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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.



Fig 1B
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-
based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
L PVDF Membranes were cut for immunoblotting of more
- M 15 than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.

PVDF Membranes were cut for immunoblotting of more than one protein.



Fig 2B P ATG13-3FLAG IP
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.

PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.

PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.

PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.



Fig 4E
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.



Fig 5C mULK1-3FLAG
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.

PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.



Fig 78

Western blots

Thymidine&
Nocodazole

ULK1

ATG13

p-CDK
Substrate Motif

Hela Hela-DKO

+

kD

—170
—130

—100
—70

— 170
— 130

—100

—70

—55

—40

—35

—25

Thymidine&
Nocodazole

Mytl

pH3(S10)

Cdc2-Y15

B-Actin

HelLa Hela-DKO

+ +

kD

—100

-

e

— 15

—35

—25

—40

Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.



Supplementary Figures



S1A Fig S1B Fig
293T- Hel
mULK1-3FLAG 293T Hela mULKel :FLAG
Thymidine i N i N D Thymidine
&Nocodazole &Nocodazole + - + L kD
170 170
L — B
ULK1 .
p— — 130 ULK1 e """ o
(2]
e [7,]
(o) o
o kD K= .. 70
c 2 —— . —
o . €| cyclinB1 ™% 55
%] Cyclin B1 —— — e — | 5 3
9 A i —40
= 2
B-Tubulin — — ——|
GAPDH #_‘ s

S1C Fig
293T-mULK1-3FLAG  293T

Thymidine
&Nocodazole

: |
ULK1 170

- + - + L kD

(#8054) —
p —130
@
g ——100
£
g NEB buffer treat for 1h
é’ |
—170
ULK1 ‘- . .
e A
(#8054) 130
—100

A phosphatase treat for 1h

Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.



$3C Fig
RO-3306-10uM

DMSO 15min 10min 5min 3min

Thymidine + + + + + +
+ + + X L kD

Nocodazole - + +
FLAG - B
gy - geeen eeun = —130
—170
UKL | W8 i | 5,
[7,)
§ —100
] ATGLS | ey ™ e Wy S ey —70
c
Z
2| pH3(s10lf
% — —15
Cyclin B1 T G G S S— —55
B-Actin S T —40
N —— . — — —
—35

Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.

PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.

PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Western blots

Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).

Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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Images were acquired by chemiluminescence CCD camera-based digital imaging instruments (Tanon Fine-do X6).
Approx. molecular weight ladder (L) was indicated.
PVDF Membranes were cut for immunoblotting of more than one protein.
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