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Figure S1. Optimization of overnight SrtA labeling reaction in whole-cell lysates. MDA-MB-231 cells were
incubated with 100 nM IMP-1088 for 24 h before lysis. Lysates were labeled with SrtA and TAMRA-ALPET-
Haa overnight at 4 °C and subjected to SDS-PAGE. In-gel fluorescence images were acquired with
excitation/emission wavelengths of 532/568 nM. (A) Optimization of SrtA concentration with constant
depsipeptide substrate. (B) Optimization of TAMRA-ALPET-Haa concentration with constant SrA
concentration. Highlighted are the concentrations selected for further experiments.
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Figure S2. Bar plots comparing the frequencies for every amino acid per position in experimentally

identified SrtA-labeled peptides and for all peptides of the human proteome (Swissprot, Uniprot,
December 2017; 42,326 entries).
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Figure S3. MS/MS spectra of Biotin-ALPET modified peptides (confident assignments) detected using
chemoproteomic approach presented in Fig. 3. MS/MS spectra for a given peptide were selected based
on the highest Andromeda score. All spectra contain a singly charged diagnostic ion of m/z = 227.0849
that represents the biotin-originated b-type ion. Spectra have been arranged alphabetically according to
the gene names returned from the database search.
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Figure S4. Capping NeutrAvidin lysines by dimethylation followed by a two-step on-bead LysC/off-bead
trypsin digestion significantly reduces NeutrAvidin-derived high intensity peaks. Samples containing 200
ug of Biotin-ALPET labeled proteins, originated fromMDA-MB-231 cells, were incubated in duplicate with
200 pL of dimethylated NeutrAvidin agarose beads or with 200 uL of non-derivatized NeutrAvidin agarose
beads for 2 h at RT. Samples incubated with dimethylated beads were subjected to 1 h LysC digestion
followed by digestion off-bead with trypsin overnight. Samples incubated with non-derivatized beads
were subjected to an overnight on-bead digestion with trypsin. The plots show total ion current (TIC)

chromatograms recorded for each of the four samples.
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Figure S5. Comparison of SrtA-labeling with YnMyr metabolic tagging to assess NMT activity by protein-
enrichment proteomics analysis. (A) Enrichment-derived intensities of significant proteins not previously
known to be myristoylated. (B) Annotated MS/MS spectrum of SPANXB1 N-terminal peptide showing
modification with YnMyr-AzRB. (C) Sequence logos of all known myristoylated proteins identified in SrtA
and YnMyr protein-based enrichment experiments. Logos were generated with iceLogo (23), using the
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pre-compiled Swissprot human proteome (accessed on 17/09/2018) as the reference set.
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Figure S6. (A) Full membrane view of the western blots shown in Fig. 5A. (B) Streptavidin shift assay
followed by western blot analysis against YES1. (C) A second biological replicate of the pull-down
western blot analysis of selected myristoylated proteins showing NMTi dose-dependent increase in

enrichment for all proteins but loading control (GAPDH). (D) Full membrane view of western blots
shown in (C).



