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Triple biological replicates for mass spectrometry were chosen based on accepted practice (Gordon et al (2020) Nature 583, 459-468). For
flow cytometry, triple biological replicates of ~10,000 cells were used based on experience that this is sufficient to identify differences with a
high degree of confidence.

No data were excluded from the analysis, except for mass spectrometry where proteins whose identity had a low confidence were excluded
based on a protein threshold set at 80%, a minimum number of peptides set as 2 and the peptide threshold set at 50%.

All experimental findings were reliably reproduced at least twice, and the number of such replicates is stated in the Figure Legends.

Randomization was not applicable because we were comparing constructs where there was only a single difference between them. There
were thus no possible confounding factors.

For mass-spectrometry, flow cytometry, and cell fusion assays, blinding was not relevant as data collection was performed by machines and
hence was free from observer bias, and the downstream analysis was with commercial software with quantitative outputs which were
assessed by statistical methods, with all relevant data provided in the paper or in a repository. For experiments where proteins were
separated on gels, or cells examined by microscopy, blinding was not felt necessary based upon experience and similar published studies. All
experiments were repeated at least twice to ensure reproducibility, and typically examined by multiple authors. Key observations were
independently validated using objective quantitative analysis, ie scanning gel lanes for gel based experiments, or flow cytometry for
immunofluorescence.

These are described in Supplementary Table 2.

Supplementary Table 2 provides for each antibody the Research Resource Identifier (RRID) from the Resource Identification Portal
which provides information about validation and previous publications.

293T, U2OS and Vero cell lines were from the American Type Culture Collection.

Cell line authentification was not performed for the study.

All lines tested negative for mycoplasma, using MycoAlert from Lonza.




