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PTM-works — PTM Profiling plus

MS Bioworks PTM Profiling plus service (MSB-10) employs three enzymes to help provide both complete
sequence coverage of the target protein and multiple pieces of evidence for PTM localization allowing
for greater confidence in site mapping. This example below shows phosphosite mapping of human
MAPK3. Here, the protein was separated on three lanes of an SDS-PAGE gel. The three bands were
excised and digested with trypsin, chymotrypsin and elastase. Each digest was analyzed by LC/MS/MS
on an Orbitrap Velos Pro tandem mass spectrometer. Data were searched using Mascot and search
results processed using Scaffold and Scaffold PTM.

The target protein was observed with 100% sequence coverage when the data from all three enzymes

was combined:

GST-MAPK3 (100%), 69,796.2 Da
GST-MAPK3
723 unique peptides, 1247 unique spectra, 2211 total spectra, 609/609 amino acids (100% coverage)
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Five sites of phosphorylation were detected. The known Tyr187 site was validated following observation
with all three enzymes:

Trypsin — IADPEHDHTGFLTE(pY)VATR
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—L——T——E—+

= —ta =T R W
P T Sl T

p—w—4—R— v—t Yp —e—i —L—
parent +2H-H20
.E-" 100% 1,217 .55 AML +2 H (Parent Error; -0.95 ppm)
‘w
&
E b8
b AR
E y2 ;_13 4%—]IH20-NH3 y
[T
& Y55 b6 t?f \
0% ﬁ]‘bl. I.aél i J L;Ll‘.l.].:l.u'.h.l{ te I.LJI ﬁ
0 250 500 750 1000
mlz
Elastase — GFLTE(pY)V
-G F +—L—t—T—+—E—+ Y| —v—
—v—t rvp - —t—t T'—I—L"% F—+6-]
b6
E-" 100% A07.37 AMU, +2 H (Parent Errori-1.2 ppm)
@ 431.77
o
E parent F2H-H20
o b5
= y2
ki
] b 3
o ¥ v4
- b2 B3 T A s,
0 250 500 750

miz

ot

PTM

PTM-WORKS

Note complimentary y-
and b-ion pairs around
pTyr. The A-score (from
Scaffold PTM) is 52.75
and site localization
probability 100%.

Note the abundant b5
and b6 ions that span
pTyr. The A-score (from
Scaffold PTM) is 45.27
and site localization
probability 100%.

This powerful approach to PTM localization is best suited to targeting individual proteins, our methods
are compatible with most buffers and we recommend submitting at least 1pg of material, in gel or
solution. MS Bioworks PTM Profiling plus service can be ordered directly from our website at
www.msbioworks.com.

Service ID Cost ($)
MSB-10 900
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