
Research Article Open Access

Yang et al., Biochem Pharmacol (Los Angel) 2015, 4:5
DOI: 10.4172/2167-0501.1000192

Volume 4 • Issue 5 • 1000192

Biochemistry & Pharmacology: Open Access 
Bioc

he
m

is
try

 &
 Pharmacology: Open Access

ISSN: 2167-0501

Biochem Pharmacol (Los Angel), an open access journal
ISSN:2167-0501 

Abstract
One of the hallmarks of cancers is the silencing of tumor suppressor genes and certain signaling pathways. The Wnt pathway is 

activated in many types of cancers, leading to tumor progression and metastasis. Here we demonstrated that integrin-linked kinase (ILK) 
plays a critical role in the suppression of the Wnt pathway via decreasing Wnt3a-induced stabilization of β-catenin, which leaded to the 
block of the functional gap-junctional intercellular communications (GJIC). Inhibition of ILK in prostate cells resulted in the inactivation 
of the Wnt pathway components GSK3β and inactivation of Lef1 transcription with concomitant inducing of connexins, which forming 
channels between adjacent cells. In line with the above changes, over-expression of connexin 43 (Cx43) also inhibited the activity of 
Lef1 transcription factor induced by Wnt3a media and the transcription of target genes of Wnt signaling. Together, our data demonstrates 
a role for ILK as a regulator of Wnt pathway through Cx43 which is a negative feedback regulation of Wnt signaling and ILK may be a 
potential cancer therapeutic target.
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Introduction
Tumor progression, metastatic potential and response to therapy 

depend on complex genetic, epigenetic and tumor micro environmental 
interplay. Secreted signaling molecules of the Wnt family have been 
widely investigated and found to have a prominent role to induce 
human malignant diseases, such as breast and prostate cancer [1-3]. 
In the presence of Wnt stimulation, β- catenin at Thr41, Ser37 and 
Ser31 sites are dephosphorylated [4], resulting in accumulation of 
unphosphorylated β-catenin in the cytoplasm. The stabilized β-catenin 
enters the nucleus, which consequently activates transcription of 
downstream target genes via lymphoid enhancer-binding factor-1 
(Lef-1) and T cell factors (TCF) [5,6]. Integrin-linked kinase (ILK) is 
an integrin associated actin and tublin cytoskeletal interacting effector, 
which is involved in the regulation of cell survival, proliferation, and 
migration [7,8]. ILK coordinates several signaling pathways, and it has 
been shown to activate Pi3Kinase/Akt, Wnt, TGF-β and epithelial-
mesenchymal transition signaling in various types of cancer cells [9-
11]. Moreover, siRNA-mediated silencing of ILK in MDA-MB-231, 
PC3, and other cell lines examined result in inhibition of Ser473-Akt 
phosphorylation and induction of apoptosis [12,13], and the small-
molecule inhibitors of ILK, QLT0267 and T315 [14,15] , exhibit 
antitumor efficacy in vitro and/or in vivo in various types of cancer 
cells, in part, by targeting Akt activation. To form an organized multi-
cellular structure, the cells within tissues and organs are connected via 
specialized junctions [16]. The four types of junctions between cells are 
the adherent junctions, tight junctions, desmosomes and gap junctions 
(GJs) [17]. Gap junctions are membrane-spanning channels that allow 
for the movement of small molecules across cell membranes [18,19]. 
Intercellular communication via gap junctions (GJIC) plays important 
roles in regulating cell growth and differentiation and in maintaining 
tissue homeostasis [20,21]. This type of cell communication is often 
impaired during cancer development, and several members of the 
connexin protein family have been shown to act as tumor suppressors 
[16,22,23]. A gap junction may consist of up to several thousand 
intercellular channels. One channel is formed by two hemi channels 
called connexins, with each composed of six connexin protein subunits. 

The connexin protein family comprises 21 members in humans, of 
which the best studied isoform is connexin 43 (Cx43) [17,21]. One 
potential regulator of gap junction expression and function that might 
have important implications for developmental processes as well as for 
normal function in adult stages is the Wnt family genes. However, the 
effect of ILK on GJIC remains elusive. Hence in the present study, we 
tried to determine whether ILK regulate Cx43 expression and function 
in prostate tumor cells and the mechanism. 

Materials and Method
Cell culture, transfection and infection 

All the cell lines used in the present study were obtained from ATCC 
(Manassas, VA). Wnt3a-expressing and control L cells were used for 
the production of biologically active Wnt3a conditional media (Wnt3a) 
and control L media (L), respectively. PC3 cells were maintained in 
DMEM/F12 1:1 with 10% bovine serum (Life Technologies) according 
to instructions, DU145 cells were maintained in the DMEM. Wnt3a- 
and L- conditioned media were used at 1:1 dilution in normal growth 
media. Cells were harvested by trypsinization, re-suspended in 
culture media, and transfected with various siRNA or plasmids using 
Lipofectamine Plus (Invitrogen) according to the manufacturer’s 
instructions. Lentivirus expressing shRNA-ILK or Cx43 was produced 
as below, and diluted 1:1 with growth media before use. For viral 
infections, cells were incubated with the virus for 12 hours before 
switched to growth media.

Lentivirus packaging

To generate shRNA lentivirus, shRNA vectors were co-transfected 
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into HEK293T cells with the packaging plasmids pMDL, pREV and 
pVSVG using Lipofectamine. Supernatants were collected 48 hrs after 
transfection, and passed through 0.45 μm nitrocellulose filters. PC3 
cells were infected with viral supernatants diluted 1:1 with growth 
media and supplemented with 5 mg/ml polybrene. Lentivirus of over-
expression pLVX vectors were co-transfected into HEK293T cells 
with the packaging plasmids pMD2G and pSPAX and collected the 
supernatants using the same method.

Luciferase assay

For Lef1 transcriptional activity assays, the indicated cells were 
plated on 24-well dishes in triplicates and co-transfected with 500 ng 
of a 10:1 mixture of Lef1 reporter and Renilla. After 24 hrs, the cells 
were cultured in the media in presence of either L or Wnt3a media 
for 48 hrs. In some cases, the cells were co-transfected with siRNA 
oligonucleotides. The luciferase activity was assayed using the dual 
luciferase reporter assay system (Promega). 

Quantitative RT-PCR

PC3 cells were seeded in 6-well plates. At confluence, cells were 
infected with lentivirus and stimulated with L or Wnt3a media 
for 48 hrs. Total RNA was extracted using TRIzol reagent (Takara 
Biotechnology). Messenger RNA levels of ILK, Cx43, Cx32, c-MYC 
and CyclinD1 were determined by quantitative RT-PCR according to 
the manufacturer’s instructions.

Western blot analysis

Cellular lysates were prepared and proteins were resolved by 
sodium dodecylsulfate- polyacrylamide gel electrophoresis. Proteins 
were transferred to PVDF membranes. The blots were blocked with 
3% bovine serum albumin for 1 h at room temperature and probed 
with rabbit anti-human antibodies against p-glycogen synthase kinase 
(GSK) 3β, GSK3β, ILK, GAPDH.

Immunoprecipitation

PC3 cells were plated 1 × 104 cells/cm2 overnight, after a variety of 
treatments. Cytosolic and nuclear fractions of cells were prepared by 
using NE-PER Nuclear and Cytoplasmic Extraction Reagents (Thermo 
Scientific, Waltham, MA, USA) as per the manufacturer’s instructions. 
β-Actin and Lamin-B were used as the internal standards for the 
cytosolic and nuclear fractions, respectively.

Statistical analysis

With the exception of western blot analysis, graphical data are 
presented as mean values ± standard error (SD). P-values were 
calculated using unpaired Student’s t-tests comparing control with 
treated cells. Statistically significant differences are indicated within 
the text and by asterisks. Data are representative of at least three 
independent experiments.

Results
Inhibition of ILK activity decreased Wnt3a-induced activation 
of Lef1 transcriptional activity

The Wnt signaling pathway is required during embryonic 
development and for the maintenance of homeostasis in adult tissues. 
However, aberrant activation of the pathway is implicated in a number 
of human disorders, including cancer of the gastrointestinal tract, 
breast, liver, melanoma, and hematologic malignancies. To determine 
a potential role of ILK in canonical Wnt pathway, we initially examined 

activity of the Lef1 transcription factor in different human cancer cell 
lines. As shown in (Figure1A and 1B) Lef1-luciferase activity induced 
by Wnt3a media was suppressed significantly upon siRNA-mediated 
knockdown of ILK expression in PC3 and DU145 prostate tumor cells, 
indicating that inhibition of ILK leads to Lef1 inactivation in these cell 
lines. In contrast, over-expression of ILK significantly induced the 
Lef1-luciferase activity by 2 fold (Figure 1C and 1D). These data suggest 
that inhibition of ILK negates canonical Wnt signaling, in line with this 
observation, over-expression of ILK induced canonical Wnt signaling 
in either the presence or absence of Wnt3a.

Inhibition of ILK activity decreased Wnt3a-induced 
stabilization of β- catenin

Given that β-catenin is the central signal transducer of the Wnt 
signaling pathway, we next examined the effect of the inhibition of ILK 
activity on β-catenin protein content, and Wnt3a-induced stabilization 
of β-catenin in prostate tumor cells. Wnt3a induced the β-catenin 
protein levels in cytosolic and nuclear fractions by 1.5 and 3.0 fold in 
PC3 cells, respectively. Whereas knockdown of ILK decreased nuclear 
fraction of β-catenin by 67% in the presence of Wnt3a and had no 
obvious effect on the basal levels of cytoplasmic β-catenin (Figure 
2A). Silencing of ILK also reduced nuclear β-catenin protein levels 
in response to recombinant Wnt3a protein in DU145 cells (Figure 
2B). β-catenin stabilization is considered as the key factor in the 
activation of the downstream components of Wnt signaling pathway. 
Phosphorylation of β-catenin at Ser45 by casein kinase-1 (CK1) and 
at Thr41, Ser37, and Ser33 by GSK3β regulates its stabilization in the 
cytosol, and the phosphorylated β-catenin is recognized by E3 ubiquitin 
ligase and undergoes proteolytic degradation. To determine the role of 
ILK in the stabilization of β-catenin, we assessed changes in β-catenin 

Figure 1: Silencing ILK leaded to functional inactivation of Lef1 in prostate cells. 
(A, B) Silencing ILK affected the Lef1 luciferase activity. Co-transfected indicated 
cells with the Lef1 luciferase, Renilla luciferase plasmids and respective siRNAs, 
non-silencing control (scramble) or siRNAs against ILK (siILK). After 24 hrs, 
PC3 and DU145 cells were further cultured for 24 hrs in the presence of L or 
Wnt3a conditional media. Upper panel, representative western blots of ILK, 
lower panel, histogram representing ILK. (C, D) Over-expression of ILK affected 
the Lef1 luciferase expression in the presence of L (-) or Wnt3a (+) conditional 
media. After co-transfection with the reporter constructs, cells were infected 
with lentivirus respective expression of GFP or ILK, then cultured for 24 hrs in 
conditional media.*p<0.05 vs. L media and control siRNA (or GFP), †p<0.05 vs. 
Wnt3a media and control siRNA(or GFP).
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Then, we performed reporter assays and co-immunoprecipitation 
to confirm GSK3β signaling as a downstream event of ILK signals in 
the regulation of β-catenin stabilization. GSK3β inhibitor, SB216763, 
increased Lef1-luciferase activity but showed no significant effect in 
PC3 cells expressing ILK siRNA (Figure 3B). Furthermore, protein 
complexes precipitated with a ILK antibody contained an abundance of 
GSK-3β as well as ILK as expected, suggesting that physical interactions 
exist between endogenous ILK and GSK-3β (Figure 3C).

Taken together, these observations suggest that inhibition of ILK 
may suppress canonical Wnt signaling through inducing GSK3β-
mediated phosphorylation of β-catenin at Thr41, Ser37, and Ser33 sites.

Effects of ILK inhibition on growth and migration of prostate 
cancer cells

Our above results have indicated that ILK is involved in Wnt/β-
catenin signaling, to examine the role of ILK in growth of prostate 
cancer cells, we tested the expression of canonical Wnt signaling target 
genes in the presence or absence of Wnt3a in PC3 cells. Wnt3a not only 
increased mRNA levels of CyclinD1 and c-Myc (Figure 4B and 4C), but 
also increased the expression of connexin 43 (Cx43) and Cx32, encoded 
gap junctions (Figure 4D and 4E). These observations suggest that ILK 

Figure 2: β-Catenin levels in prostate cells effected by ILK in the presence or 
absence of Wnt3a. (A) Silencing ILK reduced β-catenin protein levels in nuclear 
fractions of PC3 cells. Western blot analyses of β-catenin levels in cytosolic and 
nuclear fractions of PC3 cells transfected with siRNA in the presence of L(−) 
or Wnt3a (+) conditional medium for 24 h. Left panel, representative western 
blots of β-catenin, right panel, histogram representing. (B) Silencing ILK reduced 
β-catenin protein levels in nuclear fractions of DU145cells. The signal from the 
first band was defined as 1.

phosphorylation in PC3 cells. The levels of β-catenin phosphorylation 
at Ser33 sites in PC3 cells transfected with ILK or control (Scramble) 
siRNA were examined in either the presence or absence of Wnt3a 
media. Phosphorylation of β-catenin at Ser33 was reduced in response 
to Wnt3a (50%) but induced by siILK (Figure 3A). Parallel to the 
changes of phosphorylation levels of β- catenin, Wnt3a increased the 
GSK3β phosphorylation at Ser9 while siILK attenuated it. 

Figure 3: Stabilization of β-catenin affected by ILK in PC3 cells. (A) Silencing 
ILK affected the activation of GSK3β and stabilization of β-catenin in PC3 cells. 
After transfected with respective siRNAs and further cultured for 48 hrs, cells 
were stimulated with L or Wnt3a media for 1 hrs. Left panel, representative 
western blots of β-catenin and GSK3β, right panel, histogram representing. (B) 
Effects of GSK3β inhibitor on Lef1 luciferase activities in PC3 cells transfected 
with siRNAs in the presence of L orWnt3a conditional medium. (C) Co-
immunoprecipitation of endogenous GSK3β and ILK. After Wnt3a treatments, 
PC3 cells were subjected to immunoprecipitation and western blot analyses by 
using the indicated antibodies. The signal from the first band was defined as 1. 
*p<0.05 vs. L media and vehicle treatment.
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Discussion
ILK has received much attention in light of the mechanistic link 

between aberrant ILK up-regulation and tumor progression in many 
types of human malignancies including breast, colon, liver, ovary, 
pancreas, prostate, stomach, and thyroid [24-26]. ILK is well known 
as a critical regulator in the surviving of cancer cell through the Akt 
pathway [27]. In addition, the Wnt pathway plays an important role in 
the maintenance of the balance of the cell number and in the promotion 
of tumor genesis [28-30]. Recently accumulative data suggest two 
different roles of ILK in the regulation of the Wnt signaling pathway 
in mammalian cells [10,28]. Firstly, as an intermediate regulator in 

Figure 4: The expression levels of canonical Wnt signaling target genes. (A) 
The efficiency of knockdown of ILK. Infected PC3 cells by respective lentivirus, 
and then cultured for 48hrs. (B and C) The mRNA levels of target genes of Wnt 
pathway affected by ILK. (D and E) The mRNA levels of Connexin tested by 
RT-PCR. *p<0.05 vs. L media and control lentivirus, †p<0.05 vs. Wnt3a media 
and contro lentivirus.

may be associated with intercellular communication via gap junctions. 
Proliferation rate was examined to detect the effect of inactivation of 
Wnt pathway in prostate cells. As shown in Figure 5A, the growth 
curves were shown that the proliferation of the cells treated with Wnt3a 
media was increased compared to the cells treated with L media after 
24 hrs of culture, whereas the proliferation of PC3 cells infected by 
ILK-shRNA-expressing (shILK) lentiviruses slowdown. To assess the 
role of ILK in cell migration, we performed the wound-healing assay. 
Scrape  wounds  were  introduced  into  confluent  monolayers  of  PC3 
cells and wound closure rates monitored at  24 hourly   intervals   in   
the   PC3 cells infected with shILK lentiviruses, whereas significant 
increase in closure rates occurred in PC3 cells infected with scramble-
shRNA-expressing (scramble) lentiviruses (Figure 5B). Thus, inhibition 
of ILK reduced cell proliferation and migration in prostate cells, these 
may be associated with the change of intercellular communication via 
gap junctions.

Cx43 constrain growth of prostate cancer cells by interfering 
with the Wnt/β-catenin pathway

Impairment of gap junctional intercellular communication, caused 
by mutations or loss of function of connexins, especially Cx43 which 
is expressed in several tissues and organs, like heart, gonads, lens 
and skin, is involved in a number of diseases. Our above results have 
indicated that ILK is involved in Wnt/β-catenin signaling and affects 
the mRNA levels of Cx43 in prostate cells. In order to examine the 
role of connexin in tumor progression, we tested the effect of Cx43 on 
proliferation. Wnt3a promoted PC3 cells proliferation slightly, whereas 
cells ectopically expression of Cx43 slowed down the proliferation 
compared with control (Figure 6A). The mRNA levels of CyclinD1, 
the target genes of Wnt/β-catenin signaling were induced by Wnt3a 
media but attenuated by over-expression of Cx43 (Figure 6B). Then 
we examined the apoptosis affected by Cx43 in PC3 cells. Western 
blotting results showed that over-expression of Cx43 induced the levels 
of caspase3 and caspase9 (Figure 6C). These observations raise the 
possibility that ILK affected the PC3 cells proliferation and vitality due 
to the abnormal expression of Cx43.

Figure 5: Effects of ILK inhibition on growth and migration of prostate cancer 
cells. (A) Cell proliferation interfered by siILK. All cells were infected by 
respective lentivirus, control (scramble) or silencing ILK (shILK), and seeded in 
96-well plates, each well containing approximately 2 × 103 cells. After 24, 48, 
72 or 96 hrs stimulated with condition media, cells were incubated with CCK8 
for 1 hrs and tested the OD. (B) Silencing ILK affected the migration of PC3 
cells. PC3 cells infected by respective lentivirus were plated in 6-well plates, and 
made a straight scratch using a pipette tip, after all the cultures are confluent. 
*p<0.05 vs. L media and control lentivirus, †p<0.05 vs. Wnt3a media and control 
lentivirus.
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Figure 6: Cx43 constrained growth of PC3 cells. (A) Cell proliferation interfered 
by Cx43. Infected cells were seeded in 96-well plates, and stimulated with 
condition media for 24, 48, 72 or 96 hrs. (B) mRNA levels of CyclinD1 and Cx43 
affected by Cx43 lentivirus. Infected PC3 cells with lentivirus, control (GFP) or 
over-expression of Cx43 (Cx43), and then stimulated with conditional media 
for 48hrs. (C) Ectopic expression of Cx43 enhanced levels of apoptosis. PC3 
cells were infected with respective lentivirus and stimulated by conditional media 
for 48hrs. Left panel, representative western blots of Caspase3 and Caspase9, 
right panel, histogram representing. *p<0.05 vs. L media and control lentivirus, 
†p<0.05 vs. Wnt3a media and control lentivirus.

the acute stabilization of β-catenin by Wnt3a, ILK may play role in 
the multi-protein β-catenin destruction complex [31,32]. Secondly, 
there is a more pronounced effect of ILK inhibition on the nuclear 
accumulation of β-catenin [33]. Thus, ILK could also play a role in 
nuclear localization of β-catenin. Our research indicated ILK was able 
to induce inhibitory phosphorylation of GSK-3β, which modulates 
activities of transcription factors Lef1/Tcf, including activator protein 
β-catenin and supported this notion in prostate cells such as PC3 and 
DU145.

The communication between cells and their microenvironment 
induces activation or inactivation of intracellular signaling pathways 
and the survival of tumor cells depend on their ability to adapt to their 
environment [34]. Impaired gap junction intercellular communication 
was observed in cancer cells nearly 50 years ago [35]. In the normal 
colonic epithelial tissue, three connexin isoforms, connexin 26 (Cx26), 
Cx32 and Cx43, have been shown to be expressed at the protein 
level [36]. Colorectal cancer development is associated with loss of 
connexins expression or re-localization of connexins from the plasma 
membrane to intracellular compartments. It has been reported that 
ILK activates the expression of YB-1, which facilitates EMT through 
the translational activation of Snail and other EMT- inducing 
transcription factors [37,38]. This premise is supported by the finding 
that genetic knockdown or pharmacological inhibition of ILK could 
inhibit EMT, in part, through the suppression of Snail expression in 
PC3 and MDA-MB-468 cells [38,39]. However, to date the role of ILK 
as an intermediate regulator of GJIC is not clear. Our data suggest 

ILK inhibits the level of connexins in PC3 cancer cells. These results 
raise the possibility that ILK promotes tumor progression through 
blocking the GJIC. We have observed that there is a more pronounced 
effect of ILK promoting tumor progression. Some data pointed that 
Wnt3a induced the expression of Cx43 [40,41]. In this paper we found 
ectopically expression of Cx43, the target gene of Wnt pathway in PC3 
cells inhibit the proliferation which is consistent with the results down 
regulation of ILK. Our hypothesis is that inhibition or genetic depletion 
of ILK down-regulate the expression of Cx43, and reducing the gap 
junction communication, resulting the change of tumor progression.  
Our data suggest a novel mechanism of regulation of the Wnt pathway 
by ILK in tumor cells. With this work, we have provided new insights 
of Wnt pathway and provided data suggesting that ILK is a potential 
therapeutic target of inhibiting tumor cell growth through Cx43.

Conflicts of Interest
The authors declare that they have no competing interests.

Acknowledgement

This work was supported by the National Natural Science Foundation of 
Zhejiang Province (LY12H16005 to YPY).

References

1. Park JH, Kwon HY, Sohn EJ, Kim KA, Kim B, et al. (2013) Inhibition of Wnt/
Î²-catenin signaling mediates ursolic acid-induced apoptosis in PC-3 prostate 
cancer cells. Pharmacol Rep 65: 1366-1374.

2. Prasad CP, Gupta SD, Rath G, Ralhan R (2007) Wnt signaling pathway in 
invasive ductal carcinoma of the breast: relationship between beta-catenin, 
dishevelled and cyclin D1 expression. Oncology 73: 112-117.

3. Verras M, Sun Z (2006) Roles and regulation of Wnt signaling and beta-catenin 
in prostate cancer. Cancer Lett 237: 22-32.

4. Willert K, Shibamoto S, Nusse R (1999) Wnt-induced dephosphorylation of axin 
releases beta-catenin from the axin complex. Genes Dev 13: 1768-1773.

5. Ishitani T, Ninomiya-Tsuji J, Matsumoto K (2003) Regulation of lymphoid 
enhancer factor 1/T-cell factor by mitogen-activated protein kinase-related 
Nemo-like kinase-dependent phosphorylation in Wnt/beta-catenin signaling. 
Mol Cell Biol 23: 1379-1389.

6. Wodarz A, Nusse R (1998) Mechanisms of Wnt signaling in development. Annu 
Rev Cell Dev Biol 14: 59-88.

7. Boulter E, Van Obberghen-Schilling E (2006) Integrin-linked kinase and its 
partners: A modular platform regulating cell-matrix adhesion dynamics and 
cytoskeletal organization. Eur J Cell Biol 85: 255-263.

8. O'Meara RW, Michalski JP, Anderson C, Bhanot K, Rippstein P, et al. (2013) 
Integrin-linked kinase regulates process extension in oligodendrocytes via 
control of actin cytoskeletal dynamics. J Neurosci 33: 9781-9793.

9. Janji B, Melchior C, Vallar L, Kieffer N (2000) Cloning of an isoform of integrin-
linked kinase (ILK) that is upregulated in HT-144 melanoma cells following 
TGF-beta1 stimulation. Oncogene 19: 3069-3077.

10. Oloumi A, Syam S, Dedhar S (2006) Modulation of Wnt3a-mediated nuclear 
beta-catenin accumulation and activation by integrin-linked kinase in 
mammalian cells. Oncogene 25: 7747-7757.

11. Persad S, Attwell S, Gray V, Delcommenne M, Troussard A, et al. (2000) 
Inhibition of integrin-linked kinase (ILK) suppresses activation of protein kinase 
B/Akt and induces cell cycle arrest and apoptosis of PTEN-mutant prostate 
cancer cells. Proc Natl Acad Sci U S A 97: 3207-3212.

12. Chen Z, Xing YQ, Xu C (2012) siRNA-mediated downregulation of the integrin-
linked kinase alters the proliferation and apoptosis in retinoblastoma cells. 
Zhonghua yan ke za zhi (Chinese journal of ophthalmology) 48: 159-163.

13. Gao J, Zhu J, Li HY, Pan XY, Jiang R, et al. (2011) Small interfering RNA 
targeting integrin-linked kinase inhibited the growth and induced apoptosis in 
human bladder cancer cells. Int J Biochem Cell Biol 43: 1294-1304.

http://www.ncbi.nlm.nih.gov/pubmed/24399733
http://www.ncbi.nlm.nih.gov/pubmed/24399733
http://www.ncbi.nlm.nih.gov/pubmed/24399733
http://www.ncbi.nlm.nih.gov/pubmed/18337623
http://www.ncbi.nlm.nih.gov/pubmed/18337623
http://www.ncbi.nlm.nih.gov/pubmed/18337623
http://www.ncbi.nlm.nih.gov/pubmed/16023783
http://www.ncbi.nlm.nih.gov/pubmed/16023783
http://www.ncbi.nlm.nih.gov/pubmed/10421629
http://www.ncbi.nlm.nih.gov/pubmed/10421629
http://www.ncbi.nlm.nih.gov/pubmed/12556497
http://www.ncbi.nlm.nih.gov/pubmed/12556497
http://www.ncbi.nlm.nih.gov/pubmed/12556497
http://www.ncbi.nlm.nih.gov/pubmed/12556497
http://www.ncbi.nlm.nih.gov/pubmed/9891778
http://www.ncbi.nlm.nih.gov/pubmed/9891778
http://www.ncbi.nlm.nih.gov/pubmed/16546570
http://www.ncbi.nlm.nih.gov/pubmed/16546570
http://www.ncbi.nlm.nih.gov/pubmed/16546570
http://www.ncbi.nlm.nih.gov/pubmed/23739974
http://www.ncbi.nlm.nih.gov/pubmed/23739974
http://www.ncbi.nlm.nih.gov/pubmed/23739974
http://www.ncbi.nlm.nih.gov/pubmed/10871859
http://www.ncbi.nlm.nih.gov/pubmed/10871859
http://www.ncbi.nlm.nih.gov/pubmed/10871859
http://www.ncbi.nlm.nih.gov/pubmed/16799642
http://www.ncbi.nlm.nih.gov/pubmed/16799642
http://www.ncbi.nlm.nih.gov/pubmed/16799642
http://www.ncbi.nlm.nih.gov/pubmed/10716737
http://www.ncbi.nlm.nih.gov/pubmed/10716737
http://www.ncbi.nlm.nih.gov/pubmed/10716737
http://www.ncbi.nlm.nih.gov/pubmed/10716737
http://www.ncbi.nlm.nih.gov/pubmed/22490953
http://www.ncbi.nlm.nih.gov/pubmed/22490953
http://www.ncbi.nlm.nih.gov/pubmed/22490953
http://www.ncbi.nlm.nih.gov/pubmed/21601006
http://www.ncbi.nlm.nih.gov/pubmed/21601006
http://www.ncbi.nlm.nih.gov/pubmed/21601006


Citation: Yang Y, Lin H, ZhuY, Wu H, Wang R, et al. (2015) Integrin-Linked Kinase Inactives the Wnt Pathway through Connexin. Biochem Pharmacol 
(Los Angel) 4: 192. doi:10.4172/2167-0501.1000192

Page 6 of 6

Volume 4 • Issue 5 • 1000192
Biochem Pharmacol (Los Angel), an open access journal
ISSN:2167-0501 

14. Kalra J, Warburton C, Fang K, Edwards L, Daynard T, et al. (2009) QLT0267, 
a small molecule inhibitor targeting integrin-linked kinase (ILK), and docetaxel 
can combine to produce synergistic interactions linked to enhanced cytotoxicity, 
reductions in P-AKT levels, altered F-actin architecture and improved treatment 
outcomes in an orthotopic breast cancer model. Breast Cancer Res 11: R25.

15. Santos ND, Habibi G, Wang M, Law JH, Andrews HN, et al. (2007) Urokinase-
type Plasminogen Activator (uPA) is Inhibited with QLT0267 a Small Molecule 
Targeting Integrin-linked Kinase (ILK).  Transl Oncogenomics 2: 85-97.

16. Martin PE, George CH, Castro C, Kendall JM, Capel J, et al. (1998) Assembly 
of chimeric connexin-aequorin proteins into functional gap junction channels. 
Reporting intracellular and plasma membrane calcium environments. J Biol 
Chem 273: 1719-1726.

17. Saez JC, Berthoud VM, Branes MC, Martinez AD, Beyer EC (2003) Plasma 
membrane channels formed by connexins: their regulation and functions. 
Physiol Rev 83: 1359-1400.

18. Gruijters WT (2003) Are gap junction membrane plaques implicated in 
intercellular vesicle transfer? Cell Biol Int 27: 711-717.

19. Murray SA, Nickel BM, Gay VL (2009) Gap junctions as modulators of adrenal 
cortical cell proliferation and steroidogenesis. Mol Cell Endocrinol 300: 51-56.

20. Kjenseth A, Fykerud T, Rivedal E, Leithe E (2010) Regulation of gap junction 
intercellular communication by the ubiquitin system. Cell Signal 22: 1267-1273.

21. Sirnes S, Lind GE, Bruun J, Fykerud TA, Mesnil M, et al. (2015) Connexins in 
colorectal cancer pathogenesis. Int J Cancer 137: 1-11.

22. McLachlan E, Shao Q, Wang HL, Langlois S, Laird DW (2006) Connexins 
act as tumor suppressors in three-dimensional mammary cell organoids by
regulating differentiation and angiogenesis. Cancer Res 66: 9886-9894.

23. Solan JL, Lampe PD (2009) Connexin43 phosphorylation: structural changes 
and biological effects. Biochem J 419: 261-272.

24. Persad S, Dedhar S (2003) The role of integrin-linked kinase (ILK) in cancer 
progression. Cancer Metastasis Rev 22: 375-384.

25. Tan C, Cruet-Hennequart S, Troussard A, Fazli L, Costello P, et al. (2004) 
Regulation of tumor angiogenesis by integrin-linked kinase (ILK). Cancer Cell
5: 79-90.

26. Teo ZL, McQueen-Miscamble L, Turner K, Martinez G, Madakashira B, et al. 
(2014) Integrin linked kinase (ILK) is required for lens epithelial cell survival, 
proliferation and differentiation. Exp Eye Res 121: 130-142.

27. Edwards LA, Thiessen B, Dragowska WH, Daynard T, Bally MB, et al. (2005) 
Inhibition of ILK in PTEN-mutant human glioblastomas inhibits PKB/Akt 
activation, induces apoptosis, and delays tumor growth. Oncogene 24: 3596-
3605.

28. Naves MA, RequiÃ£o-Moura LR, Soares MF, Silva-JÃºnior JA, Mastroianni-
Kirsztajn G, et al. (2012) Podocyte Wnt/ss-catenin pathway is activated 
by integrin-linked kinase in clinical and experimental focal segmental 
glomerulosclerosis. J Nephrol 25: 401-409.

29. Nusse R (1992) The Wnt gene family in tumorigenesis and in normal 
development. J Steroid Biochem Mol Biol 43: 9-12.

30. Smalley MJ, Dale TC (2001) Wnt signaling and mammary tumorigenesis. J 
Mammary Gland Biol Neoplasia 6: 37-52.

31. Oloumi A, McPhee T, Dedhar S (2004) Regulation of E-cadherin expression 
and beta-catenin/Tcf transcriptional activity by the integrin-linked kinase.
Biochim Biophys Acta 1691: 1-15.

32. Xie D, Yin D, Tong X, O'Kelly J, Mori A, et al. (2004) Cyr61 is overexpressed in 
gliomas and involved in integrin-linked kinase-mediated Akt and beta-catenin-
TCF/Lef signaling pathways. Cancer Res 64: 1987-1996.

33. Tan C, Costello P, Sanghera J, Dominguez D, Baulida J, et al. (2001) Inhibition 
of integrin linked kinase (ILK) suppresses beta-catenin-Lef/Tcf-dependent
transcription and expression of the E-cadherin repressor, snail, in APC-/- 
human colon carcinoma cells. Oncogene 20: 133-140.

34. Serrano I, McDonald PC, Lock F, Muller WJ, Dedhar S (2013) Inactivation of 
the Hippo tumour suppressor pathway by integrin-linked kinase. Nat Commun 
4: 2976.

35. Goodenough DA (1978) Gap junction dynamics and intercellular communication. 
Pharmacol Rev 30: 383-392.

36. Martin PE, Blundell G, Ahmad S, Errington RJ, Evans WH (2001) Multiple 
pathways in the trafficking and assembly of connexin 26, 32 and 43 into gap 
junction intercellular communication channels. J Cell Sci 114: 3845-3855.

37. Gil D, CioÅ‚czyk-Wierzbicka D, DuliÅ„ska-Litewka J, Zwawa K, McCubrey JA, 
et al. (2011) The mechanism of contribution of integrin linked kinase (ILK) to 
epithelial-mesenchymal transition (EMT). Adv Enzyme Regul 51: 195-207.

38. Serrano I, McDonald PC, Lock FE, Dedhar S (2013) Role of the integrin-
linked kinase (ILK)/Rictor complex in TGFÎ²-1-induced epithelial-mesenchymal 
transition (EMT). Oncogene 32: 50-60.

39. Kiefel H, Bondong S, Pfeifer M, Schirmer U, Erbe-Hoffmann N, et al. (2012) 
EMT-associated up-regulation of L1CAM provides insights into L1CAM-
mediated integrin signalling and NF-ÎºB activation. Carcinogenesis 33: 1919-
1929.

40. Du WJ, Li JK, Wang QY, Hou JB, Yu B (2008) Lithium chloride regulates 
connexin43 in skeletal myoblasts in vitro: possible involvement in Wnt/beta-
catenin signaling. Cell Commun Adhes 15: 261-271.

41. Liu X, Liu W, Yang L, Xia B, Li J, et al. (2007) Increased connexin 43 expression 
improves the migratory and proliferative ability of H9c2 cells by Wnt-3a 
overexpression. Acta Biochim Biophys Sin (Shanghai) 39: 391-398.

http://www.ncbi.nlm.nih.gov/pubmed/19409087
http://www.ncbi.nlm.nih.gov/pubmed/19409087
http://www.ncbi.nlm.nih.gov/pubmed/19409087
http://www.ncbi.nlm.nih.gov/pubmed/19409087
http://www.ncbi.nlm.nih.gov/pubmed/19409087
http://www.ncbi.nlm.nih.gov/pubmed/23645983
http://www.ncbi.nlm.nih.gov/pubmed/23645983
http://www.ncbi.nlm.nih.gov/pubmed/23645983
http://www.ncbi.nlm.nih.gov/pubmed/9430718
http://www.ncbi.nlm.nih.gov/pubmed/9430718
http://www.ncbi.nlm.nih.gov/pubmed/9430718
http://www.ncbi.nlm.nih.gov/pubmed/9430718
http://www.ncbi.nlm.nih.gov/pubmed/14506308
http://www.ncbi.nlm.nih.gov/pubmed/14506308
http://www.ncbi.nlm.nih.gov/pubmed/14506308
http://www.ncbi.nlm.nih.gov/pubmed/12972275
http://www.ncbi.nlm.nih.gov/pubmed/12972275
http://www.ncbi.nlm.nih.gov/pubmed/18973789
http://www.ncbi.nlm.nih.gov/pubmed/18973789
http://www.ncbi.nlm.nih.gov/pubmed/20206687
http://www.ncbi.nlm.nih.gov/pubmed/20206687
http://www.ncbi.nlm.nih.gov/pubmed/24752574
http://www.ncbi.nlm.nih.gov/pubmed/24752574
http://www.ncbi.nlm.nih.gov/pubmed/17047050
http://www.ncbi.nlm.nih.gov/pubmed/17047050
http://www.ncbi.nlm.nih.gov/pubmed/17047050
http://www.ncbi.nlm.nih.gov/pubmed/19309313
http://www.ncbi.nlm.nih.gov/pubmed/19309313
http://www.ncbi.nlm.nih.gov/pubmed/12884912
http://www.ncbi.nlm.nih.gov/pubmed/12884912
http://www.ncbi.nlm.nih.gov/pubmed/14749128
http://www.ncbi.nlm.nih.gov/pubmed/14749128
http://www.ncbi.nlm.nih.gov/pubmed/14749128
http://www.ncbi.nlm.nih.gov/pubmed/24472646
http://www.ncbi.nlm.nih.gov/pubmed/24472646
http://www.ncbi.nlm.nih.gov/pubmed/24472646
http://www.ncbi.nlm.nih.gov/pubmed/15782140'
http://www.ncbi.nlm.nih.gov/pubmed/15782140'
http://www.ncbi.nlm.nih.gov/pubmed/15782140'
http://www.ncbi.nlm.nih.gov/pubmed/15782140'
http://www.genome.jp/dbget-bin/www_bget?refseq:NP_596900
http://www.genome.jp/dbget-bin/www_bget?refseq:NP_596900
http://www.genome.jp/dbget-bin/www_bget?refseq:NP_596900
http://www.genome.jp/dbget-bin/www_bget?refseq:NP_596900
http://www.ncbi.nlm.nih.gov/pubmed/1388050
http://www.ncbi.nlm.nih.gov/pubmed/1388050
http://www.ncbi.nlm.nih.gov/pubmed/11467451
http://www.ncbi.nlm.nih.gov/pubmed/11467451
http://www.ncbi.nlm.nih.gov/pubmed/15053919
http://www.ncbi.nlm.nih.gov/pubmed/15053919
http://www.ncbi.nlm.nih.gov/pubmed/15053919
http://www.ncbi.nlm.nih.gov/pubmed/15026334
http://www.ncbi.nlm.nih.gov/pubmed/15026334
http://www.ncbi.nlm.nih.gov/pubmed/15026334
http://www.ncbi.nlm.nih.gov/pubmed/11244511
http://www.ncbi.nlm.nih.gov/pubmed/11244511
http://www.ncbi.nlm.nih.gov/pubmed/11244511
http://www.ncbi.nlm.nih.gov/pubmed/11244511
http://www.ncbi.nlm.nih.gov/pubmed/24356468
http://www.ncbi.nlm.nih.gov/pubmed/24356468
http://www.ncbi.nlm.nih.gov/pubmed/24356468
http://www.ncbi.nlm.nih.gov/pubmed/392536
http://www.ncbi.nlm.nih.gov/pubmed/392536
http://www.ncbi.nlm.nih.gov/pubmed/11719551
http://www.ncbi.nlm.nih.gov/pubmed/11719551
http://www.ncbi.nlm.nih.gov/pubmed/11719551
http://www.ncbi.nlm.nih.gov/pubmed/21035499
http://www.ncbi.nlm.nih.gov/pubmed/21035499
http://www.ncbi.nlm.nih.gov/pubmed/21035499
http://www.ncbi.nlm.nih.gov/pubmed/22310280
http://www.ncbi.nlm.nih.gov/pubmed/22310280
http://www.ncbi.nlm.nih.gov/pubmed/22310280
http://www.ncbi.nlm.nih.gov/pubmed/22764136
http://www.ncbi.nlm.nih.gov/pubmed/22764136
http://www.ncbi.nlm.nih.gov/pubmed/22764136
http://www.ncbi.nlm.nih.gov/pubmed/22764136
http://www.ncbi.nlm.nih.gov/pubmed/18972237
http://www.ncbi.nlm.nih.gov/pubmed/18972237
http://www.ncbi.nlm.nih.gov/pubmed/18972237
http://www.ncbi.nlm.nih.gov/pubmed/17558443
http://www.ncbi.nlm.nih.gov/pubmed/17558443
http://www.ncbi.nlm.nih.gov/pubmed/17558443

	Title
	Corresponding author
	Abstract
	Keywords
	Introduction 
	Materials and Method 
	Cell culture, transfection and infection  
	Lentivirus packaging 
	Luciferase assay 
	Quantitative RT-PCR 
	Western blot analysis 
	Immunoprecipitation 
	Statistical analysis 

	Results 
	Inhibition of ILK activity decreased Wnt3a-induced activation of Lef1 transcriptional activity 
	Inhibition of ILK activity decreased Wnt3a-induced stabilization of β- catenin 
	Effects of ILK inhibition on growth and migration of prostate cancer cells 
	Cx43 constrain growth of prostate cancer cells by interfering with the Wnt/β-catenin pathway 

	Discussion 
	Conflicts of Interest 
	Acknowledgement 
	Figure 1
	Figure 2
	Figure 3
	Figure 4
	Figure 5
	Figure 6
	References

