10

0 30 40 50 &0

70 a0 %0 100 1o 120 130 140 150 160

AAV-T MAADGYLPOWLEDNLSEG | REWANDL KPGAP KP KANQQKQDDGRGL YL PGYKY LGP NGLOKGEPYNAADAAAL EHDKAYDOOL KAGDNPYLR YNHADAE FOER LOED TS FGGNLGRAVFOAKKRVLEPLGLYEEGAKT APGKKRPVEQSPOEPDSSSG | GKTG0A
AAV-2 MAADGYLPOWLEDTLSEG | RUWAKLKEGPFPPKPAERHKDDSRGLYL PGYKYLGFFNGLDKGEPVNEADAAALEHDKAYDRGLDSGONRYLKYNHADAEFQERL KEDTSFGGNLGRAVF QAKKRVLEPLGLVEEP VKT APGKKRPVEHSFVERDSSSGTGRAGRR
AAV-4 ~MTODGYLPDWLEDNLSEGVREWNALQPGAPKPKANQQHADNARGLVLPGYKYLGPGNGLDKGEPVNAADAAALEHDKAYDOOLKAGDNPYLKYNHADAEFQQORLQAGD TSFGGNLGRAVFQAKKRVLEPLGLVEQAGETAPGKKRPL IESPRQAPDSS TG | GKKGKQ
AAV-5 HEecLre@lcLEAGr PrPKPNOOHODOARGL YL PGYIYLGPGNGLOEGEP vNRADERASE HOMBYMEQLEAGDNP YLK YNHADAE FOE[AL ADD TSFGGNLGHAVFoAKKRYVLEPFGLVEEGAK T APIBKRIODHEP EEsE
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AAV-T PAKKRLNF - GQTGDSESVPDPOPLGEPPATPAAVGP T TMASGGGAPMADNNEGADGVGHASGNWHCDS TWLGDRY | TTSTRTWALPTYNNHLYKQ | SSASTGASNDNHYFGYSTPWGYFDFNRFHCHF SPROWORL | NNNWGFRPKRLNFKLFN | QVKEVTTNDG
AAV-2 PARKRLNF - GATGDADSVPDPOFLGOPPAAR SGLGTN TMATGSGAPMADNNEGADGYGHS SGNWHCDS TWMGDRY I TTSTRTWALP TYNNHL YK | S508 -GASNDNHYFGYS TPWGYFDF NRFHCHF SPROWORL | NHNWGFRFKRLNFKLFN | QVKEY TGNDG
Aav-4 PAKKKLVFEDETGAGDGPPEGSTSG: - - - - - AMSDD S EMRAAAGGAAYEGGAGADGYGNASGDWHCDS TWSEGHVTTTSTRTWVYLP TYNNHLYKRLG- - - - ESLASNT YNGF S TPWGYFDFNRFHCHF SPROWORL | NHNWGMRP KAMRVEK | FN | QVKEVT TSNG
AAV-S PE------- TsERAEAGPEGS0OLE I PADPASSLGAD TMS AGGGGP LGDNNOGADGYGNASGOWHC DS TWMGDRYY THS TR TWYLEEY NNHEYEE | KSGSVDGSNANAYFGYSTPWGYFDF NRFHEHES PROWORL | HNEIVGFRPESLRVK I FN 1 QVKEY TVaDE

o 350 360 370 380 330 4oo 410 420 430 440 450 450 470 480 430
AAV-T ¥TTIANNLTSTYAVFSDSEYOLPYVLGSAHOGCLPPFPADVFM | PAYGYL TLNNGS QAYGRSSFYCLEYFPSOMLRTGHNNFTFSYTFEEVPFHSSYAHSQSLDRLMNPL IDQYLYYLNRTQN- - - - QSGSAQNKDLLFSRGSPG- MSVOPKNWLPGPCYRQQ
AAV-2 TTTIANNLTSTVQVF TDSEYQLEYVLGSAHQGCLPPFPADVFMYPAYGYLTLNNGS - - - GAVGRSSFYCLEVFPSOMLRTGNNFTFSYTFEDVAFHS S YAHSQSLDRLMNPL IDQYLYYLSRTHT - - - - PSGTTTQSRLOFSOAGASD | RDOSRNWLPGPCYROG
AAV4 ETTVANNLTSTVQIFADSSYELPYVYMDAGQEGSLPPFPNDVFMYPAYGYCGLYTGNTSQQATORNAFYCLEYFPSOMLRTGNNFE | TYSFEKVPFHSMYAHSQSLDRLMNPL IDQYLWGLASTTTGTTLNAGTAT - - - THFTKLRPTNFSNFKKNWLPGPS | KQQ
A4V-5 TTTIANNLTSTVaVF TOEDYQLPYWWENGTEGCL PR PPEVFILPOYGYATLNRENT - EflP TERSSFECLEVFPSEMLRTGNNFEF TYNFEEVPFHS SEARsofl [ ANe LEOQY L YREVS TN - - - - TGG- - - - - - VOFNKNLAGRYANTYKNWEPGPMGRER
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AAV-T RVSKTKTOMN- - - - - NNSNFTWTGASKYNLNGRES | | NPGTAMASHKDDEDKFFPMSGVM I FG- - KESAGASNTAL - DNVMI TDEEE | KATNPVATERFGTVAVNFQSSSTOPATGDVHAMGAL PGMYWRDRDVYLOGP IWAK | FPHTDGHFHFSPLMGGFGL KNP P
A4v-2 RYSKTSADN- - - - - NNSEYSWTGATKYHLNGRDSLVNPGP AMASHKDDEEKFFPQASGVL | FG- - KAGSEKTNVD | - EKVMI TDEEE IRTTNPVATEQYGSYS TNLORGNROAATADVNTQAGYLPGMYWRDROYYLQGP IWAK | PHTDGHFHPSPLMGGF GLIKHP P
AAV-4 GFSKTANQNYK IPATGSDSL IKYETHSTLDGREWSAL TPGPPMATAGPADSKF - - SNSQL I FAG- PKONGNTATVP -GTL IFTSEEELAATNATD TDMAWGNL PGGDASNSNLPTVDRLTALGAVPGMYWINRD | YYQGP IWAK | PHTDGHFHPSFL | GGFGLKHPP
AAV-5 SGVN - - - - - RrASVSAFATTNRMEL EGEsHoVP PP NERTNNLOGSERIYALENTM I FNSQPANPGTTATYLEGHML | TSEBETORPEINRVARINVGGOMATNNASSTTAPATGTYNLGE | vPGEVWEERDVYLGGP IWaK | PETERIHFHPS GGFGLKHPP
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AAV-T PQILIKNTPVPANPPAEFSATKFASF | TQYSTGQVSVE | EWELQKENSKRWNPEVQY TSNYAKSANVDF TVDNNGLYTEFRF IGTRYLTRPL
A4v-2 PQILIKNTPVYPANPSTTFSAAKFASF | TOYSTGQVSVE | EWELQKENSKRWNPE |QY TSNYNKSYNVOF TVOTHGYYSEPRP | GTRYLTRNL
AAV-4 PQIFIKNTPVPANPATTFSSTPVNSF | TQYSTGQYSVQ | DWE | QKERSKRWNPEVQF TSNYGQANSLLWAPDAAGKYTEPRA IGTRYLTHHL
AAV-5 IKNTPVPEN - | TSFSDVPVSSF | TOYS TOVIlVEEEWE LAKENSKRWNPE | oY TEINYNDPQF VDFARPDS TGE vRIEIRF | GTRYLTRPL
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AAV-T LEPRSPKPTSKSRTTABVWCFLATETE DFSTDSTPGSPSTPPTQRPEETTRFTTSSSK- -PVTIRTCGITTPTPSFRSVCKKIRLLBATEGEQSSRPRSGFSNLSVWLRKALRRLLERNVR--
AAV-2 LAHHHOSPOSGIRTTAGVLCFLGTSTS -DPSTDSTRESRSTRQTPRASSTTKPTTGSST- - - - - AETTRTSSTTTRPTRSFRSALKK | RLLGATSDEGS SRRKRGF LNLWAWLRNLLRRLRE KRGR -
AAv-4 LEPLNPRQINNIRTTLGVLCFRVTINTS-DPATDSTRGNPSTQRTRAQPSSTTRPTTSSSR -PVITPTSSTTTPTRSSSSGFRATHRLGATSAEQSSRPKRGFLNLL VWL SKRVRRLLERRDR - -

AAV-S LEP- - PRLAK T HEEEL clofifv - B 5l 5 G!HHI]RP!VGRRLPAALRR.GRRG P PsaclyasaviL- - - - REERRESoL M PRy EEEDAE NGBl

C 10 20 30 40 50 80 70 g0 90 100 110 120 130 140 150 160
AAV-T LATQSGSP | HNL SENLOOPPLLWDLLGIWLOAVAHGWRT | TKARTEWVMPQE |61 A1 PHGNATESSPPAPAPGPCRPT I TTSTSKSPYLGRGPATTTTTSATARPGG | LI STDSTATFHHVTGSOSSTT | GOSGRROSTSNSSTSKSRRSRRMMASGPSL | TLRAR
Aav-2 LETQTQYLTPSLSDSHOQPPLVWEL | RWLOAVAHGWGT | TRAPTEWV | PRE |G 1A | PHGWATESSPPAPEPGPCPPTTTTSTHKFPANGE - PRTT I TTLATAPLGG| LTSTDSTATFHHYTGKDSSTTTGDSDPRDSTSSSLTFKSKRSRRMTVRRRLP | TLPAR
AAv4 DFLRDGLPEFCLM- - TVRCVAULAELQSRADKVPMEWYMPRY |G 1 A | PPGLRATSRPPAPEPGSCRETTTTSTSOSER - - - - ACSPTRTTDSFPPGDTLTSTASTATSHHY TGSOSSTTTGACDPKPCGSKSS TSR SRR SRRR TARGRWL | TLRAR
AAV-5 psBcksornBPBVWEL | QCLEEVAAHWAT I TKYPMEWEMPRE 1G1 41 PRGWGTESSPEIPEPGCCPATTTTSTERSKAAPSTEATPTRPTLDTAPPGGTL TMTASTATCEEIRTGKDSSTTTGASDPGPSESKSSTFKSKRSRERTPPPPsPTEPER

170 180 190 200
A4V FKSSRTRSTSFRTSSALRTRAASLRSRRTCS
AAV-2 FRCLLTRSTSSRTSSARR | KDASRRSQQTSSWCHSMD TSP
AAv4 FRSLRTRRTNGRT - - - - o oo oo oo
AAV-5 BroLRTHTTSCATSSATGPRDACRPSLRRSLRCRSTVTRR

Fig. S3. Multiple Amino Acid Sequence Alignment for the Detection of Sequence Variation

AAV5. (A) VP1
consensus sequence are marked in red.

(B) MAAP. (C) AAP. Amino acid sequence mutations of AAV5 within the





