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Source data are provided with this paper and can be accessed at. https://doi.org/10.17630/5d766785-60c8-4dbe-99ec-926e2fa33798. Source data for figures 2-7
are available via this link.

The single-molecule FRET histograms were generated by adding molecules from consecutive movies of the same sample at different field of
views within the microscope slides, and fitting the resulting histogram to one or two gaussian distributions, depending on the specific
construct. The number of molecules included in the analysis was considered statistically adequate when the centre, width and relative
contribution of each gaussian reached values that were unchanged by the addition of more molecules. In general, this condition was achieved
when the single-molecule histograms contained 500 molecules or more.

All gel electrophoresis experiments were done in triplicate.

During single molecule analysis background signal of about 0.1 FRET efficiency is subtracted as this represents the background.

All attempts at replication were successful. Experiments were carried out at least three times.

In NMR and single molecule experiments samples were processed one sample at a time and therefore randomization was not done. Analysis
by gel electrophoresis required that samples were loaded on to the gel in the correct order and thus it was inappropriate to randomize.

Blinding was used in the immunofluorescence experiment reported in Supplementary figure 24. All samples were provided with a number and
multiple images were collected from each cover slip. These images were saved and given a code and all counting of PML body numbers was
carried out using the code.

Western blotting for RNF4 used and in-house antibody raised in chicken as described (52). lmmunofluorescence analysis used a
monoclonal antibody to RNF4 (54) and an in-house antibody to PML raised in chicken (53).

RNF4 chicken antibody validated for Western blotting by lack of reactivity against extracts from RNF4-/- cells. RNF4 monoclonal
antibody validated for immunofluorescence by lack of reactivity against RNF4-/- cells. PML chicken antibody validated for




