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Methods (cont)

Supplemental Methods

» Droplet digital polymerase chain reaction (ddPCR)

— DNA isolates collected were analyzed by ddPCR for presence of vector genomes using a vector-specific primer probe set designed to amplify a sequence
in the myosin heavy-chain muscle creatine kinase promoter (MHCK?7)

- Beta-actin was used as reference gene to quantify the amount of genomic DNA

* Reverse transcription-droplet digital polymerase chain reaction (RT-ddPCR)

- RNA isolates were collected and analyzed by RT-ddPCR using a transgene-specific primer probe set designed to amplify a sequence in the hSGCB
transgene

- A second set of primer and probes against adaptor-related protein complex 3 subunit delta 1 (Ap3d1) was used as reference

* Immunofluorescence (IF)
- IF assay was performed to assess hSGCB protein expression
— The percent of hSGCB-positive fibers was determined using HALO |A algorithms (Indica Labs, Albuquerque, NM) for each image for percent positive fibers
(PPF) analysis
* RNAscope™
— Visualization of subcellular localization of vector genomes and hSGCB RNA following IV injection of SRP-9003 occurred using two-plex ISH
— One probe detected AAVrh74-vector DNA only (antisense strand) and a second probe captured hSGCB transgene mRNA (sense strand)

— Quantitative analysis of vector genome and hSGCB RNA was performed using fluorescence in situ hybridization (FISH) and FISH-IF algorithm

Limitations

+ Limited ability/not able to differentiate from double-stranded DNA and episomal AAV DNA (Advanced Cell Diagnostics, Inc.) using RNAscope™
» Lack of denaturing step (heat) to preserve tissue integrity. Future evaluations will examine heating step in similar tissues

* The assay is unable to detect integrated AAV-vector DNA
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