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Abstract: Hedgehog (HH) signaling is an evolutionarily conserved pathway that is crucial for growth
and tissue patterning during embryonic development. It is mostly quiescent in the adult, where
it regulates tissue homeostasis and stem cell behavior. Aberrant reactivation of HH signaling has
been associated to several types of cancer, including those in the skin, brain, prostate, breast and
hematological malignancies. Activation of the canonical HH signaling is triggered by binding of
HH ligand to the twelve-transmembrane protein PATCHED. The binding releases the inhibition
of the seven-transmembrane protein SMOOTHENED (SMO), leading to its phosphorylation and
activation. Hence, SMO activates the transcriptional effectors of the HH signaling, that belong to the
GLI family of transcription factors, acting through a not completely elucidated intracellular signaling
cascade. Work from the last few years has shown that protein kinases phosphorylate several core
components of the HH signaling, including SMO and the three GLI proteins, acting as powerful
regulatory mechanisms to fine tune HH signaling activities. In this review, we will focus on the
mechanistic influence of protein kinases on HH signaling transduction. We will also discuss the
functional consequences of this regulation and the possible implications for cancer therapy.
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1. Introduction

Hedgehog (HH) signaling is a highly conserved pathway playing an essential role in embryonic
development, tissue homeostasis and stem cell maintenance. Its misregulation leads to a number of
human disorders, including cancer [1]. Therefore, the activity of the HH pathway has to be tightly
controlled at multiple levels. Protein phosphorylation is the most investigated post-translational
modification, and it is mediated by protein kinases (PK) and protein phosphatases [2]. PKs transfer a
phosphate group from ATP to a substrate protein at serine, threonine or tyrosine residues, whereas
phosphatases remove these phosphates. Phosphorylation status of a protein is controlled by a balance
between kinase and phosphatase activities, and affects protein conformation, stability, activity and
interaction with other proteins [3]. The activity of the HH signaling is regulated by a number of
phosphorylation events that occur mainly at the level of the G-protein coupled-receptor (GPCR)
SMOOTHENED (SMO) and downstream on the GLI transcription factors, the final mediators of the HH
pathway [4]. Here, we will review studies of PKs involved in the regulation of the HH signaling with a
focus on cancer. We will also discuss the mechanistic and functional consequences that phosphorylation
events play in HH signaling transduction and the implications for cancer therapy.

2. Hedgehog Pathway: Principle of Signal Transduction

The Hedgehog pathway has been first identified in Drosophila melanogaster, where it is required
for proper embryonic patterning and development [5]. Some of the core components of the HH
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pathway have maintained their function in the evolution from flies to vertebrates, whereas others
have substantially diversified. Drosophila has only one Hh and one Gli protein, Cubitus interruptus
(Ci), whereas in mammals there are three HH family members, Sonic (SHH), Indian (IHH) and
Desert (DHH) Hedgehog, and three GLI proteins (GLI1, GLI2 and GLI3) [1]. Distinct from Drosophila
membrane-mediated Hh pathway, mammalian HH signaling is mainly transduced in the primary
cilium (PC) [6], a solitary microtubule-based membrane protrusion that functions as an antenna to
sense extracellular cues.

PATCHED (PTCH) is a twelve transmembrane protein that functions as the HH receptor and acts
as negative regulator of the HH pathway by inhibiting the GPCR seven-transmembrane protein SMO,
the signal transducer. In absence of HH ligand, PTCH1 localizes in the primary cilium, where it inhibits
accumulation of SMO [7]. Thus, GLI2 and GLI3 are retained in the cytoplasm by the negative regulator
of the pathway, Suppressor of Fused (SUFU), and sequentially phosphorylated by protein kinase
A (PKA), casein kinase 1 (CK1) and glycogen synthase kinase 3β (GSK3β). These phosphorylation
events regulate the proteolysis of GLI2 and GLI3 to C-terminally truncated repressor forms (GLI2R and
GLI3R) by recruiting the β-transducin repeat containing protein (β-TRCP) E3 ubiquitin ligase [8–10].
Binding of HH ligand to PTCH1 initiates the HH signaling. PTCH1 exits the primary cilium, releases
the inhibition on SMO, and allows the translocation of SMO into the PC. Thus, active SMO triggers an
intracellular signaling cascade promoting the activation of GLI2 and GLI3. Dissociation of GLI2 and
GLI3 from SUFU leads to the formation of fully activated GLI2 and GLI3 (GLI2A and GLI3A), which
translocate into the nucleus where they begin transcription of HH pathway target genes, including
GLI1 (Figure 1).
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Figure 1. Overview of Hedgehog pathway in absence (a) and in presence (b) of HH ligand. Schematic
diagram of the basic components of the HH signaling (filled circles) and protein kinases that act as
positive (green) or negative (red) regulators. GLI2 and GLI3 move within the PC together with KIF7,
a member of the kinesin family of anterograde motor proteins. See main text for details. Abbreviations:
PTCH1, Patched 1; SMO, Smoothened; SUFU, Suppressor of Fused; HH, Hedgehog; KIF7, kinesin
family member 7; CK1, caseine kinase 1; CK2, casein kinase 2; GSK3β, glycogen synthase kinase 3β;
PKA, protein kinase A; ULK3, Unc-51 like kinase 3; GRK2, G-protein coupled receptor kinase 2; S6K1,
ribosomal protein S6 kinase 1; AKT, protein kinase B; ERK1/2, extracellular signal-regulated kinases 1/2;
DYRK, dual specificity tyrosine-phosphorylation-regulated kinase; aPKCι/λ, atypical protein kinase
Cι/λ; AMPK, AMP-activated protein kinase; MEKK2/3, mitogen-activated protein kinase kinase kinase
2/3; PLK1, polo-like kinase 1.
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The GLI proteins are members of the Kruppel-like family of transcription factors (TF). All three
GLI TF contain five conserved C2H2 zinc-finger DNA binding domains and a histidine/cysteine linker
sequence between the zinc fingers. The GLI TF bind the promoter of target genes at the consensus
sequence 5′-GACCACCCA-3′ [11], with cytosines in position 4 and 6 essential for the transcriptional
activation of target genes [12]. The activation domain is in the C-terminal and is common to all three
GLI factors; whereas the repressor domain is in the N-terminal region, and is present only in GLI2
and GLI3 proteins. Therefore, GLI2 and GLI3 act as activators of transcription in their full-length
forms, or as repressor forms when truncated by processing. On the other hand, GLI1 acts as an
activator of transcription and is induced by GLI2 and GLI3, and further amplifies the initial response
of the HH signaling. For this reason GLI1 is considered the best read-out of HH pathway activation.
PTCH1 and HH interacting protein 1 (HHIP1) are also targets of the HH signaling, and act as negative
regulators limiting the extent of HH signaling at transcriptional level. In addition, the GLI TF control
a number of context-dependent targets that are involved in several cellular responses, including
proliferation and differentiation, cell survival, self-renewal, angiogenesis, epithelial-mesenchymal
transition and invasiveness.

Several mechanisms of aberrant activation of HH pathway have been described in cancer.
Ligand-independent activation occurs mainly in basal cell carcinoma (BCC) and in medulloblastoma.
It is due to mutations or amplifications of key components of the HH pathway, which induce its
constitutive activation, such as loss-of-function mutations in PTCH1 [13] or SUFU [14], two negative
regulators of HH signaling, activating mutations in SMO [15], gene amplification of GLI1 and
GLI2 [16,17]. This type of aberrant HH pathway activation was found for the first time in patients
with Gorlin syndrome, a condition predisposing to cancer due to mutations in the PTCH1 gene.
Ligand-dependent mechanism is characterized by the presence of HH ligands that activate the pathway
and it can be autocrine, paracrine and reverse-paracrine. The autocrine pattern, in which tumor cells
secrete and respond to HH ligands, has been reported in several cancer types, including lung, pancreas,
gastrointestinal tract, prostate and colon cancers, glioma and melanoma [18–27]. In the paracrine
pattern, HH signaling is activated in the stroma by HH ligands secreted from cancer cells. This
mode of activation was shown in human xenograft models of pancreatic and colorectal cancers [28].
In the reverse paracrine mode, the tumor microenvironment secretes HH ligands, which activate the
HH pathway in tumor cells. Examples of this type of HH pathway activation are represented by
experimental models of glioma [29] and hematological malignancies [30,31]. Another mode of aberrant
HH pathway activation (non-canonical activation) is engaged by a variety of tumorigenic inputs
and signaling pathways, such as the RAS-RAF-MEK-ERK cascade, PI3K-AKT, mTOR/S6K1 or loss of
tumor suppressors, which directly or indirectly activate the GLI transcription factors independently of
upstream PTCH1/SMO [32,33].

3. The Major Phosphorylation Events in Hedgehog Pathway: The Role of Protein Kinases

3.1. PKA, CK1 and GSK3β

Protein kinase A (PKA), glycogen synthase kinase 3β (GSK3β) and casein kinase 1 (CK1) are
serine/threonine protein kinases, which work in conjunction in the regulation of HH signaling. PKA is
a tetrameric complex whose activity depends on cellular levels of cyclic AMP (cAMP) [34]. The CK1
family is involved in several cellular processes, including regulation of Wnt and HH signaling pathways,
and consists of seven members (α, β, γ1, γ2, γ3, δ, and ε) [35]. GSK3β acts preferentially on primed
substrates [36].

In Drosophila, PKA can promote Hh signaling by phosphorylating the C-terminus of Smo at three
sites, priming Smo for phosphorylation by CK1. Phosphorylation of Smo promotes its cell surface
accumulation and active conformation [37]. In line with this finding, a report in Drosophila showed
that in presence of Hh, a catalytic subunit of PKA forms a complex with Smo to phosphorylate its
C-tail, inducing its conformational change and oligomerization, leading to Hh pathway activation [38].
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A recent study confirmed a positive role of PKA in HH pathway also in mammalian cells, revealing
the Ptch1-ArhGAP36-PKA-Inversin axis as a mechanism for inducing SMO ciliary translocation and,
hence, HH pathway activation [39].

PKA, GSK3β and CK1 have been shown to exert an inhibitory effect on Ci/GLI. Indeed, in absence
of Hh, these three kinases phosphorylate Ci sequentially at three clusters of sites, where PKA
functions as the priming kinase for subsequently phosphorylation by CK1 and GSK3β [40,41]. These
phosphorylation events create the docking sites for the SCFSlimb ubiquitin ligase, leading to Ci
degradation [42,43]. Similar phosphorylation events mediated by these three kinases regulate the
proteolytic cleavage of mammalian GLI2 and GLI3 into repressor forms by recruiting the β-TRCP E3
ubiquitin ligase [8,9,44,45]. Unlike GLI3, which is partially degraded with the production of GLI3
repressor form, GLI2 proteolysis leads to an almost complete degradation of the protein, suggesting
that GLI3 is the major contributor of the repressor form.

PKA is also able to regulate GLI1 protein localization and activity through direct phosphorylation
of GLI1 primarily at residue Thr374, which resides adjacent to the nuclear localization signal (NLS) [46].
A recent report showed that the pattern of GLI phosphorylation by PKA can negatively regulate GLI
transcriptional activity in a graded manner; full phosphorylation by PKA at six conserved Serine
residues drives GLIR formation and blocks GLIA formation, whereas full dephosphorylation of GLI
at these clusters produces strong transcriptional activators [47]. Moreover, dual phosphorylation
of SUFU by PKA and GSK3β at residues Ser342 and Ser346 stabilizes SUFU against HH signaling
degradation [48]. In line with the negative regulation of the GLI by PKA, its inactivation in mice is able
to induce an abnormal expansion of the skin stem cell compartment and to activate GLI1, leading to
the rapid formation of BCC-like lesions [49].

CK1 can act as a positive regulator of Ci in presence of Hh. Indeed, CK1-mediated phosphorylation
of Ci at multiple Ser/Thr-rich degrons protects CiA from degradation by the Cullin 3-based E3 ubiquitin
ligase containing the BTB family protein HIB, allowing CiA to accumulate and to induce the expression
of Hh target genes. Similarly, CK1 plays a conserved role in the regulation of vertebrate GLIA activity
by attenuating its degradation by SPOP, the vertebrate homolog of HIB [50]. However, another
report suggests that CK1α associates to and negatively regulates GLI1 in mammalian cells. Indeed,
CK1α overexpression enhances the proteasome-dependent degradation of GLI1, whereas CK1α
pharmacological inhibition increases GLI1 protein levels. In addition, CK1α is able to phosphorylate
GLI1, and this phosphorylation is further stimulated by the CK1α agonist pyrvinium [51]. It is unclear
why CK1 plays opposite effects on GLI in mammalian, and further investigations are required to clarify
this regulation.

GSK3β plays an inhibitory role on the GLI. GSK3β, GLI3 and SUFU can form a trimolecular
complex, that stimulates GLI3 phosphorylation by GSK3β and, hence, GLI3 processing. Stimulation of
C3H10T1/2 cells with Shh promotes the dissociation of the SUFU/GSK3β complex from GLI3, resulting
in the blockade of GLI3 processing [52]. Consistent with the negative regulation of HH pathway by
GSK3β, inactivation of GSK3 during mouse mammary gland development induces adenocarcinomas
with activation of the HH pathway [53]. Moreover, GSK3β is involved in GLI2 ubiquitination and
degradation, because genetic inhibition of GSK3β attenuates GLI2 ubiquitination, leading to increased
GLI2 protein level [54]. Surprisingly, in pancreatic adenocarcinoma cells the GSK3β inhibitor lithium
chloride has been shown to promote the ubiquitin-dependent proteasome degradation of GLI1.
Furthermore, lithium inhibits pancreatic adenocarcinoma cell proliferation, blocking G1/S cell-cycle
progression, and induces apoptosis. Lithium chloride synergizes with gemcitabine in reducing growth
and tumorigenic potential of pancreatic adenocarcinoma cells [55]. These data are quite unexpected,
because lithium chloride inhibits GSK3β and, therefore, it should upregulate GLI1 expression.

3.2. GRK2

The G protein-coupled receptor kinase 2 (GRK2) is a serine/threonine kinase that belongs to the GRK
family. Most of the studies on the regulation of the HH pathway by GRK2 are in Drosophila and Zebrafish
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and very little is known about the role of GRK2 in mammalian. The Drosophila Gprk2 plays a role in
the modulation of Hh signaling [56–58], by regulating Smo activation in both kinase-dependent and
-independent manner. Gprk2 directly binds to Smo autoinhibitory domain (SAID) and phosphorylates
Smo at Ser741/Thr742 to stabilize its active conformation and to promote Smo C-terminal dimerization.
All these events are facilitated by PKA/CK1-mediated Smo phosphorylation, that recruits Gprk2.
In turn, Hh enhances Gprk2 expression establishing a positive feedback loop [59]. Recent evidence
showed that, when the Hh pathway is off, Gprk2 phosphorylates the E3 ubiquitin ligase Smurf
at a serine cluster in its N-terminal, inducing the binding of Smurf to the SAID of Smo, which is
ubiquitinated and degraded. On the other hand, Hh stimulation inhibits Smurf phosphorylation by
Gprk2 and Smo degradation [60].

The mechanism of SMO regulation and activation in vertebrates seems to be similar to that
described in Drosophila [61,62]. In mammalian cells and in Zebrafish embryos GRK2 positively
regulates HH signaling [63–65]. Upon HH stimulation, GRK2 phosphorylates the C-terminus of SMO
at six Ser/Thr clusters (S0–S5) together with CK1α, leading SMO to acquire an open active conformation
and to move in the PC, where it induces HH pathway activation [62]. However, GRK2 is not necessary
for SMO localization in the PC, but it is required for the response to HH signaling, because genetic and
pharmacological inhibition of Grk2 reduces the expression of Hh target genes in Zebrafish embryos and
mammalian cells [66,67]. A recent study suggested that GRK2 acts downstream of SMO but upstream
of Gαs, likely at the level of Gαs-coupled GPCRs, such as GPR161, an attenuator of HH pathway [67].
Moreover, Grk2 plays also a role in controlling cell cycle during early development in Zebrafish by
directly interacting with Ptch1, thus removing Ptch1-dependent inhibition on Cyclin B1, which can
translocate into the nucleus and promote cell proliferation [68].

3.3. CK2

Casein kinase 2 (CK2) is a serine/threonine kinase that consists of subunits α and β. In Drosophila,
CK2 has been shown to regulate both Smo and Ci, thus promoting Hh signaling. Indeed, CK2
phosphorylates Smo at multiple sites in its C-terminal cytoplasmic tail, inducing Smo activity.
Nevertheless, the effect of CK2 on Smo are not as potent as those of PKA and CK1. CK2 acts
also at the level of Ci, by preventing its ubiquitination and thus attenuating its proteosomal-dependent
degradation [69].

The expression level of CK2α is tightly regulated in normal cells, whereas it is upregulated in a
number of human cancers [70]. CK2 has been reported to positively regulate HH signaling in lung
cancer cells. Indeed, CK2α inhibition decreases GLI1 expression and transcriptional activity, enhancing
GLI1 degradation in A549 and H1299 lung cancer cell lines. In addition, genetic inhibition of CK2α
leads to a reduction of the side population through downregulation of the ATP-binding transporter
ABCG2, a putative target of HH signaling [71]. Consistently, silencing of CK2α inhibits migration
and invasion and reduces the expression of GLI1 and PTCH1 in hepatocellular carcinoma Hep G2
cells [72]. Moreover, CK2α has been shown to positively modulate HH signaling in mesothelioma
cells. Human mesothelioma samples show a positive correlation between GLI1 and CK2α expression,
and CK2α genetic silencing or pharmacological inhibition with the small-molecule CK2α inhibitor
CX-4945 reduces the expression and transcriptional activity of GLI1 [73].

CK2 was recently identified as the main driver of phosphorylation events during proliferation of
cerebellar granule cell precursors (GCP), the cells of origin of medulloblastoma, in a phosphoproteome
screening performed to discover new candidate drug targets in medulloblastoma. In the same
manuscript authors showed that CK2 is required for HH signaling transduction and is critical for the
stabilization and activity of GLI2 in medulloblastoma cells [74].

3.4. DYRK Family

Dual-specificity tyrosine phosphorylation-regulated kinases (DYRKs) are serine, threonine and
tyrosine kinases containing a motif called DYRK-homology box. There are five members of mammalian
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DYRK, subdivided in two classes; DYRK1A and DYRK1B belong to class I, while class II consists of
DYRK2, DYRK3 and DYRK4 [75].

Among the five DYRK members, DYRK1A, DYRK1B and DYRK2 are involved in the regulation
of HH signaling. DYRK1A exerts an activating function on GLI1, promoting GLI1 nuclear
translocation [76,77] through direct phosphorylation of a cluster of NLS located in the N-terminus
(Ser102/104/130/132) [78] and at Ser408 [79]. However, a recent report showed that DYRK1A can
induce GLI1 degradation through an indirect mechanism that engages the actin cytoskeleton and its
regulators [78]. The dual role of DYRK1A in the regulation of HH signaling is likely due to interactions
with different sets of partner proteins that elicit opposing effects.

Other reports suggest that also DYRK1B can play complex and dual roles in the modulation
of HH pathway. DYRK1B can inhibit HH signaling, likely blocking GLI2 function and promoting
GLI3R formation by an unknown mechanism [80]. On the other hand, DYRK1B has been shown
to enhance GLI1 activity and DYRK1B inhibition dampens GLI1 expression in both SMO-inhibitor
sensitive and resistant cells [81]. Another study reported that DYRK1B can exert both positive and
negative regulation on the HH pathway. It negatively interferes with SMO-elicited canonical HH
signaling, while at the same time it promotes AKT-mediated GLI1 stability [82]. More recently, it has
been shown that DYRK1B regulates HH-induced microtubule acetylation [83].

Finally, a kinome-wide screening identified DYRK2 among 480 kinases as a negative regulator of
the HH pathway. The study showed that DYRK2 directly phosphorylates GLI2 at two conserved Serine
residues (Ser385 and Ser1011) inducing its proteasome-dependent degradation [84]. In conclusion, the
DYRK family plays a complex relationship with the HH pathway, with class I (DYRK1A and DYRK1B)
having a dual role in the regulation of HH signaling, whereas DYRK2 has mainly an inhibitory function.

3.5. ERK1/2

The Mitogen-Activated Protein Kinase Extracellular signal-Regulated Kinase 1 and 2 (MAPK-ERK1/2)
play pivotal role in controlling several cellular functions, including proliferation and cell cycle. ERK1
and ERK2 are highly similar serine/threonine kinases, which are activated by the upstream MEK1 and
MEK2 in the RAS-RAF-MEK1/2-ERK1/2 signaling pathway [85]. Several studies reported a positive
modulation of HH pathway by MEK1/2-ERK1/2 [86]. The first evidence came from a report showing
that activated MEK1 enhances GLI1 expression and transcriptional activity. Supporting this positive
regulation, co-expression of GLI1 and of a constitutively active mutant of MEK1 elicits a synergistic
increase in GLI1 transcriptional activity, which is completely prevented by the MEK1/2 inhibitor
PD98059 [87]. Authors identified a region in GLI1 N-terminal domain (amino acids 1–130) that senses
the status of ERK1/2 signaling, as deletion of this region produces a transcriptionally active GLI1
protein with reduced response to MEK1 signaling. However, another kinase downstream of ERK1/2 is
likely responsible for phosphorylation of the N-terminal region of GLI1, since direct phosphorylation of
GLI1 by ERK1/2 was not demonstrated [87]. A putative MAPK consensus site within the N-terminus of
GLI proteins was identified by another study [88]. Nevertheless, evidence of a direct phosphorylation
is still lacking.

A number of reports have shown that the MAPK-ERK1/2 cascade can regulate HH signaling in
several types of cancer. For instance, in melanoma cells oncogenic NRAS (NRASQ61K) and HRAS
(HRASV12G) have been shown to activate GLI1 function, enhancing its transcriptional activity and
nuclear localization. Mechanistically, both oncogenes counteract GLI1 cytoplasmic retention by SUFU.
MEK1/2-ERK1/2 are the possible main effectors of RAS, because MEK1/2 inhibition reverses the effect of
oncogenic RAS on GLI1 [27]. Consistently, in pancreatic cancer cells KRAS has been shown to increase
GLI1 activity via MEK1/2-ERK1/2, and KRAS-mediated activation of GLI1 is suppressed with UO126,
through decrease of GLI1 protein stability [89]. More recently, in multiple myeloma it has been shown
that constitutively active MEK1 increases GLI2 stability and promotes its nuclear translocation, while
reducing its ubiquitination. The kinase RSK2, which acts downstream of MEK1/2-ERK1/2 cascade,
is able to mimic the effect of MEK1 on GLI2 stabilization. It is plausible to assume that MEK1/2-RSK2
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stabilizes GLI2 by inhibiting GSK3β-mediated phosphorylation of GLI2, because MEK1 and RSK2 are
not able to increase half-life of GLI2 lacking GSK3β phosphorylation sites [54].

3.6. AKT

AKT (or protein kinase B) is a serine/threonine kinase whose activation is regulated by the level of
phosphatidylinositol-3-kinase (PI3K). The PI3K-AKT pathway plays a crucial role in many cellular
processes, including cell cycle and apoptosis [90]. Several evidences suggest a positive regulation
of the HH pathway by PI3K/AKT signaling, although a direct phosphorylation of the GLI by AKT
has not yet been reported. A study showed that activation of PI3K/AKT potentiates SHH-induced
GLI transcriptional activity, by antagonizing PKA-dependent GLI2 inactivation [91]. Activation of
AKT signaling has been shown to enhance GLI1 nuclear localization and transcriptional activity in
human melanoma cells, LNCaP prostate cancer cells and U87 glioma cells [27]. In addition, in renal
cell carcinoma cells both GLI1 and GLI2 are activated by the PI3K/AKT signaling. Interestingly,
a combination of GLI inhibitor GANT61 and AKT inhibitor perifosine synergistically suppresses renal
cell carcinoma growth and induces apoptosis in vitro and in vivo [92]. Consistent with these findings,
AKT1 activation appears to be required for BCC tumorigenesis in a SKH1-Ptch1+/− mouse model
that resembles features of patients with Basal Cell Nevus Syndrome. Interestingly, pharmacological
inhibition of AKT decreases growth of BCC in this model [93]. Another report showed that AKT1 is a
direct target of GLI1 [94], suggesting the existence of a positive regulatory loop between AKT and
HH signaling.

3.7. S6K1

p70 ribosomal protein S6 kinase 1 (S6K1) is a serine/threonine kinase that regulates many
aspects of cellular biology, by controlling mRNA translation, ribosome biogenesis, cell growth and
survival, authophagy, immune suppression and metabolism [95]. The mammalian target of rapamicin
(mTOR)/S6K1 pathway has been proposed to mediates the development of esophageal adenocarcinoma
(EAC) through GLI1 activation in a SMO-independent manner [96]. Authors found that in EAC
cells the cytokine TNFα leads to activation of mTOR, which, in turn, phosphorylates its target S6K1.
Thus, activated S6K1 directly phosphorylates GLI1 at Ser84 and enhances oncogenic GLI1 functions,
by releasing GLI1 from its negative regulator SUFU [96]. In addition, mTOR/S6K1 signaling has been
shown to contribute to radiotherapy-induced GLI1 activity in head and neck squamous cell carcinoma
cell lines [97] and to enhance GLI1 expression in prostate cancer cell lines [98]. The mTOR/S6K1-GLI1
crosstalk appears to be context dependent, because in neuroblastoma cells S6K1 and GLI1 have
been shown to exert proliferative effects through independent mechanisms and S6K1 does not affect
GLI1 [99]. p70S6K2, another member of the S6K family, has also been shown to positively modulate
the HH pathway in non-small cell lung cancer cells. Indeed, inhibition of p70S6K2 leads to a decrease
of GLI1 protein level, likely through activation of GSK3β [100].

3.8. PKC Family

The protein kinase C (PKC) proteins are widely expressed serine/threonine kinases. They consist
of three families: calcium-dependent conventional PKC (cPKC; isoforms α, βI, βII and γ); calcium-
independent novel PKC (nPKC; isoforms δ, ε, η and θ); and calcium-independent atypical PKC (aPKC;
isoforms ζ and ι/λ). All PKC have been shown to modulate HH signaling with different effects.

The role of both PKCα and PKCδ in the modulation of the HH pathway is controversial. Regarding
PKCα, a report suggests that it negatively regulates GLI1, reducing its transcriptional activity without
affecting its nuclear translocation [101]. However, another report shows that PKCα increases GLI1
transcriptional activity in NIH3T3 cells [102]. Similarly, constitutively active PKCδ increases GLI1
transcriptional activity, and its inhibition with Rottlerin decreases PTCH1 mRNA level [101]. However,
in human hepatoma Hep3B cells PKCδ has been shown to repress GLI1 transcriptional activity and
nuclear localization, without affecting protein stability [102]. The mechanisms implicated in GLI1
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regulation by PKCα and PKCδ are poorly understood; indeed, there are no evidence of a direct GLI1
phosphorylation by PKCα nor PKCδ.

aPKCι/λhas been identified as a GLI regulator in mouse BCC cells. aPKCι/λdirectly phosphorylates
GLI1 (likely at residues Ser243 and Thr304), resulting in enhanced DNA binding and transcriptional
activation [103]. Furthermore, GLI1 promotes the transcription of PRKCI, the gene encoding for aPKCι,
forming a positive GLI-aPKCι feedback loop in BCCs. Direct involvement of aPKC in regulation of
HH signaling has been demonstrated also in Drosophila, where aPKC promotes phosphorylation and
activation of Smo and Ci [104].

3.9. AMPK

5′-Adenosine monophosphate (AMP)-activated protein kinase (AMPK) is a serine/threonine
kinase consisting of three subunits: α, β and γ. The AMPK activity is fine regulated by the AMP/ATP
ratio and by other kinases. It is involved in mitochondrial activity and biogenesis, autophagy and
cell proliferation, acting in a context-dependent manner [105]. Xu and colleagues described for the
first time the negative role of AMPK in the regulation of HH pathway in hepatocellular carcinoma,
where AMPK directly interacts with GLI1 and modulates its expression [106]. Activated AMPK
phosphorylates GLI1 at Ser102, Ser408 and Thr1074, reducing its transcriptional activity and protein
stability [107]. Moreover, AMPK increases GLI1 cytoplasmic localization and promotes its interaction
with the E3 ubiquitin ligase β-TRCP, thus inducing GLI1 proteasomal degradation [108]. On the other
hand, another report indicates that only phosphorylation at Ser408 on GLI1 by AMPK is crucial for
GLI1 degradation and for the reduction of HH-driven cell growth in human medulloblastoma [109].

AMPK can play also a positive role in HH pathway. AMPK can act downstream of SMO to
stimulate metabolic reprogramming towards glycolysis in adipocytes and increase glucose uptake [110].
Moreover, AMPK has been shown to mediate the effects of HH pathway on polyamine metabolism in
cerebellar GCPs and in medulloblastoma. In response to HH activation, AMPK phosphorylates the zinc
finger protein CNBP (Cellular Nucleic acid-Binding Protein) at Thr173, inducing its interaction with
SUFU that prevents CNBP ubiquitination and degradation. In turn, CNBP enhances the translation of
the enzyme ornithine decarboxylase (ODC), which induces the biosynthesis of polyamines, thereby
controlling HH-dependent medulloblastoma growth in vivo and in vitro. The pharmacological
inhibition of ODC with the irreversible inhibitor DFMO, inhibits HH-induced cell growth, supporting
the use of DFMO as pharmacological agent for medulloblastoma treatment [111]. Recently, Zhang
and colleagues provided another evidence of a pro-tumorigenic role of AMPK, demonstrating that
the subunit AMPKα2 sustains SHH-driven mouse medulloblastoma tumorigenesis in vivo [112].
All together, these evidences suggest that AMPK can support or inhibit tumorigenesis depending on
cellular context. Therefore, it is still debated the use of AMPK activators or inhibitors for cancer therapy.

3.10. ULK3

Unc-51 like kinase 3 (ULK3) is a serine/threonine protein kinase widely expressed, which takes
part in several cellular processes, such as autophagy and cell division. ULK3 positively regulates
HH signaling by direct phosphorylation of the GLI, enhancing their transcriptional activity and
nuclear localization of GLI1 [113]. Interestingly, ULK3 can act also as a negative regulator of the HH
pathway independently of its kinase activity. Indeed, in absence of SHH ligand, ULK3 physically
interacts with SUFU through its kinase domain thus abolishing ULK3 ability to phosphorylate the GLI.
In addition, the complex SUFU-ULK3 binds to GLI2 and promotes its proteolytic cleavage into the
repressor form (GLI2R). On the other hand, in response to SHH, SUFU-ULK3 complex dissociates
and ULK3 can act as positive regulator of GLI2 [114]. Recently, it has been found that the small
molecule SU6668, an ATP competitive tyrosine and serine/threonine kinase inhibitor, inhibits ULK3
kinase activity; indeed, SU6668 reduces SHH-induced expression of the GLI in ULK3-dependent
manner [115]. ULK3 is also involved in cancer-associated fibroblast (CAF) activation via the CSL
protein, the transcriptional modulator of NOTCH pathway, which negatively regulates conversion of
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fibroblast into CAFs. Silencing of CSL increases the expression of its direct target ULK3, which in turn
induces the activation of GLI1/2 and CAF effector genes. Therefore, ULK3 might represent a target to
suppress CAFs activation and their tumor-enhancing properties [116].

3.11. Other Kinases

The HH signaling has been shown to be regulated also by other PKs. For instance, the serine/

threonine kinase PFTK1 (or CDK14), a member of the CDC2-related protein kinase family, positively
modulates the protein levels of SMO, PTCH1 and GLI1, thus controlling cell proliferation, invasion
and EMT in colon cancer cells [117]. Another positive regulator of HH pathway is the integrin-linked
kinase (ILK), a serine/threonine protein kinase implicated in regulation of various processes. ILK
inhibition suppresses the localization of SMO in the PC and leads to a decrease GLI1 and GLI2 mRNA
levels induced by SHH [118].

The right open reading frame kinase 3 (RIOK3) is a serine/threonine kinase involved in cell
proliferation, migration and invasion in various cancers [119,120]. It has been identified through
a kinase screen in human cells as a novel regulator of SUFU localization. RIOK3 induces SUFU
nuclear accumulation and positively regulates HH signaling in a SUFU-dependent manner. Indeed,
RIOK3 silencing decreases the expression of HH target genes, but this effect is lost in SUFU−/−

MEF cells. However, it is still unknown whether the regulation of SUFU by RIOK3 is direct or
indirect [121]. The serine/threonine kinase NIMA-related kinase 2A (NEK2A) interacts with and
phosphorylates SUFU at Thr225 and Ser352, increasing its protein stability through the inhibition
of its proteasomal degradation, thus preventing GLI2 nuclear accumulation and transcriptional
activity [122,123]. Moreover, NEK2A is also a direct target of GLI1 and GLI2, establishing a negative
feedback loop between NEK2A and the GLI factors in mammalian cells [123].

The liver kinase B1 (LKB1, also known as STK11) is a serine/threonine kinase that has been found
mutated and deregulated in several types of cancers, where it acts as a tumor suppressor [124,125]. LKB1
negatively modulates the expression of HH target genes both at mRNA and protein levels [126–128],
acting downstream of SMO. LKB1 regulates also cerebellar development by controlling HH-mediated
GCP proliferation [129]. The serine/threonine kinase polo-like kinase-1 (PLK1), which is involved in
cell cycle regulation, phosphorylates mouse GLI1 at Ser481 (human GLI1 at Ser479) enhancing GLI1
nuclear exit and its interaction with SUFU, leading to the inhibition of HH signaling activity [130].

Protein Kinase G (PKG) is a serine/threonine-specific protein kinase that is activated by cyclic
guanosine monophosphate (cGMP). In mammalian two PKG genes have been identified, encoding
for PGK-I and PGK-II. Upon cGMP stimulation PKG-I has been shown to mediate the response to
HH signaling in neural plate cells and in embryoid bodies [131,132]. The effect of cGMP/PKG on HH
pathway is opposite to that of cAMP and PKA.

Recent evidence has shown an involvement of the mitogen-activated protein kinase kinase
kinase (MAP3Ks) MEKK1, MEKK2 and MEKK3 in HH regulation. MEKK1 directly binds to and
phosphorylates GLI1 on multiple residues at its C-terminal, leading to the inhibition of its transcriptional
activity and enhancing its association with the 14-3-3 proteins. This association might explain the
inhibitory effects on HH pathway by MEKK1 [133]. MEKK2 and MEKK3 act as sensors of growth
factors, inflammatory and stress signaling and act upstream of the MEK5/ERK5 signaling [134]. MEKK2
and MEKK3 have been shown to phosphorylate GLI1 at multiple sites (Ser201, Ser204, Ser243, Ser968,
Thr1074 and Ser1078), inhibiting its transcriptional activity and reducing its protein stability and
nuclear localization. In addition, GLI1 phosphorylation by MEKK2/3 enhances the association between
GLI1 and SUFU, which is required for cytoplasmic retention of GLI1 [135]. Moreover, MEKK1, MEKK2
and MEKK3 reduce HH-dependent medulloblastoma cells growth [133,135]. MAP3K10 acts positively
on the HH pathway, by indirectly enhancing the activity of GLI2 through phosphorylation of DYRK2
and GSK3β [84]. In addition, MAP3K10 enhances pancreatic cancer cells growth probably by increasing
GLI1 and GLI2 expression [136]. The c-Jun N-terminal kinases (JNK1-3) that belong to the MAPK
family have been shown to phosphorylate GLI3 at Ser343 [88]. Another evidence of a connection
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between JNK and HH signaling comes from a report showing that pharmacological inhibition of JNK
abolishes c-JUN phosphorylation and its interaction with GLI2, decreasing GLI-dependent keratinocyte
cell cycle progression [137]. These findings suggest a positive modulation of HH pathway by JNK
(Table 1).

Table 1. Protein kinases involved in the regulation of HH pathway in mammalian.

Protein Kinases Effect on HH Signaling References

PKA Inhibits GLI1, GLI2, GLI3 [8,9,44–47]
Activates SMO [39]
Stabilizes SUFU [48]

CK1 Activates/inhibits GLI [50,51]
Activates SMO [62]

GSK3β Inhibits GLI2, GLI3 [52–54]
Stabilizes SUFU [48]

GRK2 Activates SMO [62]
CK2 Activates GLI1, GLI2 [71–74]
DYRK1A/1B Activates/inhibits GLI [76–82]
DYRK2 Inhibits GLI2 [84]
ERK1/2 Activates HH signaling [27,87–89]
AKT Activates HH signaling [91–93]
S6K1 Activates GLI1 [96–98]
PKCα, δ Activates/inhibits GLI1 [101,102]
aPKCι/λ Activates GLI1 [103]
AMPK Inhibits/Activates HH signaling [106–112]

ULK3 Activates/inhibits GLI [113,114,
116]

PFTK1 Activates HH signaling [117]
ILK Activates HH signaling [118]
RIOK3 Activates HH signaling [121]
NEK2A Increases SUFU stability repressing GLI2 [122,123]
LKB1 Inhibits HH signaling [126–128]
PLK1 Inhibits GLI1 [130]
MEKK1 Inhibits GLI1 [133]
MEKK2/3 Enhances GLI1-SUFU association [135]
MAP3K10 Activates GLI1 and GLI2 [84,136]
JNK Activates GLI2 and GLI3 [88,137]

Abbreviations: HH, Hedgehog; SMO, Smoothened.

4. Roles of PKs in Hedgehog Pathway Control: Implications for Cancer Therapy

In the last decade efforts to inhibit the HH pathway have been focused mainly on the
development of SMO inhibitors. Several of these SMO antagonists, including vismodegib (GDC-0449),
sonidegib (LDE-225), BMS-833923, saridegib (IPI-926), glasdegib (PF-04449913), taladegib (LY2940680),
itraconazole and posaconazole, have shown efficacy in reducing growth of mouse xenografts and have
been extensively investigated in a number of clinical trials in advanced cancers [138–140]. Among
them, vismodegib and sonidegib, have been approved by the US Food and Drug Administration
(FDA) and the European Medicines Agency (EMA) for treatment of locally advanced or metastatic
BCC. However, despite promising preclinical results, the emergence of drug resistance and severe side
effects have diminished the enthusiasm on SMO antagonists. As a consequence, new HH inhibitor
development strategies have been focused on designing SMO inhibitors with novel chemical structures
(e.g., MRT-92) [141,142] or discovering inhibitors that target the GLI transcription factors [143]. GANT58
and 61 are the first class of direct GLI antagonists to be identified, and both are able to interfere
with GLI1- and GLI2-mediated transcription [144]. Glabrescione B is a newly identified natural
compound that functions by binding GLI1 and impairing GLI1/DNA interaction [145]. ATO, an already
FDA-approved drug for acute promyelocytic leukemia, has been shown to bind GLI1 protein, inhibiting
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its transcriptional activity, and to block ciliary accumulation of GLI2 [146,147]. Except for ATO, which
is not a specific GLI inhibitor, none of the GLI antagonists has been tested in clinical trials.

In this review we have described the multifaceted roles that phosphorylation plays in HH pathway,
focusing on cancer. Since the majority of PKs that phosphorylate and regulate components of the HH
pathway can be modulated by antagonists/agonists, it is clear that their targeting may have important
implications for anti-cancer therapy. Here, we will discuss examples of preclinical and clinical studies
focusing on inhibition/activation of the above described HH-related PKs, alone or in combination with
HH antagonists (Figure 2, Table 2).
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Figure 2. Targeting the Hedgehog pathway. Inhibition of the HH pathway by direct SMO and GLI
inhibitors (red boxes) and by small molecules or drugs targeting protein kinases. Indicated are protein
kinases that act as negative regulators (red) and positive regulators (green) of the GLI. For each protein
kinase agonists and antagonists are reported. For details regarding the inhibitors and their target or
mechanism of action see Table 1. Abbreviations: SMO, Smoothened; PTCH, Patched; KIF7, kinesin
family member 7; HH, Hedgehog; GLI1/2A, GLI1/2 activators; CK1α, casein kinase 1α; CK2, casein kinase
2; PKA, protein kinase A; S6K1, ribosomal protein S6 kinase 1; PI3K, phosphatidylinositol-3-kinase;
DYRK1B, dual specificity tyrosine-phosphorylation-regulated kinase 1B; aPKCι/λ, atypical protein
kinase ι/λ; BRD4, bromodomain-containing protein 4.
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Table 2. Hedgehog pathway antagonists and other inhibitors mentioned in the text and in Figure 2.

Inhibitor Pathway Target/Mechanism References

GDC-0449 (Vismodegib) HH SMO [148]
LDE-225 (Sonidegib) HH SMO [149]
IPI-926 (Saridegib) HH SMO [150]
BMS-833923 HH SMO [151]
PF-04449913 (Glasdegib) HH SMO [152]
LY2940680 (Taladegib) HH SMO [153]
Itraconazole HH SMO [154]
Posaconazole HH SMO [155]
SANT1-4 HH SMO [156]
MRT-92 HH SMO [141,142]
GANT58-61 HH Inhibit GLI1/2-mediated transcription [144]
HPI1-4 HH Modulate GLI activation [157]
ATO HH Inhibits GLI1/2 [146,147]
Glabrescione B HH Interferes with GLI1/DNA binding [145]
JQ1 BRD Inhibits GLI1/2-mediated transcription [158]
I-BET151 BRD Inhibits GLI1/2-mediated transcription [159]
Imiquimod PKA Inhibits GLI activity [160]
Forskolin PKA PKA activation via cAMP [161]
Pyrvinium CK1α Enhances CK1α-depend. GLI degradation [51]
CX-4945 CK2 Inhibits CK2 [74]
PSI aPKC Antagonist [103]
CRT0329868 aPKC Antagonist [162]
Everolimus (RAD-001) mTOR/S6K1 Antagonist [96]
PF-4708671 S6K1 Antagonist [163]
NVP-BKM120 PI3K Antagonist; inhibits also S6K1 [164,165]
NVP-BEZ235 PI3K/mTOR Antagonist [166]
DYRKi DYRK1B Antagonist [81]

All SMO antagonists reported inhibit SMO by binding to its heptahelic transmembrane domain. Abbreviations:
HH, Hedgehog; SMO, Smoothened; ATO, arsenic trioxide; BRD, bromodomain containing protein; PKA,
protein kinase A; CK1α, casein kinase 1α; CK2, casein kinase 2; aPKC, atypical protein kinase C; mTOR/S6K1,
mammalian target of rapamycin/S6 kinase 1; PI3K, phosphatidylinositol-3-kinase; DYRK1B, dual specificity
tyrosine-phosphorylation-regulated kinase 1B.

Given the role of PKA in promoting Ci/GLI processing, compounds that act by targeting the
HH signaling through activation of PKA are currently under clinical investigation. For instance,
imiquimod, a synthetic nucleoside analogue of the imidazoquinoline family, was approved for topical
treatment of small superficial BCCs. Imiquimod represses HH signaling by negatively modulating
GLI activity in BCC and medulloblastoma cells. Mechanistically, imiquimod acts downstream of
SMO enhancing PKA activity with consequent GLI2/3 phosphorylation and cleavage into GLI2/3
repressor forms [160]. Consistently, activation of PKA through the cAMP agonist forskolin is sufficient
to inhibit HH pathway activity driven by oncogenic SMO (SMOA1 and W539L mutants) in vitro.
Topical treatment of BCC with forskolin decreases tumor growth and reduces GLI1 mRNA level in an
inducible SMO-mutant BCC mouse model, providing evidence that forskolin inhibits growth of BCCs
resistant to SMO inhibitors [161].

The anti-pinworm compound pyrvinium is an allosteric activator of CK1α. It acts by enhancing
the degradation of the GLI in a CK1α-dependent manner. Pyrvinium is very potent and blocks HH
signaling in the nanomolar concentration range, functioning also on vismodegib-resistant SMO and in
settings of downstream pathway activation resulting from SUFU depletion. In vivo pyrvinium has
been shown to attenuate growth of a Ptch+/−-derived medulloblastoma allografts and to reduce the
expression of HH target genes [51].

aPKCι/λ is another potential therapeutic target, that was originally reported as an activator of
GLI1 in BCC. Interestingly from a therapeutic point of view, vismodegib-resistant BCCs show high
level of aPKCι/λ, and pharmacological inhibition of aPKC with PSI is able to suppress HH signaling
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and growth of resistant BCC cell lines [103]. A recent report showed that aPKCι/λ functions as a
priming kinase for deacetylation of GLI1 by histone deacetylase 1 (HDAC1) [162], that is required for
GLI transcriptional activation [167]. Combined targeting of HDAC1 and aPKC prevents GLI1 nuclear
localization, and exerts cooperative effects in reducing growth of BCC cells in vitro, of patient-derived
BCC explants ex vivo and of BCC in a mouse model. The same paper identified an ATP-competitive
aPKC small-molecule inhibitor (CRT0329868) that shows a strong improvement in potency compared to
previous generation inhibitors, with high bioavailability and efficacy in BCC. This study provided the
first evidence that the aPKC-HDAC1 axis can be efficiently blocked in BCC using this aPKC antagonist
in combination with the HDAC inhibitor vorinostat, providing an effective and novel therapeutic
approach for BCC patients [162]. In addition, since this therapeutic approach inhibits nuclear GLI1, is
also predicted to reduce the development of drug resistance.

A recent phosphoproteomic analysis identified the CK2 as a kinase critical for stabilization and
activity of GLI2 and a promising therapeutic target in medulloblastoma. Pharmacological inhibition of
CK2 with specific inhibitors decreases proliferation of primary SHH-type MB patient cells in vitro and
inhibits growth of murine medulloblastoma that are resistant to SMO inhibitors. In particular, one of
these CK2 antagonists (CX-4945) is able to inhibit both wild-type and mutant CK2, suggesting that this
drug might prevent or delay acquired resistance [74]. This work has already directly led to clinical
studies investigating the use of the CK2 inhibitor CX-4945 in patients with SHH-medulloblastoma.

S6K1 is another potential therapeutic target that directly phosphorylates GLI1 and promotes its
oncogenic activity, suppressing the inhibitory effect of SUFU on GLI1. The report showed that EAC
tissues express high levels of S6K1 and inhibition of its upstream activator mTOR with everolimus
(RAD-001) enhances the effect of vismodegib in reducing EAC cell line proliferation and mouse
xenograft growth [96]. These results support the use of combined therapy in cancers with active HH
and mTOR/S6K1 pathways. Since specific S6K1 inhibitors, such as PF-4708671, are available, their
effects on GLI activity should be tested [163].

Gene expression arrays of sonidegib-resistant mouse medulloblastoma have shown upregulation
of PI3K, the upstream activator of S6K1. Combination therapy with sonidegib and the PI3K inhibitor
NVP-BKM120 markedly delayed tumor resistance in allografted mouse [164]. In glioblastoma cells
combination of PI3K inhibitor BKM120 and the SMO inhibitor LDE-225 signaling not only suppressed
both pathways, but also inhibited S6K1 phosphorylation. Targeting both pathways induced mitotic
catastrophe and tumor apoptosis, and decreased growth of PTEN-deficient glioblastomas in vitro
and in orthotopic xenografts. Both drugs cross the blood-brain barrier and have acceptable toxicity
profiles, providing a good therapeutic approach for glioblastoma treatment [165]. Similarly, the
SMO antagonist sonidegib (LDE-225) has been shown to cooperate with the PI3K/mTOR inhibitor
NVP-BEZ-235 to inhibit pancreatic cancer stem cell growth in vivo [166]. In addition, targeting both
GLI and PI3K/mTOR signaling has shown a synergistic effect in reducing survival of primary cells
from chronic lymphocytic leukemia patients, providing a further evidence of the efficacy of combined
HH and PI3K signaling targeting [168].

Another study reported a novel small molecule DYRK inhibitor able to impair SMO-dependent
and SMO-independent oncogenic GLI activity. Authors showed that genetic and pharmacological
inhibition of DYRK1B reduces GLI1 expression in a number of cancer types, including human brain and
pancreatic cancers, and mouse BCC cells. Interestingly, DYRK1B targeting represses GLI1 expression
in both SMO-inhibitor sensitive and resistant cells [81].

5. Conclusions

Numerous kinases and phosphorylation events that regulate the HH signaling have been described
in the last decade. Biochemical and functional analyses of kinases, such as PKA, CK1 and GSK3β, have
provided important insights into HH signal transduction mechanisms, and begun to address how SMO
and the GLI are regulated in physiological conditions. Despite these achievements, insights into the
phosphorylation of several kinases, such as ERK1/2, AKT, PKCα and PKCδ, are still lacking. In addition,
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the full spectrum of phosphorylation of GLI1 and GLI2, the final effectors of the HH pathway, has
only begun to be explored. Although PKA-mediated phosphorylation of the GLI has a predominant
inhibitory effect on HH signaling, it is clear that the GLI undergo other important phosphorylation
events that modulate their activities. For instance, S6K1 and aPKCι/λ directly phosphorylate and
activate GLI1, respectively, in esophageal adenocarcinoma and BCC cells. It will be interesting to
determine whether these phosphorylation events play a role in other types of cancer.

Given the dual role played by several kinases, such as PKA and CK1α, in the regulation of
Smo/SMO and Ci/GLI, it is critical to understand how phosphorylation by these kinases is regulated.
In addition, more work is needed to provide a clear picture of the exact role of these kinases in
regulating the HH pathway in cancer, especially in those with non-canonical HH pathway activation.
This aspect is particularly important in view of future therapeutic approaches targeting these kinases.
Thus far, preclinical studies suggest that the most promising therapeutic targets may be S6K1, aPKC,
CK2, PI3K and AKT. Targeting these kinases in combination with SMO or GLI antagonists may improve
response rates and reduce resistance mechanisms, although more functional and preclinical studies are
needed to define these relationships.

Finally, several kinases involved in phosphorylation events that modulate HH pathway have
been identified, whereas most of the corresponding phosphatase are still unknown. Indeed, very
few phosphatases have been described to regulate SMO, the GLI proteins or other HH pathway
components; nevertheless, the molecular basis of their functions and, in particular, the specific residues
are largely unknown. Therefore, in the near future efforts need to be directed towards the identification
of phosphatases that play a role in the regulation of HH pathway.
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Abbreviations

AKT Protein kinase B
AMPK 5′ Adenosine monophosphate (AMP)-activated protein kinase
aPKCι/λ Atypical protein kinase Cι/λ
ATO Arsenic trioxide
BCC Basal cell carcinoma
BRD Bromodomain
β-TRCP β-transducin repeat containing protein
CAF Cancer-associated fibroblast
Ci Cubitus interruptus
CK1 Casein kinase 1
CK2 Casein kinase 2
DHH Desert hedgehog
DYRK Dual specificity tyrosine-phosphorylation-regulated kinase
ERK Extracellular signal-regulated kinase
GCP Granule cell precursors
GLI Glioma-associated oncogene
GPCR G-protein-coupled receptor
GRK2 G protein-coupled receptor kinase 2
GSK3β Glycogen synthase kinase 3β
HH Hedgehog
IHH Indian hedgehog
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ILK Integrin-linked kinase
JNK c-Jun N-terminal kinase
MAPK Mitogen-activated protein kinase
mTOR Mammalian target of rapamycin
NEK2A NIMA-related kinase 2A
NLS Nuclear localization signal
PC Primary cilium
PI3K Phosphatidylinositol-3-kinase
PK Protein kinase
PKA Protein kinase A
PKG Protein kinase G
PLK1 Polo-like kinase 1
PTCH Patched
RIOK3 Right open reading frame kinase 3
S6K1 S6 kinase 1
SAID Smo autoinhibitory domain
SHH Sonic hedgehog
SMO Smoothened
SUFU Suppressor of Fused
TNFα Tumor necrosis factor α
ULK3 Unc-51 like kinase 3
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