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No sample size calculations were performed. The sample size for live-cell MDM experiments involving single particle tracking was determined
by the fraction of particles entering the nucleus or losing CPSF6 in the nucleus in response to PF74 addition. For fixed cell experiments, the
sample size typically exceeded n=l00 and was chosen to achieve acceptable confidence intervals.

For live-cell nuclear import experiments, viral complexes entering the nucleus from poorly defined lamin boundary were excluded from
analysis. None of the data related to the current version of the paper have been excluded. The statistical significance was determined at 95%
confidence intervals, but all data points are shown in the respective graphs. This type of analysis was performed in Fig. 1d, f; Fig. 3b-e; Fig.4 c,
d; Fig. 7d; Suppl. Figs. 2e, f; 3d; 5a-d, f-j.

We ensured reproducibility of our findings using biological and technical replicates. Unless indicated otherwise, all experiments were
reproduced using at least 3 independent biological replicates.

The design and development of the experimental strategies was done by the same investigator who also performed the experiments.
Therefore, randomization was not possible. Fluorescence microscopy data collection was performed using randomly selected 9-25
neighboring fields of view. Software-based analyses of fluorescence intensities was randomized (blinded to the operator).

For initial image annotation, investigators were blinded. Blinded data collection was not possible, since the same investigator was involved in
experimental design. Image analysis was double-blinded to the technical operator of the image analysis station.

There was an error in the previous version of the manuscript. The correct antibodies are: Donkey anti-rabbit-AlexaFluor405
((#ab175651) or Goat anti-rabbit AF568 (Molecular probes, Thermo Scientific; cat# A11011). These are now included in the Methods
section.

Rabbit Anti-SON (polyclonal IgG) was from AtlasAntibodies (#HPA031755)

Mouse anti-tubulin antibody was not used in the paper and is therefore removed from the current version. Antibody dilutions are
specified in the Methods section. Mouse monoclonal primary antibody against CDK9 pS175 was a kind gift from Jonathan Karn (Case
Western University) and was developed and validated in the Karn lab.

Mouse monoclonal anti-p24 antibody AG3.0 ( Cat# 4121) was obtained from the NIH AIDS Reagent Program, Division of AIDS, NIAID,
NIH: Anti-HIV-1 p24 Monoclonal (AG3.0) from Dr. Jonathan Allan. “Simm M, Shahubuddin M, Chao W, Allan JS, Volsky DJ. Aberrant
Gag protein composition of a human immunodeficiency virus type 1 vif mutant produced in primary lymphocytes. J Virol
69:4582-4586, 1995.”

Primary antibodies were verified by comparing immunofluorescence images to that of published manufacturers data and websites.
Secondary antibodies showed minimal cross-reactivity with primary antibodies from different species. The distinct localization of two




