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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.

Materials & experimental systems

n/a Involved in the study

Antibodies

Eukaryotic cell lines

Palaeontology and archaeology

Animals and other organisms

Human research participants

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

Sample size was defined based on the previous experience with mouse models of Pompe disease (Puzzo et al., Science Translational Medicine
2017; Colella et al., EBiomedicine 2020; Cagin et al., Molecular Therapy 2020). The Gaa-/- Cd4-/- mouse model used in this study appeared to
have lower variability than the original immunocompetent Gaa-/- mouse. For monkey experiments, due to ethical concerns groups of 4
animals were used in each dose cohort, for a total of 12 animals.

All animals were included in the analysis with the exception of the NHP study in which one animals from the high dose cohort (#11) was
excluded from the statistical analyses due to unexplained lower levels of transgene expression not justified by the development of anti-hGAA
IgG or by lower VGCN in liver. This has been clearly stated in the main text of the manuscript.

The number of sample units (n) represent the individual animals which are used for statistical analysis. Treatment groups were composed by
different litters. Mouse experiments were repeated at least twice a yielded consistent results. The non-human primate experiment was
performed once, although additional non-human primates studies with the same vector but different study design were performed and
yielded the same results as the ones described in the manuscript.

For mouse and non-human primate studies animals were randomly assigned to treatment cohorts.

Operators in charge of sample analysis were blinded to the experimental design.

Anti-human GAA (rabbit monoclonal, Abcam, cat. no. ab137068, clone EPR4716, dilution 1:1000); anti-mouse SQSTM1/p62 (mouse
monoclonal, Abcam, cat. no. ab56416, clone 2C11, dilution 1:1000); anti-mouse PARK2/parkin (rabbit polyclonal, Proteintech, cat. no.
14060-1-AP, dilution 1:1000); anti-mouse GAPDH (mouse polyclonal, Thermo Fisher Scientific, cat. no. PA1-988, dilution 1:500); anti-
mouse "-tubulin (mouse monoclonal, Sigma-Aldrich, cat. no. T9026, clone DM1A, 1:500); anti-mouse vinculin (mouse monoclonal,
Sigma-Aldrich, cat. no. V9131, clone hVIN-1, dilution 1:250); anti-mouse laminin primary antibody (rabbit polyclonal; Dako, Agilent,
cat. no. Z0097, dilution 1:400).

Anti-human GAA, immunogen: human GAA. Protocol validated for Western blot and WES in tissues and plasma from mice and non-
human primates by testing multiple dilutions of the antibody (Puzzo et al., Sci Transl Med 2017; Colella et al., EBiomedicine 2020;
Cagin et al., Mol Ther 2020);

Anti-mouse SQSTM1/p62, protocol validated by testing multiple dilutions of the antibody in mouse tissues (Puzzo et al., Sci Transl
Med 2017; Colella et al., EBiomedicine 2020; Cagin et al., Mol Ther 2020, see also manufacturer's web site);

Anti-mouse PARK2/parkin, protocol validated by testing multiple dilutions of the antibody in mouse tissues (Colella et al.,
EBiomedicine 2020, see also manufacturer's web site);

Anti-mouse GAPDH, protocol validated by testing multiple dilutions of the antibody in mouse tissues (see also manufacturer's web
site);

Anti-mouse "-tubulin, protocol validated by testing multiple dilutions of the antibody in mouse tissues (see also manufacturer's web
site);

Anti-mouse vinculin, protocol validated by testing multiple dilutions of the antibody in mouse tissues (see also manufacturer's web
site);

Anti-mouse laminin primary antibody, protocol validated by testing multiple dilutions of the antibody in mouse tissues (see also
manufacturer's web site).




