Silencing cargo gene expression in lentiviral vector and AAV production to improve vector yield and purity
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1. Introduction I 2. Mechanism of Lvv cargo gene silencing 3. LVV Cargo gene knockdown improves production cell health & reduces DSP burden 4. LVV Cargo gene silencing increases titres
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5. LVV Cargo gene knockdown facilitates 6. AAV Gene Silencing Technology against EGFP
stable producer cell line development reporter - Different variations of the A cene silencing in TTFX for AAV-BAX (Viable count C  Gene Silencing in TTFX for AAV9-BAX (genome titre Cargo gene expression levels were reduced significantly during lentiviral and AAV vector production processes,

8. Conclusions & Future work

7. AAV Gene Silencing of Bax during plasmid transfection
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* Constitutive expression of certain cargo genes may limit * shRNA approaches to gene silencing in AAV may lead to PKR activation AAV silencing strategy were 5] "+ Bax no targeting 16.41x
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CAR transfer plasmids into XOFLX® Packaging cells. leading to demonstratable knockdown of reporter genes by associated X, apoptosis

« Silencing the cargo gene enabled generation of stable producer fluorescence microscopy (Figure 5A) and flow cytometry (Figure 5B) regulator).
cells that otherwise were unrecoverable (Figure 4 A-C). without affecting AAV yields (Figure 5C). +  Modest improvements
6- A 100- B Figure 5. AAVS-EGFP vectors were (~1.4x) in cell viability

Production cell viability was improved, reducing cell death-related process impurities and potentially enabling
more efficient and robust downstream process performance.

The technologies can also facilitate the development of stable producer cell lines for viral vectors encoding
cytotoxic cargo genes.
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