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Razing the scaffolding: the elimination of non-
catalytic functions of kinases through targeted
protein degradation

Sarah Pogasha and Steven Fletcher *ab

Overexpression and activation of kinases often results in cancer initiation and progression through both

catalytic and non-catalytic functions that promote rapid proliferation, growth, survival, and metastasis of cells.

Catalytic functions are effectively blocked with the use of ATP-competitive inhibitors, however drug-resistant

mutations are emerging all the time. Further, single-agent ATP-competitive inhibitors sometimes fail to

eliminate oncogenic properties of the targeted kinase, likely due to (non-targeted) non-catalytic functions that

are maintained. Non-catalytic functions – such as scaffolding roles, where the kinase may interact with other

proteins to coordinate cellular activities or protect them from degradation by the proteasome – may be

targeted through the development of protein–protein interaction (PPI) inhibitors, although this is a highly

challenging endeavour. To overcome the limitations of classical (ATP-competitive) inhibitors (and circumvent

the formidable feat required in the development of PPI inhibitors), which operate through “occupancy-driven”

pharmacology, targeted protein degradation, as showcased by proteolysis targeting chimeras (PROTACs), is

fast becoming a highly sought-after goal for a large plethora of protein targets, and is governed by “event-

driven” pharmacology. Because PROTACs result in the degradation of the protein of interest, these

compounds are predicted to both catalytic and non-catalytic functions of a targeted kinase. Herein, we focus

on the development of PROTACs that target (i) the scaffolding roles of focal adhesion kinase (FAK) that are

associated with the formation of signaling units involved in migration and invasion events and (ii) the

scaffolding roles of Aurora-A kinase (AURKA), which play a role in the protection of MYC proteins from

proteasomal degradation.

Introduction

Kinases contribute significantly to the maintenance of cellular
homeostasis by phosphorylating/activating downstream
substrates in response to extra- or intra-cellular stimuli.1–3

Dysregulation in the expression levels and/or the activity of
kinases has been linked to a wide range of human cancers,4

as well as other disease states.1–3,5,6 More specifically in
cancer, kinases function to promote rapid cell proliferation,
survival, growth, and metastasis through both catalytic and
non-catalytic functions.7 For example, the V600E B-Raf (BRAF)
mutation that occurs in over 50% of malignant melanoma
cases, constitutively activates the mitogen-activated protein
kinase (MAPK) cascade ultimately driving the proliferation of
melanoma cells, highlighting an example of a kinase's
catalytic function that leads to cancer progression.2,7,8 FDA-

approved, ATP-competitive (catalytic) inhibitors of mutated
BRAF include vemurafenib, dabrafenib, and encorafenib.9

Similarly, internal tandem duplication (ITD) mutations to
FMS-like tyrosine kinase 3 (FLT3) results in constitutive
activation of the FLT3 protein and subsequent activation of
downstream signalling pathways related to cell survival and
proliferation in patients with acute myeloid leukaemia
(AML).10,11

Although catalytic functions of kinases have been highly
exploited in the pharmaceutical industry for the development
of inhibitors/drugs, non-catalytic functions of kinases may
also promote cancer progression.1 Such non-catalytic
functions may become apparent when comparing the
phenotypic output in animals with inactive mutants versus
knocked out kinases, which can be as extreme as survival or
mortality.1 Non-catalytic functions of kinases can be
classified into 3 broad categories including: kinase-DNA
interactions, allosteric regulation of other enzymes, and
scaffolding roles.1,2,6 This review focuses on targeting both
the scaffolding roles of focal adhesion kinase (FAK) that lead
to the formation of signalling complexes,12–14 as well as the
evasion of proteasomal degradation of MYC proteins through
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their scaffolding interactions with Aurora-A kinase
(AURKA).15–17

In recent years, it has been discovered that the
conformation of a kinase's activation loop can influence
whether it functions as a scaffold or as an allosteric
regulator.1,6 Determining the conformation of the activation
loop associated with non-catalytic functions of kinases in
cancer is crucial for the development of effective
therapeutics. Although non-catalytic functions are
independent of kinase activity, many are coupled with active
conformations of the kinase.1,2 As of 2022, the FDA has
approved 73 small-molecule kinase inhibitors (SMKI), with
most of these drugs being either type 1 or 2 ATP-competitive
inhibitors that target the ATP binding site in the kinases
active or inactive form, respectively.3,7 Because the ATP-
binding site is highly conserved, type 1 and 2 inhibitors are
often non-selective, targeting more than one member of a
kinase family (e.g. tofacitinib pan-JAK inhibitor18), and giving
rise to highly efficacious compounds; however, in some
cases, multi-kinase inhibitors may be associated with toxicity
issues as they may also be promiscuous and target other
kinase families.7,19 A majority of SMKIs target tyrosine
kinases (TK),19 including: FLT3 (gilteritinib),10,11,20 human
epidermal growth factor receptor (EGFR/HER, gefitinib);21

vascular endothelial growth factor receptor (VEGFR,
axitinib);22 Janus kinases (JAK, tofacitinib);18 and anaplastic
lymphoma kinase (ALK, lorlatinib).23 Other common targets
with approved drugs include: BRAF (vemurafenib);9 mitogen-
activated protein kinases 1 and 2 (MEK1/2, cobimetinib);24

phosphatidylinositol 3-kinase (PI3K, alpelisib);25 and cyclin-
dependent kinases 4 and 6 (CDK4/6, ribociclib).26 Despite the
successful deployment of SMKIs, the long-term clinical
efficacy may be limited by acquired drug resistance due to
gatekeeper mutations (gatekeeper residues control inhibitor
access to the ATP-binding site), where patients may initially
respond to treatment but after continual exposure the disease
becomes resistant to the treatment.2,3,6,7 For instance,
gilteritinib, a FLT3 inhibitor, experiences drug resistance due
to the gatekeeper mutation F691L.10,11,20 Additionally, it has
been demonstrated that single-agent kinase inhibitors are
sometimes unable to eliminate oncogenic properties of the
targeted kinase likely due to scaffolding (non-catalytic) roles
that are not affected by active site inhibition.6

To overcome acquired drug resistance of classical ATP-
competitive inhibitors, one strategy is to develop second-
generation inhibitors that are (initially) impervious to the
resistance-causing mutations.3,27 There are seven FDA-approved
kinase inhibitors that have been designed specifically to
overcome gatekeeper mutations, however it is predicted that the
kinases will mutate again in response to the new drugs,3,7 and
so this may result in a perpetual and costly situation of
constant drug re-design. Therefore, it is important to devise
complementary approaches to overcome all the challenges with
classical inhibitors. Some approaches include developing
covalent inhibitors, which has been discussed previously,28–31

yielding permanent inactivation of the target protein, as

opposed to transient inhibition with a traditional small-
molecule inhibitor, or developing degraders,3,7 which afford
destruction of the target protein. The design rationale for both
the aforementioned approaches often leverages successful
small-molecule inhibitors and their conversion into covalent
inhibitors or targeted protein degraders by attaching an
electrophilic warhead or a ligand that is recognized by an E3
ligase, respectively. The Achilles heel of covalent inhibitors is if
the key nucleophilic residue mutates, then the inhibitor may no
longer be able to react with the protein target.28–31 While there
is a concern that drug-resistant mutations will weaken the
binding of targeted protein degraders, they function by a
different mechanism of action that can be described as “event-
driven” pharmacology, as opposed to small-molecule inhibitors
that function by “occupancy-based” pharmacology.3,7 Because of
their “event-driven” pharmacology, targeted protein degraders
need not bind with exquisite affinities and for a prolonged
period of time. Rather, they just need to bind long enough for
the protein degradation event to be initiated, and this may lead
to overcoming drug resistance (see next section). Indeed, it has
been demonstrated that targeted protein degraders can be active
against treatment-resistant cancers, such as the dasatinib-
derived molecule SIAIS056 that degrades clinically relevant
mutated BCR–ABL1 fusion protein that is resistant to treatment
with imatinib and dasatinib in chronic myeloid leukemia.32

In addition to the possibility of overcoming resistance
mutations, both catalytic and non-catalytic functions may be
eliminated with targeted protein degraders, making them
highly advantageous over other approaches,2,5,6 which
circumvents the challenges of developing protein–protein
interaction (PPI) inhibitors to disrupt non-catalytic functions;
these obstacles include the lack of a small-molecule tractable
(traditional) binding site and an established bioactivity
assay.33–36 For instance, apart from its catalytic activity, EGFR
acts as a scaffold to bind and activate other receptor tyrosine
kinases, a function that also contributes to treatment
resistance with EGFR inhibitors, like gefitinib that is used to
treat non-small cell lung cancer.32 Therefore, the
development of EGFR degraders promises to abolish both its
catalytic and non-catalytic functions.32

A highly successful class of degraders comprises those
termed PROTACs, an acronymized form of PROteolysis
TArgeting Chimeras, and these will be described more fully
in the following sub-section. While PROTACs designed to
inhibit a protein's catalytic function are “coming of age”
having now entered clinical trials,37 the deployment of
PROTACs to target non-catalytic scaffolding functions of
proteins is a field that is very much in its infancy.
Nevertheless, given the exponential publication rate of
PROTAC papers since their inception in 2001,38 we expect
this niche will blossom rapidly. Herein, we focus on two of
the more developed applications: the development of
PROTACs to inhibit the scaffolding (non-catalytic) functions
of FAK12–14 and AURKA,17,39 in contrast to traditional small-
molecule inhibitors that inhibit only the catalytic functions
of these enzymes.
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Targeted Protein Degradation (TPD):
PROteolysis-TArgeting Chimeras
(PROTACs)

PROTACs are a class of targeted protein degraders wherein a
ligand for a protein of interest (POI) is chemically linked to a
ligand that targets an E3 ligase.5,6,40–42 As shown in Fig. 1,
simultaneous binding of the POI and E3 ligase results in
ternary complex formation and the polyubiquitination of
accessible surface-exposed lysine residues on the POI by an E2
ligase that is closely associated with the E3 ligase. This
polyubiquitin tag serves as a protein-destruction signal, and
the protein is subsequently recognized and degraded by the
proteasome.38,40,41 Hijacking the ubiquitin-proteasome system
(UPS), the PROTAC molecule is not consumed by the
degradation process and rather has a catalytic mechanism of
action, enabling multiple target protein molecules to be
degraded by one PROTAC molecule and therefore possibly
lower the dose requirement of the parental drug to maintain
the desired therapeutic effect.40,43 Furthermore, the
mechanism of action of PROTACs may be described as “event-
driven pharmacology”, where the PROTAC needs to be bound
to each component just long enough for the polyubiquitination
process to occur.5,40,43 This is in contrast to the direct
inhibition of a protein, such as a kinase by an ATP-competitive
inhibitor, wherein the drug's therapeutic effect is realized only
when the drug is engaged with the protein, and so high affinity
binders are preferred; this latter mode of inhibition has been
termed “occupancy-driven pharmacology”.5 It has, thus, been
hypothesized that the phenomenon of “event-driven
pharmacology” may empower PROTACs to be able to overcome
acquired drug resistance.43 Although very high affinity for the
POI is not required by PROTACs, mutations to the E3 ligase
may impart resistance to the treatment, as may the
downregulations of other components of the UPS.43,44

PROTACs also have the potential to convert pan-inhibitors into
specific degraders due to differences in the distribution of
surface exposed lysine residues or favourable interactions
formed between the POI and E3 ligase.42 The advantages of
PROTACs renders them extraordinary candidates for the next-
generation of therapeutics to overcome limitations of
traditional inhibitors in the clinic.

Rational design of PROTACs involves the careful selection
of the POI ligand, linker length and flexibility, as well as the
E3 ligase to be recruited. It is common practice for the POI
ligand to be chosen according to the most clinically advanced
inhibitor for the target protein, which may be either a
selective- or pan-inhibitor.40 A solvent-exposed portion from
the chosen inhibitor functions as a grafting point to attach
the linker bearing the E3 ligase ligand, as modifying this
functionality should not significantly affect binding affinity.
The desired linker length and flexibility are largely based on
empirical design; flexible linkers include hydrocarbons and
polyethylene glycol (PEG) units,45 while rigid linkers include
cyclic structures such as piperidines and piperazines.46 Both
the linker length and flexibility are crucial factors in ternary
complex formation,45 therefore, the deployment of a library of
PROTACs containing linkers with different characteristics
may help to determine the optimal composition. Similarly,
the decision of which E3 ligase to recruit is not always
straightforward, so PROTACs are often designed with
different E3 ligase ligands. The majority of PROTACs recruit
either cereblon (CRBN), Von Hippel–Lindau (VHL), or
inhibitors of apoptosis (IAP) as their E3 ligase by utilizing
thalidomide derivatives, VHL ligand 1 derivatives, or bestatin
as ligands, respectively.47–50 The application of recruiting
different E3 ligases that are expressed in specific tissues are
actively being investigated for targeted therapies, as CRBN
and VHL are highly expressed in most tissues.44,51 Recently,
Adhikari et al. developed a RiPA (rapamycin-induced
proximity assay) that can aid in the selection of a proper
target protein and E3 ligase pair for the development of
PROTACs, by quantifying the level of degradation of the target
protein when brought into close proximity to an E3 ligase.
They applied this system to the protein WDR5, and their
observations were consistent with the literature, where VHL
was able to induce the degradation of WDR5 but CRBN was
not. They also applied their RiPA system to FBXL12, an E3
ligase that is not typically recruited in PROTACs and observed
degradation of a few target proteins. While the authors
mentioned that the RiPA system may generate false positives
and negatives, it can be used as a starting point while
designing PROTACs which may help in reducing the trial-and-
error design approach while selecting the E3 ligase.52

Many successful CRBN- and VHL-based PROTACS have been
developed for the treatment of cancer,42,43,53 wherein the POI
has included AURKA, FAK, BRAF, EGFR, and CDKs, among
others.42,53 Other major targets include receptors that are
overexpressed in prostate cancer and breast cancer, such as
the androgen receptor (AR) and estrogen receptor (ER),
respectively.43,53 Recently, vepdegestrant (ARV-471), a PROTAC

Fig. 1 Schematic representation of the mechanism of action of
PROTACs and molecular glue degraders. In brief, the degrader
simultaneously binds the POI and E3 ligase, resulting in
polyubiquitination of surface-exposed lysines on the POI ultimately
tagging it for destruction by the proteasome. The degrader is recycled
and can degrade multiple POI molecules, as it is not consumed by the
proteasome. Prepared with https://biorender.com/.
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targeting ER, has entered phase III clinical trials for the
treatment of breast cancer.54,55 While most PROTACs are being
developed for cancer research, other disease states are also
being explored such as neurodegenerative and inflammatory
diseases.43 Clinical trials with other PROTACs are underway for
the treatment of cancer and auto-immune diseases, such as
bavdegalutamide (ARV-110)53,56 and luxdegalutamide (ARV-
766)53,57 for prostate cancer and NX-5948 for B-cell malignancies
and autoimmune diseases.41,43,53 PROTACs targeting the tau
protein showed promising results in the depletion of tau in
patient-derived wild-type and mutated neurons, signifying a
major advancement in the development of treatments for
Alzheimer's disease.58–61 One other example includes Bruton's
tyrosine kinase (BTK), which is involved in oncogenic and
inflammatory signalling cascades: PROTACs targeting BTK are
being developed for the treatment of cancers, and inflammatory
and autoimmune diseases.62–65

Although PROTACs have entered clinical trials and show
promising results in enhanced therapeutic efficacy, the
development of effective PROTACs faces many challenges.
The chemical structure of PROTACs comprises three chemical
modules (POI ligand, E3 ligase ligand and linker) leading to
large molecules with high molecular weights that may
compromise the physicochemical properties of the potential
drug.42,43,66 Towards predicting if a compound will have good
oral bioavailability, Lipinski's rule of 5 was developed to
estimate physicochemical properties of compounds, such as
cell permeability and absorption, which suggests drug
candidates should have less than or equal to the following
parameters to be considered a good candidate: 500 Da
molecular weight, 5 hydrogen bond donors, 10 hydrogen
bond acceptors, and a calculated log P of 5.67 By these rules,
PROTACs are not expected to exhibit good oral
bioavailabilities as they often significantly deviate from one or
more of these parameters. However, it has been suggested
that PROTACs permeate the cell membrane via passive
diffusion or active transport despite their violation of
Lipinski's rule of 5.42 The rational design of PROTACs also
poses a significant challenge as mentioned above, although
PEG-, piperidine-, and piperazine-based linkers are predicted
to improve the solubility of PROTACs and potentially improve
cell permeability.45,46 Another challenge encountered in
kinase-focused PROTAC research is the potential for
degrading kinases in healthy tissues in addition to cancerous
tissues, i.e. there is a risk of on-target toxicity effects.
Fortunately, many cancers become “addicted” to the kinase
that drives them, and so kinase inhibitors are often more
lethal to cancer cells than to healthy, non-malignant cells.7

Regardless, it is critical, to investigate this potential risk when
converting kinase inhibitors into PROTACs.

Other examples of targeted protein degraders are
molecular glues and small molecules bearing hydrophobic
tags. In contrast to the bivalent PROTACs, molecular glues
are more traditional small-molecule compounds that
facilitate and stabilize the interaction between two proteins,
such as a POI and an E3 ligase, effectively “glueing” them

together.68 Molecular glue degraders function similarly to
PROTACs, where the POI is degraded by the proteasome after
it is brought into close proximity to an E3 ligase and
ubiquitinated.69 One advantage that molecular glues have
over PROTACs, is that they typically do not exhibit the hook
effect. The hook effect is a phenomenon in which at high
concentrations, the PROTAC will saturate the POI or the E3
ligase preventing ternary complex formation (POI–PROTAC–
E3 ligase) and subsequent degradation of the POI. On the
other hand, molecular glues generally have a high affinity for
one of the targets in the complex and then an interaction
with the other target is facilitated.70 Molecular glues are
estimated to have enhanced physiochemical properties
compared to PROTACs, as their structures are smaller and
generally comply within Lipinkski's rule of 5.69 Apart from
being an E3 ligase ligand for PROTACs, thalidomide is
classified as a molecular glue, demonstrating that these
molecules can be compact.69,71 The rational design of
molecular glues is even more challenging than that of
PROTACs because that simple small molecule is required to
promote and stabilize the binding of the POI to an E3 ligase,
which is no mean feat; indeed, most glues have been
discovered by serendipity. Therefore, a current strategy to
generate molecular glues is to graft an E3 ligase ligand
directly to a small molecule inhibitor with no linker.71

Nomura's group recently published their method of
converting small-molecule inhibitors into molecular glue
degraders by grafting on EST1060, a scaffold that forms a
covalent bond with the E3 ligase RNF126, which may be
applied to various targets.71 Like PROTACs, molecular glues
are being widely investigated for their application to cancer.

Although PROTACs and molecular glue degraders function
via the same mechanism and are the most popular classes of
targeted protein degraders, hydrophobic tag-based (HyT)
degraders represent a different class of degraders, that
pioneered the field of TPD, and, depending on the specific tag
enlisted, may or may not be dependent on E3 ligases.72,73

Hydrophobic tags that are commonly used include:
adamantane, carborane, Boc3Arginine, norbornene, fluorene,
(−)-menthoxyacetyl, and pyrene; all of which have been attached
to small-molecule inhibitors targeting specific proteins for
cancer research.72,73 Although HyT degraders have not been as
widely investigated compared to other classes of degraders, their
lack of dependence - in many cases - on E3 ligases may reignite
interest in the event that E3 ligase mutations become prevalent,
and continued development and success with these types of
degraders will be beneficial to the targeted protein degradation
approach.

Focal adhesion kinase (FAK)

FAK is a cytoplasmic tyrosine kinase that functions to mediate
integrin signalling to regulate cellular growth, survival, and
proliferation.12–14 It is overexpressed in a variety of tumour types
and is associated with poor prognosis as it regulates many
tumorigenic functions including tumour growth, invasion,
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metastasis, and angiogenesis through both kinase-dependent
and kinase-independent functions. Fig. 2 depicts a range of
ATP-competitive inhibitors that have been developed to target
FAK, such as defactinib,74 BI-853520,75 PF562271,76 and VS-4718
(PND-1186).77 However, their clinical success is limited, which
may be due to the inability of these inhibitors to attenuate
scaffolding roles of FAK, such as the formation of signalling
complexes at the plasma membrane involved with cancer
progression, i.e. kinase-independent functions.14,78,79 Recently,
PROTACs targeting FAK have been developed to eliminate both
kinase-dependent and kinase-independent functions, shown in
Fig. 3.78–81

In 2019, the Crews laboratory at Yale University published
PROTAC-3 that selectively degrades FAK resulting in the
impairment of cell migration and invasion events in human
triple-negative breast cancer (TNBC) cells.79 The structure of
PROTAC-3 features a very close analogue of defactinib, the
most clinically-advanced FAK ATP-competitive inhibitor,
conjugated to the VHL ligand 1 through a short PEG linker.
They also designed the negative control PROTAC-7, which is
a diastereomer (about the hydroxyproline) of PROTAC-3 and
thus unable to bind VHL. In TNBC cells, the DC50 of
PROTAC-3 against FAK was determined to be 3.0 nM and its
Dmax reached 99%, while PROTAC-7 was unable to degrade
FAK, as anticipated. In comparison to defactinib, PROTAC-3
has enhanced selectivity for FAK as demonstrated by data
they obtained from a DiscoverX KINOMEscan, wherein
PROTAC-3 binds to 20 kinases in comparison to the 100
kinases bound by defactinib. They also tested PROTAC-3 in
human prostate tumour (PC3) cells and saw degradation of
FAK. Western blot analysis of downstream substrates in PC3
cells showed that PROTAC-3 had a more pronounced effect
on the activation of paxillin, a protein involved in cell
migration, than defactinib. Although both defactinib and
PROTAC-3 have no effects on cell viability nor proliferation,
PROTAC-3 was demonstrated to significantly impair wound
healing by 53% at a concentration of 50 nM in a wound
healing assay, while at the same concentration defactinib was
unable to impair wound healing. Similarly, in an invasion

assay compared to defactinib that is not able to significantly
impair cell invasion, PROTAC-3 was able to impair cell
invasion by 65%. The authors discussed that AR levels were
reduced after treatment with PROTAC-3 but not reduced after
treatment with defactinib as evident by western blotting
techniques. They concluded that the reduction in AR levels
after treatment with their FAK degrader, but not an inhibitor,
suggests that AR is involved with cell motility mediated by
FAK and its scaffold signalling. Taken together, all theseFig. 2 A selection of ATP-competitive FAK inhibitors.

Fig. 3 Structures of FAK PROTACs: each structure is color-coded,
where red is the FAK ligand, black is the linker, and blue is the E3
ligase ligand.
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findings highlight the non-catalytic scaffolding functions of
FAK in metastatic cancer that are involved with cell migration
and invasion can be attenuated with the use of PROTAC-3.79

Boehringer Ingelheim, recently reported two PROTACS, BI-
3663 and BI-0319, that selectively degrade FAK in hepatocellular
carcinoma and lung adenocarcinoma cell lines in 2019.81 The
design of the two PROTACs differ only in the E3 ligase ligand.
For their FAK ligand, they selected BI-4464, an analogue of BI-
853520 that was previously published as a highly selective FAK
inhibitor.75,82 BI-3663 and BI-0319 feature BI-4464 coupled to
pomalidomide or the VHL ligand 1, respectively, through a
linker consisting of 3 PEG units. BI-3663 exhibited a DC50 of 27
nM and a Dmax of 80%, while BI-0319 exhibited a DC50 of 243
nM and a Dmax of 80% in A549, lung adenocarcinoma cells. A
diastereomer of BI-0319 completely abolished the degradation
activity, through rendering it incapable of binding VHL, as did
the co-incubation of the PROTACs with either the parent
inhibitor or NEDD8 inhibitors, as expected for CRBN and VHL
neddylation-dependent E3 ligases. They observed high
selectivity of the PROTACs with multiplexed isobaric tagging
mass spectrometry in A549 cells with no significant changes in
the abundance levels of other kinases. Both PROTACs did not
affect the proliferation of cells more than the parent inhibitor.81

Although the authors did not conduct wound healing or
invasion assays, it would not be unexpected that the PROTACs
would eliminate non-catalytic functions like PROTAC-3.

FC-11, another FAK PROTAC, was developed by the Rao
laboratory from Tsinghua University in 2020.80 The structure
of this PROTAC connects pomalidomide to an analogue of
PF-562271 via a PEG linker. They tested FC-11 initially in PA1,
human ovarian cancer, cells and observed a DR10nM (protein
degradation relative to DMSO control at 10 nM) of 99% for
FAK. To confirm FC-11 degrades FAK via CRBN, they co-
treated cells with the PROTAC along with either the parent,
CRBN, or proteasome inhibitor and in each case the
degradation activity was abolished. FC-11 can degrade FAK
with a DC50 value in the picomolar range in five different cell
lines for different species. They conducted a washout
experiment demonstrating that the levels of FAK can be
restored post treatment with FC-11 after about a week. Like
the FAK PROTACs previously discussed, FC-11 does not affect
the cellular proliferation more than the parent inhibitor.80

They did not investigate cell migration nor invasion in this
paper, but it is likely FC-11 can mitigate these functions. In a
later publication, the group reported that FC-11 successfully
degraded FAK in male mice reproductive tissues and the FAK
levels could be restored 2 weeks after treatment was
stopped.83 Resulting from degradation of FAK in reproductive
tissues, the group reported that there was a significant
decrease in the fertility of male mice tested due to reduced
sperm motility as well as impairment of embryos fertilized by
male mice treated with FC-11 compared to those treated with
a vehicle or PF-562271 which did not significantly affect
sperm motility nor embryo growth. They also noted that
degradation of FAK is not limited to reproductive tissues, and
it can degrade the kinase in other organs with different

degradation efficiencies excluding the brain.83,84 Overall, this
demonstrates that the phenotypic output between mice
treated with a FAK inhibitor or a FAK degrader can differ due
to the elimination of scaffolding roles with a degrader.

In 2021, the Benowitz laboratory from GlaxoSmithKline
reported, a selective FAK PROTAC that connects VS-4718 to a
VHL ligand via a short acetamide linker.78 They also
developed an enantiomeric control of GSK215 that is unable
to bind VHL and abolishes degradation activity. They
measured FAK degradation of GSK215 using an ELISA protein
quantification assay in A549 cells and determined the DC50

to be 1.3 nM and its Dmax to reach 99%, while the parent
inhibitor and enantiomeric control showed no degradation of
FAK. To confirm GSK215 mediated FAK degradation, a
competition assay was performed with the PROTAC along
with the parent inhibitor or the VHL ligand and a reduction
of degradation activity of GSK215 was observed. Selectivity of
GSK215 was initially measured with a cell lysate kinobead
assay confirming high selectivity for binding FAK, however
some other proteins could be bound such as RPS6KA1. They
further analysed the selectivity of GSK215 using multiplexed
proteome dynamics profiling (mPDP) and observed selective
degradation of FAK with concentrations up to 10 nM, while
at a concentration of 100 nM additional proteins were
degraded, such as CDK7, RPS6KA3, MET and GAK. The
authors did not report degradation of AR after treatment with
GSK215, as the Crews lab did with PROTAC-3,79 to which they
suggested that different phenotypic effects may be observed
with PROTACs of different structures. They also confirmed
that degradation of FAK was dependent on ternary complex
formation with a FRET assay, surface plasmon resonance
(SPR), and a crystal structure (PDB ID: 7PI4). In A549 and
MCF-7 cells, GSK215 repressed 2D cell proliferation but did
not affect BT474 cells, while the opposite was observed when
observing 3D proliferation. GSK215 was able to suppress cell
motility in a wound scratch assay in A549 cells, while the
parent inhibitor and enantiomeric control did not affect cell
motility demonstrating the ability of the PROTAC to
eliminate scaffolding roles of FAK involved in cell migration.
A mouse study with GSK215 was conducted and they
observed 85% reduction of FAK levels in the liver within 18
hours of treatment with a reduction of 60% of FAK levels
remaining for 96 hours post treatment.78 This study
demonstrates the ability of GSK215 to degrade FAK and
sustain a reduction level of the kinase over a four day period,
eliminating both catalytic and non-catalytic functions.

The development of PROTACs targeting FAK show
promising results in the prevention of metastatic cancers, as
they can significantly impair migration events that are not
affected by ATP-competitive inhibitors. Instead, ATP-
competitive inhibitors targeting FAK show promising results
in the prevention of tumour growth.74,75,85 The advantage of
eliminating both catalytic and non-catalytic functions of FAK
in cancer progression with PROTACs is promising for the
future of cancer therapeutics to aid in the treatment and
prevention in patients with poor prognosis. While PROTAC-3
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and its parent inhibitor defactinib were unable to affect cell
viability,79 FAK PROTACs BI-3663, BI-0319,81 and FC-1180 and
their parent inhibitors, BI-4464 and PF-562271, were able to
affect cell viability. This effectively highlights the suggestion
that the Benowitz laboratory has raised concerning
differences in biological observations after treatment with
PROTACs of different structures.78

Aurora-A Kinase (AURKA)

Aurora-A Kinase (AURKA) is an isozyme of the aurora kinase
family of serine/threonine protein kinases that functions during
mitosis.17,39 Further, AURKA functions to ensure centrosome
maturation, mitotic timing, microtubule nucleation, and
spindle assembly. Like FAK, overexpression and increased
activity of AURKA is observed in various cancers and is
correlated with resistance to chemotherapeutic treatments and
stem-like properties in cells.17,39 Currently, the scaffolding roles
of AURKA in cancer are being intensely investigated as
therapeutic targets since its protein–protein interaction (PPI)
with N-Myc, is well-established, and this PPI effectively protects
N-Myc from degradation by the proteasome; c-Myc is also being
investigated for its PPI with AURKA.1,5,15–17 Typically, AURKA
undergoes targeted proteolysis by anaphase-promoting complex
(APC/C) during the cell cycle at mitotic exit, however due to its
scaffolding roles with MYC proteins it can be detected in
interphase cells.17

MYC proteins (c-Myc, N-Myc, and L-Myc) are short lived
transcriptional factors that are tightly controlled under normal
conditions, but high levels are observed in nearly 50% of all
human cancers.15,16,86,87 Although these proteins are validated
drug targets, they are devoid of ‘druggable pockets’ due to their
intrinsically disordered nature.16 We,88–94 and others,95–97 have
experienced limited success in directly targeting the Myc
proteins.88,90 Therefore, an emerging strategy to inhibit the
MYC proteins involves doing so indirectly by instead targeting
AURKA and compromising its stabilization of MYC proteins.39

AURKA/MYC complexes a associated with aggressive tumours
and rapid disease progression; accordingly, they represent
attractive targets for novel chemotherapies.4 ATP-competitive
inhibitors of AURKA have been developed, such as alisertib
(MLN8237),98 MK-5108,99 and CD532,100 shown in Fig. 4, two of
which, alisertib and CD532, are characterized as destabilizing
inhibitors since they disrupt AURKA/MYC complexes.16,98,99

Destabilizing AURKA inhibitors function to alter the
conformation of the kinase domain, disrupting the ability of
AURKA to act as a scaffold.15,16,87,100 Clinical trials with these
destabilizing inhibitors have been conducted, however low
response rates and toxicities were observed, likely due to the
inability to disrupt pre-formed complexes and off-target effects
with GABA or closely related Aurora-B, respectively.86,101–103

Furthermore clinical resistance may be observed due to
mutations in AURKA making it drug resistant104 or mutations
in protein kinase A resulting in its ATP-binding site mimicking
that of Aurora-A and demonstrating high affinity for its
inhibitors.105 To overcome these limitations, the development

of PROTACs, shown in Fig. 5, targeting AURKA are being
investigated, a majority of which utilize existing AURKA
inhibitors.106–113

In 2020, Adhikari et al. developed AURKA degraders
connecting alisertib to CRBN and VHL ligands with PEG and
aliphatic linkers.106 The most promising PROTACs they
reported are JB170 and JB158, both using thalidomide a
CRBN binding moiety that induce degradation of AURKA
levels by 69% and 62% in MV4-11 leukaemia cells,
respectively. Unfortunately, they did not observe a reduction
in AURKA levels with VHL-based degraders. As JB170 reduced
AURKA to a higher level, they conducted further experiments
using this PROTAC. They determined the DC50 of JB170 to be
28 nM using a luciferase detection system and saw a decrease
in the half-life of AURKA from 3.8 to 1.3 hours. They
prepared the negative control PROTAC, JB211, almost
identical to JB170 but crucially presents a methylated
glutarimide nitrogen, which prevents the molecule from
binding CRBN and they observed no degradation of AURKA
after treatment. They further confirmed JB170 acts as a
degrader by co-incubation with alisertib or thalidomide and
observed the degradation activity was reduced. A quantitative
PCR experiment post degrader treatment shows that mRNA
levels of AURKA were not reduced even though the protein
was degraded. Catalytically inactive versions of AURKA were
expressed and degradation was observed demonstrating that
depletion is independent of catalytic activity. They conducted
a cell viability assay in MV4-11 cells which showed that the
number of viable cells was 32% of control levels and there
was an increase in the fraction of apoptotic cells 72 hours
after treatment with JB170 at a concentration of 1 μM, while
JB211 did not significantly induce apoptosis nor reduce cell
viability. Using cell lysates, they performed kinobead
selectivity profiling observing a higher selectivity for AURKA
over AURKB with JB170 compared to alisertib. They also
confirmed selectivity with Stable Isotope Labelling by Amino
acid in Cell culture (SILAC) mass spectrometry,
demonstrating that treatment with JB170 does not deplete
the levels of other proteins besides AURKA. JB170 was tested
in osteosarcoma (U2OS), hepatocellular carcinoma (HLS) and
neuroblastoma (IMR5) cell lines and saw that AURKA was

Fig. 4 Some ATP-competitive inhibitors of AURKA.
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depleted in all cases, but with different potencies and
degrees of depletion. Compared with alisertib that arrests
cells in G2/M, JB170 arrests S-phase progression which was

confirmed by BrdU/PI flow cytometry. The authors
hypothesized that the difference of arrest in the cell cycle
between the two treatments is due to scaffolding (non-

Fig. 5 A selection of AURKA PROTACs: each structure above is color-coded, where red is the AURKA ligand, black is the linker, and blue is the E3
ligase ligand.
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catalytic) roles of AURKA in the S-phase.106 This paper
demonstrates the first AURKA PROTAC developed that
produces a distinct phenotype compared to its parent
inhibitor, alisertib.

In 2021, the Lindon laboratory at the University of
Cambridge published their development of AURKA
degraders.107 Like Adhikari et al.,106 they designed and
synthesized alisertib-based PROTACs that, via PEG linkers of
varying lengths, feature a ligand that binds VHL or CRBN. They
tested their PROTACs in AURKA-VenusKI and AURKA-VenusTO

engineered human retinal pigment epithelial (RPE1) cells, that
have endogenously expressed AURKA levels during mitosis and
high levels of expression throughout the cell cycle, respectively.
In these cell lines, they determined that VHL-based degraders
were unable to degrade AURKA while CRBN-based degraders
showed depletion. They reported their most efficient degraders
with EC50 in the 100 nM range to be PROTAC-D and PROTAC-
DX that connect alisertib to pomalidomide through 4 or 6 PEG
units, respectively. As the PROTACs were active in both cell
lines, they degraded AURKA in both mitotic and interphase
cells, however the activity in interphase cells occurred to a lower
extent, likely due to scaffolding roles. Additionally, the group
expressed an AURKA mutant in RO3306 cells and observed
degradation of the mutant. Treatment with alisertib or
pomalidomide alone or in combination did not affect AURKA
levels, demonstrating that depletion is dependent upon ternary
complex formation with AURKA, CRBN, and the PROTAC.
Moreover, a competition assay with excess pomalidomide
decreased the activity of PROTAC-D. To confirm depletion of
AURKA is dependent on PROTAC-D and not APC/C during
mitotic exit, they treated cells with both PROTAC-D and an APC/
C inhibitor and saw that the depletion of AURKA by PROTAC-D
was not affected. They calculated the specificities for AURKA
over AURKB to be 8.3, 21.6, and 23.7 with alisertib, PROTAC-D,
and PROTAC-DX, respectively. Last, they investigated the
phenotypic output of inhibition with alisertib versus treatment
of PROTAC-D with immunofluorescent staining compared to a
negative control. From this they observed that treatment with
PROTAC-D resulted in a loss of AURKA (TPX2-associated pool)
within mitotic spindles, but it was conserved at the centrosomes
(CEP192-associated pool), while alisertib resulted in loss of all
AURKA function including in the centrosome. They
hypothesized that this difference could be due to conformation
dependent targeting with PROTAC-D, where its preferred target
is either free AURKA or TPX2-bound AURKA outside of the
centrosome or that CEP192 bound AURKA may block the
recruitment of CRBN or other components that successfully
result in the ubiquitination of AURKA within the
centrosomes.107

Liu et al. developed a library of alisertib-based PROTACs and
published synergistic effects observed in acute myeloid
leukaemia (AML) cells with a PROTAC cocktail recruiting
different E3 ligases.108 Their library of PROTACs contained
alisertib linked to ligands for CRBN, cIAP, and VHL E3 ligases
through PEG and aliphatic linkers. Initially they observed the
degradation activity of the PROTACs by immunoblotting and

saw the best degradation with dAurA383 that recruits CRBN,
while dAurA425 and dAur450 that recruit VHL and cIAP,
respectively, showed moderate activity. They hypothesized that
the difference in degradation activities of the PROTACs is
attributed to the expression levels of the E3 ligases throughout
the cell cycle, where CRBN is highly expressed during mitosis,
while VHL and cIAP are highly expressed during interphase.
They next determined that the PROTACs had similar
dissociation constants as alisertib, using surface plasmon
resonance. Ternary complex formation was confirmed with all
three PROTACs using a separation of phase-based protein
interaction reporter assay in HEK293T cells. They reported
degradation activity was observed in KG1A, Kasumi-1, HL60,
and U937 cells with immunoblots, where optimal degradation
occurred 6 hours after treatment and that degradation was
prevented with the use of proteasome inhibitors, bortezomib
and MG132, with the PROTACs. Using a CCK8 assay, they
determined that the PROTACs inhibited cellular proliferation in
KG1A, Kasumi-1, HL60, NB4, U937 and THP1 cells in the low
micromolar range and additionally induced apoptosis in KG1A
and Kasumi-1 cells.

Proteomic and transcriptomic profiling supported their
hypothesis that dAurA383 that recruits CRBN degrades
AURKA in mitotic cells, while dAur450 that recruits cIAP
degrades AURKA in interphase cells. Furthermore, their
transcriptomic analysis showed an increase in CD34, a
hematopoietic stem and progenitor cell marker, in response
to dAurA383 treatment, but a decrease in the same marker in
response to dAurA450 treatment in KG1A cells. This led them
to investigate a PROTAC cocktail containing a 1 : 1 ratio of
both PROTACs to enable degradation of AURKA in both
mitotic and interphase cells, as well as mitigate stemness
activation observed with treatment of dAurA383 alone. They
observed synergistic effects with the PROTAC cocktail in
KG1A and Kasmi-1 cells that led to inhibition of cell division
and a significant induction of apoptosis compared to single
PROTAC treatment. The cocktail also decreased stemness
markers CD34 and c-Myc in the two cell lines, while also
having no effect on AURKB levels. They tested the PROTAC
cocktail in KG1A xenograft mice, malignant bone marrow
mononuclear cells, and patient derived AML blasts and
observed degradation of AURKA, significant inhibition on cell
growth, and the induction of apoptosis. Ultimately, this
paper conveys that synergistic effects can be observed with
cocktails containing PROTACs recruiting different E3 ligases
that can lead to a reduction in cancer stemness relating to
metastasis.108

In 2022, Bozilovic et al. reported a set of PROTACs that
attached MK-5108 to 4-hydroxythalidomide using various
PEG and aliphatic linkers.109 They constructed an MV4-11
cell line expressing AURKA tagged with a luciferase protein,
and treated the cells with various concentrations of their
PROTACs to obtain dose response data. They observed
maximal depletion of AURKA after 6 hours of treatment.
JB300 and JB301, with linker lengths of 2 and 3 PEG units
respectively, were the most potent AURKA degraders. The
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DC50 values for JB300 and JB301 were 30 nM and 3.2 nM,
with maximal depletion of AURKA reaching 78% and 82%,
respectively. They conducted immunoblotting analysis after a
6 hour incubation with JB300 that showed depletion of
AURKA, but not AURKB. They verified that depletion is due
to ternary complex formation by co-incubating MV4-11 cells
with JB300 and MK-5108, thalidomide, or MG132
(proteasome inhibitor), and saw decreased depletion of
AURKA. They also performed a kinetic degradation assay to
observe the effects of JB300 and JB301 single dose treatment
over longer treatment periods and verified the results with
immunoblotting. After 9 hours of treatment, maximal
depletion of AURKA was observed and after 72 hours of
treatment there was a slight increase in AURKA levels. They
concluded that after a single dose of the PROTACs, depletion
of AURKA may be observed over long periods of time. A cell
viability assay showed that JB301 induced significant
cytotoxicity in comparison to MK-5108. The authors analysed
the effects of the parent inhibitor and JB300 on the cell cycle
with a BrdU/PI flow cytometry assay. They observed G2/M
arrest with MK-5108 and a strong reduction in the S-phase
with JB300, like the alisertib-based JB170 developed by the
same group,106 suggesting that S-phase arrest observed after
treatment of PROTACs is associated with the elimination of
scaffolding roles of AURKA.

A proteomic study was conducted to analyse the changes
in cellular protein levels after treatment with JB300 and MK-
5108 compared to non-treated cells. JB300 showed significant
depletion of AURKA and a small amount of PTK2B depletion,
while MK-5108 induced an enrichment of AURKA, AURKB,
and PTK2B levels.109 The increased levels of AURKA after
treatment with MK-5108 demonstrates another advantage of
PROTACs over kinase inhibitors, where inhibitors can
stabilize and increase the levels of oncogenic proteins as
opposed to PROTACs that lead to their destruction. Overall,
this paper demonstrates the first MK-5108-based selective
AURKA PROTAC with long lasting effects.

The Durinck laboratory at Ghent University published
their development of MK5108-based AURKA degraders and
identified SK2188 to be their lead compound in 2023.110 The
structure of SK2188 features MK5108 attached to 4-hydroxy-
thalidomide with a linker consisting of 4 PEG molecules. A
negative control, SK3288, was designed and synthesized,
differing from the active PROTAC SK2188 by the presentation
of an N-methylated glutarimide ring restricting its ability to
bind CRBN. They tested their library of PROTACs against
NGP neuroblastoma cells that highly express CRBN, respond
well to AURKA inhibition, and display an amplification of
MYCN and monitored AURKA degradation with
immunoblotting. Most of their PROTACs demonstrated a
dose-dependent response with SK2188 having the most
potent depletion of AURKA reaching a Dmax of 89% 24 hours
after treatment and a DC50 value of 3.9 nM, effectively
outperforming both MK-5108 and JB170, which resulted in
an increase of AURKA levels and a 73% reduction of AURKA,
respectively.

The group looked further in the degradation kinetics of
SK2188 by treating NGP cells with 500 nM of the PROTAC and
monitored AURKA levels at different time points and observed
a maximal depletion of AURKA to 93% after 1 hour of
treatment with the levels slightly rising overtime. They noted
that MYCN levels remained stable upon initial treatment with
SK2188, but MYCN levels started to decrease after 24 hours
ultimately reaching a Dmax of 73% 72 hours post treatment,
which effectively outperforms MK-5108 treatment that results
in a Dmax of 40% 48 hours post treatment. SK2188 potently
inhibited NGP cell growth and had an IC50 value of 31.9 nM,
once again outperforming MK-5108 and JB170 which had IC50

values of 361.7 nM and 876.6 nM, respectively. They
investigated downstream effects of SK2188 and MK-5108
treatments in NGP cells and saw a greater depletion of MYCN
levels and induction of apoptosis upon treatment with SK2188
compared to MK-5108. To confirm SK2188 functions as an
AURKA degrader, they pretreated NGP cells with MG-132 and
saw that it effectively prevented SK2188-mediated AURKA
degradation. Moreover, treatment with SK3288 failed to
decrease AURKA levels and instead led to increasing levels of
the kinase, like MK-5108.114 They analysed the selectivity
profile of SK2188 with a DiscoverX KINOME scan observing
SK2188 binding 15 other kinases to a low extent at a dose of 1
μM and binding only AURKA and TRKA at a dose of 100 nM.
Other neuroblastoma cell lines were tested and SK2188
demonstrated 10-fold higher potency than MK-5108 in NGP
and IMR-32 cells, while it was unable to outperform MK-5108
in N206 and SK-N-AS cells. Lastly, they tested the effects of
SK2188 in patient-derived organoids and observed that it was
less potent than MK-5108 in 000GKX and NB059 organoids,
but outperformed MK-5108 in NB139 and NB067 organoids
with IC50 values determined to be 132.2 and 26.2 nM,
respectively. This paper communicates the first published
AURKA degrader that validates an indirect degradation of
MYCN in response to treatment with SK2188.110 To reiterate
our earlier point, one thoroughly investigated non-catalytic role
of AURKA is the stabilization of MYCN through a scaffolding
interaction, which leads to the accumulation of both proteins
in cancer cells and leads to aggressive disease progression.

In 2024, Sflakidou et al. published a series of selective
monopolar spindle 1 (TTK) and AURKA degraders from
azareversine, MPSI-IN-3, SF1 and SF2, promiscuous ATP-
competitive inhibitors.111 They conjugated these inhibitors to
either pomalidomide or VHL-1 with various linkers and tested
them in MV4-11 HiBit cell lines that have small tags on TTK
and AURKA and have slightly enhanced expression levels. They
determined that the azareversine-based PROTACs with
pomalidomide are more active than those with VHL-1.
Compound 19 was determined to be a pan-degrader able to
deplete AURKA, AURKB, and TTK, with Dmax values of 78.8%,
43.6%, and 66.5% and DC50 values of 109 nM, 570 nM, and 18
nM, respectively. However, they stated that degradation of the
kinases is only partially dependent on E3-ligase recruitment as
a negative control 23 also showed degradation activity in both
HiBit and native cell lines.
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MPSI-IN-3-based degraders showed no significant activity
against the kinases.111 Like azareversine-based degraders,
SF1-based PROTACs bearing pomalidomide were more active
than those bearing VHL-1. Compound 20 and Compound 15
were determined to preferentially degrade AURKA, with
compound 20 displaying a DC50 of 68 nM and Dmax of 71%
making it 4- and 2-fold more selective for AURKA over AURKB
and TTK. Negative control compound 24, a congener of
compound 20 with a N-methylated glutarimide ring,
minimally degraded all proteins with Dmax values less than
20%, pointing towards the dependence of 20's degradation
activity on the CRBN E3 ligase. Moreover, this was
corroborated by the co-incubation of 20 with pomalidomide,
which resulted in a reduction of AUKRA degradation. Activity
of compound 20 is not limited to MV4-11 cells as similar
depletion is observed in CALU1 human non-small lung
cancer cells. Generally, the parent inhibitors displayed
greater cytotoxicity than their respective degraders, however,
PROTAC 15 displayed equipotent cytotoxicity with its parent
inhibitor SF1. They tested the stability of compound 20 at pH
5.2 and 7.4 and determined it was stable up to 8 hours in
both, but the concentrations decreased to 56% at pH 5.2 and
11.2% at pH 7.4 after 24 hours. Finally, they discovered the
half-life of compound 20 was 4.4 hours in human plasma.
Overall, this report describes PROTACs that actively degrade
AURKA, AURKB, and TTK, some of which degrade one of the
kinases more selectively than the other two. We believe these
should be further investigated to determine their overall
selectivities and efficacies in cancer cells because the
transformation of promiscuous inhibitors into selective
degraders may be especially impactful to the PROTAC field,
notwithstanding the potential discovery of an effective
preclinical candidate.111

In 2024, Nelson et al. reported AURKA/AURKB dual
degraders synthesized from pan-aurora kinase inhibitors
CCT137690 and reversine that were also able to degrade
MYCN.112 Their rationale for selecting pan-Aurora inhibitors
was to create PROTACs capable of reducing both AURKA and
AURKB levels, as inhibition of AURKB reduces MYCN-
amplified TP53-WT neuroblastoma cell lines in addition to
the scaffolding interaction between AURKA and MYCN. They
initially observed the degradation of AURKA and AURKB in
TP53-WT IMR32 neuroblastoma cells that have a MYCN-
amplification in response to treatment with their PROTACs at
a concentration of 500 nM using western blotting techniques.
Of the synthesized PROTACs, they identified dAurAB2,
CCT137690 connected to 4-hydroxythalidomide through an
undecyl linker, and dAurAB5, reversine connected to
4-hydroxythalidomide through a pentyl linker, to be their
most efficient degraders. From this they determined that
dAurAB2 resulted in a 71% reduction in AURKA levels and
72% reduction in AURKB levels, while dAurAB5 resulted in
an 84% reduction in AURKA levels and 82% reduction in
AURKB levels. They noted that treatment with the parent
inhibitors lead to an increase in both aurora kinase levels
after treatment, like other groups have observed. After

confirming that their PROTACs degraded AURKA and AURKB,
they performed the same exact experiment to observe the
reduction in MYCN levels, where dAURAB2 reduced the levels
by 38% and dAURAB5 reduced the levels by 45%. Next, they
performed a dose–response assay testing concentrations
between 10–1000 nM and determined dAurAB5 to be more
potent than dAurAB2. From this, they reported dAurAB2 to
have a DC50 of 59 nM and Dmax of 97% at 1 μM for AURKA
and DC50 of 29 nM and Dmax of 89% at 200 nM for AURKB,
whereas dAurAB5 had a DC50 of 8.8 nM and Dmax of 91% at
100 nM for AURKA and DC50 of 6.1 nM and Dmax of 96% at
100 nM for AURKB. To confirm that the degradation of these
kinases was due to PROTAC treatment, they preincubated
cells with the proteasome inhibitor carfilzomib and observed
that the depletion of AURKA and AURKB levels was blocked.

The authors subsequently performed a proteomic study,
wherein the analysed the changes in 7280 different proteins
upon treatment with dAurAB2 and dAurAB5 in Kelly
neuroblastoma cells which also have an amplification of
MYCN. Of the two they determined that dAurAB2 was more
selective as it did not deplete any protein levels that its
parent inhibitor (CCT137690) interacts with (FLT3, FGR1 and
VEGFR) and only showed decreased levels of SLC25A6 and
HSPE1, the former of which they mentioned is a common
false positive in the global proteomic assay they conducted.
The authors noted that the proteomic data for dAurAB5
showed that it was less selective as it decreased kinases such
as AAK1, PTK2, GAK, Q6ZSR9, BANF1 and TTK. As TTK is
another risk factor in neuroblastoma in addition to AURKA,
AURKB, and MYCN, and it was downregulated in response to
treatment with dAurAB5 the authors analysed the cell
viability of this PROTAC in IMR32 neuroblastoma cells and
HEK293 (control) cells with a MTT assay. From this they
reported that dAurAB5 resulted in a 45% reduction in cell
viability at a dose of 100 nM and a 55% reduction in cell
viability at 1 μM in IMR32 cells, while in HEK293 cells 89%
and 86% of cells remained viable after treatment with 100
nM and 1 μM of dAurAB5. This paper demonstrates dual
AURKA/AURKB degraders can be beneficial for the
exploration in MYCN-amplified cancers such as
neuroblastoma.112

In 2025, Tang et al. communicated that PROTAC HLB-
0532259 that can promote the degradation of AURKA and
indirect degradation of MYCN in neuroblastoma cells.113

Apart from SK2188,110 previously published PROTACs
comprising AURKA inhibitors have not reported a subsequent
decrease in MYCN levels, thus, the authors suggested that
PROTACs containing these ligands may be unable to degrade
the AURKA/MYCN complex due to poor selectivity or they are
incompatible with the complex conformation. Beginning with
the CDK4/6 inhibitor ribociclib, the authors first made some
chemical modifications that resulted in a 1000-fold increase
in binding affinity to AURKA, and they solved a co-crystal
structure (PDB: 9BZG) of their ribociclib analogue bound to
AURKA that is compatible to still bind MYCN. Subsequently,
they connected their ribociclib variant to thalidomide with a
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hexyloxy linker arriving at HLB-0532259. They screened this
compound against a panel of kinases, and it demonstrated
excellent selectivity for AURKA. To confirm they had
synthesized an AURKA degrader, they first tested HLB-
0532259 in MCF-7 breast cancer cells that do not have an
amplification of MYCN to confirm AURKA degradation and
observed rapid degradation of AURKA with a DC50 of 20.2 nM
and Dmax of 94% after a 4 hour treatment. Mechanistic
studies with MG-132 and excess thalidomide demonstrates
that depletion of AURKA is dependent upon the ubiquitin–
proteasome system (UPS). They then moved on to test HLB-
0532259 in SK-N-BE(2) and Kelly neuroblastoma cells with an
amplification of MYCN and observed degradation of AURKA
with concomitant MYCN degradation. They determined the
DC50 of HLB-0532259 for N-Myc to be 179 nM and 229 nM in
SK-N-BE(2) and Kelly cells, respectively, but degradation of
N-Myc did not occur until about 75% of AURKA is depleted.
Furthermore, HLB-0532259 did not induce the degradation of
c-Myc. Compared with alisertib and CD532, HLB-0532259
induced a more potent degradation of N-Myc. They
confirmed that degradation of AURKA is dependent upon the
UPS in a similar manner as mentioned above. They
conducted a washout experiment after treatment with HLB-
0532259 that demonstrated a small amount of AURKA could
stabilize N-Myc back to steady state levels. A proteomic-wide
degradation study demonstrated the selectivity of HLB-
0532259 for Aurora-A and N-Myc and they validated these
results with immunoblotting analysis. They tested HLB-
0532259 in various MYCN-amplified neuroblastoma cells and
observed that cells underwent apoptosis and potent
cytotoxicity occurred with IC50 values ranging from 20.1 to
131 nM. Lastly, a mouse study was conducted and showed
substantial tumour regression in mice treated with an
injection of HLB-0532259 every 3 days compared to untreated
mice. Overall, this publication demonstrates the ability of
AURKA PROTACs to promote the indirect degradation of N-
Myc, a highly investigated non-catalytic scaffolding function
of AURKA.113

The development of highly selective AURKA PROTACs for
the treatment of cancers with an overexpression of Aurora-A
kinase show promising results in the inhibition of tumour
growth and induction of apoptosis. A few of the PROTACs
mentioned above demonstrate the ability to indirectly
degrade MYC proteins that are also overexpressed in
aggressive cancers such as neuroblastoma and liver cancer.
It is likely that all the above mentioned PROTACs can
indirectly degrade MYC proteins, but more studies to
confirm this need to be conducted. The advantages of
employing PROTACs over destabilizing inhibitors to prevent
the formation of AURKA/MYC complexes include increased
selectivity over AURKB, reduction in both AUKRA and MYC
protein levels, and the induction of apoptosis. In
comparison to alisertib which exhibits IC50 values between
7.6–26.8 nM in neuroblastoma cell lines115 and 8.5–10.8 nM
in AML cell lines,116 AURKA PROTACs SK2188 and HLB-
0532259 exhibited IC50 values of 31.9 nM and 20.1–131 nM,

respectively, demonstrating that these newly developed
PROTACs have similar effects on cell viability as alisertib, a
clinically advanced AURKA inhibitor. On the other hand,
the reported reductions in cell viability, 32% at 1 μM of
JB170106 and 45% at 100 nM dAurAB5,112 are less potent
than the reduction in cell viability that alisertib induces,
about 60% at 100 nM and 70% at 1 μM.116 Despite this, all
the forementioned PROTACs in this section are promising
for further development and studies. While the preliminary
studies to confirm that these compounds effectively
function as degraders are encouraging, more side-by-side
studies of the PROTACs and their parent inhibitors should
be conducted to observe the differences in potency and
efficacy in both wild-type and drug-resistant cell lines.

Conclusions

Overexpression and activation of kinases often leads to rapid
disease progression, especially in cancer, through both
catalytic and non-catalytic functions. ATP-Competitive kinase
inhibitors, such as those developed for FAK and AURKA, can
significantly inhibit tumour growth by targeting their catalytic
functions. However, such inhibitors typically are unable to
overcome non-catalytic functions, apart from destabilizing
AURKA inhibitors that may disrupt the formation of AURKA/
MYC complexes. Clinical application of ATP-competitive
inhibitors is limited by off-target effects due to high
conservation of the ATP-binding pocket, low response rates,
and the risk of developing drug-resistant mutations. PROTACs
have the potential to overcome these limitations and reduce
dose requirements relating to their catalytic mechanisms of
action, while also being able to target non-catalytic functions
that often relate to metastatic cancers. In this review, we
presented PROTACs developed to target FAK and AURKA
that have enhanced efficacies compared to their parental
inhibitors in early biological testing in relevant cell lines
and in some cases mouse studies. Further biological
characterizations with these PROTACs will need to be
conducted to further test their efficacy and applicability in
various cancers. While the focus of our review was eliminating
scaffolding (non-catalytic) roles of kinases, other proteins and
enzymes participate in scaffolding roles as well.5,6 For
example, PARP1 is a nuclear protein that acts as a scaffold to
recruit DNA repair factors in response to cellular stress that
results in the breakage of a strand of DNA.117 Cancers
harbouring mutations in DNA repair factors are dependent on
PARP1, and other pathological conditions are associated with
over-activation of PARP1, thus, inhibitors for PARP1 have been
identified, however they are highly cytotoxic due to PARP
trapping and may bind other PARP proteins.117 A selective
PARP1 degrader was developed by Wang et al. and was able to
inhibit PARP1 without causing trapping.117 We believe the
identification of more scaffolding roles of kinases and other
proteins, with subsequent development of PROTACs will offer
significant clinical efficacy over classical inhibitors, especially
in the cases of aggressive, metastatic cancers.
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