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Abstract: Since the discovery of ubiquitin conjugation as a cellular mechanism that triggers
proteasomal degradation, the mode of substrate recognition by the ubiquitin-ligation system has been
the holy grail of research in the field. This entails the discovery of recognition determinants within
protein substrates, which are part of a degron, and explicit E3 ubiquitin (Ub)-protein ligases that trigger
their degradation. Indeed, many protein substrates and their cognate E3′s have been discovered in
the past 40 years. In the course of these studies, various degrons have been randomly identified,
most of which are acquired through post-translational modification, typically, but not exclusively,
protein phosphorylation. Nevertheless, acquired degrons cannot account for the vast diversity
in cellular protein half-life times. Obviously, regulation of the proteome is largely determined
by inherent degrons, that is, determinants integral to the protein structure. Inherent degrons
are difficult to predict since they consist of diverse sequence and secondary structure features.
Therefore, unbiased methods have been employed for their discovery. This review describes the
history of degron discovery methods, including the development of high throughput screening
methods, state of the art data acquisition and data analysis. Additionally, it summarizes major
discoveries that led to the identification of cognate E3 ligases and hitherto unrecognized complexities
of degron function. Finally, we discuss future perspectives and what still needs to be accomplished
towards achieving the goal of understanding how the eukaryotic proteome is regulated via coordinated
action of components of the ubiquitin-proteasome system.

Keywords: ubiquitin-proteasome system; degrons; E3-ubiquitin ligases; protein quality control; high
throughput screens; next generation sequencing

1. Introduction

The maintenance of cellular protein homeostasis (proteostasis) is a vital mechanism in all organisms,
which is largely governed by the adjustment of intracellular protein levels to the cell needs. This is
achieved by fluctuating protein turnover rates, determined by the ratio between the rates of protein
synthesis and degradation. Proteolysis, a major mechanism of the intracellular proteostasis guardian
network, is primarily executed by the ubiquitin (Ub)-proteasome system (UPS) [1]. Within this
system, the half-life time of proteins is determined by selective interaction of proteins with specific
E3 Ub-protein ligases, the substrate recognition modules of the UPS [2]. Understanding the mode of
substrate recognition by E3 ligases has been of high interest for UPS researchers since its discovery,
more than four decades ago [3]. This continuous effort led to the identification and the characterization
of multiple degradation signals, coined degrons [4].

Degrons can be generally divided into two major groups, based on the characteristics of the
signal that triggers degradation. Inherent degrons, permanently present in proteins and acquired
degrons that are induced by post translational modifications (PTMs). Inherent degrons can be specific
amino acid sequences, such as the destruction box of cyclins [5], or N- and C-terminal amino acids
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corresponding to the N-degron and the C-degron pathways [6]. In addition, a large portion of inherent
degrons consists of hydrophobic sequences, normally buried in the protein core, or within interaction
surfaces between subunits of protein complexes. These degrons are frequently exposed when proteins
fail to fold properly, upon protein misfolding or when protein complexes fail to assemble [7–10].
The exposure of hindered degrons can be induced by multiple mechanisms, including changes in
the environmental or intracellular conditions as well as by genomic mutations. These perturbations
initiate a protein quality control (PQC) response that either assists misfolded protein re-folding or
triggers their elimination by the UPS [11].

Unlike inherent degrons, acquired degrons are transient elements obtained via PTMs, such as
phosphorylation, ligation of Small Ubiquitin-like Modifier (SUMOylation) and hydroxylation [12–14].
Protein phosphorylation is by far the most common PTM that triggers ubiquitylation via E3 Ub
ligases of the Skp, cullin, F-box (SCF) containing complex, also termed cullin-RING ligases (CRLs) [15].
Recognition of transient protein phosphorylation allows rapid degradation and is hence prevalent in
pathways that require abrupt fluctuation in protein levels such as cell-cycle regulation. For example,
Sic1, an inhibitor of G1/S transition, is recognized by the Ub ligase SCFCdc4 only when phosphorylated,
while the phosphorylation of the G1 cyclin, Cln2, determines recognition by the Ub ligase SCFGrr1 [16,17].
Occasionally, recognition of degradation substrates requires initial activation of their cognate E3 ligase,
such as in the case of the neddylation of cullins, the scaffold components of the SCF family members [18]
or the activation of APC/C and parkin RING E3 ligases via phosphorylation [19,20].

Substrate recognition by E3 ligases is considered as the rate-limiting step of the UPS degradation
machinery. This key step was initially detected by A. Hershko and co-workers, following the discovery
of the Ub system, using Ub affinity chromatography approach for isolating prototype enzymes of
the Ub conjugation system [3,21]. In addition to fractions required for the formation of high energy
Ub-enzyme thiol bond, for which E1 and E2 were required, transfer of Ub to proteins required
a third enzyme, consequently termed E3, that consists the substrate binding site of the Ub ligation
system. This finding was based on strict linkage between the ability of a substrate to bind to an E3
and the rate of Ub conjugation and degradation [22]. Furthermore, a correlation was established
between the properties of the amino terminus of a substrate and its ability to bind to the E3 [22].
Consequently, the identification of N-end degrons enabled the isolation by affinity chromatography of
the first E3, termed E3α, the enzyme that recognizes proteins with basic or bulky hydrophobic α-amino
group at their amino terminal residue [23]. This mode of substrate recognition, later dubbed as the
N-end rule, was thoroughly investigated and extended in yeast by Varshavsky and colleagues, [24,25],
and was recently re-named the N-degron pathway [6].

In subsequent years, many degron features, mostly of the acquired type, have been identified [12].
These degrons are frequently randomly discovered when regulatory mechanisms of cellular pathways
are under study. However, the repertoire of known degrons is still very limited and their presence
obviously cannot explain the vast variability in the half-life times of the bulk of cellular proteins.
The major obstacle in identifying novel degrons is that they cannot be deduced from the features of
already known degrons and consequently, there are no guidelines for a methodical degron search.

The emergence of high throughput genomic methods has provided a powerful unbiased means
to identify the entire landscape of cellular degrons (degronome) and thus, to decipher rules that
govern the instability of the proteome. This review describes key degron identification endeavors,
undertaken since the discovery of the UPS, aimed at identifying inherent degrons, and the contribution
of these efforts to the understanding of how cellular proteostasis is regulated.

2. Principles and Progression of Degron Discovery

Inherent degrons are an integral feature of proteins that can confer instability when appended to
otherwise unrelated stable proteins. The autonomous function of degrons, has made the use of stable
reporter-degron fusion proteins the mainstay of degron discovery systems, which is the focal point of
this review. All unbiased degron search methods are based on the ability of a degron to destabilize an
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otherwise stable reporter. Stability assays vary, depending on the type of the reporter—growth assays
are applied for reporters that are metabolic markers while colorimetric and fluorescent measurements
are employed for enzyme and fluorescent reporter proteins (respectively).

2.1. Colorimetric Selection

Colorimetric selection through use of β-Galactosidase (β-Gal), the product of the Escherichia Coli
LacZ gene, is a well-established method to study biological processes [26]. Initially, the enzyme was
used for UPS research as a reporter, to determine the influence of amino-terminal residues on protein
stability [27] and to identify destabilizing regions within the yeast transcription factor Matα2 and
isolate degradation-defective mutants [28]. The enzyme β-Gal hydrolyses the lactose analog X-gal,
producing a blue color and thus, yeast expressing the enzyme form blue colonies, when grown in the
presence of the sugar [29] (Figure 1A). Accordingly, when β-Gal is fused to a degron, enzyme levels
diminish, resulting in reduced X-gal hydrolysis, indicated by a pale blue to white appearance [28].
Involvement of Ub-mediated degradation can be confirmed upon reversal of β-Gal instability (or any
reporter for that matter) in yeast cells where the cognate UPS pathway is defective [28] (Figure 2A).
The simplicity of the colorimetric assay provided the incentive for several research attempts to utilize
the β-Gal enzyme as a reporter in screens aimed at identifying novel degrons [30,31].
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Figure 1. Reporter systems for degron discovery. (A) β-gal hydrolyzes X-gal to produce
5-bromo-4-chloro-3-indolyl β-galactoside is detected by formation of dark blue-colored yeast colonies.
(B) Orotidine-5′-phosphate decarboxylase (Ura3) catalyzes the decarboxylation of OMP, converting it
into UMP, an intermediate of pyrimidine biosynthesis. Ura3 activity is essential for growth of uracil
auxotroph yeast. (C) Excitation of green fluorescent protein (GFP) causes the emission of fluorescence
signal, visualized by fluorescence microscopy. OMP: orotidine 5′-monophosphate; UMP: uridine
5′-monophosphate.
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Figure 2. Methods for degron discovery. (A) Colony isolation on solid media. Left, yeast mutants,
defective in β-gal-degron degradation are detected by dark blue appearance of yeast colonies.
Right, degrons in Ura3-expressing cells are detected by the ability of yeast cells to grow on plates
containing the orotic acid derivative 5-FOA or the inability to grow in the absence of uracil. (B) Isolation
of degron from cells grown in liquid media. Left, degrons in Ura3-expressing yeast cells are isolated
from cells after prolonged growth period in the presence of 5-FOA. The degron potency correlates with
its abundance in the yeast population so that the frequency of stronger degron increases with time.
Right, cells expressing fluorescence markers are divided by fluorescence-activated cell sorting (FACS)
into separated bins, based on their cellular GFP/RFP ratio. Strong degrons are present in bins with low
GFP/RFP ratio (P4). a—no degron; b—intermediate degron; c—strong degron. 5-FOA: 5-fluoroorotic
acid; NGS: next generation sequencing; RFP: red fluorescent protein.

2.2. Growth Selection

A significant improvement in degron research was achieved when growth selection markers
were introduced as reporters and substituted the colorimetric assays. The coupling of cell growth
to degron activity is more sensitive, has a wider dynamic range, present a clear starting reference
and above all, can be accurately quantified. A common yeast selection marker is the product of
the URA3 gene, the enzyme Orotidine-5′-phosphate decarboxylase (Ura3). The enzyme is essential
for pyrimidine ribonucleotide biosynthesis [32] (Figure 1B) and therefore, low steady-state levels of
Ura3 reduces growth of auxotrophic yeast cells on minimal medium lacking uracil [33] (Figure 2A).
Accordingly, when Ura3 is attached to a degron, cell growth in the absence of uracil is inhibited.
To adapt Ura3-based selection to degron screen, a positive selection method had been devised,
where Ura3 degradation confers growth advantage. This was achieved by addition 5-fluoroorotic
acid (5-FOA) to the culture medium (Figure 2A). Since 5-FOA is converted by Ura3 to the toxic
compound 5-fluorouracil, enhanced Ura3 degradation confers growth advantage [34]. Thus, in order
to identify degrons in yeast, Kulka and co-workers appended a truncated genomic library downstream
to the URA3 gene and subsequently compared between growth of yeast cells on 5-FOA-containing or
uracil-deficient agar plates [31]. Subsequently, degron recognition was assigned to a specific E3 ligase
through a secondary screen where potential degrons were expressed in cells lacking the Doa10 cognate
E2 enzymes, Ubc6 and Ubc7. Employing this screening method, the Kulka Lab identified nine degrons,
compared to only one discovered by the β-Gal assay [31]. One of these degrons, termed CL1, has since
been used as a model degron for proteasomal degradation in both yeast and mammals [35,36].
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Almost two decades later, improved screening and sequencing techniques enabled Michaelis and
co-workers, to identify ten-fold more degrons, using the Ura3-based growth selection as readout [37].
These degrons were classified based on a correlation between growth kinetics and distinct sequence
and hydrophobicity criteria and were assigned to distinct Ub-conjugation pathways. Another key
finding of this study was the absolute requirement for the heat shock protein 40 (Hsp40) chaperone
Ydj1 and either of the Hsp70s Ssa1 or Ssa2 for the degradation of all tested degrons, suggesting that
these heat shock family members are invariable components of PQC-associated degradation in yeast.

Despite several improvements, the Michaelis degron search was still limited to single colony
selection and hence, the number of degrons that it produced was too small to draw comprehensive
structure-function correlations or to gain other conclusive biological insights. Obviously, hunting for
something unpredictable and potentially highly diverse requires high throughput (HTP) research
systems. These requirements were addressed in our lab through the development of a method dubbed
GiLS (Growth kinetics in Liquid culture under Selective conditions) [38] and applying it to measure
Ura3-dependent growth in the presence of 5-FOA [39]. In brief, a complementary DNA (cDNA)
library was appended to the 3′ end of Ura3 in all three possible open reading frames, in order to
maximize the probability of identifying authentic degron sequences. Consequently, growth rate in the
presence of 5-FOA revealed Ura3-degrons and their potency—the faster the replication the stronger
the degron. Practically, the frequency of Ura3-degron clones increased until they took over the entire
yeast population (Figure 2B, left panel). Indeed, thousands of DNA sequences, isolated from cultures
after a 48-h growth period, were confirmed as degrons [39].

2.3. Direct Determination of Fluorescent Reporter Levels

Selection in liquid media is an efficient method to detect degrons. Yet, it entails a cumbersome
routine that requires constant culture dilution and multiple samplings. The introduction of
fluorescence-activated cell sorting (FACS) by flow cytometry has simplified global degron searches,
since it can measure a protein steady-state level without selection by single read of a fluorescent-reporter
(Figure 2B, right panel). Moreover, FACS-based degron screens are advantageous over degron selection
in liquid media not only because the data acquisition is simpler but also because cell populations
can be subjected to multiple analyses, simultaneously or in tandem, thus allowing acquisition of
comprehensive data without the requirement for complementary screens.

All non-selective, fluorescence-based, methods employ jellyfish Aequorea victoria green-fluorescent
protein (GFP) as a degron reporter. Initially, Hampton and co-workers employed a GFP reporter to
explore changes in the steady-state levels of yeast hydroxymethylglutaryl CoA reductase 2 (HMG2),
the rate-limiting enzyme of sterol biosynthesis [40]. However, metabolic regulation may affect both
the rates of synthesis and degradation of HMG2, a distinction that a simple flow cytometry-based
quantification cannot discern. To address this shortcoming, the Elledge Lab devised a bimodal
fluorescent expression cassette termed Global Protein Stability (GPS) [41]. The GPS cassette consists of
an internal ribosome entry site (IRES) flanked by Dicscosoma red fluorescent protein (dsRed) and GFP
coding sequences, all of which are transcribed from a single promoter. As a result, both fluorescent
proteins are produced in equal stoichiometry [42]. Hence, when a degron is fused to GFP, the effect of
protein degradation can be accurately determined by the steady-state ratio of GFP/dsRed—the lower
the ratio, the less stable GFP is (Figure 3A). Through GPS, multiple substrates of RING Ub ligases were
identified [43], including human carboxyl-terminus operating degrons [41].
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Figure 3. High throughput (HTP) degron screens using a GFP reporter. (A) The global protein stability
(GPS) cassette consists of an internal ribosome entry site (IRES), flanked by Dicscosoma red fluorescent
protein (dsRed) and a GFP-library coding sequences, all of which are transcribed from a single promoter
albeit translated separately. Reduced GFP/RFP indicates destabilization of the GFP, due to the presence
of a degron. (B) Tandem fluorescent timers (tFT) cassette consists of library-mCherry-sfGFP fusion.
Reduced mCherry/sfGFP ratio is attributed to the presence of a degron that shorten the half-life of the
chimera protein. mCherry: monomeric Cherry; sfGFP: super folder GFP; w.o: without.

Another FACS-based method for direct measurement of protein stability has been developed at
the Knop lab. The reporter system, termed tandem fluorescent protein timers (tFT), employs a vector
that expresses mCherry, fused at the C-terminus to a superfolder variant of GFP (sfGFP), resulting in
the expression of a mCherry-sfGFP chimera protein (Figure 3B). Due to a much faster sfGFP folding,
its GFP fluorescent emission precedes that of mCherry, allowing the measurement of mCherry-sfGFP
stability through determination of the mCherry/sfGFP fluorescence ratio—the lower it is, the less stable
the chimera is [44]. The tFT method was employed to identify substrates of the Asi E3 Ub-protein
ligase of the inner nuclear envelop [45] as well as N-terminally operating degrons [46].

2.4. Yeast-2-Hybrid-Based Screening

Yeast-2 hybrid (Y2H) is a common high throughput method for studying protein-protein
interactions [47]. Since E3 Ub ligases are the substrate binding module of the Ub ligation system [2],
Y2H was employed in UPS research to discover E3-specific degrons. Y2H-screening relies on the mode
of action of the transcription factor Gal4, that stimulates transcription by binding to an upstream
activation sequence (UAS). DNA binding and transcription activation functions are assigned to
independent binding (BD) and activation (AD) domains, that even when expressed in separate proteins
can associate and drive transcription. Accordingly, in order to identify PQC substrates of the yeast
nuclear E3 San1, a RING domain mutant was fused to Gal4BD and served as bait for a random library
of ∼107 16-mer peptides, fused to Gal4AD [7]. The assay was designed so that gene transcription,



Biomolecules 2019, 9, 230 7 of 13

indicative of peptide-E3 binding, resulted in growth on selective medium. Consequently, the screen
detected ten peptides, all exhibiting hydrophobic sequences, likely to be part of a San1 recognition
determinant. The Y2H method is most suitable for detecting E3-specific degrons when there is a direct
interaction between the two. The drawback is that Y2H cannot be applied for global degron discovery
where the cognate E3 ligase is unknown.

2.5. Design of DNA Libraries for Degron Discovery

A major challenge of degron discovery is to identify authentic degrons, that is,
polypeptide sequences that are part of real intracellular proteins. With that goal in mind, the pioneering
Geffen study employed a cDNA library joined to the Ura3 3′ end in three different reading frames [39].
Thus, not only were the sequences derived from open reading frames of expressed cellular proteins,
but the design also ensured that at least one sequence was in an authentic protein reading frame.
Indeed, the improved screen and library construction methods revealed thousands of putative degron
sequences, hundreds of which were derived from authentic yeast proteins.

Yet, cDNA libraries are still not optimal for degron mining because they are mirrors of the
transcriptional status at the time they are generated. Hence, they do not represent the entire genome,
far from it, many sequences are either over or under-represented or absent altogether. This drawback has
been solved by the emergence of state-of-the-art oligonucleotide synthesis that generates custom-made
oligonucleotides, encoding accurate proteome sequences. The advantage of these libraries was
demonstrated by recent degron discovery projects that employed synthetic DNA libraries covering
the entire eukaryotic proteome, including full-length and tiled human peptidome libraries [41,48]
and human C-terminal and yeast N-terminal libraries [41,46]. Interestingly, accidental errors
in oligonucleotide synthesis produced sequences of aberrantly terminated proteins that exposed
C-terminal residues that were otherwise cryptic. This erroneous byproduct led to the discovery a novel
PQC mechanism at C-termini of abnormal proteins, regulated by CRL-type E3 Ub-protein ligases [48],
demonstrating that not every sequencing error is actually bad for research.

2.6. Data Acquisition and Processing

Improved degron screens, employing either growth- or FACS-based methods, identify populations
of degron-expressing cells rather than single colonies. Obviously, identifying degrons-encoding DNA
sequences of a given cell population, requires a substantial DNA sequencing capacity, a feat facilitated
through next generation (NGS) Sequencing [49]. Initially developed for the sequencing of the human
genome [50,51], NGS determines the sequence of hundreds of millions of DNA fragments in a single
run. NGS was used by Stable-seq, a method employed to screen a library of ~30,000 Deg1 degron
mutants, in order to identify critical amino acid sequence elements [52]. To this end, the mutant Deg1
degron library had been fused the metabolic marker Leu2, after which cells were selected for growth in
the absence of leucine. The screen thus isolated clones where Leu2 had been stabilized by an abrogated
degron to various degrees that were subsequently quantified by NGS sequencing.

While NGS provides the relevant data, bioinformatic software makes sense out of it. It discerns
enrichment or depletion of various sequences [53], common features within sequences [54], and predicts
secondary structures [55]. Consequently, since Stable-Seq introduction, NGS sequencing followed
by application of powerful bioinformatic algorithms for data analysis have become the mainstay of
HTP degron discovery investigations [39,41,46,48]. A typical workflow of a high throughput degron
discovery project is presented in Figure 2B.

3. Identification of Novel Degrons and their Cognate E3 Ligases

Degrons are cis-acting elements that are recognized by E3 Ub-protein ligases [1].
Therefore, both degron discovery and subsequent identification of cognate E3 ligases are complementing
missions that must be accomplished in order to understand both temporal and spatial regulation of
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proteostasis. Indeed, combined HTP screens that identify both degrons and their cognate E3 ligases
have become a mainstay of degron discovery (Table 1).

Table 1. Summary of high throughput degron investigations.

Study Key Findings Reference

N-terminal degrons from short artificial
PCR-based sequences.

Method used: β-Gal-dependent
blue/white assay on plates.

Three classes of degrons with considerably long
half-lives: Ubr1-dependent N-degrons, Doa10 substrates

and Ubc4/5-dependent short tracks of
hydrophobic residues

[30]

C-terminal degrons from a truncated
yeast genomic library.

Method used: β-Gal-dependent
blue/white assay on plates.

A Doa10 substrate. Does not code for an actual protein. [31]

C-terminal degrons from a truncated
yeast genomic library.

Method used: Ura3-dependent growth
on plates.

Nine Doa10 substrates, none code for an actual protein.
Most are largely hydrophobic. Some contain an

amphipathic helix.
[31]

C-terminal degrons from a truncated
yeast genomic library.

Method used: Ura3-dependent growth
on plates.

Seventy-seven unique sequences, mostly Doa10, but also
Ltn1 and few Ubr1/ San1 substrates.

A principal role for Ydj1 and Ssa1/Ssa2 chaperones in
substrate degradation.

[37]

C-terminal degrons from a truncated
cDNA library.

Method used: Ura3 competition assay
in liquid media

Thousands of cytosolic and nuclear degrons, hundreds
of them code for peptides within actual proteins.

Multiple targets of Doa10.
Nuclear localization changes degron propensity.

[39]

N-terminal synthetic degrons, present in
the yeast proteome.

Method used: tFT-Employing FACS to
Separate degrons using mCherry and

sfGFP as biological timers.

~26% of nascent protein N termini encode cryptic
degrons. Most of them are Doa10 substrates.

Hydrophobicity is the key feature for degradation.
N-terminal acetylation and the N-degron pathway rarely

function as a degrons.

[46]

C-terminal synthetic degrons, present in
the human proteome.

Method used: GPS- Employing FACS to
Separate degrons based on the ratio

RFP/GFP.

Distinct classes of C-degrons, mainly those enriched in
Gly and Arg residues, are degraded by cullin-RING Ub

E3 ligases.
Mutant proteins with pre-mature stop codon are the

principal substrates.

[41,48]

A good example for the evolution of degron research is the study of Deg1 of matα2 in yeast.
Structure prediction algorithms, combined with structure-function analyses of deg1, predicted the
existence of an internal amphipathic helix within the degron that functions as a substrate recognition
determinant by the E3 Ub ligase Doa10 [56]. The same motif is also present in other Doa10 substrates,
including the non-coding CL1 degron [31,35], the DegAB degron of the C-terminus of the yeast
kinetochore protein Ndc10 [8] and the cadmium and copper-sensitive degron of the cadmium
exporter, Pca1 [57]. An ultimate Confirmation of an amphipathic helix as a Doa10 recognition
determinant was provided by Geffen and co-workers [39], who identified several Doa10 degrons,
including a conserved element from the yeast glycolytic enzyme Enolase. Crystal structure of yeast
enolase Eno1 [58] (PDB: 1EBG) indicated that the putative Eno degron is comprised of an amphipathic
helix. Hydrophobic-to-polar mutation within this secondary structure inhibited Doa10-mediated
degradation and confirmed that this secondary structure is a bona fide PQC degron [39].

In addition to an amphipathic helix (termed DegA), the Ndc10-derived DegAB degron also consists
of a short C-terminal sequence (termed DegB), where a six-mer hydrophobic sequence is essential
for proteasomal degradation, albeit redundant for Doa10-mediated ubiquitylation [59]. This finding
demonstrates that E3-recognition may not be enough to induce proteasomal degradation and that
degrons are structurally and functionally diverse.

Closer characterization of the DegA degron reveals that the hydrophobic surface of the helix is
flanked by positively charged amino acids [8] a feature that also comprises a binding motif to Hsp70,
implying chaperone requirement [60]. Indeed, Hsp70s were indispensable for the degradation of
DegAB as well as for every degron discovered by the Michaelis screen whether Doa10-dependent or
not [37,61].

A major advantage of HTP screening over traditional degron search is that it results
in a larger dataset that can be used for sorting explicit degron features. Indeed, this was
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key to discovering C-terminal degrons within the human peptidome [41,48] and consequently,
to identifying cullin2 RING ligases (CRLs), specifically BC box adaptors, as their cognate E3 Ub
ligases [41,48]. Interestingly, glycine residues are depleted from the carboxyl termini of eukaryotic
proteins, suggesting a minor role in proteome regulation under standard growth conditions [41].
However, errors in protein translation that lead to premature termination, can destabilize the
resulting aberrant proteins by positioning at the C-terminus an otherwise internal glycine [48].
Consequently, glycine-end degrons may function as fail-safe mechanism of PQC.

A crystal structure of the CRL2 substrate receptor, Kelch-Domain C2 (KLHDC2), in complex
with C-end diglycine peptides revealed the mechanism of degron recognition by its adaptor.
Apparently, a deep binding pocket at the surface of KLHDC2, accommodates glycine residues
exclusively by excluding amino acid side chains [62]. The initial diglycine binding promotes additional
interaction with C-terminal backbone carbonyl groups resulting in an extremely high affinity interaction
(within a single digit nanomolar concentrations) [62].

The α amino acid at the N-terminus of proteins is recognized by the N-degron pathway [25].
Originally, E3α (Ubr1 in yeast) was identified as a cognate E3 ligase that recognizes specific N-terminal
residues [23]. Two main branches of the N-degron pathway target proteins for proteasomal degradation
have been discerned. One recognizing proteins with Nα acetylated proteins [63] and the other,
an unmodified Nα, having basic or a bulky hydrophobic side chain [25,64]. Kats and co-workers,
who investigated sequences appended at the N-terminus of a tested reporter, discovered that
hydrophobicity was a major degron determinant recognized mostly by Doa10 [46]. The hydrophobic
nature and the identity of Doa10 as their cognate E3 Ub ligase suggest that N-terminal degrons play an
important role in PQC-mediated degradation, possibly when protein misfolding exposes otherwise
buried N-end tails.

4. Additional Insights Obtained from Degron Research

High throughput degron screens, facilitated by NGS and coupled to data analysis by
sophisticated bioinformatic algorithms, have become the pillars of contemporary degron discovery.
Comprehensive degron screens thus not only have discovered numerous degradation determinants
but have also provided novel insights into the complexity of degron mode of action and composition.

We now realize that the position of a degron within proteins determines its activity—there are
N-terminal and C-terminal degrons with very little positional overlap [6]. We also became aware of
spatial regulation—some degrons are exclusively active in the nucleus, others in the cytoplasm but most
in both compartments [39]. Since proteasomes are present both in the nucleus and the cytoplasm [65,66],
the spatial regulation of degron activity is obviously explained by the cellular distribution of their
cognate E3 ligases. For example, many of the dual compartment-active degrons are substrates of Doa10
that resides in the yeast endoplasmic reticulum (ER)/nuclear membrane and degrades protein both
in the nucleoplasm and the cytoplasm [67]. The San1 degrons are active only in the nucleus where
the E3 resides [68], while Hrd1 degrons are recognized exclusively in the ER lumen [69]. Both the
Koren and Lin screens defined cytosolic CRL-type E3s as the C-terminal degron recognition site of
the Ub ligation system [41,48]. From these and other studies, we learned that the discovery potential
of a single screen is limited by where in the cell degrons are expressed. Consequently, future degron
screens must include expression of a single library in distinct cellular compartments. To this end,
ER localization can be driven by addition of a signal peptide while nuclear localization or exclusion
can be easily manipulated by adding or omitting nuclear localization signals to appended reporters as
currently performed in our lab [39].

Cellular protein half-lives are extremely diverse, from several minutes to days.
Obviously, degrons with varying potencies and surface exposure are involved. Identifying the
full range of degron activity is therefore a prime objective. Achieving this goal has been substantially
enhanced by the development of FACS-based methods and in particular, the GPS that rely on relative
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reporter fluorescence. Thus, these methods can detect a wide range of degron activities in a single
experiment simply by analyzing the distribution of dsRed/GFP cell populations [41,48]

Yet, despite the abundance of data produced by state-of-the-art degron screens, it did not reveal,
in most cases, comprehensive structure function correlations. Except for several incidents (amphipathic
helix and C-terminal diglycine), most screens discovered degron sequences that apparently cannot be
merely classified according to an obvious sequence or structural property. The use of complex synthetic
libraries that facilitated discovery and definition of C- and N-terminal degrons [41,46], suggest that
testing highly complex DNA libraries, possibly in a compartment-specific manner, will likely reveal
these elusive relationships.

Beyond the scope of this review is a large group of Ub-independent degrons [70] that trigger
degradation by either the 26S or 20S proteasome. The most familiar of these is ornithine decarboxylase
that is targeted to the 26S proteasome via the auxiliary protein Antizyme [71]. But generally, the degrons
and the mode of substrate recognition of Ub-independent proteasome-dependent proteolysis is obscure.
Thus far, only a handful of Ub-independent degrons have been identified, nevertheless, HTP screening
has not been applied to enhance further discovery. To discover Ub-independent degrons, HTP methods
that eliminate Ub-dependent degrons must be designed. This can be accomplished, for example,
by conducting screens in Ub-activating enzyme (E1)-inhibited cells.

5. Future Perspectives

Degron discovery projects, most of which have been conducted in yeast, provided important
insights into principles by which intracellular protein degradation networks operate.
However, the ultimate task is to understand how the human degronome is regulated in health
and what goes awry in disease. The immensity of this challenge is acknowledged when one considers
the much larger number of E3 ligases encoded in the human genome compared with that of yeast [72,73],
indicating that the human degronome is exceedingly more complex than its yeast counterpart.

Albert Einstein once said, “The more I learn the more I realize how much I don’t know”.
This sounds like a fair assessment of where we currently stand in terms of understanding how the
yeast, let alone the human proteome, is regulated. Nevertheless, the realization of the unknown and
the development of potent HTP cellular methods combined with powerful computational capacity,
now makes the mission possible.

Funding: This research was funded by a grant from the National Scientific Foundation, United States-Israel
Binational Science Foundation (NSF-BSF 2016722 to T.R.).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Hershko, A.; Ciechanover, A. The ubiquitin system. Annu. Rev. Biochem. 1998, 67, 425–479. [CrossRef]
[PubMed]

2. Zheng, N.; Shabek, N. Ubiquitin Ligases: Structure, Function, and Regulation. Annu. Rev. Biochem. 2017, 86, 129–157.
[CrossRef] [PubMed]

3. Ciehanover, A.; Hod, Y.; Hershko, A. A heat-stable polypeptide component of an ATP-dependent proteolytic
system from reticulocytes. Biochem. Biophys. Res. Commun. 1978, 81, 1100–1105. [CrossRef]

4. Varshavsky, A. Naming a targeting signal. Cell 1991, 64, 13–15. [CrossRef]
5. Barford, D. Structural insights into anaphase-promoting complex function and mechanism. Philos. Trans. R.

Soc. B Biol. Sci. 2011, 366, 3605–3624. [CrossRef] [PubMed]
6. Varshavsky, A. N-degron and C-degron pathways of protein degradation. Proc. Natl. Acad. Sci. USA

2019, 116, 358–366. [CrossRef]
7. Rosenbaum, J.C.; Fredrickson, E.K.; Oeser, M.L.; Garrett-Engele, C.M.; Locke, M.N.; Richardson, L.A.;

Nelson, Z.W.; Hetrick, E.D.; Milac, T.I.; Gottschling, D.E.; et al. Disorder targets misorder in nuclear quality
control degradation: A disordered ubiquitin ligase directly recognizes its misfolded substrates. Mol. Cell
2011, 41, 93–106. [CrossRef] [PubMed]

http://dx.doi.org/10.1146/annurev.biochem.67.1.425
http://www.ncbi.nlm.nih.gov/pubmed/9759494
http://dx.doi.org/10.1146/annurev-biochem-060815-014922
http://www.ncbi.nlm.nih.gov/pubmed/28375744
http://dx.doi.org/10.1016/0006-291X(78)91249-4
http://dx.doi.org/10.1016/0092-8674(91)90202-A
http://dx.doi.org/10.1098/rstb.2011.0069
http://www.ncbi.nlm.nih.gov/pubmed/22084387
http://dx.doi.org/10.1073/pnas.1816596116
http://dx.doi.org/10.1016/j.molcel.2010.12.004
http://www.ncbi.nlm.nih.gov/pubmed/21211726


Biomolecules 2019, 9, 230 11 of 13

8. Furth, N.; Gertman, O.; Shiber, A.; Alfassy, O.S.; Cohen, I.; Rosenberg, M.M.; Doron, N.K.; Friedler, A.; Ravid, T.
Exposure of bipartite hydrophobic signal triggers nuclear quality control of Ndc10 at the endoplasmic
reticulum/nuclear envelope. Mol. Biol. Cell 2011, 22, 4726–4739. [CrossRef]

9. Sung, M.-K.; Reitsma, J.M.; Sweredoski, M.J.; Hess, S.; Deshaies, R.J.; Sommer, T. Ribosomal proteins
produced in excess are degraded by the ubiquitin–proteasome system. Mol. Biol. Cell 2016, 27, 2642–2652.
[CrossRef]

10. Scazzari, M.; Amm, I.; Wolf, D.H. Quality control of a cytoplasmic protein complex: Chaperone motors
and the ubiquitin-proteasome system govern the fate of orphan fatty acid synthase subunit Fas2 of yeast.
J. Biol. Chem. 2015, 290, 4677–4687. [CrossRef]

11. Shiber, A.; Ravid, T. Chaperoning Proteins for Destruction: Diverse Roles of Hsp70 Chaperones and their
Co-Chaperones in Targeting Misfolded Proteins to the Proteasome. Biomolecules 2014, 4, 704–724. [CrossRef]
[PubMed]

12. Ravid, T.; Hochstrasser, M. Diversity of degradation signals in the ubiquitin–proteasome system. Nat. Rev.
Mol. Cell Biol. 2008, 9, 679–689. [CrossRef] [PubMed]

13. Sriramachandran, A.M.; Dohmen, R.J. SUMO-targeted ubiquitin ligases. BBA Mol. Cell Res. 2014, 1843, 75–85.
[CrossRef] [PubMed]

14. Ivan, M.; Kondo, K.; Yang, H.; Kim, W.; Valiando, J.; Ohh, M.; Salic, A.; Asara, J.M.; Lane, W.S.; Kaelin, W.G.
HIFα Targeted for VHL-Mediated Destruction by Proline Hydroxylation: Implications for O2 Sensing.
Science 2001, 292, 464–468. [CrossRef] [PubMed]

15. Willems, A.R.; Schwab, M.; Tyers, M. A hitchhiker’s guide to the cullin ubiquitin ligases: SCF and its kin.
Biochim. Biophys. Acta 2004, 1695, 133–170. [CrossRef]

16. Skowyra, D.; Craig, K.L.; Tyers, M.; Elledge, S.J.; Harper, J. F-Box Proteins Are Receptors that Recruit
Phosphorylated Substrates to the SCF Ubiquitin-Ligase Complex. Cell 1997, 91, 209–219. [CrossRef]

17. Willems, A.R.; Lanker, S.; Patton, E.; Craig, K.L.; Nason, T.F.; Mathias, N.; Kobayashi, R.; Wittenberg, C.;
Tyers, M. Cdc53 Targets Phosphorylated G1 Cyclins for Degradation by the Ubiquitin Proteolytic Pathway.
Cell 1996, 86, 453–463. [CrossRef]

18. Petroski, M.D.; Deshaies, R.J. Function and regulation of cullin–RING ubiquitin ligases. Nat. Rev. Mol.
Cell Biol. 2005, 6, 9–20. [CrossRef]

19. Zhang, S.; Chang, L.; Alfieri, C.; Zhang, Z.; Yang, J.; Maslen, S.; Skehel, M.; Barford, D. Molecular mechanism
of APC/C activation by mitotic phosphorylation. Nature 2016, 533, 260–264. [CrossRef]

20. Chakraborty, J.; Basso, V.; Ziviani, E. Post translational modification of Parkin. Biol. Direct 2017, 12, 6.
[CrossRef]

21. Hershko, A.; Heller, H.; Elias, S.; Ciechanover, A. Components of ubiquitin-protein ligase system.
Resolution, affinity purification, and role in protein breakdown. J. Biol. Chem. 1983, 258, 8206–8214.
[PubMed]

22. Hershko, A.; Heller, H.; Eytan, E.; Reiss, Y. The protein substrate binding site of the ubiquitin-protein ligase
system. J. Biol. Chem. 1986, 261, 11992–11999. [PubMed]

23. Reiss, Y.; Hershko, A. Affinity purification of ubiquitin-protein ligase on immobilized protein substrates. Evidence
for the existence of separate NH2-terminal binding sites on a single enzyme. J. Biol. Chem. 1990, 265, 3685–3690.
[PubMed]

24. Bartel, B.; Wünning, I.; Varshavsky, A. The recognition component of the N-end rule pathway. EMBO J.
1990, 9, 3179–3189. [CrossRef] [PubMed]

25. Varshavsky, A. The N-end rule. Cell 1992, 69, 725–735. [CrossRef]
26. Uchil, P.D.; Nagarajan, A.; Kumar, P. β-galactosidase. Cold Spring Harb. Protoc. 2017, 2017, 096198. [CrossRef]
27. Bachmair, A.; Finley, D.; Varshavsky, A. In vivo half-life of a protein is a function of its amino-terminal

residue. Science 1986, 234, 179–186. [CrossRef]
28. Hochstrasser, M.; Varshavsky, A. In vivo degradation of a transcriptional regulator: The yeast α2 repressor.

Cell 1990, 61, 697–708. [CrossRef]
29. Rose, M.; Casadaban, M.J.; Botstein, D. Yeast genes fused to β-galactosidase in Escherichia coli can be expressed

normally in yeast. Proc. Natl. Acad. Sci. USA 1981, 78, 2460–2464. [CrossRef]
30. Sadis, S.; Atienza, C.; Finley, D. Synthetic signals for ubiquitin-dependent proteolysis. Mol. Cell. Biol.

1995, 15, 4086–4094. [CrossRef]

http://dx.doi.org/10.1091/mbc.e11-05-0463
http://dx.doi.org/10.1091/mbc.e16-05-0290
http://dx.doi.org/10.1074/jbc.M114.596064
http://dx.doi.org/10.3390/biom4030704
http://www.ncbi.nlm.nih.gov/pubmed/25036888
http://dx.doi.org/10.1038/nrm2468
http://www.ncbi.nlm.nih.gov/pubmed/18698327
http://dx.doi.org/10.1016/j.bbamcr.2013.08.022
http://www.ncbi.nlm.nih.gov/pubmed/24018209
http://dx.doi.org/10.1126/science.1059817
http://www.ncbi.nlm.nih.gov/pubmed/11292862
http://dx.doi.org/10.1016/j.bbamcr.2004.09.027
http://dx.doi.org/10.1016/S0092-8674(00)80403-1
http://dx.doi.org/10.1016/S0092-8674(00)80118-X
http://dx.doi.org/10.1038/nrm1547
http://dx.doi.org/10.1038/nature17973
http://dx.doi.org/10.1186/s13062-017-0176-3
http://www.ncbi.nlm.nih.gov/pubmed/6305978
http://www.ncbi.nlm.nih.gov/pubmed/3017957
http://www.ncbi.nlm.nih.gov/pubmed/2303472
http://dx.doi.org/10.1002/j.1460-2075.1990.tb07516.x
http://www.ncbi.nlm.nih.gov/pubmed/2209542
http://dx.doi.org/10.1016/0092-8674(92)90285-K
http://dx.doi.org/10.1101/pdb.top096198
http://dx.doi.org/10.1126/science.3018930
http://dx.doi.org/10.1016/0092-8674(90)90481-S
http://dx.doi.org/10.1073/pnas.78.4.2460
http://dx.doi.org/10.1128/MCB.15.8.4086


Biomolecules 2019, 9, 230 12 of 13

31. Gilon, T.; Chomsky, O.; Kulka, R.G. Degradation signals for ubiquitin system proteolysis in
Saccharomyces cerevisiae. EMBO J. 1998, 17, 2759–2766. [CrossRef] [PubMed]

32. Alani, E.; Kleckner, N. A New Type of Fusion Analysis Applicable to Many Organisms: Protein Fusions to
the URA3 Gene of Yeast. Genetics 1987, 117, 5–12. [PubMed]

33. Chen, P.; Johnson, P.; Sommer, T.; Jentsch, S.; Hochstrasser, M. Multiple ubiquitin-conjugating enzymes
participate in the in vivo degradation of the yeast MAT α 2 repressor. Cell 1993, 74, 357–369. [CrossRef]

34. Boeke, J.D.; La Croute, F.; Fink, G.R. A positive selection for mutants lacking orotidine-5′-phosphate
decarboxylase activity in yeast: 5-fluoro-orotic acid resistance. Mol. Genet. Genom. 1984, 197, 345–346.
[CrossRef]

35. Gilon, T.; Chomsky, O.; Kulka, R.G. Degradation Signals Recognized by the Ubc6p-Ubc7p
Ubiquitin-Conjugating Enzyme Pair. Mol. Cell. Biol. 2000, 20, 7214–7219. [CrossRef] [PubMed]

36. Bence, N.F.; Sampat, R.M.; Kopito, R.R. Impairment of the Ubiquitin-Proteasome System by Protein
Aggregation. Science 2001, 292, 1552–1555. [CrossRef] [PubMed]

37. Maurer, M.J.; Spear, E.D.; Yu, A.T.; Lee, E.J.; Shahzad, S.; Michaelis, S. Degradation Signals for
Ubiquitin-Proteasome Dependent Cytosolic Protein Quality Control (CytoQC) in Yeast. G3 Genes Genom. Genet.
2016, 6, 1853–1866. [CrossRef] [PubMed]

38. Cohen, I.; Geffen, Y.; Ravid, G.; Ravid, T. Reporter-based Growth Assay for Systematic Analysis of Protein
Degradation. J. Vis. Exp. 2014, 93, e52021. [CrossRef] [PubMed]

39. Geffen, Y.; Appleboim, A.; Gardner, R.G.; Friedman, N.; Sadeh, R.; Ravid, T. Mapping the Landscape of
a Eukaryotic Degronome. Mol. Cell 2016, 63, 1055–1065. [CrossRef]

40. Cronin, S.R.; Hampton, R.Y. Measuring protein degradation with green fluorescent protein. Methods Enzymol.
1999, 302, 58–73.

41. Koren, I.; Timms, R.T.; Kula, T.; Xu, Q.; Li, M.Z.; Elledge, S.J. The Eukaryotic Proteome Is Shaped by E3
Ubiquitin Ligases Targeting C-Terminal Degrons. Cell 2018, 173, 1622–1635. [CrossRef] [PubMed]

42. Yen, H.-C.S.; Xu, Q.; Chou, D.M.; Zhao, Z.; Elledge, S.J.; Yen, H.-C.S. Global Protein Stability Profiling in
Mammalian Cells. Science 2008, 322, 918–923. [CrossRef] [PubMed]

43. Emanuele, M.J.; Elia, A.E.; Xu, Q.; Thoma, C.R.; Izhar, L.; Leng, Y.; Guo, A.; Chen, Y.-N.; Rush, J.; Hsu, P.W.-C.;
et al. Global Identification of Modular Cullin-Ring Ligase Substrates. Cell 2011, 147, 459–474. [CrossRef]
[PubMed]

44. Khmelinskii, A.; Keller, P.J.; Bartosik, A.; Meurer, M.; Barry, J.D.; Mardin, B.R.; Kaufmann, A.; Trautmann, S.;
Wachsmuth, M.; Pereira, G.; et al. Tandem fluorescent protein timers for in vivo analysis of protein dynamics.
Nat. Biotechnol. 2012, 30, 708–714. [CrossRef] [PubMed]

45. Khmelinskii, A.; Blaszczak, E.; Pantazopoulou, M.; Fischer, B.; Omnus, D.J.; Le Dez, G.; Brossard, A.;
Gunnarsson, A.; Barry, J.D.; Meurer, M.; et al. Protein quality control at the inner nuclear membrane. Nature
2014, 516, 410–413. [CrossRef]

46. Kats, I.; Khmelinskii, A.; Kschonsak, M.; Huber, F.; Knieß, R.A.; Bartosik, A.; Knop, M. Mapping Degradation
Signals and Pathways in a Eukaryotic N-terminome. Mol. Cell 2018, 70, 488–501. [CrossRef]

47. Fields, S.; Song, O.-K. A novel genetic system to detect protein–protein interactions. Nature 1989, 340, 245–246.
[CrossRef]

48. Lin, H.-C.; Yeh, C.-W.; Chen, Y.-F.; Lee, T.-T.; Hsieh, P.-Y.; Rusnac, D.V.; Lin, S.-Y.; Elledge, S.J.; Zheng, N.; Yen, H.-C.S.
C-Terminal End-Directed Protein Elimination by CRL2 Ubiquitin Ligases. Mol. Cell 2018, 70, 602–613. [CrossRef]

49. Reuter, J.A.; Spacek, D.V.; Snyder, M.P. High-Throughput Sequencing Technologies. Mol. Cell 2015, 58, 586–597.
[CrossRef]

50. Lander, E.S.; Linton, L.M.; Birren, B.; Nusbaum, C.; Zody, M.C.; Baldwin, J.; Devon, K.; Dewar, K.; Doyle, M.;
FitzHugh, W.; et al. Initial sequencing and analysis of the human genome. Nature 2001, 409, 860–921.

51. Venter, J.C.; Adams, M.D.; Myers, E.W.; Li, P.W.; Mural, R.J.; Sutton, G.G.; Smith, H.O.; Yandell, M.;
Evans, C.A.; Holt, R.A.; et al. The sequence of the human genome. Science 2001, 291, 1304–1351. [CrossRef]
[PubMed]

52. Kim, I.; Miller, C.R.; Young, D.L.; Fields, S. High-throughput Analysis of in vivo Protein Stability.
Mol. Cell. Proteomics. 2013, 12, 3370–3378. [CrossRef] [PubMed]

53. Fowler, D.M.; Araya, C.L.; Gerard, W.; Fields, S. Enrich: Software for analysis of protein function by
enrichment and depletion of variants. Bioinformatics 2011, 27, 3430–3431. [CrossRef] [PubMed]

http://dx.doi.org/10.1093/emboj/17.10.2759
http://www.ncbi.nlm.nih.gov/pubmed/9582269
http://www.ncbi.nlm.nih.gov/pubmed/3311876
http://dx.doi.org/10.1016/0092-8674(93)90426-Q
http://dx.doi.org/10.1007/BF00330984
http://dx.doi.org/10.1128/MCB.20.19.7214-7219.2000
http://www.ncbi.nlm.nih.gov/pubmed/10982838
http://dx.doi.org/10.1126/science.292.5521.1552
http://www.ncbi.nlm.nih.gov/pubmed/11375494
http://dx.doi.org/10.1534/g3.116.027953
http://www.ncbi.nlm.nih.gov/pubmed/27172186
http://dx.doi.org/10.3791/52021
http://www.ncbi.nlm.nih.gov/pubmed/25406949
http://dx.doi.org/10.1016/j.molcel.2016.08.005
http://dx.doi.org/10.1016/j.cell.2018.04.028
http://www.ncbi.nlm.nih.gov/pubmed/29779948
http://dx.doi.org/10.1126/science.1160489
http://www.ncbi.nlm.nih.gov/pubmed/18988847
http://dx.doi.org/10.1016/j.cell.2011.09.019
http://www.ncbi.nlm.nih.gov/pubmed/21963094
http://dx.doi.org/10.1038/nbt.2281
http://www.ncbi.nlm.nih.gov/pubmed/22729030
http://dx.doi.org/10.1038/nature14096
http://dx.doi.org/10.1016/j.molcel.2018.03.033
http://dx.doi.org/10.1038/340245a0
http://dx.doi.org/10.1016/j.molcel.2018.04.006
http://dx.doi.org/10.1016/j.molcel.2015.05.004
http://dx.doi.org/10.1126/science.1058040
http://www.ncbi.nlm.nih.gov/pubmed/11181995
http://dx.doi.org/10.1074/mcp.O113.031708
http://www.ncbi.nlm.nih.gov/pubmed/23897579
http://dx.doi.org/10.1093/bioinformatics/btr577
http://www.ncbi.nlm.nih.gov/pubmed/22006916


Biomolecules 2019, 9, 230 13 of 13

54. Conchillo-Solé, O.; De Groot, N.S.; Aviles, F.X.; Vendrell, J.; Daura, X.; Ventura, S. AGGRESCAN: A server for
the prediction and evaluation of “hot spots” of aggregation in polypeptides. BMC Bioinform. 2007, 8, 65.
[CrossRef] [PubMed]

55. Drozdetskiy, A.; Cole, C.; Procter, J.; Barton, G.J. JPred4: A protein secondary structure prediction server.
Nucleic Acids Res. 2015, 43, W389–W394. [CrossRef] [PubMed]

56. Johnson, P.R.; Swanson, R.; Rakhilina, L.; Hochstrasser, M. Degradation Signal Masking by Heterodimerization of
MATα2 and MATa1 Blocks Their Mutual Destruction by the Ubiquitin-Proteasome Pathway. Cell 1998, 94, 217–227.
[CrossRef]

57. Smith, N.; Wei, W.; Zhao, M.; Qin, X.; Seravalli, J.; Kim, H.; Lee, J. Cadmium and Secondary Structure-dependent
Function of a Degron in the Pca1p Cadmium Exporter. J. Biol. Chem. 2016, 291, 12420–12431. [CrossRef] [PubMed]

58. Wedekind, J.E.; Poyner, R.R.; Reed, G.H.; Rayment, I. Chelation of serine 39 to Mg2+ latches a gate at the
active site of enolase: Structure of the bis(Mg2+) complex of yeast enolase and the intermediate analog
phosphonoacetohydroxamate at 2.1-a resolution. Biochemistry 1994, 33, 9333–9342. [CrossRef] [PubMed]

59. Alfassy, O.S.; Cohen, I.; Reiss, Y.; Tirosh, B.; Ravid, T. Placing a Disrupted Degradation Motif at the C
Terminus of Proteasome Substrates Attenuates Degradation without Impairing Ubiquitylation. J. Boil. Chem.
2013, 288, 12645–12653. [CrossRef] [PubMed]

60. Rüdiger, S.; Germeroth, L.; Schneider-Mergener, J.; Bukau, B. Substrate specificity of the DnaK chaperone
determined by screening cellulose-bound peptide libraries. EMBO J. 1997, 16, 1501–1507. [CrossRef]

61. Shiber, A.; Breuer, W.; Brandeis, M.; Ravid, T.; Brodsky, J.L. Ubiquitin conjugation triggers misfolded protein
sequestration into quality control foci when Hsp70 chaperone levels are limiting. Mol. Boil. Cell 2013, 24, 2076–2087.
[CrossRef] [PubMed]

62. Rusnac, D.-V.; Lin, H.-C.; Canzani, D.; Tien, K.X.; Hinds, T.R.; Tsue, A.F.; Bush, M.F.; Yen, H.-C.S.; Zheng, N.
Recognition of the Diglycine C-End Degron by CRL2KLHDC2 Ubiquitin Ligase. Mol. Cell 2018, 72, 813–822.e4.
[CrossRef]

63. Hwang, C.-S.; Shemorry, A.; Varshavsky, A. N-Terminal Acetylation of Cellular Proteins Creates Specific
Degradation Signals. Science 2010, 327, 973–977. [CrossRef] [PubMed]

64. Reiss, Y.; Heller, H.; Hershko, A. Binding sites of ubiquitin-protein ligase. Binding of ubiquitin-protein
conjugates and of ubiquitin-carrier protein. J. Biol. Chem. 1989, 264, 10378–10383.

65. Peters, J.M.; Franke, W.W.; Kleinschmidt, J.A. Distinct 19S and 20S subcomplexes of the 26S proteasome and
their distribution in the nucleus and the cytoplasm. J. Biol. Chem. 1994, 269, 7709–7718.

66. Rivett, A.J. Intracellular distribution of proteasomes. Curr. Opin. Immunol. 1998, 10, 110–114. [CrossRef]
67. Nielsen, S.V.; Poulsen, E.G.; Rebula, C.A.; Hartmann-Petersen, R. Protein Quality Control in the Nucleus.

Biomolecules 2014, 4, 646–661. [CrossRef]
68. Fredrickson, E.K.; Rosenbaum, J.C.; Locke, M.N.; Milac, T.I.; Gardner, R.G. Exposed hydrophobicity is a key

determinant of nuclear quality control degradation. Mol. Biol. Cell 2011, 22, 2384–2395. [CrossRef]
69. Hwang, J.; Walczak, C.P.; Shaler, T.A.; Olzmann, J.A.; Zhang, L.; Elias, J.E.; Kopito, R.R. Characterization

of protein complexes of the endoplasmic reticulum-associated degradation E3 ubiquitin ligase HRD1.
J. Biol. Chem. 2017, 292, 9104–9116. [CrossRef] [PubMed]

70. Erales, J.; Coffino, P. Ubiquitin-independent proteasomal degradation. BBA Mol. Cell Res. 2014, 1843, 216–221.
[CrossRef]

71. Gödderz, D.; Schäfer, E.; Palanimurugan, R.; Dohmen, R.J. The N-Terminal Unstructured Domain of Yeast ODC
Functions as a Transplantable and Replaceable Ubiquitin-Independent Degron. J. Mol. Biol. 2011, 407, 354–367.
[CrossRef] [PubMed]

72. George, A.J.; Hoffiz, Y.C.; Charles, A.J.; Zhu, Y.; Mabb, A.M. A Comprehensive Atlas of E3 Ubiquitin Ligase
Mutations in Neurological Disorders. Front. Genet. 2018, 9, 29. [CrossRef] [PubMed]

73. Finley, D.; Ulrich, H.D.; Sommer, T.; Kaiser, P. The Ubiquitin–Proteasome System of Saccharomyces cerevisiae.
Genetics 2012, 192, 319–360. [CrossRef] [PubMed]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1186/1471-2105-8-65
http://www.ncbi.nlm.nih.gov/pubmed/17324296
http://dx.doi.org/10.1093/nar/gkv332
http://www.ncbi.nlm.nih.gov/pubmed/25883141
http://dx.doi.org/10.1016/S0092-8674(00)81421-X
http://dx.doi.org/10.1074/jbc.M116.724930
http://www.ncbi.nlm.nih.gov/pubmed/27059957
http://dx.doi.org/10.1021/bi00197a038
http://www.ncbi.nlm.nih.gov/pubmed/8049235
http://dx.doi.org/10.1074/jbc.M113.453027
http://www.ncbi.nlm.nih.gov/pubmed/23519465
http://dx.doi.org/10.1093/emboj/16.7.1501
http://dx.doi.org/10.1091/mbc.e13-01-0010
http://www.ncbi.nlm.nih.gov/pubmed/23637465
http://dx.doi.org/10.1016/j.molcel.2018.10.021
http://dx.doi.org/10.1126/science.1183147
http://www.ncbi.nlm.nih.gov/pubmed/20110468
http://dx.doi.org/10.1016/S0952-7915(98)80040-X
http://dx.doi.org/10.3390/biom4030646
http://dx.doi.org/10.1091/mbc.e11-03-0256
http://dx.doi.org/10.1074/jbc.M117.785055
http://www.ncbi.nlm.nih.gov/pubmed/28411238
http://dx.doi.org/10.1016/j.bbamcr.2013.05.008
http://dx.doi.org/10.1016/j.jmb.2011.01.051
http://www.ncbi.nlm.nih.gov/pubmed/21295581
http://dx.doi.org/10.3389/fgene.2018.00029
http://www.ncbi.nlm.nih.gov/pubmed/29491882
http://dx.doi.org/10.1534/genetics.112.140467
http://www.ncbi.nlm.nih.gov/pubmed/23028185
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Principles and Progression of Degron Discovery 
	Colorimetric Selection 
	Growth Selection 
	Direct Determination of Fluorescent Reporter Levels 
	Yeast-2-Hybrid-Based Screening 
	Design of DNA Libraries for Degron Discovery 
	Data Acquisition and Processing 

	Identification of Novel Degrons and their Cognate E3 Ligases 
	Additional Insights Obtained from Degron Research 
	Future Perspectives 
	References

