Alphavirus Primers

Alignment with reference sequences

PCR - Forward (a.nsP4.PF)
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gi| 9629246 | ref|NC 001786.1| Barmah Forest virus complete genome [ATARR, Co e C ek, T 7 Sele
gi|21218484|ref |NC 002899.1| Eastern equine encephalitis virus complete genome |ETRAC, T G T GEps
gi|EB5497472 |ref |NC 024887.1| Middslburg virus isclate ArE-8422 complete genoms R TCAG. [oE 2w 5 C GE
gi|22682316¢ | ref|NC 0125€1.1| Highlands J wvirus complete genome [ACTGC. [ G ful Gh
gi| 5627007 | ref|NC 001512.1| Onyong-nyong virus complste gesnome [RCCAR ale Tilw = En T
gl| 9790297 |ref|NC 001544.1| Ross River virus complete genome RCCARG T G ﬂ GZp
gi|167€7845|ref |NC 003215.1| Semliki forest virus complete genome [RCCARG CE (e C GE{w
gi| 9790313 |ref|NC 001547.1| Sindbis virus complete gesnome [ZRTCRG. C G C GLg
gi| 9626526 | ref |NC 001449.1| Venszuslan sguine encephalitis virus complete genome [ECTGT. C G T GE
gi|21238454 |ref |NC 0035%08.1| Western equine encephalomyelitis virus complete genome RTTGT, sl G T GAs
gi|27754751 |ref |[NC 004162.2| Chikungunya virus complste gsnome [RCCRR T G T GAf
gi|21218488 |ref|NC 0039%00.1| Aura virus complete genome [RCCAG = G c GAS
gi|379765038 |ref |NC 016961.1| Whataroa virus complets genome [RCCARG C G C GE{w
gi|2E69954645 |ref |NC 013528.1| Fort Morgan virus complete genome ILTGGR T 5} T T,
gi|S5E669239€|ref |NC 006558.1| Getah virus complete genoms [RCCAG. T (e T C
gi|150735%04 |ref |NC 003417.1| Mayaro virus complete gsnome LCCAG T Cle] C T
gl|379765013 |ref|NC 0165955.1| Ndumu virus complete genome [RCCAG = G T GAlS
gi|379765069 |ref|NC 016962.1| Bebaru virus complete genoms [RCCAG = G T GAE
gi|19352423|ref |NC 003433.1| Sleeping disease virus complete genome TCGGAR e e T GE{w
gi|21321727 |ref |NC 003930.1| Salmon pancreas disease virus complete genome TCGGT. - G C G
gi| 3800345914 |ref|NC 0169%60.1| Southern slephant seal virus complets genoms IETCGC. T G C Er T
gi| 406356611 |ref|NC 0186€15.1| Eilat virus isclate E0329 complete genome IATCAG. e ful Gh
gl|596458719 | ref|NC 023812.1| Madariaga virus strain MADV/Cebus apella/BRA/BERNS122/1556 BACACC s Liw T GG
alpha.nsP4.PF T T

PCR — Reverse (a.nsP4.PR)
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gi| 9629246 |ref|NC 001786.1| Barmah Forest virus complete genoms IRGTGGCAR T
gi|21218484 |ref|NC 003899.1| Eastern equine encephalitis virus complete genoms IRGTGGAAG T
gi|6685497472 | ref|NC 024887.1| Middelburg virus isolate ArBE-8422 complete genoms GCAGGCAG T
gi|226823166|ref|NC 0125€1.1| Highlands J virus complete genoms LLALGGGREG G
gi| 9627007 |ref|NC 001512.1| Onyong-nyong virus complete genome GCTGCCRG T
gi|9790297 |ref|NC 001544.1| Ross River virus complete genoms GCGGGTAR T
gl|16767845 |ref|NC 003215.1| Semliki forest virus complete genoms GCTGTTAGC] [
gi|9790313|ref|NC 001547.1| Sindbis virus complete genoms GCTGGGRGC] T
gi| 9626526 | ref|NC 001449.1| Venezueslan sguine encephalitis virus complete genoms LOTGCCAGEHE T
gi|21238454 |ref|NC 003908.1| Western equine encephalomyelitis virus complete genome BCTGGCARTE T
gi|27754751 |ref|NC 004162.2| Chikungunya virus complete genoms GCCGCTRG T
gi|21218488 |ref|NC 003%00.1| Rura virus complete genoms IRCTGGTAG T
gi|379765038 |ref|NC 016%9€1.1| Whataroa virus complete genoms GCGGGTAG T
gi|269954645|ref|NC 013528.1| Fort Morgan virus complete genoms GTTGGTAR G

gi|56692356|ref|NC 006558.1| Getah virus complete genoms GLCGGEGERG Z T
gi|19073904 |ref|NC 003417.1| Mayaro virus complete genome GCTGGTAG T
gi|379765013 |ref|NC 016959.1| Ndumu virus complete genoms GCAGGCAG TC
gi|379765069%9 | ref|NC 016962.1| Bebaru virus complete genoms GCAGGCRG TC
gi|19352423 |ref|NC 003433.1| Slesping disease virus complete genoms TTCRRGGD G
gi|21321727 |ref|NC 0039%30.1| Salmon pancreas disease virus complete genoms TTCAGGGC G
gi|380034514|ref|NC 0169€0.1| Southern slephant seal virus complete genoms GTGGGRAG TC
gi|406356611|ref|NC 018615.1| Eilat virus isolate EO329 complete genoms GCGGTRARG Z TC

TC

gi|596458719 | ref|NC 023812.1| Madariaga virus strain MADV/Cebus apella/BRA/BEANS122/15956 RGGGGCRR
alpha.nsFP4.PR




NESTED-PCR — Forward (a.nsP4.NF)
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g1|9629246|ref|NC 00178€.1| Barmah Forest virus complete genome
gi|21218484|ref|NC 003899.1| Eastern egquine encephalitis virus complete genome
gi| 685497472 | ref|NC 024887.1| Middelburg virus isolate ArB-8422 complete genome
gi|226823166 | ref|NC 012561.1| Highlands J virus complete genome

gi|9627007 |ref|NC 001512.1| Onyong-nyong virus complete gsnoms

gi|9790297 |ref|NC 001544.1| Ross River virus complste genoms

gi|16767845 | ref |NC 003215.1| Semliki forest virus complete genome

gi|9790313 |ref|NC 001547.1| Sindbis virus complete genoms

gi| 9626526 | ref|NC 001449.1| Venszuelan sguine encephalitis virus complsts genoms
gi|21238454|ref|NC 003508.1| Western sgquine encephalomyelitis virus complete genome
gi|27754751 | ref|NC 004162.2| Chikungunya virus complete genoms
gi|21218488|ref|NC 003500.1| Rura virus complete genome

g1 |379765038 |ref|NC 0169%6l.1| Whataroa virus complete genoms

g1 |269954645 |ref|NC 013528.1| Fort Morgan virus complete genome

gl|56692356| ref|NC 006558.1| Getah virus complete genome

g1|19073904|ref|NC 003417.1| Mayaro virus complete genome

g1|379765013 |ref|NC 0169559.1| Ndumu virus complete genome

g1|379765069 |ref|NC 016962.1| Bebaru virus complete genome

g1|19352423|ref|NC 003433.1| Sleeping disease virus complets genome

g1 |21321727 |re£|NC 003930.1| Salmon pancreas dissase virus complete genome

g1 |380034914 |ref|NC 016960.1| Southern elephant seal virus complete genome

g1 |406356611 |ref|NC 018€15.1| Eilat virus isolate E0325 complete genome
gi|596458719 | ref|NC 023812.1| Madariaga virus strain MADV/Cebus apella/BRAE/BEANS5122/1956
alpha.nsP4.NF

NESTED-PCR — Reverse (a.nsP4.NR)
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gi|9629246|ref|NC 001786.1| Barmah Forest virus complete genome
gi|21218484|r=£f|NC 003899.1| Eastsrn squine encephalitis virus complete gsnoms
gi| 685497472 |ref|NC 024887.1| Middelburg virus isolate ArBE-8422 complete genome
g1i|226823166|ref|NC 012561.1| Highlands J virus complete genome

gi| 9627007 | ref|NC 001512.1| Onyong-nyong virus complete genome

gi| 9790297 | ref|NC 001544.1| Ross River virus complete genoms

gi|1e767845|ref|NC 003215.1| Semliki forest virus complete genome
gi|9790313|ref|NC 001547.1| Sindbis virus complete genoms

gi| 9626526 | ref|NC 001449.1| Venezuelan squine encephalitis virus complete genome
g1|21238454|ref|NC 003508.1| Western egquine encephalomyelitis virus complete genome
gi|27754751 | ref|NC 004162.2| Chikungunya virus complete genome
gi|21218488|ref|NC 003500.1| Aura virus complete genome

gi|379765038 |re£|NC 0169%9¢6l.1| Whataroca virus complete genome

gi|2€9954645 |r=£|NC 013528.1| Fort Morgan virus complete genoms
gi|5€€92396|r=£f|NC 006558.1| Getah virus complete gsnoms

gi|190739504|ref|NC 003417.1| Mayaro virus complete genome

g1|379765013 |ref|NC 01€959.1| Ndumu virus complete genome

gi|37976506% |ref|NC 016962.1| Bebaru virus complete genoms

gi]|19352423|ref|NC 0024232.1| Sleeping disease virus complete genome

gi]21321727 |ref|NC 003930.1| Salmon pancreas disease virus complete gsnome
gi|380034914|r=£f|NC 016960.1| Southern slephant ssal virus complete gsnoms
gi|406356611 |ref|NC 018615.1| Eilat wirus isoclate E0329 complete genome

alpha.nsP4.NR

Experimetal testing of the NESTED-PCR primer set

Ladder
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g1|596458715|ref|NC 023812.1| Madariaga virus strain MADV/Cebus apella/BRA/BERNS122/1956
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[ele TGGCCGTRATTC
[ele TGCCTTTRCOTC
A GEGGECECTCGE
[ele TCCTTTTRCGE
[BlE CCCCTTOTOTC
B TCCTTTCTCG
[ele GGG TTTTTCGC
[ele TGGTCTCTCRC
He[E CGCTTTCTCGE
Aee TGCTTTGATAC
[ele CCCTTTCTGGEC
[BlE CCCCTTGRTAC
[ele GG TCTGRTGC
qele TGCCTTTRECGE
qele TGGTTTCTCRC
HAe[E TGGTTTTATGC
fele STGTTTTTCTC
Gteleieilelwrtulely
[ele . CTCCTRTCGC
[ele . CTCATGETTGC
[ETGGTTTRRCAC
HAE[ELGGGTAGTCTC
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RRCRT
AGTGT
GRCCT
GGETCC
CRCTZ
TRCTC
cacce
[RRCAC
CGTAT
TGTCT
CRCTIT
TGTGC
[RACRAT
BGTCT
BRCCE
BRCTC
TGTCT
TRCTI
TRCCZ
GRCTZ
TTTTC
GRCRC
GGETCC



