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Phosphorylation Spectrum Mascot lon identifiacion
Protein site Peptide sequence charge score probability (%)
NSGSTGKSVKFLsQPMTK 3 34.2 99
5127 SVKFLsQPMTK 2 31.4 100
FLsQPMTK 2 30.4 99
His-SLAH3-N 20
FLsQPMTK 2 16.8 99
LE 1
5189 TWsGKLER 3 9 97
TWsGKLER 2 12.1 73
GST-SLAH3-
. S601
C-His NVSSENIENYLK 2 16.9 93
parent+2H-H20-98
B _ 100% . " : yb-W’fSI:SO P K15 52875 iz, 2+, 1,05548 Da, (Parent Evfor: 1.0 ppr)
% R : E : L : K : G smc : W 4 T e
o
[
E 50%
.g ’ b2 ares{gHH20 ye
= a2 b3-98 683.4?
< Zy7Bs2bH
14 y1 2 b7
o 1 Lw\\.llylll‘ |Jm .H.‘yh‘.‘ L..lﬁsl b6 | lt |
o A) T T T T
0 200 400 600 800 1000
m/z
100% 516.24 m/z. 2+Y? 030.46 Da, (Parent Errqr; 1.8 ppm)|
> r L ' S+80 } Q } P yo:98 M I—GTD - = re
= K o e \ffe————— P — Y —— Q) } S+80 L } F
c
‘g a2 b2 parent+2H-120-98
< 50%1
2
% y6-98+2H b3 arent+2H-Hf)c‘>‘ 5
14 2 y
0% , % 1h.yyldd.\ﬂ l xJ A QE . q7 .
0 200 400 600 800 1000

170602| His-SLAH3-N| for (100%), 34,382.5 Da

38 exclusive unique peptides, 125 exclusive unique spectra, 370 total spectra, 295/301 amino acids (98% coverage)

MGSSHHHHHH [§SGLVPRGSH SENLYFQGHM NSRGSSTSLY KKAGLMEEKP NYVIQVEEEL
PTLLRKATTE EMVGFDNYKE NGHPFPHSIS RFHPSHASTT TLNGQETSRS IDTMEAHHHN
YNETTPWTHQ RKPSISMPTS PNVLMISDPT TSLSSENHKN SGSTGKSVKF LSQPMTKVSS
LY ESGNGDD DRRQSHDNHH HHLHRQHQSG HHQNQNQAAN KLKDNRYNSF KTWSGKLERAQ
FTRKPASVEP EAPNRNNQNL NTNEAMPVDR YYDALEGPEL ETLRPQEEIV LPNDKKWPFL
L

170602 GST-SLAH3-C-His| for (100%), 39,555.8 Da
63 exclusive unique peptides, 159 exclusive unique spectra, 1396 total spectra, 330/344 amino acids (96% coverage)

MSPILGYWKI KGLVQPTRLL LEYLEEKYEE HLYERDEGDK WRNKKFELGL EFPNLPYYID
GDVKLTQSMA | IRYIADKHN MLGGCPKERA EISMLEGAVL DIRYGVSRIA YSKDFETLKYV
DFLSKLPEML KMFEDRLCHK TYLNGDHVTH PDFMLYDALD VVLYMDPMCL DAFPKLVCFK
KRIEAIPQID KYLKSSKYIA WPLQGWQATF GGGDHPPKSD LVPRGSMAGT SRSGAHRISLD
PSTSLYKKAG LHAFVLRDLF PNDLAIAISN RPRPKQNSQH RWLDQLRNVS SENIENYLKF
TDSDSSQSND VEACNGKTQE SDSSYPAFLY KVVDGMHHHH HHGS

Figure 2-figure supplement 1. Identification of SLAH3 tryptic phospho-peptides. (A) Summary of tryptic phospho-
peptides by LC-MS/MS analysis of incubated recombinant His-MBP-PBL27 with recombinant His-SLAH3-N or GST-
SLAH3-C (GST-SLAH3-C-His) in in vitro kinase assays. Phosphorylated residues are denoted as “‘s”’. (B) Representative
spectra of phosphorylated S127 and S189 tryptic peptides. (C) Scaffold images for the samples for which the
phosphopeptides were identified and at conservative settings (95% protein and peptide identity and minimum 2
peptides per protein). Since the samples contain recombinant protein the peptide coverage is extremely high. (96 and
98%). Peptides identified are marked in yellow and modified residues are shown in green.



