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ARTICLE
Molecular Diagnostics

Kinome-wide analysis of the effect of statins in colorectal
cancer
Sarah Ouahoud1, Rutger J. Jacobs1, Maikel P. Peppelenbosch 2, G. M. Fühler2, Jarom Heijmans3, Sander Diks4, Manon E. Wildenberg3,5,
Lukas J. A. C. Hawinkels1, Liudmila L. Kodach6, Philip W. Voorneveld 1 and James C. H. Hardwick1

BACKGROUND: Epidemiological studies and meta-analyses show an association between statin use and a reduced incidence of
colorectal cancer (CRC). We have shown that statins act on CRC through bone morphogenetic protein (BMP) signalling, but the
exact cellular targets and underlying mechanism of statin action remain elusive. In this study, we set out to assess the influence of
statins on global cancer cell signalling by performing an array-based kinase assay using immobilised kinase substrates spanning the
entire human kinome.
METHODS: CRC cells with or without Lovastatin treatment were used for kinome analysis. Findings on kinome arrays were further
confirmed by immunoblotting with activity-specific antibodies. Experiments in different CRC cell lines using immunoblotting,
siRNA-mediated knockdown and treatment with specific BMP inhibitor Noggin were performed. The relevance of in vitro findings
was confirmed in xenografts and in CRC patients treated with Simvastatin.
RESULTS: Kinome analysis can distinguish between non-specific, toxic effects caused by 10 µM of Lovastatin and specific effects on
cell signalling caused by 2 µM Lovastatin. Statins induce upregulation of PTEN activity leading to downregulation of the PI3K/Akt/
mTOR signalling. Treatment of cells with the specific BMP inhibitor Noggin as well as PTEN knockdown and transfection of cells with
a constitutively active form of AKT abolishes the effect of Lovastatin on mTOR phosphorylation. Experiments in xenografts and in
patients treated with Simvastatin confirm statin-mediated BMP pathway activation, activation of PTEN and downregulation of
mTOR signalling.
CONCLUSIONS: Statins induce BMP-specific activation of PTEN and inhibition of PI3K/Akt/mTOR signalling in CRC.

British Journal of Cancer (2021) 124:1978–1987; https://doi.org/10.1038/s41416-021-01318-9

BACKGROUND
Colorectal cancer (CRC) is a major public health problem world-
wide. According to the GLOBOCAN 2018 data, CRC is the fourth
most diagnosed cancer with nearly 1.8 million new cases and
881,000 deaths in 2018.1 Despite improvements in treatment,
advanced disease remains incurable and hopes to achieve
reductions in mortality are pinned on nationwide screening
programmes aimed at early detection and prevention. Colono-
scopy screening is the foundation of CRC prevention, but it does
not offer complete protection.2–4

Chemoprevention represents a promising adjuvant strategy.5,6

The use of 3-hydroxy-3-methylglutaryl coenzyme-A reductase
inhibitors (statins) in CRC chemoprevention is highly debated.
Epidemiological studies and meta-analyses have shown mixed
results regarding the effectiveness of statins in reducing CRC
incidence.1,7–10

Statins, however, remain attractive candidates for use in
chemoprevention as they are generally well tolerated and have
proven beneficial effects on cardiovascular outcomes.11–13 Their
exact cellular targets and underlying mechanism of action in CRC

are largely unknown. Moreover, many in vitro studies have been
performed with high, non-physiological drug concentrations
raising the question as to whether the changes shown are specific
and represent true mechanisms of statin action or are a non-
specific result of toxic concentrations of statins on cellular
metabolism.14

We have previously shown that statins act on CRC through
activation of the bone morphogenetic protein (BMP) signalling
pathway.15,16 We have also shown that statin use is associated
with a reduced CRC mortality especially in patients whose
tumours have intact BMP signalling.17 How statin-dependent
activation of BMP signalling influences CRC cells remains
unknown.18,19 Kinome profiling using array-based kinase assays
has been previously used to comprehensively assess changes in
signal transduction in various cell systems, including cancer.20,21

In this study, we assessed the influence of statins on global cell
signalling in a hypothesis-free manner. To create a full picture of
the activity of different signalling pathways after statin treatment,
we performed an array-based kinase assay using immobilised
kinase substrates spanning the entire human kinome.22,23 From
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patterns of substrate phosphorylation, we used established
algorithms to deduce global cellular kinase activity in human
CRC cells with or without Lovastatin treatment.
We show that statin treatment leads to widespread changes in

kinase activity in cancer cells compatible with anti-tumour activity
with most pronounced effects on phosphoinositide-3 kinase
(PI3K)/AKT/mammalian target of rapamycin (mTOR) signalling.
We further confirm these data by a series of in vitro experiments
and show that the inhibiting effect of statins on the AKT/mTOR
pathway occurs via phosphatase and tensin homologue (PTEN) in
a BMP-dependent manner. Finally, experiments in xenografts and
in patients with CRC treated with statins confirm that the changes
in the BMP pathway and downregulation of phospho-mTOR seen
cell lines in vitro also occur in tumours in vivo.

METHODS
Cell culture
HCT116, RKO and HT29 colon cancer cell lines were obtained from
the American Type Culture Collection. HCT116 SMAD4−/− cells
were the kind gift of Dr. B. Vogelstein (Johns Hopkins University,
Baltimore, MD, USA). Cells were cultured in Dulbecco’s Modified
Eagle Medium (Life Technologies, Breda, the Netherlands)
containing 4.5 g/L glucose and L-glutamine, penicillin (50 U/mL)
and streptomycin (50 μg/mL) (Life Technologies), and 10% foetal
calf serum (Life technologies). Cells were grown in monolayers at
37 °C under a humidified 5% CO2 atmosphere. Lovastatin (M2147,
Sigma Aldrich, Zwijndrecht, Netherlands) was dissolved in 100%
Ethanol (Sigma-Aldrich) and Noggin-Fc (719-NG, R&D Systems
Europe Ltd, Abingdon, UK) was dissolved in sterile phosphate-
buffered saline (PBS) and both were stored in 500 μL aliquots at
−20 °C until required.

Phosphoproteome determination
Cells were trypsinised on ice, spun down and washed in PBS. Cells
were lysed in a non-denaturing complete lysis buffer (20 mmol/L
Tris-HCl, pH 7.5, 150 mmol/L NaCl, 1 mmol/L Na2EDTA, 1 mmol/L
EGTA, 1% Triton X-100, 2.5 mmol/L sodium pyrophosphate,
1 mmol/L MgCl2, 1 mmol/L beta-glycerophosphate, 1 mmol/L
Na3VO4, 1 mmol/L NaF, 1 μg/mL leupeptin, 1 μg/mL aprotinin,
1 mmol/L phenylmethylsulphonyl fluoride) and the volume of the
cell lysate was equalised with distilled H2O. Activation mix (10 μL),
containing 50% glycerol, 50 μM ATP, 60 mm MgCl2, 0.05% (vol/vol)
Brij-35, 0.25 mg/mL bovine serum albumin and 2000 μCi/mL
γ-33P-ATP was added to 60 μL cell lysate. The peptide arrays
(Pepscan, Lelystad, the Netherlands), containing triplicates of 1024
different kinase substrates (992 substrates, 32 controls), were
incubated with the cell lysates for 2 h in a humidified stove at
37 °C plus 2000 μCi/mL 33P-γ-ATP or 33P-α-ATP (control for non-
covalent-specific binding).24

Subsequently, the arrays were washed twice with Tris-buffered
saline (TBS) with 0.1% Tween-20, twice in 2 mol/L NaCl, twice in
demineralised H2O, and then air-dried. The arrays were exposed to
a phospho-imaging screen for 72 h and scanned on a phospho-
imager (Storm™, Amersham-Biosciences, Uppsala, Sweden).

Analysis of peptide array
Spot density and background were analyzed using Scanalyze
(http://rana.lbl.gov/EisenSoftware). Spot intensities were normal-
ised to the 90th percentile (The 5 and 95% intervals of the spot
density were calculated for each data set, and all spots were
normalised within these boundaries so that the 5 and 95% levels
are given the values 0 and 100, respectively). The Spearman
correlation coefficient was calculated for each combination of sets
and clustering was performed using Johnson hierarchical cluster-
ing schemes.25 For each peptide, the average and standard
deviation of phosphorylation was determined and plotted in an

amplitude-based hierarchical fashion. Background phosphorylation
of the array was determined from the exponent describing the
amplitude behaviour of the 500 least phosphorylated peptides
(which are assumed not to contain phosphorylation derived from a
relevant biological signal). Peptides of which the average
phosphorylation minus 1.96 times the standard deviation was
higher than background were considered to represent true
phosphorylation events (p < 0.05). Peptide sets that showed
statistically significant changes compared to the background were
subsequently subjected to elective Markov analysis (Tables S1A
and S1B). Kinase activities in lysates from cells incubated with or
without Lovastatin were determined by significant fold change
ratios of the combined values of phosphorylated peptides
resembling a substrate for kinase activity.
Significance analysis was performed using a minimal modifica-

tion for the algorithm originally developed for microarray analysis
(http://www-stat.stanford.edu/~tibs/SAM/).25

Immunoblotting
Cells at 60–80% confluence from 6-well plates (Greiner, Alphen a/
d Rijn, the Netherlands) were washed in ice-cold PBS and scraped
into 200 μL of cell lysis buffer (Cell Signaling, Leiden, the
Netherlands) containing a protease inhibitor cocktail (MP-
Biochemicals, Illkirch, France). Protein concentration was mea-
sured using the RC DC protein assay kit (Bio-Rad, CA, USA)
according to the manufacturer’s instructions, and the protein
concentrations of the samples were equalised accordingly.
Samples were diluted in 3× sample buffer (125 mmol/L Tris/HCl,
pH 6.8; 4% sodium dodecyl sulfate (SDS); 2% β-mercaptoethanol;
20% glycerol, 1 mg bromophenol blue), sonicated and then
heated at 95 °C for 5 min. Fifty micrograms of protein from each
sample was loaded onto SDS–polyacrylamide gel electrophoresis
and blotted onto polyvinylidene difluoride membrane (Millipore,
MA, USA). The blots were either immersed in methanol for 10 s
and blocked by air drying for 1 h at room temperature or
incubated in blocking buffer (TBST [Tris-buffered saline with 0.05%
Tween] with 5% low-fat milk powder) for 1 h. The membranes
were subsequently washed 3 × 10min in TBST before overnight
incubation at 4 °C with primary antibody in primary antibody
buffer (TBST with 0.2% low-fat milk powder). Blots were washed
3 × 10min in TBST and incubated for 1 h at room temperature in
the appropriate secondary antibody (1:1000) (Dako, Glostrup,
Denmark) in blocking buffer. After 3 × 10min washing in TBST,
blots were incubated with Lumi-light (Roche, Woerden, the
Netherlands), and chemiluminescence was detected using a
VersaDoc imaging system (Bio-Rad).
Antibodies: AKT, p-Akt, p-mTOR, mTOR, p-PTEN, PTEN, p70-S6K,

p-Ask1, p-MAPK-p38, p-MAPK-JNK, p-AMPK, and BMP2 were
purchased from Cell Signaling Technology, Inc. (Boston, MA,
USA); β-Actin from Santa Cruz Biotechnology Inc. (Santa Cruz,
CA, USA).
Western blot quantification was calculated using ImageJ (NIH,

Bethesda, MD, USA). Mean grey values for each band were
measured, subsequently the background was subtracted and the
band intensity was corrected using loading controls (Actin, PTEN
or mTOR). The experimental control condition value was set to 1.
The quantification of the western bots can be found in Supple-
mentary Data.

Luciferase reporter assay
Transcriptional activity of BMP was measured by transfection of
BRE-Luciferase. Transfection efficiency was corrected by co-
transfection of a CMV promoter-driven Renilla luciferase vector
(Promega, Leiden, the Netherlands). Transfections were performed
using Lipofectamine 2000 (Invitrogen). Luciferase activity was
measured using the Dual-Glo Luciferase Assay System (Promega)
on a Luminometer (Berthold Technologies, Bad Wildbad, Germany).
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RNA interference
Cells were plated in 12-well plates and treated with small
interfering RNA (siRNA) for PTEN or scrambled control siRNA (Cell
Signaling, Boston, MA, USA) using DharmaFECT 2 (Dharmacon,
Epsom, UK) as described by the manufacturer for 48 h. Immuno-
blotting was performed for efficiency control.

RNA isolation and cDNA synthesis
For isolation of RNA from cells, we used the RNeasy Kit (Qiagen,
Netherlands) according to the manufacturer’s protocol. Comple-
mentary DNA was made using the RevertAid M-MµLV Reverse
Transcriptase (Fermentas, St-Leon-Rot, Germany) according to the
manufacturer’s protocol.

Immunohistochemistry
Formalin-fixed, paraffin-embedded tissue blocks were sectioned (4
μm), deparaffinised, immersed in 0.3% H2O2 in methanol for 30
min and heat treated at 100 °C (pH 6.0) for 20min. Sections were
blocked with TENG-T (10mmol/L Tris, 5 mmol/L ethylenediamine-
tetraacetic acid, 0.15mol/L NaCl, 0.25% gelatine, 0.05% (vol/vol)
Tween 20, pH 8.0) for 30min. Slides were incubated with primary
antibodies to pSMAD1,5,8 (1:50), pPTEN (1:50) and to pmTOR (1:50)
overnight at 4 °C. The LSAB+ System-HRP (Dako) was used to
visualise the antibody-binding sites. Peroxidase activity was
detected with 3.3-diaminobenzidine tetrahydrochloride (Sigma-
Aldrich). Sections were counterstained with haematoxylin (Sigma-
Aldrich). All stainings were evaluated by experienced pathologists
(L.L.K./H.M.). Finally, the stains were analysed using the ImageJ
software.26

Xenograft mouse model
Mice were allocated randomly. Two groups of 8 female NMRI nu/
nu mice were injected subcutaneously in the flank with 1 × 106

HCT116 cells or with 5 × 106 HT29 cells in Matrigel (BD Bioscience,
Breda, Netherlands). Mice were fed ad libitum with food contain-
ing Simvastatin (Arie-Blok-BV, Woerden, Netherlands), thereby
receiving 50mg/kg/day for 3 weeks, initiated when the tumour
volume reached 100–200mm3. Mice were sacrificed using cervical
dislocation. After the mice had been sacrificed, the tumours were
harvested and embedded into paraffin blocks. Simvastatin was
chosen as it is the second most potent statin in our in vitro

experiments15 and is licensed for use in humans in the Nether-
lands, whereas Lovastatin is not.

Selection of patient material
Four patients newly diagnosed with CRC by endoscopy were
treated with 40 mg Simvastatin for 21 days after which elective
surgery was performed. Biopsies of the tumour taken during initial
endoscopy and tumour tissue collected immediately after surgical
removal were formalin fixed and embedded in paraffin for further
analyses. All patients had no previous history of CRC, had never
used any statin or used any nonsteroidal anti-inflammatory drug
(NSAID) during diagnosis or within the previous 6 months. The
study was approved by the LUMC Medical Ethics Committee.

Statistical analysis
Statistical analysis was performed using two-tailed Student’s t test,
and p < .05 was considered statistically significant. Asterisks
indicate a significant difference between two groups (*p < 0.05;
**p < 0.005). All experiments were done with a minimum of three
independent experiments. Data are shown as mean ± SEM.

RESULTS
The clinically relevant concentration of 2 µM of Lovastatin is
optimal for analysis of statin-induced signal transduction
It is not well known whether the high concentrations of statins
that are often used in vitro studies are relevant and reflect the real
changes that occur in vivo. Previous in vitro studies have used
doses between 0.1 and 667 µM,27–29 while concentrations
between 0.1 and 2 µM have been measured in serum of patients
treated with statins.30 Statins seem to have rapid dose-dependent
effects on cellular signalling and apoptosis observed within 24 h of
treatment, while effects on gene expression were mainly observed
after 72 h of treatment.16 However, at higher doses and with
longer treatment statins also lead to extensive cell death, which is
probably not only due to specific statin-mediated effects but also
non-specific toxic effects.
HCT116 cells were treated with different Lovastatin concentra-

tions (0.2, 2 and 10 µM) and cell viability was assessed at various
time points. MTT (3-[4,5-dimethylthiazol-2-yl]-2,5 diphenyl tetra-
zolium bromide) analysis shows no changes in cell viability after
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Fig. 1 HCT116 colon cancer cells were treated with different concentrations of Lovastatin (0, 0.2, 2 and 10 µM) and cell viability was
assessed at different time points using MTT assays. Exposure with 0.2 and 2 µM Lovastatin for 24 h did not lead to a significant reduction in
cell viability, but after 48 h 2 µM did show decreased cell viability. Exposure to 10 µM Lovastatin reduced cell viability after 24 h. Student t-tests
were performed using the corrected means of the individual experiments (* < 0.05, ** < 0.001, *** < 0.001). Data is presented as mean ± SEM.
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24 h of treatment with 0.2 and 2 µM of Lovastatin, but significant
reduction in cell viability is observed after 24 h when a
concentration of 10 µM is used. After 48 h of exposure, reduced
viability is observed in cells treated with 2 and 10 µM of
Lovastatin. After 72 h of treatment, 0.2, 2 and 10 µM of Lovastatin
induce significant reduction in viability (Fig. 1).
We chose to use 24-h exposure to 2 and 10 µM for further

analysis to observe and compare the changes in kinome profiles
between low- and high-concentration treatments. PepChip analysis
after exposure to 10 µM Lovastatin for 24 h leads to chaotic
changes in substrate phosphorylation. We see that the phosphor-
ylation of several substrate targets of the same kinase move in
different directions. Subsequent pathway analysis did not show any
logical changes. Where increased kinase activity would be expected
to lead to downstream kinase activation within the same pathway,
our samples treated with 10 µM of Lovastatin show no consistent

pattern (data not shown, available by request). In contrast, analysis
of samples treated with 2 µM of Lovastatin for 24 h show consistent
and logical changes described below (Figs. 2 and 3 and
Supplementary Table 1). Kinome analysis may therefore represent
a novel tool for differentiating between non-specific, toxic effects of
an intervention and specific effects on cell signalling. Based on
these observations, we used 2 µM of Lovastatin for 24 h for kinome
profiling. In this timeframe, molecular processes responsible for
statin-induced gene expression changes should be fully operational
while minimising secondary knock-on effects due to the gene
expression changes themselves.

Statin treatment inhibits the PI3K/Akt/mTOR pathway
To analyse the actual changes in the phosphoproteome asso-
ciated with Lovastatin treatment, we first determined the number
of significantly phosphorylated substrates for each condition. This
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Fig. 2 Phosphoproteome changes in CRC cells after statin treatment. a Illustration of PepChip array analysis methodology. PepChip slides
contain substrate motifs, which can be phosphorylated by kinases present in biological lysates. The intensity distribution of the resulting
phosphorylation contains an aspecific component and a specific component. As illustrated by the depiction of a non-lysate-treated slide, the
aspecific component can be described by first sorting substrates according to their intensity and then by the function y= a · ln(x)+ b (in
which x is the substrate number after amplitude-based sorting and y the resulting spot intensity). The values of a and b can be determined
from a slide (including those treated with a biological lysate) by determining the exponent best describing the amplitude behaviour of the
500 least phosphorylated peptides (which are assumed not to contain phosphorylation derived from a relevant biological signal). Peptides of
which the average phosphorylation minus 1.96 times the standard deviation is higher than background are considered to represent true
phosphorylation events (p < 0.05) and are further analysed. The blue line shows the function describing the aspecific signal on this PepChip.
The red circle shows multiple peptides that represent true phosphorylation events. b Representative results from phospho-imager analysis of
PepChip arrays incubated with lysate from HCT116 cells treated with vehicle control versus 2 µM Lovastatin for 24 h or vehicle control. c Venn
diagram to summarise the changes in phosphorylated substrates in HCT116 cells with and without Lovastatin treatment. Treatment with
Lovastatin not only leads to an overall reduction in phosphorylation but also to changes in which substrates are phosphorylated. In HCT116
cells without Lovastatin treatment, 222 substrates are significantly phosphorylated. Lovastatin-treated cells have 150 significantly
phosphorylated substrates. Only 40 substrates are phosphorylated in both conditions.
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is done by calculating the average and standard deviation of the
substrate phosphorylation for each peptide in each condition
(vehicle control versus 2 µM) (full list of results in Supplementary
Tables 1A and 1b) and plotting the values obtained in an
amplitude-based hierarchical fashion (Fig. 2a). Whereas lysates of
HCT116 cells not treated with Lovastatin phosphorylate a total of
222 peptide substrates, the lysates of the cells treated with 2 μM
Lovastatin phosphorylate a total of 150 substrates (Fig. 2b and
Table S1B). A Venn diagram was constructed to summarise the
changes in the phosphoproteome induced by Lovastatin (Fig. 2c).
Treated and untreated HCT116 cells phosphorylate only 40

common substrates, phosphorylation of the other substrates
being unique to either vehicle-treated cells or Lovastatin-treated
cells. Using established algorithms, kinase activity was deduced
from the pattern of substrate phosphorylation and used to
construct provisional signal transduction schemes to detail the
effects of Lovastatin on colon cancer cell signal transduction
(Fig. 3a). The strongest effect of statin treatment is seen on the
PI3K/Akt pathway and its downstream target mTOR. Immunoblot-
ting using phosphorylation-specific antibodies was used to
validate the major changes seen with the kinome analysis (Fig. 3b)
and confirmed the downregulation of the phosphorylation level of
AKT, mTOR and its downstream target 70S6K. Figure 3c shows a
time-dependent effect of lovastatin treatment on p-PTEN and p-
mTOR levels. Western blot quantification of Figs. 3–5 can be found
Supplementary Fig. 1. Supplementary Fig. 2 shows that the effect
of Simvastatin on p-mTOR in HCT116 cells is similar to Lovastatin.

Statin induced inhibition of the Akt/mTOR pathway is PTEN
dependent
Statin treatment strongly downregulates the activity of the PI3K/
Akt/mTOR signalling pathway, but in which manner this inhibition
occurs could not be easily deduced from the kinome analysis.
PTEN, a phosphatase of phosphatidylinositol-(3,4,5)-trisphosphate
(PIP3), which functions as a negative regulator of the Akt/PKB
signalling pathway, was also one of the proteins altered in
phosphorylation upon statin treatment in kinome arrays (Table S1).
Phosphorylation of PTEN induces a conformational change
inhibiting attachment of the protein to the membrane thereby
negatively regulating its function as a phosphatase.31–33 Immuno-
blot analysis of HCT116 cells shows a clear reduction of the
amount of phosphorylated PTEN after treatment with Lovastatin,
confirming the kinome data (Fig. 3b). To investigate whether the
effect of statins on the mTOR pathway is mediated through PTEN
and not by inhibition of mTOR itself, we transiently transfected
HCT116 cells with siRNA targeted against PTEN or scrambled
control siRNA and subsequently treated the cells with Lovastatin
or vehicle control. Transfection with siRNA against PTEN leads to a
strong increase in the amount of phosphorylated mTOR and also
diminishes the inhibitory effect of statin treatment on mTOR
phosphorylation (Fig. 4a).
The activity of AKT, which is directly upstream of mTOR, is

controlled by its phosphorylation via PIP3. PTEN converts PIP3 back
to PIP2 (phosphatidylinositol 4,5-diphosphate), thereby indirectly
reducing AKT activity. To confirm that the inhibition of mTOR
signalling is mediated through increasing PTEN activity and
mediated via AKT, we transiently transfected HCT116 cells with a
constitutively active form of AKT1 (ca-AKT) and subsequently
tested the effect of Lovastatin treatment.34 After transfection with
ca-AKT, statin treatment no longer results in reduced phosphor-
ylation of mTOR (Fig. 4b), showing that statin treatment works
upstream of AKT, most likely via PTEN.

Statin induced inhibition of the Akt/mTOR pathway
is BMP dependent
The importance of BMP signalling in CRC has become apparent
through the finding of BMPR1a mutations in Juvenile Polyposis

and from genome-wide association studies.35,36 A link between
BMPR1a and PTEN was discovered in Cowden Syndrome, an
inherited hamartomatous polyposis syndrome, where mutations
in either of these genes can lead to the same phenotype.37

Studies performed in breast cancer cells revealed that treatment
with BMP caused increased levels of PTEN activity.38 Whether this
applies to CRC is unknown. We have previously shown that statin
treatment leads to an increase in BMP signalling. We confirm this
by using the BRE-luc construct to measure BMP transcriptional
activity (Fig. 5a). We and others have previously shown that statin
can upregulate BMP2 expression.16 Figure 5b shows an increased
expression of BMP2 after Lovastatin treatment of HCT116 cells. To
investigate whether the effect of statins on PTEN is dependent on
BMP signalling, we pre-treated colon cancer cells with the specific
BMP inhibitor Noggin39 before treatment with Lovastatin and
analysed the effect on the phosphorylation of PTEN and mTOR. As
measured by immunoblotting, Noggin not only abolishes the
decrease of PTEN phosphorylation induced by Lovastatin treat-
ment but also leads to an upregulation of p-PTEN levels by itself
(Fig. 5c). Blocking BMP leads to PTEN phosphorylation, which
reduces PTEN activity. To avoid cell line bias, we repeated the
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essential experiments using two other CRC cell lines treated with
Lovastatin. The colon cancer cell line RKO with intact canonical
BMP signalling shows a strong reduction of mTOR phosphoryla-
tion after statin treatment. In contrast, HT29 shows no effect.
HT29 is SMAD4 deficient thereby inactivating canonical BMP
signalling. This cell line is also resistant to statin treatment in vitro
and in vivo, as we have shown previously (Fig. 5d). To further
confirm this, we treated HCT116 cells, which are SMAD4 positive,
and HCT 116 SMAD4−/− with Lovastatin and only observed a
reduction in p-mTOR in SMAD4-positive cells (Supplementary
Fig. 2).

Statin treatment leads to increased BMP signalling and
downregulation of mTOR phosphorylation in xenografts
As statins are usually given orally to patients, we performed an
in vivo experiment using xenografts of HCT116 cells in nude mice
receiving 3 weeks of oral statin treatment before they were
sacrificed, and the tumours were analysed. We feel this is an
improvement on previous studies, which have used intraperito-
neal or intratumoural injection of statins to show effects on
xenografts in mice. The effect of statin treatment on tumour size
has been reported previously.16 In this study, we were interested
whether oral administration of statins would influence mTOR
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signalling in xenografts. Immunohistochemical analysis of nuclear
pSMAD1,5,8 in the xenografts revealed a significant increase in
active BMP signalling in HCT116 xenografts (Fig. 6a, b), confirming
our previous findings in vitro.15 As shown in Fig. 6a, b, PTEN
phosphorylation and mTOR phosphorylation are decreased in
HCT116 colon cancer cell xenografts after statin treatment.

Statin treatment leads to reduced pmTOR expression in vivo in
humans
Data linking BMP and PTEN is mainly derived from in vitro studies
using breast cancer cell lines and in vivo mouse studies in normal
tissue or hamartomatous polyps.40,41 We therefore investigated
whether treatment with statins would show similar results in vivo
in humans. We approached patients newly diagnosed with CRC
and treated them with 40 mg Simvastatin orally once daily for 3
consecutive weeks. Biopsies taken at diagnosis (endoscopically)
and tissue collected at surgical resection (after 3 weeks) were
compared for BMP signalling activity measured by nuclear
pSMAD1,5,8 and phospho-mTOR expression. Immunohistochem-
ical analysis of the samples shows that treatment with the
clinically relevant dose of 40mg Simvastatin for 3 weeks leads to a
significant decrease in phospho-mTOR expression (Fig. 6c, d). BMP
signalling was not significantly increased despite showing a strong
trend towards upregulation (Fig. 6c, d). Logistical and tissue
handling problems meant that we were only able to perform a

small pilot study. These preliminary results, however, suggest that
the molecular effects of statins that we observe in vitro in CRC cell
lines and in vivo in xenografts are also seen in vivo in humans.

DISCUSSION
Genetic changes and the subsequent alterations in signal transduc-
tion pathways are key features of carcinogenesis,42 and new
therapeutic strategies targeting these pathways have proved
successful in treating CRC but have to be targeted to cancers with
a sensitive molecular profile. This paradigm seems to be equally true
for non-biological therapies such as Aspirin, which only reduces the
incidence of COX-2-overexpressing cancers and cancers with PI3K3A
mutations.43,44 This underscores the importance of understanding
the molecular mechanism of action of compounds that appear to
have beneficial effects in CRC in epidemiological studies. In this
study, we set out to investigate the early effects of statin treatment
on CRC cell signal transduction using a kinome array. The most
pronounced effects of statins are on the Akt/mTOR survival pathway
acting via PTEN and are BMP dependent. Lovastatin also affects
multiple other molecules and pathways, including MEK, PI3K and
EGFR, but to a lesser extent. Another reason to focus on PTEN is the
pre-existing link between BMP signalling and PTEN in Cowden
syndrome, which is classically associated with germline PTEN
mutations, and was found to have mutations in BMPR1a.
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For the kinome array analysis, we chose to use the HCT116
colon cancer cell line. We have previously shown that HCT116 cells
are sensitive to statin treatment.15 We confirmed the effects in two
other cell lines. Further work is needed to relate the sensitivity of
individual cancers to mTOR inhibition based on their mutational
fingerprints.45 Whether statins work through the same mechan-
isms in cancers with different subtypes (CIN, CIMP, and MSI) would
be an interesting angle for future studies.
Multiple other studies have investigated the molecular mechan-

ism of statins in cancer.18,19 Extremely high concentrations of
statins were often used in vitro. Therefore, we decided to
investigate which concentration of Lovastatin would be appro-
priate for studying specific effects on global cell signalling. The
kinome array analysis shows that treating cells with high doses of
Lovastatin (10 µM) for 24 h leads to chaotic changes in kinase
activity, which could represent non-specific toxic effects. Con-
versely, cells treated with a relative low dose of Lovastatin (2 µM),
a concentration which can be found in patients taking normal
dosages, show logical and consistent changes in signalling
pathways. The most profound effect was reduced activation of
the Akt/mTOR pathway, a major survival pathway that is
frequently upregulated in CRC.46 The effect of statins on the
Akt/mTOR pathway has been previously shown in breast, lung,
hepatic and renal carcinoma.47 We demonstrate that siRNA
knockdown of PTEN abolishes the statin-induced inhibition of
mTOR. Transfection with constitutively active Akt also prevents
statins from inhibiting mTOR providing further evidence that
mTOR inhibition by statins is PTEN dependent.
A link between PTEN expression and active BMP signalling has

been observed in breast cancer cell lines and in mouse
studies.38,39,41 We have previously shown that statins induce
BMP signalling and induce apoptosis in CRC cells and that this
effect can be abolished by either Noggin or mevalonate
treatment.15 In this study, we therefore investigated whether the
effect of statin treatment on PTEN was mediated through
induction of BMP signalling. We show that the inhibitory effect
of statins on mTOR is abolished when pre-treated with the BMP
inhibitor Noggin. Noggin alone increases phosphorylated PTEN
levels and also reduces the effect of statins on PTEN phosphoryla-
tion. This strengthens the link between BMP signalling and PTEN
and is consistent with the effect of statins on PTEN being
mediated via effects on BMP signalling. The exact mechanism of
this interaction will require further investigation in future studies.
To confirm these results in vivo, we treated nude mice bearing

CRC xenografts with Simvastatin. We also treated a small number
of CRC patients with Simvastatin between diagnosis and surgical
resection. We confirmed that statins activate canonical BMP
signalling by demonstrating significant increases in nuclear
pSMAD1,5,8. Oral statin administration also leads to a significant
decrease in PTEN and mTOR phosphorylation in the HCT116
xenografts. In a small pilot study where we treated CRC patients
with Simvastatin for 3 weeks, BMP signalling was not significantly
upregulated but showed a strong trend, while phospho-mTOR
levels were significantly decreased in cancer specimens after
treatment. Unfortunately, pPTEN immunohistochemistry in the
patient specimens revealed no staining in the resection speci-
mens. This may be due to the relatively long warm ischaemic time
or differences in fixation compared to the xenografts. Phospho-
epitopes are known to be very sensitive to delays in fixation.
Ischaemic time impacts biological integrity of phospho-proteins in
PI3K/Akt, ERK/MAPK, and p38 MAPK signalling networks.48 The
pilot patient study was smaller than intended. The study was
stopped prematurely due to poor patient inclusion partly due to
high levels of statin and NSAID use and partly to delays in surgical
resection in many included patients leading to protocol violations.
A future larger patient trial will be needed to further confirm the
results in a larger group of patients.

In conclusion, statin treatment of CRC cells leads to widespread
changes in kinase activity affecting multiple signalling pathways.
The most pronounced effects are on the PI3K/Akt/mTOR pathway,
which are PTEN related and BMP dependent. We also confirmed the
effect in vivo in mice and in a small pilot study in humans. Together
these data provide new insights into the working mechanisms of
statins, which could facilitate their rational, targeted use in CRC.
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