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Abstract
Since the discovery of the first mammalian Wnt proto-oncogene in virus-induced mouse mammary tumors almost four decades
ago, Wnt signaling pathway and its involvement in cancers have been extensively investigated. Activation of this evolutionarily
conserved pathway promotes cancer development via diverse mechanisms. Cancer is a complex disease and one outstanding
conceptual framework for understanding its biology is the “Hallmarks of Cancer”. In this review, we focus on the involvement of
Wnt signaling in the ten hallmarks of human cancer. These widespread roles of Wnt signaling in human cancers highlight the
importance and feasibility of targeting this signaling pathway for cancer treatment.
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1 Introduction

Wnt signaling has been present in animals since the first meta-
zoans.Wnt signaling has evolved to perform diverse functions
in normal development and physiology [1–3]. Our scientific
understanding of Wnt/β-catenin signaling has long been
intertwined with cancer biology. Wnts in mammals were first
discovered because overexpressedWnt1 caused mouse mam-
mary tumors [4]. The adenomatous polyposis coli (APC) gene
truncating mutations that stabilize β-catenin are highly prev-
alent in colorectal cancer, making APC one of the most mu-
tated genes in human cancers [5]. β-catenin accumulation
driven by active Wnt signaling results in the formation of a
transcriptional complex, together with T cell factor/lymphoid
enhancer factor (TCF/LEF) family members, that directly
binds to the promoters of Wnt target genes and regulate their
expression. The specifics and mechanisms of the Wnt signal-
ing transduction cascade are well studied and well reviewed

elsewhere [5–7]. However, how activated Wnt/β-catenin sig-
naling contributes to multiple facets of cancer development is
less clear. Our goal here is to highlight the myriad ways that
aberrant Wnt signaling contributes to the development and
progression of human cancers. One outstanding conceptual
framework for understanding how signaling pathways con-
tribute to cancer is the “Hallmarks of Cancer,” starting with
the review of Hanahan andWeinberg in 2000 [8], and updated
in 2011 [9]. In this review, we evaluate some of the contribu-
tions of aberrant Wnt signaling to each of the hallmark path-
ways that are critical to cancer development, highlighting the
complexity of the Wnt pathways and crosstalk with other sig-
naling networks (Fig. 1).

2 Wnts and proliferative signaling

Cell proliferation is the process during which a cell grows,
replicates its genetic information (DNA), and divides into
two daughter cells. Cells respond to mitogenic signals and
initiate the cell cycle, tightly driven by cell cycle proteins such
as Cyclins and Cyclin-Dependent Kinases (CDKs) [10]. This
process is strictly regulated by upstream and feedback signals
under normal physiological conditions. While in many cases
the driving force of cell proliferation comes from growth
factor-stimulated signaling such as the Mitogen-Activated
Protein Kinase (MAPK) cascades [11], an increasing number
of studies also show the involvement of Wnt signaling in cell
cycle regulation on multiple mechanistic layers [12]. First,
two key cell cycle regulators, MYC and Cyclin D1, are direct
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target genes of the β-catenin/TCF transcriptional complex
[13–15]. Second, in addition to direct transcriptional regula-
tion of cell cycle genes, the protein abundance of many im-
portant cell cycle effectors such as MYC, Cyclin D, and
Cyclin E is also regulated by the GSK3-mediated Wnt/
stabilization of proteins (STOP) pathway [16–19]. Finally,
several Wnt pathway components, including APC, Axin2,
Dishevelled (DVL), and β-catenin, are directly involved in
mitotic processes such as microtubule dynamics, spindle for-
mation, and centrosome division [12], which will be further
discussed in a later section.

Although several cell cycle regulators are downstream tar-
gets of Wnt signaling, to what extent Wnt signaling regulates
cell proliferation in normal cells, especially compared with the
well-established mitogenic growth signaling, remains contro-
versial. In various normal adult tissues, activeWnt signaling is
enriched in tissue stem cells and maintains stemness [20, 21].
However, adult tissue stem cells are not necessarily highly
proliferative and are often maintained in a quiescent state
[22]. The intestine is one of the best-studied models of Wnt
signaling and stemness. High Wnt/β-catenin signaling is
largely restricted to the intestinal stem cells in the crypt base,
whereas the highly proliferative transit-amplifying (TA) cells
lack Wnt/β-catenin signaling. A recent study found that Wnt
inhibition activated MAPK signaling and induced an initial
burst of proliferation in the intestinal stem cells due to the
conversion of the stem cells into the TA cells without stem
cell self-renewal [23]. Eventually, this led to intestinal crypt
ablation due to stem cell exhaustion. This finding is consistent
with the observation that expression of an oncogenic BRAF
transgene in the mouse intestine hyperactivated MAPK sig-
naling and led to the conversion of the stem cells into prolif-
erative TA cells and stem cell loss, and this could be

antagonized by artificially enhancingWnt/β-catenin signaling
[24]. These observations support the stem cell quiescence
model: excess proliferation results in stem cell exhaustion
[22]. And importantly, this suggests that the role of Wnt sig-
naling, at least in the intestinal stem cell niche, is to maintain
stemness rather than to promote stem cell proliferation.

However, cancer cells dysregulate multiple signal trans-
duction pathways through genetic and epigenetic alterations
to support uncontrolled cell proliferation. Several components
of the Wnt pathway, such as APC, β-catenin, and RNF43, are
frequently mutated in several human cancers, leading to
hyperactivated Wnt signaling [25]. Numerous studies show
that hyperactivated Wnt signaling can promote cancer cell
proliferation. The first evidence came from the discovery of
the first mammalian Wnt gene, Int-1, whose overexpression
led to the development of mouse mammary cancer [4].
Importantly, inhibition of Wnt secretion significantly de-
creased cell proliferation in these tumors [26]. Similar results
were observed in multiple Wnt-driven cancer models, where
genetic or pharmacological inhibition of Wnt signaling de-
creased cell proliferation in Wnt-driven tissue neoplasia and
tumors [27–30]. Mechanistically, cancer cells hijack hyperac-
tive Wnt signaling to maintain several pro-proliferative effec-
tors such as MYC at high level. As one of the most important
oncogenic transcription factors, MYC positively regulates a
large portion of the transcriptome [31, 32], including multiple
key cell cycle effectors such as cyclins, CDKs, and E2F tran-
scription factors. MYC also antagonizes cell cycle inhibitors
like p21 and p27 through transcriptional, epigenetic, or post-
transcriptional mechanisms [33]. Moreover, many MYC tar-
gets are involved in protein, lipid, and nucleotide synthesis
and energy metabolism pathways that are fundamental to the
growth and proliferation of cancer cells [34–36]. Collectively,

Fig. 1 This figure illustrates the
multiple roles Wnt signaling
plays in the pathogenesis of
cancer around the conceptual
framework of ten hallmarks of
cancer as outlined by Hanahan
and Weinberg
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hyperactive Wnt signaling upregulates the abundance of
MYC and promotes cancer cell proliferation (Fig. 2).
Notably, genetic deletion of Myc reversed the neoplasia
caused by hyperactiveβ-catenin signaling in the Apc-deficient
mouse intestine [37], whereas expressing a stabilized MYC
partially rescued the proliferation suppression upon Wnt
blockade in a Wnt-addicted pancreatic cancer orthotopic xe-
nograft model [30], suggesting MYC as one of the critical
mediators of hyperactive Wnt/β-catenin signaling-driven
proliferation.

Wnt/β-catenin signaling appears to be less critical in can-
cers that are not driven by hyperactivated Wnt signaling. This
is demonstrated, for example, by recent large-scale CRISPR
or shRNA screens that found that loss of β-catenin generally
has no obvious effect on in vitro cell survival and proliferation
of non-Wnt-driven cancer cell lines [38–40]. In contrast, loss
ofMYC significantly impacted cell survival or proliferation in
the majority of the cancer cell lines across multiple tissues,
reflecting that high MYC activity is regulated and maintained
by diverse oncogenic signaling pathways beyond Wnt in the
non-Wnt-driven cancers. This suggests that the amplified
Wnt/MYC axis, as well as the Wnt regulation of cancer cell
proliferation, is part of the “oncogene addiction” phenomenon
in Wnt-driven cancers.

Last but not least, even though Wnt signaling may not be
the main driving force of cell proliferation in non-Wnt-driven
cancers, it can sustain proliferative signaling under situations
where the original proliferative pathways are blocked, e.g. by
anti-cancer drugs, and thereby mediate drug resistance [25].
For example, bromodomain and extra terminal protein (BET)
inhibitors like JQ1 disrupt the BRD4-chromatin interaction
and repress BRD4-dependent transcription of genes such as
MYC to suppress cancer progression. However, two indepen-
dent studies on leukemia found that in the presence of BET
inhibitors, β-catenin binds to the promoter loci originally oc-
cupied by BRD4 and maintains the expression of key target
genes including MYC [41, 42]. Therefore Wnt/β-catenin sig-
naling can promote resistance to BET inhibitors in leukemia
by sustaining proliferative signaling.

3 Evading growth suppressors

Normal cells rely on several growth suppression mechanisms
to avoid aberrant and uncontrolled cell growth and prolifera-
tion. Evading these growth suppressors is necessary for tu-
morigenesis and is important during cancer progression. As
mentioned previously, the cell cycle is positively driven by
cyclins and CDKs, but it is also tightly regulated by multiple
negative regulators, including the Cyclin-Dependent Kinase
Inhibitor proteins (CKIs, or CDKNs). CKIs antagonize the
kinase activity of the Cyclin/CDK complexes and maintain
the CDK substrate Retinoblastoma (RB) protein in a hypo-
phosphorylated state. The hypo-phosphorylated RB binds to
E2F transcription factors, masking their transcriptional activa-
tion domain and, in some cases, converting them into tran-
scription repressors [43–45]. As the E2F-mediated transcrip-
tion of cell cycle genes, such as Cyclin E (CCNE1/2) [46], is
important for progression from G1 to S phase during a cell
cycle [47], activation of CKIs eventually arrests the cell cycle
in G1 phase.

Importantly, several CKIs are directly or indirectly re-
pressed by Wnt/β-catenin signaling. For example, p16,
encoded by p16INK4A (CDKN2A), is an inhibitor of CDK4.
β-catenin/LEF1 complex directly binds to the promoter of
p16INK4A and suppresses its transcription in melanoma [48].
Expression of stabilized β-catenin in melanocytes promoted
their immortalization and prevented senescence in vitro by
suppressing p16INK4A expression [48]. Moreover, the Wnt tar-
get, MYC, suppresses the transcription of multiple other CKIs
including CDKN1A (p21), CDKN1B (p27), and CDKN2B
(p15) [33]. Collectively, Wnt signaling enhances the cell cycle
progression by downregulating several important CKIs.
Consistent with this, inhibition of Wnt signaling by a
PORCN inhibitor in Wnt-addicted pancreatic cancer models
upregulated CKIs such as CDKN1A (p21) and CDKN2B
(p15), contributing to the slowdown of cancer cell prolifera-
tion [30, 49, 50].

Cellular differentiation provides an additional layer of
proliferation suppression. In normal adult tissues, the stem
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cell pool maintains itself at a constant size. Stem cells
and/or progenitor cells give rise to specified daughter
cells through differentiation. While the stem cells and
progenitor cells can replicate, the terminally differentiated
cells are normally nonproliferative. Therefore, differentia-
tion can limit a cell’s proliferation potential. Similarly,
within a tumor cell population, a subset of the cancer stem
cells undergo self-renewal and generate differentiated can-
cer cells, contributing to the intratumor heterogeneity
[51]. Different from the differentiated cells in normal tis-
sues, non-stem cancer cell populations of the tumors can
be highly proliferative due to the accumulated genetic
alterations and aberrant signaling networks. But compared
with the cancer stem cells, non-stem cancer cells are gen-
erally more susceptible to conventional chemo- and/or
radiotherapy and lack robust tumor-initiating capacity.
Therefore, it is the cancer stem cells that frequently me-
diate therapy resistance and cancer relapse [52, 53]. It is
well established that Wnt signaling maintains stemness in
various adult tissues and in cancers [20, 21, 25]. Blockade
of Wnt signaling in Wnt-addicted cancers, such as the
RSPO3-fusion colorectal tumors and RNF43-mutant pan-
creatic tumors, did not induce acute apoptosis but mainly
led to cell cycle arrest and cellular differentiation [29, 30, 50,
54, 55]. Therefore, throughmaintaining stemness,Wnt signal-
ing protects cancer cells from the differentiation program and
helps them to evade growth suppression.

Of note, a recent study found that doxorubicin-induced
senescence activated Wnt/β-catenin signaling in several
cancer models [56]. Even though there is no evidence
showing that the activated Wnt signaling could promote
escape from cell cycle arrest in these doxorubicin-induced
senescent cells, the activated Wnt signaling conferred a
stemness signature on these senescent cells and signifi-
cantly enhanced the tumor-initiating capacity of cancer
cells released or escaping from senescence [56].

4 Wnt signaling in resisting cell death

Programmed cell death is an elegant system that safe-
guards the “community” by selective “suicide” of cells
during development or when they are damaged beyond
repair. Cancer cells experience various stresses during tu-
morigenesis due to imbalanced proliferative signals from
oncogenes as well as high mutational burden [9]. These
signals can trigger apoptosis in normal cells but are
exploited by cancer cells to overcome the death signals
to allow progression to higher grade malignancy. Other
forms of cell death, such as autophagy, have also been
recognized as playing an important role in tumorigenesis.
However, the opposing effects of autophagy on cancer
cells have been reported (reviewed in [57]).

4.1 Wnt signaling and apoptosis

Given the role of Wnt signaling in promoting cellular prolif-
eration as described above, it is reasonable to speculate that
the Wnt signaling can support cell survival through inhibiting
apoptosis. Indeed, an early report showed that overexpression
ofWNT1 inhibits chemotherapy-induced apoptosis, by reduc-
ing cytochrome c release from the mitochondria and subse-
quent caspase 9 activation [58]. The Bcl-2 family of proteins
convey the apoptotic signals from the sensors to the effectors,
regulated by a counterbalance between anti- and pro-apoptotic
Bcl-2 members. For example, in developing thymocytes, sta-
bilized β-catenin binds to the promoter of an anti-apoptotic
factor Bcl-XL to increase its levels and support thymocyte
survival [59].

The role ofWnt signaling in apoptosis seems to be context-
dependent, especially in the case of Wnt inhibitors secreted
Frizzled-related proteins (sFRPs). It has been reported that in
breast cancer cell line MCF7, expression of sFPR1, also
known as SARP2 (secreted apoptosis-related protein 2), sen-
sitizes the cells to ceramide-induced apoptosis [60]. On the
other hand, in glioma cells, both sFRP1 and sFRP2 promote
survival after serum starvation but do not alter apoptosis in-
duced by cytotoxic agents [61]. sFRP1 also protects periodon-
tal ligament fibroblasts (PDLFs) against ceramide or force-
induced apoptosis, through downregulation of the pro-
apoptotic proteins Bax and Bik [62]. To complicate matters,
recombinant sFRP1 shows biphasic effects on β-catenin sta-
bilization in vitro, with low concentration of sFPR1 stabilizing
β-catenin but high concentration having the opposite effects
[63].

4.2 Wnt signaling and autophagy

Autophagy is a cellular adaptive response, in which cells di-
ges t the i r own componen ts , degrad ing them in
autophagosomes to recycle the nutrients. Autophagy is upreg-
ulated during nutrient starvation or when cells are trying to get
rid of damaged proteins or organelles (reviewed in [64]).
Specific cargos can be targeted to autophagosomes with the
help of receptor proteins such as p62 (SQSTM1). p62 recog-
nizes polyubiquitinated proteins and binds to Atg8/
MAP1LC3 (microtubule associated protein 1 light-chain 3
or LC3) [65]. The levels of membrane-bound LC3 or LC3-II
are often correlated with the number of autophagosomes [66].

The involvement of autophagy in tumorigenesis is complex
as it can both prevent and promote tumor growth. It has been
shown that induction of autophagy, either by the mTOR in-
hibitor rapamycin or by nutrient deprivation, reduces Wnt
signaling by promoting DVL2 degradation [67]. Upon starva-
tion, DVL2 is ubiquitinated by an E3 ligase complex contain-
ing Von Hippel-Lindau protein (pVHL) that increases the as-
sociation of DVL2 with p62 and its subsequent binding to
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LC3. [67]. In addition to regulating the abundance of DVL2,
the β-catenin/TCF4 complex is shown to occupy the p62 pro-
moter to repress its transcription in colorectal cell line HT29
[68]. Upon autophagy induction, β-catenin undergoes
proteasome-independent degradation through direct binding
to LC3, which leads to p62 activation [68]. Consistent with
this study, induction of autophagy is shown to decrease Wnt
signaling in multiple cancers types, including colorectal can-
cers, non-small cell lung cancer (NSCLC) and glioblastoma
(GBM) [69] [68, 70]. Supporting the reverse relationship be-
tweenβ-catenin and p62, inhibition ofWnt signaling by either
DKK1 or gene silencing of TCF4 orCTNNB1 upregulates p62
and increases autophagic flux in GBM cells [71].
Furthermore, dual inhibition of TCF and autophagy sensitizes
GBM cells to apoptosis through activation of caspase 8 [71].
Similarly in NSCLCs, Wnt inhibitory factor (WIF1) induces
autophagy, through the activation of PI3K/mTOR pathway,
leading to DVL2 degradation and β-catenin downregulation
[69]. However, unlike GBM, blocking autophagy in WIF1-
expressing NSCLCs attenuates apoptosis [69]. This implies
that the level of autophagy tolerated by cells is tightly regu-
lated and is also cell type dependent.

5 Enhancing replicative immortality

Cancers, being immortal, require active maintenance of telo-
meres that cap the ends of chromosomes [72]. Telomeres are
synthesized by telomerase, which is made up of reverse tran-
scriptase (TERT) and the telomerase template, TR. The ex-
pression of TERT is the rate-limiting step for the activation
of telomerase and is observed in the vast majority of human
cancers. Consistent with this, colorectal cancers driven by β-
catenin-stabilizing APC mutations have upregulation of telo-
merase activity. Substantial evidence in mice and humans
suggests this can be directly through β-catenin activation of
TERT expression. Increased telomerase activity is found in
both the intestinal mucosa and pre-malignant polyps in indi-
viduals with familial adenomatous polyposis (FAP) [73–75].
Mechanistically, Wnt/β-catenin signaling can regulate the ex-
pression of mouse TERT in diverse settings including embry-
onic stem cells, intestinal crypts, and neural stem cells, where
knockout ofβ-catenin markedly decreasesmTERTexpression
and activity. This appears to be a direct effect, as Wnt-
stabilized β-catenin is found at the promoter of mouse TERT
in chromatin immunoprecipitation studies [76]. Knockdown
of β-catenin also markedly decreased hTERT expression and
telomerase activity in human cancer cells, working through
TCF4(TCF7L2) binding to the hTERT promoter [77].
Finally, MYC, a direct target of Wnt/β-catenin signaling, in-
dependently activates TERT expression [78]. Indeed, both
Wnt/β-catenin signaling and MYC expression regulated

TERT expression in our recent studies of Wnt-addicted pan-
creatic and colorectal cancers [30, 54] (Fig. 3).

Is the converse true? Do telomeres and telomerase regulate
Wnt signaling?While it had been proposed that TERT protein
regulates Wnt target gene expression, more recent studies
have not borne this out [79, 80]. However, telomere dysfunc-
tion can influence the Wnt pathway. Critical shortening of
telomeres in the mouse intestine triggered a p53-dependent
pathway that decreased Wnt/β-catenin signaling.
Interventions such as RSPO1 or LiCl therapy that increased
Wnt signaling ameliorated both the defects in telomere cap-
ping and the accompanying crypt dysfunction [81]. In sum-
mary, Wnt/β-catenin signaling in cancer activates telomerase
to allow replicative immortality.

6 Wnt signaling and angiogenesis

Angiogenesis is the process where new blood vessels are
formed through sprouting from exist ing vessels.
Angiogenesis occurs during embryonic development and in
physiological as well as pathological conditions, including
tumorigenesis. Absence of vascularization would limit tumor
growth due to the lack of nutrient transport and waste clear-
ance. Angiogenesis starts with breakdown of the basement
membrane, followed by proliferation and migration of the
endothelial cells that finally proceeds to vessel formation
and recruitment of other cell types.

The breakdown of the basement membrane is mediated by
metalloproteases (MMPs) to facilitate the sprouting of newly
formed blood vessels. MMP-7, also known as matrilysine, is
upregulated in the majority of the benign intestinal adenomas
formed in APCmin/+ mice [82]. MMP7 is a direct target of β-
catenin/TCF4 and has two TCF binding sites in its promoter
[83]. Another Wnt target, chemokine interleukin 8 (IL8),
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629Cancer Metastasis Rev (2020) 39:625–645



induces MMP2 and MMP9 production, facilitating endotheli-
al cell migration and subsequent capillary tube formation [84,
85]. In addition to regulating MMP, IL8 also reduces apopto-
sis of the human umbilical vein endothelial cells (HUVEC) by
upregulating anti-apoptotic proteins Bcl-XL and Bcl-2 as well
as downregulating Bax [85].

Vascular endothelial growth factor (or VEGF-A) is a key
pro-angiogenic molecule that promotes endothelial prolifera-
tion, migration, and survival (reviewed in [86]) by binding to
VEGF receptor tyrosine kinases expressed on the endotheli-
um. Of the two VEGF receptors VEGFR1 (Flt-1) and
VEGFR2 (Flk-1/KDR), VEGFR2 is the primary mediator
for the mitogenic and permeability enhancing effects of
VEGF [86]. VEGF expression is under multiple layers of
modulation. For example, it can be induced by hypoxia-
inducible factor 1 (HIF1), a major mediator of hypoxia re-
sponse [87]. VEGF promoter contains TCF4 binding sites
[88], and its levels are increased upon overexpression of acti-
vated β-catenin in normal colon epithelial cells [89]. The role
ofWnts in regulating angiogenesis is also substantiated by the
studies showing that conditional deletion of WNT7 co-
receptor Gpr124 in adult mice results in blood-brain barrier
(BBB) malfunction and tumor hemorrhage in a GBM mouse
model. This phenotype could be rescued by constitutive acti-
vation ofβ-catenin signaling in endothelial cells [90, 91]. This
WNT-GPR124-FZD cell surface receptor complex is further
modulated by RECK, a GPI-anchored membrane protein that
binds to the extracellular domain of GPR124. Genetic studies
clearly show that RECK is required for central nervous system
(CNS) angiogenesis and BBB integrity and function through
the assembly of the WNT7A/WNT7B/Frizzled-GPR124-
RECK complex [92].

7 Wnt signaling in activating invasion
and metastasis

During cancer progression, cancer cells from the primary tu-
mor invade adjacent normal tissues, metastasize to distant
sites, and form new colonies. A total of 90% of cancer-
associated mortality is estimated to be due to metastasis
[93]. Cancer cells exhibit phenotypic plasticity of their
epithelial/mesenchymal status. Cancer cells with a more epi-
thelial phenotype maintain cell-cell contact and are relatively
well organized in a polarized layer, whereas cancer cells that
are more mesenchymal lose cell-cell adhesion and gain in-
creased motility. Although questioned in some studies
[94–96], epithelial-to-mesenchymal transition (EMT) has
been proposed to play a crucial role in the invasion of cancer
cells into normal tissues and circulatory system. After distant
colonization of circulating tumor cells, the reverse process,
mesenchymal-to-epithelial transition (MET) restores the epi-
thelial phenotype facilitating the formation of metastatic

tumors [97]. Wnt signaling is involved in both EMT and
MET processes to promote cancer metastasis.

Soon after the discovery of APC mutations in the 1990s, it
was found that β-catenin accumulation and localization is
very heterogeneous within the same colorectal tumor. Even
though all the cancer cells within the same tumor harbored
the same oncogenic mutation, β-catenin was mainly localized
to the cell membrane and cytoplasm in the central areas
whereas nuclear β-catenin was found at the invasive front of
the tumor [98, 99]. In line with this, tumor cells in the central
areas were maintained as a polarized epithelium expressing
membrane E-cadherin, while tumor cells at the invasive front
showed dedifferentiated mesenchymal-like features and lack-
ing membrane E-cadherin [99]. It was subsequently found that
in colorectal tumors, the tumor-adjacent myofibroblast-secret-
ed factors, specifically hepatocyte growth factor (HGF), fur-
ther stimulate Wnt/β-catenin signaling in the cancer cells and
confer cancer stem cell traits that are closely related to EMT
[100]. This explains the high β-catenin signaling observed at
the invasive front of colorectal tumors. To date, the relation-
ship between the β-catenin distribution pattern within the co-
lorectal tumor and the cancer prognosis remains controversial
[101–104]. But in one study, the presence of nuclearβ-catenin
at the invasive front of colorectal tumors was significantly
linked to aggressive tumor histological features, metastatic
status, and poor cancer prognosis [104]. In addition to colo-
rectal cancer, in hepatocellular carcinoma (HCC), high levels
ofβ-catenin are associated with enhanced metastasis and poor
prognosis. In HCC, hypoxia induced downregulation of
GSK3β protein abundance increased β-catenin accumulation
and activation. This promoted both EMT and in vivometasta-
sis, and could be reversed byβ-catenin knockdown. In a HCC
tissue microarray, positive expression of β-catenin was asso-
ciated with the expression of HIF-1α, a marker of tumor hyp-
oxia [105]. Collectively, these findings suggest that Wnt/β-
catenin signaling in colorectal cancers and HCC is regulated
by the tumor microenvironment and is involved in EMT and
cancer cell invasion and metastasis.

Mechanistically, how Wnt signaling promotes EMT re-
mains largely unclear. While it has been demonstrated that
Wnt/GSK3β axis regulates the phosphorylation/degradation
of Snail, an important mediator of EMT [106], little is known
about how theWnt/β-catenin transcriptional activity regulates
the EMT programs. In the HCC study mentioned previously
[105],β-catenin knockdown downregulated the mRNA levels
of EMT regulators Slug and Twist, but whether it is directly
controlled by the β-catenin/TCF transcription complex or not
remains to be elucidated.

Wnt signaling is also involved in MET and metastatic out-
growth. A recent study found that E-selectin in the bone vas-
cular niche directly binds to cancer cells and induces MET. E-
selectin-inducedMET downregulated secretedWnt repressors
such as DKK1, thus activating Wnt/β-catenin signaling that
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confers cancer stemness. Collectively, this promoted metasta-
tic colonization and outgrowth in the bone. Importantly, treat-
ment with LF3, a small molecule that disrupts the interaction
between β-catenin and TCF4, reduced the bone metastasis
burden, further supporting the role ofWnt/β-catenin signaling
in the process of bone metastasis [107].

In addition to these well-documented roles of Wnt signal-
ing in EMT/MET that contribute to metastasis, Wnt signaling
is also reported to promote metastasis in several cancer types
via additional mechanisms. In prostate cancer, TBX2 expres-
sion level correlates with the potential of metastasis. TBX2
directly binds to the WNT3A promoter and activates its tran-
scription. WNT3A upregulates the downstream targets
MMP2, MMP9, and IL-6 that promote bone metastasis
[108]. In lung adenocarcinoma, activation of the canonical
Wnt/TCF pathway was identified as a determinant of metas-
tasis to brain and bone. Metastatic subpopulations isolated
from lymph node–derived lung adenocarcinoma cell lines har-
bor hyperactive Wnt/TCF signaling, while reduction of the
TCF activity in these cells attenuated their ability to form brain
and bone metastases in mice. It was found that the Wnt/TCF
target genes HOXB9 and LEF1 are mediators of the chemo-
tactic invasion and colony outgrowth [109]. Wnt/β-catenin
signaling is regulated by multiple factors including SOX30,
miR-128-3p, and miR-150-5p to regulate metastasis in lung
cancer [110–112]. In breast cancer, loss of p53 in cancer cells
induced the secretion of Wnt ligands that stimulate tumor-
associatedmacrophages to produce IL-1β. This drove system-
ic inflammation and promoted metastasis [113]. In colon can-
cer, high nuclear concentrations of both FOXO3A and β-
catenin correlated with metastatic stage. FOXO3A and β-
catenin co-regulate metastasis-relevant genes such as
IQGAP2, CYR61, and CLDN1, which are involved in cell-
to-cell contacts, cell scattering, and/or cell motility. Of note,
there was no increase of the key EMT transcription factors
SNAIL, SLUG, or ZEB1 upon co-expression of FOXO3A
and β-catenin in the in vitro cell line model, suggesting that
this could be a canonical EMT-independent process [114].

Besides canonical Wnt signaling, the noncanonical Wnt
pathways are also involved in cancer metastasis. In breast cancer,
fibroblast-secreted exosomes mobilized breast cancer cell-
secreted WNT11 and promoted breast cancer cell protrusive
activity andmotility viaWnt/planar cell polarity (PCP) signaling,
enhancing metastasis [115]. In pancreatic cancer and prostate
cancer, RNA-seq of the circulating tumor cells (CTCs) revealed
activation of noncanonical Wnt signaling, mediated mainly by
WNT2 andWNT5A/7B, respectively. WNT2 signaling promot-
ed anchorage-independent cell survival and metastasis in pancre-
atic cancer, while WNT5A promoted resistance to androgen
receptor inhibition in prostate cancer [116, 117].

Last but not least,Wnt signaling maintains cancer stemness
in multiple human cancers [25], and an increasing number of
studies reveal that cancer stem cells may directly and/or

indirectly contribute to metastasis [118, 119], while the under-
lying mechanisms can be diverse and remain to be studied.
This provides yet another mechanism whereby Wnt signaling
promotes cancer metastasis.

8 Wnt signaling and genome instability
and mutation

The various growth advantages acquired during tumorigene-
sis, including the above mentioned hallmarks, are gained
mostly through genomic alterations of important oncogenes
and tumor suppressor genes, leading to subsequent clonal ex-
pansion of the most “fit” cells. This increased mutation rate
allows the cells to evolve and/or to evade the surveillance
mechanism and avoid senescence or programmed cell death.
With the advancement of nextGen DNA sequencing, the anal-
ysis of the human cancer genome reveals that there are distinct
patterns of DNA mutations in different types of cancer [9,
120]. This implies that each cell type of origin is subjected
to different DNA damaging agents and utilizes certain cellular
pathways for damage repair or to overcome the growth restric-
tion imposed by checkpoint activation.

8.1 Wnt pathway and chromosome instability

Genome instability can take various forms, ranging from sin-
gle nucleotide mutations to chromosome rearrangement and
aneuploidy. A few reports have suggested a role of Wnt sig-
naling in chromosome instability (CIN), mainly through the
function of APC (reviewed in [121]). Besides the well-known
function of APC as the scaffolding protein and negative reg-
ulator in the β-catenin destruction complex, APC is also in-
volved in microtubule dynamics (reviewed in [122]). Full-
length APC protein binds to microtubules stabilizing them
both in vivo and in vitro [123–125]. Interestingly, GSK3β,
whose activity is partially regulated by the interaction of
Wnts with their receptors, phosphorylates APC, and decreases
the interaction between APC and microtubules [125]. During
mitosis, APC is localized to kinetochores [126] and centro-
somes [127]. There are some discrepancies among different
studies regarding whether depleting APC affects spindle as-
sembly checkpoint (SAC) function [121]. Another defect that
has been observed is reduced interkinetochore distance in cells
either expressing an N-terminal fragment of APC [128] or
following APC depletion [129]. Shortened interkinetochore
distance implies weaker kinetochore-microtubule interaction
and thus reduced interkinetochore tension. Moreover, spindle
misorientation in metaphase was also observed in APC-
depleted HeLa cells, resulting in defects in chromosome seg-
regation [129].

Another mechanism by which APC can induce chromo-
somal instability is through AXIN2 (also called Conductin)
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upregulation [130]. AXIN2 binds to polo-like kinase 1
(PLK1) and may compromise the mitotic spindle checkpoint
function [130]. The product of a near-universal Wnt target
gene, AXIN2, has also been found at the centrosome, where
it regulates centrosomal β-catenin phosphorylation and pro-
motes centrosome cohesion [131]. Interestingly, this function
of β-catenin is independent of its transcriptional activity
[131]. AXIN, a homolog of AXIN2 and an important compo-
nent of the β-catenin destruction complex, is also localized to
the centrosome. It interacts with γ-tubulin and is involved in
microtubule nucleation at the centrosome [132]. An in vivo
animal study found increased aneuploidy and tetraploidy in
the intestines of the APCmin/+ mice, which could be attributed
to cytokinesis failure caused by the APC mutation [133].

One important question to ask is whether Wnt/β-catenin sig-
naling is required for Chromosomal instability (CIN) sinceAPC’s
best-understood function is a negative regulator of β-catenin.
β-catenin transcriptional activity seems to be required for CIN,
as assessed by anaphase chromosome bridge index (ABI),
because dominant-negative forms of TCF transcription factor res-
cued anaphase bridges induced by APC+/D716 or β-cateninDex3

mutation in mouse ES cells and intestine polyps [134].
Another issue that remains difficult to reconcile is that APC

is known to be one of the earliest events in the progression of
cancer, but chromosome aberrations and LOH are more fre-
quent in later stage and higher-grade tumors. We should note
that earlier studies commonly used APC knockdown or over-
expression, while in human pathogenesis, a truncated form of
APC is usually present that has some interesting residual func-
tions [135]. APC deficiency is permissive for CIN, but addi-
tional stresses during cancer progression may be required for
this to be clinically manifest.

8.2 Wnt signaling and DNA repair pathway

DNA damage response and repair systems play a key role
in maintaining genome integrity. Besides environmental
genotoxic agents, various endogenous stimuli and meta-
bolic by-products can also damage DNA. For example,
reactive oxygen species (ROS)–induced oxidative stress
as well as UV and ionizing radiation result in changes
including base modifications, single-strand breaks (SSB),
and double-strand breaks (DSBs). In response to damage,
cell cycle checkpoints are activated so that DNA repair
can be completed before cells enter the next cycle
(reviewed in [136]). Many studies have suggested that
stem cells and tumor-initiating cells are relatively resistant
to genotoxic insults, probably though their increased
DNA damage response activity [137, 138]. In this section,
we focus on two specific aspects of the clinical relevance
of Wnt signaling in DNA repair. First, we discuss how
Wnt signaling modulation can affect tumors with muta-
tions in the homologous recombination (HR) DNA repair

pathway. Second, we review the evidence that Wnt
signaling is implicated in tumor resistance to radiotherapy.

HR is an error-free process to repair DNA DSBs. Cells
with mutations in BRCA1/2 where HR is compromised are
more prone to DSBs. If other DNA repair pathways are also
compromised, such as the base excision repair (BER) path-
way, then they are more susceptible to cell death. This
provides the basic principle for synthetic lethality therapy.
Poly(ADP-ribose) polymerases (PARPs) catalyze the transfer
of ADP-ribose groups to target proteins. Among the PARP
family members, activation of PARP1 is the best understood
(reviewed in [139]). PARP1 zinc finger domains bind DNA
nicks and are required for both BER and single-strand break
repair (SSBR) [140]. The PARP inhibitor, olaparib is effec-
tive in HR deficient ovarian carcinomas [141, 142].
However, resistance can occur following PARP inhibitor
therapy by various mechanisms. Recently, it has been report-
ed that in high grade serous ovarian carcinoma, there is
increased Wnt activation in olaparib-resistant cancer cells
compared with their matched controls [143]. Interestingly,
these Wnt-high olaparib-resistant cells have an elevated
DNA repair capacity, including both HR and nonhomolo-
gous end joining (NHEJ). However, a combination of Wnt
pathway inhibitor pyrvinium pamoate, that functions
through activating casein kinase 1a (CSNK1A, CK1α)
[144] with olaparib was not highly beneficial in preventing
growth of these cells [143]. One caveat of this study is that
pyrvinium pamoate is not a specific Wnt inhibitor, and it
also inhibits Hedgehog (Hh) signaling by reducing the
stability of the transcription factor Gli1 [145]. On the other
hand, supporting the role of Wnts in DNA repair we observe
that inhibition of Wnt signaling with a Wnt secretion inhib-
itor ETC-159 and Olaparib synergistically prevents the
growth of several Wnt-high cancers (Kaur et al., manuscript
in preparation, 2020).

Wnt signaling is also involved in preventing tissue damage
induced by ionizing radiation (IR). DSBs are the molecular
lesions caused by IR and are mainly repaired by nonhomolo-
gous end joining (NHEJ). It has been reported that β-catenin
expression directly activates DNA ligase 4 (LIG4) that is re-
quired for NHEJ, driving radioresistance in intestinal stem
cells (ISC) and colorectal cancers (CRC) [146]. Interestingly,
LIG4 is highly enriched in crypts, particularly in LGR5+ crypt
base columnar cells (CBCs) and + 4 position intestinal stem
cells (ISCs), and is upregulated in CRC. Blocking β-catenin
binding to TCF using iCRT14 or inhibiting LIG4 activity
using the small molecule SCR7 re-sensitized CRCs to
radiation [146]. Collectively, these studies suggest that high
Wnt signaling is associated with enhanced capacity of the
cells to repair DSBs by HR or NHEJ. Therefore, combination
therapies inhibiting Wnt signaling might be useful for the
treatment of cancers that have acquired Wnt-driven resistance
to radiation and PARP inhibitors.
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9 Wnt signaling and reprogramming energy
metabolism

Wnt signaling was first identified as an oncogenic pathway in
mammals and is well known for its roles in cancer and stem
cell biology. More recently, it has become clear that this de-
velopmental pathway is also involved in metabolic regulation
in normal tissues as well as in metabolic diseases such as
obesity and diabetes [147–150]. This has been extensively
reviewed previously [151].

Cancer cells maintain different cellular metabolism com-
pared with normal tissues. In the early last century, it was
observed that cancer cells have elevated glycolysis even in
aerobic conditions, an inefficient mechanism compared with
oxidative phosphorylation in terms of ATP production. This
phenomenon was termed the Warburg effect after its discov-
erer. Decades of research has demonstrated that the Warburg
effect is a mechanism to support the biosynthetic requirements
of highly proliferative cancer cells. The increased products of
glucose catabolism can be used as a carbon source for the
biosynthesis of nucleotides, amino acids, and lipids that are
essential for rapidly dividing cells [152]. Such reprogramming
of energy metabolism is closely associated with core cancer
hallmarks such as sustained proliferation and evasion of
growth suppression. Due to its widespread importance in can-
cer, metabolic reprogramming has been proposed to be an
additional hallmark of cancer [9]. Mechanistically,
reprogramming of energy metabolism in cancer can be medi-
ated by activation of oncogenes (e.g. KRAS and MYC) and/or
silencing of tumor suppressor genes (e.g. TP53).

Recent studies reveal that Wnt signaling is also involved in
this process [153]. β-catenin is frequently activated in human
liver cancer [25]. Proteomic analysis in mouse liver showed
that oncogenic β-catenin activation by Apc deletion led to
differential expression of many metabolic pathway compo-
nents. β-catenin activation upregulated lactate dehydrogenase
(LDH) but downregulated two mitochondrial ATPase sub-
units (ATP5a1 and ATP5b), consistent with a metabolic
switch from oxidative phosphorylation to glycolysis [154].
In colon cancer, blockingWnt/β-catenin signaling by express-
ing dominant-negative TCF/LEF mutants altered the expres-
sion of multiple metabolism-related genes. Interestingly, inter-
ference with Wnt signaling downregulated glucose consump-
tion and glycolysis but increased ATP production, suggesting
an increased utilization of oxidative phosphorylation over gly-
colysis upon Wnt inhibition [155]. Mechanistically, pyruvate
dehydrogenase kinase 1 (PDK1) is a direct transcriptional
target of Wnt/β-catenin. Wnt/β-catenin activates PDK1 to
inhibit pyruvate flux to mitochondrial respiration, thereby pro-
moting glycolysis [155]. Moreover, as mentioned previously,
Wnt/GSK3 signaling controls the protein abundance of Snail
[106]. A Wnt/Snail axis inhibits the expression of three sub-
units of cytochrome C oxidase (COXVIc, COXVIIa, and

COXVIIc), suppressing mitochondrial respiration and pro-
moting glycolysis in breast cancer cells [156]. Recently, our
group also found that inhibiting Wnt signaling via a PORCN
inhibitor in Wnt-driven pancreatic cancer xenografts down-
regulated the expression of multiple glycolysis-related genes
(GPI, GAPDH, PGK1, PGAM1, ENO1, and PKM) and re-
duced the glucose metabolic flux [50].

While a number of these abovementioned metabolism-
related genes are directly bound and regulated by the β-caten-
in/TCF or Snail factors, others can be indirectly regulated by
the Wnt signaling, e.g., through the Wnt target MYC. MYC
regulates a large fraction of the transcriptome and is a master
regulator of cellular metabolism. It regulates glycolysis,
glutaminolysis, mitochondrial bioenergetics, nucleotide syn-
thesis, and/or lipid synthesis in both normal tissues and
tumors. This has been extensively reviewed previously [35,
36, 157].MYC can promote theWarburg effect by upregulating
the expression of glycolysis-related genes including the glucose
transporter and glycolytic enzymes. MYC also promotes mito-
chondrial biogenesis and function. In a word, MYC regulates
glucose metabolism via complex and diverse mechanisms.

10 Wnts and tumor-promoting inflammation

The tumor microenvironment consists of a variety of cell
types, and multiple complex interactions occur between the
tumor cells, extracellular matrix components, and the host
cells including immune infiltrating cells and stromal cells.
With the success of immunotherapies including immune
checkpoint inhibitors to treat cancers, studies that enhance
our understanding of the role of Wnts in two emerging hall-
marks of cancer, promoting inflammation and evading im-
mune destruction, have grown.

Inflammation is part of the body’s response to internal and
foreign stimuli such as infection and injury and serves to elim-
inate the causative agents and restore normal tissue physiolo-
gy. A short-lived inflammatory response is usually beneficial,
but chronic inflammation has pathological consequences such
as cardiovascular diseases, diabetes, and rheumatoid arthritis.
The role of chronic inflammation in cancer has long been
recognized as important. More than one-fourth of all cancers
are related to chronic infections and inflammation such as
hepatitis, asthma, and colitis [158]. Virtually all neoplastic
lesions contain immune cells. Cancers hijack the immune cells
and inflammation to enhance tumorigenesis and its progres-
sion. Supporting this, a positive correlation exists between the
prolonged use of nonsteroidal anti-inflammatory drugs and
reduced risk of developing cancers [159]. Importantly, cancers
promote immune tolerance, helping them to evade immune
destruction. The inflammation present in the tumor microen-
vironment is characterized by the infiltration of tumor-
associated macrophages (TAM), mast cells, dendritic cells,
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natural killer cells, neutrophils, eosinophils, and lymphocytes.
These cells produce a variety of cytotoxic mediators such as
reactive oxygen and nitrogen species, proteases, matrix metal-
loproteinase, cytokines, and chemokines such as tumor necro-
sis factor α and interleukins (IL-1, IL-6, IL-8), among others,
to facilitate cancer progression by promoting angiogenesis
and cancer metastasis. They can also contribute to tumorigen-
esis through immune suppression. Here we briefly review the
role of Wnt signaling in regulating the differentiation, matu-
ration, and/or function of some of these immune cells.

10.1 Macrophages

Macrophages help in defense against infection and facilitate
wound healing. They migrate to the sites of inflammation in
response to chemoattractants such as monocyte chemotactic
protein (MCP-1) to promote wound healing and maintain tis-
sue homeostasis by releasing cytokines and growth factors.
Monocytes are recruited from the circulation in response to
cytokines and chemokines produced by T cells and other tu-
mor cells and differentiate into macrophages, known as
tumor-associated macrophages (TAMs). TAMs secrete angio-
genic factors such as vascular endothelial cell growth factor
(VEGF), contributing to vascularization of the tumors that
allows their continued growth. TAMs also help in remodeling
the extracellular matrix by secreting collagen, proteases, and
matrix metalloproteinases (MMPs) that promote extravasation
hence promote metastasis. Macrophages have historically
been classified into two types: proinflammatory M1 type
and anti-inflammatory M2 macrophages. However, the phe-
notypes of macrophages are more complex and a spectrum of
macrophage types exist. The tumor microenvironment is crit-
ical in shaping the identity and functionality of the TAMs, and
in this, Wnt signaling gradients present in the cancers play an
important role. Macrophages, in addition to responding to
Wnt signaling, also produce multiple Wnts, hence contribut-
ing to tumor cell progression.

Several studies support the role of macrophage-produced
Wnts in tumorigenesis. Conditional deletion ofWnt7b in mac-
rophages using colony-stimulating factor 1 receptor (Csf1r-
icre) in a mouse mammary tumor model reduced both tumor
growth and lung metastasis. This was attributed to a failure of
angiogenesis due to reduced Vegf mRNA expression in the
endothelial cells, demonstrating the importance of
macrophage-produced Wnts in tumor growth and invasion
[160]. As mentioned before, Vegf is a Wnt target gene. In
another study, it was shown that the Wnt signaling pathway
is specifically activated in the subpopulation of TAMs at the
invasive front of the tumors that promote tumor metastasis and
angiogenesis. These TAMs also expressed higher levels of
Wnt5a and Wnt7b compared with other tumor macrophages
[161]. In a cholangiocarcinoma model, depletion of macro-
phages or systemic inhibition of Wnt signaling with PORCN

inhibitors reduced the tumor burden in vivo [28]. Increased
infiltration of macrophages was observed in gastric cancers
with high Wnt signaling. Moreover, macrophages were re-
quired for the development of intestinal polyposis caused by
Wnt activation, and the loss of macrophages reduced both the
size and number of polyps [162]. WNT5A levels were high in
macrophages co-cultured with breast cancer cells and were
shown to be essential for macrophage-induced invasiveness
by increasing tumor cell proteolytic activity and migration
[163]. In another study, it was shown that intra-epithelial mac-
rophages in mammary tumors respond to CCL2, which, in
turn, can stimulate macrophages to produce Wnt-1. This leads
to the disruption of E-cadherin junctions between early cancer
cells, resulting in early dissemination of cancer cells to the
lung [164]. All these studies highlight that one role of Wnt
signaling in tumor progression is to shape the identity and
activity of the macrophages.

10.2 Dendritic cells

Dendritic cells (DCs) are professional antigen-presenting cells
that process and present antigens to T cells, leading to their
activation, expansion, and differentiation. DCs differentiate
into distinct subsets including peripheral CD103+ DCs that
are essential for the recruitment of effector T cells into the
tumors. Conversely, some DCs suppress T cell responses by
promoting T cell apoptosis and enhancing development of
regulatory T cells (Tregs) and hence help in maintaining im-
munological tolerance to self-antigens. Manicassamy et al.
reported that β-catenin signaling programs DCs to a
tolerogenic state, limiting the inflammatory response by pro-
moting the expression of the immunosuppressive cytokines,
TGF-β and IL-10, while also suppressing the expression of
the proinflammatory cytokines IL-6 and IL-12 by the DCs.
They showed that genetic ablation of β-catenin expression in
DCs led to a significant reduction in Tregs within the intestinal
epithelium and an enhanced inflammatory response in a
mouse model of inflammatory bowel disease [165]. Follow-
up studies showed that Wnts in the tumor microenvironment
activate β-catenin in dendritic cells to condition them to a
regulatory state that suppresses antitumor immunity. Both ca-
nonical (WNT3A) and noncanonical (WNT5A) Wnts induce
a tolerogenic DC phenotype but via distinct patterns of cyto-
kine production to promote FOXP3+ regulatory T cell gener-
ation. WNT3A preferentially induces TGF-β and VEGF pro-
duction, whereas WNT5A induces IL-10. Further, WNT5A,
but not WNT3A, inhibits IL-6 production by DCs in response
to the viral mimic polyinosinic:polycytidylic acid [166].
Consistent with this being a direct immunosuppressive effect
of Wnt signaling, dendritic cell–specific deletion of Wnt co-
receptors LRP5/6 delayed tumor growth and enhanced antitu-
mor immunity. This block in Wnt signaling resulted in in-
creased production of proinflammatory cytokines and
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decreased production of IL-10, TGF-β, and retinoic acid (RA)
leading to enhanced effector T cell differentiation and de-
creased regulatory T cell differentiation [167].

Melanomas have very active immune suppression via im-
mune checkpoints. Melanomas with active β-catenin signal-
ing have an absence of T cell infiltrate. This T cell exclusion
was due to failure of CD103+ DC migration into the melano-
mas, thus excluding the host immune response. In these tu-
mors, β-catenin activation reduced CCL4 chemokine expres-
sion that was required for the recruitment of the DCs via
repression of ATF3-dependent transcription [168]. Further,
increasedβ-catenin signaling upregulated IL-12 levels in mel-
anomas that impaired DC maturation and induced formation
of regulatory DCs leading to T cell exclusion. In line with
these studies, analysis of T cell inflamed gene expression
and activated Wnt/β-catenin signaling in cancers reported in
The Cancer Genome Atlas revealed that non–T cell inflamed
tumors had high activated Wnt/β-catenin signaling. High β-
catenin signaling was defined by somatic mutation or copy
number alterations in the Wnt pathway elements including
β-catenin, APC, AXIN1, and AXIN2 [169].

Additional Wnt-dependent mechanisms also operate in
melanomas to establish an immune-suppressed microenviron-
ment. Melanoma cells were found to secrete WNT5A that
metabolically reprogramed the DCs to produce indoleamine
2,3-dioxgenase-1 (IDO) enzyme in a β-catenin-dependent
manner [170]. IDO converts the tryptophan amino acid into
kynurenine, a compound capable of directly driving Treg dif-
ferentiation [171]. Further delineating the mechanism of
WNT5A induced tolerance, the authors found that β-catenin
and PPAR-γ form a co-transcriptional activator complex in
DCs that drives fatty acid oxidation (FAO) in DCs by upreg-
ulating the expression of the fatty acid transporter, carnitine
palmitoyltransferase-1A (CPT1A). This FAO shift increases
the synthesis of protoporphyrin IX prosthetic group required
for regulation of IDO activity while suppressing IL-6 and IL-
12 cytokine expression [172]. Further supporting the role of
Wnts, the authors also showed that pharmacological inhibition
of Wnt signaling with PORCN inhibitors synergistically en-
hanced the activity of anti-CTLA-4 antibody immunotherapy
in murine melanoma model [170].

10.3 Mast cells

Mast cells are associated with promoting tumor growth and
immune evasion [173]. They originate from pluripotent pro-
genitor cells in the bone marrow and function as both positive
and negative regulators of immune responses. Mast cells ex-
press CD34, KIT, and CD13 and produce matrix metallopro-
teinases and gelatinases that facilitate their migration to the
tissues. The KIT ligand stem cell factor (SCF) is normally
expressed by the stromal cells and fibroblasts in the tumors.
Upon activation, mast cells release various proinflammatory

factors such as IL-6 and TNF-α to modulate immune re-
sponses. They also secrete VEGF to facilitate tumor growth
by promoting angiogenesis [173]. While facilitating tumor
growth mast cells secrete immunosuppressive cytokines such
as IL-10 that favor expansion of regulatory T cells to promote
immune tolerance. Mast cells also contribute to tumor cell
proliferation and invasion by secreting matrix metalloprotein-
ases (MMPs). Only a few studies have recently explored the
role of Wnt signaling in regulating mast cell activity. In DCs,
the importance of Wnts in regulating the expression of VEGF
and IL-10 is well established. MMPs are also known Wnt
target genes. Whether Wnts regulate the expression of these
genes in mast cells remains to be established.

Recent studies show that bothmurine and humanmast cells
express Wnt ligands and Wnt receptors. Murine bone
marrow–derived mast cells express FZD4 and treatment of
these cells with WNT5A promotes terminal differentiation
via the Wnt/β-catenin pathway [174]. However, these data
were not replicable with human mast cells. Human mast cells
express Frizzleds 1, 2, 3, and 7 and LRP5/6, and in these cells,
WNT3A activates mature mast cells to produce the
chemokines IL-8 and CCL8 [175]. In vitro, the interaction
betweenmast cells and pancreatic cancer cells has been shown
to promote tumor growth and invasion and tumor-infiltrating
mast cells are associated with poor prognosis in pancreatic
cancer [176]. Further studies elucidating the role of Wnts in
regulating differentiation and activity of mast cells in cancers
would be useful and may elucidate a path to modulating the
immune response in cancers.

10.4 Neutrophils

Tumor-associated neutrophils also play a central role in tumor
inflammation and are increasingly recognized for their ability
to promote tumor progression, mediate resistance to therapy,
and regulate immunosuppression. They promote tumor initia-
tion by the release of reactive oxygen and nitrogen species and
proteases. High levels of neutrophils in tumors have been
linked to poor prognosis in renal cell, pancreatic, head and
neck, and esophageal carcinomas [177, 178]. Conversely, in
gastric and colorectal cancers, they are associated with better
survival [179, 180]. Evidence from various murine models
shows that tumor and/or stromal cells express the ligands
CXCL1, CXCL2, and CXCL5 that interact with the chemo-
kine receptor CXCR2, expressed on neutrophils, to facilitate
their invasion into tumors. Inhibition of neutrophil infiltration
by genetic ablation of chemokine receptor CXCR2 in pancre-
atic tumors led to a T cell–dependent suppression of tumor
growth [181].

WNT5A, a noncanonicalWnt, stimulates the production of
CXCL8 and CCL2, which are potent chemoattractants for
neutrophils and monocytes. Lymphoid enhancer-binding fac-
tor 1 (LEF1), which directs the binding of the Wnt effector β-
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catenin to its target genes, mediates the proliferation, survival,
and differentiation of granulocyte progenitor cells to neutro-
phils by regulating the expression of cell cycle regulators such
as CCND1 and MYC. Additionally, LEF1 also directly regu-
lates C/EBPα (CEBPA), a key transcription factor required for
neutrophil differentiation. Hence, reduced levels of LEF1 lead
to “differentiation block” at the promyelocyte stage of
myelopoiesis leading to neutrophil cytopenia [182].

Similar to mast cells, future studies delineating the role of
tumor-associated Wnts in regulating neutrophil function and
differentiation are required for improving our understanding
of Wnts in shaping the tumor immune microenvironment.

10.5 T cells

T cell infiltrates in cancers modify the disease progression as
well as the response to immunotherapies. The simplest dis-
tinction between T cells is the CD4+ and CD8+ Tcell subsets.
CD8+ T cells are cytotoxic T cells that are activated by the
DCs and co-stimulatory factors and are required for killing the
target cancer cells. Tumor cells evade the immune response by
excluding or inactivating CD8+ T cells. Wnt signaling is well
known to have an important role in T cell development and
differentiation [183, 184]. T cell factor (TCF), the effector
transcription factor for the Wnt signaling pathway was so
named due to its indispensable role in T cell development in
the thymus [183]. TCF1 and Wnt/β-catenin signaling is high-
ly activated in naive CD8+ T cells and memory T cells, while
TCF1 is downregulated upon their differentiation and expan-
sion into effector CD8+ T cells. Upon stimulation by the an-
tigen presenting cells, the naive CD8+ Tcells proliferate in the
lymph nodes and spleen, and this process is attenuated by
activation of Wnt/β-catenin signaling that leads to apoptosis
of mature CD8+ Tcells. This apoptosis requires the activation
of the Wnt target geneMYC sinceMYC depletion inhibits the
apoptosis of CD8+ T cells [185, 186].

Different CD4+ T cell (T helper) subsets have been identi-
fied to play an important role in tumors by either promoting or
inhibiting antitumor responses. Conventionally, the CD4+
Th1 cells facilitate an antitumor response by secreting
IFN-γ, hence stimulating the CD8+ T cells and NK cells. In
contrast, the tumor resident regulatory T cells (CD4+ CD25+
FOXP3+) counteract tumor-specific immune responses by
suppressing the infiltration and activity of CD8+ T cells and
macrophages. CD4+ T helper cells are maintained at higher
levels through activation of the key transcription factor
GATA3. High levels of TCF1 and β-catenin support the po-
larization of T Cells to CD4+ helper cells by driving high
expression of GATA3 [187, 188]. The expression of negative
immunomodulators of T cells such as FOXP3 can be reduced
by blocking the Wnt/β-catenin signaling pathway [189]. β-
catenin expression in CD4+CD25 - naive T cells extends sur-
vival of regulatory T cells and induces unresponsiveness in

effector T cells [190]. Another subset of CD4+ T cells are
the Th17 cells that secrete IL-17A. The development of these
Th17 cells is controlled by transcription factor RAR related
orphan receptor C (RORγt), and their cell function is main-
tained by IL-23 signaling. Sustained activation ofβ-catenin in
CD4+ Tcells results in upregulation of RORγt and hence their
polarization to Th17 type cells. Th17 cells express high levels
of TCF1 and LEF1, downstream targets and effectors of Wnt/
β-catenin pathway. These Th17 cells secrete a repertoire of
cytokines that favors tumorigenesis. Enforced expression of
β-catenin in intratumoral CD4+ T cells increased the expres-
sion of IL-17A, contributing to enhanced proliferation and
inhibition of apoptosis of colorectal cancer cells [191, 192].

In summary, Wnt/β-catenin signaling regulates diverse
stages of T cell development and lineage fate decisions.
Overall, Wnt signaling favors the polarization of CD4+ Treg
and Th17 subtypes, promoting the immunosuppressive micro-
environment in tumors. Collectively these studies suggest that
both canonical and noncanonical Wnts regulate differentia-
tion, maturation, and infiltration of inflammatory cells and
hence have an important role in regulating tumor immune
microenvironment. While the role of Wnts in T cells, DCs,
and macrophages is well established, further studies elucidat-
ing the role ofWnts in the functioning of neutrophils and mast
ce l l s wou ld be use fu l fo r deve lop ing ta rge t ed
immunotherapies.

11 Wnt signaling and evading immune
destruction

The primary role of immune effectors such as macrophages, T
cells, and DCs discussed in the previous section is to discrim-
inate between healthy cells vs. the pathogens or tumor cells
through TLR, MHC, and other receptors expressed on their
cell surface. The immune cells mount an adaptive or innate
immune response and protect healthy cells by adjusting the
balance of activation versus inhibition of the immune re-
sponse. However, cancer cells can evade detection by these
immune cells through expression of cell surface molecules
that mimic those that are expressed by the healthy cells. This
prevents the infiltration of effector cells into the tumors.
Furthermore, if the effector cells do infiltrate, tumor cells
can induce their inactivation or death. The ligands expressed
by the tumor cells to keep the immune system under control
are called checkpoints. These “immune checkpoints” are used
by tumors to evade the immune system. Hence, these tumors
with active checkpoints lack the T cell inflamed immune mi-
croenvironment [193].

As mentioned in the previous section, a positive correlation
between the activation of Wnt/β-catenin signaling and T cell
exclusion was first identified in melanomas [168]. Tumor in-
trinsic activation of β-catenin signaling and non–T cell
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inflamed phenotype was confirmed across multiple cancer
types [169]. It was observed that almost half of the non–T cell
inflamed tumor subsets show increased activation of Wnt/β-
catenin signaling. The exclusion of T cells phenotype was
partly due to the failure in the recruitment of DCs or the gen-
eration of suppressor DCs [194]. One mechanism by which
tumors avoid immunity is by disrupting secretion of
chemokines required for the recruitment of DCs and effector
T cells. Among these chemokines, CCL4 is important for the
recruitment of DCs. Stabilization of β-catenin was shown to
reduce the expression of CCL4, hence impairing the activation
of DCs and infiltration and priming of effector Tcells [190]. In
urothelial bladder cancers, an inverse correlation of WNT7B
expression and the presence of CD8 positive T cells were also
observed [195].

Other Wnt-regulated immune escape mechanisms involve
the expression of checkpoint inhibitors such as programmed
death ligand (PDL1) and CD47 that regulate the activity of T
cells and macrophages in the tumors. CD47 is a transmem-
brane glycoprotein expressed on normal healthy cells and me-
diates a “self” or “do not eat me” signal. CD47 communicates
with signal regulatory protein (SIRP-α) expressed on macro-
phages and DCs to prevent phagocytosis. The upregulation of
CD47 in cancers facilitates immune evasion and resistance to
immune surveillance [196]. Blockade of antiphagocytic
CD47-SIRP-α interactions using anti-CD47 antibodies has
shown promise in several solid tumors including gliomas.
Wnt/β-catenin signaling has been shown to transcriptionally
regulate CD47 expression. Gowda et al. showed that pyruvate
kinase isoform M2 (PKM2) - β-catenin BRG-1 complex is
recruited to the TCF4 site to regulate CD47 expression in
glioma cells. High levels of β-catenin are associated with
high-grade gliomas and inhibition of β-catenin abrogates the
CD47 expression [197].

PDL1 is a “do not find me” ligand that may be regulated by
Wnt signaling in some cancers. It is a single-pass trans-mem-
brane protein, a member of the B7/CD28 family of
costimulatory receptors. It regulates T cell activation through
binding to its ligands, programmed death ligand 1 and 2
(PDL1 and PDL2) [198]. PDL1 is found on many cells in-
cluding macrophages, DCs, and in several tissues such as
heart lung and placenta. PDL1/PD1 interaction keeps the bal-
ance between immune tolerance and autoimmunity.
Interaction of PDL1 with PD1 on cytotoxic T cells leads to
the formation of PD1 complexes with TCR and CD28 that
leads to inactivation of cytotoxic T cells [199, 200]. Tumor
cells of the lung, bladder, head, and neck colon cancer and
melanoma among others express PDL1 leading to elimination
of the immune cells. Activated Wnt/β-catenin signaling was
associated with high PDL1 expression and poor prognosis in
testicular germ cell tumors [201]. Triple-negative breast can-
cer stem cells also express high levels of PDL1 that is activat-
ed by Wnt/β-catenin. In line with that, a small molecule that

might act in part as a Wnt agonist, CAS 853220-52-7, signif-
icantly increased PDL1 expression both at transcript and pro-
tein levels in multiple breast cancer cell lines [202].

Oncogene MYC is regulated both transcriptionally and
posttranslationally by Wnt signaling. MYC also regulates ex-
pression of both PDL1 and CD47 checkpoint inhibitors in
various human cancers including T cell–acute lymphoblastic
leukemia (T-ALL), non-small cell lung cancer, hepatocellular
carcinomas, and melanoma. Suppression of MYC in mouse
tumors and human tumor cells caused a reduction in CD47
and PD-L1 messenger RNA and protein levels [203]. In an
animal model of T-ALL, MYC overexpression resulted in
upregulation of both PDL1 and CD47 on tumor cells and their
levels were decreased upon MYC inactivation leading to en-
hanced antitumor response [203].

CTLA4 (CD152) is constitutively expressed in regula-
tory T cells and is another negative regulator of the T cell-
mediated immune response that can be influenced by
Wnt/β-catenin signaling. CTLA4 interacts with CD80 or
CD86 expressed on the antigen-presenting cells to switch
off the immune response. Hence, widespread efforts have
been made to block CTLA4 using antibodies to boost
antitumor immunity. Several anti-CTLA4 antibodies have
shown promising results in clinical trials and are hence
approved for treatment of certain cancers alone or in com-
bination with anti-PDL1 antibodies [204, 205]. CTLA4
has TCF/LEF1 binding sites in its promoter and its ex-
pression is strongly induced by Wnt/β-catenin signaling
in melanomas [206].

Cancer-associated fibroblasts (CAFs) also play a vital
role in shaping the immunosuppressive microenvironment
within the tumor. In addition to being a source of Wnts
such as WNT2 in colorectal cancers, they make the stro-
ma dense, preventing the infiltration of immune cells. In
pancreatic cancers, stromal cells constitute 70% of the
tumor cells compared with 30% in the melanomas [207].
This dense stroma, excluding immune cells, may explain
why immune checkpoint inhibitors have reported minimal
benefit in pancreatic cancers. Elevated Wnt signaling is
associated with tissue fibrosis and therapies targeting
Wnt signaling have shown benefit in preventing fibrosis
in lung, kidney, heart, and skin [208] [209]. The Wnts
expressed in the pancreatic cancer stroma may therefore
contribute to the dense stroma and the poor immune cell
infiltration.

These data indicate that there is a positive correlation
between high Wnt signaling and an immunosuppressive
microenvironment. In addition, there is a lack of response
of Wnt/β-catenin-high tumors to anti-CTLA4/anti-PD-1
immunotherapy. Taken together these studies suggest that
pharmacologic inhibition of Wnt/β-catenin signaling may
be a therapeutic option to restore T cell infiltration and
potentially expand immunotherapy efficacy in the clinic.
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12 Conclusion

Wnt/β-catenin signaling contributes to multiple pathways and
hallmarks that underlie cancer development and progression.
Wnt signaling in cancer was first associated with the ability to
support cell proliferation and maintain stemness. However,
multiple studies over many years also support the role of this
developmental pathway in regulating multiple facets of carci-
nogenesis including angiogenesis, genome instability, glycol-
ysis, and metastasis. With the advent of immunotherapies, an
indispensable role of Wnts in regulating T cell development
and differentiation has been revisited, and new studies have
now firmly established the importance of this pathway in reg-
ulating the expression of various checkpoints on the immune
cells as well as tumor cells to promote immune evasion.

Given the diverse role of Wnts in regulating tumor growth
and progression, targeting Wnt signaling alone or in combi-
nation with other small molecule inhibitors would be highly
beneficial. Small molecules and antibodies targeting various
components of the Wnt signaling pathway have been devel-
oped (reviewed in [210]). These include modulators of AXIN
stability such as Tankyrase inhibitors and small molecules that
directly interfere with the binding of β-catenin with various
components of transcriptional complex.While these inhibitors
regulateWnt/β-catenin signaling, accumulating evidence also
supports β-catenin independent roles of Wnt signaling in can-
cer. The development of Wnt secretion inhibitors that regulate
the activity of O-acyltransferase PORCN required for secre-
tion of all Wnts allows these β-catenin independent pathways
to be targeted as well. Additionally, decoy receptors that pre-
vent interaction of Wnts with their receptors, antibodies
targeting Wnt receptors Frizzleds, and the Wnt agonists R-
spondins have also been developed. These modulators of
Wnt signaling hold promise for the treatment of cancers, either
acting alone or by contributing to the efficacy of already
existing drugs. Wnt pathway modulation could potentially
improve clinical outcomes by interfering with many of the
hallmarks of cancer.
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