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Parvoviridadamily
A Linear, singlestranded DNA genome ca. 4700
A Non-enveloped, icosahedrapprx 25 nm diameter

A Wild-type AAV?2 integration into locusAVSDbn human
chromosome 19qg (Kotin et al., 1990)

A Atleast12 serotypes characterized
I Manycapsidstrains described
A AAV type Zerved as prototype
I Molecular biology andenetics

A &Pseudotyping AAV2 ITR anBep inheterologouscapsid
(Chiorinj Kim, Yang, and Kotin 1999)
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Proof of principle (mdx)
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Dystrophin staining and Evans blue

dystrophin » - e e SEE
Exon skipping resulting in dystrophin rescue

Goyenvalle, A., A.Vulin, F. Fougerousse, F. Leturcq, J.C. Kaplan, L. Garcia, and O. Danos,
Rescue of dystrophic muscle through U7 snRNA-mediated exon skipping.
Science, 2004. 306(5702): p. 1796-9.



rAAV(Mediated U7smOPT
Exon Skipping

A Small animal modelmdxmouse
I Demonstrated efficacy

A Large animal modelGRMD Dog

I Establish pharmacological parameters
A Routes of administration
A Dose ranges
A Distribution
A Persistance

I Immunology
I Phenotype
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Golden Retriever X-Linked Muscular Dystrophy
(GRMD)
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Vector Requirements

A Establish therapeutic window

A Dose deescalation Study
I Highest practical human dose (toxicity?)
I Reduce to determine minimum effective dose

A Vector production

I Estimated >1E+16 < 1E+17 vg required
A High dosec 1.0E+15/kg (x n animals)
A Mid dose¢ 0.5E+15/kg
A Low dosec 1.0E+14/kg

AdGLT 6SQONB y20 aSSAy3
32YS0KAY gKngsBaRkiewick £/ CSF
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rAAV Production by Publication Year
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¢ rAAV produced per cell



b2 [/ 2yaSyadza 7T

1.a/ FLI oftS 2F o0SAy3a S|
- From MW Dictionary
2.6 A0K2dzi O2YLINRBYAAAY
Makes sense
od dlFyR O02ai0 27F LINEZRJI
f AYSI NI é¢
I Essential




R-AAV production platforms

|. Transfection Il. Transduction
I Transfection efficiency i rHSV, rAd i High MOI

Al i ia, e.@CaPi .
norganic media, €.¢-api i No cell-to-cell spread
A Organic media, e.g., Lipids _
A Primary cells only

I No celito-cell spread ) _
| Suspension or

A Primary cells only
i Adherent cells Adherent cells
A Limited expansion

A Limited expansion
I Plasmids
A Costc expensive

A Quality E. colproduct)
A Stable and easily stored
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