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Abstract

Background: New pharmacologic targets are urgently needed to treat or prevent lung cancer, the most common
cause of cancer death for men and women. This study identified one such target. This is the canonical Wnt
signaling pathway, which is deregulated in cancers, including those lacking adenomatous polyposis coli or β-catenin
mutations. Two poly-ADP-ribose polymerase (PARP) enzymes regulate canonical Wnt activity: tankyrase (TNKS) 1
and TNKS2. These enzymes poly-ADP-ribosylate (PARsylate) and destabilize axin, a key component of the β-catenin
phosphorylation complex.

Methods: This study used comprehensive gene profiles to uncover deregulation of the Wnt pathway in murine
transgenic and human lung cancers, relative to normal lung. Antineoplastic consequences of genetic and
pharmacologic targeting of TNKS in murine and human lung cancer cell lines were explored, and validated in vivo
in mice by implantation of murine transgenic lung cancer cells engineered with reduced TNKS expression relative
to controls.

Results: Microarray analyses comparing Wnt pathway members in malignant versus normal tissues of a murine
transgenic cyclin E lung cancer model revealed deregulation of Wnt pathway components, including TNKS1 and
TNKS2. Real-time PCR assays independently confirmed these results in paired normal-malignant murine and human
lung tissues. Individual treatments of a panel of human and murine lung cancer cell lines with the TNKS inhibitors
XAV939 and IWR-1 dose-dependently repressed cell growth and increased cellular axin 1 and tankyrase levels. These
inhibitors also repressed expression of a Wnt-responsive luciferase construct, implicating the Wnt pathway in
conferring these antineoplastic effects. Individual or combined knockdown of TNKS1 and TNKS2 with siRNAs or
shRNAs reduced lung cancer cell growth, stabilized axin, and repressed tumor formation in murine xenograft and
syngeneic lung cancer models.

Conclusions: Findings reported here uncovered deregulation of specific components of the Wnt pathway in both
human and murine lung cancer models. Repressing TNKS activity through either genetic or pharmacological
approaches antagonized canonical Wnt signaling, reduced murine and human lung cancer cell line growth, and
decreased tumor formation in mouse models. Taken together, these findings implicate the use of TNKS inhibitors to
target the Wnt pathway to combat lung cancer.
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Background
Lung cancer is the leading cause of cancer mortality for
men and women [1,2]. Despite smoking prevention and
cessation programs [3] and advances in early detection
[4], the 5-year survival rate for lung cancer is only 16%
with current therapies [1]. Although lung cancer inci-
dence rates have recently declined in the United States [1],
more lung cancer is now diagnosed when considered to-
gether in former- and never-smokers than in current
smokers [5]. Thus, even if all of the national anti-smoking
campaign goals are met, lung cancer will remain a major
public health problem for decades. New ways to treat or
prevent lung cancer are therefore needed.
One potential therapeutic target for lung cancer is the

Wnt signaling pathway [6-9]. The canonical Wnt signal-
ing pathway in mammals consists of a family of secreted
lipid-modified Wnt protein ligands that bind to a family
of 7-pass transmembrane Frizzled (Fzd) receptors, as
reviewed [10]. In brief, in the absence of ligand, glycogen
synthase kinase-3 (GSK3), in complex with axin and
adenomatous polyposis coli (APC), constitutively phos-
phorylates β-catenin, the primary Wnt signaling effector,
targeting it for ubiquitination and proteasomal destruc-
tion. Ligand binding engages a pathway involving Dishev-
elled (Dvl) that inhibits GSK3, allowing β-catenin to
accumulate in a hypophosphorylated form. This stabilized
form of β-catenin can translocate to the nucleus, where it
activates target gene transcription by complexing with T
cell factor (TCF) and lymphoid enhancer-binding factor
(LEF). In addition to key mediators of embryonic develop-
ment, these target genes include critical growth-regulators
such as myc and cyclin D1 [11,12].
Aberrant Wnt signaling due to mutations in β-catenin or

APC drives deregulated growth in both familial [13] and
non-hereditary colorectal cancers [14,15]. However, non-
small cell lung cancers (NSCLC), the most common type
of lung cancer, rarely harbor APC or β-catenin mutations
[16]. Rather, aberrant Wnt activity in lung cancer is linked
to increased expression of upstream Wnt signaling effec-
tors such as Dvl [17] or decreased expression of Wnt an-
tagonists such as Wnt-inhibitory factor 1 (Wif-1) [18,19].
Effective pharmacological inhibitors of the Wnt path-

way have only recently become available. Screens for
small-molecule antagonists of the Wnt pathway [20,21]
found two enzymes to be key mediators of Wnt signal-
ing. These are poly-ADP-ribose polymerase (PARP) en-
zymes, tankyrase (TNKS) 1 and TNKS2, which attach
poly-ADP-ribose (PAR) onto substrate proteins. Their
roles in regulating telomerase function [22] and mitotic
spindle formation [23,24] are known, but their role in
PARsylating axin so as to maintain the optimal level for
canonical Wnt signaling has only recently been recog-
nized. The compounds identified in these screens,
XAV939 [20], IWR-1 exo, and IWR-1 endo [21], act by
specifically inhibiting the PARP activity of TNKS1 and
TNKS2 [25,26]. IWR-exo is a stereoisomer of IWR-1
endo with ~14-fold lower EC50 [21]. PARP inhibition is
a tractable pharmacological target in vivo, as antagonists
of other PARP homologs exert antineoplastic responses
in breast and ovarian cancer [27,28], as reviewed, [29].
This study explored the hypothesis that inhibition of

TNKS by pharmacological or genetic means would
inhibit lung cancer growth in vitro and in vivo in
clinically-relevant transgenic mouse models of lung can-
cer that were previously developed, as reviewed [30].
Using comprehensive microarray analyses, we found that
TNKS were overexpressed in murine lung cancers rela-
tive to adjacent normal lung tissues. These results were
confirmed by semi-quantitative real-time polymerase
chain reaction (qPCR) assays. Individual treatments of a
well-characterized panel of human and murine lung
cancer cell lines with the TNKS inhibitors XAV939 or
IWR-1 inhibited cell growth, reduced the activation of a
Wnt-responsive lentiviral luciferase construct, and stabi-
lized protein levels of axin and both TNKS. Genetic in-
hibition of TNKS was independently achieved by use of
siRNA or shRNA-mediated knockdown in lung cancer
cells. This resulted in axin stabilization, marked growth
inhibition, and repressed lung cancer formation in
murine xenograft and transgenic syngeneic lung cancer
models. Taken together, the findings presented here un-
cover TNKS as new antineoplastic lung cancer targets.

Methods
Murine transgenic lung tissues
We previously described clinically-relevant cyclin E-trans-
genic mouse lines that develop pulmonary pre-malignant
lesions and lung adenocarcinomas [31]. For microarray
analyses, adenocarcinomas and adjacent histopathologic-
ally normal lung tissues were each harvested from age-
and sex-matched mice and immediately placed in
RNAlater (Qiagen, Valencia CA). These specimens were
isolated from human surfactant protein C (SP-C)-driven
wild-type human cyclin E-transgenic mice (as previously
described [31]). Normal non-transgenic lung tissue was
harvested from age-and sex-matched FVB mice (NCI
Frederick National Laboratory, Frederick MD). For qPCR
analyses, malignant and adjacent normal lung tissues were
isolated from additional transgenic mice of both wild-
type and proteasome-degradation resistant human cyclin
E-transgenic lines and snap frozen in liquid nitrogen.

Gene expression microarray analyses
Total RNA was isolated with TRIzol RNA isolation re-
agent (Life Technologies, Carlsbad CA). GeneChip Mouse
Genome 430 2.0 Arrays were purchased (Affymetrix,
Santa Clara CA), with 11-probe sets covering 39,000 tran-
scripts within the mouse genome. Hybridizations were
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performed according to Affymetrix guidelines at the
Dartmouth College Microarray Shared Resource using an
Affymetrix GeneChip Workstation. Biotin-labelled cRNA
was generated from 5 μg of total RNA and hybridized to
the Mouse Genome 430 2.0 chip. A total of 12 hybridiza-
tions were performed comprising 12 independent biologic
samples organized into three groups of four. Raw data
from each hybridization was normalized by Robust
Multichip Average (RMA), background corrected, and fil-
tered for presentation using GeneSifter software (Geospiza
Inc., Seattle WA). The remaining probe sets were then an-
alyzed by GeneSifter software for species involved in the
Wnt pathway. Raw and RMA data is available from the
NCBI Gene Expression Omnibus (GEO) with accession
number GSE45744.

Paired human-malignant lung tissues
A tissue bank accrued from consecutive cases over
8 years at Dartmouth-Hitchcock Medical Center contai-
ning paired human normal and malignant lung tissues
was described [32]. Dartmouth’s Institutional Review
Board (IRB) reviewed and approved the acquisition and
analyses of these tissues.

Semiquantitative real time RT-PCR assays
Total mRNA was isolated using the RNeasy kit with on-
column DNAse digestion (Qiagen). RT was performed
with the High Capacity cDNA RT Kit (Applied Bio-
systems, Foster City CA) and a Peltier Thermal Cycler
(MJ Research, Waltham MA). The qPCR assays were
performed using iTaq Fast SYBR Green Supermix with
ROX (Bio-Rad Laboratories, Hercules CA) and the 7500
Fast Real-Time PCR System (Applied Biosystems). All
assays were performed in triplicate. Primers sequences
are presented in Additional file 1: Figure S1.

Cell culture
Murine lung cancer cell lines studied included ED1,
ED2, and ED1L (derived from a single-cell subclone of
ED1), which were each previously described [32,33]. The
C-10 immortalized murine bronchial epithelial cell line,
BEAS-2B immortalized human bronchial epithelial cell
line, NCI-H522, Hop62, and A549 human lung cancer
cell lines, and the 293T human embryonic kidney cell
line were each purchased (ATCC, Manassas VA). All cell
lines except BEAS-2B and 293T cells were cultured in
RPMI 1640 medium (Corning, Manassas VA) supple-
mented with 10% fetal bovine serum (FBS; Thermo
Fisher Scientific, Waltham MA) at 37°C in a 5% CO2

humidity-controlled incubator. BEAS-2B cells were cul-
tured in serum-free LHC-8 medium (Life Technologies)
supplemented with 0.1% epinephrine. The 293T cell line
was cultured in high glucose DMEM (Life Technologies)
supplemented with 10% FBS and 4 mM L-glutamine
(Life Technologies).

Reagents
TNKS inhibitors XAV939 [20], IWR-1 endo, and IWR-1
exo [21] were purchased (Cayman Chemical, Ann Arbor
MI) and dissolved in dimethyl sulfoxide (DMSO; Sigma-
Aldrich, St. Louis MO). Recombinant murine Wnt3a
ligand was purchased (R&D Systems, Minneapolis MN)
and dissolved in 1% bovine serum albumin (BSA; Sigma-
Aldrich) in phosphate buffered saline (PBS; Corning).

Proliferation, clonogenicity, and washout studies
For cell proliferation assays, ED1 (2 × 103), ED1L (2 ×
103), ED2 (5 × 103), C-10 (5 × 103), BEAS-2B (5 × 103),
H522 (5 × 103), and A549 (5 × 103) were individually
plated in growth medium in triplicate in individual wells
of 12-well tissue culture plates (Corning) 24 hours be-
fore drug or vehicle treatments. Cell viability was mea-
sured 72 hours following these treatments using the
CellTiter-Glo (Promega, Madison WI) luminescent cell
viability kit and a TD-20/20 Luminometer (Turner De-
signs, Sunnyvale CA).
For clonal growth assays, ED1 cells were plated at a

density of 200 cells per well in 6-well tissue culture plates
(Corning) in triplicate 24 hours before drug or vehicle
treatments. Colonies were stained after 7 days with
DiffQuick (IMEB Inc, San Marcos CA) and counted using
a Col Count instrument (Oxford Optronix, Oxford UK).
For washout studies, ED1 (3 × 104) and A549 (7.5 ×

104) were independently plated in 10 cm tissue culture
plates (Corning) in complete growth medium and indi-
vidually treated 24 hours later with vehicle, XAV939,
IWR-1 endo, or IWR-1 exo at 10 μM dose. Following
3 days of culture in drug, plates were trypsinized and
replated at equal densities into 12-well plates in com-
plete medium, as described for cell proliferation assays
above. Cells were treated 6 hours later with vehicle, for
control and washout wells, or the respective drug at
10 μM to maintain continuous treatment. Cell viability
was assessed after 24 hours and 72 hours of treatment
by CellTiter-Glo.

Immunoblot analyses
Cells were lysed in a modified radioimmune precipitation
buffer, as before [34]. Protein concentrations were assayed
using the BCA Protein Assay Reagent (Thermo Fisher
Scientific). Twenty-five micrograms of protein were
size-fractionated using 4-15% gradient sodium dodecyl
sulfate-polyacrylamide gel electrophoresis (SDS-PAGE)
ReadyGels (Bio-Rad Laboratories) before electroblot-
ting onto nictrocellulose membranes. Membranes were
blocked with 5% nonfat milk in 0.1% Tween 20 (Sigma-Al-
drich) tris-buffered saline (TBST), which was also the
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antibody diluent, except in the case of the activated
β-catenin antibody (ABC), which was diluted in 1% milk
TBST as in prior work [6,35]. Antibodies and dilutions
used are displayed in Additional file 1: Figure S1. Primary
antibodies were detected with horseradish peroxi-
dase-conjugated species-appropriate secondary antibodies
(Santa Cruz Biotechnology, Santa Cruz CA and GE
Healthcare Bio-Sciences Corp, Piscataway NJ) and visual-
ized with the ECL Prime electrochemiluminescent detec-
tion reagent (GE Healthcare) and radiographic film.

Transient transfection assays
For siRNA knockdown experiments, pairs of independ-
ent double-stranded siRNAs were purchased (Integrated
DNA Technologies Inc., Coralville IA) that each targeted
human or mouse TNKS1 or TNKS2. SiRNA sequences
are presented in Additional file 1: Figure S1. A non-
targeting scrambled siRNA was used as the control. ED1
(1 × 104), ED2 (1.5 × 104), A549 and (5 × 104), Hop62
(5 × 104) cells were independently plated in triplicate on
6-well tissue culture plates 24 hours before transfection.
Transient transfections of each respective siRNA
were accomplished with Lipofectamine 2000 reagent
(Invitrogen) according to the manufacturer’s protocol.
Total RNA was collected and analyzed as described
above to verify these knockdowns at 24 hours post-
transfection, with cell growth assessed 72 hours post-
transfection by CellTiter-Glo assay, as already described.
Comparisons were made to cells transfected with the
non-targeting scrambled control siRNA.

Lentivirus production, stable infections, and luciferase
assays
The 7TFP derivation of the pSuperTOPFlash vector and
the EβP constitutively active β-catenin vector [36] were
purchased (plasmids 24308 and 24313, respectively;
Addgene, Cambridge MA). Two independent shRNA
constructs targeting murine TNKS1 in a G418-selectable
backbone, pLKO.1-CMV-Neo, and TNKS2 in a puro-
mycin-selectable backbone, TRC2, were purchased, as
well as scrambled controls in matched selectable back-
bones (Sigma-Aldrich). The sequences of these hairpin
constructs are shown in Additional file 1: Figure S1.
Lentiviruses were generated with an optimized system

[37] consisting of the transfer vector of interest
and packaging plasmids pCMV-dR8.2 (plasmid 8455;
Addgene) and pMD2.G (plasmid 12259; Addgene).
These vectors were transfected into 293T cells using
TransIT-LT1 transfection reagent (Mirus Bio, Madison
WI) according to the manufacturer’s protocol. Lentiviral
titers supplemented with 1% BSA were collected after
24 hours and used to infect murine ED1 lung cancer
cells in the presence of 4ug/mL polybrene (Sigma-
Aldrich). ED1 cells infected with 7TFP, EβP, or TNKS2
shRNA vectors were selected with 2.5 μg/mL puromycin
(Life Technologies). ED1 cells infected with the TNKS1
shRNA vectors were selected with 1.5 mg/mL G418 sul-
fate (Corning). ED1 cells transduced with the combined
controls or combined shRNAs received simultaneous
drug selection at the above concentrations.
For luciferase assays, ED1 cells infected with the 7TFP

vector (1 × 104) were plated 24 hours before drug or ve-
hicle treatments in triplicate in 12-well tissue culture
plates. Treatments were with TNKS inhibitors or vehicle
combined with a canonical Wnt activator or control
(20 mM LiCl controlled by 20 mM NaCl or 25 ng/mL
murine recombinant Wnt3a controlled by 1% BSA/PBS).
Cells were lysed 16 hours after these treatments using
the Reporter Lysis Buffer for the Luciferase Assay system
(Promega). Luciferase activity was measured and nor-
malized to protein concentrations.

In vivo tumorigenicity studies
The described animal protocols were reviewed and ap-
proved by Dartmouth’s Institutional Animal Care and Use
Committee (IACUC). For both experiments, ED1 cells
were infected with either both shRNA vector controls
(dual shCTRL) or TNKS1 and TNKS2 combined knock-
down (dual shTNKS) and selected, as described above. For
xenograft studies, 1 × 106 indicated cells were resuspended
in 200μL of Growth Factor Reduced Matrigel (BD Biosci-
ences, San Jose CA) and injected into the left flanks of
8 week old female NCr Nu/Nu athymic mice (NCI Fred-
erick National Laboratory, Frederick MD). There were 10
mice in the dual control arm and 10 mice in the dual
knockdown arm. Tumor diameters were measured twice
weekly with vernier calipers by an investigator blinded as
to the cell lines under analysis, and mice were sacrificed
when mean tumor diameter reached 15 mm or when mice
became moribund or cachexic, whichever arose first.
Tumor volume was calculated as π/6 * Length * Width2,
where width was defined as the smaller of the cranial/cau-
dal diameter or dorsal/ventral diameter [38].
For the syngeneic study, 1 × 106 indicated cells were

resuspended in 200μL PBS and injected into the tail veins
of 8-week-old female FVB mice (NCI Frederick). There
were 3 mice in the dual control arm and 5 mice in the
dual shRNA arm. Mice were sacrificed 4 weeks post-
injection and lung tissues were formalin-fixed, paraffin-
embedded, and sectioned for histopathology, as before
[31]. Hematoxylin and eosin staining was used and a path-
ologist blinded as to the treatment arms scored for lung
tumor formation, as in prior work [39,40].

Statistics
Data shown represent at least three independent repli-
cate experiments done in triplicate for the in vitro stud-
ies. Error bars indicate mean +/- standard deviation



Busch et al. BMC Cancer 2013, 13:211 Page 5 of 15
http://www.biomedcentral.com/1471-2407/13/211
(SD), except in the case of the xenograft study, where
error bars indicate mean +/- standard error of the mean
(SEM). Statistical significance was determined by two-
tailed t-test assuming unequal population variances in
GraphPad InStat or Prism (GraphPad Software Inc,
LaJolla CA) with significance set at P ≤ 0.05, except in
the case of the syngeneic study, when a one-tailed t-test
was used, and the xenograft study, where ANOVA was
used to compare the growth curves and Kaplan-Meier
analysis was used to compare survival to sacrificial end-
point. Multiple comparison in the proliferation studies
was handled with ANOVA followed by Dunnett’s post-
test. Microarray data were analyzed with the GeneSifter
analysis suite using the embedded ANOVA function,
with significance at P ≤ 0.05.

Results
The Wnt pathway and TNKS 1 and 2 are deregulated in
lung cancer
We previously reported a cyclin E-expressing murine
transgenic lung cancer model [31] that recapitulated fre-
quent features of human lung carcinogenesis [32,39-41].
We first asked whether this model deregulated the Wnt
pathway, as occurs in human NSCLC [9,16-19]. Com-
prehensive microarray analyses compared non-trans-
genic murine lung, transgenic murine normal lung,
and transgenic murine lung cancer. These analyses
established Euclidean hierarchical clustering of each
tissue by Wnt family member expression, with similar
expression levels of these species detected in murine
non-transgenic lung and transgenic normal lung tissue,
but a different expression pattern in transgenic lung can-
cers (microarray data available at NCBI’s Gene Expres-
sion Omnibus, accession number GSE45744).
Five hundred probes on the array represent 258

unique genes that are functionally annotated in Gene
Ontology (www.geneontology.org) as members of the
Wnt receptor signaling pathway. In our focused analysis
of this pathway, 161 probes representing 117 unique
genes (32% and 45% of the totals, respectively) were sig-
nificantly (P ≤ 0.05 by ANOVA) up- or downregulated in
comparison to the murine non-transgenic or adjacent
transgenic normal lung controls (Figure 1A). Among
the overexpressed mRNAs were: porcupine (PORCN),
encoding an O-acyltransferase responsible for lipid-
modifying Wnt ligands prior to secretion [42]; FZD2,
encoding a Wnt/Ca2+ signaling-related Frizzled receptor
[43]; and MYC. Repressed genes included those coding
for Wnt antagonists such as WIF1 (discussed above) and
PRICKLE1, a putative tumor suppressor that represses
the Wnt pathway by destabilizing Dvl [44]. TNKS 1 and
2 were found to be moderately overexpressed, at 1.30-
fold and 1.43-fold expression respectively, in comparison
with transgenic normal adjacent lung.
The microarray results were independently validated
by qPCR assays in murine lung cancers and their adja-
cent normal lung tissues. In a panel of 12 paired normal
and malignant lung tissues derived from 7 wild-type cyc-
lin E transgenes and 5 proteasome-degradation resistant
cyclin E transgenes, 10 showed repression of WIF1 in
the lung cancers versus adjacent normal lung tissues
(Figure 1B). This result is consistent with prior pub-
lished work from human NSCLC cases [18,19]. Analysis
of TNKS 1 and TNKS2 expression in the same panel
showed overexpression of TNKS1 in 6 of 12 tumors and
TNKS2 in 9 of 12 tumors, relative to adjacent normal
lung tissues (Figure 1C). The qPCR analysis of WIF1
and TNKS expression in three cases of human lung
adenocarcinoma revealed the expected repression of
WIF1 and moderate overexpression of TNKS2 (as com-
pared to adjacent normal lung tissues) in all examined
cases, as well as for TNKS1 in 1 of 3 cases (Figure 1D).

Antiproliferative effects of TNKS inhibitors in lung cancer
cells
Having established deregulation of Wnt pathway genes
and TNKS overexpression in human and murine lung
cancer, we next asked whether inhibition of the Wnt
pathway with the TNKS inhibitors XAV939, IWR-1
endo, or IWR-1 exo would inhibit growth of murine or
human lung cancer cell lines. Individual treatments with
increasing doses of these three compounds (100nM to
50 μM) dose-dependently decreased proliferation of the
ED1, ED1L, and ED2 murine lung cancer cell lines in
comparison to vehicle controls after 3 days of treatment
(Figure 2A with statistical analysis in Additional file 2:
Figure S2). Independent treatments of the human lung
cancer cell lines A549, Hop62, and H522 dose-depen-
dently decreased proliferation of each of these lines ver-
sus vehicle controls after 3 days of culture (Figure 2B
with statistical analysis in Additional file 2: Figure S2).
The compounds also inhibited growth of the C10 mur-
ine immortalized bronchial epithelial cell line (Figure 2C,
left panel). The BEAS-2B immortalized human bronchial
epithelial cell line was found to be more resistant to
growth inhibition by these agents, except for the IWR-1
endo compound (Figure 2C, right panel). Additionally,
treatments of the ED1 cell line plated under colony-
forming conditions with 10 μM of each TNKS inhibitor
significantly inhibited 7-day colony formation relative to
vehicle control, as shown with colony number quantifi-
cation (Figure 2D).
Cells were growth inhibited by these compounds but

did not show appreciable apoptosis (data not shown). In
drug washout experiments, normal cell growth was re-
stored after removal of the drugs, confirming that the
effects of these compounds are reversible (Additional file
3: Figure S3).

http://www.geneontology.org
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Figure 1 Wnt pathway deregulation in murine and human NSCLC. Comprehensive gene expression microarrays and qPCR assays reveal
deregulation of specific components of the Wnt signaling pathway in murine and human NSCLC. (A)161 probes on the array representing 117
unique genes defined by Gene Ontology under the classification Wnt receptor signaling pathway are significantly (ANOVA, P ≤ 0.05) over- or
under-expressed in murine cyclin-E transgenic lung cancers as compared to adjacent normal or non-transgenic mouse lung. (B) The qPCR-based
assays of Wif1 expression levels in a panel of paired malignant (samples labeled T) and normal (samples labeled N) lung tissues from 12 transgenic
cyclin E mice, both wild type (WT) and proteasome-degradation resistant (T62A/T380A). (C) The qPCR-based measurements of TNKS1 and TNKS2
expression levels in the same panel of paired malignant and normal murine lung tissues. (D) The qPCR-based measurement of Wif1 (left panel) and
TNKS1 and TNKS2 (right panel) expression levels in three human lung adenocarcinoma tumor samples versus adjacent normal lung tissue.
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TNKS inhibitors act as canonical Wnt pathway inhibitors
in lung cancer
We sought to validate whether the TNKS inhibitors
exerted effects on Wnt signaling in human and murine
lung cancer cell lines. Immunoblot analyses of ED1 and
ED2 murine lung cancer cell lines (Figure 3A) and A549
and Hop62 human lung cancer cell lines (Figure 3B) fol-
lowing treatment with 10 μM of each inhibitor revealed
stabilization of TNKS1, as expected due to inhibition of
TNKS auto-PARsylation function [45]. Stabilization of
TNKS2 was only apparent in ED1. We also observed
accumulation of axin 1 at the protein level in all cell
lines, a key component of the axin/APC/GSK3 β-catenin
destruction complex and direct target of TNKS
PARsylation. This relationship appeared to be dose-
dependent, as evidenced in the ED1L cell line following
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Figure 2 Antineoplastic effects of TNKS inhibitors in vitro. Treatments with TNKS inhibitors XAV939, IWR-1 endo, and IWR-1 exo exerted
antineoplastic effects against NSCLC cell lines in vitro, as compared to vehicle controls. (A) Cell proliferation dose-response curves for the three
TNKS inhibitors against ED1 (left panel), ED1L (middle panel), and ED2 (right panel) murine lung cancer cell lines as compared to vehicle control
are shown, as measured by luminescent cell viability assay after 3 days. (B) Cell proliferation dose-response relationships for the three TNKS
inhibitors against A549 (left panel), Hop62 (middle panel), and H522 human NSCLC cell lines as compared to vehicle control are shown, using the
same luminescent cell viability assay and 3 day time frame. (C) Dose-response curves show antiproliferative effects of the three TNKS inhibitors
against the immortalized bronchial epithelial cell lines C-10 (murine) and BEAS-2B (human) versus vehicle control. (D) Ten-day colony formation is
shown for the ED1 cell line following individual treatment with 10 μM of each TNKS inhibitor or vehicle control (left two images), and quantified
(right panel). Error bars represent standard deviations of three experiments in triplicate. (* p≤ 0.05).
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3 days of treatment with the inhibitors at increasing
doses (Figure 3C).
Stable infection of ED1L (data not shown) or ED1

(Figure 3D) with a lentiviral vector containing a lucifer-
ase gene cassette under control of a 7× TCF binding site
promoter [36] allowed for monitoring of the transcrip-
tional activity of the Wnt pathway during TNKS inhib-
ition. Wnt reporter activity was normalized to the total
protein content of the cells to account for growth
inhibitory effects. Basal (unstimulated) activity of the
Wnt reporter was low in both cell lines, and was not
significantly affected by tankyrases inhibition (data not
shown). Co-treatment of either cell line with a Wnt acti-
vator (20 mM LiCl or 25 ng/mL recombinant murine
Wnt3a) and a 10 μM dosage of each TNKS inhibitor led
to a significant reduction in normalized Wnt-responsive
luciferase activity versus vehicle controls at 16 hours
post-stimulation (Figure 3D).
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Figure 3 TNKS inhibition antagonizes canonical Wnt signaling in lung cancer. (A) Immunoblots for Wnt pathway components axin 1,
TNKS1, and TNKS2 are shown in ED1 (left panel) and ED2 (right panel) murine lung cancer cell lines following 3 days treatment with TNKS
inhibitors or vehicle. (B) Immunoblots are shown for Wnt pathway components, as in panel A, in A549 (left panel) and Hop62 (right panel)
human NSCLC cell lines following 3 days treatment with TNKS inhibitors or vehicle. (C) Dose-response of Wnt pathway component stabilization is
shown in ED1L cells following 3 days treatment with TNKS inhibitors or vehicle at doses shown. (D) Activity of a lentiviral Wnt-responsive
luciferase construct stably expressed in the ED1 cell line was measured following 16 hours cotreatment with TNKS inhibitors and a Wnt activator:
20 mM LiCl (left panel) or 25 ng/mL recombinant murine Wnt3a (right panel). Luciferase activity was normalized to total protein concentrations in
each sample and compared to vehicle control. Error bars represent SD of three experiments in triplicate. (* p≤ 0.05).
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siRNA-mediated repression of TNKS1 and TNKS2 in cancer
cell lines
Because tool compounds such as XAV939 and IWR-1
likely have off-target effects, we sought to validate that
the antineoplastic activity of these inhibitors was due to
specific TNKS antagonism through independent genetic
approaches. Transient TNKS knockdowns were accom-
plished with two siRNAs that independently target
TNKS1 or TNKS2 in human or mouse cells. Transfec-
tion of these siRNAs alone or in combination led to sig-
nificant (P ≤ 0.05) repression of TNKS1 or TNKS2 at the
mRNA level in ED1 (Figure 4A, left panel) and ED2
(Figure 4B, left panel) murine cell lines at 24 hours, ver-
sus controls. Similar TNKS knockdown was achieved in
the human lung cancer cell lines A549 (Figure 4C, left
panel) and Hop62 (Figure 4D, left panel).
The consequences of TNKS knockdown on prolifera-

tion for each of the examined NSCLC cell lines was
assessed after 3 days culture versus non-targeting con-
trol siRNA. Single knockdown of either TNKS1 or
TNKS2 or dual TNKS knockdowns were growth inhibi-
tory in the ED1, A549, and Hop62 lung cancer cell lines
(Figures 4A, 4C, and 4D, respectively). In ED2 cells, only
the combined knockdown achieved significant growth
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Figure 4 Transient TNKS knockdown in lung cancer cell lines. Antineoplastic consequences of specific genetic knockdown of the TNKS via
siRNAs are shown. Two independent siRNAs targeting respectively each of TNKS1 or TNKS2, or a non-targeting control were transfected into (A)
ED1, (B) ED2, (C) A549, and (D) Hop62 cells, alone or in combination. Gene expression levels of TNKS1 and TNKS2, measured by qPCR assays, are
shown following knockdown for 24 hours (left panels) as compared to control. Proliferative consequences were measured by luminescent cell
viability assay after 3 days culture (right panels). Error bars represent SD of three experiments in triplicate. (* p ≤ 0.05, ** p≤ 0.01).
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repression versus control (Figure 4B). The dual siRNA
knockdown of TNKS1 and TNKS2 was not significantly
more growth-suppressive than was either of the individ-
ual knockdowns in ED1, A549, or Hop62 cells. The
growth inhibitory effects of TNKS knockdown were
accompanied by stabilization of axin1 at the protein
level, as shown in ED1 (Figure 5A) and Hop62 cells
(Figure 5B).
Rescue of TNKS inhibitor growth effects by activated
β-catenin
To further show Wnt pathway specificity of in vitro
antineoplastic effects of these TNKS inhibitors, we
performed a rescue experiment. ED1 cells were stably
infected with an empty vector or an activated form of
β-catenin that cannot be phosphorylated by GSK3 and
thus remains constitutively active. Expression of this



Figure 5 In vitro effects of TNKS knockdown and rescue of Wnt pathway inhibition. (A) Protein expression levels of axin 1 following
transient TNKS knockdown are shown by immunoblot analysis in ED1. (B) Protein expression levels of axin 1 following transient TNKS knockdown
are shown by immunoblot analysis in Hop62. (C) Expression of activated β-catenin and total β-catenin in ED1 cells following stable infection with
constitutively active β-catenin or empty vector. (D) Growth inhibition of ED1 cells infected as in C by TNKS inhibitors for 3 days at 10 μM is
shown by luminescent cell viability assay. Error bars represent SD of three experiments in triplicate. (* p≤ 0.05, ** p≤ 0.01).
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construct was confirmed at the protein level (Figure 5C).
Individual treatments of these stable cell lines with
10 μM TNKS inhibitors for 3 days showed differential
growth inhibition between β-catenin expressing cells
and controls, with a significant rescue of ~20% growth
in each case (Figure 5D).

shRNA repression of TNKS1 and TNKS2 has antineoplastic
activity
To confirm independently the transient in vitro knock-
down results in the in vivo setting, we achieved stable
genetic knockdown of the TNKS, alone or in combin-
ation, in the ED1 murine lung cancer cell line with
the indicated TNKS shRNAs versus control shRNAs
(Figure 6A). ED1 cells were infected with independent
shRNAs targeting TNKS1 or TNKS2, or both species.
Stable knockdown at the mRNA level was achieved fol-
lowing G418 (TNKS1 and pLKO.1-cmv-neo scrambled
control) or puromycin (TNKS2 and TRC2 control) se-
lection, or selection for both shRNA transductants in
the dual knockdown study. Knockdown of TNKS1
caused an accumulation of axin 1, as did independent
knockdown of TNKS2, although to a lesser extent; com-
bined TNKS knockdown showed increased stabilization
of axin 1 (Figure 6B). The in vitro growth inhibitory
effects of stable TNKS knockdown are shown (Figure 6C)
and are similar to those observed from siRNA-mediated
transient TNKS repression.
ED1 murine lung cancer cells after dual TNKS1 and

TNKS2 stable knockdown were selected for xenograft
studies in nude mice or tail vein injection into syngeneic
FVB mice. Mice bearing xenografts of the TNKS knock-
down cells showed a decrease in tumor growth rate
(Figure 6D) and increase in time to the specified endpoint
(Figure 6E) as compared to controls. As expected from the
in vitro results, shRNA-mediated knockdown of TNKS1
and TNKS2 led to a significant decrease in syngeneic tumor
formation after 8 weeks (Additional file 4: Figure S4).

Discussion
Aberrant Wnt signaling has long been associated with
carcinogenesis. Both familial and sporadic colorectal
cancers were among the first to be associated with the
Wnt pathway, as a large percentage of these cases har-
bor driver mutations in APC or β-catenin [13-15,46,47].
Subsequently, deregulation or mutation of components of
the canonical and non-canonical arms of the Wnt pathway
were linked to hematopoietic cancers such as acute mye-
logenous leukemia (AML) [48] and solid tumors including
breast cancer [49,50], ovarian cancer [51], and NSCLC
[52], among other malignancies. The results of our micro-
array studies of cyclin-E driven murine lung adenocarcin-
omas revealed deregulation of specific components of the
Wnt pathway, both canonical and noncanonical, in agree-
ment with prior reports [7,16-19].
TNKS1 and/or TNKS2 levels were elevated in the

majority of the paired tumor and normal murine trans-
genic cyclin E samples. In the three evaluable human lung
adenocarcinoma and normal lung pairs TNKS1 and
TNKS2 levels were either moderately elevated or



C

D E

P
er

ce
n

t S
u

rv
iv

in
g

A

B

Axin 1

Actin

Figure 6 In vivo consequences of TNKS knockdown. (A) ED1 cells were infected with lentiviral shRNA constructs targeting TNKS1 or TNKS2 at
two independent sites each, or the combination, and were selected with G418 (TNKS1 constructs and pLKO.1-CMV-Neo control), puromycin
(TNKS2 constructs and TRC2 control), or the combination (dual control and dual shRNA). mRNA expression levels of the indicated species are
detected by qPCR. (B) Axin 1 protein levels following stable TNKS knockdown are shown by immunoblot analysis. (C) Consequences on
proliferation of stable TNKS knockdown in ED1 cells are shown in vitro as measured by luminescent cell viability assay 3 days after plating.
(D) ED1 TNKS1 and TNKS2 shRNA dual transductants (or control) were injected into the flanks of athymic nude mice and tumor diameters
measured twice weekly. Tumor growth rates are shown, N = 10 in each arm +/- SEM. (E) Time to the specified endpoint (designated as percent
surviving) for the xenograft study is shown. Error bars represent SD of the mean. (* p≤ 0.05).
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unchanged. There is a paucity of literature on differential
TNKS expression at either the mRNA or the protein level
in cancer. In addition to potential regulation at the mRNA
level, however, the TNKS are known to be regulated post-
transcriptionally. The RING-type E3 ubiquitin ligase
RNF146 has been identified as a PAR-dependent E3 en-
zyme that mediates ubiquitylation of both axin and the
TNKS themselves [53,54]. RNF146 is found in a breast
cancer susceptibility locus at 6q22.33, with overexpression
of the locus [55] but not mutation [56] correlated with in-
creased breast cancer risk in both Ashkenazi Jewish and
non-Jewish women. Deregulation of post-transcriptional
TNKS regulators cannot be accounted for in our analysis,
and future studies are planned to assess the association
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between tumorigenicity and TNKS expression at both
mRNA and protein levels across a broader sample set.
We and others have hypothesized [6] that pharmaco-

logical targeting of the Wnt pathway would treat or even
prevent some malignancies, including lung cancer, where
survival remains poor despite current treatments [1].
The development of Wnt pathway pharmacological
inhibitors has proven to be a challenge. The large
protein-protein interaction domains responsible for sig-
nal transduction at the level of the β-catenin destruction
complex and β-catenin/TCF/Lef interactions make it dif-
ficult to target these components with small molecules.
Some progress has been made designing compounds
targeting these interactions, but those compounds have
not yet shown in vivo efficacy, as reviewed [57]. Hence,
the discovery of the TNKS as activating enzymes in the
Wnt pathway [58] and the development of tool com-
pounds inhibiting their activity [20,21] were each positive
steps towards small-molecule Wnt pathway inhibition.
Our results with the first generation of TNKS inhibitors,
XAV939 and the IWR-1 compounds, indicate that they
have antiproliferative effects in lung cancer cell lines.
Each cell line examined exhibited a distinct response

profile for each of the three TNKS inhibitors. This likely
resulted from a differing reliance of each on active Wnt
signaling in vitro. In most, but not all cases, the IWR-1
exo enantiomer was less growth inhibitory than was the
IWR-1 endo enantiomer. This was expected from the
difference in EC50 between the compounds [21]. These
effects were found in standard serum concentration cul-
ture conditions. In a recent study in breast cancer cell
lines, growth inhibition by XAV939 was only seen under
conditions of reduced serum [59]. We are currently
examining the effects of different growth conditions on
TNKS inhibitor activity in our lung cancer models. The
lack of effect on apoptosis suggests that the inhibition of
proliferation was due to growth arrest or through a
mechanism other than programmed cell death. As
expected from the noncovalent nature of TNKS inhib-
ition by XAV939 and the IWR-1 isomers as determined
in structure-activity relationship studies [25,60-62], the
growth inhibitory effects of all three compounds washed
out fully.
Despite being closely-related cell lines derived from

adenocarcinomas of mice differing only in the
proteasomal susceptibility of their human cyclin E trans-
gene [31,39], the molecular and growth phenotypic re-
sponses of the ED1 and ED2 cell lines to TNKS
inhibition differed. Specifically, the latter failed to accu-
mulate TNKS2 following inhibitor treatment and was
only growth inhibited by combined TNKS knockdown.
This may speak to stochastic differences in post-
translational regulation of TNKS enzymes, potentially a
result of the specific niche or inflammatory milieu in
which the original tumors developed in their respective
animals.
Although the BEAS-2B human immortalized bronchial

epithelial cell line was relatively resistant to TNKS inhib-
itors, the ability of TNKS inhibition to growth inhibit
the murine C10 cell line raises concerns regarding thera-
peutic window and toxicity profiles. Although the ori-
ginal reports which described the IWR-1 isoforms and
XAV399 included in vivo inhibition of Wnt-mediated
tailfin regeneration in zebrafish [20,21], to our know-
ledge only a single additional study has used XAV939
successfully in vivo [63]. Further development of TNKS
inhibitors for in vivo use has recently shown promise
[64,65]. In the former study, no overt toxicities were
reported; however, evidence of colon crypt toxicity was
observed in the latter at high doses. Whether a sufficient
therapeutic window exists between TNKS inhibition in
cancer cells and normal cells is still an open question, as
is the toxicity profile of the class.
We provide evidence here that the antineoplastic ef-

fects of TNKS antagonists are through inhibition of the
Wnt pathway and are not solely due to off-target effects
of these inhibitors. Although the TNKS are key regula-
tors of canonical Wnt signaling, they are known to have
other effects. These include the maintenance of telo-
meres and activation of telomerase through binding and
PARsylation of TRF1 [66,67], and directing proper
polymerization of mitotic spindles through PARsylation
of NuMA [23,24]. Our results do not rule out effects of
TNKS inhibition acting in part through these or other
potential mechanisms. However, disruption of cancer
immortalization by inhibition of telomere extension
would exert additional antineoplastic effects. We have
recently reported that targeting chromosome stability in
cancer cells is also an antineoplastic target [40]. In
fact, the inability of constitutively activated exogenous
β-catenin to fully rescue growth inhibition due to TNKS
inhibition in ED1 cells may speak to TNKS action in
other pathways, or to off-target effects of the tool com-
pounds themselves. It is also possible that insufficient
exogenous expression was achieved to stoichiometrically
out-compete all of the available destruction complex in
the face of TNKS inhibition.
Our results show in vivo anti-cancer effects of TNKS

knockdown. Combined with the in vitro results with the
described inhibitors, this suggests a potential for clinical
benefit from TNKS inhibition in lung cancer. A clear
limitation of these findings is that xenograft studies in
nude mice do not fully recapitulate the tumorigenic milieu
of the lung, although the pilot syngeneic study presented
here begins to speak to in vivo relevance in the tumor
microenvironment. In addition, genetic knockdown of en-
zymes is likely to have effects distinct from pharmaco-
logical inhibition due to the alteration of protein number
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rather than inhibition of enzymatic activity. To address
both of these points, future studies will treat cyclin E
overexpressing mice [31] with next-generation TNKS in-
hibitors in both chemopreventative and chemotherapeutic
modalities to assess their benefit as single agents or in
combination to prevent or treat lung cancer.
The Wnt pathway is known to contribute to lung can-

cer progression [8,68] and also to metastasis [9]. In
addition, the Wnt pathway is important in the mainten-
ance and self-renewal of stem cell compartments, and
has been linked to the growth of cancer stem cell popu-
lations of breast [69] and lung [70] cancers. Thus, antag-
onizing the Wnt pathway through TNKS inhibition may
serve to overcome drug resistance in the cancer stem
cell niche and thereby reduce outgrowth of these intrin-
sically drug-resistant cells.
A recent publication confirmed key aspects of the hy-

pothesis presented here [71]. Distinct from our candidate-
gene approach, the authors pursued an shRNA-based
screen for synergistic interactions with EGFR inhibition
and uncovered a similar role for TNKS inhibitors in
NSCLC. However, the authors saw very little in vivo anti-
neoplastic effects from TNKS1 knockdown alone, in
contrast to the significant growth effects we observed fol-
lowing TNKS1 and TNKS2 combined knockdown. We
propose that this discrepancy is likely due to the ability of
TNKS2 to compensate for TNKS1 in long-term knock-
down, as is seen in in vivo xenograft studies lasting up-
wards of 60 days. In addition, the present work sheds
additional light on the actions of the TNKS inhibitors as
single agents and conclusively shows growth inhibitory
effects through inhibition of the canonical Wnt pathway.

Conclusions
We have shown here that specific components of the Wnt
signaling pathway are deregulated in a murine transgenic
cyclin E model of lung adenocarcinoma and in human
lung cancer. Pharmacological or genetic inhibition of
TNKS1 and TNKS2 antagonizes canonical Wnt signaling
and reduces lung cancer proliferation in vitro and in vivo.
Our findings provide evidence for TNKS1 and TNKS2 as
antineoplastic targets in NSCLC. Further studies of these
targets and development of small molecule inhibitors for
clinical testing in lung cancer are warranted.

Additional files

Additional file 1: Figure S1. Table containing all antibodies and
dilutions, sequences for primers used to measure gene expression levels
by qPCR, and siRNA and shRNA sequences used to knock-down TNKS
expression levels.

Additional file 2: Figure S2. Table reporting statistical analysis of main
body figure 2 panels A, B, and C. Percent growth at each drug dosage
was compared to vehicle control via ANOVA with Dunnett’s multiple
comparisons post-test.
Additional file 3: Figure S3. Figure showing washout studies for ED1
and A549 lung cancer cell lines treated with TNKS inhibitors.

Additional file 4: Figure S4. In vivo syngeneic lung cancer tumor
formation from injection of FVB mice with ED1 cells transduced with dual
TNKS knockdown or dual control.

Abbreviations
ABC: Activated β-catenin; AML: Acute myelogenous leukemia;
ANOVA: Analysis of variance; APC: Adenomatous polyposis coli; BSA: Bovine
serum albumin; Dvl: Disheveled; FBS: Fetal bovine serum; Fzd: Frizzled;
GSK3: Glycogen synthase kinase-3; IACUC: Institutional Animal Care and Use
Committee; IRB: Institutional review board; LEF: Lymphoid-enhancer binding
factor; NSCLC: Non-small cell lung cancer; PAR: Poly-ADP-ribose; PARP: Poly-
ADP-ribose polymerase; PBS: Phosphate buffered saline; qPCR: Semi-
quantitative real time polymerase chain reaction; RMA: Robust multichip
average; SD: Standard deviation; SDS-PAGE: Sodium dodecyl sulfate
polyacrylamide gel electrophoresis; SEM: Standard error of the mean; siRNA
(s): Small interfering ribonucleic acids; shRNA(s): Small hairpin ribonucleic
acids; SP-C: Surfactant protein C; TBST: 0.1% Tween-20 tris buffered saline;
TCF: T-cell factor; TNKS1: TRF1-interacting, ankyrin-related ADP-ribose
polymerase, Tankyrase 1; TNKS2: TRF1-interacting, ankyrin-related ADP-ribose
polymerase 2, Tankyrase 2; Wif-1: Wnt inhibitory factor 1.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
AMB participated in the design of the study and performed molecular and
cellular biology and in vivo studies, interpreted the results, prepared the
figures, and wrote the manuscript. KCJ performed molecular and cellular
biology experiments and assisted in interpreting the results. RVS performed
pathological analysis. AS assisted with in vivo studies. YA contributed to the
overall scientific direction of the study. ED contributed to the overall
scientific direction, experimental design and interpretation, and in
manuscript and figure preparations. SJF directed the overall study and the
preparation of the manuscript. All authors read and approved the final
manuscript.

Acknowledgements
The microarray was carried out at the Geisel School of Medicine at
Dartmouth in the Genomics Shared Resource, which was established by
equipment grants from the NIH and NSF and is supported in part by a
Cancer Center Core Grant (CA 23108) from the National Cancer Institute.
AMB is supported by a National Research Service Award from the National
Institutes of Health (T32-CA009658) and a fellowship from the Albert J. Ryan
Foundation. ED is an American Cancer Society Clinical Research Professor
supported by a generous gift from the F.M. Kirby Foundation. This work was
supported in part by National Institutes of Health (NIH) and National Cancer
Institute (NCI) grants R01-CA087546 (ED) and R01-CA111422 (ED), by a
Samuel Waxman Cancer Research Foundation Award (ED), by an American
Cancer Society Institutional Grant (SJF), by a Prouty Multi-Investigator Award
(SJF and YA), and by a grant from Uniting Against Lung Cancer with Mary
Jo’s Fund to Fight Cancer (SJF).

Author details
1From the Department of Pharmacology and Toxicology, Geisel School of
Medicine at Dartmouth, Hanover, NH 03755, USA. 2Heart and Vascular
Research Center, Geisel School of Medicine at Dartmouth, Hanover, NH
03755, USA. 3Department of Pathology, Geisel School of Medicine at
Dartmouth, Hanover, NH 03755, USA. 4Department of Microbiology and
Immunology, Geisel School of Medicine at Dartmouth, Hanover, NH 03755,
USA. 5Center for Comparative Medicine and Research, Geisel School of
Medicine at Dartmouth, Hanover, NH 03755, USA. 6Department of Genetics,
Geisel School of Medicine at Dartmouth, Hanover, NH 03755, USA. 7Norris
Cotton Cancer Center, Geisel School of Medicine at Dartmouth, Hanover, NH
03755, USA. 8Department of Medicine, Geisel School of Medicine at
Dartmouth, Hanover, NH 03755, USA.

Received: 28 December 2012 Accepted: 19 April 2013
Published: 28 April 2013

http://www.biomedcentral.com/content/supplementary/1471-2407-13-211-S1.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-13-211-S2.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-13-211-S3.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-13-211-S4.pdf


Busch et al. BMC Cancer 2013, 13:211 Page 14 of 15
http://www.biomedcentral.com/1471-2407/13/211
References
1. Siegel R, Naishadham D, Jemal A: Cancer statistics, 2012. CA Cancer J Clin

2012, 62:10–29.
2. Jemal A, Bray F, Center MM, Ferlay J, Ward E, Forman D: Global cancer

statistics. CA Cancer J Clin 2011, 61:69–90.
3. Moolgavkar SH, Holford TR, Levy DT, Kong CY, Foy M, Clarke L, Jeon J,

Hazelton WD, Meza R, Schultz F, McCarthy W, Boer R, Gorlova O, Gazelle GS,
Kimmel M, McMahon PM, De Koning HJ, Feuer EJ: Impact of reduced
tobacco smoking on lung cancer mortality in the united states during
1975–2000. J Natl Cancer Inst 2012, 104:541–548.

4. Aberle DR, Adams AM, Berg CD, Black WC, Clapp JD, Fagerstrom RM,
Gareen IF, Gatsonis C, Marcus PM, Sicks JD: Reduced lung-cancer mortality
with low-dose computed tomographic screening. N Engl J Med 2011,
365:395–409.

5. Yang P: Clinical features of 5,628 primary lung cancer patients:
experience at Mayo Clinic from 1997 to 2003. Chest 2005, 128:452–462.

6. Snow GE, Kasper AC, Busch AM, Schwarz E, Ewings K, Bee T, Spinella MJ,
Dmitrovsky E, Freemantle SJ: Wnt pathway reprogramming during human
embryonal carcinoma differentiation and potential for therapeutic
targeting. BMC Cancer 2009, 9:383.

7. You L, He B, Xu Z, Uematsu K, Mazieres J, Mikami I, Reguart N, Moody TW,
Kitajewski J, McCormick F, Jablons DM: Inhibition of Wnt-2-mediated
signaling induces programmed cell death in non-small-cell lung cancer
cells. Oncogene 2004, 23:6170–6174.

8. Pacheco-Pinedo EC, Durham AC, Stewart KM, Goss AM, Lu MM, DeMayo FJ,
Morrisey EE: Wnt/β-catenin signaling accelerates mouse lung
tumorigenesis by imposing an embryonic distal progenitor phenotype
on lung epithelium. J Clin Invest 2011, 121:1935–1945.

9. Nguyen DX, Chiang AC, Zhang XH-F, Kim JY, Kris MG, Ladanyi M, Gerald WL,
Massagué J: WNT/TCF Signaling through LEF1 and HOXB9 Mediates Lung
Adenocarcinoma Metastasis. Cell 2009, 138:51–62.

10. Reya T, Clevers H: Wnt signalling in stem cells and cancer. Nature 2005,
434:843–850.

11. Dang CV: c-Myc target genes involved in cell growth, apoptosis, and
metabolism. Mol Cell Biol 1999, 19:1–11.

12. Shtutman M, Zhurinsky J, Simcha I, Albanese C, D’Amico M, Pestell R, Ben-
Ze’ev A: The cyclin D1 gene is a target of the β-catenin/LEF-1 pathway.
Proc Natl Acad Sci USA 1999, 96:5522–5527.

13. Lamlum H, Papadopoulou A, Ilyas M, Rowan A, Gillet C, Hanby A, Talbot I,
Bodmer W, Tomlinson I: APC mutations are sufficient for the growth of
early colorectal adenomas. Proc Natl Acad Sci USA 2000, 97:2225–2228.

14. Johnson V, Lipton LR, Cummings C, Eftekhar Sadat AT, Izatt L, Hodgson SV,
Talbot IC, Thomas HJW, Silver AJR, Tomlinson IPM: Analysis of somatic
molecular changes, clinicopathological features, family history, and
germline mutations in colorectal cancer families: evidence for efficient
diagnosis of HNPCC and for the existence of distinct groups of non-
HNPCC families. J Med Genet 2005, 42:756–762.

15. Morin PJ, Sparks AB, Korinek V, Barker N, Clevers H, Vogelstein B, Kinzler KW:
Activation of β-catenin-Tcf signaling in colon cancer by mutations in
β-catenin or APC. Science 1997, 275:1787–1790.

16. Sunaga N, Kohno T, Kolligs FT, Fearon ER, Saito R, Yokota J: Constitutive
activation of the Wnt signaling pathway by CTNNB1 (β‐catenin)
mutations in a subset of human lung adenocarcinoma.
Genes Chromosomes Cancer 2001, 30:316–321.

17. Uematsu K, He B, You L, Xu Z, McCormick F, Jablons DM: Activation of the
Wnt pathway in non small cell lung cancer: evidence of dishevelled
overexpression. Oncogene 2003, 22:7218–7221.

18. Mazieres J, He B, You L, Xu Z, Lee AY, Mikami I, Reguart N, Rosell R,
McCormick F, Jablons DM: Wnt inhibitory factor-1 is silenced by promoter
hypermethylation in human lung cancer. Cancer Res 2004,
64:4717–4720.

19. Wissmann C, Wild PJ, Kaiser S, Roepcke S, Stoehr R, Woenckhaus M,
Kristiansen G, Hsieh J, Hofstaedter F, Hartmann A, Knuechel R, Rosenthal A,
Pilarsky C: WIF1, a component of the Wnt pathway, is down‐regulated in
prostate, breast, lung, and bladder cancer. J Pathol 2003, 201:204–212.

20. Huang S-MA, Mishina YM, Liu S, Cheung A, Stegmeier F, Michaud GA,
Charlat O, Wiellette E, Zhang Y, Wiessner S, Hild M, Shi X, Wilson CJ,
Mickanin C, Myer V, Fazal A, Tomlinson R, Serluca F, Shao W, Cheng H,
Shultz M, Rau C, Schirle M, Schlegl J, Ghidelli S, Fawell S, Lu C, Curtis D,
Kirschner MW, Lengauer C, et al: Tankyrase inhibition stabilizes axin and
antagonizes Wnt signalling. Nature 2009, 461:614–620.
21. Chen B, Dodge ME, Tang W, Lu J, Ma Z, Fan C-W, Wei S, Hao W, Kilgore J,
Williams NS, Roth MG, Amatruda JF, Chen C, Lum L: Small molecule-
mediated disruption of Wnt-dependent signaling in tissue regeneration
and cancer. Nat Chem Biol 2009, 5:100–107.

22. Smith S, Giriat I, Schmitt A, De Lange T: Tankyrase, a Poly (ADP-Ribose)
Polymerase at Human Telomeres. Science 1998, 282:1484–1487.

23. Chang P, Coughlin M, Mitchison TJ: Tankyrase-1 polymerization of poly
(ADP-ribose) is required for spindle structure and function. Nat Cell Biol
2005, 7:1133–1139.

24. Chang P, Coughlin M, Mitchison TJ: Interaction between poly(ADP-ribose)
and NuMA contributes to mitotic spindle pole assembly. Mol Biol Cell
2009, 20:4575–4585.

25. Lu J, Ma Z, Hsieh J-C, Fan C-W, Chen B, Longgood JC, Williams NS,
Amatruda JF, Lum L, Chen C: Structure-activity relationship studies of
small-molecule inhibitors of Wnt response. Bioorg Med Chem Lett 2009,
19:3825–3827.

26. Karlberg T, Markova N, Johansson I, Hammarström M, Schütz P, Weigelt J,
Schüler H: Structural Basis for the Interaction Between Tankyrase-2 and a
Potent Wnt-Signaling Inhibitor. J Med Chem 2010, 53:5352–5355.

27. Thomas HD, Calabrese CR, Batey MA, Canan S, Hostomsky Z, Kyle S,
Maegley KA, Newell DR, Skalitzky D, Wang L-Z, Webber SE, Curtin NJ:
Preclinical selection of a novel poly(ADP-ribose) polymerase inhibitor for
clinical trial. Mol Cancer Ther 2007, 6:945–956.

28. Gelmon KA, Tischkowitz M, Mackay H, Swenerton K, Robidoux A, Tonkin K,
Hirte H, Huntsman D, Clemons M, Gilks B, Yerushalmi R, Macpherson E,
Carmichael J, Oza A: Olaparib in patients with recurrent high-grade
serous or poorly differentiated ovarian carcinoma or triple-negative
breast cancer: a phase 2, multicentre, open-label, non-randomised study.
Lancet Oncol 2011, 12:852–861.

29. Kummar S, Chen A, Parchment RE, Kinders RJ, Ji J, Tomaszewski JE,
Doroshow JH: Advances in using PARP inhibitors to treat cancer.
BMC Med 2012, 10:25.

30. Freemantle SJ, Dmitrovsky E: Cyclin E transgenic mice: discovery tools for
lung cancer biology, therapy, and prevention. Cancer Prev Res (Phila) 2010,
3:1513–1518.

31. Ma Y, Fiering S, Black C, Liu X, Yuan Z, Memoli VA, Robbins DJ, Bentley HA,
Tsongalis GJ, Demidenko E, Freemantle SJ, Dmitrovsky E: Transgenic cyclin
E triggers dysplasia and multiple pulmonary adenocarcinomas. Proc Natl
Acad Sci USA 2007, 104:4089–4094.

32. Liu X, Sempere LF, Galimberti F, Freemantle SJ, Black C, Dragnev KH, Ma Y,
Fiering S, Memoli V, Li H, DiRenzo J, Korc M, Cole CN, Bak M, Kauppinen S,
Dmitrovsky E: Uncovering growth-suppressive MicroRNAs in lung cancer.
Clin Cancer Res 2009, 15:1177–1183.

33. Guo Y, Chinyengetere F, Dolinko AV, Lopez-Aguiar A, Lu Y, Galimberti F, Ma
T, Feng Q, Sekula D, Freemantle SJ, Andrew AS, Memoli V, Dmitrovsky E:
Evidence for the ubiquitin protease UBP43 as an antineoplastic target.
Mol Cancer Ther 2012, 11:1968–1977.

34. Langenfeld J, Lonardo F, Kiyokawa H, Passalaris T, Ahn MJ, Rusch V,
Dmitrovsky E: Inhibited transformation of immortalized human bronchial
epithelial cells by retinoic acid is linked to cyclin E down-regulation.
Oncogene 1996, 13:1983–1990.

35. Hendriksen J, Jansen M, Brown CM, Van Der Velde H, Van Ham M, Galjart N,
Offerhaus GJ, Fagotto F, Fornerod M: Plasma membrane recruitment of
dephosphorylated β-catenin upon activation of the Wnt pathway. J Cell
Sci 2008, 121:1793–1802.

36. Fuerer C, Nusse R: Lentiviral vectors to probe and manipulate the Wnt
signaling pathway. PLoS One 2010, 5:e9370.

37. Stewart SA, Dykxhoorn DM, Palliser D, Mizuno H, Yu EY, An DS, Sabatini DM,
Chen ISY, Hahn WC, Sharp PA, Weinberg RA, Novina CD: Lentivirus-
delivered stable gene silencing by RNAi in primary cells. RNA 2003,
9:493–501.

38. Tomayko MM, Reynolds CP: Determination of subcutaneous tumor
size in athymic (nude) mice. Cancer Chemother Pharmacol 1989,
24:148–154.

39. Liu X, Sempere LF, Ouyang H, Memoli VA, Andrew AS, Luo Y, Demidenko E,
Korc M, Shi W, Preis M, Dragnev KH, Li H, DiRenzo J, Bak M, Freemantle SJ,
Kauppinen S, Dmitrovsky E: MicroRNA-31 functions as an oncogenic
microRNA in mouse and human lung cancer cells by repressing specific
tumor suppressors. J Clin Invest 2010, 120:1298–1309.

40. Galimberti F, Thompson SL, Liu X, Li H, Memoli V, Green SR, DiRenzo J,
Greninger P, Sharma SV, Settleman J, Compton DA, Dmitrovsky E: Targeting



Busch et al. BMC Cancer 2013, 13:211 Page 15 of 15
http://www.biomedcentral.com/1471-2407/13/211
the cyclin E-Cdk-2 complex represses lung cancer growth by triggering
anaphase catastrophe. Clin Cancer Res 2010, 16:109–120.

41. Dragnev KH, Ma T, Cyrus J, Galimberti F, Memoli V, Busch AM, Tsongalis GJ,
Seltzer M, Johnstone D, Erkmen CP, Nugent W, Rigas JR, Liu X, Freemantle
SJ, Kurie JM, Waxman S, Dmitrovsky E: Bexarotene plus erlotinib suppress
lung carcinogenesis independent of KRAS mutations in Two clinical trials
and transgenic models. Cancer Prev Res (Phila) 2011, 4:818–828.

42. Liu W, Shaver TM, Balasa A, Ljungberg MC, Wang X, Wen S, Nguyen H, Van
den Veyver IB: Deletion of porcn in mice leads to multiple developmental
defects and models human focal dermal hypoplasia (goltz syndrome).
PLoS One 2012, 7:e32331.

43. Ahumada A, Slusarski DC, Liu X, Moon RT, Malbon CC, Wang H: Signaling of
rat Frizzled-2 through phosphodiesterase and cyclic GMP. Science 2002,
298:2006–2010.

44. Chan DW, Chan C-Y, Yam JWP, Ching Y-P, Ng IOL: Prickle-1 negatively
regulates Wnt/beta-catenin pathway by promoting Dishevelled
ubiquitination/degradation in liver cancer. Gastroenterology 2006,
131:1218–1227.

45. Yeh T-YJ, Meyer TN, Schwesinger C, Tsun Z-Y, Lee RM, Chi N-W: Tankyrase
recruitment to the lateral membrane in polarized epithelial cells:
regulation by cell-cell contact and protein poly(ADP-ribosyl)ation.
Biochem J 2006, 399:415–425.

46. Clements WM, Wang J, Sarnaik A, Kim OJ, MacDonald J, Fenoglio-Preiser C,
Groden J, Lowy AM: β-catenin mutation is a frequent cause of Wnt
pathway activation in gastric cancer. Cancer Res 2002, 62:3503–3506.

47. Johnson V, Volikos E, Halford SE, Eftekhar Sadat ET, Popat S, Talbot I,
Truninger K, Martin J, Jass J, Houlston R, Atkin W, Tomlinson IPM, Silver ARJ:
Exon 3 β-catenin mutations are specifically associated with colorectal
carcinomas in hereditary Non-polyposis colorectal cancer syndrome.
Gut 2005, 54:264–267.

48. Wang Y, Krivtsov AV, Sinha AU, North TE, Goessling W, Feng Z, Zon LI,
Armstrong SA: The Wnt/β-catenin pathway is required for the
development of leukemia stem cells in AML. Science 2010, 327:1650–1653.

49. Chung GG, Zerkowski MP, Ocal IT, Dolled-Filhart M, Kang JY, Psyrri A, Camp
RL, Rimm DL: β-Catenin and p53 analyses of a breast carcinoma tissue
microarray. Cancer 2004, 100:2084–2092.

50. Geyer FC, Lacroix-Triki M, Savage K, Arnedos M, Lambros MB, MacKay A,
Natrajan R, Reis-Filho JS: β-Catenin pathway activation in breast cancer is
associated with triple-negative phenotype but not with CTNNB1
mutation. Mod Pathol 2011, 24:209–231.

51. Wu R, Zhai Y, Fearon ER, Cho KR: Diverse mechanisms of β-catenin
deregulation in ovarian endometrioid adenocarcinomas. Cancer Res 2001,
61:8247–8255.

52. Akiri G, Cherian MM, Vijayakumar S, Liu G, Bafico A, Aaronson SA: Wnt
pathway aberrations including autocrine Wnt activation occur at high
frequency in human non-small-cell lung carcinoma. Oncogene 2009,
28:2163–2172.

53. Callow MG, Tran H, Phu L, Lau T, Lee J, Sandoval WN, Liu PS, Bheddah S,
Tao J, Lill JR, Hongo J-A, Davis D, Kirkpatrick DS, Polakis P, Costa M:
Ubiquitin ligase RNF146 regulates tankyrase and axin to promote Wnt
signaling. PLoS One 2011, 6:e22595.

54. Zhang Y, Liu S, Mickanin C, Feng Y, Charlat O, Michaud GA, Schirle M, Shi X,
Hild M, Bauer A, Myer VE, Finan PM, Porter JA, Huang S-MA, Cong F:
RNF146 is a poly(ADP-ribose)-directed E3 ligase that regulates axin
degradation and Wnt signalling. Nat Cell Biol 2011, 13:623–629.

55. Kirchhoff T, Chen Z, Gold B, Pal P, Gaudet MM, Kosarin K, Levine DA,
Gregersen P, Spencer S, Harlan M, Robson M, Klein RJ, Hudis CA, Norton L,
Dean M, Offit K: The 6q22.33 Locus and breast cancer susceptibility.
Cancer Epidemiol Biomarkers Prev 2009, 18:2468–2475.

56. Menachem TD, Laitman Y, Kaufman B, Friedman E: The RNF146 and
ECHDC1 genes as candidates for inherited breast and ovarian cancer in
Jewish Ashkenazi women. Fam Cancer 2009, 8:399–402.

57. Barker N, Clevers H: Mining the Wnt pathway for cancer therapeutics.
Nat Rev Drug Discov 2006, 5:997–1014.

58. Karner CM, Merkel CE, Dodge M, Ma Z, Lu J, Chen C, Lum L, Carroll TJ:
Tankyrase is necessary for canonical Wnt signaling during kidney
development. Dev Dyn 2010, 239:2014–2023.

59. Bao R, Christova T, Song S, Angers S, Yan X, Attisano L: Inhibition of
tankyrases induces axin stabilization and blocks Wnt signalling in breast
cancer cells. PLoS One 2012, 7:e48670.
60. Kirby CA, Cheung A, Fazal A, Shultz MD, Stams T: Structure of human
tankyrase 1 in complex with small-molecule inhibitors PJ34 and XAV939.
Acta Crystallogr Sect F Struct Biol Cryst Commun 2012, 68:115–118.

61. Narwal M, Haikarainen T, Fallarero A, Vuorela PM, Lehtiö L: Screening and
structural analysis of flavones inhibiting tankyrases. J Med Chem 2013,
56:1341–1345.

62. Narwal M, Venkannagari H, Lehtiö L: Structural basis of selective inhibition
of human tankyrases. J Med Chem 2012, 55:1360–1367.

63. Yang Y, Mallampati S, Sun B, Zhang J, Kim S-B, Lee J-S, Gong Y, Cai Z, Sun X:
Wnt pathway contributes to the protection by bone marrow stromal
cells of acute lymphoblastic leukemia cells and is a potential therapeutic
target. Cancer Lett 2013, 333:9–17.

64. Waaler J, Machon O, Tumova L, Dinh H, Korinek V, Wilson SR, Paulsen JE,
Pedersen NM, Eide TJ, Machonova O, Gradl D, Voronkov A, von Kries JP,
Krauss S: A novel tankyrase inhibitor decreases canonical Wnt signaling
in colon carcinoma cells and reduces tumor growth in conditional APC
mutant mice. Cancer Res 2012, 72:2822–2832.

65. Lau T, Chan E, Callow M, Waaler J, Boggs J, Blake RA, Magnuson S,
Sambrone A, Schutten M, Firestein R, Machon O, Korinek V, Choo E, Diaz D,
Merchant M, Polakis P, Holsworth DD, Krauss S, Costa M: A novel tankyrase
small-molecule inhibitor suppresses APC mutation-driven colorectal
tumor growth. Cancer Res 2012, 72:2822–2832.

66. Hsiao SJ, Smith S: Tankyrase function at telomeres, spindle poles, and
beyond. Biochimie 2008, 90:83–92.

67. Lyons RJ, Deane R, Lynch DK, Ye Z-SJ, Sanderson GM, Eyre HJ, Sutherland GR,
Daly RJ: Identification of a novel human tankyrase through its interaction
with the adaptor protein Grb14. J Biol Chem 2001, 276:17172–17180.

68. Nakashima N, Liu D, Huang C, Ueno M, Zhang X, Yokomise H: Wnt3 gene
expression promotes tumor progression in non-small cell lung cancer.
Lung Cancer 2012, 76:228–234.

69. Malanchi I, Santamaria-Martínez A, Susanto E, Peng H, Lehr H-A, Delaloye J-F
, Huelsken J: Interactions between cancer stem cells and their niche
govern metastatic colonization. Nature 2012, 481:85–89.

70. DiMeo TA, Anderson K, Phadke P, Fan C, Feng C, Perou CM, Naber S,
Kuperwasser C: A novel lung metastasis signature links Wnt signaling
with cancer cell self-renewal and epithelial-mesenchymal transition in
basal-like breast cancer. Cancer Res 2009, 69:5364–5373.

71. Casas-Selves M, Kim J, Zhang Z, Helfrich BA, Gao D, Porter CC, Scarborough
HA, Bunn PA, Chan DCF, Tan AC, DeGregori J: Tankyrase and the canonical
Wnt pathway protect lung cancer cells from EGFR inhibition. Cancer Res
2012, 72:4154–4164.

doi:10.1186/1471-2407-13-211
Cite this article as: Busch et al.: Evidence for tankyrases as
antineoplastic targets in lung cancer. BMC Cancer 2013 13:211.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Murine transgenic lung tissues
	Gene expression microarray analyses
	Paired human-malignant lung tissues
	Semiquantitative real time RT-PCR assays
	Cell culture
	Reagents
	Proliferation, clonogenicity, and washout studies
	Immunoblot analyses
	Transient transfection assays
	Lentivirus production, stable infections, and luciferase assays
	In vivo tumorigenicity studies
	Statistics

	Results
	The Wnt pathway and TNKS 1 and 2 are deregulated in lung cancer
	Antiproliferative effects of TNKS inhibitors in lung cancer cells
	TNKS inhibitors act as canonical Wnt pathway inhibitors in lung cancer
	siRNA-mediated repression of TNKS1 and TNKS2 in cancer cell lines
	Rescue of TNKS inhibitor growth effects by activated β-catenin
	shRNA repression of TNKS1 and TNKS2 has antineoplastic activity

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References

