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Fig. 1 | GD-NT, but not GD-FL, possesses massive K63-linked polyubiquitin.
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Fig. 1 | GD-NT, but not GD-FL, possesses massive K63-linked polyubiquitin.
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Fig. 2 | The K63-linked polyubiquitin of GD-NT is regulated by TRAF1-OTUB1 axis.

A B

N
i-N

TA

His-Ub WT+ + +
+ + +

Flag-DUB

O
TU

B1
EV

HA

W
C

L

HA

Flag

-
+

EV O
TU

B2

N
i-N

TA

+ + + +
HA-TRAF1

Flag

Flag

HA-TRAF2
- + - +
- - + +

+ + + +
His-Ub-K63 only

HA

W
C

L

-
-
-

+

IP
: F

la
g

+ + +

HA-E3 ligase 

EV

HA

HA

TR
AF

2
TR

AF
1

W
C

L

Flag

Flag

Exp422

IP
: H

A
+ + +

HA-E3 ligase 

EV

HA

HA

TR
AF

2
TR

AF
1

W
C

L

Flag

Flag

IP
: F

la
g

+ + + +

Flag-DUB

O
TU

B1

C
YL

D
O

TU
D

7C
O

TU
D

6B

HA

W
C

L

HA

Flag

+

EV O
TU

B2

+

Flag

C

N
i-N

TA

His-Ub-K63 only+ + +
+ + +

Flag-DUB

O
TU

B1
EV

W
C

L

HA

Flag

-
+

EV O
TU

B2

HA

sh
TR

AF
1 

#1

N
i-N

TA

sh
G

FP

Flag

His-Ub-K63 only
+ + +

W
C

L

+ +
- + + + +

sh
TR

AF
1 

#2

EVEV

D

His-Ub-K63 only
sh

O
TU

B1
 #

1

N
i-N

TA

sh
G

FP

Flag

+ + +

W
C

L

+
- + + +

sh
O

TU
B1

 #
2

G

HA-GD-NT Flag-GD-NTHA-GD-NTHA-GD-NT

Flag-GD-NT Flag-GD-NT

β-actin

Flag-GD-NTFlag-GD-NT

β-actin

Flag

TRAF1

β-actin

OTUB1

Flag



Fig. 2 | The K63-linked polyubiquitin of GD-NT is regulated by TRAF1-OTUB1 axis.
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Fig. 3 | The amino acid Lys237 of GD-NT possess K63-type ubiquitination.
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Extended Fig. 2 | Pyroptosis cell model 293-tetO-GD-NT is set up to study the regulation mechanisms of pyroptosis. 
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