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SUPPLEMENTARY FIGURES 

 

 

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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agg_pep_sort_pos_3 21412 FTMS; HCD 71.56 751.33 FMNL2
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agg_pep_sort_pos_1 17445 FTMS; HCD 97.84 652.69 GAPDH
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agg_pep_sort_pos_3 25685 FTMS; HCD 172.84 842.76 GCLC
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agg_pep_sort_pos_3 18017 FTMS; HCD 104.61 749.03 GNAI1;GNAI3
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agg_pep_sort_pos_2 20403 FTMS; HCD 49.5 859.89 GNAI1;GNAI3

-
bi

A L
b

P
y

E T
y

G C T L
y

S
y

A
y

E D
y

K
y

-



y-NH
158.0924

y
175.119

y
304.1615

y²
323.1876

y
375.1987

y²
380.701

a
383.2111

b
411.2061

y
446.2358

y
517.2729 y²

624.3149

y
645.3678

y
760.3948

y
889.4374

y²
952.9546

y
960.4745

y
1047.507

y
1146.575

b-HO
1224.539

y
1247.623

y
1407.653

y
1464.675

y
1565.722

y-HO
1676.754

y
1694.765

y-HO
1773.807

y
1791.818

y
1904.902

0
50

10
0

R
el

at
iv

e 
Ab

un
da

nc
e

0
1

2
3

Intensity [1e6]

200 400 600 800 1000 1200 1400 1600 1800
m/z (zoom)

Raw File Scan Method Score m/z Gene names
agg_pep_sort_pos_3 16044 FTMS; HCD 141.86 735.01 GNAI2
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agg_pep_sort_pos_1 19277 FTMS; HCD 85.29 852.38 GNAI2
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agg_pep_sort_pos_2 20634 FTMS; HCD 113.63 880.9 GNAO1
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agg_pep_sort_pos_1 17320 FTMS; HCD 42.32 749.11 GNAQ
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agg_pep_sort_pos_1 13691 FTMS; HCD 118.52 868.4 GNAS
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agg_pep_sort_pos_3 16056 FTMS; HCD 98.51 701.33 GNAS
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agg_pep_sort_pos_3 19653 FTMS; HCD 88.06 736.85 GNAS
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agg_pep_sort_pos_3 21150 FTMS; HCD 86.79 923.45 GORASP2
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agg_pep_sort_pos_1 17822 FTMS; HCD 82.54 626.32 GPRC5B
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agg_pep_sort_pos_1 17337 FTMS; HCD 83.21 571.29 GSTZ1
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agg_pep_sort_pos_1 18957 FTMS; HCD 44.81 686.37 HACD4
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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. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



2 
 

 

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 

µg of Biotin-ALPET labeled proteins, originated fromMDA-MB-231 cells, were incubated in duplicate with 

200 µL of dimethylated NeutrAvidin agarose beads or with 200 µL 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 

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). 

 

 


