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Figure S1. Densitometric quantification of the kinetics of biotinylation of the BAP1070 and BAP1108 versus
AviTag (MAGLNDIFEAQKIEWHE) in the model experiment BirA-GFP+BAP-GFP. The streptavidin signals were
recalculated after normalization of a-7xHis signals. For each individual experiment, the normalized biotinylation
level for each point was divided by the corresponding value for the 24 hour point from the same experiment,
which was taken as 100%. Plotted are averaged results from three independent experiments.



Intens. "

xlO4

Intens.

4000 |
3000 -
2000 -

1000 |

+- L Yai)
320 325 330 335 340 345 350 35.5Time [min]
2 -
0 t— = /‘N%(\ LN~
30 33 34 35 Time [min]
BAP1108 RA1l 01 639.d: +MS2(582.3925), 28.0eV, 31.7min #1855
Intens. ‘
«10P - _ 582.3925
|Propionylated BAP1108 Seq 4 B v # (+1)
5 0- I 1 114.09193 1163.73389 o
) L 2 227.17600 1050.64983 8
: E 3 356.21859 937.56577 7
: A 4 427.25570 808.52317 6
15- b2 525 8506 Q 5 555.31428 737.48606 5
- K 6 739.47924 609.42748 4
b 1227.2219 I 7 852.56331 425.26252 3
' H 8 989.62222 312.17846 2
10- y2 469.3094 R 9 1145.72333 175.11955 1
' 312.2237 y
D., 404.7882 Y4 Y Y6 !
' 3 5 037.5654
; | 737.4850 Ys
{ || | | 704.8849 1050.6501
OO L‘l [ I” - i '.JL“-‘IL l I . L1Jl|ll L ||l'l.]| . ll .l : | : L 'Lli A {‘ : — l : : : : l d L : | : : | :
200 300 400 500 600 700 800 900 1000 m/z
BAP1108 RA1 01 639.d: +MS2(667.4173), 34.0eV, 34.1min #1992
Intens. -
_ S 667.4173
2
; I 1 114.09193 1333.56389 )
1b y2 L 2 227.17600  1220.47983 8
o000 71 M2 E 3 356.21859 1107.39577 7
1227.2222 312.2237 A 4 427.25570 978.35317 6
4000 - 0 5 555.31428 907.31606 5
C ; K 6 909.30924 779.25748 4
_ y3 I 7  1022.39331 425 .26252 3
3000 - 554.331810.8742 H 8 1159.45222  312.17846 2
I b 425.3084489.8125 R 9 1315.55333 175.11955 1
2000 - 3
- 356.2650
_ Y4
1000~ 779.4768
O J J T ' ' T J T ' J T J ' T ' " T ' J T J ' T ' J
200 300 400 500 600 700 800 900 1000 m/z

Figure S2. Detection of propionylated and biotinylated forms of BAP1108 peptide Iin the model experiment
BiIrA-GFP+BAP-GFP. Extracted ion chromatograms (a) for the most intensive fragmentation ions present in the
MS/MS spectra of the propionylated BAP1108 (b) and biotinylated BAP1108 (c) peptides are shown. The data
were obtained on Thermo Dionex Ultimate 3000 nano HPLC system connected via CaptiveSpray to QTOF
Impact |l mass spectrometer. The predicted m/z values (highlighted in grey) of the fragment ions were
calculated using a fragment ion calculator (http://db.systemsbiology.net/proteomicsToolkit/FraglonServiet.html).
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