Fig. 3: Effect of different numbers of pooled fractionations on proteome coverage. A, Cumulative
number of sequence unique peptides as a function of fraction number for a 4, 8, 16 and 24
fractionation scheme. The upper curves (circles) are obtained with match between runs enabled in
MaxQuant and the lower ones (diamonds) without match between runs. The last fraction of the
experiment is labeled in each case. B, Same as panel A but for protein numbers. C, Number of peptides
identified per minute in 100 min gradient runs as a function of total number of peptides identified.
Values enclosed in the upper ellipse are those employing match between runs and in the lower ellipse
without match between runs. High values on the x- and on the y-axis are desirable (large number of
identifications per min as well as high number of identified peptides). D, Same as panel C but for
protein numbers.
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Fig. 4: Dependence of proteome coverage on sample amount A, Fractionation of a total of 0.5, 1, 2,
5, 10, 20, 50 and 100 ug of Hela peptides resulted in the indicated number of identified peptides. For
the sample amount 1*, we started with 6,600 Hela cells, which is equal to 1 pg of starting material,
for an in-StageTip digestion with subsequent peptide cleanup and fractionation. Blue represents
peptides identified by MS/MS and red those identified by match between runs in MaxQuant. The grey
bar indicates that the FDR for match between runs was not validated at this very low sample amount.
In the case of 20, 50 and 100 pg starting material the volume corresponding to 2 ug of peptide material
was injected to avoid overloading the analytical column. B, Same as panel A for the number of
identified proteins. C, Sequence coverage as a function of starting peptide material displayed as Tukey
plots. The bold black lines represent the median of all proteins. The blue box marks the upper and
lower quartile of the sequence coverage and the whiskers the 1.5 fold interquartile range. D, The
median intensity determined as label-free intensity values by MaxQuant for all proteins that were
quantified in the dilution series are plotted as a function of initial peptide sample amount. Each value
is the median of all protein quantifications.
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Fig. 5: Rapid and sensitive sequencing of 13 human cell line proteomes. A, Number of sequence
unique peptide identified for the different cell lines indicated on the x-axis (see suppl. Table 2 for cell
line abbreviations). Blue indicates the proportion identified by MS/MS and red the additional peptides
identified by match between runs in MaxQuant. B, Same as A for identified protein numbers. C, Pie
chart of the proportion of proteins identified in the indicated number of cell lines. A total of 89% of
the proteins identified are also identified in at least 10 of the 13 cell lines. D, Scatter plot of the label-
free intensity (LFQ) assigned by MaxQuant to the same protein in two different instances of the same
HEK293 cell line (termed HEK293 on the x-axis and HEK293* on the y-axis, respectively). E, Heat map
of the rank order correlation of the 13 different proteomes. The SMC and EC cell lines are outliers with
respect to their correlations to the others and are indicated by arrows. F, Scatter plot of the proteins
quantified in both the LNCaP (epithelial origin) and the SMC cell line (mesenchymal origin). The known
epithelial marker EPCAM (epithelial cell adhesion molecule) is much more highly expressed in LNCaP
whereas the known mesenchymal marker vimentin is extremely highly expressed in SMC. VIM
together with LARP6 (colored in green) stabilizes type | collagen mRNA for CO1A1 and CO1A2 (colored
in orange). Several other collagens (COL12A1, 3A1, 5A1, 6A1, 6A2, 6A3, 7A1 colored in yellow) follow
the same pattern.
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