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RAS is a founding member of the RAS superfamily of GTPases. These small 21 kDa
proteins function as molecular switches to initialize signaling cascades involved in various
cellular processes, including gene expression, cell growth, and differentiation. RAS is
activated by GTP loading and deactivated upon GTP hydrolysis to GDP. Guanine
nucleotide exchange factors (GEFs) and GTPase-activating proteins (GAPs) accelerate
GTP loading and hydrolysis, respectively. These accessory proteins play a fundamental
role in regulating activities of RAS superfamily small GTPase via a conserved guanine
binding (G)-domain, which consists of five G motifs. The Switch regions lie within or
proximal to the G2 and G3motifs, and undergo dynamic conformational changes between
the GDP-bound “OFF” state and GTP-bound “ON” state. They play an important role in the
recognition of regulatory factors (GEFs and GAPs) and effectors. The G4 and G5motifs are
the focus of the present work and lie outside Switch regions. These motifs are responsible
for the recognition of the guanine moiety in GTP and GDP, and contain residues that
undergo post-translational modifications that underlie newmechanisms of RAS regulation.
Post-translational modification within the G4 and G5 motifs activates RAS by populating
the GTP-bound “ON” state, either through enhancement of intrinsic guanine nucleotide
exchange or impairing GAP-mediated down-regulation. Here, we provide a
comprehensive review of post-translational modifications in the RAS G4 and G5
motifs, and describe the role of these modifications in RAS activation as well as
potential applications for cancer therapy.
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INTRODUCTION

RAS superfamily small GTPases consist of more than 170
members. They act as molecular switches cycling between
GTP-bound “ON”- and GDP-bound “OFF”-states and play a
crucial role in transducing signals that direct various cellular
activities (Wennerberg et al., 2005). The RAS superfamily and
other GTPase families (e.g., heterotrimeric G-proteins,
elongation factors) contain a core guanine binding (G)-
domain that possesses a Rossman fold. This structural unit
enables high-affinity binding to GTP and GDP, as well as the
ability to hydrolyze GTP (Figure 1A). RAS proteins have been the
subject of intense investigation, as they are the most prevalent
oncoprotein in human cancer. In this review, we will focus on the
RAS G-protein and introduce a new layer of the regulation by

post-translational modifications outside the canonical Switch
regions. We will also discuss potential applications for cancer
therapy.

THE OVERVIEW OF RAS STRUCTURE AND
REGULATION
The Conserved G-Motif Is Required for
High-Affinity GTP and GDP Binding of RAS
The core G-domain of RAS superfamily small GTPases consists
of a six-stranded β-sheet and five α-helices, which contain five
functional motifs, G1-G5 motifs (Figures 1A,C; Wennerberg
et al., 2005; Wittinghofer and Vetter, 2011). The G1 motif is
also referred to as P-loop or Walker A/phosphate-binding loop.

FIGURE 1 | Overview of RAS structures and the guanine nucleotide-dependent interactions of G4 and G5 motifs. (A) A schematic diagram of the RAS G-domain.
Upper: Multiple sequence alignment of the RAS isotype G4 and G5motifs and representative RAS superfamily members are shown. Conserved residues are annotated
by asterisks. Lower: the secondary structures and topology of RAS. α-helices and β-sheets are shown in rectangle and arrow shape, respectively. Color theme for each
Gmotif (G1: cyan, G2: light green, G3: green, G4: coral pink, G5: magenta) are consistent throughout the figures. (B) Interaction of H-RASG-motifs with GDP (PDB:
4Q21) with hydrogen bonds. The plots were generated by LigPlot (Wallace et al., 1995) and the modified for clarity. The hydrogen bonds are shown in gray dotted lines
with the distance between atoms. For amino acid residues, the main chains are shown in black, and the side chains are shown in green. Each atom is shown in a sphere
and colored as follows: carbon, black; oxygen, red; nitrogen, blue; phosphorous, purple; magnesium, lime yellow. (C) The crystal structure of GDP-bound H-RAS (PDB:
4Q21). The hydrogen bonds are shown as dotted lines and Mg2+ ion as a purple sphere. Protein is shown as gray helix and the interacting residues of G4 and G5motifs
with the guanine moiety are shown in licorice representation in the inset. (D) Interactions of Lys117 within the G4 motif (upper panels) and Lys147 within the G5 motif
(lower panels) with GDP-bound K-RAS (PDB: 6MBT) (left panels) and GTP-bound K-RAS (PDB: 5VQ2) (right panels). Hydrogen bond interactions are shown as dotted
lines. Protein is rendered as cartoon and residues interacting with Lys117 or Lys147 are shown in licorice representation.
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TheG2 andG3motifs contain regions termed Switch I and Switch II
(collectively referred to as Switch regions). The P-loop and Switch
regions form interactions with the β- and γ-phosphate groups of
GTP, GDP and Mg2+. The Switch regions differ in conformation
between the GDP-bound “OFF” state to the GTP-bound “ON” state
(Kinoshita et al., 1999; Wittinghofer and Vetter, 2011). The GTP-
bound “ON” state is considered the active state as it adopts a
conformation that leads to increased affinity for downstream
effectors (e.g., RAFs, class I PI3Ks), thereby transmitting signals.
For example, the affinity of the GTP-bound RAS for RAF1 (CRAF)
is approximately 1000-fold higher than that of GDP-bound RAS
(Herrmann et al., 1995; Kiel et al., 2009).

The G4 and G5 motifs—the focus of this review—play a critical
role in the high-affinity binding of RAS to GTP and GDP through
guanine base and ribose recognition (Vetter andWittinghofer, 2001;
Wittinghofer and Vetter, 2011). In fact, the substitution of Lys117 or
Asp119 in the G4motif significantly reduces guanine ligand binding,
leading to greatly enhanced guanine nucleotide dissociation (Feig
et al., 1986; Denayer et al., 2008; Baker et al., 2013b). In the RAS
superfamily, the G4 motif contains an “N-K-X-D” sequence (X
denotes any amino acid, 116NKCD119 in human RAS) and is a major
determinant of guanine nucleotide specificity. The amino acid
residues in the G4 motif are strictly conserved, except for the
third position (X). In the structure of the GDP-bound RAS,
Lys117 in the G4 motif interacts with Gly13 of the G1 motif and
the guanine nucleotide ribose sugar (Figures 1B,D). Since Lys117
and Asp119 are highly conserved residues present in the guanine-
specificity region of all guanine-nucleotide-binding proteins,
mutations at these residues significantly alter the nucleotide
exchange rates. Mutations in Lys117 drastically reduce the
nucleotide-binding affinity and influence interactions with P-loop
residues. As Asp119makes a key hydrogen bond interactionwith the
guanine N1 atom (Figures 1B,D; Pai et al., 1989), mutations in
Asp119 will also influence nucleotide binding affinity (Cool et al.,
1999). The influence of Asp119 mutations on nucleotide-binding
affinity is significantly lower than that of Lys117 mutations. The G5
motif has an “S-A-X” sequence (X denotes any amino acid,

145SAK147 in human RAS), which also interacts with the guanine
moiety and is required for selective and high-affinity binding of RAS
to guanine nucleotides (Figure 1B). The amino group of Ala146
forms a hydrogen bond with the O6 atom of the guanine ring, and
the amino group of Lys147 forms a hydrogen bond with the N2
atom of the guanine ring (Figure 1D; Pai et al., 1989).

RAS Regulation by GEFs and GAPs
In mammalian cells, three families of GEFs and six families of
GAPs have been identified that act on RAS (Vigil et al., 2010;
Henning et al., 2015; Li et al., 2018; Gray et al., 2020; Stalnecker
and Der., 2020). Similarly, there are multiple GEFs and GAPs
associated with other RAS superfamily small GTPases (Bos et al.,
2007; Cherfils and Zeghouf, 2013). GEFs are regulated by kinase-
mediated phosphorylation and interactions with second
messengers (e.g., Ca2+, diacylglycerol, cAMP), which is often
coupled with changes in subcellular localization (Bos et al.,
2007; Vigil et al., 2010; Cherfils and Zeghouf, 2013). In
unstimulated cells, RAS exists predominately in the GDP-
bound “OFF” state. Once the GEF is activated or co-localized
with RAS, the GEF binds to RAS and interferes with the RAS/
guanine ligand. This leads to the dissociation of GDP from RAS.
As the affinity of RAS to GTP and GDP is similar (Feuerstein
et al., 1987; John et al., 1993; Ford et al., 2009), the frequency of
RAS activation reflects the intracellular GTP/GDP ratio (5∼80
fold) in mammalian cells (Traut, 1994), to promote the
population of RAS in the GTP-bound “ON” state via a
stochastic GTP loading (Figure 2A). RAS is deactivated upon
hydrolysis of the phosphate bond between the β- and
γ-phosphate of GTP. Although the rate of intrinsic GTP
hydrolysis activity is slow, RAS GAPs bind to GTP-bound
RAS and stimulate GTP hydrolysis. In the structure of RAS
GAPs (p120 RASGAP) and NF1-bound RAS, GAP binding
stabilizes the active site and provides an arginine finger, which
directly interacts with the β- and γ-phosphate of GTP, to greatly
enhance the GTP hydrolysis rate of RAS (Figure 2A; Scheffzek
et al., 1997; Kötting et al., 2008).

FIGURE 2 |Wild type and oncogenic RAS regulation by GEFs and GAPs. (A) The RAS nucleotide cycling regulated by GEF and GAP. GEFs bind to RAS, inducing
conformation changes that reduce the RAS affinity for guanine nucleotide ligands. This leads to the dissociation of GDP and the formation of the nucleotide-free apo-form
of RAS from the GDP-bound “OFF” state. Stochastic GTP loading to the apo-form of RAS facilitating the GTP-bound “ON” state, due to the higher GTP/GDP ratios in the
cell. GAPs bind to the GTP-bound RAS and increases its intrinsic GTPase activity for GTP hydrolysis. (B) Activation mechanism of oncogenic RAS mutant. Upper:
The RAS G12V oncogenic mutant impairs both intrinsic GTPase activity and GAP-dependent GTP hydrolysis. Lower: the RAS K117Rmutant maintains intrinsic GTPase
activity and GAP-dependent GTP-hydrolysis, but decreases the nucleotide affinity, leading to an increased GTP/GDP exchange.
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Oncogenic Mutation Within the G4 and G5
Motifs
In mammalian cells, there are three isotypes of RAS, named H-RAS,
K-RAS, and N-RAS. Single point mutations in RAS that promote
constitutive RAS activation and tumorigenesis (Bos, 1989;
Downward, 2003; Malumbres and Barbacid, 2003; Karnoub and
Weinberg, 2008; Pylayeva-Gupta et al., 2011; Ratner and Miller,
2015) and developmental disorders (Tidyman and Rauen, 2009;
Rauen, 2013; Borrie et al., 2017; Simanshu et al., 2017) were first
identified in the early 1980s (Figure 3; Chang et al., 1982). These
were later found to be present in approximately 25% of human
cancers (Forbes et al., 2010; Prior et al., 2012; Prior et al., 2020), and
over 100 oncogenic mutations have since been identified in human
RAS. Among them, the K-RAS G12C oncogenic mutation is present
in about 3–14% of cancer patients (Prior et al., 2012; Prior et al.,
2020; Nassar et al., 2021) and has been targeted for drug discovery
efforts (Ostrem et al., 2013; Lito et al., 2016; Janes et al., 2018; Hallin
et al., 2020; Moore et al., 2020). However, the K-RAS G12C
inhibitors do not act on other oncogenic mutants as they lack the
reactive cysteine at position 12 needed for covalent ligation and
inhibition. Thus, further understanding of RAS regulatory
mechanisms is critical to developing new therapeutic approaches
for targeting RAS-driven cancers and developmental disorders.

Gly12 and Gly13 in the G1motif and Gln61 in the G3motif are
known as hot spots for RAS oncogenic mutations (Moore et al.,
2020; Prior et al., 2020). One common feature of these mutants is
that they are impaired in GTP hydrolysis and thus populated in the
GTP-bound “ON” state (Figure 2B upper panel) (Gideon et al.,
1992). In addition to the impaired GTP hydrolysis, the G13D and
Q61L mutants are unique in that they also display enhanced
intrinsic guanine nucleotide exchange (Smith et al., 2013). The
improvements in sequencing technology in the 2000s have
uncovered additional point mutations in the G4 (e.g., K117N)
and G5 (e.g., A146T) motifs (Edkins et al., 2006; Denayer et al.,
2008; Wójcik et al., 2008; Smith et al., 2010; Gremer et al., 2011;
Niihori et al., 2011) that promote RAS activation.

These oncogenic mutations in the G4 and G5 motifs of RAS
retain GTP hydrolytic activity but greatly accelerate the guanine

nucleotide exchange rate that renders the GTPase less sensitive to
GEF-regulation (Denayer et al., 2008; Janakiraman et al., 2010;
Figure 2B lower panel). As indicated in the previous section “The
Conserved G-Motif is Required for High-Affinity GTP and GDP
Binding of RAS,” a subset of amino acids in the G4 and G5 motifs
are highly conserved as they directly interact with the guanine
ring and are important for the high affinity and specificity of the
guanine nucleotide. For example, even conservative mutations, such
as K117N, K117R, and K147R, can significantly increase nucleotide
exchange rate and populate RAS in the GTP-bound “ON” state
(Sasaki et al., 2011; Figure 2B lower panel). X-ray structural analysis
indicates that the guanidium group of Arg117 associated with the
K-RAS K117R mutant forms an additional interaction with the
amide group of Asn85, resulting in destabilization of key
nucleotide ligand interactions with the G4 motif (Lys117) and
P-loop (Gly13) (Denayer et al., 2008; Figure 1D). These
observations suggest that the conserved amino acids in the G4
and G5 motifs are critical for guanine nucleotide-binding—i.e.,
perturbations in these key residues may promote RAS activation.

Post-translational Modifications Outside
the Switch Regions
While missense mutations within the key residues in G4 and G5
motifs can promote RAS activation, post-translational
modification (PTM) of these residues is yet another mechanism
that can alter guanine nucleotide interactions and RAS activity.
PTMs of proteins are key regulatory events in many cellular
processes. Eukaryotic cells possess a variety of enzymes
responsible for PTMs, such as Ser/Thr/Tyr kinases,
methyltransferases, acetyltransferases, and ubiquitin ligases.
PTMs by these enzymes are dynamic and, in most cases,
reversible. It is well-known that the G-domain and C-terminal
region of RAS is regulated by various PTMs (Ahearn et al., 2018).
Furthermore, accumulating evidence indicates that RAS undergoes
S-nitrosylation of select cysteine residues, as well as acetylation,
methylation, and ubiquitylation of lysine residues within the G4
and G5 motifs (Lander et al., 1995; Sasaki et al., 2011; Knyphausen

FIGURE 3 | A chronicle of RAS-related discoveries highlighted in this review.
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et al., 2016; Yoshino et al., 2019; Figure 3). These PTMs can
upregulate RAS activity by increasing the guanine nucleotide
exchange rate and/or inhibiting GAP-mediated GTP hydrolysis.

PTMWITHINTHERASG4MOTIF (116NKCD119)

S-Oxidation and S-Nitrosylation of Cys118
in the G4 Motif
Cells are often exposed to various stresses, such as increased
reactive oxygen species (ROS). ROS are continuously generated
through the mitochondrial electron transport chain, peroxidases,
xanthine oxidase, lipoxygenase, NADPH oxidases, and heme-
enzyme reactions. ROS can be generated by exogenous stimuli,
such as UV and ionizing radiation, ethanol intake, oxidized food,
metal ion overload (e.g., Fe and Cu), and smoking. Also, nitric
oxide (NO) is generated endogenously by nitric oxide synthases
(NOS) and exogenously by nitrogen oxides in air pollution (NOX)
(e.g., car exhaust) and nitro compounds (Davies, 2016).

Cysteine is a key amino acid in proteins for maintaining redox
balance. Cysteine has a reactive thiol side chain (Cys-SH), which
can undergo one- and two-electron oxidation reactions. Also,
cysteine can undergo several reversible oxidative modifications,
including S-sulfenylation (Cys-SOH), S-nitrosylation (Cys-SNO),
and S-glutathionylation (Cys-SSG) (Figure 4A; Paulsen and
Carroll, 2013). In addition, some cysteine residues in proteins
are more redox-sensitive than others because of changes in the side
chain orientation, charge, and altered exposure to ROS, affecting
the efficiency of modification. For example, PTEN, a lipid
phosphatase that antagonizes class I PI3K signaling by
dephosphorylation of PI(3,4,5)P3, has a redox-sensitive cysteine
residue in its catalytic center, which undergoes S-sulfenylation,
leading to PTEN inactivation and increased class I PI3K signaling
(Lee et al., 2002; Leslie et al., 2003; Zhang et al., 2017). The RAS
GTPases are also regulated by cysteine oxidation, with the history

of the RAS cysteine oxidation research tracked back to 1995
(Figure 3).

Novogrodsky’s group at the Tel Aviv University found that
treatment of RAS with a variety of oxidative reagents, including
hydrogen peroxide (H2O2), hemin, Hg2+, and NO, increases
cellular RAS activity (Lander et al., 1995). Further, Cys118 was
identified as the primary S-nitrosylation site in H-RAS. Cys118 is
the most exposed solvent-accessible cysteine amongst three
cysteine residues within the G-domain (Lander et al., 1996).
Biochemical and structural studies of Cys118-nitrosylated
H-RAS and a redox insensitive H-RAS variant (C118S) revealed
that neither nitrosylation at this solvent-exposed site or mutation
perturbs RAS structure, nucleotide cycling, or association with the
RAS binding domain of CRAF (Mott et al., 1997; Williams et al.,
2003). Subsequent functional analysis revealed that treatment with
S-nitrosocysteine (CysNO), an NO donor, increases the GDP
dissociation rate by ∼200-fold, resulting in the increased
guanine nucleotide exchange rate, in the absence of a GEF
(Williams et al., 2003; Heo and Campbell, 2004; Heo et al.,
2005; Figure 5). Biochemical analysis revealed that various
oxidants (e.g., superoxide, CysNO), but not H2O2, which
produce a Cys118 thiol radical intermediate, can cause
oxidation of the guanine nucleotide and destabilize guanine
nucleotide-binding (Heo and Campbell, 2005), leading to
enhanced guanine nucleotide exchange.

Conservation of Cys118 Within RAS
Superfamily Members
About 20% of small GTPases possess a cysteine residue at the
position equivalent to Cys118 in the RAS superfamily. Within the
RAS and RAB sub-classes, 25 and 30% of these retain the Cys118
(RAS isotypes numbering) (Figure 6; Wennerberg et al., 2005),
respectively. Similar toH-RAS, a RAS sub-classmember RAP1A and
a RAB sub-class member RAB3 undergo cysteine S-nitrosylation at

FIGURE 4 | A schematic diagram of the post-translational modifications of cysteine and lysine side chains. (A) The sulfur atom of cysteine side chain can undergo
several oxidative modifications, including those shown in the red box. S-nitrosylation can be generated upon reaction with nitric oxide (NO). Upon the reaction with
reactive oxygen species (ROS), the sulfur atom of cysteine side chain can undergo S-sulfenylation, and further oxidation to S-sulfinic and S-sulfonic states. The cysteine
side chain can also form mixed disulfides, including reaction with glutathione (GSH) to undergo reversible S-glutathionylation. (B) The ε-amino group of lysine side
chain can undergo several modifications as shown in the red box. The portion of modified lysine side chains is shown as “R-NH”. Ubiquitylation is mediated by ubiquitin
E3 ligase, while deubiquitylation is mediated by deubiquitylases. Lysine acetyltransferases use acetyl-CoA as the acetyl-donor for lysine acetylation, which can be
reversed by acetylated lysine deacetylases. Lysine methyltransferases use S-adenosylmethionine as a methyl donor for lysine methylation, which is reversed by
methylated lysine demethylase, coproducing formaldehyde.
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the cysteine residue in the G4 motif, leading to enhanced guanine
nucleotide exchange resulting in elevated RAS activity (Heo and
Campbell, 2005; Heo et al., 2005). Thus, the role of Cys118 oxidation
in regulation of GTPase activity appears to be conserved in several
RAS and RAB sub-class GTPases, and possibly in the other small
GTPases with the cysteine residue equivalent to RAS Cys118 (Raines
et al., 2007; Lim et al., 2008; Davis et al., 2011; Mitchell et al., 2013).

Ubiquitylation of Lys117 in G4 Motif
Lysine is a positively charged amino acid containing a long
aliphatic sidechain and can undergo several post-translational
modifications, such as acetylation, methylation, and
ubiquitylation (Figure 4B). Ubiquitylation is a large lysine
PTM, in which the 76 amino acid residue protein ubiquitin is
conjugated to the ε-amine of the lysine residue in the target

FIGURE 5 |A schematic diagram highlighting the role of G4 andG5 post-translational modifications in RAS activation. Monoubiquitylation of RAS at Lys117, as well
as S-nitrosylation of RAS at Cys118, increases GDP dissociation, leading to an increased GTP/GDP exchange rate. In contrast, monoubiquitylation of RAS at Lys147
impedes GAP-mediated GTP hydrolysis, which populates the active RAS GTP-bound “ON” state.

FIGURE 6 | The conservation of amino acids within the G4 and G5 motifs. Sequence alignment performed using Clustal Omega (https://www.ebi.ac.uk/Tools/
msa/clustalo/). The amino acid sequence logo for the G4 and G5 motifs was created using WebLogo (https://weblogo.berkeley.edu/logo.cgi).
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protein through an isopeptide bond formation to its carboxyl
group of C-terminal glycine. The conjugated ubiquitin can be
further polyubiquitylated. Lys48-linked polyubiquitylation
induces proteasome-dependent protein degradation (Heride
et al., 2014). This process typically requires four or more
polyubiquitin chains (Thrower et al., 2000; Miller and Gordon,
2005). Protein monoubiquitylation, on the other hand, does not
promote protein degradation but regulates other cell functions
such as endocytic trafficking (Haglund et al., 2003; Mosesson
et al., 2003) and DNA damage response (Uckelmann and Sixma,
2017).

In 2011, RAS was identified as a target for monoubiquitylation
(Figure 3; Sasaki et al., 2011). Cell biology experiments conducted
in HEK293T cells determined that both H- and K-RAS are targets
for monoubiquitylation. Monoubiquitylation of H- and K-RAS
appeared to promote RAS activation, as the ubiquitylated RAS
were more populated in GTP-bound “ON” state and showed
enhanced association with RAS effectors compared to the non-
modified RAS. These findings suggest that the
monoubiquitylation of RAS is linked to RAS activation (Sasaki
et al., 2011). Tandem affinity purification of ubiquitylated H- and
K-RAS4B (hereafter K-RAS) followed by mass spectrometry
analysis identified Lys117 and Lys147 as major sites for
monoubiquitylation, respectively. NMR analysis and cell
biology experiments showed that monoubiquitylation of
Lys117 stimulates nucleotide exchange in the absence of RAS
GEF and thereby induces GTP loading and RAS activation (Baker
et al., 2013b; Figure 5).

Conservation of Lys117 Within RAS
Superfamily Members
The lysine residue within the “N-K-X-D” G4 motif is highly
conserved within the RAS superfamily (Figure 6). Within the
RAS, RAB, and ARF sub-classes, almost all of these retain Lys117
(RAS isotypes numbering), while a few exceptions exist within the
RHO sub-class GTPases (e.g., CDC42, TCL, RHOH)
(Wennerberg et al., 2005). Furthermore, the lysine residue
within the G4 motif is also highly conserved within the other
G-protein families (Dever et al., 1987). Hence, it is considered
that the GEF-independent activation via Lys117
monoubiquitylation may be a fundamental mechanism to
regulate the activity of small GTPases and perhaps the other
G-proteins as well.

PTM WITHIN RAS G5 MOTIF (145SAK147)

Ubiquitylation of RAS Lys147 in the G5Motif
Lys147 monoubiquitylation upregulates RAS activity in a manner
distinct from Lys117 monoubiquitylation (Figure 5). Lys147 lies
outside the Switch regions (Figures 1A,C). Using ubiquitin-
conjugated K-RAS, our group discovered that Lys147
monoubiquitylation alters conformational dynamics of the
Switch I and II regions and interferes with association of and
downregulation by RAS GAPs while slightly altering GEF-
dependent GDP/GTP exchange (Baker et al., 2013a; Figure 5).

Biochemical, NMR, and computational analyses indicated that
ubiquitin makes dynamic non-specific contacts with RAS, yet
since the modification is large (∼8 kDa), it alters the
conformation of Switch regions and dynamics of RAS
structure (Baker et al., 2013a; Hobbs et al., 2013). This, in
turn, alters recognition by GAP and effector proteins. In
particular, the Lys147 monoubiquitylation enhances the
association with the specific K-RAS effectors: CRAF, BRAF,
and class I PI3K in HEK293T cells, while binding affinity
appears unaffected with other effectors, such as phospholipase
C (PLC) and calmodulin. These findings revealed a new function
for ubiquitylation in modulating signaling through specific
downstream pathways (Sasaki et al., 2011). While Lys147
monoubiquitylation of GDP-bound K-RAS significantly
enhances the affinity to CRAF (more than 40-fold),
monoubiquitylated GTP-bound K-RAS shows attenuated
binding affinity for the RAS binding domain of certain RAS
effectors (CRAF, RALGDS, and PI3Ks) (Thurman et al., 2017).
These results suggest that monoubiquitylation in K-RAS Lys147
facilitates RAF association and promotes signaling in a GTP-
independent manner. Also, further analysis showed that the
linker length (at least seven to eight residues) and protein
ligation size of ubiquitin are critical for the GAP defect
(Hobbs et al., 2013).

Consistent with these results, cell biological analysis indicated
that Lys147 monoubiquitylation promotes GTP loading of
K-RAS. In mouse xenograft assays, a K-RAS G12V/K147L
double mutant that cannot be ubiquitylated showed
significantly decreased tumor mass and volume, compared to
oncogenic K-RAS G12V expressing isogenic control cells,
suggesting a critical role of Lys147 monoubiquitylation, or
possibly through other modifications (e.g., acetylation,
methylation), in tumor progression (Sasaki et al., 2011).

Acetylation of RAS Lys147 in the G5 Motif
Lysine acetylation is a prevalent post-translational modification
in eukaryotes and bacteria, and is mediated by the transfer of an
acetyl CoA acetyl group by a cognate lysine acetyltransferase (Ali
et al., 2018; Nakayasu et al., 2017). Acetylation of lysine decreases
the overall positive charge of lysine residues and can create a
docking site for other proteins (Figure 4B). Beyond its well-
characterized role in regulating gene transcription through
histone modification, lysine acetylation regulates diverse
cellular processes through non-histone proteins (Ali et al., 2018).

Recent studies have shown that Lys147 in K-RAS also
undergoes acetylation (Knyphausen et al., 2016; Song et al.,
2016). The K-RAS K147Q mutation, which was generated to
mimic Lys147-acetylation, increased the rate of guanine
nucleotide exchange approximately three-fold higher than
wild-type K-RAS (Song et al., 2016), which implies that
acetylation of Lys147 in K-RAS may be involved in regulating
guanine nucleotide exchange. However, the K147Q mutant may
not mimic lysine acetylation as substitution of Lys147 with
glutamine may disrupt a key interaction(s) important for
guanine nucleotide-binding. Indeed, it has been shown that
Lys147 acetylation did not affect the intrinsic and the GEF-
dependent guanine nucleotide exchange (Knyphausen et al.,
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2016). Further studies are warranted to define the role of Lys147
acetylation in K-RAS functions.

Methylation of RAS Lys147 in the G5 Motif
Protein methylation also occurs on side chain nitrogen atoms of
lysine, arginine, and histidine residues. In contrast to the long-
studied lysine acetylation, the roles of lysine-methylations beyond
chromatin regulation are less well characterized, despite its earlier
discovery in Salmonella typhimurium flagellin protein in 1959
(Ambler and Rees, 1959). Lysine modifications are more diverse
than acetylation and can involve the transfer of one, two, or three
methyl groups to the ε-amine of a lysine side chain through the
conjugation of a methyl group from S-adenosyl methionine
(SAM) by a lysine methyltransferase (Figure 4B). Unlike
ubiquitylation and acetylation, lysine methylation maintains its
overall positive charge. It is thus believed that the major function
of lysine methylation is to provide a docking site for the proteins
that recognize and bind methylated lysine (e.g., MBT and Tudor
domains) (Lanouette et al., 2014; Teske and Hadden, 2017).

In 2019, mass spectrometry analysis of the
immunoprecipitated endogenous RAS identified dimethylation
at Lys5, adjacent to the G1 motif, as well as monomethylation at
Lys147 in H-RAS (Figure 3) (Yoshino et al., 2019). While it is
currently unclear whether Lys5 dimethylation is specific for all
RAS isotypes, Lys147 is unique to the H-RAS. Given that
substitutions at Lys147 to alanine, cysteine, or leucine do not
significantly alter RAS activity (Sasaki et al., 2011; Baker et al.,
2013a), it has been speculated that methylation of Lys147 does
not alter RAS structure and that methylation of Lys147 may affect
the H-RAS function by creating a docking site or blocking other
PTMs. It is worth noting that methylation can prevent protein
degradation by antagonizing ubiquitylation at the same targeted
lysine residue (Lanouette et al., 2014); in yeast, 43% of methylated
lysine residues are predicted to undergo ubiquitylation as well
(Pang et al., 2010). Given that Lys147 in K-RAS undergoes
monoubiquitylation, Lys147 methylation may negatively
regulate RAS activation and monoubiquitylation-mediated
effector switching.

Conservation of Lys147 Within RAS
Superfamily Members
The lysine residue within the “S-A-K” G5 motif is conserved in
about 45% of RAS superfamily members (Figure 6; Wennerberg
et al., 2005). The adjacent serine and alanine residues within the
G5 motif are also highly conserved in each sub-class (Figure 6).
Thus, the PTM of Lys147 (RAS isotypes numbering) may not be
limited to RAS but present in other RAS superfamily GTPases.
The G5motif within some of the RHO, RAB, and ARF sub-classes
contain “S-A-L,” “S-A-T,” “C-A-L,” and “C-A-T” sequences
(Figure 6), and may undergo different PTMs within the G5
motif (e.g., phosphorylation at threonine residue of “S-A-T”
motif and S-oxidation or S-nitrosylation at cysteine residue of
“C-A-L” motif). Of note, the G5 motif is absent in several other
G-proteins (e.g., heterotrimeric G-proteins and elongation
factors). Whether the diverse sequences associated with the G5
motif in comparison to the more conserved G4 motif contribute

to the functional difference of these RAS sub-classes remains
unknown.

POTENTIAL THERAPEUTIC APPLICATION

Oncogenic RAS Specific Inhibitors
Although RAS has been considered “undruggable” (Gysin et al.,
2011; Samatar and Poulikakos, 2014; Stephen et al., 2014; Papke
and Der, 2017; Welsch et al., 2017), recent discoveries identified
covalent inhibitors that target Cys12 which is the reactive cysteine
within the K-RAS G12C oncogenic mutant by designed peptide
mimetics (Ostrem et al., 2013; Yoo et al., 2020). These inhibitors
are shown to suppress tumor progression (Lito et al., 2016; Janes
et al., 2018). Recently, Sotorasib, a K-RAS G12C inhibitor, has
been granted accelerated approval by the Food and Drug
Administration (FDA) (Canon et al., 2019; Hong et al., 2020)
for the treatment of non-small-cell lung cancer (NSCLC). In
addition, other K-RAS G12C inhibitors are now in multiple
clinical trials, including phase II and phase III studies (Clinical
Trial number: NCT04613596; NCT04685135; NCT04793958;
NCT04449874; NCT04699188) (Hallin et al., 2020). While
most K-RAS mutations occur at codon 12 (e.g., G12V, G12D),
G12C is only one of the mutations that can lead to oncogenic RAS
activation at this position. Hence, there is a need to develop
therapeutics effective for other RAS mutant-driven cancers.

Targeting the EnzymesResponsible for RAS
PTMs
Given that the post-translational modifications identified in the
G4 and G5 motifs are mediated by enzymes, we postulate that
further mechanistic understanding of RAS regulation by PTMs of
G4 and G5 motifs may unveil new approaches to suppress the
RAS oncogenic activity that targets these modification enzymes
(Figure 7). While the enzymes involved in RAS methylation
remain unclear, several enzymes for RAS ubiquitylation and
acetylation have been identified. Lysine deacetylases, HDAC6
and SIRT2, are suggested to negatively regulate K-RAS
acetylation in cancer cells (Yang et al., 2013; Knyphausen
et al., 2016). RABEX5, an E3 Ubiquitin ligase, catalyzes mono-
and di-ubiquitylation of H- and N-RAS, but not K-RAS, which
downregulates RAS activity (Xu et al., 2010; Yan et al., 2010;
Washington et al., 2020). The ubiquitylation site(s) by RABEX5
remains unclear. A deubiquitinase OTUB1 has been identified as
a negative regulator of RAS through a mammalian protein-
protein interaction screening using H-RAS G12V mutant as
the bait (Baietti et al., 2016). As Lys117 or Lys147
ubiquitylation upregulates RAS activity, it is unlikely that
RABEX5 and OTUB1 modulate ubiquitylation of either Lys
117 or Lys147 in the G4 and G5 motifs. Hence, further studies
exploring enzymes responsible for RAS ubiquitylation are
required.

A promising new strategy to antagonize aberrant RAS
signaling involves RAS degradation through ubiquitylation.
These proteolysis-targeting chimera (PROTAC) approaches have
proven to be an effective strategy for inhibiting specific protein
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targets (Churcher, 2017; Coleman and Crews, 2018). PROTACs
induce proteolysis of a target protein by linking a target protein to the
specific E3 ubiquitin ligase via a chemical tag (Khan et al., 2020).
Importantly, PROTACs specifically targeting K-RAS or the K-RAS
G12C mutant have recently been developed (Bery et al., 2020; Bond
et al., 2020). Identifying RAS E3 ligases could aid in the application of
PROTAC approaches for therapeutic inhibition of RAS as RAS-
specific ligases may facilitate spatial/temporal localization needed for
efficient RAS degradation. Clarifying which enzymes are responsible
for RAS acetylation and methylation may provide another indirect
way to suppress RAS activity by modulating these PTMs.

CONCLUDING REMARKS

Post-translational modifications contribute to the diversification of
protein function as well as the robustness to intra- and extracellular
stress for maintaining cellular functions. Among the many post-
translational modifications, S-oxygenation, S-nitrosylation,
monoubiquitylation, acetylation, and methylation described in
this review reflect reversible modifications that can modulate the

function of RAS proteins. Divergent mechanisms involved in RAS
activation through PTMs of theG4 andG5motifs are likely to enable
RAS to function at the distinctive subcellular localization, timing,
and kinetics, apart from the canonical RAS regulatory pathway by
GEFs and GAPs. Thus, RAS PTMs may play an important role in
developing a new therapeutic approach for RAS-driven cancers. One
of the next important steps will be to identify enzymes responsible
for RAS PTMs as well as to clarify the physiological significance of
these modifications in developmental processes, homeostasis, and
disease states. PTMs associated with RAS G4 and G5 motifs may
represent novel “Achille’s heels” for new anti-RAS approaches.
Further understanding of these mechanisms might shed light on
the development of effective therapeutic approaches.
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