Flavivirus Primers

Alignment with reference sequences

PCR - Forward (F.NS5P-F)
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CxFV GQle5808.1 Ugandal8 2008 CGCGETTGAGC CCGRECGGARGE
CFAV M91671.1 1575 CRGRCTCACCC CAGCCCRATCE
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AEFV AB488408.1 2003 CRARCTGGAGCMARRGCGATGT G ele T1E] ALATCTCRCOCE
FREV RAY14%504.1 SR75 1559 CRAGGCTCCCCC@MARCTCGTTGT [ G GG GRATCCTGCTE
FBV RAY¥14%505.1 SRB2 1959 CRAGGCTCCCCO@MARCTCGTTGT [ G GG GRATCCTGCTR
QBV FJE44291.1 2002 TGCCGRGCCGCMARRAGRTTGC - G GG TCGTGETGARTC
DENV1 ME87512.1 1550 CTTTRACRCCACHETGRGRARGTGT T G efe Tle) LAALCCCRACTE
DENVZ M15197.1 1569 TTTTGTTCCACHMAGRGRARGTGT G G efe e LAATCZCCRACGE
DENVZ DOE75533.1 19%% CTATCTCCCACHETGRRARRGTGT ] G GEEG

DENV4 AY618593.1 2000 CTRCRARACCCAMTGRGCRAGGETES ] G GHEG

WNV DR211652.1 WNY99 19959 CTRCAGRCCTTETGRAGTGTTGT [ G GEEG

JEV NC 001437.1 1982 TTRCARACCTTEAGRACCCAGT G G G ALGTCCRAGRRC
YFV U21056.1 1927 CCGCCTAGRACEMAGTGRARRTGT T G G GTCRTCGGTCE
YFV AYSE8064.1 1571 CCGRCTGGRAGCMACTCRARGTGT [ G G LTCCTCCGCRE
SLEV FJ753286.2 2003 CCATRARGCCAGETGRGCCAGCT G G G LAGTTGTGRGC
ZIEV NC 012532.1 MRTGE CCARCATGGCGTGRGCCGTGET G G . TARGTCCTGRRC
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PCR - Reverse (F.NS5P-R)
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CxFV GQl65808.1 Uganda08 2008
CFAV M%1e71.1 1575

AEFV AB488408.1 2003

FRV AY1499%04.1 SR7S 1955
FEV AY145905.1 SRBZ 1999
QBV FJE44251.1 2002

DENV1 MB7Y312.1 1950

DENVZ M19157.1 1965

DENV2 DQE75533.1 1959
DENV4 AYE18993.1 2000
WHNV DQ211652.1 NY95 1955
JEV NC 001437.1 1582

YFV U21056.1 1527

YFV AYS568064.1 1571

SLEV FJ753286.2 2005

AIEV NC 012532.1 MRTEE
F.N33P-R
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NESTED-PCR - Forward (Flavl00F) *

=1 650 660 670 680 6590
CxFV GQl&5808.1 Ugandal8 2008 €] CTCCACTGCTIS G LOGMCTCAGGTCCGCGEAGE C
CFAaV M9%1&71.1 1975 - TAGCTCGEET TS G LCAMCTCCGGEGCTAGGTE C
LEFV AB488408.1 2003 G TRGCACGGECTE G LML TCAGGRARTRGGTC C
EEV &Y14%5%04.1 SR7S5 1959 ) CAGCACTGCLE G LCGMGTCTGGCAGCRAGATE C
ERV AY145%905.1 SRB2 19595 B CRGCRCTGCHE G ACGEGTCTGGCAGCAGATC [
OBV FJE442%1.1 2002 G CTCCACCGCT]S G LCAMCTCGGEGLGTTCGGEGEE C
DENV1 M87512.1 1550 T TTCTACTCRTES G GGCETTCATGTGGRRCZAGG [
DENVZ M19%15%7.1 1965 T TTCCACERCRTIE G GGEEGTCCRAATGCTTCCGE C
DENV3 DQE75533.1 1999 T CTCCLCGCR Clek T GGLMLTCTRAATGGCRCAGS [
DENV4 AYE189%3.1 2000 C TTCTACCCETIE G GGENGTCAGGTGCGTCGGEE C
WNV DQ211652.1 NY¥99% 1999 z TTCCACGCROTS G GGEEGAGTCGRAGCTTCAGGE T
JEV NC 001437.1 19582 C CTCCARTCROIE G GEETAGTGGERGCCGEOTGEC T
YFV U21056.1 1927 C TTCCLCTCR Tier 2 ACGEGTCTGGRGCCCGCRGE T
YFV AY968064.1 1971 T TTCCACTCR Tier L gl LOMGTCAGGREGCARGRRG [
SLEV FJ753286.2 2005 c CTCGLCLECE Tl 2l GGHETAGTGGRGCGECTGE [
ZIEW NC 012532.1 MR7TEE G ECRW\CTCCRCHECATiER CGRue) GEHCTCTGEGEECARAGRGE [
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NESTED-PCR — Reverse (Flav200R)*
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CxFV GQl&5808.1 Ugandal8 2008
CFAV M91€71.1 1975

LEFV RB4885408.1 2003

RRV AY14%504.1 SR75 1959
ERV AY14%505.1 SRB2Z 1959
QBV FJE4425%1.1 2002

DENV1 MB87512.1 1950

DENVZ M15157.1 1969

DENV2 DQET5533.1 1555
DENV4 AYE189%3.1 2000
WNV DQ211£32.1 NY59% 1559
JEV NC 001437.1 1982

YFV U21056.1 1927

YFV AY968064.1 1571

SLEV FJ75328&.2 2005

ZIEKV NC 012532.1 MR7G6E
FlavZ00R
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* Maher-Sturgess SL, Forrester NL, Wayper PJ, Gould EA, Hall RA, et al. (2008) Universal primers that amplify RNA from all
three Flavivirus subgroups. Virol J 5: 16.

Experimetal testing of the NESTED-PCR primer set
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