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Abstract
Scope—Aberrant activation of the Wingless-type mouse mammary tumor virus integration site
family (Wnt)/β-catenin signaling pathway is the most common modification, and often considered,
a hallmark of colorectal cancer (CRC). Typically in this pathway the β-catenin translocates from
the cytoplasm to the nucleus, where it functions as a transcription regulator of several genes that
support tumor formation and progression. Thus, any agent that could attenuate the translocation of
β-catenin could be extremely valuable against CRC, especially the tumors that exhibit
constitutively active Wnt/β-catenin signaling.

Methods & Results—Using human CRC cells that exhibit differential expression of Wnt/β-
catenin signaling, we demonstrate that treatment of CRC cells with dietary triterpene lupeol results
in a dose dependent i) decrease in cell viability, ii) induction of apoptosis, iii) decrease in
colonogenic potential, iv) decrease in β-catenin transcriptional activity, and v) decrease in the
expression of Wnt target genes. Most importantly lupeol was observed to inhibit the translocation
of β-catenin from the cytoplasm to the nucleus. Importantly, all these effects of lupeol were
restricted to cells that harbor constitutively active Wnt/β-catenin signaling while negligible effects
were observed in cells that lack constitutively active Wnt/β-catenin signaling. Further, we also
demonstrate that inhibition of Wnt signaling in cells with constitutive active Wnt/β-catenin results
in loss of lupeol efficacy while inducing Wnt signaling sensitizes the cells to inhibitory effects of
lupeol.

Conclusions—In summary, our data strongly advocate the efficacy of lupeol against CRC cells
that exhibit constitutively active Wnt/β-catenin signaling.

1.0 INTRODUCTION
Colorectal cancer (CRC) is the third most common cause of cancer related deaths in the
United States [1–3]. High mortality rates and poor prognosis of the disease, advocate the
need for the development of novel approaches to prevent the initiation of premalignant
lesions or their progression to cancer or cancer recurrence. Wnt/β-catenin signaling pathway
is known to play an important role in normal development, stem cell maintenance and
various malignancies including CRC [4–6]. In the active state, β-catenin, an important

Correspondences: Prof. Hasan Mukhtar, Helfaer Professor of Cancer Research, Director and Vice Chair for Research, Department of
Dermatology, University of Wisconsin-Madison, Medical Sciences Center, #B-25, 1300 University Avenue, Madison, WI 53706,
USA, Phone: (608) 263-3927, Fax: (608) 263-5223, hmukhtar@wisc.edu.
3Present address: Department of Medicine, Gastroenterology Division, University of Pennsylvania School of Medicine,
Philadelphia, PA, USA.
*Contributed equally to the manuscript

NIH Public Access
Author Manuscript
Mol Nutr Food Res. Author manuscript; available in PMC 2014 November 01.

Published in final edited form as:
Mol Nutr Food Res. 2013 November ; 57(11): . doi:10.1002/mnfr.201300155.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



transcriptional regulator is known to interact with members of the T-cell factor (TCF) family
of transcription factors to induce the transcription of important downstream target genes
many of which are involved in proliferation and cellular transformation [5, 7, 8]. The
hallmark of active Wnt signaling i.e. the nuclear localization of β-catenin, has been observed
in a majority of CRC cases [9, 10]. Also a vast majority of CRC cases arise on account of an
activating mutation in the Wnt/β-catenin signaling pathway [4, 11]. Aberrant activation in
this pathway due to truncating mutations in APC is recognized as a central player in colon
cancer [7]. Other common molecular alterations in tumor cells leading to disruption of β-
catenin degradation are mutations that inactivate axin or activate β-catenin itself [12]. These
alterations result in an accumulation of β-catenin in the nucleus resulting in transcription of
downstream targets.

Lupeol, a dietary triterpene found in various fruits (olives, mangoes, grapes, figs),
vegetables (green peppers) and in medicinal herbs (Aloe vera) [13–17] has been shown to
possess strong anti-inflammatory, anti-arthritic, anti-mutagenic and anti-malarial activity
both in vitro and in vivo [14, 16, 18–20]. In our efforts to identify bioactive food
components that target Wnt/β-catenin signaling, we wanted to study the effect of lupeol on
CRC since a majority of CRCs exhibit aberrant mutations in Wnt/β-catenin signaling. We
previously showed the effects of lupeol on melanoma cells that exhibit constitutively active
Wnt/β-catenin signaling pathway [21]. In this study, we demonstrate that lupeol has a
greater efficacy against CRC cells that harbor constitutive activation of Wnt/β-catenin
signaling pathway (DLD 1, HCT 116) as compared to the cells that lack constitutive
activation of this pathway (RKO).

2.0 MATERIALS AND METHODS
2.1 Cell lines and cell culture

The CRC cell lines DLD 1 and HCT 116 were obtained from the American Type Culture
Collection (ATCC). The RKO cells were kindly provided by Dr. Bert Vogelstein (The Johns
Hopkins University School of Medicine). Cells were maintained in DMEM, supplemented
with 10% fetal bovine serum (FBS) and 1% antibiotic-antimycotic solution (PSM),
containing penicillin, streptomycin and amphotericin B under standard growth conditions
(5% CO2, 37°C, humidified atmosphere).

2.2 Treatment of cells with lupeol
A stock solution of lupeol (10 mM) was prepared by dissolving it in warm ethanol and
diluting in DMSO in a 1:1 ratio. The cells (50% confluent) were treated with lupeol (20–40
μM) for 48 h in complete cell media. All treatment protocols and controls were prepared as
described previously [22].

2.3 Cell proliferation assay
The effect of lupeol on the viability of melanoma cells was determined by 3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay (Sigma, St Louis, MO)
as described earlier [22]. 3×103 cells/well in 200 μL complete medium were seeded in a 96-
well plate and treated with lupeol as described earlier [22]. All treatment concentrations
were repeated in 8 wells.

2.4 Annexin V staining
The Annexin-V-FLUOS staining kit (Roche Diagnostic Corporation, Indianapolis, IN) was
used for the detection of apoptotic bodies following the vendor’s protocol. This kit uses a
dual-staining protocol in which the cells show green fluorescence of Annexin-V (apoptotic
cells) and red fluorescence of propidium iodide (necrotic cells or late apoptotic cells). CRC
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cells were grown to about 60% confluency and then treated with lupeol as described earlier
[22]. The fluorescence was detected by Nikon Eclipse Ti fluorescent microscope. Images
were captured with an attached camera.

2.5 Colony formation assay
Cells (800 cells/well) were seeded in a six well plate and treated the following day with
lupeol (20 and 40 μmol). The media was removed and replaced with fresh media containing
lupeol every three days. After 17–20 days of incubation, colonies were fixed with
formaldehyde, stained with crystal violet (Ricca Chemical Company, Arlington, TX) and
counted.

To test the efficacy of lupeol upon modulation of Wnt/β-catenin signaling, CRC cells were
co-transfected with pTK-puro plasmid (Addgene Inc. Cambridge, MA) and dominant-
negative TCF4 (d/nTCF4) constructs while RKO cells were also co-transfected with pTK-
puro, d/nTCF4 and β-cateninS33Y. The plasmids (dominant negative TCF4, β-cateninS33Y

and pcDNA) were generously provided by Drs. K. Kinzler and B. Vogelstein. Transfections
were performed using Lipofectamine-2000 reagent, according to manufacturer’s
recommendations (Invitrogen, Carlsbad, CA). 12 hours after transfection, cells were plated
and screened against puromycin. The selective doses of puromycin for RKO, HCT 116 and
DLD1 cells were 1.5μg/ml, 1μg/ml and 3.5μg/ml respectively. After 48 h, the cells were
treated with lupeol as described earlier. After 7–10 days of incubation, colonies were fixed
with formaldehyde, stained with crystal violet (Ricca Chemical Company, Arlington, TX).
For quantification of the data, the crystal violet was dissolved in 50% acetic acid and
absorbance at 540nm was measured.

2.6 Luciferase reporter assay
To determine transcriptional activity of Wnt/β-catenin signaling, a luciferase reporter
plasmid bearing the TCF4-binding sequence (TOPflash) generously provided by Drs. K.
Kinzler and B. Vogelstein was used. Renilla luciferase (pRL-TK; Promega, Madison, WI)
was used as an internal control. Transfections of CRC cells were performed using
Lipofectamine-2000 reagent, as per vendor’s protocol (Invitrogen, Carlsbad, CA). Fresh
media containing lupeol (20 μM and 40 μM) was added 12 h post-transfection. After 24 h,
the cells were harvested and transcriptional activity was measured in terms of luciferase
activity by using the dual-luciferase reporter assay system (Promega, Madison, WI) as per
manufacturer’s recommendations. The transcriptional activity was measured in a dose- and
time-dependent manner.

2.7 Preparation of cell lysates for immunoblot analysis
After lupeol treatment, the media was aspirated and the cells were washed with cold PBS.
Whole cell, cytosolic and nuclear lysates were prepared as described earlier [22] and stored
at −80°C for later use. The protein concentration was determined by the BCA protein assay
kit using the manufacturer’s protocol (Pierce, Rockford, IL).

2.8 Immunoblot Analysis
Appropriate amount of protein (35–50 μg) was resolved over precast 12% tris-glycine
polyacrylamide gels (Invitrogen, Carlsbad, CA) under non-reduced conditions as described
earlier [22]. Antibodies against CRD-BP and β-catenin were obtained from Santa Cruz
Biotechnology Inc. (Santa Cruz, CA). Antibodies against TCF-1, Axin 2, phosphor-β-
catenin (Ser-552) and phosphor-β-catenin (Ser-675) were procured from Cell Signaling
Technologies (Danvers, MA). Equal loading of protein was confirmed by stripping the
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membrane and re-probing it with monoclonal β-actin primary antibody (Sigma, St Louis,
MO).

2.9 Immunocytostaining
CRC cells were cultured on chambered slides and treated with lupeol as indicated previously
for 48 h. The cells were fixed in cold acetone for 5 minutes and blocked with 2.5% normal
serum. Slides were incubated overnight with anti-β-catenin (Santa Cruz, CA) followed by
fluorescence tagged secondary antibody, covered with ProLong Gold antifade reagent with
DAPI (Invitrogen) and visualized using Nikon Eclipse Ti microscope. Images were captured
with an attached camera.

2.10 Densitometry analysis
Immunoblots were scanned by HP Precisionscan Pro 3.13 (Hewlett-Packard Co., Palo Alto,
CA, USA). Densitometry measurements of the scanned bands were performed using
digitalized scientific software program UN-SCAN-IT (Silk Scientific Corporation, Orem,
UT, USA). Data were normalized to β-actin or suitable loading controls and expressed as
mean±SEM followed by appropriate statistical analysis.

3.0 Statistical analysis
Student’s t-test for independent analysis was applied to evaluate significance between
different groups using S-plus software (Insightful, Seattle, WA). Values of p < 0.05 were
considered to be statistically significant.

4.0 RESULTS
4.1 Effect of lupeol on cell viability, induction of apoptosis and colonogenic potential in
human CRC cells

Using MTT assay, we first evaluated the effect of lupeol (0 – 60 μM; 48 h) on the viability
of human CRC cells. Lupeol treatment resulted in a significant dose-dependent decrease in
the viability of DLD 1 and HCT 116 CRC cells that exhibit constitutively active Wnt/β-
catenin signaling. These effects were not observed in RKO cells that lack constitutively
active Wnt/β-catenin signaling (Figure 1A). We next determined the effect of lupeol on
induction of apoptosis in CRC cells using annexin-V/Propidium iodide staining 48 h after
treatment. We observed increased staining of annexin-V in DLD 1 and HCT 116 cells while
minimal staining was observed in RKO cells indicating that lupeol treatment resulted in
increased apoptosis in DLD 1 and HCT 116 cells but not in RKO cells (Figure 1B).

Next, we asked whether treatment with lupeol could exert greater effect on the formation of
colonies, which allows an investigation over a longer period of time. A significant decrease
in the colonogenic potential was observed in DLD 1 and HCT 116 cells that exhibit
constitutively active Wnt/β-catenin signaling while no effect was observed in RKO cells that
lack constitutively active Wnt/β-catenin signaling pathway (Figure 1C) indicating that lupeol
selectively inhibits the proliferation of CRC that harbor constitutively active Wnt/β-catenin
signaling.

4.2 Lupeol inhibits Wnt/β-catenin signaling in CRC cells
In our next set of experiments, we tested whether lupeol could inhibit the transcriptional
activity of Wnt/β-catenin signaling which in turn would ultimately lead to the inhibition of
its downstream targets. In DLD 1 and HCT 116 cells treated with lupeol (20 and 40 μM) for
24 h, we observed over 50% decrease in β-catenin transcriptional activity (Figure 2A), an
effect persistent for up to 48 h while no change was observed in RKO cells (data not
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shown). We further analyzed the effect of lupeol treatment on the protein expression of
various Wnt target genes. DLD 1 and HCT 116 cells treated with lupeol showed a dose-
dependent decrease in Wnt target genes, coding region determinant-binding protein (CRD-
BP), Axin 2 and TCF 1 while no decrease in the expression of Wnt target genes was
observed in RKO cells that were also treated with lupeol (Figure 2B).

4.3 Lupeol treatment decreases nuclear accumulation of β-catenin in CRC cells
The presence of β-catenin in the nucleus is key for the effects on downstream Wnt targets.
We therefore studied the localization of β-catenin after lupeol treatment. In DLD 1 and HCT
116 cells, we observed a decrease in β-catenin protein expression in the nucleus with a
corresponding increase in the cytosol while no change in the localization of β-catenin was
observed in RKO cells (Figure 2C). We further studied β-catenin localization using
immunofluorescence assay and observed a decrease in the localization of β-catenin in the
nucleus in CRC cells that exhibit constitutively active Wnt signaling (DLD 1 and HCT 116
cells) while no significant change in β-catenin localization was observed in RKO cells that
do not harbor constitutive activation of Wnt/β-catenin signaling (Figure 3).

4.4 Modulation of Wnt/β-catenin signaling pathway alters the efficacy of lupeol on the
colonogenic potential of CRC cells

To further verify that Wnt/β-catenin signaling is involved in lupeol-mediated effects in CRC
cells, we modulated the activity of this pathway. First, we investigated the effect of lupeol
on the colonogenic potential of CRC cells with down-regulated Wnt/β-catenin signaling.
Our data demonstrated that when Wnt signaling was inhibited by dominant-negative TCF4,
the efficacy of lupeol was lost and no significant decrease in number of colonies was
observed (Figure 4). For our next set of experiments, by transfecting cells with β-catenin
carrying stabilizing mutation (β-cateninS33Y), we induced Wnt/β-catenin signaling in RKO
cells (that lack constitutively active Wnt/β-catenin signaling). Lupeol treatment to these cells
resulted in a dose dependent inhibition of colony numbers, suggesting that activation of
Wnt/β-catenin signaling sensitizes the cells to lupeol mediated effects (Figure 5).

4.5 Lupeol inhibits the phosphorylation of β-catenin at S552 and S675 sites
Recent studies suggest that phosphorylation of β-catenin at sites Ser-552 and Ser-675
supports β-catenin to enter the nucleus and enable transcription of downstream targets [23–
25]. Immunoblot analysis of lupeol treated colorectal carcinoma cells demonstrated a dose-
dependent decrease in the phosphorylation of β-catenin at these two serine sites with no
significant change in β-catenin protein expression (Figure 6).

5.0 DISCUSSION
Few effective treatment options exist for patients suffering from advanced form of CRC.
Several natural agents, including lupeol, with high anti-cancer efficacy and relatively
minimal toxicity to normal tissues are suggested as possible candidates for chemoprevention
[16, 26–29]. In vitro as well as in vivo studies from our laboratory and elsewhere have
suggested that lupeol could impart chemopreventive as well as chemotherapeutic effect
against a variety of cancers like melanoma [21, 30–32], prostate [33, 34], hepatocarcinoma
[35]. In a previous study [22], we demonstrated the efficacy of lupeol against metastatic
melanoma 451 Lu cells that exhibit constitutively active Wnt/β-catenin signaling which is
supported by our recent observations demonstrating the differential response of lupeol on
cells differing in the activity of Wnt/β-catenin signaling pathway. Since a vast majority of
CRC cases are also known to exhibit constitutive activation of Wnt/β-catenin signaling
pathway, we wanted to evaluate the effect of lupeol treatment in CRC cells. In this study, we
provide evidence that lupeol is significantly more effective against CRC cells that exhibit
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constitutively active Wnt/β-catenin signaling as compared to those that lack active Wnt
signaling. We employed HCT 116 cell line which carries a stabilizing mutation of β-catenin,
DLD 1 that expresses wild-type β-catenin, but no detectable adenomatosis polyposis coli
(APC) and RKO, containing both intact β-catenin and APC. DLD 1 and HCT 116 cells are
characterized by elevated levels of β-catenin and constitutive activation of β-catenin/TCF-
dependent transcription [9, 36].

Our data suggests that lupeol treatment causes a dose-dependent decrease in viability and
colonogenic potential and an increase in apoptosis (expression of annexin V) in CRC cells
that harbor constitutive activation of Wnt/β-catenin signaling.

Through the binding of a complex of β-catenin and TCF to specific promoter elements, β-
catenin acts as an important transcriptional regulator for numerous genes [37]. Our data
clearly demonstrates that lupeol treatment decreases β-catenin transcriptional activity and
expression of Wnt target genes such as CRD-BP [38], Axin 2 [5, 39, 40] and TCF 1 [41].
Decreased expression of β-catenin in the nucleus with a corresponding increase in the
cytoplasm indicates that lupeol plays a role in the translocation of β-catenin from the
cytoplasm to the nucleus. In addition to CRC, a variety of other cancers including a subset
of melanomas demonstrate constitutive activation of Wnt/β-catenin signaling and this subset
of cancers have very poor prognosis [21, 42]. Previous studies have suggested that tumor
cells show activation of genes that directly or indirectly cross talk with Wnt/β-catenin
signaling forming a network allowing CRC cells to survive, proliferate and acquire highly
aggressive characteristics [9, 10]. Constitutively active S33Y mutation in β-catenin results in
increased accumulation and localization of beta-catenin in the nucleus resulting in activated
Wnt signaling and an increase in the expression of Wnt targets.

Recent studies suggest that phosphorylation of β-catenin at Ser-552 or Ser-675 abets β-
catenin to localize to the nucleus and induce transcription of various downstream targets
[23–25]. We observed that lupeol treatment results in a significant decrease in the
phosphorylation of β-catenin at these sites possibly contributing to decreased accumulation
of β-catenin in the nucleus thereby resulting in decreased protein expression of Wnt target
genes.

Taken together, our present findings demonstrate the anticancer efficacy of lupeol against a
subset of CRCs that exhibit constitutively active Wnt/β-catenin signaling. These
observations assume significance since a majority of CRCs have aberrant Wnt/β-catenin
signaling. Several small molecules that inhibit β-catenin have recently been identified [43,
44]. Our data is significant since we utilize a naturally occurring bioactive food component
to demonstrate our results. It is worth mentioning that in recent years the emphasis is on
natural agents capable of selective/preferred elimination of cancer cells while sparing
normal cells. In addition, from the data it can be speculated that lupeol has the potential to
target advanced stage CRC cells that exhibit constitutively active Wnt/β-catenin signaling. It
is important to mention that this subset of CRC has poor prognosis [36]. Validation of these
cell culture data in animal model systems could pave the way for developing new strategies
for chemoprevention of cancers that exhibit active Wnt/β-catenin signaling.
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Figure 1. Effect of lupeol on cell viability, induction of apoptosis and colonogenic potential
(A) CRC cells (RKO, DLD 1, HCT 116) were treated for 48 h with lupeol (0–60 μM) and
viability was determined by MTT assay. Points; mean of three separate experiments wherein
each treatment was repeated in 8 wells; bars ± SE. * p<0.05 compared with vehicle-treated
controls. (B) Representative micrographs of DLD 1 and HCT 116 cells undergoing
apoptosis after 48 h lupeol treatment. Annexin-V staining (green) represents the cells
undergoing apoptosis and propidium iodide (red) represents cells in late apoptosis. (C) 800
CRC cells (RKO, DLD 1, HCT 116) were seeded and treated with lupeol (20–40 μM) for 20
days. The colonies formed were fixed, stained with crystal violet, counted and plotted as a
bar graph. Each bar represents percent colonies ± SE (* p< 0.05), where colonies in
untreated cells were regarded as 100%.
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Figure 2. Effect of lupeol on Wnt/β-catenin signaling in CRC cells
(A) CRC cells were treated as indicated in Materials and Methods. The β-catenin/Tcf
responsive luciferase activity was measured and normalized against renilla luciferase
activity. Each bar represents relative luciferase activity ± SE. * p<0.05 compared with
vehicle-treated controls. (B) CRC cells were treated as described in Materials and Methods.
Whole cell lysates were subjected to SDS-PAGE electrophoresis followed by immunoblot
analysis and chemiluminescence detection, Equal loading of protein was confirmed by
stripping the immunoblot and reprobing it for β-actin. Numbers on top represent relative
density normalized to β-actin. (C–D) Cytosolic and nuclear fractions were analyzed by
immunoblotting for β-catenin levels. Equal protein loading was confirmed by stripping the
blots and reprobing with β-actin. All the immunoblots shown here are representative of three
independent experiments with similar results. Numbers on top represent relative density of
the bands normalized to β-actin.
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Figure 3. Effect of lupeol on β-catenin localization in CRC cells
Photomicrographs showing β-catenin localization in CRC cells treated with lupeol. CRC
cells (RKO, DLD 1 and HCT 116) were seeded in chamber slides and treated as indicated in
Materials and Methods. After lupeol treatment, the slides were incubated overnight with
anti-β-catenin antibody followed by fluorescence tagged secondary antibody, covered with
ProLong Gold antifade reagent with DAPI (Invitrogen) and analyzed by Nikon Ti
fluorescent microscope.
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Figure 4. Effect of down-regulation of Wnt/β-catenin signaling and lupeol treatment on the
colonogenic potential of CRC cells that exhibit constitutively active Wnt/β-catenin signaling
Wnt signaling was down-regulated in CRC cells (DLD 1, HCT 116) using dominant-
negative TCF4. The cells were screened against puromycin and treated with lupeol. The
colonies formed were stained as described in Materials and Methods. The crystal violet was
dissolved in 50% acetic acid and absorbance was measured at 540 nm. The results are from
a representative experiment repeated thrice with similar results. Data is mean ± SE of 3
samples. * p<0.05 compared with vehicle treated cells.
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Figure 5. Effect of induction of Wnt/β-catenin signaling and lupeol treatment on the colonogenic
potential of CRC cells that do not harbor constitutively active Wnt signaling
RKO cells were also transfected with stable-β-catenin (β-cateninS33Y) to induce the effects
of active Wnt/β-catenin signaling. The transfected cells were selected for puromycin
resistance and treated with lupeol. The colonies formed were stained with crystal violet. The
crystal violet was dissolved in 50% acetic acid and the absorbance was read at 540 nm. The
results are from a representative experiment repeated thrice with similar results. Data is
mean ± SE of 3 samples. * p<0.05 compared with vehicle-treated controls.
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Figure 6. Effect of lupeol treatment on the phosphorylation of β-catenin at sites Ser552 and
Ser675
β-catenin phosphorylation in CRC cells treated with lupeol. CRC cells were treated with
lupeol for 48 h. Whole cell lysates of treated cells were subjected to SDS-PAGE
electrophoresis followed by immunoblot analysis and chemiluminescence detection. Equal
loading of protein was confirmed by stripping the immunoblot and reprobing it for β-actin.
Numbers on top represent relative density normalized to β-actin.
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