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INTRODUCTION Table 1: Capsid design approaches and productivity

Rational capsid design is a potential method for
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Figure 3 - C SEAP reporter activity in the plasma of
C57BL/6-Tg(ApoA1)1Rub/J mice intravenously

METHODS injected with respective AAV.
Next-generation (NG) AAVS capsids were generated
by: AAVS5 NG3 - large peptide insertions

AAVS NG3.1 and 3.2 were generated by insertion of
single domain antibodies into VP1. Intrastriatal injection

demonstrated localized vector spread of AAVS NG3.1 -
eGFP and more global spread of AAV5 NG3.2 - eGFP

» Site-directed mutagenesis

- Small (8 aa) or intermediate (30 aa) peptide insertion
into VR-loops of VP3
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Figure 2 - A Histological analysis of the brain (chromogenic _ VAAV5 NG3.1 B

eGFP detection) and B molecular analysis of the liver (vector
RESULTS and eGFP mRNA copies).
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Capsid design approaches and AAV production

VP protein stoichiometry of AAV5 NG capsid proteins AAVS NG2 - small peptide insertions
was compared by SDS-Page (Figure 1). NG AAVS

vector yields were determined in the crude cell lysates
by Q-PCR (Table 1).

AAV§ NGZ..1 was gerlwerated by insgﬂion of srr?alll HDL AAV5 NG3.2
binding peptides (8 aa) into VP3. Upon intravenous injection, i :
enhanced liver transduction and transgene activity of AAVS
NG2.1 - SEAP was observed (Figure 3).
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AAVS capsids with custom targeting profiles. Taken
together, these approaches can significantly enhance
the range of applications of the AAVS serotype.

Figure 3 - A Vector genome copies and B transgene
MRNA copies in the liver of C57BL/6-Tg(ApoA1)1Rub/J
mice.

Figure 1 - SDS PAGE of purified NG AAVS produced in
HEK293T or Sf+ insect cells (BEVS)
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