B
» 40
[0}
o 30 3
Q O
£ 2 5
o oy
m o
@ 10 g
X 0 z

H2B-tagged WT
-
5 1 1
g 0.8 0.8
< 06 0.6
()]
5 0.4 0.4
=02 0.2
O o
x 10 15 20
IMT cutoff (hr)

mCitrine-p21 mCherry-Geminin

16
14
12
10

1-110

—— WT, phase
— H2B tagged, phase

C

H2B tagged, H2B tagged,
WT, phase H2B tagged, phase phase+fluorescence phase+fluorescence
20 25 0.2
15 20 15 _
15 =
10 10 2 0.1
10 3
0 0 0 0 / =
10 15 20 25 30 10 15 20 25 30 10 15 20 25 30 0 10 20 30 40
IMT (hr) IMT (hr) IMT (hr) IMT (hr)
E
. p21- low high p21- low high
= kDa _ 20
- N
g 55- -amCitrine-p21 @
(0]
E= 40- c 10
2 anti-p21 =
@ 35- (é 0
3 25-
= 15 -4 untagged-p21
e _ ~ .
— p21-low high
40- . I
=== anti-cAPDH S
®
Ke]
130‘|£| anti-Phospho Rb-807/811  £0.5
ey
40-[usst ] anti-GAPDH g 0
o
cels G WT cells mCitrine-p21 mCherry-Geminin, . cells

log mCherry-Geminin, . (a.u.)

— 2E2
— 3B6

0.5
0.4
203
2
8 0.2
0.1

2 4 6 8

anti-p21-Cy5

10

mCherry intensity (a.u.)
mCherry intensity (a.u.)

1000

2000
mCitrine intensity (a.u.)

3000

collection gate

Dp21low
|:| p21 high

3000

1000
mCitrine intensity (a.u.)

2000

Figure S1



