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The sample sizes in a single experiment were empirically determined according to the time available to perform image acquisitions for all
samples on the same day.

During processing raw data in PALM/dSTORM and FLIM-FRET measurements, data were filtered by sigma (120 nm < sigma < 180 nm, intensity
> 100, and chi2 > 0.5 or > 0.2) for PLAM/dSTORM analysis and by alpha1 (1 < alpha1 < 99) and tau1 (not equal to 20.0) for FLIM-FRET analysis
to remove unrealistic values. For FRAP experiments, samples with an insufficient bleaching depth (< 40%) and with cell movement during
acquisition were discarded.

All the quantitative microscopy experiments and lipid quantification were repeated independently three times. In PALM/dSTORM, FRAP, and
FLIM-FRET, 4-6 cells, 7-11 cells, and 9 or 10 cells, respectively, were analyzed in each experiment (see these details below). In all these results,
a null hypothesis was tested using paired two-tailed t-test or repeated measures one-way ANOVA post-hoc Tukey test. In Western blotting,
the experiments were repeated twice and the results were further confirmed by using the same constructs with different fluorophores. The
detailed sample numbers over three experiments are following: in PALM/dSTORM, n = 16 (P99A, EE, and WM), 17 (vec and "L), and 18 (WT)
for AF647-NT-Lys and Gag-mEos4b combination, n = 15 (vec), 16 (WT), and 16 (WM) for AF647-D4 and Gag-mEos4b combination, and n = 18
(vec) and 15 (WT) for AF647-NT-Lys and JF549-D4 combination; in FRAP, n = 29 (vec) and 28 (Gag) for EGFP-NT-Lys, and 30 (vec), and 25 (Gag)
for EGFP-D4; in FLIM-FRET, n = 30 (vec, WT, and WM) and 29 (DA) for EGFP-NT-Lys and mCherry-NT-Lys combination, and n = 30 (vec, DA, WT,
"L, P99A, and WM) and 29 (EE) for EGFP-NT-Lys and mCherry-D4 combination. All attempts at replication were successful.

Samples were allocated randomly.

In our experiments, blinding was not performed and cells to be imaged were randomly chosen. The intended selection of cells to be imaged
was not possible because the results in our experiments were obtained only after analyzing the acquired image data.




