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Extended Data Fig. 3 | Carrier proteome effect in label-free single cell 
proteomics. a) Number of proteins and precursors identified in the HeLa 
samples in DIA-NN. b) Number of modified peptides identified in the single cell 

HeLa samples in Spectronaut. c) Trend analysis showing the numbers in peptide 
identifications when single-cell data is searched with different number of single-
cell files and with carrier proteomes in Spectronaut.
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Extended Data Fig. 4 | Error rate estimation in single cell proteomics through 
entrapment analysis. (a-b) Number of proteins identified in SCP using a 1x 
mimic database using Spectronaut (a) and DIA-NN (b). (c-d) Density plot for 
the distribution of PG.Qvalues of false and target identifications in single-cell 

samples using Spectronaut (c) and DIA-NN (d). Note, raw files were searched in 
Spectronaut with Method Evaluation option checked, and the first pass results 
were used from DIA-NN.
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Extended Data Fig. 5 | Number of phosphosites identified using the Vanquish Neo and FAIMS approach. Bar and dot plots showing the number of phosphosites on 
different residues identified in single HeLa cell samples. The single cell samples were prepared and analyzed using the Vanquish Neo and FAIMS approach.
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Extended Data Fig. 6 | Analysis of the phosphosites using Chip-Tip method. 
(a-b) Identifications of phosphoproteins (a) and phosphosites (b) in the single 
cell and 20-cell samples. (c) Identified phosphosites per protein in single cell 

samples. (d) GO enrichment analysis of the phosphoproteins in the single cell 
samples. (e-f) UpSet plot of the identified phosphosites in single cell (e) and 20-
cell (f) samples.
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Extended Data Fig. 7 | Number of proteins and peptides quantified in single 
cells from EBs and hiPSCs and changes in SBDS abundance. a) Number of 
proteins. b) Number of peptides. The horizontal line in the boxplots represent 
the median, 25th and 75th percentiles and whiskers represent measurements to 
the 5th and 95th percentiles. n = 12 for hiPSCs and n = 50 for EB cells. c) Example 

of a large EB cell (top) compared to a HeLa cell (bottom) before dispensing with 
cellenONE. d) Principal component analysis of normalized protein abundances 
in hiPSCs and EB cells. Points corresponding to single cells are colored according 
to the abundance of SBDS protein normalized to the median abundance in all 
samples as in Fig. 6b.
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