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ABSTRACT

APC (80-90%) and K-Ras (40-50%) mutations frequently occur in human 
colorectal cancer (CRC) and these mutations cooperatively accelerate tumorigenesis 
including metastasis. In addition, both β-catenin and Ras levels are highly increased 
in CRC, especially in metastatic CRC (mCRC). Therefore, targeting both the Wnt/β-
catenin and Ras pathways could be an ideal therapeutic approach for treating mCRC 
patients. In this study, we characterized the roles of KY1022, a small molecule that 
destabilizes both β-catenin and Ras via targeting the Wnt/β-catenin pathway, in 
inhibiting the cellular events, including EMT, an initial process of metastasis, and 
apoptosis. As shown by in vitro and in vivo studies using APCMin/+/K-RasG12DLA2 
mice, KY1022 effectively suppressed the development of mCRC at an early stage of 
tumorigenesis. A small molecular approach degrading both β-catenin and Ras via 
inhibition of the Wnt/β-catenin signaling would be an ideal strategy for treatment 
of mCRC.

INTRODUCTION

Colorectal cancer (CRC) is one of the most commonly 
diagnosed cancers in the world [1]. Although early 
diagnosis and the development of chemotherapies have 
increased survival rates of CRC patients, metastasis is still 
a critical event that renders CRC a lethal disease. In CRC, 
Adenomatos polyposis (APC) and K-Ras mutations, which 
have been observed at frequencies as high as 90% and 40-
50%, respectively, are major causes of CRC [2–4]. The Wnt/
β-catenin and Ras-ERK pathways closely interact during 
tumorigenesis although the mechanism is poorly understood 
[5–11]. Stabilization of mutant K-Ras protein (MT-K-Ras) 
in CRC cells harboring both APC and K-Ras mutations 
results in liver metastasis with cancer stem cell activation via 
strong secondary activation of the Wnt/β-catenin signaling 
through the MEK-ERK pathway in addition to the initial 
activation by APC loss [9, 10]. Aberrant Wnt/β-catenin and 
Ras signaling decrease E-cadherin expression, a hallmark 
of epithelial-mesenchymal transition (EMT), conferring 

cell motility and invasiveness [12–14], and synergistically 
increases the invasion capacity of small intestinal tumors in 
mice harboring the APC and K-Ras mutations [6]. Therefore, 
therapies targeting both Wnt/β-catenin and Ras signaling 
would be an ideal approach for inhibiting CRC metastasis. 
However, no therapeutic agent targeting the Wnt/β-catenin 
pathway is available for clinical use.

Recently, selective targeting of oncogenic proteins via 
degradation has been suggested as an ideal approach for the 
development of anti-cancer drugs [15]. Therefore, β-catenin 
and Ras, which are aberrantly stabilized in CRC, could serve 
as good targets for the development of anti-CRC drugs. 
Based on our studies, which identified the mechanism of 
Ras degradation via inhibition of the Wnt/β-catenin pathway 
[7, 16, 17], we recently identified and characterized small 
molecules destabilizing both β-catenin and Ras by screening 
a library of chemicals that inhibit the Wnt/β-catenin pathway 
[18]. KY1220 and its functionally improved analog 
KYA1797K specifically bind to the RGS domain of Axin, 
activate GSK3β via a conformational change enhancing 
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β-catenin complex assembly, and subsequently degrade 
both β-catenin and Ras via proteasomal degradation [18]. 
KYA1797K suppressed the formation and growth of CRCs 
harboring APC and K-Ras mutations as shown by both in 
vitro and in vivo studies [18]. However, the effect of these 
small molecules destabilizing both β-catenin and Ras on 
metastasis is unknown.

In this study, we identified that KY1022 as the most 
effective anti-metastatic drug suppressing the motility 
and growth of CRC cells among the small molecules that 
efficiently degrade both β-catenin and Ras via targeting the 
Wnt/β-catenin pathway [18]. Destabilization of β-catenin 
and Ras by KY1022 was achieved by a different mode of 
action with KY1797K. KY1022 significantly inhibited 
EMT in CRC cells harboring APC and K-Ras mutations and 
APCMin/+/K-RasG12DLA2 hybrid mice. Our study suggests that 
destabilization of β-catenin and Ras via targeting Wnt/β-
catenin pathway could be an effective approach for treating 
mCRC patients harboring APC and K-Ras mutation.

RESULTS

Both β-catenin and Ras protein levels are 
highly increased in tumor budding regions of 
human adenocarcinoma, and KY1022, a small 
molecule that degrades both β-catenin and Ras 
via targeting the Wnt/β-catenin signaling, is 
identified as an inhibitor of migration of LoVo 
CRC cells

Wnt/β-catenin signaling pathway plays critical roles 
in the formation of metastasis-related tumor budding, which 
is often observed in colon adenocarcinoma as forms of a 
single cell or small cluster of cells [19–22]. Interestingly, 
we observed that β-catenin as well as Ras protein level was 
increased in tumor buddings compared with adenocarcinoma 
and metastatic adenocarcinoma regions where these two 
proteins were stabilized than normal mucosa [7, 18] 
(Figure 1A and 1B). Moreover, β-catenin and Ras proteins 

Figure 1: Both β-catenin and Ras levels are increased in adenocarcinoma, metastatic adenocarcinoma and tumor 
budding in colon cancer. TMA specimens of normal mucosa, adenocarcinoma, metastatic adenocarcinoma, or tumor buddings were 
subjected to the IHC analyses by using β-catenin or Ras antibody followed by 3, 3'-diaminobenzidine (DAB) staining. A. Representative 
image of IHC analyses for β-catenin and Ras in normal tissues and at different stages of colorectal tumorigenesis. Boxes indicate the 
enlarged areas. Scale bar= 50μm. B., D. Quantitative analyses of positive signal were performed by comparing the H-Scores of staining for 
β-catenin and Ras in TMA samples. Normal Mucosa (n=2), Adenocarcinoma (n=26), Metastatic adenocarcinoma (n=24), Tumor budding 
(n=7). C. Representative images of IHC analyses for β-catenin and Ras in tumor budding compared with a neighboring adenocarcinoma in 
colon cancer TMA samples. The yellow boxes represent enlarged in the right panel. Scale bar= 50μm. D. Quantitative analysis for β-catenin 
and Ras was performed by comparing tumor budding with neighboring adenocarcinoma based on H-Score (n=10). Two-sided Student t test 
was used to determine statistical significance using GraphPad Prism5 Software. Error bars represent 95% confidence intervals.
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were even more increased in tumor buddings compared 
with paired neighboring tumors (Figure 1C). Quantitative 
analyses using tumor buddings (n=10) showed that β-catenin 
as well as Ras protein was increased in tumor buddings 
which express strong and uniform nuclear β-catenin [19] 
(Figure 1D). Since tumor budding is involved in EMT [19, 
21, 22], we aimed to investigate the therapeutic effects of 
the compounds destabilizing β-catenin and Ras on motility 
of CRC cells. Three compounds (KY1022, KY0005 and 
KY2134) which significantly inhibit the migration ability of 
LoVo CRC cells harboring both APC and K-Ras mutations 
were identified (Figure 2A). Among these compounds, 
KY1022 significantly inhibited the cell motility (Figure 2A), 
reduced the levels of both β-catenin and Ras (Supplementary 
Figure S1A), and inhibited the growth and transformation 
of LoVo cells (Supplementary Figure S1B and S1C). The 

structure of KY1022 consists of a thieno [2, 3-d] pyrimidine 
core, substituted by a secondary butyl amino group at 
position 4 and a 4-methoxyphenyl group at position 5 
(Figure 2B). KY1022 dose-dependently inhibited the 
TOPflash reporter activity induced by Wnt3a-conditioned 
medium with an IC50 value of 0.5 μM (Figure 2C). KY1022 
also efficiently reduced both β-catenin and pan-Ras 
stabilization by Wnt3a (Supplementary Figure S2A) with 
increased phosphorylations of β-catenin at S33 and S37 via 
the activation of GSK3β as evidenced by its phosphorylation 
at Y216 (Figure 2D). KY1022 also augmented β-catenin 
binding affinities of APC, Axin, GSK3β, and β-transducin 
repeats-containing protein (β-TrCP) and also increased 
GSK3β-mediated phosphorylations of Ras at Thr-144 and 
-148 (Figure 2D), which are required for degradation of 
Ras via Wnt/β-catenin signaling [7]. In addition, KY1022 

Figure 2: Identification of KY1022, a small molecule that degrades both β-catenin and Ras via targeting Wnt/β-catenin 
signaling, as an inhibitor of cell motility in LoVo CRC cells. A. The inhibition effect of cell motility of each compounds was 
measured by monitoring cell migration using real-time imaging. LoVo cells were grown until confluent, scratched, and treated with each 
compound. After 18 hours, images were captured from the video file (upper panel) and quantified (bottom panel). B. Structure of KY1022. 
C. An inhibition curve for determining the IC50 of KY1022 for Topflash activity. HEK293 reporter cells were grown and incubated with 
various concentrations of KY1022 in Wnt3a-conditioned media (Wnt3a-CM) for 24 hours before harvesting for the measurement of 
TOPflash activity. D. Immunoblots of immunoprecipitation (IP) with β-catenin or pan-Ras. HEK293 cells were treated with ALLN with or 
without KY1022 (20 μM) for 12 hours, and whole cell lystates (WCLs) were immunoprecipitated with β-catenin or pan-Ras antibody. E. 
Immunoblots of polyubiquitin-dependent proteasomal degradation of β-catenin and pan-Ras. HEK293 cells were transfected with Flag-Ub 
and then treated with the proteasomal inhibitor MG132 (20 μM) with KY1022 (0, 5 or 20 μM). F. Immunoblots of WiDR, DLD-1, HCT15, 
SW480 or LoVo cells treated with KY1022 (0, 5 or 20 μM). G. HEK293 cells were transfected with either pDEST40-axin1-V5 (WT) or 
the plasmid harboring mutated axin genes (ΔRGS or K147A) with V5 tag. After 24 hours, the cells were treated with KY1022 (20 μM) or 
KYA1797K (25 μM) for 24 hours. (D-G). Immunoblotting was performed using the indicated antibodies.
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increased the polyubiquitination of both β-catenin and 
Ras (Figure 2E) without changing their mRNA levels 
(Supplementary Figure S2B). Both β-catenin and Ras were 
reduced by KY1022 treatment in various CRC cell lines 
(WiDR, DLD-1, HCT15, SW480, and LoVo) expressing 
either wild-type or mutant K-Ras (Figure 2F). KY1022 
inhibited the activities of the Ras downstream kinases ERK 
and Akt in HEK293 cells transiently expressing WT K-Ras 
or MT K-RasG12D (Supplementary Figure S3A) as well 
as in SW480 and LoVo human CRC cell lines harboring 
K-RasG12V and K-RasG13D, respectively (Supplementary 
Figure S3B). However, β-catenin and Ras were not degraded 
by KY1022 in HCT116 cells harboring non-degradable 
β-catenin mutant (Supplementary Figure S3B) similar to the 
effect of previously identified small molecule KYA1797K 
[18]. However, unlike with KYA1797K which functions via 
binding to RGS domain of axin [18], KY1022 decreased the 
β-catenin and Ras in HEK293 cells expressing KYA1797K 

binding mutants of axin (ΔRGS, K147A) (Figure 2G). 
Moreover, KY1022 increased the amount of APC co-
immunoprecipitated with β-catenin (Figure 2D), whereas 
KYA1797K did not change this affinity [18]. Overall, 
KY1022 represents a new class of a compound degrading 
both β-catenin and Ras via targeting Wnt/β-catenin 
signaling, and inhibits the migration of CRC cells.

KY1022 induces apoptosis as well as growth 
inhibition of CRC cells harboring APC and 
K-Ras mutations

Wnt/β-catenin and Ras signaling pathways are 
important in the regulation of proliferation and apoptosis 
in CRC cells. KY1022 effectively inhibited the growth 
of SW480 and LoVo CRC cells harboring APC and 
K-Ras mutations (Figure 3A and 3B) and reduced level 
of proliferating cell nuclear antigen (PCNA) (Figure 

Figure 3: Effects of KY1022 on the growth and apoptosis of CRC cells harboring APC and K-Ras mutations. SW480 
and LoVo cells cultured and 20 μM of KY1022 was treated. A.-B. MTT assay was performed to determine the effect of KY1022 on cell 
growth in SW480 (A) or LoVo (B). C. Immunoblots of WCLs of SW480 or LoVo cells cultured with or without KY1022 for 72 hours. 
Immunoblotting was performed using indicated antibodies. D.-E. Flow cytometry analyses of SW480 (D) or LoVo (E) cells stained with PI 
and annexin ν using BD AccuriTM flow cytometer and F.-G. Percentage of early apoptotic cells expressing annexin ν and not expressing PI 
were quantified. H.-I. Cysteine-aspartic acid protease-3 (caspase-3) activity were measured. (F-I). Data represent the mean ± s.d. (n=3). *P 
< 0.05, **P < 0.005, ***P < 0.001 based on the Student’s t test between control and each sample, respectively.
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3C). We tested the effect of KY1022 on the apoptosis of 
CRC cells due to the involvement of the Wnt/β-catenin 
and Ras signaling pathways in the regulation of apoptosis 
[23–25]. As shown by flow cytometry analysis, KY1022 
significantly increased the number of early apoptotic 
cells expressing annexin v, but not propidium iodide (PI) 
(Figure 3D–3G) and enhanced the Caspase-3/7 activity 
in SW480 and LoVo CRC cells (Figure 3H and 3I). The 
apoptosis inducing effect of KY1022 was confirmed by 
an increase in the level of Poly ADP ribose polymerase 
(PARP), an apoptosis marker (Figure 3C). Although 
growth inhibition by KY1022 was significant in SW480 
and LoVo cells harboring APC and K-Ras mutations, we 
only observed weak growth inhibitory effect of KY1022 
on normal colonic fibroblast CCD18-CO and HEK293 cells 
(Supplementary Figure S4), indicating a specific or at least 

preferential effect of KY1022 in the suppression of CRC 
cells specifically harboring APC and K-Ras mutations.

KY1022 attenuates tumorigenesis of APCMin/+/K-
RasG12DLA2 compound mice

We next tested the effect of KY1022 on small 
intestinal tumorigenesis in the APCMin/+/K-RasG12DLA2 
compound mouse model [9, 18]. KY1022 effectively 
inhibited tumor formation by 73.59% with a significant 
decrease in the sizes of its small intestinal tumors in 
APCMin/+/K-RasG12DLA2 mice (Figure 4A–4C). The growth 
inhibitory effect of KY1022 has been confirmed using 
primary tumor cells from small intestinal tumor of APCMin/+/
K-RasG12DLA2 mice (Figure 4D). Immunohistochemical 
(IHC) analysis of small intestinal tumors of APCMin/+/K-
RasG12DLA2 mice showed significant decrease in the levels of 

Figure 4: Effects of KY1022 on small intestinal tumorigenesis of ApcMin/+/K-RasG12DLA2. Five week old C57BL/6J-ApcMin/+/
K-RasG12DLA2 mice (n=6) were treated with KY1022 (25 mg/kg) or vehicle every day by intraperitoneal (i.p.) injection for 8 weeks. A. 
Swiss roll images of vehicle or KY1022 treated small intestines of C57BL/6J-ApcMin/+/K-RasG12DLA2 were stained by H&E and captured 
by a Nikon SMZ 745T. The scale bar indicates 5 mm (upper panel) 1 mm and (bottom panel). B.-C. Tumor incidences (B) and sizes (C) 
were quantified. Small, medium and large tumors were classified based on diameter as being under 1 mm, between 1 mm and 3 mm, over 
3 mm respectively. D. Intestinal tumor cells from ApcMin/+/K-RasG12DLA2 mice were cultured in N2 medium containing ENR condition. 
One day after seeding, cells were treated with KY1022 (20 μM) for 9 days. Growth curves were measured at 0, 1, 6, 10 day by cell titter 
assay. Fresh medium with or without KY1022 was changed every 2 days. E. The expression of β-catenin (left) and pan-Ras (middle) of the 
intestinal tumor sections were evaluated by IHC. Nuclei were counterstained with DAPI. Scale bar = 20 μm. Images were captured using an 
LSM700 (Zeiss) confocal microscope. T, tumor area, NT, non-tumor area. F. IHC analysis of PCNA in small intestinal tumors of KY1022 
or vehicle injected ApcMin/+/K-RasG12DLA2. Scale bar = 10 μm. Representative images were captured by microscope (LSM700, Carl zeiss) 
confocal microscope (left). Quantified data (right). G. The effect of KY1022 on small intestinal tumors in ApcMin/+/K-RasG12DLA2 mice were 
analyzed by IHC using cleaved PARP antibody. Representative images were captured by confocal microscopy (LSM700, Carl zeiss) (left), 
and quantified (right). (F-G). Two-sided student t test was used to determine statistical significance using GraphPad Prism5 Software. Data 
represent mean ± s.d. (n=3). *P < 0.05, **P < 0.005, ***P < 0.001. Two sided Student’s t test was used to determine statistical significance.
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nuclear and cytosolic β-catenin as well as those of cytosolic 
and membraneous Ras by KY1022 treatment (Figure 4E). 
KY1022 injection decreased the number of proliferating 
cells in the small intestinal tumors of APCMin/+/K-RasG12DLA2 
mice by 72% (Figure 4F). In addition, KY1022 injection 
effectively induced apoptosis in small intestinal tumor cells 
of APCMin/+/K-RasG12DLA2 mice as shown by a 6.8-fold 
increase in the cells shown PARP cleavage upon KY1022 
treatment (Figure 4G). Taken together, KY1022 effectively 
suppresses the initiation and growth of tumors caused by 
APC and K-Ras mutations with significant the increase in 
apoptosis and a decrease in proliferation.

KY1022 inhibits the EMT, motility and invasion 
of D-WT and D-MT cells

Tumor budding which has highly enriched β-catenin 
and Ras protein is associated with EMT (Figure 1). Therefore, 
we tested the effect of KY1022, which destabilizes these 
two proteins, on EMT. First, we investigated the effects 

of destabilization of both β-catenin and Ras by KY1022 
on EGF- and bFGF-mediated morphological changes in 
Madin–Darby canine kidney (MDCK) cells. Upon treatment 
with both EGF and bFGF, MDCK cells underwent a 
morphological change to an elongated fibroblastic cell shape 
which is an indicative feature of EMT. All of these changes 
were abrogated by treatment with KY1022 and the cell 
morphology was altered to a cobblestone like appearance 
(Supplementary Figure S5). Mutations in K-Ras have been 
associated with EMT and insensitiveness to EFGR mAbs 
such as cetuximab which are often prescribed for treatment 
of mCRC patients [26–28]. Therefore, we tested whether 
KY1022 suppresses the metastatic phenotypes in the 
isogenic DLD-1 harboring wild-type (WT) and mutant (MT) 
K-Ras, D-WT and D-MT cells, respectively [29]. KY1022 
significantly inhibited the EMT as evidenced by an increase 
in E-cadherin and a decrease in vimentin in both D-WT and 
D-MT cells, respectively (Figure 5A and 5B). The inhibitory 
effect of KY1022 on EMT in D-WT and D-MT cells was 
confirmed by immunoblotting analyses (Figure 5C and 5D). 

Figure 5: Effects of KY1022 on EMT, motility and invasion in K-Ras WT and MT cells. D-WT or D-MT cells were grown in 
RPMI medium containing EGF (20 ng/mL) and treated with KY1022 (20 μM) in D-WT or D-MT cells. A.-B. ICC analyses of E-cadherin 
(red) and vimentin (green) in D-WT (A) and D-MT Cells (B) KY1022 or DMSO treatment and analyzed by a confocal microscope 
(LSM700, Carl zeiss). Cell nuclei were stained with DAPI. Scale bars = 20 μm. C.-D. Immunoblot analyses of WCLs from D-WT (C) or 
D-MT (D) were performed using the indicated antibodies. E. -F. Single-cell migratory behavior was monitored using real-time imaging 
microscopy (Eclipse ti, Nikon) at least five independent times using D-WT (E) and D-MT (F) cells, Collagen coating was used for single 
cell migration assay. Data represent mean ± s.d. (n=5). G.-H. invasion assay was performed using matrigel coated chambers. D-WT (G) 
and D-MT (H) cells invaded through the matrigel were stained with 0.25% crystal violet. Representative images were captured by Nikon 
TE2000U (upper), and the total number of invaded cells is quantitated (bottom). (E-H). Data represent mean ± s.d. (n=5). *P < 0.05, **P 
< 0.005, ***P < 0.001 based on two sided Student’s t test between control and each sample, respectively.
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Furthermore, KY1022 effectively suppressed the motility 
and invasion capacities in both D-WT and D-MT cells 
(Figure 5E–5H). Overall, KY1022 significantly suppressed 
the EMT and consequently the cell motility and invasion 
capacities regardless of K-Ras mutation status.

KY1022 inhibits actin rearrangement and 
suppresses the motility and invasion abilities 
of CRC cells harboring both APC and K-Ras 
mutations

Since EMT is involved in actin rearrangement, we 
tested whether KY1022 inhibits the actin rearrangement 
of migratory LoVo colon adenocarcinoma cells derived 

from metastatic tumor nodules. The migratory LoVo cells 
formed stress fibers with the formation of filopodia beyond 
the leading edge of lamellipodia. However, actin bundles 
were concentrated in the peri-nucleus and cytoplasm 
with no stress fibers and filopodia formed around the 
cell periphery in cells treated with KY1022 (Figure 6A). 
The wound healing capacity of LoVo cells was reduced 
by KY1022 in a dose-dependent manner, as measured 
by real time imaging (Figure 6B). The inhibitory effects 
of KY1022 on the migration and invasion properties of 
LoVo cells were confirmed by the chamber migration and 
matrigel invasion assays, respectively (Figure 6C and 6D). 
Inhibition of cell migration and invasion by KY1022 may 
occur via inhibition of both the Ras-ERK and Ras-Akt 

Figure 6: KY1022 inhibits actin rearrangement and suppresses the motility and invasion capabilities of CRC cells harboring 
APC and K-Ras mutations. A. LoVo cells were grown and treated with either DMSO or KY1022 (20 μM), and cells were stained with 
phalloidin (green) and counterstained with DAPI (blue). Arrows indicate with L: lamellipodia, S: stress fiber, F: filopodia. Scale bars= 20 μm. 
B. Cells were grown in collagen coated dishes, and confluent cells were scratched and cell migratory behavior was monitored using real-time 
imaging. EGF (20 ng/mL) were used as chemoattractant. Data represent mean ± s.d. (n=3). C. LoVo cells treated with DMSO or KY1022 (20 
μM) were subjected to Transwell migration assays. EGF (20 ng/mL) was used as chemoattractant. Data represent mean ± s.d. (n=3). D. Effect 
of KY1022 on the invasion assay using Matrigel-coated chambers. LoVo cells were seeded on matrigel-coated chambers. DMSO or KY1022 
treated cells that invaded through the matrigel chambers were stained with 0.25% crystal violet. Representative images were captured (upper), 
the cells were counted from three independent experiments (bottom). Scale bars, 250 μm. EGF (20 ng/mL) was treated as a chemoattractant. 
Data represent mean ± s.d. (n=3). E. Immunoblot analyses of WCLs of LoVo cells treated with or without KY1022 (20 μM) using indicated 
antibodies. For GTP-Rac measurement, cell lysates were incubated with GST-PAK-CD, pulled-down, and analyzed by immunoblotting with 
an anti-Rac1 antibody. F.-G. Immunoblot analyses using WCLs of DLD1 cells stably expressing WT β-catenin, S33Y β-catenin, WT K-Ras, 
or T144/148A K-Ras treated with KY1022 (20 μM) with the indicated antibodies. H.-I. Effect of KY1022 on single cell migration ability was 
evaluated using DLD1 cells stably expressing WT β-catenin, S33Y β-catenin, WT K-Ras, or T144/148A K-Ras by real-time imaging. Migration 
distances were quantified. Experiments were performed five independent times. Data represent the mean ± s.d. (n=5). *P < 0.05, **P < 0.005, 
***P < 0.001 by two sided Student’s t test was used to determine statistical significance.
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pathways [30–32]. To clarify whether the inhibition effect 
of KY1022 on cell migration depends on the destabilization 
of β-catenin and Ras, we used 4 different DLD-1 cell lines 
stably expressing either WT β-catenin or WT K-Ras, and 
S33Y β-catenin or T144/148A K-Ras which abolish the 
degradation of β-catenin and Ras due to the mutations 
at their GSK3β-mediated phosphorylation sites [7]. The 
motilities of DLD1 cells expressing degradable β-catenin 
and K-Ras were efficiently inhibited by KY1022 (Figure 
6F–6I), but this inhibitory effect was abolished in DLD1 
cells stably overexpressing non-degradable S33Y β-catenin 
regardless of K-Ras mutational status (Figure 6F and 
6H). DLD-1 cells overexpressing non-degradable K-Ras 
(T144/148A), in which WT β-catenin is degraded by 
KY1022 (Figure 6G), showed only a partial inhibitory 
effect on cell migration by KY1022 (Figure 6I). Therefore, 
the inhibitory effect of KY1022 on cell migration depends 
on the degradation of both β-catenin and Ras.

KY1022 suppresses the EMT in small intestinal 
tumors of APCMin/+/K-RasG12DLA2 mice

The enhancement of invasive properties in small 
intestinal tumors with a decreased E-cadherin expression 
was reported in mice with APC and K-Ras mutations [6]. 
We also observed invasions of small intestinal tumors 
with a significant reduction in E-cadherin expression 
in APCMin/+/K-RasG12DLA2 mice. In small intestinal 
tumors of APCMin/+ mice, E-cadherin was only mildly 
reduced, and invasions were not observed in APCMin/+ 
mice (Supplementary Figure S6A and S6B). However, 
intraperitoneal injection of KY1022 significantly 
increased and decreased the expressions of E-cadherin 
and vimentin, respectively, in APCMin/+/K-RasG12DLA2 
mice (Figure 7A and 7B). Immunoblotting analysis 
also showed effective inhibition of the EMT phenotype 
by KY1022, with decreased levels of β-catenin, pan-

Figure 7: Effects of KY1022 on intra-tumor EMT in the small intestine of ApcMin/+/K-RasG12DLA2 mice. Five-week old 
male C57BL/6J-ApcMin/+/K-RasG12DLA2mice (N=6) were injected i.p. with either KY1022 (25 mg/kg) or vehicle every day for 8 weeks A.-
B. Formalin-fixed 4 μm paraffin sections of the mouse small intestine treated with either vehicle or KY1022 (25 mg/kg) were evaluated 
by IHC using by E-cadherin (red) and Vimentin (green) antibodies. Nuclei were counterstained with DAPI. Scale bar = 100 μm (A), 
Bottom scale bar = 50 μm (B), respectively. Images were captured using confocal microscopy (LSM700, Carl zeiss). T, tumor area, NT, 
Non-tumor area. C. Immunoblot analyses using WCL of small intestinal tumors of from ApcMin/+/K-RasG12DLA2 mice treated with either 
vehicle or KY1022 (25 mg/kg) Immunoblotting was were performed using the indicated antibodies. D. Small intestinal tumor cells of 
ApcMin/+/K-RasG12DLA2 were grown in matrigel 3D culture and E-cadherin expression was evaluated by ICC using tumor cells treated 
with either DMSO or KY1022 (20 μM) treated tumor cells. Nuclei were counterstained DAPI. The scale bars represent 200 μm (upper 
panel) and 50 μm (bottom panel), respectively. Representative images were captured using a confocal microscopy (LSM 700, Carl zeiss) 
confocal microscope. E. H&E images of vehicle or KY1022 treated small intestinal tumors of 12-week-old ApcMin/+/K-RasG12DLA2 mice 
were captured by microscopy (SMZ 745T, Nikon). Arrow indicates tumor invasion into submucosa. Scale bar = 1mm. F. H&E images of 
vehicle treated invasive tumors from ApcMin/+/K-RasG12DLA2 mice. Scale bar represents 100 μm (left) and 50 μm (right). MP, muscularis 
propria, Se, serosa. G. Four-micrometer tissue sections from invasive tumors of ApcMin/+/K-RasG12DLA2 mice were analyzed by IHC using 
the β-catenin and E-cadherin antibodies. Nuclei were counterstained with DAPI.



Oncotarget81735www.impactjournals.com/oncotarget

Ras, K-Ras, p-ERK, and p-AKT in the small intestinal 
tumors of APCMin/+/K-RasG12DLA2 mice (Figure 7C). The 
increase in E-cadherin by KY1022 was also confirmed 
by using tumor cells derived from small intestinal 
tumors of APCMin/+/K-RasG12DLA2 mice (Figure 7D). 
Since the EMT phenomenon is associated with increased 
tumor invasiveness [6], we further investigated the 
effect of KY1022 on tumor invasion in APCMin/+/K-
RasG12DLA2 mice. Tumor invasions, which occurred 
in APCMin/+/K-RasG12DLA2 mice were not observed in 
KY1022 injected APCMin/+/K-RasG12DLA2 mice (Figure 
7E), whereas tumors of vehicle injected APCMin/+/K-
RasG12DLA2 mice invaded to the submucosa and 
musculoris propria regions (Supplementary Figure S6B; 
Figure 7F). In addition, the epithelial origin of invasive 
tumors in vehicle injected APCMin/+/K-RasG12DLA2 mice 
was confirmed, as they stained tumor marker β-catenin 
and the epithelial cell marker E-cadherin (Figure 7G). 
Taken together, KY1022 effectively inhibited APC and 
K-Ras mutation driven intra-tumor EMT and following 
tumor invasion in APCMin/+/K-RasG12DLA2 mice.

DISCUSSION

Aberrant activations of the Wnt/β-catenin and Ras 
signaling pathways play pivotal roles in EMT which 
triggers dissemination and budding of CRC cells, leading 
the primary tumor to distant sites such as the liver and 
lung. EMT is proposed as a critical mechanism for the 
acquisition of the malignant phenotype and confers 
motility and invasiveness to CRC cells during the initial 
stage of metastasis [33, 34], indicating that inhibition 
of EMT could be an ideal strategy for the suppression 
of progression and metastasis of CRC. EMT is 
histopathologically represented by the presence of tumor 
budding which retains aberrant Wnt/β-catenin signaling 
[19, 21, 22]. We previously observed that both Ras and 
β-catenin were increased in primary tumors compared 
with normal mucosa [7, 18]. Here, we observed that the 
levels of these two proteins were highly enriched in tumor 
buddings and were even higher than those observed in 
primary tumors. Recent studies have shown that small 
hair pin RNA-mediated knock down of mutant K-Ras 
significantly suppressed cell motility and invasiveness 
with increased E-cadherin expression in several cancer 
types including CRC [35–37]. In addition, selective 
degradation of specific oncogenic proteins has been 
indicated as an approach for anti-cancer therapy [15]. 
Therefore, reduction of β-catenin and Ras levels which 
are increased in CRC especially at tumor buddings could 
be an effective approach to inhibit metastatic CRC.

In this study, we identified KY1022 as a 
compound that most effectively inhibited the migration 
of LoVo cells among the compounds degrading both 
β-catenin and Ras via targeting Wnt/β-catenin pathway 
[18]. KY1022 significantly inhibited EMT phenotype 

both in vitro and in vivo resulting in the suppression 
of tumor invasions in small intestinal tumors of 
APCMin/+/K-RasG12DLA2 mice. The inhibitory effects of 
KY1022 on the migration and invasion of CRC cells 
harboring APC and K-Ras mutation correlated with its 
ability to inhibit the formation of stress fibers and the 
localization of lamellipodia and filopodia at the leading 
edge of migratory LoVo cells. KY1022 decreased the 
cell motility via destabilization of both β-catenin and 
Ras as shown by experiments with DLD-1 cells stably 
expressing non-degradable K-Ras mutant (Thr-144 and 
-148) or β-catenin mutant (S33Y). These results indicate 
that KY1022 effectively suppressed APC and K-Ras 
mutation-mediated EMT of CRC cells.

Overall, we identified and characterized a small 
molecule inhibiting the initiation and progression of 
mCRC. We specifically characterized the inhibitory effects 
of KY1022 at the early stage development of mCRC by 
suppressing the motility and invasiveness of cancer cells. 
Based on our recent identification that APC and K-Ras 
mutations synergistically enhance liver metastasis of CRC 
cells via stabilization of both β-catenin and Ras [9], small 
molecules destabilizing both β-catenin and Ras could be 
an effective therapeutic strategy to prevent metastasis to 
secondary organ. The apoptosis inducing effect of KY1022 
on CRC would provide an added benefit in treating CRC. 
Further investigation of the inhibitory effects of KY1022 
or its functionally improved analogs on metastases in 
association with cancer stem cell activations could lead 
to development of new drugs treating metastatic cancers 
and recurrences driven by aberrant activations of Wnt and 
Ras pathways.

MATERIALS AND METHODS

Cell culture, transfection and drug treatment

HEK293 cells, human CRC cells (LoVo, HCT15, 
and SW480), and CCD18-Co cells were obtained 
from the American Type Culture Collection (ATCC, 
Manassas, VA). Isogenic human DLD-1 CRC cell lines 
expressing either WT or MT K-Ras (D-WT and D-MT 
cells, respectively) were provided by B. Vogelstein (Johns 
Hopkins OncologyCenter) [29]. HEK293 reporter cell 
harboring the chromosomally incorporated TOPflash 
gene was provided by Dr. S. Oh (Kuk Min University, 
Seoul, Korea). HEK293 cells, HEK293 reporter cells and 
LoVo cells were cultured in DMEM containing 10% FBS. 
CCD18-Co cells were grown in DMEM supplemented 
with 20% FBS. SW480, HCT15, DLD1 cells were 
maintained in RPMI1640 medium (Gibco). For EMT 
experiments, D-WT and D-MT cells were maintained 
in DMEM containing 10% FBS and EGF (20 ng/mL). 
L-CM and Wnt3a-CM were prepared as previously 
described [38]. Lipofectamine2000 (Invitrogen) was used 
for plasmid transfection, according to the manufacturer’s 
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instructions. ALLN (25 μg/mL sigma-Aldrich), MG132 
(20 μM; AMRESCO) were added to media to inhibit 
protein degradation. All chemicals were dissolved in 
dimethyl sulfoxide (DMSO; Sigma-Aldrich) for the in 
vitro studies.

Immunoblotting

Cells were washed with ice-cold PBS and lysed 
with radio immunoprecipitation assay (RIPA) buffer [150 
mM NaCl, 10 mM Tris pH 7.2, 0.1% sodium dodecyl 
sulfate, 1% Triton X-100, 1 % sodium deoxycholate, 
5 mM ethylenediaminetetraacetic acid (EDTA)]. 
Proteins (10-20 μg) were separated using an 10-12% 
sodium dodecyl sulfate (SDS) polyacrylamide gel and 
transferred to a nitrocellulose membrane (Whatman). 
After blocking with 5% skim milk in tris buffered 
saline (TBS) containing 0.1% Tween20 (Sigma) for 2 
hours, the membrane was incubated with the following 
primary antibodies: anti-β-catenin (BD bioscience), 
anti-pan-Ras monoclonal (Millipore), anti-K-Ras 
(Santa Cruz Biotechnology), anti-c-Myc (Santa Cruz 
Biotechnology), anti-APC (santa Cruz Biotechnology), 
anti-axin (Cell signaling Technology), anti-GSK3β (Cell 
signaling), Anti-p-GSK3β (Y216; BD Bioscience) anti-
β-TrCP (Cell Signaling Technology), anti-p-β-catenin 
(S33/37/T41; cell signaling Technology), anti-p-ATF-2 
(Cell Signaling Technology), anti-p-ERK (Cell Signaling 
Technology), anti-p-Akt (Cell Signaling Technology), 
anti-PCNA (Santa Cruz Biotechnology), anti-cleaved 
caspase3 (Cell Signaling Technology), anti-PARP (Santa 
Cruz Biotechnology), anti-α-tubulin (Cell Signaling 
Technology), anti-Flag (Cell Signaling Technology), 
anti-Myc (Santa Cruz Biotechnology), anti-GFP 
(Santa Cruz Biotechnology), anti-HA (Cell Signaling 
technology), anti-V5 (MBL International). Anti-p-Ras 
antibody (1:1,000) which recognizes phosphorylation 
of Ras proteins at T144 and T148 were described in our 
previous study [7]. Horseradish peroxidase-conjugated 
anti-mouse (Cell Signaling Technology) or anti-rabbit 
(Bio-Rad) antibodies were used as secondary antibodies. 
Five different CRC cell lines or 3 biological replicates 
of a single cell line were analyzed.

Immunoprecipitation and ubiquitination assays

Immunoprecipitation and ubiquitination assays 
were performed as previously described [17]. Briefly, 
cells were washed in ice-cold PBS (Gibco) and lysed with 
RIPA buffer. the lysates were incubated with pan-Ras and 
protein G agarose beads (Thermo Scientific) or β-catenin 
and protein A agarose beads (Thermo Scientific) at 4°C for 
12 hours, and the beads were then washed 3 times in RIPA 
buffer. The resulting immune complexes were resolved 
by SDS-PAGE, and immunoblotting was performed with 
the indicated antibodies. 3 biological replicates were 
performed.

Reverse transcription and quantitative real-time 
PCR

HEK293 cells were seeded at a density of 3 x 
105 cells/well in 6-well plates and then treated with 
KY1022 (20 μM) with Wnt3a-CM for 24 hours. The 
cells were washed with ice-cold-PBS and total RNAs 
were isolated by using Trizol reagent (Invitrogen) as 
following manufacturer’s instruction. Total RNA (2 
μg) was reverse transcribed using 200U of reverse 
transcriptase (Invitrogen) in a 20 μL reaction carried 
out at 42°C for 1 hours. The following primer sets were 
used: CTNNB1 (which encodes β-catenin), forward 
5′-ACAAGCCACAAGATTACAAGAA-3′ reverse 
5’-GCACCAATATCAAGTCCAAGA-3’; KRAS, forward 
5’-AAACAGGCTCAGGACTTAG-3’ and reverse 
5’-GTATAGAAGGCATCATCAAC-3’; GAPDH, forward 
5’-CTGGTAAAGTGGATATTGTTG-3’ and reverse 
5’-TGGAAGATGTGATGGGATTT-3’. 3 biological 
replicates were performed.

MTT and colony formation assays

CRC cell lines (SW480, HCT15 and LoVo) were 
plated at a density of 7 × 103 cells in 96 well plate, and 
HEK293 cells were seeded at a density of 1 × 104 cells per 
96 well plate. The cells were then treated with dimethyl 
sulfoxide (DMSO) or KY1022 for 24, 48 and 72 hours. 
3-(4 5-Dimethylthiazol-2-yl)-2, 5-diphenyltetrazolium 
bromide (MTT; AMRESCO) was added to each well at 
a concentration of 0.25 mg/mL. After incubation for 2 
hours at 37°C, insoluble purple formazan was obtained 
by removing the media and incubated in 100 μL DMSO 
for 1 hour. The absorbance of the formazan product was 
measured by FLUOstar OPTIMA (500 nm). For the colony 
formation assay, LoVo cells were seeded at a density of 
500 cells per well in 12-well plates. The cells were treated 
with DMSO or KY1022 for 14 days. Media containing 
5% serum was changed every 3 days. At the end of the 
experiment, cells were fixed in 10% neutral formaldehyde 
(Sigma) for 30 minutes in room temperature and stained 
with 0.5% crystal violet in 20% ethanol for 30 minutes. 
Mean ± s.d. are reported, based on 3 biological replicates.

Flow cytometry analysis

CRC cell lines (D-WT, D-MT and SW480 cells) 
were plated at a density of 2 × 104 onto 6-well plates and 
treated with 20 μM KY1022 or DMSO for 36 hours. The 
cells were harvested and resuspended in binding buffer (10 
mM HEPES, 140 mM NaCl, and 2.5 mM CaCl2) at 1 × 106 
cells/mL. 200 μL of cells in Annexin ν binding buffer were 
incubated with 5 μL annexin ν -FITC (Sigma-Aldrich) and 10 
μL PI (Sigma-Aldrich) for 15 minutes in the dark. A volume 
of 800 μL of Annexin ν Binding buffer were added to each 
tube, and analyzed by Flow cytometry (BD bioscience). 
Mean ± s.d. are reported, based on 3 biological replicates.
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Wound healing assay

LoVo cells were coated with collagen (500 μg/mL) 
were coated in 6-well or chamber. After grown confluent, 
cells were scratched with 200 μL tip. And then change 
the 10% DMEM containing EGF (20 ng/mL) with or 
without KY1022 (20 μM). Wound healing was recorded 
using a time-lapse video microscope (Eclipse Ti, Nikon) 
in a humidified 5% CO2 incubator at 37°C. The number of 
cells that migrated to heal the wound was quantified using 
the NIS-Elements AR 3.1 software (Nikon). Screenshots 
were captured from video files and were represented as 
images at several time points. Mean ± s.d. are reported, 
based on 3 or 5 biological replicates.

Time-lapse microscopy

LoVo, D-WT and D-MT cells were seeded at 
a density of 1 x 104 on collagen (500 μg/mL) coated 
chamber. After 24 hours, change the media containing 
EGF (20 ng/mL) with or without KY1022 (20 μM). Single 
cells were imaged using a time-lapse video microscope 
(Eclipse ti, Nikon). The videos and the migratory paths of 
single cells were constructed using NIS-Elements AR 3.1 
(Nikon). Screenshots were captured from the movie file 
and represented as images. Mean ± s.d. are reported, based 
on 5 biological replicates.

Invasion assay

EGF (20 ng/mL) treated LoVo cells were seeded 
at a density of 1 x 105 on matrigel coated chamber 
(BD bioscience) with or without treatment with 
KY1022 (20 μM). Cells were allowed to invade for 
18 hours. After clearing the cells on the inner surface 
of the chamber, the cells on the outer surface were 
fixed using 10% neutral formaldehyde (Sigma) for 15 
minutes and stained with crystal violet for 15 minutes. 
The chambers were dipped in distilled water to remove 
the excess staining and allowed to dry. Representative 
images were captured by microscope (TE-2000U, 
Nikon). Mean ± s.d. are reported, based on 3 biological 
replicates. Mean ± s.d. are reported, based on 3 or 5 
biological replicates.

Rac activation assay

LoVo cells were seeded at a density of 2 x 106 
in 100 mm dishes. DMSO or KY1022 (20 μM) were 
treated for 18 hours. After harvest, lysates of DMSO 
or KY1022 treated LoVo cells were incubated with 
bacterially produced GST-PAK-CD fusion protein bound 
to glutathione-coupled agarose beads. The proteins bound 
to the fusion protein were washed three times with lysis 
buffer, eluted in 3× Laemmli sample buffer, and analyzed 
for GTP-Rac by immunoblotting with an anti-Rac1 
antibody.

Immunocytochemistry and phalloidin staining

LoVo, D-WT and D-MT cells were grown in 
collagen coated (500 μg/mL) cover slip. Cells were 
treated DMSO or KY1022 (20 μM) with EGF (20 ng/mL) 
for 18 hours. Cover slips were fixed with 10% neutral 
formaldehyde for 2 hours, followed by permeabilization 
with 0.1% Triton X-100 for 30 minutes, blocking in 5% 
bovine serum albumin (BSA) for 1 hours. The cover 
slips were incubated with primary antibody overnight at 
4°C, and followed by with anti-mouse Alexa Flour 488 
(Life Technologies) or anti-rabbit Alex Flour 555 (Life 
Technologies) secondary antibody (1:500) for 1 hour at 
room temperature. Primary and secondary antibodies were 
diluted with PBS containing 1% BSA and 1% normal goat 
serum (NGS; Vector Laboratories). The cover slips were 
then counterstained with 4', 6'-diamidino-2-phenylindole 
(DAPI; Sigma-Aldrich) and mounted in Gel/Mount media 
(Biomeda Corporation). For cytoskeleton staining, cells 
were fixed with 10% neutral formaldehyde, permeabilized, 
blocked, and incubated with Alexa Fluor 568 phalloidin 
(MolecularProbes) for 30 minutes. Immunofluorescent 
images were captured using confocal microscopy (LSM 
700, Carl Zeiss). At least 3 fields per section were 
analyzed.

Animal model and analysis of tumor tissue

C57BL/6J-ApcMin/+(ApcMin/+) and B6.129S-
Krastm3Tyj (K-RasG12DLA2) mice were obtained from 
Jackson Laboratory (Bar Harbor, ME) or the National 
Cancer Institute mouse repository (National Institutes 
of Health Technology Transfer Center, Bethesda, MD). 
To generate APCMin/+/K-RasG12DLA2 compound mice, 
ApcMin/+ mice were crossed with K-RasG12DLA2 mice. 
Mouse genotyping was performed using genomic 
DNA extracted from the tail. To control for genetic 
background effects, sex-matched littermates were 
always used as controls. To investigate the in vivo 
efficacy of KY1022, APCMin/+/K-RasG12DLA2 (n = 6) 
mice were injected i.p. with KY1022 (25 mg/kg) 
every day for 7 weeks. Immediately after sacrifice, the 
abdomen of each mouse was cut open longitudinally 
and cleaned by flushing with cold PBS for 2 times. After 
washing vigorously, resected tissues were fixed with 
10% neutral formaldehyde (Sigma) for 24-48 hours in 
4°C. Fixed tissues were embedded in paraffin according 
to standard procedures. The tumors were classified 
according to standard World Health Organization 
histopathological criteria. Small, medium and large 
size of tumors were classified by diameter under 1 mm, 
between 1 mm and 3 mm, over 3 mm, respectively. For 
immunoblotting analyses, a subset of freshly isolated 
tissues were snap frozen in liquid nitrogen and stored 
at −80°C. Mean ± s.d. are reported, based on 6 mice for 
each group.
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Immunohistochemistry

For immunohistochemical analysis, 4 μm paraffin 
embedded tissue sections were deparrafinized and 
rehydrated and autoclaved with 10 mM citrate buffer 
(pH 6.0) for 15 minutes. The sections were then blocked 
with 5% BSA and 1% NGS in PBS for 30-60 minutes. 
After blocking, sections were incubated with a primary 
antibody; anti-β-catenin (BD bioscience), anti-pan-
Ras monoclonal (Millipore), anti-cleaved caspase3 
(Cell Signaling Technology), anti-cleaved PARP (Cell 
Signaling Technology), or anti-PCNA (Santa Cruz 
Biotechnology) overnight at 4°C, followed by secondary 
antibodies (1:500) for 1 hour at room temperature. 
Primary and secondary antibodies were diluted with PBS 
containing 1% BSA and 1% NGS. The sections were 
then counterstained with DAPI (Sigma-Aldrich) and 
mounted in Gel/Mount media (Biomeda Corporation). 
All incubations were conducted in dark, humid chambers. 
The fluorescence signal was visualized using confocal 
microscopy (LSM700, Carl Zeiss) at excitation wave 
lengths of 488 nm (Alexa Fluor 488), 543 nm (Alexa 
Fluor 555), or 405 nm (DAPI). At least 3 fields per section 
were analyzed to establish statistical significance. For 
peroxidase IHC analysis, sections were blocked by 3.42% 
H2O2 and incubated with primary antibody overnight at 
4°C, followed by incubation with biotinylated anti-mouse 
(Dako) or biotinylated anti-rabbit (Dako) secondary 
antibodies for 1 hour at room temperature. The samples 
were then incubated in ABC kit (Vector Laboratories) 
for 1 hour, stained with 3, 3′-diaminobenzidine (DAB; 
Dako) for 3−7 minutes and counterstained with Mayer’s 
hematoxylin (Muto). All incubations were conducted in 
humid chambers. Signals were analyzed using a bright 
field microscope (Nikon ECLIPSE 80i). Expression of 
β-catenin or pan-Ras as indicated in IHC images was 
quantified using IHC profiler from images. At least 3 fields 
per section were analyzed.

Primary tumor cell culture

In mouse tumor organoid culture, small intestinal 
tumors of APCMin/+/K-RasG12DLA2 were isolated and 
flushed with ice cold PBS for 3 times and tumors were 
isolated to single cell by 0.25% trypsin for 30 minutes, 
and then mix with ice cold matrigel (300 cells/ 30 μL of 
matrigel) and cell/matrigel mixture were cultured in N2 
media containing 50 ng/mL EGF, 50 ng/mL bFGF and 
500 μg/mL R-spondin1 [39]. Medium was freshly changed 
every 2 days.

TMA sample analysis

TMAs for normal and colon adenocarcinoma and 
metastatic adenocarcinoma (CO702) were purchased 
from US Biomax, and IHC analyses was performed 
with β-catenin or Ras as described in previous 

studies [40]. The TMA slides were visualized by 
microscopy (Eclipase 80i, Nikon). For quantitative 
analysis, H-Score of each staining was determined by 
IHC profiler software. H-Score = 3* highly positive 
population + 2 * Positive population + 1* weak 
positive population + 0* negative population.

Statistical analyses

All statistical analyses were performed using 
Microsoft Excel spreadsheets or GraphPad Prism5 
Software as described previously [18]. Group differences 
were determined with the Student t test. Data are expressed 
as means and standard deviation. All statistical tests were 
two-sided, and P values less than 0.05 were considered 
statistically significant.

CONFLICTS OF INTEREST

No potential conflicts of interest were disclosed.

GRANT SUPPORT

This work was supported by the National Research 
Foundation of Korea (NRF) grant funded by the Korean 
Government (MSIP) (grants 2016R1A5A1004694, 
2015R1A2A1A05001873). Y.-H. Cho, J.-S. Yoon, WJ 
Shin, and E. J. Ro were supported by a BK21 studentship 
from the NRF.

REFERENCES

1.	 Siegel RL, Miller KD, Jemal A. Cancer statistics, 2016. CA 
Cancer J Clin. 2016.

2.	 Chung DC. The genetic basis of colorectal cancer: insights 
into critical pathwaysof tumorigenesis. Gastroenterology. 
2000; 119: 854-65.

3.	 Fearon ER, Vogelstein B. A genetic model for colorectal 
tumorigenesis. Cell. 1990; 61: 759-67.

4.	 Kinzler KW, Vogelstein B. Lessons from hereditary 
colorectal cancer. Cell. 1996; 87: 159-70.

5.	 D'Abaco GM, Whitehead RH, Burgess AW. Synergy 
between Apc min and an activated ras mutation is sufficient 
to induce colon carcinomas. Mol Cell Biol. 1996; 16: 
884-91.

6.	 Janssen KP, Alberici P, Fsihi H, Gaspar C, Breukel C, 
Franken P, Rosty C, Abal M, El Marjou F, Smits R, Louvard 
D, Fodde R, Robine S. APC and oncogenic KRAS are 
synergistic in enhancing Wnt signaling in intestinal tumor 
formation and progression. Gastroenterology. 2006; 131: 
1096-109.

7.	 Jeong WJ, Yoon J, Park JC, Lee SH, Lee SH, Kaduwal 
S, Kim H, Yoon JB, Choi KY. Ras stabilization through 
aberrant activation of Wnt/beta-catenin signalingpromotes 
intestinal tumorigenesis. Sci Signal. 2012; 5: ra30.



Oncotarget81739www.impactjournals.com/oncotarget

8.	 Luo F, Brooks DG, Ye H, Hamoudi R, Poulogiannis G, 
Patek CE, Winton DJ, Arends MJ. Mutated K-ras(Asp12) 
promotes tumourigenesis in Apc(Min) mice more in the 
large than the small intestines, with synergistic effects 
between K-ras and Wnt pathways. Int J Exp Pathol. 2009; 
90: 558-74.

9.	 Moon BS, Jeong WJ, Park J, Kim TI, Min do S, Choi KY. 
Role of oncogenic K-Ras in cancer stem cell activation by 
aberrant Wnt/beta-catenin signaling. J Natl Cancer Inst. 
2014; 106: djt373.

10.	 Phelps RA, Chidester S, Dehghanizadeh S, Phelps J, 
Sandoval IT, Rai K, Broadbent T, Sarkar S, Burt RW, Jones 
DA. A two-step model for colon adenoma initiation and 
progression caused by APC loss. Cell. 2009; 137: 623-34.

11.	 Sansom OJ, Meniel V, Wilkins JA, Cole AM, Oien KA, 
Marsh V, Jamieson TJ, Guerra C, Ashton GH, Barbacid M, 
Clarke AR. Loss of Apc allows phenotypic manifestation 
of the transforming properties of an endogenous K-ras 
oncogene in vivo. Proc Natl Acad Sci U S A. 2006; 103: 
14122-7.

12.	 Behrens J, Sachs M, Eberle G, Voss B, Warda A, Lochner 
D, Birchmeier W. E-cadherin-mediated cell-cell adhesion 
prevents invasiveness of human carcinoma cells. J Cell 
Biol. 1991; 113: 173-85.

13.	 Hirohashi S. Inactivation of the E-cadherin-mediated cell 
adhesion system in human cancers. Am J Pathol. 1998; 153: 
333-9.

14.	 Brabletz T, Hlubek F, Spaderna S, Schmalhofer O, 
Hiendlmeyer E, Jung A, Kirchner T. Invasion and metastasis 
in colorectal cancer: epithelial-mesenchymal transition, 
mesenchymal-epithelial transition, stem cells and beta-
catenin. Cells Tissues Organs. 2005; 179: 56-65.

15.	 Crunkhorn S. Anticancer drugs: Selectively targeting 
proteins for degradation. Nat Rev Drug Discov. 2015; 14: 
459.

16.	 Jeon SH, Yoon JY, Park YN, Jeong WJ, Kim S, Jho EH, 
Surh YJ, Choi KY. Axin inhibits extracellular signal-
regulated kinase pathway by Ras degradation via beta-
catenin. J Biol Chem. 2007; 282: 14482-92.

17.	 Kim SE, Yoon JY, Jeong WJ, Jeon SH, Park Y, Yoon 
JB, Park YN, Kim H, Choi KY. H-Ras is degraded by 
Wnt/beta-catenin signaling via beta-TrCP-mediated 
polyubiquitylation. J Cell Sci. 2009; 122: 842-8.

18.	 Cha PH, Cho YH, Lee SK, Lee J, Jeong WJ, Moon BS, Yun 
JH, Yang JS, Choi S, Yoon J, Kim HY, Kim MY, Kaduwal 
S, et al. Small-molecule binding of the axin RGS domain 
promotes beta-catenin and Ras degradation. Nat Chem Biol. 
2016.

19.	 Zlobec I, Lugli A. Epithelial mesenchymal transition and 
tumor budding in aggressive colorectal cancer: tumor 
budding as oncotarget. Oncotarget. 2010; 1: 651-61. doi: 
10.18632/oncotarget.199.

20.	 Wan L, Pantel K, Kang Y. Tumor metastasis: moving new 
biological insights into the clinic. Nat Med. 2013; 19: 
1450-64.

21.	 Yusra, Semba S, Yokozaki H. Biological significance of 
tumor budding at the invasive front of human colorectal 
carcinoma cells. Int J Oncol. 2012; 41: 201-10.

22.	 Mitrovic B, Schaeffer DF, Riddell RH, Kirsch R. Tumor 
budding in colorectal carcinoma: time to take notice. Mod 
Pathol. 2012; 25: 1315-25.

23.	 Singh A, Sweeney MF, Yu M, Burger A, Greninger P, Benes 
C, Haber DA, Settleman J. TAK1 inhibition promotes 
apoptosis in KRAS-dependent colon cancers. Cell. 2012; 
148: 639-50.

24.	 Pecina-Slaus N. Wnt signal transduction pathway and 
apoptosis: a review. CancerCell Int. 2010; 10: 22.

25.	 Cox AD, Der CJ. The dark side of Ras: regulation of 
apoptosis. Oncogene. 2003; 22: 8999-9006.

26.	 Misale S, Yaeger R, Hobor S, Scala E, Janakiraman M, 
Liska D, Valtorta E, Schiavo R, Buscarino M, Siravegna 
G, Bencardino K, Cercek A, Chen CT, et al. Emergence 
of KRAS mutations and acquired resistance to anti-EGFR 
therapy in colorectal cancer. Nature. 2012; 486: 532-6.

27.	 Normanno N, Tejpar S, Morgillo F, De Luca A, Van Cutsem 
E, Ciardiello F. Implications for KRAS status and EGFR-
targeted therapies in metastatic CRC. Nat Rev Clin Oncol. 
2009; 6: 519-27.

28.	 Yoon J, Koo KH, Choi KY. MEK1/2 inhibitors AS703026 
and AZD6244 may bepotential therapies for KRAS mutated 
colorectal cancer that is resistant to EGFR monoclonal 
antibody therapy. Cancer Res. 2011; 71: 445-53.

29.	 Yun J, Rago C, Cheong I, Pagliarini R, Angenendt P, 
Rajagopalan H, Schmidt K, Willson JK, Markowitz S, 
Zhou S, Diaz LA, Jr., Velculescu VE, Lengauer C, et al. 
Glucose deprivation contributes to the development of 
KRAS pathway mutations in tumor cells. Science. 2009; 
325: 1555-9.

30.	 Habas R, Dawid IB, He X. Coactivation of Rac and Rho 
by Wnt/Frizzled signaling is required for vertebrate 
gastrulation. Genes Dev. 2003; 17: 295-309.

31.	 Kaduwal S, Jeong WJ, Park JC, Lee KH, Lee YM, Jeon 
SH, Lim YB, Min do S, Choi KY. Sur8/Shoc2 promotes 
cell motility and metastasis through activation of Ras-PI3K 
signaling. Oncotarget. 2015; 6: 33091-105. doi: 10.18632/
oncotarget.5173.

32.	 Scita G, Tenca P, Frittoli E, Tocchetti A, Innocenti M, 
Giardina G, Di Fiore PP. Signaling from Ras to Rac and 
beyond: not just a matter of GEFs. EMBO J. 2000; 19: 
2393-8.

33.	 Nakamura T, Mitomi H, Kikuchi S, Ohtani Y, Sato K. 
Evaluation of the usefulness of tumor budding on the 
prediction of metastasis to the lung and liver after curative 
excision of colorectal cancer. Hepatogastroenterology. 
2005; 52: 1432-5.

34.	 Tanaka M, Hashiguchi Y, Ueno H, Hase K, Mochizuki H. 
Tumor budding at theinvasive margin can predict patients at 
high risk of recurrence after curative surgery for stage II, T3 
colon cancer. Dis Colon Rectum. 2003; 46: 1054-9.



Oncotarget81740www.impactjournals.com/oncotarget

35.	 Zorde Khvalevsky E, Gabai R, Rachmut IH, Horwitz E, 
Brunschwig Z, Orbach A, Shemi A, Golan T, Domb AJ, 
Yavin E, Giladi H, Rivkin L, Simerzin A, et al. Mutant 
KRAS is a druggable target for pancreatic cancer. Proc Natl 
Acad Sci U S A. 2013; 110: 20723-8.

36.	 Shao DD, Xue W, Krall EB, Bhutkar A, Piccioni F, Wang 
X, Schinzel AC, Sood S, Rosenbluh J, Kim JW, Zwang Y, 
Roberts TM, Root DE, et al. KRAS and YAP1 converge to 
regulate EMT and tumor survival. Cell. 2014; 158: 171-84.

37.	 Kim RK, Suh Y, Yoo KC, Cui YH, Kim H, Kim MJ, 
Gyu Kim I, Lee SJ. Activation of KRAS promotes the 
mesenchymal features of basal-type breast cancer. Exp Mol 
Med. 2015; 47: e137.

38.	 Yun MS, Kim SE, Jeon SH, Lee JS, Choi KY. Both ERK 
and Wnt/beta-catenin pathways are involved in Wnt3a-
induced proliferation. J Cell Sci. 2005; 118: 313-22.

39.	 Sato T, Vries RG, Snippert HJ, van de Wetering M, 
Barker N, Stange DE, van Es JH, Abo A, Kujala P, Peters 
PJ, Clevers H. Single Lgr5 stem cells build crypt-villus 
structures in vitro without a mesenchymal niche. Nature. 
2009; 459: 262-5.

40.	 Koo KH, Jeong WJ, Cho YH, Park JC, Min do S, Choi KY. 
K-Ras stabilization by estrogen via PKCdelta is involved in 
endometrial tumorigenesis. Oncotarget. 2015; 6: 21328-40. 
doi: 10.18632/oncotarget.4049.


