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invention to provide techniques and genetic constructs useful for producing
AAV reconbi nant vectors conveniently and in large quantities. The invention
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conprising in the order given in the 5 -3 direction: an Epstein Barr

nucl ear antSUYMARYIGENAF INVENTIOMn Epstein Barr virus (EBV) latent origin of
replication 10 (oriP), and a reconbi nant adeno-associ ated virus (AAV)
vect\er cérrpr i '&!sr?g °@§% glahrorresepidyantion torpevise teshniuesen genetiepnatruets eeful fonerpdusing/

rep gene. scP'éVP%l?'@%aftdd" Bromauantiies or produci ng AAV vectors,
whi ch conpri ‘1% ﬂ?" 8‘?‘6?'?%”%%&‘?’5@35’6'&"8?@{1 ﬁ@ V%‘B(%@%‘H‘Efﬁ'gg in th
genetic mat’r] en in éa on AT \%{rpvg?ﬁs tal N tnnﬁplcatlon
detectib) e '
conpri seJé’ |(&I °'ass°°'a K4 Vh"sqgm)ge ST °x°9°nﬁuﬁ':%e§'? & ateﬁg'ran

replication (thn'i Da pr(ﬂ&ﬁte@h&\? e Qe Inile an\{dé vitle ERIS
conpri si ng pexq ﬂ%ﬁ%&lﬁnﬂ@ R&ibLiible 'YBAcHE erdd %Cr LopBinaht Hélﬁ by, yorﬁrﬁi

gene; trAaNShesrbdr YeintRS$-3C Giektioh) aa.ee,saeﬁ,fhamacﬁsg(gf& BNA) doRb, B @ggf&,eaﬁr virus

t ransf ect eqdesglidient brigf; of wm&qom indl b MeShBIRdnEsHeRddskoclated elrusr(m\n “8dtdr cBihy Jﬁiélh@
medi um 20 exogeRd gérstid vhatriabant Yaokiigf £GAcEshal MAMregné; W t h adenovirus an

w | d-type adermsiocispe hast el live with Shel BEBV[pREMIdUd prbduos 8 traristected Gtk | Ng t he AAV
vector from tdrewiagehé trapsiootédiceiiiiebi iniacellgnmvin madaunt; i on provi des a net hod of

cl dailng @ pr eednacting dhe\Axhstectod dwost o tvith redergviems cad nwikidypg caderio-associatbe rviras hélpst 0
an Epst ei n fiBgtians;and us ( EBV) pl asnmid, wherein said EBV plasm d conprises in
the 5'-3' di rieatingthe ABV vt isere the gell grevah Mpdiunei n Barr virus nucl ear antigen
(EBNA), an EBWhedpyeptiopiprovides;anmethod gheloninga erp-darmestiAAY vegtor containingrexedondua genetic
exogenous desfEelinto prpRsteinBarr viys(ERV) glayreid, wherpin Seid FRY pleamid eomerisen in the 918t dieetian| e
genet i c 3farddepe orthe Eb%e' aé's"éﬂ‘& ““P‘ﬁa’taﬂ@e’EﬁﬁN %Fs'?ﬁ"d’""ﬂ'?’é s&QS?Pﬁbé‘P‘t’eP’ praedABY i s
transf ect ede‘ft?{t?“ '“'ﬂ% '?e ‘E! %’ 9,°H ' ' ’6%‘?" ﬁ‘c “et'c

el nt
nuct ear_antt o :g Agg{a ﬁtﬁq?::goe Mvws&aéwg.aﬁéém L&gent origin of

medi um thé“"l °' | Q%adwr"t "E

cel | or ow ﬁ*’%’f"' A i of :"t:f'm e e
s cont agt %ﬁ Pheﬁ;a b gha e ol 01 %ffo of 5 &nh suffcient
unct i ons H?g |on V virus).
suffici ent @Qﬁ ifel AAK) nét Em ri§|siéntgenrﬁ ﬂ&h% ”&thﬁ’ns
(capsi d angigaium! €P regi ons o V VI rus esired AAV vector

cont ai ni ng exogenous genetic rrat erl al is then isolated fromthe cell grow h

medi um 35 pPesERIPTIBNICEN HEFDRBVMIINGERAW NGS The present invention will be better

under st ood by reference to the fTollow ng detail ed description of specific

errbodl Ment s WinerpreseitSivestion aill 6 uBEINGEEtbadiNoyiefolende e thil BIUwING ietaifalt debiption BRI t
the pr espetiiic bodithertsavhebnoonsideasicin rRomkdhtion with(the dFawiigs ehai ol par biet@iipresent

d| ‘am of spedificatowherbinpl asmi ds that are either constructs of the invention

or that @re uBSwedigus it arsphepetirsdiagrant of agfumbbreof plasneids thayare dither cershuctsacs ¢he inviamtion

schemati c WBE‘Qt e used taxfamn capstieigjobthe igvention: Incoaghoensy. ithotsckamatid mans aredranneld séalp,

t he poly | i%ikthe reslictionsitessengted) ig the eﬂv tinker not negessaﬂ!vgmesemt@wm@e geningsites.

DESCRI PTI ON CF THE SPECI FI C ENVBCD NENTS 45 The present invention includes a

new syst emBESCRPEIQNLQL THE SOEC .—--e--“'-".' SF~*econbi nant adeno- associ ated vi rus

(AAV) vettors, The const .uct in the acé of the ‘ir)}vrent on r de%

he

part on pr Oag p ha mveﬁ;hon ':t}aTy in part on

T'Lete °8‘r "ecloﬁ" ﬁ"
presence Ofg}ﬁﬁ {},mQrEva Qs .hnﬁ&e n% oiat EIE\PH'J% 31 ahtigen (EBNA)
replicatin 1) us eﬁg& f |E%:§nces
sequences, Tieards Yt Ay Eipre iRy z%ﬁ% Bl bd id"l?

~have not RbrtexC4l sbddn Wiis %Xé&remth@%seglﬁé‘%c G&n@WG&W Plkthifory, Ethdr® 'was hé)
this case t aﬁoﬁCﬂﬂiﬁbﬁ&iﬂ&ru&é\‘éoﬁiﬁﬂﬁ@&haraﬁdﬁsﬁu&eﬁm b6t EB0GkEoRRd ARV ivBGrS Moli@N

whet her  congih ek oshADIY épaHIBIdURRPEeR PdpRidisclibr & Jytit poBlchdRviliBY vect ors and AAV

vect or s woul dinr8é grdteduieeiof tHaeprbsentd In@enben) Pritltible Scopidé! lof RGreCabinalite A\0 Gerdinie Odte OF
| ytic prssdypeimadentpbstablished in huthar dolls @ paa @tialchimait AAWEBY) pleswad) (To iprodedetlargenamounts
mul ti pl e cepiresmbihant AAYCUNSI thesat callsleregislacied: with @ddnbvinoe rontiapes viuselot appropséte d

i n human ceabdombinant penstructsf coptaising the requirgiAhgideBlungtire nditranTTectqst withurdasmida regepding

anount s of anemissivg nldtypaAAVviep W8 capsideiurctions] Uedep these pifcomstengesyilitin AdYenapligétion s

or herpes virus (or appropriate reconbinant constructs containing the

requi red hel per functions) and transfectgd with plasm ds encodi ng




i

any m SS| ng wild-type AAV rep or capsid functions. Under these
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2. A vector according to claim 1 wherein the plasmid vector comprises a detectable genetic marker.

55 8. A vector according to claim 2 wherein the genetic marker is an antibiotic resistance gene.

4. A vector according to claim 3 wherein the antibiotic resistance gene is located in the AAV vector.
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