In vitro binding to human and NHP orthologs of candidate receptors
Identify novel systemically-delivered AAVs with enhanced CNS tropism
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= Single cell RNA-seq of brain tissues was used to identify highly expressed (y-axis) and brain endothelial cell specific (x-

= Candidates were enriched for known transcytosis receptors (eg transferrin receptor TFRC) and GPIl-anchored proteins

Binding hits are reproducible and unigue to a given receptor

Method to isolate capsids using in vitro binding assay

-\This approach identified candidates with improved CNS tropism compared to AAVQ/
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Hit Selection by NGS . . . .
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Binding hits form distinctive clusters with motifs

Performance in human TFRC knock in
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Candidates identified with function better than AAV9 \
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~Hu-man differential pulldown Human differential pulldown Relative expression data for five variants that bind TFRC, extracted from
library studies in stable HEK TFRC overexpression cells (left) and CNS of
Differential pulldown: log2FC receptor — log2FC Fc control humanized knock-in TFRC mice (Biocytogen, right)
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