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No statistical methods were used to predetermine the sample size. Instead sample size was based on the commonly applied standards in the
field and our experience. In previous studies we have observed robust consistency between independent replicates of the assays used in this
manuscript, hence we have established n=3 as sufficient to reveal differences between different mutants or conditions (Papinski et al.,
MolCell 2014; Torggler et al., MolCell 2016; Hollenstein et al., JCS 2019). For quantitative fluoresence microscopy analysis three independent
biological replicates were analyzed, which allowed meaningful statistical comparisons. The electron microscopy experiment was performed to
support the findings of the preceeding fluorescence microscopy experiments, for the quantitative electron microscopy analysis three
independent technical replicates were analyzed. For western blot and qualitative fluoresence microscopy experiments two or more
independent experiments were performed. Information about sample size is provided in the figure legends.

All exclusion criteria were pre-established. Partially visible cells at the border of the microscopy imaging field were excluded from the analysis.
For experiments, in which FM4-64 staining was performed, cells not containing vacuolar FM4-64 signal were excluded from the analysis
because the FM4-64 staining served as a marker for vacuolar localization. For the nucleus tethering experiments, cells not containing nuclear
mScarlet signal were excluded from the analysis. This exclusion criteria was established because first, the mScarlet signal served as a marker
for nuclear localization and second, to exclude cells with very low or no expression of nucleus-tethered proteins.

Replication were successful. Presented western blotting data are representative for two or more experiments that produced the same result:
All western blots were performed at least three times, except for the Ape1 blot in Fig. 7c, which was performed to verify the results obtained
by fluorescence microscopy in Fig. 7b and performed twice with the same result. The presented yeast two hybrid data and the qualitative
fluorescence microscopy data are representative for two or more experiments that produced the same result. For quantitative fluorescence
microscopy and quantitative electron microscopy the quantification of each individual experiment is shown in the figures.

Covariates were not considered to be relevant for this study due to the highly controllable and reproducible experimental conditions achieved
by using S. cerevisiae as a model organism and the nature of the performed experiments, which is the standard in the field.

For fluorescence microscopy, random fields of view were selected by brightfield microscopy before capturing fluorescence images. Manual
quantification of fluorescence microscopy was performed blindly after randomizing image names. For yeast two hybrid and western blot
experiments blinding was not carried out as the methods used to collect data were not subjective in nature, i.e. no further data analysis was
performed and the raw data are shown in the figures.

The following antibodies were used in this study:

mouse monoclonal anti-GFP (clone 2B6, Merck, cat # MABC1689)

mouse monoclonal anti-Pgk1 (clone 22C5D8, Invitrogen, cat # 459250)

rabbit polyclonal PAP (Sigma-Aldrich, cat # P1291)

rabbit polyclonal anti-Atg1 (Daniel Klionsky, University of Michigan, USA; first described in Abeliovich et al., MBoC 2003)

rabbit polyclonal anti-Tom20 (Chris Meisinger, University of Freiburg, Germany; first described in Voegtle et al, JCB 2015)




