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Figure S1 Uncropped blot images. Shown are the uncropped western blot images of Fig. 2a (a), Fig. 2c (b) and Fig. 2d (c).



Figure S2. Transmission electron microscopic (TEM) visualisation of AAV vector particles. AAV8 (A) and AAVMYO (B)

vector particles were imaged by negative stain transmission electron microscopy. The scale bar represents 200 nm.
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Figure S3. TRES6 serum concentrations in challenged animals. The antibody concertation was determined in the sera of the
challenged animals (n=6, ¢ = 6) on the indicated days after virus inoculation. The bars represent the mean antibody

concentration of each group +SEM.
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Figure S4. Anti-drug T cell responses. Splenocytes were obtained from mice 52 weeks after administration of AAV vector
particles, recombinant TRES6 or naive animals (AAV vector group size n = 6, ¢ = 3, & = 3; TRES6 and naive group size n =
3, Q@ =2, & = 1) and restimulated with peptides spanning antibody fragments with the highest immunogenic potential. Each
dot represents results from a single mouse. The bars show for each group (red: AAV8-TRES6, blue: AAV8-TRES6 N297A,
green: AAVMYO-TRESSG, pink: recombinant TRES6, yellow: naive) the mean percentage of CD4 positive cells that are IFNy
(A), IL2 (C) or TNFa (E) positive and of CD8 positive cells that are IFNy (B), IL2 (D) or TNFa (F) positive. Background
activation was determined by stimulation with a DMSO control for each mouse and subtracted. Statistical evaluation of the
data was performed by an ordinary Two-way ANOVA test and Dunnett’s Pairwise Multiple Comparison Procedures as post

hoc test in comparison to the naive control (not indicated: non-significant).
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Figure S5. Murine 19gG2c Fc-glycosylation of AAV8 encoded antibodies. The relative abundance of different glycosylation profiles are shown for each
mouse represented as color-coded bars. The proposed glycan structures are based on literature [63]. The matching light and strong colours show the value
in week 4 and week 12, respectively, of the long-term experiment. Below, the glycosylation profile is shown for each mouse separately. Here, the blue bar
represents week 4 and week 12 is shown in orange. H: hexose; N: N-acetylhexosamine; F: fucose; S: N-acetylneuraminic acid; G: N-glycolyneuraminic acid.

Peptide sequence of IgG2a/c:EDYNSTLR. MIgGlIl: Murine 1gG2c.
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Figure S6 Murine 1gG2c Fc-glycosylation of AAV8 encoded antibodies. The relative abundance of different glycosylation profiles is shown for each

mouse represented as a bar following AAV8 transduction. The glycan structure, colour code and abbreviations are described in Fig. S5 .
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Figure S7. Changes in Fc-y receptor binding over time. The binding of serum TRES6 antibodies to the Fc-y receptors RI -

RIV was compared eight (black) and 52 (grey) weeks after injection of the indicated vector particles (group size n =6, @ = 3,

4 = 3). Statistical evaluation of the data was performed by Kruskal-Wallis test (one-way ANOVA) and Dunn’s Pairwise

Multiple Comparison Procedures as post-hoc test (*: p <0.01; ****: p <0.0001; ns: non-significant)

Table S1. Transcriptomic expression analysis of genes associated with glycosylation pathways. The transcriptome data of

hepatocytes was compared between female and male C57BL/6 mice (Bioproject accessions PRINA873076 (male C57BL/6J)



and PRINA893576 (female C57BL/6J)). The RNAseq data from tissue harvested at time point 6h [71] was analysed with CLC

Genomic Workbench version 23 for differential expression in 2 groups (female vs male) with a focus on glycosylation pathway

genes and was further condensed to N-Glycosylation related genes according to [58]. Differences, that were significant after

Bonferroni-correction are highlighted in green.
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Figure S8. Gating strategy for antibody binding. Shown is the gating strategy for the analysis of antibody binding to Spike expressing

cells.
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Figure S9. Gating strategy for the analysis of anti-drug T cell responses. Shown is the gating strategy for the identification of CD4+

and CD8+ T cells. Within these populations, the frequency of IL2 positive, TNFa positive or IFNy positive cells was determined.
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