S1 Fig

o Y
A S B Rs >
o K ' S
N N Q &
y 9 esp1-FLAG mutants S
436 esp1 mutants Q?Q % P R
2A - + - — + + - + -
2A - + - — + + — + -
3A - - + — + — + + -
3A - - + — + — + + -
1A - - — + — + + + -
1A - - — + — + + + -
Esp1-18myc 2 Esp1-FLAG |~_...._...._—-—-
Espl [w e gl oo s = s e : _
Pt IRESTSSTED
= 57kD
G6PDH anti-FLAG IPs
S S
D L &
F & QO S &9
C o LD SN
g O & F TS
’F\ ¢ O O ¢ O 0O
§b esp1 mutants
$ Esp1-myc18 sk 4k
2D - - - + + + + ‘b& in vitro
N phosphorylation
\4
3D - - + - + - + + Q'\'a} Espl | e
¢ ¢ -
1D - + - - - + + +
Esp1-18myc |« o o o oV i ||
E +Cdk1/CIb2  no addition
ESp1 — — — s i sy — —— ——
Cdk1 | | Q) R}
= 29kD Q\ ,\??Q'& Q\ ,\?’vq\'&
Q Q
G & G &
Esp1-myc18 —_— in vitro
Esp1 ‘ . phosphorylation
Esp1-myc18 —— —
Espl | s o - | western blot
F
wild type esp1-3A ESP1-3D
-$882838288¢% .393828882888¢% o.3332888288¢8 AN
siktg |===BS85 | |: S, — S==5SCC . -o7kD
=97
Mcd1 T — — D G - —— —— — emenen e e- —66
Pds1 e i g, -57
Clb2 | ——— s T =57
Cdk1 | = —— -
-29
G H |
2 10
c ~
Sc = _
E‘E’ E 15 5 8
Qo K=
a2 5 £ 6
m © g ! S
oo - -
@8 2 o 4
EE %. 05 % 2
25 ® »
£0 0
=+ 0
-2 0 2 4 6 20 15 -10 -5 0 5 10 15 20

wild type ESP1-3D
25.30

+/-6.3

26.21
+/-5.4

time relative to mitotic entry (min)

time relative to anaphase onset (min)



