Supplemental data
Supplemental Fig. S1. Verification of full mtDNA depletion in ρ0 cells by PCR. The mtDNA PCR product (399 bp) could only be amplified in 143B.TK- cells, whereas the nuclear PCR product (238 bp) could be amplified in all samples. Shown are PCR products of biological replicates (Rep1, 2) of ρ0 and parental cells (143B.TK-).
Supplemental Fig. S2. The Pearson correlation between ρ0 versus 143B.TK- cells and the label switches are shown in scatter plots. Replicates are shown for the A proteome, B phosphoproteome and C ubiquitylome.
[bookmark: OLE_LINK9]Supplemental Fig. S3. Volcano plot of log2 ratios (ρ0/143B.TK-) against the -log10 (p-value). The horizontal line (at 1.55) marks the significance cut off, whereas the vertical lines (-1.05; 0.98) are the cut offs based on two standard deviations from the median of all (n=4) identified proteins. Indicated by blue and red dots are down- and up-regulated proteins in ρ0 cells, respectively.
Supplemental Table S1. List of all metabolites with transitions, MS conditions and MRM ion ratios. RT of 0 min means that the metabolite was recorded over the entire method, due to large peak widths.
[bookmark: OLE_LINK10]Supplemental Table S2. Original MaxQuant output files featuring identified protein groups, diGly (K) sites and phospho (STY) sites of ρ0 versus 143B.TK- cells and their SILAC ratios. Separate sheets contain data of: original MaxQuant proteinGroups, proteinGroups with 4 valid values, all phosphorylated (STY) sites, phosphorylated (STY) sites with n=1-4 values and cut-off settings according to the methods part, all diGly (K) sites, diGly (K) sites with n=1-4 values and cut-off settings according to the methods part.
[bookmark: OLE_LINK11]Supplemental Table S3. List of identified metabolites in ρ0 versus parental cells. Indicated are HMDB and KEGG ID’s, p-values, adjusted p-values and log2 (ρ0/143B.TK-) ratios. Following internal standards were chosen for normalization: C18, both polarities: chloramphenicol; zicHILIC ACN pH 3.5, positive: L-proline 13C515N negative uracil 1,3-15N2-, 2-13C-; zicHILIC ACN pH 7.5, positive: valine d8, negative: uracil 15N213C; zicHILIC MeOH pH 3.5, positive: L-proline 13C515N, negative: glutamine 13C5; zicHILIC MeOH pH 7.5, positive: L-proline 13C515N, negative: glutamine 13C5.
Supplemental Table S4. PTM analyses of regulated sites by DAVID and CPDB. Separate sheets contain data of: phosphorylation sites down-regulated in ρ0 cells (Gene Ontology: biological process and CPDB pathways), phosphorylation sites up-regulated in ρ0 cells (Gene Ontology: biological process and CPDB pathways) and down regulated ubiquitination sites in ρ0 cells (Gene Ontology: molecular function and CPDB pathways).
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