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Besides microscopy, all experiments were performed in triplicate or greater. STORM images were performed on a minimum of 10 cells per
condition. Single molecule tracking experiments were performed on a minimum of 100 cells per condition. The microscopy numbers were
determined prior to experiment based on timing/scale of the specific experiment. Post-determination was then applied by measuring statistic
differences between the treatments where more experiments would be performed if variance prevented data determination.

None

Imaging experiments were repeated on multiple occasions (at least 4 times). RNA-seq experiments were performed in triplicate but not
repeated independently due to costs. All other experiments were repeated in triplicate. All replicates were successful.

Conditions were grouped based on treatments and experiment group.

Imaging experiments were not blinded because phenotypic changes were clear (e.g. lack of protein due to knockdown). Other experiments
were blinded.

Rabbit anti-myosin VI (Atlas-Sigma HPA0354863), Rabbit anti-Histone H3 (tri methyl K9) (Abcam ab8898), Rabbit anti-Histone H3
(acetyl K27) (Abcam ab4729), Rabbit anti-Histone H3 (acetyl K9) (Abcam ab4441), Rabbit anti-RNAPII phospho Ser5 (Abcam Ab5131),
Mouse anti-RNAPII phospho Ser5 (Abcam Ab5408), Donkey anti-mouse Alexa Fluor 488-conjugated (Abcam Ab181289), Donkey anti-
rabbit Alexa Fluor 647-conjugated (Abcam Ab181347) and Donkey anti-rabbit Alexa Fluor 488-conjugated antibody (Abcam
Ab181346).

Target Validation has been performed by the suppliers: ab8898, ab4729, ab4441, ab5131, ab5408 through blocking of antibody by
immunizing peptide against specific modifications. Secondary antibodies were validated for non-specific interactions by performing
experiments in the absence of primary antibody.

. Myosin VI antibody validation is also confirmed by siRNA knockdown of endogeneous myosin VI in this paper.

HeLa (ECACC 93021013), Spodoptera frugiperda Sf9 (ThermoFisher 11496015) and Sf21 (ThermoFisher 11497013) cells

Authenticated by supplier: HeLa through STR-PCR and Karyotype. sf9 and sf21 through morphology.




