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ESCRTs (endosomal sorting complexes 
required for transport) mediate cargo 
sorting to multivesicular bodies 
(MVBs), and this is primarily mediated 
by their ubiquitin-binding domains 
(UBDs). UBDs also mediate ESCRT 
ubiquitylation through a process known 
as coupled ubiquitylation, but whether 
this has a physiologically relevant effect 
on ESCRT function was unclear. Now, 
Stringer and Piper show that ESCRT-0 
ubiquitylation is not essential for cargo 
sorting into MVBs.

The authors used several approaches 
to investigate whether ubiquitylation of 
ESCRT-0 affects cargo sorting. First, they 
generated yeast strains with a mutated 
version of the ESCRT-0 component 
vacuolar protein sorting-associated 27 
(Vps27) that lacked all Lys residues (and 
could therefore not undergo Lys-linked 
ubiquitylation), and observed that 
sorting was normal. A yeast strain that 
does not require the other ESCRT-0 
component (Hse1) for sorting and 
that carried the mutated Vps27 had 
the same phenotype. Furthermore, 
after identifying Rsp5 (reverses 

SPT-phenotype 5) as the main ubiquitin 
ligase modifying ESCRT-0, they found 
that sorting of cargo was completely 
blocked in Rsp5-mutant cells. However, 
this could be reversed by fusing one 
ubiquitin to the carboxyl terminus of the 
cargo. This suggests that, in the absence 
of ESCRT-0 ubiquitylation, addition of 
one ubiquitin molecule to the cargo is 
sufficient to mediate sorting. 

Although it seems that ESCRT-0 
ubiquitylation is not required for its role 
in sorting, the authors reasoned that 
their approach might not completely 
eliminate ESCRT-0 ubiquitylation, as, 
for example, other ubiquitin ligases 
could be having an effect. To test this 
further, they generated cargo proteins 
fused to the catalytic domain of 
deubiquitylating enzymes (DUBs). These 
proteins did not undergo MVB sorting 
and instead localized to the cell surface. 
Importantly, although fusion of the DUB 
catalytic domain to the ESCRT-0 subunit 
Hse1, and even ESCRT-I, blocked cargo 
sorting, this could be rescued by fusing 
one non-deubiquitylatable ubiquitin 
molecule to the cargo protein. 

So, it seems that the lack of ESCRT-0 
ubiquitylation can be compensated 
for by the addition of a single ubiquitin 
molecule to the cargo. It remains 
to be determined whether coupled 
ubiquitylation of other ESCRTs is 
important for their function.
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One ubiquitin does the trick

... addition of 
one ubiquitin 
molecule to 
the cargo 
is sufficient 
to mediate 
sorting.
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