APEX-myc-CENP-A

1

% of total biotin peaks

55
40
35

251

151

nd FAPEX-myc-CENP-A

-— - [ CENP-A

a-CENP-A

70+

10

12

Ponceau

51

1004 ——

754

50+

254

APEX-CENP-A

outside CENP-A domain

not co-localizing with CENP-A
inside CENP-A domain

co-localizing with CENP-A

Grey value

o 05 1 15 2 25

i i— | ||| <~"1 T~

2 d dca
H
g
<]
o1 I
Length (um) Length (um) Length (um) Length (um)
Number of peaks % of total peaks Domain size Distance of spreading
(biotin/hCENP-A ratio) co-localizing (biotin domain/centromere (ds left and right)
(co-localization if domain ratio)

dbor dca<0.192 ym)

db=distance biotin-closest CENP-A peak
dca =distance CENP-A-closest biotin peak
ds =distance of furthest botin peak to edge of centromere domain, left+right

Figure S1



Jouayd upoiq+

O-dN3D-2Aw-X3dV

m

Jouayd unoiq+

Jouayd unoiq+

X3dV-2Aw-N-dN3D

@)

1-dN3D-2Aw-X3dVv

O

ns

1.25+

ns

1.00+
0.75+
0.50+
0.25+

syead y-dN3o/unolg

0.00

CENP-A CENP-N

[}
o]
N
i

ns

L] L] L] L]
o 1w o v
e KN ®w A
- © o o

syead y-dNID/unolg

.00

o

HH

)

CENP-A CENP-C

1.50-

1.254
1.00+
0.75+
0.50+
0.254

syead y-dN3o/uBolg

0.00

CENP-A CENP-T

APEX fusion APEX fusion

APEX fusion

Figure S2



<C

Jjouayd unoiq+

d-dN32-2Aw-X3dv

m

Jjouayd unoiq+

Jjouayd unoiq+

=

o

H K

1]

m (&)

<

o

H 2

1]

(8]
Hn o v o v o
N e N w N o
- - © © o o

. syead y-dN3o/unolg

X

o

-H P

1]

» (&)

c <

i <

1]

(&)
v o 1w o |’ o
N © N~ 1’ « o
- - =) o =) o

syead y-dN3o/unolg

a

o

- <

7]

m C

<

o

i 2

1]

(8}
v © v o 1’ o
N S ~ n & o
- - © © o o

X3dV-2Aw-)y-dNID

@)

X3dV-2Aw-\N-dNID

O

syead y-dN3D/unolg

APEX fusion

APEX fusion

APEX fusion

Figure S3



it A
&
L (7))
v
>
3
I T @
o a 1
z =z o c
5 O _In_ FZ © e
: Mg O
3 * -
i < X
“ 5 3
1 +e 2 22 O)
g Wwe =
n o n [=] n [=3
N & N~ ®» o 9
"‘ - - o o o o
— = - G s)ead y-dN3o/unolg
a_lg m7 wn e o~

T
4

CENP-A CENP-I
APEX fusion

*
Jouayd unoiq+
S o i Jouayd unoiq+
] =} ~ 0 N S
- - o o o o

X3dv-2Aw-|-dN3D oM N . LLI
syead y-dNIo/unolg g-d ZNO-O>E-XNA_<



O

U208

o
o
-
N o

|
W o
S

CENP-I-myc-APEX
+biotin phenol

Domain size (pm)

Grey value

MERGE
Length (pm)

6000, CENP-A

50004 CENP-T
4000+
30004
20004
10001

0 v v = 3

0 1 2 3 4 5

Grey value

Length (um)

3000+

2000+

Grey value

1000+

Length (pm)

8000+ CENP-A
CENP-I
Biotin

[=2]
[=3
S
APEX-myc-CENP-B
+biotin phenol

4
Length (pm)
0.966 10-
°
— 84
o E
° g o
(]
% 44
£
o
o 24
0

o ceve. _

Grey value

CENP-A
CENP-H

4000+ CENP-A 6000+
CENP-I
Biotin

Grey value

Length (um)

CENP-A
CENP-B
Biotin

2 3 4 5
Length (um)
CENP-A
CENP-B

Biotin

2 3 4 5 6
Length (um)

Figure S5



