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WHAT IS CLAIMED 1S:

1. A method for large scale production of an adenovirus, the method
comprisigg: culturing in a serum-free suspension culture PER.C6 cells infected with an
adenoviras\hich comprises a mwrine pre-proendothelin promoter, thereby producing

the adenovirus

2. The Mgethod of claim 1, wherein said adenovirus is selected from the
group consisting of A\ non-replicating adenovirus and a conditionally replicating
adenovirus.

3. The method of\claim 2, wherein said non-replicating adenovirus
comprises a polynucleotide which Xomprises a fas-chimera transgene transcriptionally

linked to said murine pre-proendothelilpromoter.

4, The method of claim 2, wherdin said conditionally replicating adenovirus
is transcriptionally linked to said murine pre-progndothelin promoter.
5. The method of claim 2, wherein \said non-replicating adenaovirus

comprises a polynucleotide which comprises aX  anti-angiogenic transgene

franscriptionally linked to said murine pre-proendothelin prdgoter.
6. The method of claim 2, wherein said non-Mplicating adenovirus
comprises a polynucleotide which comprises a4  pro-ang

transcriptionally linked fo said murine pre-proendothelin promoter.

7. The method of claim 2, wherein said non-replicating
comprises a polynucleotide which comprises a suicide transgene transeriptionall

to said murine pre-proendothelin promoter.
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&. The method of claim 2 or 4, wherein said conditionally replicating

novirus transcriptionally linked to said murine pre-proendothelin promoter is devoid

-viral heterologous sequences encoding pro- or anti-angiogenic agents,

11.  The method of cIdm 10, wherein said heterologous nucleic acid sequence

comprises an apoptotic gene.

12, The method of any one of Waims 1-7, further comprising recovering virus

from said cells following said culturing.

13, The method of claim 12, wherein sNd recovering is effected at a point of
harvest (POH) of 3-4 days post infection and an MOTRf 5.

14.  The method of any one of claims 1-7, wherel
a 5-100 L volome.

said culturing is effected at

15,  The method of claim 14, wherein said culturing is gffected at 2 25 L

vohume,

16.  The method of claim 15, wherein said culturing is effectedyt a 50 L

volume.

17.  The method of claim 15, wherein said culturing is effected at a 100

volume.
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18.  The method of any one of claims 1-7, wherein said culturing is effected

us¥kig a disposable bag.

The method of claim 12, wherein said recovering is effected by

subjecting 8gid cells to a detergent lysis.

20,  Tig method of claim 19, wherein said detergent comprises Triton X-100.

21.  The methpd of claim 19, further comprising removing cellular DNA and

cell debris so as to obtain Aglear feedstock.

22, The method of\¢laim 21, wherein said feedstock is subjected to
Tangential Flow Filtration (TFF).

23.  The method of claim 22, Nrther comprising obtaining a viral pellet and
subjecting the viral pellet to anion exchdpge chromatography and size exclusion

chromatography.

24.  The method of claim 3, wherein said fsg-chimera transgene compriscs a

polynucleotide having a nucleotide sequence as set forth N SEQ 1D NO: 2,

25.  The method of claim 3, wherein said fas-chime¥Xa transgene comprises a

polynucleotide having a nucleotide sequence as set forth in SEQ IR NO: 3.

26.  The method of claim 3, wherein said fas-chimera transghpe comprises a

polynucleotide having a nucleotide sequence as set forth in SEQ ID NO: 4,

27.  The method of any onc of claims 1-7, wherein said murine Pe-pro
endothelin promoter comprises a polynucleotide having a nucleotide sequence as\get

forth in SEQ 1D NO: 5.
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28.  The method of any one of claims 1-7, wherein said murine pre-pro

enqothelin promoter comprises a polynucleotide having a nucleotide sequence as set

forth¥g SEQ ID NO: 6.

The metqod of any one of claims [-7, wherein said nrarine pre-pro
endothelin promoter compXises a polynucleotide having a nucleotide sequence as sct
forth in SEQ ID NO: 8.

31.  The method of anyNone of claims 1-5, wherein said murine pre-pro
endothelin promoter comprises a pol

forth in SEQ ID NO: 7.

ucleotide having a nucleotide sequence as set

32, The method of any one of clayns 1-7, wherein said murine pre-pro
endothelin promoter comprises a polynucleotide

forth in SEQ TD NQ: 13.

ving a nucleotide sequence as set

33.  The method of any one of claims 1-7, wherein said murine pre-pro
endothelin promoter comprises a polynucleotide having a nuy,

forth in SEQ ID NO: 12.

leotide sequence as set

34, The method of any one of claims 3, 5, 6 or 7, whiyein said non-

replicating adenovirus vector is an adenovirus 5 vector.

35.  The mcthod of claim 3, wherein said adenovirus 5 vector compyses a

nucleic acid sequence as set forth in SEQ ID NO: 9 or 10.

36. A method for large scale production of an adenovirus, the method

comprising: culturing in a seram-free suspension culture PER.C6 cells infected with an
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denovirus which comprises a nucleic acid sequence as set forth in SEQ ID NO: 9 or 10,

thdgeby producing the adenovirus.

A method of producing an adenovirus, the method comprising, culturing
PER.C6 celg infected with an adenovirus which comprises a murine pre-proendothelin
promoter in atNadherent culture under conditions suitable for viral propagation, thereby

producing the adégovirus,

38. The methopd of claim 37, wherein said adenovirus is selected from the
group consisting of a 1gn-replicating adenovirus and a conditionally replicating

adenovirus.

39. The method of clNm 38, wherein said non-replicating adenovirus
comprises a polynucleotide which coigprises a fas-chimera transgene transcriptionally

linked to said murine pre-proendothelin piymoter.

40.  The method of claim 38, Werein said conditionally replicating

adenovirus 1s transcriptionally linked to said murin pre-proendothelin promoter.

41.  The method of claim 38, wherein sd§d non-replicating adenoviros
comprises a polynucleotide which comprises an \anti-angiogenic transgene

transcriptionally linked to said murine pre-proendothelin promdXgr.

42, The method of claim 38, wherein said non-repNgating adenovirus
comprises a polynucleotide which comprises a pro-angioghpic transgene

transcriptionally linked to said murine pre-proendothelin promoter,

43.  The method of claim 38, wherein said non-replicating adclpviras
comprises a polynuclectide which comprises a suicide fransgene transcriptionally Ii

to said murine pre-proendothelin promoter.
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44,  The method of claim 40, wherein said conditionally replicating

novirus transcriptionally linked to said murine pre-proendothelin promoter is devoid

-viral heterologous sequences encoding pro- or anti-angiogenic agents.

47.  The method of clm 46, wherein said heterologous nucleic acid sequence
comprises an apoptotic gene,
48.  The method of any one\of claims 37-42, wherein said conditions

COlllpl'iSC Seranl.

49, The method of any one of claims {7-42, further comprising recovering
the virus from said cells following said culturing.
50.  The method of claim 49, wherein said recovding is effected at a point of

harvest (POH) of 3-4 days post infection.

51.  The method of claim 49, wherein said recovering is“¢ffected by freeze-

thaw releasing of the virus.

52.  The method of claim 51, further comprising removing cellula

cell debris so as to obtain a clear feedstock by ultracentrifugation.

53. The method of claim 52, further comprising centrifuging said cle?

feedstock on a CsCl gradient,
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54.  The method of claim 53, further comprising removing said CsClI using a

hadex desalting column.

The method of claim 39, wherein said fas-chimera transgene comprises a

polynucleode having a nucleotide sequence as set forth in SEQ ID NO: 2.

polynucleotide having a nucléQtide sequence as set forth in SEQ ID NO: 4.

58.  The method of clé\m 37, wherein said murine pre-pro endothelin
promoter comprises a polynucleotide

IDNO: 5.

ving a nucleotide sequence as set forth in SEQ

59.  The method of claim 37, wlwrein said murine pre-pro endothelin
promoter comprises a polynucleotide having a nudgotide sequence as set forth in SEQ
ID NO: 6.

60.  The method of claim 59, wherein said Yurine pre-pro endothelin
promoter comprises a polynucleotide having at least two chpies of said nucleofide

sequence as set forth in SEQ 1D NO: 6.

61.  The method of claim 37, wherein said murine preNpro endothelin
promioter comprises a polynucieotide having a nucleotide sequence as set
IDNO: 8.

62.  The method of claim 37, wherein said murine pre-pro endotlXlin
promoter comyprises a polynucleotide having a nucleotide sequence as set forth in SE
IDNO: 7.
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63.  The method of claim 37, wherein said murine pre-pro endothelin

64.\, The method of claim 37, wherein said murine pre-pro endothelin
promoter compyises a polynucleotide having a nucleotide sequence as set forth in SEQ

IDNO: 12.

65.  The methpd of claim 38, wherein said non-replicating adenovirus vector

is an adenovirus 5 vector.

66.  The method of clyim 39, wherein said adenovirus 5 vector comprises a

nucleic acid sequence as set forth INSEQ ID NO: 9 or 10,

67. A method of producing anNgdenovirus, the method comprising, culturing
PER.C6 cells infected with an adenovirus dpmprising a nucleic acid sequence as set
forth in SEQ ID NO: 9 or 10 in an adherent eNgure under conditions suitable for viral

propagation, thereby producing the adenovirus.

68. A viral preparation generated according\o the method of any one of
claims 1-36 and exhibiting an ion exchange and size exclusNn chromatography traces of

Figures 7A-B and product profile of Table 6.

69. A viral preparation generated according to the metkod of any one of

claims 37-67 and having a product profile of Table 3.

70. A pharmaceutical composition comprising as an active ingidient the

viral preparation of claim 68 or 69.

71. A method of reducing angiogenesis in a subject in need thercof, t
method comprising administering to the subject a therapeutically effective amount of the

viral preparation of claim 68 or 69, thereby reducing angiogenesis in the subject,
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72, The method of claim 71, wherein the subject has a solid tumor.

73.  The method of claim 71, wherein said administering comprises

intraven®us administration.
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WHAT IS CLAIMED IS:

1. A method of reducing angiogenesis in a subject in need thereof, the method
comprising administering to the subject a therapeutically effective amount of the viral
preparation generated according to the method for large scale production of an adenovirus,
the method comprising: culturing in a serum-free suspension culture PER.C6 cells infected
with an adenovirus which comprises a murine pre-proendothelin promoter, thereby
producing the adenovirus, and exhibiting an ion exchange and size exclusion
chromatography traces of Figures 7A-B and product profile of Table 6, thereby reducing

angiogenesis in a subject.

2. The method of claim 1, wherein the subject has a solid tumor.

3. The method of claim 1, wherein said administering comprises intravenous

administration.



