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ABSTRACT
Cullin-RING ligases (CRL) are ubiquitin E3 enzymes that bind
substrates through variable substrate receptor proteins and are
activated by attachment of the ubiquitin-like protein NEDD8 to the
cullin subunit. DCNs are NEDD8 E3 ligases that promote neddylation.
Mammalian cells express five DCN-like (DCNL) proteins but little is
known about their specific functions or interaction partners. We found
that DCNLs form stable stoichiometric complexes with CAND1 and
cullins that can only be neddylated in the presence of a substrate
adaptor. These CAND–cullin–DCNL complexes might represent
‘reserve’ CRLs that can be rapidly activated when needed. We further
found that all DCNLs interactwithmost cullin subtypes, but that theyare
probably responsible for the neddylation of different subpopulations of
any given cullin. This is consistent with the fact that the subcellular
localization of DCNLs in tissue culture cells differs and that they show
unique tissue-specific expression patterns inmice. Thus, the specificity
between DCNL-type NEDD8 E3 enzymes and their cullin substrates is
only apparent in well-defined physiological contexts and related to their
subcellular distribution and restricted expression.

KEY WORDS: Ubiquitin, NEDD8, Cullin-RING ligases, CRL, SCCRO,
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INTRODUCTION
Ubiquitin is a small (8 kDa) signaling protein that regulates most
cellular activities. The majority of ubiquitin’s functions require its
linkage to other proteins through isopeptide bonds. This is mediated
by the sequential action of three enzyme families, termed E1, E2 and
E3 (Hershko and Ciechanover, 1998). E3 enzymes are much more
numerous (∼600 proteins) than E1 (2 proteins) and E2 enzymes
(∼40 proteins), reflecting their role as substrate specificity factors of
the reaction (Hershko and Ciechanover, 1998). By far the largest
class of E3 enzymes is formed by the cullin-RING ligase (CRL)
family. These are modular E3s built around a heterodimeric catalytic
scaffolding complex that consists of a small RING-finger protein
(either RBX1 or RBX2) bound to the C-terminus of a cullin protein.
The N-terminus of cullin proteins can interact with many different
substrate-specificity modules that recruit substrates, whereas the
RING finger protein interacts with ubiquitin-charged E2 enzymes

(Petroski andDeshaies, 2005). Mammalian cells contain eight cullin
proteins, Cul1, Cul2, Cul3, Cul4A, Cul4B, Cul5, Cul7 and Cul9/
Parc8 (Sarikas et al., 2011) and although only a limited number of
CRL complexes have assigned substrates, it is estimated that ∼300
CRL complexes exist in humans (Enchev et al., 2015).

The assembly and activity of CRLs is regulated through reversible
conjugation of NEDD8, a ubiquitin-like protein, to a conserved
lysine residue in the cullin backbone (Lammer et al., 1998;
Liakopoulos et al., 1998; Pintard et al., 2003; Lyapina et al., 2001;
Bornstein et al., 2006; Cope et al., 2002). NEDD8 modification
activates CRLs by inducing structural flexibility of the cullin C-
terminus, allowing RBX1 and RBX2 to adopt productive
conformations for the transfer of ubiquitin onto substrates (Duda
et al., 2008). Neddylation and de-neddylation of cullins are also
important to regulate CRL composition, as only de-neddylated
complexes can interact with the exchange factor CAND1 that
regulates the release of old and the association of new substrate
adaptors to cullin–RING core complexes (Goldenberg et al., 2004;
Liu et al., 2002; Zemla et al., 2013; Zheng et al., 2002; Pierce et al.,
2013; Wu et al., 2013). Like ubiquitin, NEDD8 becomes conjugated
to its cullin substrates by E1, E2 and E3 enzymes (Kurz et al., 2005;
Rabut and Peter, 2008; Rabut et al., 2011). The single E1 NEDD8-
activating enzyme (NAE) is a heterodimer of two proteins, APP-BP1
(also known as NAE1 and ULA1) and UBA3 (Walden et al., 2003).
Two NEDD8-conjugating E2 enzymes are encoded by UBE2M and
UBE2F (Huang et al., 2009). In addition to being ubiquitin E3s,
RBX1 andRBX2 are also NEDD8E3s that transfer NEDD8 onto the
cullins they are bound to, but they require auxiliary E3 factors to
direct NEDD8 towards the right lysine residue (Scott et al., 2010).
These factors are encoded by proteins of the DCN1 (defective in
cullin neddylation 1) family. In lower organisms, single DCN1
homologs exist that promote the neddylation of all cullins (Kurz et al.,
2005, 2008), whereas multiple DCN1 molecules are encoded by the
genomes of higherorganisms.Human cells, for example, express five
DCN1-like proteins termed DCNL1–DCNL5 (also named
DCUN1D1–5 for defective in cullin neddylation 1 domain-
containing protein 1–5 or SCCRO1-5) (Bommelje et al., 2014;
Sarkaria et al., 2006; Meyer-Schaller et al., 2009; Kim et al., 2008;
Huang et al., 2014). TheseDCNLs have distinctN-terminal domains,
but share a conserved C-terminal potentiating neddylation (PONY)
domain. The PONY domain directly binds to cullins through
invariant residues, called the DAD patch (D226, A253, D259 in
Saccharomyces cerevisiae Dcn1), whereas the function of the
variable N-terminal domains are largely unclear (Kurz et al.,
2005). The N-terminus of yeast Dcn1 encodes a ubiquitin-binding
UBA domain, which is also present in the human DCNL1 and
DCNL2 isoforms. Although conserved, the UBA domain is not
required for DCN1s neddylation activity in vitro or in vivo and its
function remains to be determined (Kurz et al., 2008; Wu et al.,
2011). The regulation of DCNL activity in general appears to be
important, as DCNL1 is highly amplified in various tumors where itReceived 9 October 2015; Accepted 14 February 2016
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acts as an oncogene (squamous-cell-carcinoma-related oncogene)
(Broderick et al., 2010; Sarkaria et al., 2006) and DCNL5
(DCUN1D5) was also recently reported to be overexpressed in
some oral and lung squamous cell carcinomas (Bommelje et al.,
2014). Consistent with these observations, inhibition of neddylation
by a small molecule drug (MLN4924) shows promise in clinical trials
for the treatment of hematological malignancies (Soucy et al., 2009).
Whereas DCNL1 and DCNL2 contain N-terminal UBA

domains, DCNL3, DCNL4 and DCNL5 contain unique N-termini
that are predicted to be unstructured. In general, the N-termini are
thought to govern the subcellular localization of DCNs or their
cullin specificity. However, comprehensive evidence in support of
this hypothesis is missing, except for DCNL1 and DCNL3 (Wu
et al., 2011; Meyer-Schaller et al., 2009).
Here we have explored the specificity and interactions of the

different mammalian DCNL homologs. We find that in cells all
DCNLs interact strongly with most cullins and CAND1, a known
regulator of CRLs that is required to exchange substrate adaptors (Liu
et al., 2002; Zheng et al., 2002). We further find that the five
mammalian DCNLs are widely expressed in tissue culture cells, but
differ in their subcellular localization patterns. The expression of
DCNLs in animal tissue ismore restricted, where DCNL1 seems to be
the only broadly expressed DCNL. In tissue culture cells, none of the
DCNLs shows specificity towards a cullin subtype, supporting a
model whereby all or most DCNLs contribute to the overall
neddylation levels of cullins. However, it also suggests that DCNLs
are not simply redundant, but instead neddylate distinct
subpopulations of cullins. One striking example is the non-
redundant contribution of DCNL1 and DCNL5 to the neddylation
of cullin4A.Our findings thus suggest that althoughDCNLs appear to
indiscriminately neddylate cullins, they maintain unique functions
that are not redundant with other DCNLs.

RESULTS
DCNLs interact with cullins and CAND1
Using HEK-293 cell lines stably expressing N-terminally FLAG-
tagged isoforms of each DCNL, we determined their interaction
partners by mass spectrometry after FLAG-immunoprecipitation
(Kurz et al., 2008) (Fig. 1).Using SDS-PAGEgels followedby silver
staining (Fig. 1A,C),we detected unique interaction patterns for each
DCNL, with the exception of one protein at >100 kDa, that was
prominently present in all immunoprecipitates, but too large to be a
cullin. All the specific interactors were lost when theDAD patchwas
mutated, suggesting that the interactions are mediated by cullins.
The mass-spectrometry analyses revealed that most DCNLs

interacted with most cullin subtypes (Cul1, 2, 3, 4A, 4B and 5) with
the exception of Cul7 and Cul9 (Fig. 1B). There was no readily
apparent difference in the binding to the different cullins, except for
DCNL4, which seemed to be overall binding less to Cul3 and did
not bind to Cul4A or Cul4B (Fig. 1B). However, this apparent lack
of interaction was probably a result of the very low expression level
of FLAG–DCNL4 in our cell line compared with the other cell
lines. This resulted in considerably less FLAG–DCNL4 being
immunoprecipitated (Fig. 1C), which might have dropped the
amount of co-precipitated Cul4A and Cul4B below the detection
limit. Nevertheless, from these results we concluded that no DCNL
has a readily apparent cullin preference in cells. This is in
accordance with previously published in vitro data that showed
that purified recombinant DCNLs can bind to all cullins with only
slightly different affinities (Monda et al., 2013). Our results now
suggest that in cells, DCNLs are indeed capable of binding to most,
if not all, cullins indiscriminately. Interestingly, when wewent on to

confirm the identified interactions by western blotting (Fig. 1C) we
found that DCNLs only interacted with non-neddylated cullins,
strongly suggesting that they are released from the cullin complexes
once they are neddylated. Consistent with the low expression levels
of our FLAG–DCNL4 cell line, we were unable to confirm by
western blot the interactions between FLAG–DCNL4 and the
binding partners identified by mass spectrometry.

In the mass spectrometry analysis we found very few additional
proteins outside of cullins that specifically bound to DCNLs.
DCNL1, 2, 3 and 5 also interacted with other regulators or subunits
of cullin-RING ligases such as RBX1, RBX2, elongin B (Cul2
substrate adaptor) and DDB1 (Cul4A substrate adaptor). The only
non-cullin related interactor we identified was the mitochondrial
protein ACADVL that bound to DCNL5. We could not, however,
independently confirm this interaction by western blotting, casting
doubt on the validity of this interaction (Fig. S1).

Most strikingly, we detected a very strong interaction of all
DCNLs with CAND1 (Fig. 1B). This was surprising, as CAND1
only binds to non-neddylated cullins and prevents their neddylation
when bound (Liu et al., 2002; Zheng et al., 2002). Based on peptide
counts, CAND1 was the strongest interactor for all DCNs, and by
size, it fit the large protein that we had readily identified on silver-
stained gels (Fig. 1A). A mutation of the DAD patch on DCNLs
abolished binding to all cullins, but also to CAND1, suggesting that
the interaction is bridged by cullins (Fig. 1C). Indeed, all DCNLs
were able to form stable stoichiometric heterotrimeric complexes
in vitro with recombinantly expressed CAND1 and the cullin
Cul3−Rbx1 (Fig. 2A–E). Formation of the complexes in vitro was
dependent on the presence of Cul3−Rbx1, and we could not detect a
direct interaction between any DCNL and CAND1 (Fig. 2A–E).
Thus, DCNLs can form stable stoichiometric complexes with
cullins and CAND1 that are bridged by the cullin protein.

Given that CAND1–cullin complexes are resistant to neddylation,
we next tested if this was also true for CAND1–Cul3–DCNL
complexes. We could show in vitro that the presence of CAND1
strongly inhibited the neddylation of Cul3–Rbx1 irrespective of the
presence of any DCNL in the complex (Fig. 2F–J). These results
posed the question why such complexes of CAND–cullin–DCNL
would form in the first place. One possibility was that they represent
reservoir cullin complexes that are inactive, but primed for
neddylation and thus rapid activation when needed. As active
complexes need to bind to substrates, we reasoned that the inactive
complexes might become activated in the presence of a substrate
adaptor. Indeed, the addition of stoichiometric amounts of the Cul3
substrate adaptor KLHL3 to the in vitro reaction overcame the
CAND1-dependent inhibition of neddylation (Fig. 2F–J). It is
thus highly plausible that heterotrimeric CAND1–cullin–DCNL
complexes exist in the cell to allow rapid activation by neddylation
as soon as they encounter substrate adaptor complexes.

DCNLs differ in their subcellular localization and expression
profiles
Based on our mass spectrometry results, all DCNLs are able to
interact with most cullins. We thus next tried to understand if they
are fully redundant or also have unique functions. We first
determined their expression profiles in mouse tissue and tissue
culture cells. Using specific antibodies for each family member
(Fig. S2), we found that all DCNLs are well-expressed in the three
tissue culture cell lines we tested (HEK-293, U2OS and HeLa)
(Fig. 3A). DCNL1 and DCNL2 are expressed to similar levels in all
three cell lines. DCNL3 expression is comparatively low, but it is
best expressed in U2OS cells and less abundantly in HeLa and
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HEK-293 cells (Fig. 3A). DCNL4 is predicted to have at least three
splice variants (29 kDa, 34 kDa, 38 kDa), and we can detect at least
two of these isoforms in tissue culture cells to relatively high levels,
but most strongly in HEK-293 cells (Fig. 3A). Strikingly, DCNL5 is
the most strongly expressed DCNL in all cell lines tested, suggesting
that it might have a major role in proliferating cells (Fig. 3A).
This general expression is in stark contrast to DCNL expression

in mouse tissue. Here, DCNL5was the least expressed of all DCNLs

(Fig. 3A). DCNL1, by contrast, was the most widely expressed
isoform and could easily be detected in all tissues (Fig. 3A).
DCNL2, although very similar in sequence to DCNL1, was not
expressed as widely and mostly found in liver and kidney and, as
what seemed to be a highly post-translationally modified form, in
brain (Fig. 3A). Expression of DCNL3 was mostly restricted to
testis and brain. The expression of different DCNL4 isoforms was
morewidely detectable, but most strongly in testis, brain, heart, liver

Fig. 1. Characterization of DCNL interactors. (A) Silver-stained gels of FLAG immunoprecipitations from HEK293 cells stably expressing wild-type (WT) or
cullin-binding-deficient DAD patchmutants of all mammalian DCNLs (DCNL1–5). Asterisks denote FLAG–DCNL proteins. WT, but not DADmutants, specifically
co-immunoprecipitate proteins that are not present in the empty FLAG or control, including a large protein with molecular mass >98 kDa (arrow). (B) Heatmap of
DCNL interactors identified by mass spectrometry of immunoprecipitations in A. Interactors with >3 unique peptides detected are plotted. All DCNLs co-
immunoprecipitate most cullins, as well as cullin-associated proteins RBX1, RBX2 (RNF7), the Cul4A adaptor protein DDB1 and the Cul2/5 adaptor elongin B
(TCEB1). The strongest interactor of all DCNLs is CAND1, the CRL substrate adaptor exchange factor. (C) Immunoprecipitation of FLAG–DCNL1, 2, 3 and 4 (top
panels) and FLAG-DCNL5 (bottom panels) from stably expressing HEK293 cells followed by western blot analysis. The slower migrating of the two cullin-reactive
bands is the neddylated form (asterisk). Only WT DCNLs co-immunoprecipitate mostly non-neddylated cullins, CAND1 and RBX1. Expression levels of FLAG–

DCNL4 were too low in this experiment to detect co-immunoprecipitating proteins.
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Fig. 2. DCNLs forms a stable complex with cullin and CAND1. (A–E) His6–DCNL1, 2, 3, 4 and 5 were bound to magnetic Ni-NTA beads, incubated for 20 min
at 4°C with CAND1 or Cul3–CAND1 complexes and washed with 10 mM imidazole to reduce nonspecific binding. Bound proteins were eluted with 300 mM
imidazole and separated by SDS-PAGE followed by Coomassie staining. CAND1, Cul3 and DCNLs form a stoichiometric complex (lane 7) and CAND1 does not
bind to any His6–DCNL in the absence of Cul3 (lane 6). (F–J) In vitro neddylation reactions of Cul3 show inhibition by CAND1 and rescue with substrate adaptor
KLHL3. Each reaction contained 1 µM Cul3 and 1 µM DCNL and as indicated 1 µM CAND1, 1 µM KLHL3 (1×), or 10 µM KLHL3 (10×). Neddylation was induced
by addition to a final concentration of 34 µMNEDD8, 4 µMUBE2M, and 0.2 μMNAE in 50 mMTris-HCl pH 8 with 0.15 mMATP, 1.5 mMMgCl2 and 20% glycerol.
Reactions were performed for 2 min at 30°C and quenched by the addition of SDS loading buffer. Samples were resolved by SDS-PAGE and processed for
immunoblotting with the indicated antibodies. Cul3 is readily neddylated in the absence of CAND1 as seen from the ∼10 kDa band shift in lane 2 (asterisk).
Addition of CAND1 inhibits the neddylation reactions, and inhibition is relieved upon the addition of Cul3 substrate adaptor KLHL3.
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Fig. 3. Tissue-specific expression and subcellular localization of DCNLs. (A) DCNLs have unique tissue expression profiles and upregulation in cancer cell
lines. Western blot analysis of mouse tissue lysates and cancer cell lysates (30 μg each) and where indicated recombinant protein (50 ng). DCNL1 is widely
expressed in all tissue samples as well as cancer cell lines. DCNL2 expression is more restricted with highest expression in the brain, liver and kidneys. At
least one of the three isoforms of DCNL4 is expressed in most tissue, albeit at varying levels. DCNL3 expression is restricted to testis and brain with weak
expression in cancer cell lines. DCNL5 has low expression in testis, skin, thymus and spleen but is drastically upregulated in the three cancer lines. (B) Subcellular
localization of DCNLs is independent of cullin binding. U2OS cells expressing N-terminally FLAG tagged DCNL1–5 were analysed by indirect
immunofluorescence with an anti-FLAG antibody, rhodamine-conjugated Phalloidin (actin) and DAPI staining (scale bars: 10 µm). DCNL1 and DCNL2 are
localized throughout the cell in both the cytoplasm and nucleus. DCNL3 is located throughout the cell, but also at the plasma membrane. DCNL4 and DCNL5 are
restricted to the nucleus. Mutation of any of the DCNLs DAD patch domains does not cause a change in subcellular localization, suggesting DCNLs
localization is independent of cullin binding and instead determined by their unique N-terminal domain. (C) Diagram of each DCNL family member depicting their
conserved C-terminal PONY domain and specific N-terminal domain. Depicted onDCNL3 is amyristoylation site and depicted on DCNL5 is a nuclear localization
sequence (NLS). (D) Immunofluorescence analysis of U2OS cells stably expressing either GFP–DCNL5 WT or GFP–DCNL5 with mutations in the NLS
(scale bar: 10 µm). Mutation of the NLS sequence results in a delocalization of some DCNL5 into the cytoplasm.
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and kidney (Fig. 3A). DCNL4 was predominantly expressed as the
34 kDa isoform, except in testis, where the smaller 29 kDa isoform
was predominant, and in brain, where the 38 kDa and the 29 kDa
isoforms were expressed to approximately equal levels (Fig. 3A).
DCNL5 was only detectable at low levels in testis, skin and immune
tissues (thymus, spleen and lymph nodes), with the highest
expression in thymus and testis, suggesting that DCNL5 has
unique functions in these cells (Fig. 3A; Fig. S3).
DCNL1 is the evolutionarily oldest DCN isoform and most

closely related to the single homologs found in lower organisms,
and it might therefore also function as the main DCNL for cullin
complexes in mammalian cells (Kurz et al., 2005). However,
DCNL1 cannot be solely responsible for the neddylation of all
cullins, as DCNL1 knockout mice are viable, which would not be
expected if all cullins were affected by the deletion of DCNL1
(Huang et al., 2011). Thus, the other DCNLs probably regulate the
activity of certain subpopulations of CRL complexes. The restricted
expression pattern of most DCNLs suggests that these functions
could be tissue-specific. However, as no knockout animals for any
of the other DCNLs exist, we decided to investigate the potential
specificities in tissue culture cells, bearing in mind that some of the
specific effects might be masked because of the strong expression of
most DCNLs in this experimental system.
Previous work using recombinant proteins and in vitro assays

demonstrated that all recombinant DCNLs bind all cullins with only
slightly different affinities and can promote their neddylation in vitro
(Monda et al., 2013). Our immunoprecipitation analysis is less
sensitive, and it is difficult to comment on the relative affinities in cells
using our methodology. However, we do find that most DCNLs bind
to all cullins in our analysis with the exception ofDCNL4,which does
not interact with Cul4A or Cul4B. Furthermore, all human DCNLs
can rescue the neddylation defect of yeast DCN1 knockout cells when
overexpressed (Meyer-Schaller et al., 2009), demonstrating that they
are all capable of neddylating cullins, which we could confirm with
our in vitro reconstitution of neddylation. We thus concluded that it is
likely that distinct subcellular localization or binding partners, rather
than different affinities for different cullin subtypes, would mediate
any specificity in the system.
To investigate potential differences in subcellular localization, we

utilized stably expressing FLAG–DCNL U2OS cell lines to
determine their localization by indirect immunofluorescence with
an anti-FLAG antibody. This revealed that although there is some
overlap in their localization, DCNLs do have unique localization
patterns (Fig. 3B). We found that DCNL1 and DCNL2 localize to
both the nucleus and the cytoplasm of cells as previously described
(Huang et al., 2011) (Fig. 3B). DCNL3 was present at the plasma
membrane, in the cytoplasm and nucleus (Ma et al., 2008; Meyer-
Schaller et al., 2009) (Fig. 3B), whereas both DCNL4 and DCNL5
were almost exclusively nuclear (Fig. 3B). As both DCNL1 and
DCNL3 subcellular localization is governed by their respective N-
termini, we reasoned that this might also be the case for DCNL4 and
DCNL5 (Wu et al., 2011). Indeed, both their N-termini harbor a
putative nuclear localization signal (NLS) (Bommelje et al., 2014)
and its mutation in DCNL5 led to a diffusion of the protein into the
cytoplasm (Fig. 3C,D). This mutant form of DCNL5 is, however, not
entirely excluded from the nucleus, as it is small enough to passively
diffuse through the nuclear pore (27.5 kDa) (Fig. 3D). Interestingly,
mutation of the DAD patch motif, which disrupts cullin binding,
does not change the localization of any DCNL, which demonstrates
that the subcellular localization of DCNLs is independent of the
interaction with cullins, and must bemediated by other determinants,
possibly their unique N-termini (Fig. 3C).

DCNLs do not display a strong cullin preference in cells
The interaction data suggests that in tissue culture cells all DCNLs
probably contribute to the neddylation of all cullins. To examine if
this was the case and to determine the relative contribution of each
DCNL to the overall steady-state neddylation level of Cul1, 2, 3, 4A,
4B and 5, we downregulated the expression of each DCNL by siRNA
and determined the changes in cullin neddylation by western blot
(Fig. 4A). As expected from our interaction data, downregulation of
single DCNLs did not drastically affect the overall cullin neddylation
levels, indicating that there is strong functional overlap between the
different DCNL homologs in tissue culture cells (Fig. 4A). However,
downregulation of some DCNLs affected some cullins more strongly
than others. For example, although downregulation of DCNL1
seemed to slightly affect the neddylation of all cullins, it had a most
prominent effect on Cul1 and Cul4A (Fig. 4A). This is similar to the
downregulation of DCNL5, which also affected Cul1 and Cul4A
(Fig. 4A). DCNL4 downregulation, by contrast, only slightly affected
the neddylation of Cul5 and Cul4B (Fig. 4A). Curiously,
downregulation of DCNL3 increased neddylation of Cul1, Cul3,
Cul4A and Cul4B (Fig. 4A), which suggests that DCNL3 might in
some instances inhibit cullin neddylation instead of promoting it
(Huang et al., 2014). Thus, at least in tissue culture cells, there is not a
single DCNL that is predominantly required for the neddylation of
any one cullin. Instead, the different DCNLs appear to contribute to
the overall neddylation pattern of most cullins.

However, given that siRNA downregulation might not remove all
protein from the cell, it was possible that any remaining protein was
sufficient to neddylate cullins and to thus mask more specific
requirements. In order to explore this possibility, we generated
knockout cell lines forDCNL1 andDCNL5 using the CRISPR/Cas9
method in U2OS cells (Ran et al., 2013; Munoz et al., 2014; Mali
et al., 2013; Heigwer et al., 2014) (Fig. 4B). Similar to siRNA-
mediated downregulation, a complete knockout of DCNL1 or
DCNL5 did not entirely abolish the neddylation of any one cullin
(Fig. 4C). However, it did more significantly affect the neddylation
of most cullins compared with siRNA-mediated knockdown of
DCNL1 and DCNL5 (Fig. 4A,C). Knockout of DCNL1 reduced the
neddylation of Cul1, Cul3, Cul4A andCul5, but left Cul2 andCul4B
unaffected (Fig. 4C). DCNL5 knockout, by contrast, affected all
cullins tested (Fig. 4E). However, neither knockout affected the
neddylation of any cullin to more than∼25% of the parental cell line
(Fig. 4C). The effects we see on the neddylation of different cullins
does not directly correlatewith the reported affinities inMonda et al.
(2013) or our slight differences in interaction between cullins and
DCNLs as analysed by mass spectrometry. However, given that the
different affinities are ultimately very similar, it is not surprising that
other factors govern which cullin is predominantly affected by a
specific DCNL. Overall these results again highlight the fact that
different DCNLs contribute to the steady-state neddylation level of
many cullins, but they also suggest that distinct DCNLs are
responsible for the neddylation of a given subpopulation of a cullin,
because if they were entirely redundant, we would not expect to
detect any effects on cullin neddylation upon loss of a single DCNL.
Thus, DCNLs might have non-redundant functions with respect to
certain cullin subpopulations and these could be mediated by
differences in their subcellular localization.

DCNL1 and DCNL5 independently contribute to cullin 4A
neddylation, but only DCNL5 affects the DNA damage
response
To test whether this was the case, we more closely examined the
effect of DCNL1 and DCNL5 knockout on Cul4A, as both
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knockout cell lines showed a reduction of Cul4A neddylation
(Fig. 4C). This reduction, albeit mild, could be rescued by re-
expressing wild-type DCNL1 or DCNL5 but not DAD patch mutant
forms (Fig. 5A–D). Additional siRNA-mediated knockdown of

DCNL5 in the DCNL1 knockout cell line, or DCNL1 in the DCNL5
knockout cell line, further reduced Cul4A neddylation levels, which
suggested that DCNL5 and DCNL1 act independently from each
other to neddylate distinct Cul4A pools (Fig. 5E,F). However, it is

Fig. 4. See next page for legend.
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unclear which Cul4A pools are affected by DCNL1 or DCNL5 and
whether they have distinct functions. Cul4A has been implicated in
processes both in the cytoplasm (Kuang et al., 2013) and in the
nucleus (Chen et al., 2001; Nag et al., 2001; Shiyanov et al., 1999),
where Cul4A is involved in DNA replication and DNA repair
(Zhong et al., 2003; Higa et al., 2003; Hu et al., 2004). CRL4
complexes (comprising Cul4A, RBX1 and DDB1) are particularly
important for the management of UV-induced DNA lesions and
cells that lack the CRL4 substrate receptor DDB2 are very sensitive
to UV light (Chu and Chang, 1988; Scrima et al., 2008; van Cuijk
et al., 2015).
Given that DCNL1 and DCNL5 affect Cul4A neddylation, we

asked if they are essential for CRL4-dependent DNA damage repair.
To test this, we determined sensitivity of the knockout cell lines in
clonogenic survival assays following UV exposure. We found that
only DCNL5 knockout cells showed sensitivity to UV light
(Fig. 6A) that could be rescued by re-expressing GFP-tagged
DCNL5 (Fig. 6A). Thus, DCNL5 knockout sensitizes cells to UV
damage, which represents a function that is not shared with DCNL1.
To determine if DCNL5 is involved directly in the DNA damage

response, we asked whether DCNL5, like Cul4A, localizes to sites
of DNA damage. We sensitized cells with 5-bromo-2′-deoxyuridine
(BrdU) or mono-psoralen and subsequently micro-irradiated the
nucleus with a 355-nm UV-A laser to induce DNA lesions along a
defined track (Lachaud et al., 2014; Perez-Oliva et al., 2015). As
previously reported, Cul4A localizes to this type of DNA damage
(Fig. 6B) (Meir et al., 2015) and, importantly, endogenous DCNL5
does as well (Fig. 6B). An exogenously expressed GFP–DCNL5
construct was also recruited to the track of DNA damage
independently of the interaction with cullins, as the GFP–
DCNL5-DAD patch mutant was similarly recruited (Fig. 6C). In
DCNL5-DAD patch mutant cells, Cul4A was also still recruited to
sites of damage, demonstrating that the ability of DCNL5 to bind to
cullins is not required for the localization of Cul4A (Fig. S4A).
Thus, we concluded that the sensitivity of DCNL5 knockout cells to

UV induced damage is most likely a direct consequence of its role in
neddylating Cul4A at sites of damage.

Because of the lack of UV sensitivity of DCNL1 knockout cells,
we expected that DCNL5 would be the only DCNL recruited to
damage sites. To confirm this assumption, we also tested whether
any of the other DCNLs localized to sites of damage. Contrary to
our expectations, we found that all DCNLs were strongly recruited
(Fig. 6D), with the exception of DCNL3 that was barely detectable
at damage sites. It thus appears that most DCNLs might have a role
at sites of DNA damage. The significance of this finding, however,
is unclear at the moment. There might be redundancy in the system,
but given that the DCNL5-knockout cells show sensitivity to UV-
induced DNA damage, whereas the DCNL1-knockouts do not, it is
likely that at least the role of DCNL5 at damage sites is to some
degree non-redundant.

DCNL3 is the only DCNL that does not seem to readily go to sites
of damage. However, even DCNL3 might regulate the DNA
damage response, as siRNA to DCNL3 leads to increased Cul4A
neddylation. Whether this effect is indirect or direct, by for example
DCNL3-dependent sequestration of Cul4A in the cytoplasm, is
unclear. However, as overexpression of DCNL3 does not lead to a
defect in the recruitment of Cul4A to sites of DNA damage or to
decreased neddylation of Cul4A (Fig. 6E; Fig. S4B), it is unlikely
that the effect is simply mediated by means of sequestration.
Furthermore, when we replaced the N-terminus of DCNL3 with that
of DCNL5, DCNL3 was equally well recruited to sites of damage as
other DCNLs; thus, any unique function of DCNL3 is mediated by
its N-terminus (Fig. 6E), which based on our results, is probably
true for the other DCNLs as well.

DISCUSSION
Cullin RING ligases are the largest class of ubiquitin E3s and
because of their modularity are able to form complexes that target
hundreds of substrates for ubiquitylation. This class of E3 ligases
share a common regulatory mechanism involving neddylation of
the central cullin subunit, which is mediated in part by the
DCNLs. It has long been puzzling why higher organisms contain
multiple DCNLs that differ in their N-terminal domains. The most
obvious explanation would be that they target different cullin
subtypes, allowing the cell to regulate cullins independently.
However, this is not the case, as DCNLs show no obvious cullin
preference in cells or in vitro, even though small differences in
affinities exist. The effects we see on the neddylation of different
cullins after DCNL downregulation does, however, not directly
correlate with the reported differences in affinities (Monda et al.,
2013) or our observed slight differences in interaction between
cullins and DCNLs as analysed by mass spectrometry. Other
factors thus probably govern which cullin is affected by a specific
DCNL. For instance, given that we found that most DCNLs are in
complex with inactive cullin–RING cores and CAND1, it is hard
to predict which DCNL interacts with the more ‘active’
subpopulation of any given cullin. For example, although
DCNL1 might immunoprecipitate overall more Cul5 than
DCNL5, it is possible that most DCNL1-bound Cul5 is inactive
and also bound to CAND1, whereas the DCNL5-bound Cul5 is
more readily engaged with active complexes. If so, then
inactivation of DCNL5 would affect neddylation of Cul5 more
than inactivation of DCNL1, even though more DCNL1 co-
precipitates with Cul5.

So what are the functions of the different DCNLs and how
are they regulated? Importantly, we now show that in cultured
cells the DCNL isoforms display different subcellular

Fig. 4. Effects of DCNL downregulation on cullin neddylation.
(A) Knockdown of DCNLs by siRNA has only mild effects on the overall level of
individual cullin neddylation. U2OS cells were treated with specific DCNL
siRNAs or control siRNA for 72 h, and where indicated the neddylation inhibitor
MLN4924 was added for 3 h at 3 μM. Following treatment, cells where
harvested and processed for western blotting for the cullin family members to
assess the fraction of cullin that was modified by NEDD8. Knockdown of
DCNL1 reduces the amount of neddylated Cul1, 4A and 5, whereas
knockdown of DCNL2 or DCNL4 had no effect on neddylation levels.
Knockdown of DCNL3 increased Cul1 and Cul4A neddylation and DCNL5
knockdown reducedCul4A andCul5 neddylation levels. Adjacent graphs show
the means±s.e.m. of quantified percentage of neddylated cullins. Statistical
significancewas determined by one-way ANOVAwith Newman–Keuls multiple
comparison test. *P≤0.05; n≥3. (B) Schematic of DCNL1 and DCNL5
sequences targeted by CRISPR/Cas9-mediated gene knockout with
Protospacer adjacent motif (PAM) indicated (purple) and Cas9 cleavage site
marked with an arrow. Depicted below each WT sequence are the mutations
(in red) as determined by DNA sequencing. (C) Reduced cullin neddylation in
U2OS knockout cells (individual clones) for DCNL1 and DCNL5 generated by
CRISPR/Cas9. Whole cell lysates were prepared from WT, DCNL1 KO and
DCNL5 KO and processed for SDS-PAGE and immunoblotting for cullin family
members to assess the changes in the fraction of neddylated cullins upon loss
of DCNL1 or DCNL5. DCNL1 knockout has the strongest effect on Cul4A
neddylation and caused mild reduction of Cul3 and Cul5 neddylation. DCNL5
knockout caused reduced neddylation of all cullins tested with the greatest
effect on Cul4A, Cul4B and Cul2. Adjacent graphs show the means±s.e.m. of
quantified percentage of neddylated cullins. Statistical significance was
determined by one-way ANOVAwith Newman–Keulsmultiple comparison test.
*P≤0.05, **P≤0.01, ***P≤0.001; n≥3. Asterisks denote the slower migrating
neddylated form of the two cullin-reactive bands.

1448

RESEARCH ARTICLE Journal of Cell Science (2016) 129, 1441-1454 doi:10.1242/jcs.181784

Jo
u
rn
al

o
f
Ce

ll
Sc
ie
n
ce

http://jcs.biologists.org/lookup/suppl/doi:10.1242/jcs.181784/-/DC1
http://jcs.biologists.org/lookup/suppl/doi:10.1242/jcs.181784/-/DC1


localization patterns. It is thus feasible that through regulation
of different DCNL subtypes, the cell specifically regulates
cullin–RING ligase activity in different places in the cell. Our
data further suggests that compartmentalization is mediated by
the N-termini, which probably have regulatory functions
independent of the actual NEDD8 E3 activity of DCNLs.
Furthermore, studies on DCNL3 have shown that its N-terminus
is important for localization to the plasma membrane, where it

neddylates Cul3 (Meyer-Schaller et al., 2009). We also find
DCNL3 at the plasma membrane, but curiously, downregulation
of DCNL3 by siRNA increases the neddylation of many cullins.
Thus, at least in some instances, DCNL3 appears to inhibit
cullin neddylation (Huang et al., 2014). The mechanism by
which this occurs, however, remains elusive, but we can
speculate that DCNL3 sequesters cullins away from the
neddylation machinery.

Fig. 5. DCNL1 and DCNL5 independently contribute to Cul4A neddylation. (A) Cul4A neddylation partly depends on DCNL1 expression. Western blot
analysis of lysates from U2OS cell lines stably expressing siRNA-resistant transgenes for FLAG–empty, FLAG–DCNL1 (WT), or FLAG–DCNL1 (DAD mutant).
Cells were treated with control or DCNL1 siRNA for 72 h. Transgene expression was induced by doxycycline (0.5 ng/ml) for 24 h.Where indicated, MLN4924 was
added for 3 h at 3 μM. Cell lysates were resolved by SDS-PAGE and immunoblotted with anti-Cul4A antibody to assess the fraction of neddylated cullin. siRNA
depletion of DCNL1 reduces Cul4A neddylation, which can be rescued by re-expression of DCNL1 (WT) but not cullin-binding-deficient DAD mutant. (B) Cul4A
neddylation partly depends on DCNL5. Whole cell lysates were prepared as in A but cell lines stably expressed FLAG–empty, FLAG–DCNL5 (WT) or FLAG–

DCNL5 (DAD mutant) and siRNAwas targeted against DCNL5 or control. siRNA-mediated depletion of DCNL5 reduces the fraction of Cul4A that is neddylated.
Upon re-expression of WT DCNL5, Cul4A neddylation is rescued to wild-type levels. The cullin-binding-deficient DAD patch mutant of DCNL5 fails to rescue
Cul4A neddylation, suggesting DCNL5 directly interacts with Cul4A to promote neddylation. (C) Cul4A neddylation in DCNL1-KO cells directly depends on
DCNL1 expression. Cul4A neddylation was assessed by western blot analysis of lysates from U2OS DCNL1 KO cell lines that stably express Flp-In-generated
GFP, GFP–DCNL1 (WT) or GFP–DCNL1 (DADmutant). Similar to the Cul4A neddylation reduction by siRNA depletion of DCNL1, knockout of DCNL1 can only
be rescued by re-expression ofWTDCNL1, but not DAD patchmutant DCNL1. (D) Cul4A neddylation in DCNL5-KO cells directly depends onDCNL5 expression.
Same as in C except the U2OS knockout cell line was DCNL5 and rescue lines were Flp-In for GFP, GFP–DCNL5 (WT) or GFP–DCNL5 (DAD mutant). Cul4A
neddylation is rescued by re-expression ofWT but not DAD patchmutant DCNL5. (E) DCNL5 depletion has an additive effect onCul4A neddylation in DCNL1 KO-
cells. The fraction of neddylated Cul4Awas determined by western blot analysis of cell lysates fromWTor DCNL1 KO treated with control siRNA or siRNA against
DCNL5. Additional depletion of DCNL5 in DCNL1-KO cells further reduces the amount of neddylated Cul4A. This additive effect of DCNL5 depletion suggests
there are separate pools of Cul4A that are independently neddylated by DCNL1 or DCNL5. (F) DCNL1 depletion has an additive effect on Cul4A neddylation in
DCNL5-KO cells. Same as in E, but the cell lines wereWTor DCNL5 KO and treatment was with control siRNA or siRNA against DCNL1. The additional depletion
of DCNL1 in DCNL5-KO cells mirrors the result in E and further supports that model that separate pools of Cul4A are independently regulated by DCNL1 or
DCNL5. All graphs plot the means±s.e.m. of quantified percentage of neddylated Cul4A. Statistical significance was determined by one-way ANOVA with
Newman–Keuls multiple comparison test. **P≤0.01, ***P≤0.001; n≥3. Asterisks denote the slower migrating neddylated form of the two cullin-reactive bands.
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Fig. 6. See next page for legend.
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One surprising result was that all DCNLs strongly interact with
CAND1, which was counterintuitive, as CAND1 only binds non-
neddylated cullins (Liu et al., 2002; Zheng et al., 2002). However,
our data unequivocally demonstrate that DCNLs and cullin–RBX1
form heterotrimeric complexes with CAND1. CAND1 binding
prevents cullin neddylation by DCNLs, which is counteracted by
substrate adaptors. The presence of a NEDD8 E3 in a non-
neddylatable CRL might be important to allow a rapid activation
when the need arises. These complexes thus probably represent
inactive cullin reservoirs primed for activation by neddylation.
Given that we find that DCNLs only interact with non-neddylated
cullins, it is likely that DCNLs dissociate upon neddylation and that
in the cell most DCNLs are in fact present in inactive CRL
complexes.
Our data also strongly suggest that all DCNLs contribute to the

neddylation of most, if not all, cullins and it is thus likely that any
cullin can be targeted by any DCNL as long as it is present in the
same compartment. The system is further complicated by the fact
that the DCNLs show some overlap in localization. For example,
DCNL1 and DCNL2 are both present in the nucleus and cytoplasm,
DCNL3 localizes to the plasma membrane, whereas DCNL4 and
DCNL5 are exclusively nuclear. So theoretically, all DCNLs should
be able to neddylate nuclear cullins. However, there are still
functional differences, as our data suggest that DCNL5 serves a
unique role in the DNA damage response even though other DCNLs
also localize to sites of DNA damage. Future experiments will be
required to determine their role, but given the lack of sensitivity of
DCNL1 knockout cells to UV light, it is possible that DCNL1 acts
redundantly with one or all of the other DCNLs at damage sites,
whereas DCNL5 retained a unique function. Similar to our findings,
it was recently shown that the NEDD8 E2s UBE2M and UBE2F
both localize to laser stripe, but only UBE2M depletion made cells
sensitive to DNA damage (Brown et al., 2015).

In general, all our data is consistent with a model whereby,
depending on its localization, a cullin becomes activated by a
different DCNL. As a consequence, the overall neddylation of the
cellular pool of a cullin would not be strongly affected by depletion
of single DCNLs, which is what we observed. Furthermore,
depletion of two DCNLs has additive effects on cullin neddylation,
which further supports the idea that different DCNLs are
neddylating different subpopulations of the same cullin. This
‘specialization’ might allow the cell to regulate the activity of
distinct cullin pools without affecting all CRLs built around one
cullin subtype.

Furthermore, all DCNLs are widely expressed in tissue culture
cells, which is very different from the organismal level where tissue-
specific expression is apparent. This ectopic expression of most
DCNLs might thus contribute to some degree to the redundancy of
the system in tissue culture. Moreover, given that at least DCNL1
and DCNL5 are oncogenic, it is crucially important for the cell to
regulate the activity of DCNL E3s. Although speculative, it is
possible that strong DCNL1 and/or DCNL5 expression interferes
with regulatory mechanisms on other DCNLs, overriding their
regulation and facilitating the development of cancer.

Given these results, it will become important in the future to study
these enzymes in defined primary cells and relevant physiological
contexts to understand their specific functions. This will especially
be important for the DCNLs that show tissue-specific expression.
These NEDD8 E3s will probably have unique functions in these
tissues that are impossible to study in cancer cell lines. To fully
understand the specificity, regulation and function of all DCNLs
will thus require a closer look at tissue-specific roles and the
generation of animal models that carry deletions or mutations of
single DCNLs.

MATERIALS AND METHODS
Antibodies
Immunoblotting: anti-FLAG M2 (F3165, Sigma, 1/2000); anti-DCNL1
(Clone 3D7, Sigma-Aldrich, 1/1000); anti-GAPDH (Cell Signalling Clone
14c10 cat. no. 2118, 1/2000); anti-Actin (MAB1501, Millipore, 1/1000);
anti-cullin1 (718700, Life Technologies, 1/1000); anti-cullin2 (700179,
Life Technologies, 1/5000); anti-ACADVL (PA5-29959, Thermo
Scientific, 1/1000); mouse anti-GFP (ab184519, Abcam, 1/2000). Sheep
polyclonals were raised against full-length KLHL3, the N-terminus of
DCNL3, 4 and 5, Cul4A and 4B, and against the C-terminus of Cul3 and
Cul5, and used at 1 µg/ml.

Immunofluorescence: mouse anti-FLAG M2 (F3165, Sigma, 1/1000);
chicken anti-GFP (ab13970, Abcam, 1/1000); sheep anti-DCNL5 (our own
1/200); sheep anti-cullin4A (our own, 1/100); anti-γ-H2Ax (05-636,
Millipore, 1/1000), and secondary antibodies conjugated to Alexa-Fluor-
488 or -594 from Life Technologies (1/1000).

Cell culture
U2OS and HEK-293 were grown in GIBCO DMEM with 10% GIBCO
FBS, L-glutamine, 100 units/ml penicillin and 100 µg/ml streptomycin (Life
Technologies).

HEK-293 and U2OS cells stably expressing tagged DCNLs were
generated using the Flp-In T-Rex system (Life Technologies). Expression
was induced with 1 µg/ml tetracycline (Sigma-Aldrich) overnight. All cell
lines used were originally obtained from ATCC and regularly tested for
contamination.

Cell extracts, immunoprecipitation and immunoblot analyses
Whole-cell extracts were prepared by lysis in 50 mM Tris-HCl pH 7.4,
150 mMNaCl, 1 mMEDTA, 1 mMEGTA, 50 mM sodium fluoride, 5 mM
sodium pyrophosphate, 10 mM sodium β-glycerol-1-phosphate, 1 mM
sodium orthovanadate, 0.27 M sucrose, 1% Triton X-100, 15 mM

Fig. 6. DCNL5 but not DCNL1 is involved in the DNA damage response.
(A) Clonogenic survival analysis of U2OS cells (WT, DCNL1 KO, DCNL5 KO
and DCNL5 KO re-expressing WT DCNL5) carried out after UV exposure. 500
cells/well were plated in six-well plates and 24 h later exposed to indicated
amounts of UV radiation. Cells were allowed to grow for 14 days and colony
formation was assessed by Crystal Violet staining. Cells able to form colonies
are interpreted as having repaired the UV-induced damage. DCNL5-KO cells
have an impaired ability to form colonies after UVexposure, suggesting defects
in DNA repair mechanisms. DCNL1-KO cells are not sensitive to DNAdamage.
Each datapoint is the mean±s.e.m. of three experiments undertaken in at least
three replicates. (B) DCNL5 is recruited to sites of DNA damage.
Immunofluorescence of U2OS cells treated with BrdU (10 µM, 24 h; upper
panels) or mono-psoralen (25 µM, 3 h; lower panels). Cells were fixed
5–10 min after laser micro-irradiation and stained for endogenous DCNL5 or
Cul4A, phosphorylated γ-H2AX and DAPI. The histone variant γ-H2AX, a
marker of DNA damage, serves as a positive control. DCNL5 and Cul4A are
also recruited to the site of DNA damage. (C) DCNL5 is recruited to DNA
damage sites independently of cullin binding. Live-cell analysis of U2OS cells
stably expressing GFP, GFP–DCNL5 (WT) or GFP–DCNL5 (DAD mutant).
Cells were BrdU-treated (10 µM, 24 h) and images captured at indicated times
after micro-irradiation with a 355 nm UV laser. Both WT DCNL5 and mutant
DCNL5 are recruited to DNA damage sites. (D) DCNL recruitment to sites of
DNA damage. U2OS cells were transfected with N-terminally GFP-tagged
DCNLs. 24 h after transfection, cells were treated as in C. All slides were
treated identically and images were taken with the same microscope with
identical settings. All DCNLs are readily recruited to sites of DNA damage with
the exception of DCNL3, which displays only very weak recruitment. (E) U2OS
cells transiently transfected with FLAG–DCNL3 or chimeric FLAG–DCNL3
where the N-terminal domain (aa 1–85) was replaced with the N-terminus
domain of DCNL5 (aa 1–46). Cells were treated as in C and D. Replacement of
the N-terminus readily targets DCNL3 to sites of DNA damage. Scale bars:
10 µm.
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iodoacetamide, 3 mM 1,10 phenanthroline (Sigma-Aldrich) and complete
phosphatase inhibitor PhosSTOP (Roche). FLAG-tagged proteins were
isolated by immunoprecipitation from 2–3 mg of lysate using 10 µl FLAG
(M2)-magnetic beads (Sigma) for 2 h at 4°C.

Immunoprecipitations were washed in lysis buffer before elution by LDS
sample buffer. To detect protein in cell lysates, samples were separated by
SDS-PAGE, transferred onto nitrocellulose or PVDF and visualized by
immunoblotting or ECL (Millipore).

RNA interference
Transfection was carried out using Lipofectamine as described previously
(Hjerpe et al., 2012a,b). SMARTpool siRNA oligos from GE Dharmacon
(Little Chalfont, UK) were used, siRNA against the DCNL1 3′UTR
(5′-UACAUAGUCUGUACAAUAA-3′) was synthesized by Eurofins
(Ebersberg, Germany).

Cas9/CRISPR knock out cell lines
The guideRNAvectors for exon 1 in DCNL1 and DCNL5were generated by
mutagenesis PCR of pEsgRNA (Munoz et al., 2014). The target sequences
for DCNL1 and DCNL5 were respectively CCAACATGGTGAGGCAC-
TGCGGC and GCAGCAGTAGCGGAAGACGGAGG (+ strand 5′–3′).
The constructs were transfected using GeneJuice (Millipore) into U2OS
stably expressing FLAG–Cas9 under tetracycline-inducible promoter and
single-cell cloned.

Immunofluorescence
Cells were fixed (10 min, 4% paraformaldehyde), permeabilized (5 min;
0.5% NP40 in PBS; room temperature); blocked overnight [4°C; 3%
IgG-free BSA (Jackson ImmunoResearch) and 0.02% Tween in PBS].
Cells were stained with anti-FLAG (1:2000) followed by anti-mouse
Alexa Fluor 488 (1:1000), Rhodamine-conjugated phalloidin
(Life Technologies, 1/4000) and DAPI (Sigma-Aldrich; 1 µg/ml),
and mounted using Mowiol 4-88 (Polysciences Inc., Warrington,
PA, USA).

Protein expression and purification
The following purified proteins were previously described in Kelsall et al.,
(2013): Nedd8 and the APPBP1–UBA3 heterodimer (Ohta et al., 2013);
DAC–TEV–Cul3–RBX1 and KLHL3 (Schumacher et al., 2015); GST–
CAND1. DCNL1, 2, 3, 4 and 5 were expressed with His6 tags in BL21 and
purified by Ni2+–Sepharose (GE Healthcare). GST–DCNL1 and GST–
DCNL2 were purified by GSH–Sepharose (GE Healthcare).

In vitro binding assays
3.6 µg His6–DCNLwas bound to magnetic Ni-NTA beads (Sigma) at 4°C in
50 mM Tris-HCl pH 8.0 and 20% glycerol. Cul3–Rbx1–CAND1
complexes were formed by incubating 9.2 µg Cul3–Rbx1 with 12.4 µg
CAND1 at 4°C. His6–DCNL beads were incubated with Cul3–Rbx1–
CAND1 for 20 min at 4°C, then washed three times with binding buffer
containing 10 mM imidazole (Sigma). Complexes were eluted with
300 mM imidazole and analysed by SDS-PAGE and Coomassie staining.

Neddylation assays
Cul3–Rbx1 (1 µM) and 1 µM DCNL were incubated with 34 µM NEDD8,
4 µM UBE2M and 0.2 µM NAE in reaction buffer (50 mM Tris-HCl
pH 8.0, 0.15 mM ATP, 1.5 mM MgCl2, 20% Glycerol) for 2 min at 30°C,
then quenched with LDS buffer. In some reactions 1 µM CAND1 or 1 µM
CAND1 plus 10 µM KLHL3 were included.

Laser irradiation and confocal microscopy
U2OS cells were seeded in 35-mm glass-bottom dishes at 1×106 cells per
dish and incubated with mono-psoralen at 25 µM for 2 h or with BrdU at
10 µM for 24 h. A PALMMicroBeam system (Carl Zeiss AG, Oberkochen,
Germany) was used to irradiate with the 355 nm UV laser at 20–25% for
cells treated with mono-psoralen and BrdU. Indirect immunofluorescence
was performed as described previously (Lachaud et al., 2014). A minimum
of 100 cells were irradiated per replicate.

Induction of DNA damage and colonogenic cell survival assays
500 cells/well were plated in six replicates onto 6-well plates. Media from
cells was aspirated 24 h after plating and cells were exposed to UV using a
Spectrolinker XL-1500 UV cross-linker (Spectroline, Westbury, NY). Fresh
media was added and colonies were grown for 14 days. Media was aspirated
and plates stained with Crystal Violet (Sigma). Colonies with >100 cells
were counted. For each condition, cell viability of untreated cells was
defined at 100%.

Mass spectrometry analysis
After immunoprecipitation and washings with lysis buffer and detergent-
free buffer (100 mM Tris HCl pH 8.5), FLAG-tagged proteins were eluted
with acetonitrile/formic acid 1% (ratio 1:1). The eluate was dried (Speedvac,
Thermo Scientific) and resupended in 300 µl buffer containing 1 M urea,
100 mM ammonium bicarbonate pH 8.0, 5 mM DTT (Sigma-Aldrich), and
0.01% RapiGest (Waters, Milford, MA). 5% of eluate was processed by
SDS-PAGE on 4–12% gradient gels and silver stained. The remainder was
alkylated in the dark for 60 min at 30°C in 15 mM chloroacetamide (Sigma-
Aldrich). Samples were digested overnight at 37°Cwith 3.75 µg/ml of mass-
spectrometry-grade Trypsin (Promega; Madison, WI). Samples were
acidified to pH 3 (trifluoroacetic acid; Sigma-Aldrich) and centrifuged at
17,000 g for 5 min to remove RapiGest. Supernatant was bound to c18
columns (Harvard Apparatus; Holliston, MA) washed with 0.1% TFA and
eluted with 60% acetonitrile and 0.1% TFA. Samples were run on a Thermo
Scientific Orbitrap Classic. RAW files were analysed with MaxQuant and
interaction heatmaps were generated in R (R-project).

Acknowledgements
We thank Christophe Lachaud and Meghan Slean for assistance with performing the
laser stripe experiments and clonogenic survival assays, Lionel Pintard for
valuable discussions and support. We acknowledge the technical support of the MRC
Protein Phosphorylation and Ubiquitylation Unit, the DNA Sequencing
Service (coordinated byNicholasHelps), the cloning team (coordinatedbyRachel Toth
and Mark Peggie), the Protein Purification Team (coordinated by Axel Knebel) and the
Antibody Production Team (coordinated by Hilary McLauchlan and James Hastie).

Competing interests
The authors declare no competing or financial interests.

Author contributions
M.J.K., Y.T. and R.M. performed experiments; A.K. purified proteins; N.T.W.
performed DNA cloning; M.J.K., Y.T. and T.K. analysed the data; M.J.K., Y.T. and
T.K. designed experiments; M.J.K., Y.T. and T.K. wrote the manuscript; T.K.
conceived and supervised the project.

Funding
This work was supported by the Medical Research Council (grant number
MC_UU_12016/7), a European Research Council Starting Investigator Grant [grant
number STG-243019 to T.K.], as well as the pharmaceutical companies supporting
the Division of Signal Transduction Therapy Unit (AstraZeneca, Boehringer-
Ingelheim, GlaxoSmithKline, Merck, JanssenPharmaceutica and Pfizer). Deposited
in PMC for immediate release.

Supplementary information
Supplementary information available online at
http://jcs.biologists.org/lookup/suppl/doi:10.1242/jcs.181784/-/DC1

References
Bommelje, C. C., Weeda, V. B., Huang, G., Shah, K., Bains, S., Buss, E., Shaha,

M., Gönen, M., Ghossein, R., Ramanathan, S. Y. et al. (2014). Oncogenic
function of SCCRO5/DCUN1D5 requires its Neddylation E3 activity and nuclear
localization. Clin. Cancer Res. 20, 372-381.

Bornstein, G., Ganoth, D. and Hershko, A. (2006). Regulation of neddylation and
deneddylation of cullin1 in SCFSkp2 ubiquitin ligase by F-box protein and
substrate. Proc. Natl. Acad. Sci. USA 103, 11515-11520.

Broderick, S. R., Golas, B. J., Pham, D., Towe, C. W., Talbot, S. G., Kaufman, A.,
Bains, S., Huryn, L. A., Yonekawa, Y., Carlson, D. et al. (2010). SCCRO
promotes glioma formation and malignant progression in mice. Neoplasia 12,
476-484.

Brown, J. S., Lukashchuk, N., Sczaniecka-Clift, M., Britton, S., le Sage, C.,
Calsou, P., Beli, P., Galanty, Y. and Jackson, S. P. (2015). Neddylation

1452

RESEARCH ARTICLE Journal of Cell Science (2016) 129, 1441-1454 doi:10.1242/jcs.181784

Jo
u
rn
al

o
f
Ce

ll
Sc
ie
n
ce

http://jcs.biologists.org/lookup/suppl/doi:10.1242/jcs.181784/-/DC1
http://jcs.biologists.org/lookup/suppl/doi:10.1242/jcs.181784/-/DC1
http://dx.doi.org/10.1158/1078-0432.CCR-13-1252
http://dx.doi.org/10.1158/1078-0432.CCR-13-1252
http://dx.doi.org/10.1158/1078-0432.CCR-13-1252
http://dx.doi.org/10.1158/1078-0432.CCR-13-1252
http://dx.doi.org/10.1073/pnas.0603921103
http://dx.doi.org/10.1073/pnas.0603921103
http://dx.doi.org/10.1073/pnas.0603921103
http://dx.doi.org/10.1593/neo.10202
http://dx.doi.org/10.1593/neo.10202
http://dx.doi.org/10.1593/neo.10202
http://dx.doi.org/10.1593/neo.10202
http://dx.doi.org/10.1016/j.celrep.2015.03.058
http://dx.doi.org/10.1016/j.celrep.2015.03.058


promotes ubiquitylation and release of Ku from DNA-damage sites. Cell Rep. 11,
704-714.

Chen, X., Zhang, Y., Douglas, L. and Zhou, P. (2001). UV-damaged DNA-binding
proteins are targets of CUL-4A-mediated ubiquitination and degradation. J. Biol.
Chem. 276, 48175-48182.

Chu, G. and Chang, E. (1988). Xeroderma pigmentosum group E cells lack a
nuclear factor that binds to damaged DNA. Science 242, 564-567.

Cope, G. A., Suh, G. S. B., Aravind, L., Schwarz, S. E., Zipursky, S. L., Koonin,
E. V. andDeshaies, R. J. (2002). Role of predictedmetalloproteasemotif of Jab1/
Csn5 in cleavage of Nedd8 from Cul1. Science 298, 608-611.

Duda, D. M., Borg, L. A., Scott, D. C., Hunt, H. W., Hammel, M. and Schulman,
B. A. (2008). Structural insights into NEDD8 activation of cullin-RING ligases:
conformational control of conjugation. Cell 134, 995-1006.

Enchev, R. I., Schulman, B. A. and Peter, M. (2015). Protein neddylation: beyond
cullin-RING ligases. Nat. Rev. Mol. Cell Biol. 16, 30-44.

Goldenberg, S. J., Cascio, T. C., Shumway, S. D., Garbutt, K. C., Liu, J., Xiong,
Y. and Zheng, N. (2004). Structure of the Cand1-Cul1-Roc1 complex reveals
regulatory mechanisms for the assembly of the multisubunit cullin-dependent
ubiquitin ligases. Cell 119, 517-528.

Heigwer, F., Kerr, G. and Boutros, M. (2014). E-CRISP: fast CRISPR target site
identification. Nat. Methods 11, 122-123.

Hershko, A. and Ciechanover, A. (1998). The ubiquitin system. Annu. Rev.
Biochem. 67, 425-479.

Higa, L. A. A., Mihaylov, I. S., Banks, D. P., Zheng, J. and Zhang, H. (2003).
Radiation-mediated proteolysis of CDT1 by CUL4-ROC1 and CSN complexes
constitutes a new checkpoint. Nat. Cell Biol. 5, 1008-1015.

Hjerpe, R., Thomas, Y., Chen, J., Zemla, A., Curran, S., Shpiro, N., Dick, L. R.
and Kurz, T. (2012a). Changes in the ratio of free Nedd8 to Ubiquitin triggers
neddylation by ubiquitin enzymes. Biochem. J. 441, 927-936.

Hjerpe, R., Thomas, Y. and Kurz, T. (2012b). NEDD8 overexpression results in
neddylation of ubiquitin substrates by the ubiquitin pathway. J. Mol. Biol. 421,
27-29.

Hu, J., McCall, C. M., Ohta, T. and Xiong, Y. (2004). Targeted ubiquitination of
CDT1 by the DDB1-CUL4A-ROC1 ligase in response to DNA damage. Nat. Cell
Biol. 6, 1003-1009.

Huang, D. T., Ayrault, O., Hunt, H. W., Taherbhoy, A. M., Duda, D. M., Scott,
D. C., Borg, L. A., Neale, G., Murray, P. J., Roussel, M. F. et al. (2009). E2-RING
expansion of the NEDD8 cascade confers specificity to cullin modification. Mol.
Cell 33, 483-495.

Huang, G., Kaufman, A. J., Ramanathan, Y. and Singh, B. (2011). SCCRO
(DCUN1D1) promotes nuclear translocation and assembly of the neddylation E3
complex. J. Biol. Chem. 286, 10297-10304.
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Kurz, T., Özlü, N., Rudolf, F., O’Rourke, S. M., Luke, B., Hofmann, K., Hyman,
A. A., Bowerman, B. and Peter, M. (2005). The conserved protein DCN-1/Dcn1p
is required for cullin neddylation in C. elegans and S. cerevisiae. Nature 435,
1257-1261.

Kurz, T., Chou, Y.-C., Willems, A. R., Meyer-Schaller, N., Hecht, M.-L., Tyers, M.,
Peter, M. and Sicheri, F. (2008). Dcn1 functions as a scaffold-type E3 ligase for
cullin neddylation. Mol. Cell 29, 23-35.

Lachaud, C., Castor, D., Hain, K., Munoz, I., Wilson, J., MacArtney, T. J.,
Schindler, D. and Rouse, J. (2014). Distinct functional roles for the two SLX4
ubiquitin-binding UBZ domains mutated in Fanconi anemia. J. Cell Sci. 127,
2811-2817.

Lammer, D., Mathias, N., Laplaza, J. M., Jiang, W., Liu, Y., Callis, J., Goebl, M.
and Estelle, M. (1998). Modification of yeast Cdc53p by the ubiquitin-related
protein rub1p affects function of the SCFCdc4 complex.Genes Dev. 12, 914-926.

Liakopoulos, D., Doenges, G., Matuschewski, K. and Jentsch, S. (1998). A novel
protein modification pathway related to the ubiquitin system. EMBO J. 17,
2208-2214.

Liu, J., Furukawa, M., Matsumoto, T. and Xiong, Y. (2002). NEDD8modification of
CUL1 dissociates p120(CAND1), an inhibitor of CUL1-SKP1 binding and SCF
ligases. Mol. Cell 10, 1511-1518.

Lyapina, S., Cope, G., Shevchenko, A., Serino, G., Tsuge, T., Zhou, C., Wolf,
D. A., Wei, N., Shevchenko, A. and Deshaies, R. J. (2001). Promotion of
NEDD8-CUL1 conjugate cleavage by COP9 signalosome. Science 292,
1382-1385.

Ma, T., Shi, T., Huang, J., Wu, L., Hu, F., He, P., Deng, W., Gao, P., Zhang, Y.,
Song, Q. et al. (2008). DCUN1D3, a novel UVC-responsive gene that is involved
in cell cycle progression and cell growth. Cancer Sci. 99, 2128-2135.

Mali, P., Yang, L., Esvelt, K. M., Aach, J., Guell, M., DiCarlo, J. E., Norville, J. E.
and Church, G. M. (2013). RNA-guided human genome engineering via Cas9.
Science 339, 823-826.

Meir, M., Galanty, Y., Kashani, L., Blank, M., Khosravi, R., Fernández-Ávila,
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Structural basis of UV DNA-damage recognition by the DDB1-DDB2 complex.
Cell 135, 1213-1223.

Shiyanov, P., Nag, A. and Raychaudhuri, P. (1999). cullin 4A associates with the
UV-damaged DNA-binding protein DDB. J. Biol. Chem. 274, 35309-35312.

Soucy, T. A., Smith, P. G., Milhollen, M. A., Berger, A. J., Gavin, J. M., Adhikari,
S., Brownell, J. E., Burke, K. E., Cardin, D. P., Critchley, S. et al. (2009). An
inhibitor of NEDD8-activating enzyme as a new approach to treat cancer. Nature
458, 732-736.

van Cuijk, L., van Belle, G. J., Turkyilmaz, Y., Poulsen, S. L., Janssens, R. C.,
Theil, A. F., Sabatella, M., Lans, H., Mailand, N., Houtsmuller, A. B. et al.
(2015). SUMOand ubiquitin-dependent XPCexchange drives nucleotide excision
repair. Nat. Commun. 6, 7499.

1453

RESEARCH ARTICLE Journal of Cell Science (2016) 129, 1441-1454 doi:10.1242/jcs.181784

Jo
u
rn
al

o
f
Ce

ll
Sc
ie
n
ce

http://dx.doi.org/10.1016/j.celrep.2015.03.058
http://dx.doi.org/10.1016/j.celrep.2015.03.058
http://dx.doi.org/10.1126/science.3175673
http://dx.doi.org/10.1126/science.3175673
http://dx.doi.org/10.1126/science.1075901
http://dx.doi.org/10.1126/science.1075901
http://dx.doi.org/10.1126/science.1075901
http://dx.doi.org/10.1016/j.cell.2008.07.022
http://dx.doi.org/10.1016/j.cell.2008.07.022
http://dx.doi.org/10.1016/j.cell.2008.07.022
http://dx.doi.org/10.1038/nrm3919
http://dx.doi.org/10.1038/nrm3919
http://dx.doi.org/10.1016/j.cell.2004.10.019
http://dx.doi.org/10.1016/j.cell.2004.10.019
http://dx.doi.org/10.1016/j.cell.2004.10.019
http://dx.doi.org/10.1016/j.cell.2004.10.019
http://dx.doi.org/10.1038/nmeth.2812
http://dx.doi.org/10.1038/nmeth.2812
http://dx.doi.org/10.1146/annurev.biochem.67.1.425
http://dx.doi.org/10.1146/annurev.biochem.67.1.425
http://dx.doi.org/10.1038/ncb1061
http://dx.doi.org/10.1038/ncb1061
http://dx.doi.org/10.1038/ncb1061
http://dx.doi.org/10.1042/BJ20111671
http://dx.doi.org/10.1042/BJ20111671
http://dx.doi.org/10.1042/BJ20111671
http://dx.doi.org/10.1016/j.jmb.2012.05.013
http://dx.doi.org/10.1016/j.jmb.2012.05.013
http://dx.doi.org/10.1016/j.jmb.2012.05.013
http://dx.doi.org/10.1038/ncb1172
http://dx.doi.org/10.1038/ncb1172
http://dx.doi.org/10.1038/ncb1172
http://dx.doi.org/10.1016/j.molcel.2009.01.011
http://dx.doi.org/10.1016/j.molcel.2009.01.011
http://dx.doi.org/10.1016/j.molcel.2009.01.011
http://dx.doi.org/10.1016/j.molcel.2009.01.011
http://dx.doi.org/10.1074/jbc.M110.203729
http://dx.doi.org/10.1074/jbc.M110.203729
http://dx.doi.org/10.1074/jbc.M110.203729
http://dx.doi.org/10.1074/jbc.M114.585505
http://dx.doi.org/10.1074/jbc.M114.585505
http://dx.doi.org/10.1074/jbc.M114.585505
http://dx.doi.org/10.1074/jbc.M114.585505
http://dx.doi.org/10.1038/emboj.2013.209
http://dx.doi.org/10.1038/emboj.2013.209
http://dx.doi.org/10.1038/emboj.2013.209
http://dx.doi.org/10.1038/emboj.2013.209
http://dx.doi.org/10.1074/jbc.M804440200
http://dx.doi.org/10.1074/jbc.M804440200
http://dx.doi.org/10.1074/jbc.M804440200
http://dx.doi.org/10.1074/jbc.M804440200
http://dx.doi.org/10.1016/j.tibs.2013.06.008
http://dx.doi.org/10.1016/j.tibs.2013.06.008
http://dx.doi.org/10.1038/nature03662
http://dx.doi.org/10.1038/nature03662
http://dx.doi.org/10.1038/nature03662
http://dx.doi.org/10.1038/nature03662
http://dx.doi.org/10.1016/j.molcel.2007.12.012
http://dx.doi.org/10.1016/j.molcel.2007.12.012
http://dx.doi.org/10.1016/j.molcel.2007.12.012
http://dx.doi.org/10.1242/jcs.146167
http://dx.doi.org/10.1242/jcs.146167
http://dx.doi.org/10.1242/jcs.146167
http://dx.doi.org/10.1242/jcs.146167
http://dx.doi.org/10.1101/gad.12.7.914
http://dx.doi.org/10.1101/gad.12.7.914
http://dx.doi.org/10.1101/gad.12.7.914
http://dx.doi.org/10.1093/emboj/17.8.2208
http://dx.doi.org/10.1093/emboj/17.8.2208
http://dx.doi.org/10.1093/emboj/17.8.2208
http://dx.doi.org/10.1016/S1097-2765(02)00783-9
http://dx.doi.org/10.1016/S1097-2765(02)00783-9
http://dx.doi.org/10.1016/S1097-2765(02)00783-9
http://dx.doi.org/10.1126/science.1059780
http://dx.doi.org/10.1126/science.1059780
http://dx.doi.org/10.1126/science.1059780
http://dx.doi.org/10.1126/science.1059780
http://dx.doi.org/10.1111/j.1349-7006.2008.00929.x
http://dx.doi.org/10.1111/j.1349-7006.2008.00929.x
http://dx.doi.org/10.1111/j.1349-7006.2008.00929.x
http://dx.doi.org/10.1126/science.1232033
http://dx.doi.org/10.1126/science.1232033
http://dx.doi.org/10.1126/science.1232033
http://dx.doi.org/10.1093/nar/gkv270
http://dx.doi.org/10.1093/nar/gkv270
http://dx.doi.org/10.1093/nar/gkv270
http://dx.doi.org/10.1093/nar/gkv270
http://dx.doi.org/10.1073/pnas.0812528106
http://dx.doi.org/10.1073/pnas.0812528106
http://dx.doi.org/10.1073/pnas.0812528106
http://dx.doi.org/10.1073/pnas.0812528106
http://dx.doi.org/10.1016/j.str.2012.10.013
http://dx.doi.org/10.1016/j.str.2012.10.013
http://dx.doi.org/10.1016/j.str.2012.10.013
http://dx.doi.org/10.1016/j.str.2012.10.013
http://dx.doi.org/10.1371/journal.pone.0109752
http://dx.doi.org/10.1371/journal.pone.0109752
http://dx.doi.org/10.1371/journal.pone.0109752
http://dx.doi.org/10.1128/MCB.21.20.6738-6747.2001
http://dx.doi.org/10.1128/MCB.21.20.6738-6747.2001
http://dx.doi.org/10.1128/MCB.21.20.6738-6747.2001
http://dx.doi.org/10.1042/BJ20121903
http://dx.doi.org/10.1042/BJ20121903
http://dx.doi.org/10.1042/BJ20121903
http://dx.doi.org/10.1042/BJ20121903
http://dx.doi.org/10.1042/BJ20121903
http://dx.doi.org/10.15252/embj.201489184
http://dx.doi.org/10.15252/embj.201489184
http://dx.doi.org/10.15252/embj.201489184
http://dx.doi.org/10.15252/embj.201489184
http://dx.doi.org/10.1038/nrm1547
http://dx.doi.org/10.1038/nrm1547
http://dx.doi.org/10.1016/j.cell.2013.02.024
http://dx.doi.org/10.1016/j.cell.2013.02.024
http://dx.doi.org/10.1016/j.cell.2013.02.024
http://dx.doi.org/10.1016/j.cell.2013.02.024
http://dx.doi.org/10.1016/S0960-9822(03)00336-1
http://dx.doi.org/10.1016/S0960-9822(03)00336-1
http://dx.doi.org/10.1016/S0960-9822(03)00336-1
http://dx.doi.org/10.1016/S0960-9822(03)00336-1
http://dx.doi.org/10.1038/embor.2008.183
http://dx.doi.org/10.1038/embor.2008.183
http://dx.doi.org/10.1038/embor.2008.183
http://dx.doi.org/10.1016/j.molcel.2011.05.032
http://dx.doi.org/10.1016/j.molcel.2011.05.032
http://dx.doi.org/10.1016/j.molcel.2011.05.032
http://dx.doi.org/10.1038/nprot.2013.143
http://dx.doi.org/10.1038/nprot.2013.143
http://dx.doi.org/10.1186/gb-2011-12-4-220
http://dx.doi.org/10.1186/gb-2011-12-4-220
http://dx.doi.org/10.1158/0008-5472.CAN-06-2074
http://dx.doi.org/10.1158/0008-5472.CAN-06-2074
http://dx.doi.org/10.1158/0008-5472.CAN-06-2074
http://dx.doi.org/10.1158/0008-5472.CAN-06-2074
http://dx.doi.org/10.15252/emmm.201505444
http://dx.doi.org/10.15252/emmm.201505444
http://dx.doi.org/10.15252/emmm.201505444
http://dx.doi.org/10.15252/emmm.201505444
http://dx.doi.org/10.1016/j.molcel.2010.08.030
http://dx.doi.org/10.1016/j.molcel.2010.08.030
http://dx.doi.org/10.1016/j.molcel.2010.08.030
http://dx.doi.org/10.1016/j.cell.2008.10.045
http://dx.doi.org/10.1016/j.cell.2008.10.045
http://dx.doi.org/10.1016/j.cell.2008.10.045
http://dx.doi.org/10.1016/j.cell.2008.10.045
http://dx.doi.org/10.1074/jbc.274.50.35309
http://dx.doi.org/10.1074/jbc.274.50.35309
http://dx.doi.org/10.1038/nature07884
http://dx.doi.org/10.1038/nature07884
http://dx.doi.org/10.1038/nature07884
http://dx.doi.org/10.1038/nature07884
http://dx.doi.org/10.1038/ncomms8499
http://dx.doi.org/10.1038/ncomms8499
http://dx.doi.org/10.1038/ncomms8499
http://dx.doi.org/10.1038/ncomms8499


Walden, H., Podgorski, M. S. and Schulman, B. A. (2003). Insights into the

ubiquitin transfer cascade from the structure of the activating enzyme for NEDD8.

Nature 422, 330-334.
Wu,K., Yan,H., Fang, L.,Wang, X., Pfleger, C., Jiang, X., Huang, L. andPan, Z.-Q.
(2011). Mono-ubiquitination drives nuclear export of the human DCN1-like protein

hDCNL1. J. Biol. Chem. 286, 34060-34070.
Wu, S., Zhu, W., Nhan, T., Toth, J. I., Petroski, M. D. and Wolf, D. A. (2013).
CAND1 controls in vivo dynamics of the cullin 1-RING ubiquitin ligase repertoire.

Nat. Commun. 4, 1642.

Zemla, A., Thomas, Y., Kedziora, S., Knebel, A., Wood, N. T., Rabut, G. and
Kurz, T. (2013). CSN- and CAND1-dependent remodelling of the budding yeast
SCF complex. Nat. Commun. 4, 1641.

Zheng, J., Yang, X., Harrell, J. M., Ryzhikov, S., Shim, E.-H., Lykke-Andersen,
K., Wei, N., Sun, H., Kobayashi, R. and Zhang, H. (2002). CAND1 binds to
unneddylated CUL1 and regulates the formation of SCF ubiquitin E3 ligase
complex. Mol. Cell 10, 1519-1526.

Zhong, W., Feng, H., Santiago, F. E. and Kipreos, E. T. (2003). CUL-4 ubiquitin
ligase maintains genome stability by restraining DNA-replication licensing.Nature
423, 885-889.

1454

RESEARCH ARTICLE Journal of Cell Science (2016) 129, 1441-1454 doi:10.1242/jcs.181784

Jo
u
rn
al

o
f
Ce

ll
Sc
ie
n
ce

http://dx.doi.org/10.1038/nature01456
http://dx.doi.org/10.1038/nature01456
http://dx.doi.org/10.1038/nature01456
http://dx.doi.org/10.1074/jbc.M111.273045
http://dx.doi.org/10.1074/jbc.M111.273045
http://dx.doi.org/10.1074/jbc.M111.273045
http://dx.doi.org/10.1038/ncomms2636
http://dx.doi.org/10.1038/ncomms2636
http://dx.doi.org/10.1038/ncomms2636
http://dx.doi.org/10.1038/ncomms2628
http://dx.doi.org/10.1038/ncomms2628
http://dx.doi.org/10.1038/ncomms2628
http://dx.doi.org/10.1016/S1097-2765(02)00784-0
http://dx.doi.org/10.1016/S1097-2765(02)00784-0
http://dx.doi.org/10.1016/S1097-2765(02)00784-0
http://dx.doi.org/10.1016/S1097-2765(02)00784-0
http://dx.doi.org/10.1038/nature01747
http://dx.doi.org/10.1038/nature01747
http://dx.doi.org/10.1038/nature01747


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.32000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.32000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    34.69606
    34.27087
    34.69606
    34.27087
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50394
    8.50394
    8.50394
    8.50394
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


