Supplementary Material for
“Src family kinase phosphorylation of the motor domain of the human kinesin-5, Eg5”
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Site  Region Species Reference Species UniProt Accession
Numbers
Y125 Motor head H. sapiens, Cell Signaling Technology, o ” P52732
M. musculus  (lliuk et al., 2010; Luo et al., - Sapiens
2008) S. scrofa F1SC89
Y211 Motor head H. sapiens Cell Signaling Technology Aé’ mL;ISC”IUS S?E)Q(Z?
Y231 Motor head H. sapiens Cell Signaling Technology, - gafus
(Han et al., 2010) X. laevis Q91783
Y399 BASS H. sapiens, Cell Signaling Technology, 2 rr_)te_lanoggster E‘;ﬁggg
domain M. musculus ~ (Sharma et al., 2014) C. ‘é’ler’g’;::’s G5EGL7
Y480 BASS H. 1 Cell Signaling Technol :
domain SRS et Signaiing fechnology T. canis AOAOB2VHZ4
Y932 Tail domain  H. sapiens Cell Signaling Technology 'g g?;i%ri';irg’ca 35502051
Y934 Tail domain  H. sapiens Cell Signaling Technology S. cerevisiae Kip1 | P28742
S. cerevisiae Cin8 | P27895
D
Kinesin  Species Accession PXXP Domain
Numbers
1 H. sapiens P33176 NINKSLSALGNVISALAEG------- S--TYVPYRDSKMTRILQDSLGGNCRTTI
1 C. elegans P34540 NINKSLTALGIVISALAEG------- T-KSHVPYRDSKLTRILQESLGGNSRTTV
2 H. sapiens 09Y49%06 KINLSLSTLGNVISALVDG---—-—--- KS-THVPYRNSKLTRLLQDSLGGNSKTMM
2 X. laevis Q98TI1 KINLSLSTLGNVISALVDG--—--—--- KS-THVPYRNSKLTRLLQDSLGGNSKTMM
3 H. sapiens 015058 SINKSLLTLGKVISALSEQAN----- QRSVFIPYRESVLTWLLKESLGGNSKTAM
3 X. tropicalis F7EHPO6 SINKSLLTLGKVISALSEMSEV----KKRSFIPYRDSLLTWLLRESLGGNSKTAM
5 H. sapiens P52732 NINQSLLTLGRVITALVER-------- T-PHVPYRESKLTRILQODSLGGRTRTSI
5 S. scrufa F13C89 NINQSLLTLGRVITALVER-------- T-PHVPYRESKLTRILODSLGGRTRTSI
5 D. P46863 NINQSLLTLGRVITALVDR-------- A-PHVPYRESKLTRLLQESLGGRTKTSI
melanogaster
5 X. laevis 091783 NINQSLLTLGRVITALVER-------- A-PHIPYRESKLTRILQODSLGGRTKTSI
6 H. sapiens 002241 NINQSLMTLRTCMDVLRENQMYGTN----KMVPYRDSKLTHLFKNYFDGEGKVRM
6 D. 062528 NINNSLMTLRTCLEYLRENQLAASNGLAPKKVPYRDSKITHMFKNYFDGEGQVSM
melanogaster
7 H. sapiens 002224 NINRSLFILGQVIKKLSDG------- QVGGFINYRDSKLTRILONSLGGNAKTRI

7 X. laevis 042263 NINRSLFILGQVIKKLSDG--—-—-—--- QAGGFINYRDSKLTRILONSLGGNAKTVI
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Figure S1
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Eg5-367-Y125E + STLC

Figure S3 Eg5-367-WT + STLC
Kd =86 nM
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WT 1.07 86+21 -15.1+£3.0 -5.6
Y125F 1.03 42+18 -13.4+4.3 -4.9
Y125E 0.95 540+150 | -16.3+4.5 -6.4
Y211F 0.62 4516.0 -14.0+4.2 -6.1
Y211E 0.74 1600£250 | -17.0£1.3 -71
Y231F 1.09 55+19 -12.0+1.4 -3.2
Y231E 0.89 30432 | -13.7£2.9 -3.9




Figure S4

Eg5 siRNA
125 kDa - Anti-Eg5
55 kDa - Anti-a-Tubulin




