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assays). Raw data and results of the PRM assays can also be examined on the Panorama Public website [https://panoramaweb.org/SPOT.url] (SEC and CHX
experiments). Normalized and further processed data such as turnover rates and N/P ratios and nucleotide sequences are provided in the Supplementary Data. In
addition, all analyzed data of modified and counterpart sites can be viewed and explored via the SPOT web tool [spot.proteomics.wzw.tum.de]. Source data of all
figures are provided with this paper in the Source Data file. Previously published potein crystal structures can be obtained from the RCSB protein databank website
(PDB IDs: 5LE5, 3B97, 3MOS).

In turnover analyses, no groups of conditions are compared to each other. Therefore, no sample-size calculation was performed. We
performed 4 independent cell culture replicates for all pulse experiments to enable statistical analysis of turnover differences between
individual peptides and their corresponding protein. Size exclusion chromatography (SEC) was performed for two different cell lines (biological
replicates) to assess biological reproducibility. FBXW7 knockdown and overexpression results are based on duplicate experiments including
respective controls.

The 1 h SILAC pulse was excluded from analyses because it exhibited substantial amino acid recycling and inferior correlations between SILAC
label swap experiments (replicates) implicating erroneous turnover estimations. This is probably a result of a bias in the data analysis software
for extreme SILAC ratios. One FBXW7 knockdown replicate aligned exactly with the results of the two other replicates for the phosphopeptide
of TKT, but the positive control (phosphopeptide of UNG) was not showing the behaviour expected based on literature reports. Thus, this
replicate was excluded from the analysis. One FBXW7 overexpression replicate suffered from irreproducible phosphopeptide enrichment due
to inconsistent washing in the automated workflow and was therefore also excluded from the analysis.

We conducted 4 independent cell culture replicates for all pulse experiments to enable statistical analysis and evaluate reproducibility of
findings. The assessment of repeatability of turnover measurements is an integral part of the manuscript and showed good correlation and
reproducibility between experiments. The authors note, however, that replicates of OMICS experiments and cell culture experiments never
lead to exactly the same results (single proteins and peptides in the current case). The SEC experiments using two cell lines (biological
duplicates) also produced comparable results indicating biological reproducibility. For FBXW7 overexpression and knockdown experiments, 3
independent replicates were analysed to assess reproducibility. One of each showed differing results to some extent due to impaired
phosphoenrichment efficiency and a negative 'positive control' (see also data exclusion).

The experiments/measurements did not require randomization and control of covariates since they did not include any human subjects and
for the following additional reasons: Turnover experiments do not include different treatments or cell lines that could be randomized. Time-
points of dSILAC-TMT experiments were multiplexed using tandem-mass-tags enabling measurement of all time-points in parallel precluding
randomization. Time-points of dSILAC experiments were analysed independently. Thus they did not require randomization. For SEC
experiments, treatment conditions were quantified using the isotopic labeling technique SILAC which allows for sample mixing and
simultaneous data acquisition precluding randomization. Data from the two cell lines of SEC experiments were analysed independently. Thus
they did not require randomization.

In this work, either no groups of conditions are compared to each other or data acquisition of treated and non-treated samples took place
simultaneously. Therefore, the study did not require blinding.




