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Abstract: Non-receptor tyrosine kinases (NRTKs) are crucial mediators of intracellular signaling
and control a wide variety of processes such as cell division, morphogenesis, and motility. Aberrant
NRTK-mediated tyrosine phosphorylation has been linked to various human disorders and diseases, among them cancer metastasis, to which no treatment presently exists. Invasive cancer cells
leaving the primary tumor use invadopodia, feet-like structures which facilitate extracellular matrix
(ECM) degradation and intravasation, to escape the primary tumor and disseminate into distant
tissues and organs during metastasis. A major challenge in metastasis research is to elucidate the
molecular mechanisms and signaling pathways underlying invadopodia regulation, as the general
belief is that targeting these structures can potentially lead to the eradication of cancer metastasis.
Non-receptor tyrosine kinases (NRTKs) play a central role in regulating invadopodia formation and
function, but how they coordinate the signaling leading to these processes was not clear until recently. Here, we describe the major NRTKs that rule invadopodia and how they work in concert
while keeping an accurate hierarchy to control tumor cell invasiveness and dissemination.
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1. Introduction
Although primary tumors can be surgically removed and are usually responsible for
only a small fraction of cancer-associated deaths, local invasion and/or metastatic dissemination of cancer cells to other tissues and organs are the primary causes of cancer mortality. Cancer-cell metastasis should therefore serve as a major focus in cancer research
and a primary target for therapeutic intervention. To penetrate the basement membrane
of the tumor epithelium and to intravasate through the vascular endothelium membrane
into blood vessels, invasive cancer cells use invadopodia, actin-rich invasive foot-like processes with a matrix-degrading activity which converge signaling, cytoskeletal, adhesion,
proteolysis, and membrane trafficking proteins and pathways [1,2]. Invadopodia-like
structures were identified in several invasive cancer cell lines such as breast, head and
neck, prostate, fibrosarcoma, and melanoma [3], and primary tumor cells obtained from
patients with several different cancers exhibit the formation of invadopodia structures
containing classical invadopodia markers that are associated with extracellular matrix
(ECM) degradation activity [4–6]. Previous evidence demonstrates direct molecular links
between invadopodia assembly and metastasis in mice models [7,8] and human patients
[9]. Moreover, the existence of matrix-degrading invadopodia-like protrusions that form
in response to a combination of microenvironmental cues was previously demonstrated
in invasive primary tumor cells by live multi-photon microscopy in mice [10]. Invadopodia were first discovered and defined as surface protrusions with proteolytic activity 3
decades ago [11]. Since then, significant efforts have been allocated to elucidate the molecular mechanisms and signaling pathways that regulate their formation and function,
as the general belief is that strategies aimed at disrupting invadopodia could form the
basis of novel anti-metastasis therapies. Here, we describe the non-receptor tyrosine
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kinases (NRTKs) Pyk2, Src, Arg, and FAK, their invadopodial substrates, and their interplay in coordinating invadopodia formation and function and consequent cancer cell invasiveness.
2. The Secret Life of Invadopodia
The first stage in the invadopodium life cycle involves the assembly of the invadopod
precursor structure and its stabilization. Invadopodium precursors are initiated by a combination of driver mutations within the tumor cells which drive tumor initiation and progression and stimuli such as growth factors, hypoxia, degraded ECM products, exosomes,
and tumor cell–tumor-associated macrophage contact [12]. Following stimulation, the invadopodia proteins cortactin, cofilin, N-WASp, and the Arp2/3 complex form an initial
core and associate with an actin filament. Tks5 arrives approximately 20 seconds later and
anchors the precursor to the plasma membrane by binding to basal PI(3,4)P2 via its PX
domain [13]. This is followed by the recruitment of SHIP2 to the precursor by lamellipodin
[14], which de-phosphorylates PI(3,4,5)P3 into PI(3,4)P2. This de-phosphorylation event
leads to a local increase in the levels of PI(3,4)P2, which enhances invadopodium precursor maturation and activation.
The second stage of the invadopodium life cycle includes its maturation. During this
stage, 1 integrin is recruited to the invadopodium precursors and is activated following
ECM binding. While integrins are not involved in initiating the invadopodium precursors,
they are essential for their stabilization and for triggering their maturation by co-activating non-receptor tyrosine kinases (NRTKs) [15]. NRTKs, which are co-activated by 1 integrin and epidermal growth factor receptor (EGFR) at invadopodium precursors, phosphorylate cortactin on two major tyrosines, Y421 and Y466. These phosphorylation events
lead to actin polymerization in invadopodia by two synergistic pathways. First, phosphorylated cortactin recruits the adaptor protein Nck1, which binds to cortactin via its SH2
domain. Nck1 then binds and activates N-WASp, which recruits the Arp2/3 complex, and
leads to actin polymerization in invadopodia [16]. Second, the focal adhesion protein talin
is recruited to invadopodia in an integrin- and moesin-independent manner by binding
to actin via its C-terminus I/LWEG motif. Following its arrival, talin binds to b1 integrin,
enhancing the interaction between talin and moesin to recruit a moesin-NHE1 complex to
invadopodia [17]. NHE1 increases the local intracellular pH at invadopodia and disrupts
the inhibitory pH-dependent interaction between cortactin and cofilin, allowing cofilin to
be released and activated [18]. Cofilin then severs F-actin to generate free actin barbed
ends, which support dendritic nucleation by the cortactin-phosphorylation-mediated
Nck1-N-WASp-Arp2/3 pathway. This actin polymerization event induces the invadopodium membrane protrusion. Phosphorylated cortactin also recruits the guanine-nucleotide exchange factor (GEF) Vav2, which promotes Rac3 activation and consequent actin
polymerization in invadopodia, leading to invadopodia maturation [19]. Besides its role
in enhancing actin polymerization in invadopodia, Rac3 was recently shown to integrate
the adhesion process to ECM with its ability to degrade it via controlling Arf6-mediated
vesicular trafficking [20].
In the last stage of the invadopodium life cycle, microtubules and intermediate filaments are recruited to invadopodia and cooperate with actin filaments to facilitate elongation of the invadopodium protrusion [21]. Shortly after, RhoA and CDC42 stimulate the
association of IQGAP with the exocyst complex, which cooperates with endosomal
WASH to promote MT1-MMP delivery to invadopodia [22]. Cortactin has an essential
role in the formation of invadopodium precursors and their maturation and their activation. During the final stage of the invadopod life cycle, cortactin cooperates with Rab27a
and coronin 1b to control the stability of cortical actin multivesicular late endosomes
(MVEs) docking sites and exosome secretion. These exosomes are secreted into the extracellular environment and contain matrix metalloproteases (MMPs), enabling the tumor
cell to degrade its surrounding ECM [23].
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3. The Dual Face of Src Kinase
Viral Src (v-Src) was the first oncogene to be discovered, and its cellular counterpart
(c-Src) is among the best-studied to date. Src is overexpressed and activated in various
human tumors and has been linked to both cancer development and its progression to
distant metastasis. In addition to increasing tumor proliferation, Src plays a crucial role in
promoting motility and invasion, functions that contribute to tumor progression and metastasis [24].
Overexpression of wild-type or activated mutant Src in breast cancer cells or headand-neck squamous cell carcinoma cells increases the number of invadopodium precursors, albeit having an overall shorter lifetime [25–27]. Inhibition of the Src family members
by the kinase inhibitor PP2 reduces the number of invadopodium precursors and consequent ECM degradation [26]. However, specific knockdowns of Src do not change the
number of precursors, but they significantly reduce matrix degradation [28]. Src is involved in invadopodium precursor formation and stabilization by regulating tyrosine kinase substrate 5 (Tks5) and activating the Abl-related gene (Arg) during invadopodium
maturation and activation.
Tks adaptor proteins are essential regulators of various physiological and pathological processes such as cell migration and invasion, and cancer progression, by acting as
scaffolds that bring membrane and cellular components in close proximity to structures
such as podosomes and invadopodia. As their name implies, Tks proteins are substrates
of tyrosine kinases and, in particular, Src kinase. Importantly, tyrosine phosphorylation
of Tks5 by Src is essential for Tks5-mediated invadopodium precursor formation and consequent cancer cell invasion [29]. Tks5 has four main functions in invadopodia. First, as a
scaffold protein, Tks5 anchors the invadopodium precursor to the invadopod plasma
membrane, an event that stabilizes the precursor core complex and enables the following
stages, which lead to its maturation [13]. Second, Tks5 also acts as a scaffold protein for
the actin polymerization machinery by recruiting Nck1 and Nck2 and mediating downstream activation of N-WASp and Arp2/3 [30]. The third function of Tks5 in invadopodia
is the facilitation of localized generation of reactive oxygen species (ROS). It was previously demonstrated that Tks5 adaptor proteins have structural similarities to the NADPH
oxidase complex (NOX), which produces ROS, suggesting that one of their functional
roles is to produce ROS in invadopodia. NOX-produced ROS leads to the inhibition of the
active site of protein phosphatases, thereby enhancing localized tyrosine kinase signaling
in invadopodia, which is essential for invadopodium precursor maturation and activation
[29,31]. The fourth role of Tks5 in invadopodia is to promote the localization and activation of proteases in invadopodia. More specifically, Tks5 interacts with members of the
ADAM family of proteases and can directly integrate proteases with the actin assembly
machinery [32]. Tks5 also interacts with Rab40b to tether MMP-containing vesicles to invadopodia [33].
The nucleation-promoting factor (NPF) and actin-associated protein cortactin localize to invadopodia in invasive cancer cells, where cortactin regulates their formation and
function. Significantly, tyrosine phosphorylation of cortactin is a crucial event that leads
to the generation of free actin barbed ends and actin polymerization for efficient ECM
degradation and in vivo metastatic dissemination [16]. Because cortactin was initially
identified as an Src substrate, and Src promotes cortactin phosphorylation when overexpressed in cells and can promote actin polymerization in vitro via interaction with Nck1
and N-WASp, it has been inferred for many years that Src exclusively mediates cortactin
tyrosine phosphorylation in invadopodia. However, it was previously demonstrated that
although Src is involved in tyrosine phosphorylation of cortactin in invadopodium precursors and their consequent maturation and activation, this is completed indirectly by
phosphorylating and activating Arg kinase, which directly binds and phosphorylates cortactin on two major tyrosines [28].
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4. Grow or Go
Abl and its homolog Arg define a distinct family of NRTKs, which link diverse stimuli from cell-surface growth factor receptors and adhesion receptors to signaling pathways controlling various processes such as cell proliferation, cell survival, cell adhesion,
migration, and invasion [34]. It was previously shown that Arg mediates EGF-induced
cortactin tyrosine phosphorylation in invadopodia, leading to barbed end generation and
consequent actin polymerization, ECM degradation, and matrix-proteolysis dependent
breast tumor cell invasion. In addition, epistasis experiments demonstrated that both Arg
and Src are required for downstream cortactin phosphorylation in invadopodia. However, since Arg kinase activity is critical for free actin barbed end generation and actin
polymerization and Src cannot compensate for Arg knockdowns, it was suggested that
Src acts upstream of Arg within the same signaling pathway as phosphorylate cortactin
in invadopodia. Hence, Arg is a central kinase that phosphorylates cortactin in invadopodia, while Src regulates invadopodia by promoting Arg activation and additional independent pathways [28].
A mouse xenograft model containing Arg knockdown mammary tumors was used
to examine whether Arg controls invadopodia-mediated breast cancer metastasis in vivo.
This model has demonstrated that Arg knockdown in breast tumor cells significantly reduces tumor cell invasion, intravasation, and spontaneous metastasis to the lungs. This
supports the model of an EGFR-Src-Arg-cortactin pathway for invadopodium maturation
and activation and consequent tumor cell invasiveness. Surprisingly and unexpectedly,
and despite the lower invasion from these tumors, primary tumors that developed in Arg
knockdown mice were significantly larger than their control counterparts. Furthermore,
examining gene expression profiles in Arg knockdown cells demonstrated the up-regulation of proliferation genes from the Ras-MAPK pathway together with down-regulation
of invasion-associated genes. Arg, therefore, promotes invadopodia-mediated tumor cell
invasiveness and dissemination while simultaneously inhibiting tumor growth and acts
as a switch in metastatic cells that governs the decision to divide or invade, a model which
was named “grow or go” [7,35]. According to this model, the proliferation and invasion
states in a primary tumor cell are functionally coupled in an inverse relationship, in which
invasive cancer cells shut their cell cycle while moving due to not being able to use their
cytoskeleton in motility and cell division simultaneously. Because they do not maintain
cell division and proliferation while moving and invading, these cells need to preserve
their existing DNA during the metastatic process, which they accomplish by up-regulating DNA repair genes, which may also be related to the increased resistance of invasive
cancer cells to cytotoxic therapy [36].
The involvement of Arg in in vivo breast cancer invasiveness and metastatic dissemination suggests that Arg inhibition may block invadopodia-mediated breast cancer metastasis. Indeed, the ABL kinase inhibitors imatinib, nilotinib, and GNF5, mainly used to
treat leukemias, disrupt invadopodium precursor formation and cortactin phosphorylation-mediated invadopodium maturation, which leads to decreased actin polymerization,
reduced ECM degradation, and impaired matrix-proteolysis dependent invasion of breast
cancer cells. Accordingly, in vivo MMP activation, tumor cell invasion, and spontaneous
lung metastasis are significantly impaired in tumor-bearing xenograft mice treated with
either inhibitor. These data suggest that ABL kinase inhibitors may potentially be repurposed and used in combination with standard cytotoxic therapies to block breast cancer
metastasis [37].
5. The Emperor of All Kinases
Up-regulation of proline-rich tyrosine kinase (Pyk2) has been observed in several invasive human tumors, including glioma, hepatocellular carcinoma, non-small-cell lung
carcinoma, prostate cancer, and early and advanced breast cancer [38,39]. However, the
mechanism by which it regulates tumor cell invasiveness was unclear until recently.
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Using high-throughput protein array screening combined with bioinformatics and
followed by biochemical and cellular validations, we identified cortactin as a novel substrate and interactor of Pyk2 in invadopodia. Significantly, Pyk2-mediated cortactin phosphorylation in invadopodia depends on both its kinase activity and the recruitment and
activation of Src kinase. Moreover, epistasis experiments between Pyk2 and Arg demonstrated that both kinases are in the same signaling pathway, and they phosphorylate cortactin tyrosines in invadopodia. Thus, while Arg directly binds and phosphorylates cortactin, Pyk2 controls cortactin tyrosine phosphorylation directly by binding and phosphorylating cortactin and indirectly by recruiting and activating Src kinase, which activates Arg to phosphorylate cortactin in invadopodia [40] (Figure 1).
In systems biology terms, the invadopodial Pyk2-mediated signaling pathway is considered as a coherent type I feedforward loop with AND gating [41], where protein X
(Pyk2) activates protein Z (cortactin) both directly and indirectly via protein Y (Arg) (Figure 1, inset). This type of network motif is characterized by both persistence, which enables prolonged signal duration, and redundancy, which allows signaling networks to
withstand perturbations that can alter input–output relationships. This type of motif also
provides a safety net for activation of critical processes essential for cell survival and homeostasis and ensures that cells respond only to stimuli of appropriate duration and magnitude. For example, invasive cancer cells leaving the primary tumors prepare for a long
and risky journey within the body, from which there is no way back. To survive this journey and reach new environments where they can establish a secondary colony, a prolonged and persistent signal that can withstand perturbations is necessary [42,43]. The
coherent type I feedforward loop mediated by the Pyk2-Src-Arg axis in invadopodia enables both characteristics. Moreover, because two phosphorylation events of cortactin by
both Arg and Pyk2 are necessary, the redundancy in this system prevents activation of
cortactin if phosphorylated on one site only or by one kinase only. Whether Arg and Pyk2
each phosphorylate cortactin on one specific tyrosine or both on the same tyrosine residue
is a subject for future investigation.
Notably, high co-expression of Pyk2, Arg, and cortactin is correlated with a significantly higher metastatic potential of human breast tumors, suggesting that this pathway
is essential for breast cancer invasiveness and dissemination and that a gene signature of
this pathway could potentially be used as a strategy for predicting the metastatic potential
of breast tumors. Moreover, a network interaction map of invadopodia-associated proteins has demonstrated a central role for the EGFR-Pyk-Src-Arg-cortactin invadopodial
pathway, in which repurposing of existent inhibitors could be applied for blocking breast
cancer metastasis [44].
A novel mechanism for activation of Pyk2 in invadopodia by calcium has recently
been described. Pyk2 is a Ca2+/calmodulin-dependent kinase [45]. The binding of
Ca2+/calmodulin to the autoinhibitory FERM domain leads to dimerization of Pyk2,
which promotes its autophosphorylation and activation [46]. Stromal interacting molecule
1 (STIM1) and Orai1-mediated store-operated Ca2+ entry (SOCE) constitute the major calcium influx in most electrically non-excitable cells. Using the Orai1 biosensor that reports
sub-plasmalemmal Ca2+ signals, Lu et al. have demonstrated that calcium glows arising
from STIM-Orai1 appear locally at invadopodia of invading melanoma cells. These calcium glows lead to Ca2+/calmodulin-mediated activation of Pyk2, which initiates the
SOCE-Pyk2-Src signaling cascade required for invadopodium precursor formation and
subsequent tumor cell invasion [47].
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Figure 1. Pyk2-mediated signaling in invadopodia. Extracellular stimulation by EGFR and integrins leads to activation of
Pyk2, which tyrosine phosphorylates cortactin both directly and indirectly by activating Src and Arg kinases. Activation
of Src leads to invadopodium precursor assembly and stabilization by recruiting and phosphorylating Tks5. Complete
tyrosine phosphorylation of cortactin leads to activation of several signaling pathways, which induce actin polymerization
and ECM degradation and consequent invadopodia-mediated tumor cell invasion, intravasation, and metastatic dissemination. While promoting cell invasion and dissemination, Arg simultaneously inhibits the Ras-MAPK pathway, which
induces cell proliferation and consequent tumor growth, acting as a switch in metastatic cancer cells that govern the decision to “grow or go” (divide or invade). Inset: the coherent type I feedforward loop with AND gating (left) parallels the
Pyk2-Src-Arg-cortactin pathway (right). The different NRTKs, their substrates, and invadopodial roles are described in
Table 1.
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Table 1. Major NRTKs and their targets in the Pyk2-Src-Arg-cortactin invadopodial pathway.
NRTK

Pyk2

Target
Src

Cortactin

Src
FAK
Tks5
Src

Arg

Role in Invadopodia
Pyk2 recruits and activates Src in invadopodia.

Reference
[40]

Pyk2 tyrosine phosphorylates cortactin both directly and
[40]
indirectly by recruiting and activating Src, which activates
Arg to phosphorylate cortactin.
FAK indirectly regulates invadopodium precursor for[26]
mation and activation by sequestering Src to focal adhesions
and away from invadopodia.
Src tyrosine phosphorylates Tks5 to regulate invadopodium [30,48,49]
precursor formation and stabilization.

Arg

Src phosphorylates and activates Arg, which phosphorylates
cortactin during invadopodium maturation and activation

[28]

Cortactin

Arg tyrosine phosphorylates cortactin in invadopodia, leading to invadopodium maturation and ECM degradation.

[28]

Ras

Arg inhibits the Ras-MAPK pathway to block tumor cell
proliferation.

[7]

6. Migrate or Invade: A Game of Thrones
Pyk2 and its homologous focal adhesion kinase (FAK) define a distinct family of
NRTKs with high sequence and structural similarity and a common activation mechanism. FAK plays a critical role in cell motility in various cell types, where it coordinates
lamellipodial protrusions and the turnover of adhesion complexes. Increased expression
of FAK has been detected in metastatic tumors of the breast, prostate, colon, and brain,
and mammary epithelial-specific disruption of FAK blocks mammary carcinoma progression in a genetic mouse model [50,51]. Another publication reported that mammary-specific deletion of FAK mainly affects primary tumor development and reduces the number
and size of lung metastases [52]. However, it is unclear whether the lower frequency of
metastases in these mice results from fewer tumor cells that escape from the primary tumor or because of an inherent defect in their locomotion and invasion.
Along the same lines, a previous publication suggested that FAK indirectly regulates
invadopodium precursor formation and activation by sequestering Src away from invadopodia and into focal adhesions. By doing so, FAK controls the Src-dependent tyrosine phosphorylation balance between invadopodia and focal adhesions in invasive breast
cancer cells [26]. Knockdown of FAK in mammary tumor cells leads to increased formation of invadopodium precursors, which is mediated by Src localization to the invadopodia. However, the identity of the protein that localizes Src to invadopodium precursors
was unknown until recently. Using fluorescently tagged Src and breast cancer cells
knocked down for either Pyk2 or FAK, it was demonstrated that while FAK recruits Src
to focal adhesions, as was previously documented, Pyk2 is the kinase that controls the
recruitment and localization of Src to invadopodia [40]. These data imply that Pyk2 and
FAK coordinate the spatial regulation of Src kinase and consequently control invadopodium assembly and maturation. While Pyk2 regulates invasiveness by controlling cortactin tyrosine phosphorylation-dependent invadopodia maturation and consequent actin polymerization and ECM degradation, FAK controls invasiveness of tumor cells by
controlling Src kinase-dependent focal-adhesion mediated motility. Coordination of both
Pyk2-mediated invasion and FAK-mediated migration is necessary for breast cancer cell
invasiveness and consequent metastatic dissemination [53].
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Several publications have demonstrated the molecular interactions of Pyk2 with Src
in regulating tumor cell motility and invasion. Overexpression of Pyk2 facilitates hepatocellular carcinoma (HCC) cell invasiveness by up-regulating phosphorylation of Src,
ERK1/2, and MEK1/2 [54], and both Pyk2 and FAK interact with Src and p130Cas to regulate breast cancer motility and invasion [55]. However, the molecular mechanism by
which Pyk2 recruits Src into invadopodium precursors to regulate their formation and
maturation was not reported before.
Using a combination of multi-photon microscopy of mammary tumors in live mice
and support vector machine algorithms, it was demonstrated that single invasive mammary carcinoma cells could move within the primary tumor using either focal-adhesion
mediated fast motility on ECM fibers or invadopodia- and matrix-proteolysis mediated
slow locomotion. The type of motility that invasive breast tumor cells use is determined
by a combination of local extracellular cues present in the tumor microenvironment, such
as local collagen fiber density, tumor cell density, tumor-associated macrophage density,
the number and size of blood vessels, and the relative distance of the invasive cell from a
tumor-associated blood vessel [10]. We suggest that while the switch between the two
motility types of the invasive cancer cell is triggered by extracellular microenvironmental
cues, Pyk2 and FAK are responsible for the intracellular integration and processing of
these signals. Thus, the type of motility that the invasive cancer cell will activate will be
the sum of these local microenvironmental signals.
7. The Other Side of the Coin
Reversible phosphorylation of tyrosine residues in proteins plays a central role in the
regulation of various cellular processes such as cell cycle and cell division, development
and morphogenesis, and cell motility, and is mediated by the opposing actions of protein
tyrosine kinases (PTKs) and protein tyrosine phosphatases (PTPs). Although PTKs and
PTPs are structurally and functionally different, they jointly regulate the phosphorylation
of their common substrates [56]. Aberrant tyrosine phosphorylation of proteins that results from imbalanced activities of PTKs and PTPs may lead to various human disorders
and diseases, among them cancer [57].
Cytoplasmic PTP1B is essential for both invadopodium precursor formation and activation and invadopodia turnover, and regulates these processes through direct and indirect mechanisms. Specifically, the calcium-dependent protease calpain 2 is activated following EGFR and/or integrin activation and cleaves PTP1B at a region near the C-terminus, enhancing PTP1B phosphatase activity. Activated PTP1B removes the inhibitory
phosphate from Y529 of the invadopodial Src, which leads to both invadopodium precursor assembly and maturation. Calpain 2 also functions downstream of Src kinase to regulate the disassembly of cortactin from mature invadopodia, and consequently, the disassembly of the invadopodium structure [58].
Another substrate of PTP1B in invadopodia is cortactin. More specifically, PTP1B
counteracts the activity of NRTKs, which phosphorylate cortactin on tyrosine 421, an
event that leads to invadopodia activation. The actin barbed end capping protein isoform
MenaINV is recruited to invadopodium precursors by lamellipodin just after its initial assembly and stabilization at the plasma membrane and maintains tyrosine phosphorylation of cortactin at Y421 by displacing PTP1B from the precursors, thereby preventing
PTP1B from de-phosphorylating cortactin and enhancing precursor maturation and activation [59].
8. The Hitchhiker
Hepatitis C virus (HCV) is a significant risk factor for developing HCC and leads to
an aggressive and invasive disease with very low patient survival rates. The poor prognosis rates in HCC are usually a result of intrahepatic metastasis caused by the invasion
of cancer cells from the primary tumor into other liver parts or by their dissemination via
the portal vein. Dissemination into regions outside of the liver may also occur in the early
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stages of HCC due to aggressive treatment. The most effective treatment for early localized tumors is surgery, while sorafenib, a multi-kinase inhibitor, extends overall survival
and delays tumor progression by a few months only in patients with advanced HCC
[60,61]
While a strong association between chronic infection with HCV and the development
of metastatic HCC is well established, the mechanism by which HCV enhances invasiveness and metastasis of HCC was not known until recently. By integrating the transcriptome with a functional kinome screen, we have recently shown that HCV infection enhances invadopodium precursor formation and activation by combining enhanced cytoskeletal, invasion, and invadopodia gene expression with the stimulation of kinase signaling [62].
Importantly, HCV enters the liver host cell by using EGFR as a coreceptor. Once the
virus has penetrated the host cell, it maintains constant activation of EGFR and enhances
invadopodia activation by activating the viral NS3/4A protein, which inhibits TC-PTP,
thereby preventing de-phosphorylation of the EGFR receptor. Virus-activated EGFR then
transmits signals to NRTKs and other invadopodial proteins, which lead to the maturation and activation of invadopodia in the host cell. In addition, HCV also misregulates
chromatin organization and consequently enhances the transcription of invadopodia-associated genes, such as cortactin, MT1-MMP and EGFR ligands, such as HB-EGF and BTC,
which support sustained activation of the receptor in an autocrine loop. A combination of
these HCV-induced mechanisms leads to invadopodia-mediated cancer cell invasiveness
and consequently intra- and extra-hepatic dissemination. Interestingly, kinome and transcriptome analysis revealed that all components of the EGFR-Pyk2-Src-Arg-cortactin axis
are activated following HCV infection, suggesting that this pathway may be a general
mechanism for invadopodia-mediated invasiveness of cancer cells. Moreover, examination of the invadopodia-associated gene signature in HCV-mediated HCC tumors has revealed that the gene expression pattern significantly correlates with poor patient prognosis and survival, supporting the essential role of invadopodia in promoting HCV-mediated invasiveness of HCC tumor cells [62].
As part of its life cycle, which relies entirely on the host cell infrastructure, HCV modifies signaling pathways involved in proliferation, cell survival, and cytoskeleton-mediated vesicular transport. Invasiveness and metastasis are not essential for the HCV life
cycle, and the reason for inducing these processes by the virus within the host tumor cell
is unclear. We suggest that by enhancing invadopodia-mediated dissemination of HCC
tumor cells to new regions away from the primary tumor, HCV gains a new environment
where, unlike the crowded primary tumor environment, the host cell no longer has to
compete with other tumor cells for nutrients and oxygen, and where the virus can infect
new, healthy liver cells to enhance its replication and production.
9. Concluding Remarks and Future Directions
A significant correlation exists between invadopodia-associated genes and tumor cell
dissemination [44,62], suggesting that invadopodia could be used as a prognostic marker
for cancer metastasis. This may spare many patients at low risk for metastatic disease from
undergoing unnecessary and potentially dangerous treatments while identifying other
patients with lower-grade tumors that may be highly metastatic. Moreover, understanding the molecular mechanisms and signaling pathways that govern the formation and
function of invadopodia could provide insights into the biology, regulation, and potential
therapeutic approaches to cancer metastasis.
The importance of targeting invadopodia in anti-metastasis treatment is apparent
considering that invasion and intravasation of tumor cells from the primary, secondary,
and tertiary tumors are crucial steps in the systematic dissemination of cancer and that
these processes continue even after resection of the primary tumor. Because tumor cell
dissemination and tumor growth are not always linked [7,63,64], such inhibitors are not
expected to affect primary tumor growth. Nevertheless, such inhibitors may effectively
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inhibit the metastatic spread of highly invasive tumors when used in combination with
cytotoxic treatments such as chemotherapy and radiotherapy, which complement antimetastasis treatment by inhibiting proliferation and survival of cells in the primary tumor
and cells that may have succeeded in escaping the primary tumor and seeding metastases
in distant sites. Moreover, because invadopodia are not essential for cell viability, antiinvadopodia-based therapies are not expected to affect crucial cellular processes and may
have fewer side effects than conventional cancer therapies.
NRTKs in the Pyk2-Src-Arg-cortactin cascade present excellent targets for anti-invadopodia-mediated metastasis treatment. Indeed, while inhibitors of Arg have proved
to be efficient in inhibiting invasiveness and metastasis of human breast tumor cells in
immunodeficient mice [37], no specific inhibitor for Pyk2 that is potent in vivo currently
exists. Moreover, the interplay between Pyk2 and FAK in controlling invadopodia formation and function may suggest that inhibiting both kinases may be a more efficient
strategy for blocking cancer metastasis.
While significant knowledge on invadopodia formation, regulation, and signaling
had been accumulated since their first discovery and definition approximately 3 decades
ago, a major challenge of bench-to-bedside application of these findings still exists and
should become the primary focus of cancer metastasis research within the coming years.
Author Contributions: Conceptualization, H.G.-H.; funding acquisition, H.G.-H.; project administration, H.G.-H.; supervision, H.G.-H.; writing—original draft, H.G.-H.; writing—review and editing, T.S. All authors have read and agreed to the published version of the manuscript.
Funding: This work was funded by the Israel Cancer Research Fund (grant number 20-101-PG), the
Israel Cancer Association (grant number 20210071), and the Israel Science Foundation (grant number 2142/21) (to H.G.-H.).
Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.
Conflicts of Interest: The authors declare no conflict of interest.

References
1.
2.
3.
4.
5.
6.

7.
8.
9.
10.
11.
12.

Weaver, A.M. Invadopodia: Specialized Cell Structures for Cancer Invasion. Clin. Exp. Metastasis 2006, 23, 97–105,
doi:10.1007/s10585-006-9014-1.
Weaver, A.M. Invadopodia. Curr. Biol. 2008, 18, 362–364, doi:10.1016/j.cub.2008.02.028.
Monsky, W.L.; Lin, C.Y.; Aoyama, A.; Kelly, T.; Akiyama, S.K.; Mueller, S.C.; Chen, W.T. A Potential Marker Protease of Invasiveness, Seprase, Is Localized on Invadopodia of Human Malignant Melanoma Cells. Cancer Res. 1994, 54, 5702–5710.
Stylli, S.S.; Kaye, A.H.; Lock, P. Invadopodia: At the Cutting Edge of Tumour Invasion. J. Clin. Neurosci. 2008, 15, 725–737,
doi:10.1016/j.jocn.2008.03.003.
Sutoh, M.; Hashimoto, Y.; Yoneyama, T.; Yamamoto, H.; Hatakeyama, S.; Koie, T.; Okamoto, A.; Yamaya, K.; Saitoh, H.; Funyu,
T.; et al. Invadopodia Formation by Bladder Tumor Cells. Oncol. Res. 2010, 19, 85–92, doi:10.3727/096504010x12875107808008.
Yamamoto, H.; Sutoh, M.; Hatakeyama, S.; Hashimoto, Y.; Yoneyama, T.; Koie, T.; Saitoh, H.; Yamaya, K.; Funyu, T.; Nakamura,
T.; et al. Requirement for FBP17 in Invadopodia Formation by Invasive Bladder Tumor Cells. J. Urol. 2011, 185, 1930–1938,
doi:10.1016/j.juro.2010.12.027.
Gil-Henn, H.; Patsialou, A.; Wang, Y.; Warren, M.S.; Condeelis, J.S.; Koleske, A.J. Arg/Abl2 Promotes Invasion and Attenuates
Proliferation of Breast Cancer In Vivo. Oncogene 2013, 32, 2622–2630, doi:10.1038/onc.2012.284.
Gligorijevic, B.; Wyckoff, J.; Yamaguchi, H.; Wang, Y.; Roussos, E.T.; Condeelis, J. N-WASP-Mediated Invadopodium Formation
Is Involved in Intravasation and Lung Metastasis of Mammary Tumors. J. Cell Sci. 2012, 125, 724–734, doi:10.1242/jcs.092726.
Eckert, M.A.; Lwin, T.M.; Chang, A.T.; Kim, J.; Danis, E.; Ohno-Machado, L.; Yang, J. Twist1-Induced Invadopodia Formation
Promotes Tumor Metastasis. Cancer Cell 2011, 19, 372–386, doi:10.1016/j.ccr.2011.01.036.
Gligorijevic, B.; Bergman, A.; Condeelis, J. Multiparametric Classification Links Tumor Microenvironments with Tumor Cell
Phenotype. PLoS Biol. 2014, 12, e1001995, doi:10.1371/journal.pbio.1001995.
Chen, W.T. Proteolytic Activity of Specialized Surface Protrusions Formed at Rosette Contact Sites of Transformed Cells. J. Exp.
Zool. 1989, 251, 167–185, doi:10.1002/jez.1402510206.
Eddy, R.J.; Weidmann, M.D.; Sharma, V.P.; Condeelis, J.S. Tumor Cell Invadopodia: Invasive Protrusions that Orchestrate Metastasis. Trends Cell Biol. 2017, 27, 595–607, doi:10.1016/j.tcb.2017.03.003.

Cells 2021, 10, 2037

13.
14.

15.

16.

17.

18.

19.

20.

21.
22.

23.
24.
25.

26.
27.

28.

29.
30.
31.
32.

33.
34.
35.

36.

11 of 13

Sharma, V.P.; Eddy, R.; Entenberg, D.; Kai, M.; Gertler, F.B.; Condeelis, J. Tks5 and SHIP2 Regulate Invadopodium Maturation,
but Not Initiation, in Breast Carcinoma Cells. Curr. Biol. 2013, 23, 2079–2089, doi:10.1016/j.cub.2013.08.044.
Carmona, G.; Perera, U.; Gillett, C.; Naba, A.; Law, A.L.; Sharma, V.P.; Wang, J.; Wyckoff, J.; Balsamo, M.; Mosis, F.; et al.
Lamellipodin Promotes Invasive 3D Cancer Cell Migration via Regulated Interactions with Ena/VASP and SCAR/WAVE. Oncogene 2016, 35, 5155–5169, doi:10.1038/onc.2016.47.
Beaty, B.T.; Sharma, V.P.; Bravo-Cordero, J.J.; Simpson, M.A.; Eddy, R.J.; Koleske, A.J.; Condeelis, J. beta1 Integrin Regulates
Arg to Promote Invadopodial Maturation and Matrix Degradation. Mol. Biol. Cell 2013, 24, 1661–1675, doi:10.1091/mbc.E12-120908.
Oser, M.; Mader, C.C.; Gil-Henn, H.; Magalhaes, M.; Bravo-Cordero, J.J.; Koleske, A.J.; Condeelis, J.Specific Tyrosine Phosphorylation Sites on Cortactin Regulate Nck1-Dependent Actin Polymerization in Invadopodia. J. Cell Sci. 2010, 123, 3662–3673,
doi:10.1242/jcs.068163.
Beaty, B.T.; Wang, Y.; Bravo-Cordero, J.J.; Sharma, V.P.; Miskolci, V.; Hodgson, L.; Condeelis, J. Talin Regulates Moesin-NHE1 Recruitment to Invadopodia and Promotes Mammary Tumor Metastasis. J. Cell Biol. 2014, 205, 737–751,
doi:10.1083/jcb.201312046.
Magalhaes, M.A.; Larson, D.R.; Mader, C.C.; Bravo-Cordero, J.J.; Gil-Henn, H.; Oser, M.; Chen, X.; Koleske, A.J.; Condeelis, J.
Cortactin Phosphorylation Regulates Cell Invasion Through a pH-Dependent Pathway. J. Cell Biol. 2011, 195, 903–920,
doi:10.1083/jcb.201103045.
Rosenberg, B.J.; Gil-Henn, H.; Mader, C.C.; Halo, T.; Yin, T.; Condeelis, J.; Machida, K.; Wu, Y.I.; Koleske, A.J. Phosphorylated
Cortactin Recruits Vav2 Guanine Nucleotide Exchange Factor to Activate Rac3 and Promote Invadopodial Function in Invasive
Breast Cancer Cells. Mol. Biol. Cell 2017, 28, 1347–1360, doi:10.1091/mbc.E16-12-0885.
Donnelly, S.K.; Cabrera, R.; Mao, S.P.H.; Christin, J.R.; Wu, B.; Guo, W.; Bravo-Cordero, J.J.; Condeelis, J.S.; Segall, J.E.; Hodgson,
L. Rac3 Regulates Breast Cancer Invasion and Metastasis by Controlling Adhesion and Matrix Degradation. J. Cell Biol. 2017,
216, 4331–4349, doi:10.1083/jcb.201704048.
Schoumacher, M.; Goldman, R.D.; Louvard, D.; Vignjevic, D.M. Actin, Microtubules, and Vimentin Intermediate Filaments
Cooperate for Elongation of Invadopodia. J. Cell Biol. 2010, 189, 541–556, doi:10.1083/jcb.200909113.
Monteiro, P.; Rosse, C.; Castro-Castro, A.; Irondelle, M.; Lagoutte, E.; Paul-Gilloteaux, P.; Desnos, C.; Formstecher, E.; Darchen,
F.; Perrais, D.; et al. Endosomal WASH and Exocyst Complexes Control Exocytosis of MT1-MMP at Invadopodia. J. Cell Biol.
2013, 203, 1063–1079, doi:10.1083/jcb.201306162.
Sinha, S.; Hoshino, D.; Hong, N.H.; Kirkbride, K.C.; Grega-Larson, N.E.; Seiki, M.; Tyska, M.J.; Weaver, A.M.Cortactin Promotes
Exosome Secretion by Controlling Branched Actin Dynamics. J. Cell Biol. 2016, 214, 197–213, doi:10.1083/jcb.201601025.
Yeatman, T.J. A Renaissance for SRC. Nat. Rev. Cancer 2004, 4, 470–480, doi:10.1038/nrc1366.
Artym, V.V.; Zhang, Y.; Seillier-Moiseiwitsch, F.; Yamada, K.M.; Mueller, S.C. Dynamic Interactions of Cortactin and Membrane
Type 1 Matrix Metalloproteinase at Invadopodia: Defining the Stages of Invadopodia Formation and Function. Cancer Res. 2006,
66, 3034–3043, doi:10.1158/0008-5472.CAN-05-2177.
Chan, K.T.; Cortesio, C.L.; Huttenlocher, A. FAK Alters Invadopodia and Focal Adhesion Composition and Dynamics To Regulate Breast Cancer Invasion. J. Cell Biol. 2009, 185, 357–370, doi:10.1083/jcb.200809110.
Oser, M.; Yamaguchi, H.; Mader, C.C.; Bravo-Cordero, J.J.; Arias, M.; Chen, X.; Desmarais, V.; van Rheenen, J.; Koleske, A.J.;
Condeelis, J. Cortactin Regulates Cofilin and N-WASp Activities to Control the Stages of Invadopodium Assembly and Maturation. J. Cell Biol. 2009, 186, 571–587, doi:10.1083/jcb.200812176.
Mader, C.C.; Oser, M.; Magalhaes, M.A.; Bravo-Cordero, J.J.; Condeelis, J.; Koleske, A.J.; Gil-Henn, H. An EGFR-Src-Arg-Cortactin Pathway Mediates Functional Maturation of Invadopodia and Breast Cancer Cell Invasion. Cancer Res. 2011, 71, 1730–
1741, doi:10.1158/0008-5472.CAN-10-1432.
Saini, P.; Courtneidge, S.A. Tks Adaptor Proteins at a Glance. J. Cell Sci. 2018, 131, doi:10.1242/jcs.203661.
Stylli, S.S.; Stacey, T.T.; Verhagen, A.M.; Xu, S.S.; Pass, I.; Courtneidge, S.A.; Lock, P. Nck Adaptor Proteins Link Tks5 to Invadopodia Actin Regulation and ECM Degradation. J. Cell Sci. 2009, 122, 2727–2740, doi:10.1242/jcs.046680.
Weaver, A.M. Regulation of Cancer Invasion by Reactive Oxygen Species and Tks Family Scaffold Proteins. Sci. Signal. 2009, 2,
pe56, doi:10.1126/scisignal.288pe56.
Abram, C.L.; Seals, D.F.; Pass, I.; Salinsky, D.; Maurer, L.; Roth, T.M.; Courtneidge, S.A. The Adaptor Protein Fish Associates
with Members of the ADAMs Family and Localizes to Podosomes of Src-Transformed Cells. J. Biol. Chem. 2003, 278, 16844–
16851, doi:10.1074/jbc.M300267200.
Jacob, A.; Linklater, E.; Bayless, B.A.; Lyons, T.; Prekeris, R. The Role and Regulation of Rab40b-Tks5 Complex During Invadopodia Formation and Cancer Cell Invasion. J. Cell Sci. 2016, 129, 4341–4353, doi:10.1242/jcs.193904.
Bradley, W.D.; Koleske, A.J. Regulation of Cell Migration and Morphogenesis by Abl-Family Kinases: Emerging Mechanisms
and Physiological Contexts. J. Cell Sci. 2009, 122, 3441–3454, doi:10.1242/jcs.039859.
Patsialou, A.; Wang, Y.; Lin, J.; Whitney, K.; Goswami, S.; Kenny, P.A.; Condeelis, J.S. Selective Gene-Expression Profiling of
Migratory Tumor Cells In Vivo Predicts Clinical Outcome in Breast Cancer Patients. Breast Cancer Res. 2012, 14, R139,
doi:10.1186/bcr3344.
Patsialou, A.; Condeelis, J.S. Metastatic Cells: Moving Onco-Targets. Oncotarget 2014, 5, 3424–3425, doi:10.18632/oncotarget.2057.

Cells 2021, 10, 2037

37.

38.
39.
40.

41.
42.
43.
44.
45.
46.
47.

48.

49.
50.

51.
52.

53.
54.

55.

56.
57.
58.

59.
60.
61.

12 of 13

Meirson, T.; Genna, A.; Lukic, N.; Makhnii, T.; Alter, J.; Sharma, V.P.; Wang, Y.; Samson, A.O.; Condeelis, J.S.; Gil-Henn, H.
Targeting Invadopodia-Mediated Breast Cancer Metastasis by Using ABL Kinase Inhibitors. Oncotarget 2018, 9, 22158–22183,
doi:10.18632/oncotarget.25243.
Lipinski, C.A.; Loftus, J.C. Targeting Pyk2 for Therapeutic Intervention. Expert Opin. Ther. Targets 2010, 14, 95–108,
doi:10.1517/14728220903473194.
Selitrennik, M.; Lev, S. PYK2 Integrates Growth Factor and Cytokine Receptors Signaling and Potentiates Breast Cancer Invasion via a Positive Feedback Loop. Oncotarget 2015, 6, 22214–22226, doi:10.18632/oncotarget.4257.
Genna, A.; Lapetina, S.; Lukic, N.; Twafra, S.; Meirson, T.; Sharma, V.P.; Condeelis, J.S.; Gil-Henn, H. Pyk2 and FAK Differentially Regulate Invadopodia Formation and Function in Breast Cancer Cells. J. Cell Biol. 2018, 217, 375–395,
doi:10.1083/jcb.201702184.
Shoval, O.; Alon, U. SnapShot: Network Motifs. Cell 2010, 143, 326, doi:10.1016/j.cell.2010.09.050.
Alon, U. Network motifs: Theory and Experimental Approaches. Nat. Rev. Genet. 2007, 8, 450–461, doi:10.1038/nrg2102.
Azeloglu, E.U.; Iyengar, R. Signaling Networks: Information Flow, Computation, and Decision Making. Cold Spring Harb. Perspect. Biol. 2015, 7, a005934, doi:10.1101/cshperspect.a005934.
Meirson, T.; Gil-Henn, H. Targeting Invadopodia for Blocking Breast Cancer Metastasis. Drug Resist. Update 2018, 39, 1–17,
doi:10.1016/j.drup.2018.05.002.
Riggs, D.; Yang, Z.; Kloss, J.; Loftus, J.C. The Pyk2 FERM Regulates Pyk2 Complex Formation and Phosphorylation. Cell Signal.
2011, 23, 288–296, doi:10.1016/j.cellsig.2010.09.015.
Kohno, T.; Matsuda, E.; Sasaki, H.; Sasaki, T. Protein-Tyrosine Kinase CAKbeta/PYK2 Is Activated by Binding Ca2+/Calmodulin
to FERM F2 alpha2 Helix and Thus Forming Its Dimer. Biochem. J. 2008, 410, 513–523, doi:10.1042/BJ20070665.
Lu, F.; Sun, J.; Zheng, Q.; Li, J.; Hu, Y.; Yu, P.; He, H.; Zhao, Y.; Wang, X.; Yang, S.; et al. Imaging Elemental Events of StoreOperated Ca(2+) Entry in Invading Cancer Cells With Plasmalemmal Targeted Sensors. J. Cell Sci. 2019, 132,
doi:10.1242/jcs.224923.
Burger, K.L.; Learman, B.S.; Boucherle, A.K.; Sirintrapun, S.J.; Isom, S.; Diaz, B.; Courtneidge, S.A.; Seals, D.F. Src-Dependent
Tks5 Phosphorylation Regulates Invadopodia-Associated Invasion in Prostate Cancer Cells. Prostate 2014, 74, 134–148,
doi:10.1002/pros.22735.
Oikawa, T.; Oyama, M.; Kozuka-Hata, H.; Uehara, S.; Udagawa, N.; Saya, H.; Matsuo, K. Tks5-Dependent Formation of Circumferential Podosomes/Invadopodia Mediates Cell-Cell Fusion. J. Cell Biol. 2012, 197, 553–568, doi:10.1083/jcb.201111116.
Lahlou, H.; Sanguin-Gendreau, V.; Zuo, D.; Cardiff, R.D.; McLean, G.W.; Frame, M.C.; Muller, W.J. Mammary Epithelial-Specific Disruption of the Focal Adhesion Kinase Blocks Mammary Tumor Progression. Proc. Natl. Acad. Sci. USA 2007, 104, 20302–
20307, doi:10.1073/pnas.0710091104.
Pylayeva, Y.; Gillen, K.M.; Gerald, W.; Beggs, H.E.; Reichardt, L.F.; Giancotti, F.G. Ras- and PI3K-Dependent Breast Tumorigenesis in Mice and Humans Requires Focal Adhesion Kinase Signaling. J. Clin. Investig. 2009, 119, 252–266, doi:10.1172/JCI37160.
Provenzano, P.P.; Inman, D.R.; Eliceiri, K.W.; Beggs, H.E.; Keely, P.J. Mammary Epithelial-Specific Disruption of Focal Adhesion
Kinase Retards Tumor Formation and Metastasis in a Transgenic Mouse Model of Human Breast Cancer. Am. J. Pathol. 2008,
173, 1551–1565, doi:10.2353/ajpath.2008.080308.q
Genna, A.; Gil-Henn, H. FAK Family Kinases: The Yin and Yang of Cancer Cell Invasiveness. Mol. Cell Oncol. 2018, 5, e1449584,
doi:10.1080/23723556.2018.1449584.
Sun, C.K.; Man, K.; Ng, K.T.; Ho, J.W.; Lim, Z.X.; Cheng, Q.; Lo, C.M.; Poon, R.T.; Fan, S.T. Proline-Rich Tyrosine Kinase 2 (Pyk2)
Promotes Proliferation and Invasiveness of Hepatocellular Carcinoma Cells Through C-Src/ERK Activation. Carcinogenesis 2008,
29, 2096–2105, doi:10.1093/carcin/bgn203.
Vultur, A.; Buettner, R.; Kowolik, C.; Liang, W.; Smith, D.; Boschelli, F.; Jove, R. SKI-606 (Bosutinib), a Novel Src Kinase Inhibitor, Suppresses Migration and Invasion of Human Breast Cancer Cells. Mol. Cancer Ther. 2008, 7, 1185–1194, doi:10.1158/15357163.MCT-08-0126.
Hunter, T. Protein Kinases and Phosphatases: The Yin and Yang of Protein Phosphorylation and Signaling. Cell 1995, 80, 225–
236, doi:10.1016/0092-8674(95)90405-0.
Elson, A. Stepping Out of the Shadows: Oncogenic and Tumor-Promoting Protein Tyrosine Phosphatases. Int. J. Biochem. Cell
Biol. 2018, 96, 135–147, doi:10.1016/j.biocel.2017.09.013.
Cortesio, C.L.; Chan, K.T.; Perrin, B.J.; Burton, N.O.; Zhang, S.; Zhang, Z.Y.; Huttenlocher, A. Calpain 2 and PTP1B Function in
a Novel Pathway With Src To Regulate Invadopodia Dynamics and Breast Cancer Cell Invasion. J. Cell Biol. 2008, 180, 957–971,
doi:10.1083/jcb.200708048.
Weidmann, M.D.; Surve, C.R.; Eddy, R.J.; Chen, X.; Gertler, F.B.; Sharma, V.P.; Condeelis, J.S. Mena(INV) Dysregulates Cortactin Phosphorylation To Promote Invadopodium Maturation. Sci. Rep. 2016, 6, 36142, doi:10.1038/srep36142.
Nordenstedt, H.; White, D.L.; El-Serag, H.B. The Changing Pattern of Epidemiology in Hepatocellular Carcinoma. Dig. Liver
Dis. 2010, 42, 206-214, doi:10.1016/S1590-8658(10)60507-5.
Yuki, K.; Hirohashi, S.; Sakamoto, M.; Kanai, T.; Shimosato, Y. Growth and Spread of Hepatocellular Carcinoma. A Review of
240 Consecutive Autopsy Cases. Cancer 1990, 66, 2174–2179, doi:10.1002/1097-0142(19901115)66:10<2174::aidcncr2820661022>3.0.co;2-a.

Cells 2021, 10, 2037

62.

63.

64.

13 of 13

Ninio, L.; Nissani, A.; Meirson, T.; Domovitz, T.; Genna, A.; Twafra, S.; Srikanth, K.D.; Dabour, R.; Avraham, E.; Davidovich,
A.; et al. Hepatitis C Virus Enhances the Invasiveness of Hepatocellular Carcinoma via EGFR-Mediated Invadopodia Formation
and Activation. Cells 2019, 8, doi:10.3390/cells8111395.
Harper, K.L.; Sosa, M.S.; Entenberg, D.; Hosseini, H.; Cheung, J.F.; Nobre, R.; Avivar-Valderas, A.; Nagi, C.; Girnius, N.; Davis,
R.J.; et al. Mechanism of Early Dissemination and Metastasis in Her2(+) Mammary Cancer. Nature 2016, 540, 588–592,
doi:10.1038/nature20609.
Patsialou, A.; Wang, Y.; Pignatelli, J.; Chen, X.; Entenberg, D.; Oktay, M.; Condeelis, J.S. Autocrine CSF1R Signaling Mediates
Switching Between Invasion and Proliferation Downstream of TGFbeta in Claudin-Low Breast Tumor Cells. Oncogene 2015, 34,
2721–2731, doi:10.1038/onc.2014.226.

