




































 

 for proteasomal degradation during prolonged 
mitotic arrest caused by MT-poisons, shifting the balance away from mitotic cell death 
towards mitotic slippage (Richter et al., 2020), an apoptotic evasion mechanism, that 
can lead to MT-poison resistance (Chan et al., 2012).
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HA-Ubiquitin in HEK 293T WT or FBXO45 cells. Only MYC-SPRYD3 expression led 
to Flag-USP11 ubiquitylation in HEK 293T WT cells, while MYC-FBXO45 expression 
showed no effect (Figure 31A). In HEK 293T FBXO45 cells MYC-SPRYD3 was still 
capable to perform USP11-ubiquitylation (Figure 31B), suggesting that FBXO45 is not 
a substrate specifity factor for USP11. Taken together, both MYCBP2 and SPRYD3 
are capable of ubiquitylating USP11 independently from FBXO45. 

3601-4640 or MYC-SPRYD3 and HIS-Ubiquitin. This 
would help me to assess whether MYCBP2 and SPRYD3 would still be capable of 
ubiquitylating USP11 in absence of the other. In both cases, USP11 ubiquitylation 
decreased in both SPRYD3- and MYCBP2-depleted cells compared to a siGL2-treated 
control, even though MYC-MYCBP2 3601-4640 or MYC-SPRYD3 were expressed, as 
indicated (Figure 32A and B). This suggested that the MYCBP2-SPRYD3 complex 
ubiquitylates USP11. 

MYC-SPRYD3
Flag-USP11

HA-Ubiquitin
MYC-FBXO45

++
+
++

HEK 293T

MG132 (10 µM, 5h)++
+
+
+

+

135
135

USP11 

Flag (USP11)
135 Flag (USP11)
63

48 MYC (SPRYD3/FBXO45)

135

IP
: F

lag
Inp

uts

A

vinculin

MW
(kDa)

IP
: F

lag
Inp

uts

MYC-SPRYD3
HA-Ubiquitin
MG132 (10 µM, 5h)

135

135
135 Flag (USP11)

USP11

MYC (SPRYD3)63
Flag (USP11)

35
135

FBXO45
vinculin

Flag-USP11

MW
(kDa)

FBXO45WT
HEK 293T

B

++

+
+ +

++







0 60

245

245
180
135

USP11 

USP11 (cut + l.e.) 

HIS-UBA1

GST-UbcH5b/HIS-USP11/Ubiquitin/ATP

Flag-SPRYD3 WT + MYC-MYCBP2 WT
Flag-SPRYD3 + MYC-MYCBP2 C4520S
Flag-SPRYD3 2SPRY + MYC-MYCBP2 WT

++ 
+ 

+ 
+ 
+ + + -

- - + 

---
-

-
- - -

Incubation time (min)

In vitro

+ 
+ 

+ + + 



MYC-EV
Flag-USP11

MYC-MYCBP2
+

+

+

++

MG132 (10 µM, 5h)++ ++

+

++

WT K48R K63R

135
135 Flag (USP11)

USP11

135 Flag (USP11)

-tubulin
63

IP
:F

lag
Inp

uts MYCBP2 (MYC-tagged)

+ HA-Ubiquitin

MW
(kDa)

HEK 293T











 







µ

µ





























 








































































