
72
55
43

34

95

26

130

kDa

anti-Tubulin

anti-Myc

Y
ta

4-
13

M
yc

Tu
bu

lin

180

72
55
43
34

95

26

130

kDa
180

B (related to S1B Fig) 

 
Release time

yta4∆+Pnmt41-Yta4(AA)

3 h 6 h 9 h 32 h0.3 µM

72
55
43

34

95

26

130

kDa

anti-Myc

180

72
55
43
34

95

26

130

kDa
180

anti-Tubulin

Y
ta

4-
13

M
yc

Tu
bu

lin

C (related to S1B Fig) 

 
Release time

yta4∆+Pnmt41-(EQ)

3 h 6 h 9 h 32 h0.3 µM

72
55
43

34

95

26

130
kDa
180

72
55
43
34

95

26

130

kDa
180

anti-GFP

anti-Myc

72
55
43
34

95

26

130
kDa
180

anti-Tubulin

W
T
yta
4∆

Yta4
(A

A)

Yta4
(E

Q)

Yta4
(W

T)
yta4∆+ Pyta4

D (related to S3B Fig) 

G
FP

-F
is

1
Y

ta
4-

13
M

yc
Tu

bu
lin

E (related to S4A Fig) 

His-
Yta4

(∆
TM)

75
60
45

35

100

25

140
kDa
180 Hcp

1-Y
ta4

(∆
TM)

Hcp
1-M

sp
1(∆

TM)

F (related to S4D Fig) 

Hexamer

Dimer

Monomer

EGS

171
117

71

55
41

268
kDa
460

- + - + - +
His-

Yta4
(∆

TM)

Hcp
1-Y

ta4
(∆

TM)

Hcp
1-M

sp
1(∆

TM)

R (related to Fig 10A) 

75
60
45

35

100

25

140

kDa
180 0.5

 µM
 D

nm
1

1 µ
M
5 µ

M
10

 µM
Yta4(∆TM)

D
nm

1
H

is
-Y

ta
4(

∆T
M

)

S (related to Fig 11A) 

75
60
45

35

100

25

140

kDa
180

Dnm1 (2 µM)
–
+

0

S P S P S P S P S P S P S P

Yta4(∆TM) (40 µM)
(µM)GMP-PCP

–
+

5
–
+

50
+
+

50
+
+

5
–
+

100
+
+

100

Dnm1

His-Yta4(∆TM)

10x

75
60
45

35

100

25

140
kDa
180

M
dv

1(
1-

24
9)

Fi
s1

(∆
TM

)-
G

S
T

O (related to Fig 8F) 

75
60
45

35

100

25

140180kDa –
–
–
+

+
–
–
–

–
+
–
–

–
–
+
–

Input

His-Yta4(∆TM)

Resin
GST

GST-Mdv1(WD)

+
–
–
+

–
+
–
+

–
–
+
+

GST 
pull down

anti-Yta4

75
60
45

35

100

25

140
kDa

anti-GST

G
S

T
G

S
T-

M
dv

1
   

 (W
D

)
H

is
-Y

ta
4(

∆T
M

)

M (related to Fig 8D) 

H (related to S5B Fig) 

75
60
45
35
25

kDa

15

10

GST

GST-Yta4(∆TM)
GST-Hcp1

Fis1(∆TM)

–
–
+
–

Input GST 
pull down

–GST-Hcp1-Yta4(∆TM)

–
+
–
–

–

–
–
–
–

+

–
–
–
+

–

+
–
–
–

–

–
–
+
+

–

–
+
–
+

–

+
–
–
+

–

–
–
–
+

+
1 mM ATP – – – –

–
–
+
+

–

–
+
–
+

–

+
–
–
+

–

–
–
–
+

+
+ + + +

75
60
45

35

100

25

140
180

kDa

anti-GST

anti-Fis1

GST

GST-Hcp1

GST-Yta4
GST-Hcp1-Yta4

His-Fis1(∆TM)

A (related to S1B Fig) 

140

kDa

100
75
60

45

35

180

140

kDa

100
75
60

45

35

180

140

kDa

100
75
60
45

35

180

25

15

anti-Dnm1

anti-GFP

anti-Myc

GFP 
IP

Dnm1
IP

(a)(b)
Input

(c)(a)(b)(c)(a)(b)(c)

D
nm

1

H

G
FP

-M
dv

1
Y

ta
4-

13
M

yc

H

L

H

(b) yta4∆ GFP-Mdv1 
(c) yta4∆ GFP-Mdv1 Pnmt41-Yta4-13Myc 

(a) WT

J (related to Fig 7D)

)

140
kDa

100
75
60
45

35

180

25

140

kDa

100
75
60
45
35

180

25

GST-Yta4(∆TM)
GST

Dnm1

+
–
–
+

+
–

–
+

–
–

+
+

+
–
–
–

+
–

–
–

–
–

+
–

–
–
–
+

Input
GST 

pull down

Dnm1

GST-Yta4
(∆TM

GST

anti-Dnm1

anti-GST

K (related to Fig 8B)

Resin

75
60
45

35

100

25

140kDa

15

–
–
–
+

+
–
–
–

–
+
–
–

–
–
+
–

Input

Dnm1

Resin
GST

GST-Mdv1(WD)

+
–
–
+

–
+
–
+

–
–
+
+

GST 
pull down

D
nm

1

anti-Dnm1

N (related to Fig 8E) 

75
60
45

35

100

25

140
kDa

anti-GST

G
S

T
G

S
T-

M
dv

1
   

 (W
D

)

75
60
45

35

100

25

140
kDa 180

–
–
–
+

–
–
+
–

–
+
–
–

+
–
–
–

–
+
–
+

+
–
–
+

+
–
+
+

Input
GST 

pull down
Dnm1

His-Yta4(∆TM)
GST

GST-Mdv1(WD)

anti-Dnm1

75
60
45

35

100

25

140

kDa
180

anti-GST

75
60
45

35

100

25

140

kDa
180

anti-Yta4

P (related to Fig 9A) 

D
nm

1
G

S
T

G
S

T-
M

dv
1

   
 (W

D
)

H
cp

1-
Y

ta
4(

∆T
M

)

Q (related to Fig 9C) 

75
60
45

35

100

25

140kDa 180

GST 
pull down

+
+
–
+

+
–
+
–

+
+
+
–

1:1

+
+
–
+

+
–
+
–

+
+
+
–

Mdv1:Yta4
1:5

+
+
–
+

+
–
+
–

+
+
+
–

1:10

–
–
–
+

–
–
+
–

–
+
–
–

Input

H
is

-M
dv

1
   

  (
N

T)

75
60
45

35

100

25

140
kDa
180

anti-His

anti-GST

Fi
s1

(∆
TM

)
   

 -G
S

T
G

S
T

75
60
45

35

100

25

140
kDa
180

anti-Yta4

H
cp

1-
Y

ta
4(

∆T
M

)

75
60
45

35

100

25

140
kDa
180

1x 5x
Hcp1-Yta4(∆TM) input

Mole ratio

Fis1(∆TM)-GST

Hcp1-Yta4(∆TM)
/His-Mdv1(NT)

GST

ATP(5 mM) 

G (related to S5A Fig) 

75
60
45

35

100

25

140
kDa

180

GST

GST-Yta4(∆TM)
GST-Hcp1

Dnm1

–
–
–
+

Input GST 
pull down

–GST-Hcp1-Yta4(∆TM)

–
–
+
–

–

+
–
–
–

–

–
–
–
–

+

–
+
–
–

–

–
–
+
+

–

–
+
–
+

–

+
–
–
+

–

–
–
–
+

+

anti-Dnm1

Dnm1

75
60
45

35

100

25

140180
kDa

anti-GST

GST

GST-Hcp1

GST-Yta4
GST-Hcp1-Yta4

75
60
45
35

25

kDa

15

10

GST

His-Yta4(∆TM)
GST-Mdv1(NT)

His-Fis1(∆TM)

–
–
–
+

Input GST 
pull down

–
–
+
–

+
–
–
–

–
+
–
–

–
–
+
+

–
+
–
+

+
–
+

+
–
+

+
–
+

1x 5x 10x

anti-Fis1

75
60
45

35

100

25

140
180

kDa

K (related to S7A Fig) 

anti-GST

G
S

T
G

S
T-

M
dv

1
   

  (
N

T)
H

is
-F

is
1(

∆T
M

)

75
60
45

35

100

25

140
180

kDa

H
is

-Y
ta

4(
∆T

M
) 75

60
45

35

100

25

140
180

kDa 1x 5x 10x

His-Yta4(∆TM) input

anti-Yta4

I (related to S6A Fig) 

75
60

45

35

100

25

140
180
kDa

Dnm1(WT)

75
60

45

35

100

25

140
180
kDa

8.2
 m

l

9.2
 m

l

10
.2 

ml

11
.2 

ml

12
.2 

ml
Elution

Dnm1(G380D)

8.2
 m

l

9.2
 m

l

10
.2 

ml

11
.2 

ml

12
.2 

ml
Elution

J (related to S6B Fig) 

75
60
45

35

100

25

140180kDa

–
–
–
+

–
–
+
–

–
+
–
–

+
–
–
–

Input GST 
pull down

Dnm1(WT)

His-Yta4(∆TM)
GST

GST-Mdv1(WD)

Dnm1(G380D)

– – – –
–
–
–
–

+
+
–
–
+

–
–
–
+

–
+
–
+

+
–
+
–

– + + –
–
–
+
–

+
–
+
+
–

+

D
nm

1(
W

T)
/

D
nm

1(
G

38
0D

)

anti-Dnm1

75
60
45

35

100

25

140180
kDa

anti-GST

G
S

T
G

S
T-

M
dv

1
   

 (W
D

)

75
60
45

35

100

25

140180
kDa

anti-Yta4

Y
ta

4(
∆T

M
)

kDa

72
55
43

34

95

26

130
180

kDa

72
55
43
34

95

26

130
180

anti-Myc

anti-Tubulin

Y
ta

4-
13

M
yc

Tu
bu

lin

 
Release time
3 h 6 h 9 h 32 h0.3 µM

 yta4∆+Pnmt41-Yta4(WT)

*
*

* *

* * *

*
*
*

*

*

*

*

*
*

**

*
*
* *

**

*
*
**

* * * *

*

*

*

* *

*

* *

*

* * ** **

*

* *

*

*
*
*

*

*

A (related to Fig 1E) 

yta
4∆

Yta4
-13

Myc

yta
4∆

W
TkDa

180
130

95
72
55
43
34
26

kDa
180
130

95
72
55
43
34
26
17

anti-Myc

anti-Tubulin

kDa
180
130

95

72

55

43
kDa

180
130

95
72

55

43

anti-Dnm1

anti-Tubulin

1: WT         2: yta4∆

1 2 1 2 1 2 1 2 1 2

B (related to Fig 3B) 

kDa
180
130

95
72
55
43
34
26

kDa
180
130

95
72
55
43
34
26
17

GFP-Fis1

Yta4-13Myc

Tubulin

D (related to Fig 4C) 

W
T yta

4∆
Yta4

(E
Q)

Yta4
(A

A)

Yta4
(W

T)
yta4∆

anti-GFP

anti-Myc

anti-Tubulin

H (related to Fig 6C)

(b) yta4∆ GFP-Fis1 
(c) yta4∆ GFP-Fis1 Pyta4-Yta4-13Myc 

(a) WT

kDa
180
130

95
72

55

43

34

W
T yta

4∆
Yta4

(E
Q)

Yta4
(A

A)

Yta4
(W

T)

w/o 
Dnm

1-G
FPyta4∆

Dnm1-GFP
Dnm1

Yta4-13Myc

Tubulin

anti-Dnm1

anti-Tubulin

anti-Myc

C (related to Fig 4B) 

*

kDa
180
130

95
72
55
43
34
26

kDa
13095

55
43
26

kDa
95
72
43
34
26

E (related to Fig 5B) 

1 2 1 2 1 2
W M C

D
nm

1
M

ti3
Tu

bu
lin

anti-Dnm1

anti-Mti3

anti-Tubulin

1. Pnmt41-MBP 2. Pnmt41-Yta4
W: whole cell lysate

M: Mitochondrial fraction

C: Cytoplasmic fraction

*
*
*

*

*
72

55

kDa
180
130

95
72
55
43

34
26

17

kDa

kDa
180
130

95
72
55
43
34

1 2 1 2 1 2
W M C

G
FP

-F
is

1
M

ti3
Tu

bu
lin

F (related to Fig 5D)

anti-GFP

anti-Mti3

anti-Tubulin
* *

G (related to Fig 6B)

kDa
180
130

95
72
55

43
34
26

kDa
130

95
72
55
43
34

27

kDa
180
130

95
72
55
43

34

26

Dnm1-GFP

GFP-Fis1

Yta4-tdT

Tubulin

anti-GFP

anti-tdTomato

anti-Tubulin

(a) (b) (c)

(a) WT Yta4-tdTomato
(b) WT Dnm1-GFP Yta4-tdTomato

(c) WT GFP-Fis1  Yta4-tdTomato

*

I (related to Fig 7B)

GFP-Mdv1

Yta4-13Myc

Tubulin

anti-GFP

anti-Myc

anti-Tubulin

W
T yta

4∆
Yta4

(E
Q)

Yta4
(A

A)

Yta4
(W

T)
yta4∆

X140
kDa

100
75
60

45

25

35

Y
ta

4-
13

M
yc

H

L

anti-Myc

GFP 
IP

Dnm1
IP

(a) (b)
Input

(c) (a) (b) (c) (a) (b) (c)

* *

*
*
*

*

G
FP

-F
is

1

H

L
anti-GFP

140
kDa

100
75
60

45

25

35

* *

* *

D
nm

1

H

L

140
kDa

100
75
60

45

25

35

anti-Dnm1

*

*

*

140
100

75
60
45

180

35
25

15

kDa

140
100

75
60
45

180

35
25

15

kDa

140
100

75
60
45

180

35
25

15

kDa

anti-Tubulin

kDa
180
130

95
72
55

43

34

kDa
180
130

95
72
55

43

34

*

kDa
180
130
95
72
55
43
34
26
17

130
95
72
55
43
34
26

140
kDa

100
75

60

45

35

180

25

)

L (related to Fig 8C)

His-Fis1(∆TM

GST

GST-Yta4
(∆TM)

anti-Fis1

anti-GST

**

75
60
45
35
25

kDa

15

10

GST-Yta4(∆TM)

Resin
GST

His-Fis1(∆TM)

+
–

–
+

–
–

+
+

–
+

–
+

–
+

–
–

–
–

–
+

–
–

+
–

+
–

–
–

Input
GST 

pull down

*

1. Pnmt41-MBP 2. Pnmt41-Yta4
W: whole cell lysate

M: Mitochondrial fraction

C: Cytoplasmic fraction

34

31

– – – – –

654321


