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ABSTACT 

Colorectal cancer (CRC) is not a homogenous disease. Recent molecular 
classification of established tumours based on gene expression and (epi)genetic 
mutation burden, has revealed considerable disease heterogeneity. The relative 
importance of the epithelial and stromal tissue compartments varies between 
different tumour subtypes and this contributes to the observed clinical and 
molecular heterogeneity of CRC. 

The AIM of this study was to explore the role of the stroma in different 
precancerous pathologies (polyps) and in CRC.  

Stromal gene expression varies considerably between the different polyp 
subtypes (SSA and TVA) with a comparatively greater number of differentially 
expressed genes in serrated lesion stroma, suggesting the hypothesis that SSA 
lesions, usually initiated by BRAF mutations and methylation, require the 
recruitment of pro-tumorigenic stroma to enable lesion progression. In contrast, 
TVA are initiated by epithelial mutations that disrupt Wnt signaling (such as 
APC) and this is sufficient to drive tumourigenesis, irrespective of stromal 
influences.  

Moreover, transwell tissue culture 3D techniques and animal models revealed 
that fibroblasts support the cross species growth of mouse epithelial organoids 
and abrogate the normal media requirement for Noggin and EGF. Interestingly, 
mouse epithelium grown in this co culture system develop as spheroids rather 
than the branching organoids seen with media morphogen supplementation, 
indicating a phenotype modulating effect of the fibroblasts.  

Preliminary results revealed that fibroblasts have effects on cell proliferation 
and cell cycle regulation by upregulation of genes involved with cell cycle 
progression, DNA synthesis/repair, protein translation, vesicles mediated 
transport and lipid metabolism.  

Primary stromal cell cultures isolated from adenoma and colon cancer (CMS2 
and CMS4) might in part represent the corresponding cancer 
microenvironment, thus providing a useful complement to the current cellular 
biochemistry and therapeutic research in CRC.  
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SOMMARIO 

Il cancro del colon-retto (CRC) non è una malattia omogenea. Una recente 
classificazione molecolare sul CRC basata sull’ espressione genica e 
mutazioni (epi)genetiche, ha rivelato una notevole eterogeneità nella  
malattia. L'  importanza dei compartimenti tissutali, epitelia liali e 
stromali, varia tra i diversi sottotipi di CRC e questo contribuisce all’  
eterogeneità clinica e molecolare osservata nel CRC. 

Lo scopo di questo studio è stato quello di esplorare il ruolo dello stroma 
in diverse forme pretumorali (polipi) e nel CRC.  

Dalle analisi eseguite,  e’ emerso che il profilo genetico dello stroma nelle 
due condizioni pre cancerogene di CRC oggetto di studio (TVA e SSA),  
differisce in maniera significativa, suggerendo l’ipotesi che i polipi di 
tipo SSA, in genere promossi da mutazioni nel gene BRAF, richiedono 
l'assunzione di stroma pro-cancerogeno per consentire la progressione 
della lesione. Al contrario, in lesioni di tipo TVA, le mutazioni epiteliali 
che interrompono la via di segnalazione Wnt (es. APC), siano sufficienti 
per promuovere la tumorigenesi a prescindere dall’ influenza dello 
stroma.  

Inoltre, con l’ausilio di t ecniche di coltura 3D, insert i e modelli animali,  
e’ emerso che i fibroblasti sostengono la crescita degli organoidi murine 
senza l’impiego dei fattori di crescita  Noggin e EGF. In particolare,  i 
fibroblasti causano lo sviluppo di sferoidi piuttosto che di organoidi,  
indicando un effetto modulante sul fenotipo.  

I risultati preliminary, hanno rivelato che i fibroblasti hanno effett i sulla 
proliferazione cellulare e la regolazione del ciclo cellulare mediante la  
regolazione in maniera posit iva dei geni coinvolti nella progressione del 
ciclo cellulare, nella sintesi e/o r iparazione del DNA, nella traduzione di 
proteine, nel trasporto mediato da vescicole e nel metabolismo dei lipidi.  

I fibroblasti isolati da adenoma e CRC (CMS2 e CMS4) potrebbero in 
parte rappresentare il microambiente tumorale, fornendo così un utile 
complemento biochimico e cellulare sulla ricerca terapeutica nel tumore 
del colon.  
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ABBREVIATIONS 
 
AACR  American Association for Cancer Research 
ACF aberrant crypt foci 
ACF-D dysplastic aberrant crypt foci 
ACF-H heteroplastic/hyperplastic type aberrant crypt foci 
ACF-S serrated type aberrant crypt foci 
AFAP attenuated familial adenomatous polyposis 
AGA The American Gastrointestinal Association 
AKT v-akt murine thymoma viral oncogene homolog 1 
ANXA10 annexin A10 
APC adenomatous polyposis coli 
ATM ataxia telangiectasia mutated 
BM-MSCs bone marrow derived mesenchymal stem cells 
BMI-1 polycomb complex protein  
BMP bone morphogenic protein  
BRAF  B-raf proto-oncogene, serine/threonine kinase  
CA conventional adenoma 
CAFs  cancer-associated fibroblasts 
CAM-DR  cell adhesion-mediated drug resistance 
CBCs  crypt base columnar cells  
CC conventional colorectal carcinoma 
CD  cluster of differentiation 
CEA carcinoembryonic antigen 
CICs  cancer-initiating cells 
CIMP cytosine-phosphoguanine island methylator phenotype 
CIMP-H high-level CIMP 
CIMP-L low-level CIMP 
CIN chromosomal instability 
CRC colorectal cancer 
CRM circumferential resection margin 
CRT chemoradiotherapy 
CSCs  cancer stem cells 
CSS cancer-specific survival 
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CTNNB1 catenin (cadherin-associated protein), beta1 
CU ulcerative colitis 
DAB  3,3'-diaminobenzidine 
DC  dendritic cell 
DCC deleted in colorectal carcinoma 
DCLK1  doublecortin-like kinase 1 
DFS disease-free survival 
DNA  deoxyribonucleic acid 
ECF ectopic crypt foci 
ECF-d the density of ectopic crypt foci 
ECM  extracellular matrix 
e.g. exempli gratia 
EGF epidermal growth factor  
EGFR epidermal growth factor receptor 
EMT  epithelial- mesenchymal transition 
EndMT  endothelial-mesenchymal transition 
Ephrins Eph receptor-interacting proteins 
EphB Ephrin type-B receptors 
ERBB erythroblastic leukemia viral oncogene homolog 
ESGE The European Society of Gastrointestinal Endoscopy 
etc. et cetera  
FA flat adenoma 
FAP  fibroblast activation protein 
5-FU 5-fluorouracil 
FGF  fibroblast growth factor 
FSP-1  fibroblast specific protein-1 
GTPases guanosine triphosphatases 
HGF  hepatocyte growth factor 
HH  hedgehog 
HIF  hypoxia-inducible factor 
HMPS hereditary mixed polyposis syndrome 
HNPCC hereditary non-polyposis colon cancer 
HP  hyperplastic polyp 
HR hazard ratio 
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HRWLE high-resolution white-light endoscopy 
HSC  hematopoietic stem cell 
IBD  inflammatory bowel disease 
ICC immunocitochemistry 
i.e. id est 
IFN  interferon 
IFP interstitial fluid pressure 
IGF  insulin-like growth factor 
IGF2 insulin-like growth factor 2 
IHC immunohistochemistry 
IL interleukin 
i.e.  id est 
JPS juvenile polyposis syndrome 
KRAS  Kirsten rat sarcoma viral oncogene homolog 
LGR5 leucine-rich repeat containing G protein-coupled 

receptor 
LE leading edge tumor 
LOH  loss of heterozygosity 
LRP low-density lipoprotein receptor-related protein 
LS lynch syndrome 
MAP MUTYH  (mutY homolog) gene associated polyposis 
MAPK-ERK mitogen-activated protein kinase extracellular signal-

regulated kinase 
MCA  methyl cyanoacrylate 
MGMT O-6 methylguanine-DNA methyltransferase 
MLH  mutL homolog 
MLH1 mutL homolog 1 
MMP  matrix metalloproteinase 
MMR mismatch repair 
MoAbs monoclonal antibodies 
mo month 
MPO  myeloperoxidase 
MSC  mesenchymal stem cell 
MSH mutS homolog 
MSH2 mutS homolog 2 
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MSH6 mutS homolog 6 
MSI microsatellite instability 
MSI-H high-grade microsatellite instability 
MSI-L low-grade microsatellite instability 
MSS microsatellite stable 
MUTYH mutY homolog 
MVD microvascular density 
mTOR  mammalian target of rapamycin 
MYH see MUTYH 
MYD88 myeloid differentiation primary response gene 88 
NF-κ B nuclear factor-κB 
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O.N. over night  
OR odds ratio 
OS overall survival 
PCR polymerase chain reaction 
PCFs pericryptal fibroblasts  
PFS progression-free survival 
PI3K phosphatidylinositol 3-kinase 
PIK3CA phosphatidylinositol-4,5-biphosphate 3-kinase, catalytic 

subunit alpha 
PIP3 phosphatidylinositol-3,4,5-triphosphate 
PMS2 postmeiotic segregation increased 2 
PTEN phosphatase and tensin homolog 
qRT-PCR  quantitative reverse transcription polymerase chain 

reaction 
ROC receiver operating characteristics 
ROS reactive oxygen species 
RT radiotherapy 
RTK receptor tyrosine kinase 
SAC serrated adenocarcinoma 
SSA sessile serrated adenoma 
SSA-D sessile serrated adenoma with cytological dysplasia 
SMAD small mother against decapentaplegic 
α-SMA   α-smooth muscle actin 
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SP serrated polyp 
SPS serrated polyposis syndrome 
STAT3 signal transducer and activator of transcription 3 
TA tubular adenoma 
TAA tumor-associated antigen 
TAM tumor-associated macrophage 
TCF T cell factor 
TERT telomerase reverse transcriptase  
TGF-β transforming growth factor beta 
TGFβ-1  transforming growth factor-β1 
TGFβR2 transforming growth factor beta receptor 2 
Th cell T helper cell 
TIMP tissue inhibitor of metalloproteinases 
TLR Toll-like receptor 
TNF tumor necrosis factor 
TMA tissue microarray 
TNM tumor, node, metastasis 
TP53 tumor protein p53 
TReg cell regulatory T cell 
TSA traditional serrated adenoma 
TVA tubulovillous adenoma 
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RNA ribonucleic acid 
RT radiotherapy 
TERT telomerase reverse transcriptase 
VA villous adenoma 
VEFG vascular endothelial growth factor 
WHO World Health Organization 
WNT Wingless 
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1. INTRODUCTION 

 

1.1    Structure of the colon and rectum  

1.1.1 Anatomy and physiology 

The colon is an abdominal organ, covered by the peritoneum except 
for the most distal part, the rectum; its length is in the order of 100 
to 150 cm beginning in the ileocecal valve and ending in the 
anorectal junct ion (Ponz de Leon & Di Gregorio 2001).  

The large bowel can also be categorized by the regions of vascular 
supply. “The right colon” (from caecum to splenic flexure) is 
supplied by the branches of the superior mesenteric artery, while the 
inferior mesenteric artery feeds “the left  colon” (descending and 
sigmoid colon). The blood supply to the lower rectum is delivered 
by the branches of the internal iliac artery, the middle and inferior 
rectal arteries, and this third anatomical region is called “the 
rectum”.  

The colorectal mucosa is covered by two layers of circular and 
longitudinal smooth muscle cells, which are adjacent to serosa and 
subserosal t issues; contract ion of the external longitudinal muscle 
layer accounts for the appearance of character ist ic haustrations 
along the colon (Ponz de Leon & Di Gregorio 2001) (Figure 1).  
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Figure 1. The anatomical subdivision of the large bowel. Adapted from Encyclopaedia 
Britannica 2003. 
 
 

1.1.2 Histological structure 

The normal colorectal mucosa is const ituted by 3 main elements: 
epithelium (of the surface and crypts), lamina propria and 
muscularis mucosae; the latter separates the mucosa from the deeper 
submucosa (Figure 1).  

The colonic surface epithelium is composed of a single layer of 
columnar cells which funct ion as a protective barrier between host 
and luminal environment. The two main cellular elements of the 
epithelium are absorptive cells (responsible for ion and water 
absorption) and goblet cells (which synthesize, store and secrete 
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mucin); a thin basement membrane (composed of collagen and other 
proteins) anchors and supports the surface epithelium.  

A similar single-layer columnar cell epitheliurn forms the colorectal 
crypts; besides absorptive and goblet cells, crypt epithelium also 
contains undifferent iated precursor cells, specialised endocrine cells 
(containing secretory granules) and rare Paneth cells (pyramid -
shaped cells containing eosinophilic secretory granules, the funct ion 
of which remains unclear), especially in the proximal colon.  

The lamina propria extends between crypts and reaches the 
muscularis mucosae and it contains a wide variety of cells, including 
fibroblasts, lymphocytes, plasma cells, eosinophils,  macrophages 
and mast cells, which are arranged among strands of collagen tissue.  
Colonic mucosa also contains well formed gut -associated lymphoid 
tissue which is responsible for local defence against harmful agents 
originat ing in the gut lumen (Intest inal immunity and inflammation: 
recent progress 1986).  

The muscularis mucosae is a thin layer of smooth muscle which 
separates the epithelium and lamina propria from the submucosa. 
Contraction of the muscularis may alter the shape of the mucosa, 
thus affect ing normal physiologic processes (absorption of water and 
electrolytes, mucin secret ion, cell replicat ion).  

The submucosa is const ituted by the same elements that feature the 
lamina propria (such as lymphocytes that  can form lymphat ic 
follicles, fibroblasts, macrophages, mast cells and fibrous t issues).  
Two neural plexuses are located in the submucosa; one immediately 
beneath the muscularis mucosae (Meissner plexus), the other 
(Auerbach plexus) lies in the deeper part of the submucosa, close to 
the lamina propria. Vascular elements of the submucosa include 
arterioles, venules and lymphat ic vessels; these submucosal 
structures may, sometimes, appear larger or tortuous even in the 
absence of any colonic abnormality (Ponz de Leon & Di Gregorio 
2001).  
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1.1.3 Intestinal architecture 

1.1.3.1 Intestinal stem cells  

The normal colon has two dist inct pools of stem cells, which 
together make up the total populat ion of 16 stem cells (Medema & 
Vermeulen 2011, Vaiopoulos et al. 2012, Stange & Clevers 2013).  
The contribut ion of each pool to the total is not known. The first 
stem cell pool is localized in the crypt base (crypt base columnar 
cells (CBCs) and can be characterized by high LGR5 (Leucine-rich 
repeat containing G protein-coupled receptor) expression and is 
largely comprised of a proliferat ing population (Barker et al.  2007, 
Kemper et al. 2010). The next pool is nearby in the +4 posit ion of 
the colon base (four cells away from the base of the crypt) and 
consists of relat ively quiescent or dormant cells. This second pool 
exhibits high expression of BMI-1 (Polycomb complex protein) and 
telomerase reverse transcriptase (TERT) (Medema & Vermeulen 
2011, Bertrand et al. 2012). 

Regulat ion of normal intest inal stem cells occurs at the crypt base,  
in particular, in the stem cell niche. The stem cell niche consists o f 
epithelial, mesenchymal cells and extracellular substrates which 
favour the existence of a stem cell in its undifferent iated state. It 
provides an opt imal microenvironment for the production of 
different iated progeny by the paracrine secretion of growth factors, 
cytokines, and morphogens. The phenotypic response of a cell is 
determined by its posit ion within these concentration gradients. Key 
const ituents of the niche include Paneth cells and pericryptal 
fibroblasts. 

Stem cells at the crypt base produce rigorously dividing transit -
amplifying cells. While proliferat ing, transit -amplifying cells move 
upward and reach the crypt -villus junct ion after four to five cell 
divisions, after which they fulfill their specific funct ion as 
specialized cells (Heath 1996).  To compensate the cont inuous, 
conveyor-belt-like flow of cells along the crypt -villus axis, cells at 
the villus tip undergo apoptosis and are shed into the gut lumen. 
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This cont inuous renewal of the epithelium along the vert ical (crypt -
to-luminal surface) axis of the intest ine happen within the 5–7 days 
that it  takes for a cell to migrate from the crypt base to the lumina l 
surface (Biswas et al. 2015). Only one cell type, the Paneth cell,  
escapes this upward movement. Pushed downward by the repulsive 
forces of Ephrins (Eph receptor-interacting proteins) and their 
Ephrin type-B (EphB) receptors, Paneth cells settle at the very base 
of crypts (Bat lle et al. 2002) (Figure 2).  

Adult  stem cell and daughter cell fate determinat ion is controlled by 
the same signalling pathways that regulate embryonic ste m cell 
funct ion during development. In the adult, these pathways are 
stringent ly controlled with complex interact ions used to restrict 
pathway act ivity and response to the appropriate cell compartment.  
Mesenchymal and epithelial-derived pathways result in polarized 
gradients that regulate stemness, cell proliferat ion, different iat ion, 
and apoptosis as cells progress along the intest inal vert ical axis.  
Important pathways include Wnt, BMP, Hedgehog (HH), and Notch 
signaling (Biswas et al. 2015).  
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Figure 2. Intestinal crypt architecture and cell types. The intestinal crypt is the basic 
functional unit of the gut. In the small intestine, several crypts contribute to finger-like 
projections called villi. In homeostasis, the stem cells (crypt base columnar and +4 cells) are 
restricted to the crypt base stem cell niche. Immediate stem cell progeny divide rapidly in the 
bottom half of the crypt, called the transit amplifying zone. Terminal differentiation occurs in 
the upper part of the crypt, with fully differentiated cells eventually being shed into the 
intestinal lumen. Under homeostatic conditions in the mammalian gut, transit along the crypt–
luminal axis takes 5–7 days . From Biswas et al. 2015.  
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The gut is subdivided anatomically into two parts, the small 
intest ine and the colon.   

 

1.1.3.2 Small Intestine 

The small intest ine’s surface is maximized by millions of 
protrusions of the epithelium, called villi and by invaginat ions into 
the submucosa, called crypt of Lieberkuhn. They are composed of 
colon stem cells, transit amplifying cells and terminally 
differentiated goblet cells, enterocytes and endocrine cells  
(Medema & Vermeulen 2011). Each normal crypt is comprised of 
about 2,000 cells (Vaiopoulos et al . 2012).  

 

1.1.3.3 Colon 

While having an overall similar setup, the colon differs from the 
small intest ine by the absence of villi,  creat ing a flat surface 
epithelium. While typical Paneth cells are missing in the colon, 
deep-crypt-secretory cells have been proposed to represent their 
colonic counterpart. Colonic transamplifying cells different iate 
toward the goblet and absorptive cell lineages (Altmann 1983).  

Similar to the crypt of the small intestine, less differentiated 
cells reside in the bottom and terminally different iated cells reside 
near the top (Bertrand et al. 2012).  

 

1.2 Colorectal premalignant lesions  

Colorectal polyps encompass a range of lesions, widely defined as 
mucosal protrusions and tumor-like lesions in the large intest ine. In 
addit ion to premalignant epithelial lesions (CAs and serrated 
adenomas) and hyperplast ic polyp (HPs), the definit ion also includes 
inflammatory and react ive polyps (e.g. mucosal prolapse-associated 
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polyp, inflammatory pseudo-polyp and infect ion-associated polyp), 
hamartomatous polyps (e.g. Peutz-Jeghers polyp and Juvenile 
polyp), stromal polyps (e.g.inflammatory fibroid polyp, Schwann 
cell hamartoma, and lipoma), lymphoid polyps (e.g. prominent  
lymphoid follicles and lymphomatous polyposis), endocrine polyps 
(e.g. well different iated endocrine tumor) and other lesio ns (e.g.  
prominent mucosal fold, elastotic polyp and endometriosis) 
(Hamilton et al. 2010, Snover et al. 2010). The epithelial polyps are 
discussed subsequent ly in more detail because of the biological 
cont inuum between these lesions and colorectal adenocarcinoma 
(CRC). 

 

1.2.1 Aberrant crypt foci  

Aberrant crypt foci (ACF), comprising only a few colonic crypts, are 
the earliest microscopically dist inguishable lesions preceding the 
development of CAs and SPs. ACF were first described in the 
colorectum of experimental rodent models exposed to carcinogens,  
and soon after this,  in human colonic epithelium (Pret low et 
al.1991). Different types of ACF can be histologically characterized. 
Heteroplast ic/hyperplast ic type (ACF-H) and serrated type crypt foci 
(ACF-S) share morphological and molecular similarit ies with SPs 
whereas dysplast ic aberrant crypt foci (ACF-D) have a resemblance 
with miniature CAs. The term “microadenoma” includes ACF with 
dysplasia. Macroscopically, ACF can be detected in colonoscopy 
only with magnifying chromoendoscopy or other similar techniques 
because of the minute non-polypoid structure (Inoue et al. 2014, 
Mäkinen 2007, Rosenberg et al. 2007).  

 

1.2.2 Conventional colorectal polyps (CAs)  

In a recent ly published prospect ive population-based colonoscopy 
study on 745 individuals, 10% had adenomas, and 95% of them were 
CAs (Forsberg et al.  2012). It has been reported that the five -year 



25 
 

incidence rate of adenomas after a negat ive screening colonoscopy 
is approximately 15% (Imperiale et al. 2009).  

CAs can be classified into tubular (TA), tubulovillous (TVA) and 
villous adenomas (VA) and represent the most often encountered 
precursor lesions of the CRC, defined by epithelial dysplasia 
varying from low to high grade (Buda et al. 2012, Carr et al. 2009).  
They are more common in males and in patients aged 50 years or 
more (Hetzel et al. 2010, Neugut et al. 1993, Pendergrass et al.  
2008). Most of them are <1 cm in size and macroscopically polypoid 
or sessile less frequent ly flat or depressed (Hamilton et  al.  2010, 
Rembacken et al. 2000). Increasing adenoma size has been reported 
to associate with synchronous and metachronous adenomas (Mattar 
& Rex 2008), as well as with malignant change (O’Brien et al. 1990, 
Shinya & Wolff 1979). In addit ion to large size  of the lesions,  
extensive villous architecture, high-grade epithelial dysplasia 
(named “advanced adenoma”) and flat structure have been shown to 
increase the tendency toward malignant disease (Hamilton et al.  
2010).  

The histological appearance of TA is tubular crypts that usually 
stand closer to each other than in normal mucosa. Villous 
architecture, defined as leaf- or finger-like project ions of the 
colorectal epithelium, does not represent more than 20 to 25% of the 
polyp size.  

TVAs are formed of a mixture of tubular and villous architectures 
containing at least 25% villous structures, while VAs are mainly 
(>75%) comprised of them. All the CAs contain intraepithelial 
dysplasia (“convent ional adenomatous dysplasia”) characterized by 
increasing cellularit y, the loss of polarity and the stratificat ion of 
enlarged, pleomorphic (possibly oval or vesicular) nuclei with 
increased mitotic act ivity and reduced mucin (Hamilton et al. 2010, 
Konishi & Morson 1982).  

Flat adenoma (FA) is a rare variant of CA init ially thought to be 
unique to Japanese populat ion but current ly known to occur also in 
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Western populat ion (Rembacken et al.  2000). Histologically, FAs 
are usually slight ly elevated (<2 mm in height), less frequent ly 
completely flat or even depressed, making the ir detect ion extremely 
difficult in colonoscopy without special dyeing (methylane blue,  
cresyl or crystal violet and indigo carmine have all been described). 
Despite the small size of these lesions, they often show high-grade 
dysplasia or even harbor invasive cancer, giving ground for the 
hypothesis of these lesions being behind the “de novo” CRCs (Kudo 
et al. 2008, Rembacken et al. 2000).  

 

1.2.3 Serrated colorectal polyps 

Serrated polyp of the large intest ine, unt il recent ly, was recognized 
as a common benign lesion, with the small innocuous hyperplast ic 
polyp (HP) as the prototype.  

The morphologic complexity of the serrated adenoma varies from 
being clearly adenomatous to being difficult to dist inguish from 
hyperplast ic polyp, which creates a need for more detailed 
morphologic analysis of all serrated polyps.  The suggest ion has been 
made to eliminate the term “hyperplast ic polyp” altogether and 
simply designat ing these lesions as “serrated polyps” (Iino et al.  
1999). SPs represent 35–40% of the colorectal polyps and are 
classified into Hyperplast ic polyp (HP), sessile serrated adenoma 
(SSA) and tradit ional serrated adenoma (TSA).  

 

Hyperplastic polyp  

Hyperplast ic polyp (HP) is the most common SP, account ing for 
approximately a quarter to a third of all resected colorectal polyps 
(Carr et al. 2009, Higuchi et al. 2005, Spring et al. 2006).  

Macroscopically, HPs are typically small, flat epithelial lesions that 
rarely reach >1 cm in size. Proximal HPs, which are usually larger 
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than distal ones, can be covered by a yellow mucus cap that can 
impede their detect ion in colonoscopy (Snover et al. 2010). It lacks 
dysplast ic architectural distortion and mutagenic potential for 
transformation to cancer, and does not represent risk for developing 
neoplasia (Laiyemo et a l. 2009). Management of HP involves at  
most confirmat ion by biopsy on colonoscopy.  

The histologic appearance of HP is symmetrical, vert ically oriented, 
slender crypts with saw-tooth epithelial serrations generally limited 
to the superficial half of the crypt. The subepithelial basement  
membrane and muscularis mucosae are thickened compared with 
adjacent normal mucosa or the collagen layers of other SPs and the 
amount of endocrine cells at crypt bases may be slight ly increased 
(Mäkinen 2014). The expanded proliferat ive zone typically locates 
symmetrically in the crypts’ bases, while the maturat ion zone is 
evenly and symmetrically distributed in the luminal compartment 
(Torlakovic et al. 2008). There are subt le variat ions in the polyp 
locat ion in the colorectum, histology and mutation rates between the 
different subtypes of HPs.  

Microvesicular HPs are the most common subtype represent ing 
approximately 70% of HPs, encountered mainly in the distal colon 
and rectum, and largely carrying BRAFV600E mutation (Burnet t-
Hartman et al. 2013, Spring et al. 2006, Yang et al. 2004). The most  
designated histological feature among microvesicular HPs are small 
mucin droplets in the cytoplasm (“microvesicular”) of epithelial 
cells with varying amounts of goblet cells in between (Mäkinen 
2014). Based on the similar histology and the frequencies o f 
BRAFV600E mutation, microvesicular HPs and SSAs are hypothesized 
to form a biological cont inuum (Bettington et al. 2013).  

Goblet-cell rich HPs are predominant ly located in the distal colon 
and rectum and frequent ly (in approximately half of the cases) 
harbor the KRAS (Kirsten rat sarcoma viral oncogene homolog) 
mutation (Spring et al. 2006, Yang et al. 2004). Serration is often 
less conspicuous compared with microvesicular HPs and more 
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strict ly limited to the upper parts of the crypts abundant in goblet  
cells. There is lack of evidence of goblet -cell rich HPs being able to 
progress to CRC (Bettington et al. 2013, Mäkinen 2014).  

Mucin-poor HPs are the most infrequent ly encountered subtype  of 
HPs. It has been suggested that they more likely represent  
microvesicular HPs with degenerat ive features than a dist inct ent ity.  
Fine saw-tooth epithelium is present in microvesicular HPs as in 
other HPs, but the loss of goblet cells and microvesicular  mucin, as 
well as the degenerat ive changes in remaining cells, separate the 
polyp from other subtypes (Mäkinen 2014).  

 

Sessile serrated adenoma  

In 1996, Torlakovic & Snover ident ified a subset of serrated lesions 
within “hyperplast ic polyposis”, displaying an abnormal architecture 
without cytological dysplasia and defined them as “sessile serrated 
adenomas” (SSA) (Torlakovic & Snover 1996), which are now 
considered as precursors of microsatellite unstable colorectal 
carcinomas (Leedham et al. 2005).  

SSAs are sessile or flat, rarely pedunculated, lesions with 
unobtrusive borders and smooth surface, often covered with mucus 
(Kim et al. 2013, Mäkinen 2014). Their average size is larger than 
HPs but the sessile structure, as well as the often pale -appearing or 
slight ly reddish surface epithelium, makes their detect ion difficult  
during colonoscopy (Snover et al. 2010).  A similar surface, with 
stellate, wide crypt openings (‘stellate pit pattern’), is often detected 
in SSAs and microvescicular HPs (Hasegawa et al. 2011, Kimura et  
al. 2012).  

The est imated proportion of SSAs among colon polyps has varied 
great ly in previous colonoscopic series and the inter-observer 
variability of the diagnosis of SSA has been considerable in past  
studies (Farris et al. 2008, Hetze l et al. 2010, Rau et al. 2014). 
However, in recent ly published demographic studies, SSAs were 
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reported to represent 1.7–11.7% of all colon polyps (approximately 
a quarter of SPs) and typically, to have a predilect ion for the 
proximal colon (Carr et al. 2009, Higuchi et al. 2005, Lash et al.  
2010, Spring et al. 2006) and female gender (Carr et al. 2009, Lash 
et al. 2010, Spring et al. 2006).  

Crypt compartmentalizat ion aberrat ion, the dispersed, asymmetrical 
proliferat ive zone situated on one or the other side of the crypts and 
extending to the bottom of the crypts, characterizes the architectural 
disorganizat ion in SSAs. Prominent epithelial serrat ion lining the 
crypts’ sides extends deep into the bottom of the basally dilated, J -,  
L- or inverted T-shaped crypts. Irregular crypt branching and 
pseudoinvasion of the crypts beneath the muscularis mucosae, as 
well as subt le nuclear atypia (vesicular, oval-shaped nuclei with 
prominent nucleoli), possibly mitoses dispersed anywhere in the 
crypt epithelium, dystrophic, irregularly distributed goblet cells and 
excessive mucin product ion are also often encountered in SSAs 
(Hamilton et al. 2010, Mäkinen 2014, O’Brien et al. 2008).  

SSAs often harbor BRAFV600E mutat ion (Jass et al. 2006, Kambara et 
al.2004, Spring et al. 2006). It is important to stress that SSAs share 
this molecular feature with microvesicular -hyperplast ic polyps 
which have led Yang et al. to suggest that SSAs may have evolved 
from this type of hyperplast ic polyps (Yang et al. 2004, Bauer & 
Papaconstant inou 2008). Moreover, BRAF mutat ion is strongly 
linked with CIMP-high SSAs or sporadic MSI-high colorectal 
cancers, as shown by Kambara et al.2004 (Kambara et al.2004). As 
BRAF mutat ion and CIMP have been ident ified in the earliest 
serrated lesions (microvesicular-hyperplastic polyps, SSAs without 
dysplasia) they are presumed by experts to be the init ial stages of 
the serrated pathway (Mercer & Pritchard CA 2003).  

Silencing of the DNA (deoxyribonucleic acid) mismatch repair 
(MMR) gene mutL homolog 1 (MLH1) as a consequence of 
methylat ion of the CpG (cytosine-phospho-guanine) islands in the 
promoter area of the gene is another well characterized and 
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documented feature that may eventually lead to progression into a 
lesion with cytological dysplasia (Bettington e t al. 2013,Mäkinen 
2014).The loss of funct ion of hMLH-1 through hyper-methylat ion of 
its promoter region is thought to be a later event along this sequence 
with a higher risk of progression to cancer as suggested by the 
strong prevalence of hMLH-1 methylat ion in SSAs with cytological 
dysplasia (Calon et al 2015, Isella et al. 2015, De Sousa et al. 2013).  

 

Sessile serrated adenoma with dysplasia  

Two types of cytological dysplasia have been reported to occur in 
approximately 15% of SSAs (Lash et al. 2010, Teriaky et al. 2012),  
giving these polyps the name “SSA with cytological dysplasia” 
(SSA-D) in the WHO classificat ion (Snover et al. 2010). The 
convent ional adenomatous dysplasia is the same type of epithelia l 
dysplasia as seen in CAs and, in addit ion to be ing seen in some 
SSAs, it  is more frequent ly encountered in TSAs (Bettington et al.  
2013, Fujita et al. 2011, Kim et al. 2010). Another type of dysplasia 
in SSAs is “serrated dysplasia” defined as cells with abundant 
eosinophilic cytoplasm and basally located vesicular nuclei.  Nuclear 
piling is not as evident as in convent ional adenomatous dysplasia 
and the serrated architecture is typically retained (Mäkinen 2014).  

 

Traditional serrated adenoma  

In 1990, Longacre and Fenoglio-Preiser noticed that some “serrated” 
polyps shared features with both convent ional adenomas and 
hyperplast ic polyps and thereby coined these polyps “tradit ional 
serrated adenomas” (TSAs) (Longacre & Fenoglio-Preiser 1990).  
TSAs comprise approximately 1–2% of SPs (Buda et al. 2012, Carr  
et al. 2009).  

Macroscopically, they have been reported to most ly have a 
protuberant reddish appearance resembling pine cone or coral reef or 
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a two-tiered appearance and thus, to be structurally closer to CAs 
than other SPs (Mäkinen 2014, Snover et al. 2010). Sessile 
appearance, especially in proximal TSAs, is also encountered 
(Hasegawa et al. 2011, Rex et al. 2012) and in some studies, even 
more frequent ly than polypoid appearance (Kim et al. 2013, Wiland 
et al. 2014). They can be located in any part of t he large bowel with 
a slight predilect ion for the distal colon and rectum (Bettington et 
al. 2014, Fu et al. 2012, Wiland et al. 2014).  

Histologically, TSAs are typically characterized by tubulovillous 
structures, eosinophilic, tall columnar cells with pen icillate nuclei 
forming the epithelium with prominent serration and a mixture of 
variable amounts of goblet cells. Other cytological features include 
central, elongated nuclei, mild pseudostratificat ion, and eosinophilic 
cytoplasm (Harvey & Ruszkiewicz 2007). Abnormally developed, 
small nest-like structures, ectopic crypt foci (ECF), are often 
dispersed along the epithelial cells (Mäkinen 2014). They lose the 
orientat ion toward muscularis mucosae but maintain the orientation 
toward the mucosal surface of the bowel lumen, thus leading to 
speculat ions about ECF’s possibly reflecting the disturbances o f 
epithelial-mesenchymal interact ions (Bettington et al. 2013, Haramis 
et al. 2004). Furthermore, ECF are hypothesized to explain the 
biological basis of protuberant growth in TSAs and they are 
regarded as the most characterist ic histological feature for them, 
rarely present in any other colon polyps (Haramis et al. 2004, Rex et 
al. 2012, Snover et al. 2010).  

The overall proliferat ive act ivity in TSAs is significant ly lower 
compared with CAs and has been reported to have two types o f 
manifestations with either a preferent ial location in ECF or irregular 
distribut ion throughout the intervening surface epithelium (Fu et al.  
2012, Kim et al. 2013, Torlakovic et al. 2008). 

As SSAs, TSAs show two types of epithelial dysplasia,  serrated and 
convent ional, of which convent ional adenomatous dysplasia is also 
frequent ly (in up to 49% of TSAs) encountered (Bettington et al.  
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2014, Fu et al. 2012, Kim et al. 2010). Act ivat ing mut at ions in 
either BRAF or KRAS oncogenes frequent ly occur in TSAs 
(Bettington et al. 2014, Fu et al. 2012, Kim et al. 2010, Wiland et al.  
2014).The molecular features of the TSA are less  well established 
but include KRAS mutations and aberrant methylat ion with 
hypermethylat ion of the promoter of MGMT (methylguanine DNA 
methyltransferase) (Landis et al. 1998).  

 

Overlapping features of serrated polyps  

Despite the carefully defined histological characterist ics, the 
classificat ion of different colorectal polyps can be challenging due 
to the overlapping features between the different polyps. The 
dist inct ion between morphologically reminiscent microvesicular HP 
and SSA is mainly based on the disordered growth in the lower 
crypts with a consequence of irregular branching and J-, L- or 
inverted T-shaped crypts lined by epithelial serration. Whether just  
one irregular crypt is sufficient for the change of microvesicular HP 
diagnosis to SSA is undefined (Bateman 2014, Bettington et al.  
2014). Furthermore, high-grade dysplast ic or carcinomatous areas in 
SSAs do not always show serrated structure but principally CA-like 
tubular or tubulovillous structures, despite harboring the same 
molecular changes that are typical of early SSAs (Fujita et al. 2011, 
Goldstein 2006).  

ECF were regarded as a specific histological feature of TSAs. 
However, ECF have recent ly been reported to be encountered also in 
TVAs, indicat ing a histological overlap between serrated and 
convent ional colon polyps (Hafezi- Bakht iari et al. 2015). Moreover,  
the oncocyt ic-like cells, formerly associated with the presence of 
ECF and characterized by the deeply eosinophilic, abundant 
cytoplasm and elongated nuclei, were also reported to occur in other 
types of colon polyps, both serrated and convent ional ones,  
highlight ing the problems of too straightforward categorizat ions 
(Snover 2011).  
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Although epithelial serration is thought to be the most characterist ic 
feature of SPs, also TVAs have been reported to contain focal areas 
of epithelial serrat ion. These polyps have been suggested to be 
named as TVAs with serrat ion (sTVAs) (Bettington et al. 2013, Tsai 
et al. 2014). Moreover, a recent ly published study indicated sTVAs 
being larger, more often proximal, more histologically advanced, 
and showing more frequent CpG island methylat ion and higher 
numbers of KRAS mutation compared with convent ional TVAs. 
Compared to TSAs, they were more often proximal, showed less 
CpG island methylat ions, more frequent MGMT (O-6 
methylguanine-DNA methyltransferase) methylat ion and more 
frequent nuclear translocat ion of β-catenin (Bettington et al. 2016).  

What the histological similarit ies tell about the background of 
different colorectal polyps is somewhat undetermined. Some 
recent ly published studies have shown that TSAs fairly often co ntain 
areas resembling HPs and SSAs within one polyp, a phenomenon 
that is possibly thought to reflect the biological cont inuum within 
the serrated group of colorectal polyps (Bettington et al. 2014, Kim 
et al.2010, Kim et al. 2013, Wiland et al. 2014).  

 

Risk of malignancy in serrated polyps  

In general, HPs, especially when present in mult iple numbers in the 
rectum, are considered to be innocent lesions without the ability to 
malignant progression and are thus infrequent ly sampled (Bettington 
et al. 2013, Mäkinen 2014). However, the est imated share of 30–
35% of CRCs originat ing via the serrated pathway forms a sharp 
contrast to the reported low prevalence numbers of SSAs, SSA-Ds 
and TSAs (Mäkinen 2014). Whether this inconsistency tells about 
the higher risk of malignancy in serrated precursor lesions, their 
poor recognit ion in endoscopy or light microscopy, or the shortened 
time frame for detect ion due to the SPs’ faster growth rate to CRC, 
is ambiguous (Mäkinen 2014). Mult iple, proximally located SPs, as 
well as large sized (>1 cm) polyps have been reported to associate 
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with synchronous and subsequent SPs and CRCs, potent ially 
reflect ing the fast growth rate and high risk of malignant 
progression of these lesions (Álvarez et al. 2013, Hiraoka et al.  
2010, Lazarus et al. 2005, Schreiner et al. 2010).  

Recent ly, SSAs and HPs, regardless of their location, were reported 
to often be present in the periphery or stalk of TSAs or even as 
int imately admixed forms with a typical TSA component suggest ing 
the possibility that also HPs, generally considered as innocent  
lesions, may progress to TSA and further to CRC (Kim et al. 2013).  

 

1.2.4 Mixed Polyp 

The mixed polyp variant displays features of hyperplast ic polyp and 
SSA, and a dysplast ic component resembling convent ional adenoma. 
These polyps tend to occur in the right side of the colon, are smaller 
in size, and show a predominance of BRAF mutation with MSI -H 
and CIMP-H profile. They may represent a SSA evolving to 
cytological dysplasia and carcinoma because a mixed ser rated and 
adenomatous transit ion zone is commonly noted when SSA is found 
in conjunct ion with carcinoma (Harvey & Ruszkiewicz 2007).  

Table 1 indicates benign and premalignant epithelial tumors of the 
colon and rectum.  
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Classification  Designating features 
Traditional adenomas  Presence of dysplastic epithelium 

Tubular adenoma Tubular glands 
Villous adenoma Leaf- or fingerlike projections of the epithelium 

overlying lamina propria 
Tubulovillous adenoma 
(TVA) 

Mixture of tubular and villous components; villous 
component 25–75% 

Serrated polyps  Saw tooth-like infolding of the surface and crypt 
epithelium 

Hyperplastic polyp (HP) Serrations confined to the upper parts of the crypts, 
no cytological atypia 

Sessile serrated adenoma 
(SSA) 

Distortion of the normal crypt architecture: dilated 
and T- or L-shaped crypts, alterations in the position 
of proliferative zone; vesicular nuclei 

Traditional serrated 
adenoma (TSA) 

Ectopic crypt formation (ECF); cytological atypia 

Mixed polyps Display features of hyperplastic polyp and SSA, and 
a dysplastic component resembling conventional 
adenoma 

Table 1. Benign and premalignant epithelial tumors of the colon and rectum. 
Classification and designating features adapted from Hamilton et al. 2010, Mäkinen 2007, 
Torlakovic et al. 2008, Snover et al. 2010. 
 
 
 
1.3 Colorectal cancer epidemiology and classification  

1.3.1 Incidence 

The gastrointest inal tract is one of the most common sites of 
carcinogenesis as a consequence of its high number of mitotic events 
and exposure to carcinogens (Leedham et al. 2005). 

Colorectal cancer (CRC) is the third most common cause of cancer 
death in the world (Parkin 2001, Center et al. 2009, Hutfless & 
Kalloo 2013) with approximately 5% lifetime prevalence in the 
Western world (Siegel et a l.  2014). The incidence rate (ASRs) in 
North America and Europe is approximately 30–50/100.000 
(Schottenfeld & Winawer 1996).  

In Europe, CRC is one of the most commonly diagnosed cancers,  
with more than 450,000 new cases reported annually. Unfortunately ,  
it  remains the second leading cause of cancer deaths in the WHO 
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European region (12.0% of all cancer-related deaths) (Curado 2011). 
Almost half of the populat ion will develop at least one benign 
intest inal tumor during their lifet ime and there is a sharp increase in 
CRC incidence in people over 70 years of age (Siegel et al. 2014).  
The highest CRC incidence rates have been reported in the 
developed countries with a westernized lifestyle, while in 
developing countries, the incidence rates are lower (Center et  al.  
2009).  

 

1.3.2 Genes and signaling pathways altered in CRC 

Several genet ic changes are required for the init iat ion and 
progression of CRC and they involve several crit ical genes and 
important signaling pathways (Fearon 2011, The Cancer Genome 
Atlas Network 2012).  

 

1.3.2.1 Oncogenes and tumor suppressor genes  

Studies in the 1980s and 1990s revealed that important steps in the 
carcinogenesis include the act ivat ion of pro -tumorigenic oncogenes 
and inact ivat ion of ant i-tumorigenic tumor suppressor genes 
(Vogelstein et al. 1988, Kinzler & Vogelstein 1997, Herman et al.  
1999).  

Proto-oncogenes distributed throughout the human genome control 
cell proliferat ion, different iat ion, apoptosis and growth. They can 
transform into oncogenes, with an ability to promot e cancer growth, 
by point mutations, chromosomal translocat ions, or gene 
amplificat ions and all of these mechanisms result  in either a change 
in the structure of their protein product or an increase in their 
expression. The products of oncogenes include transcript ion factors, 
chromatin remodelers, growth factors, growth factor receptors, 
signal transducers, and apoptosis regulators (Croce 2008, Markowitz 
2009). 
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In contrast to oncogenes, the tumor suppressor genes inhibit  cell 
growth and different iat ion and thus suppress the neoplast ic 
progression (Fearon & Vogelstein 1990). Tradit ionally, the tumor 
suppressor genes have been suggested to act “recessively” at the 
cellular level, denot ing that both alleles must be inact ivated before 
the eliminat ion of growth-suppressive funct ion is lost (Knudson 
1971). However, subsequent studies have revealed in a proportion of 
tumor suppressor genes in CRC (e.g. tumor protein p53 (TP53) and 
deleted in colorectal carcinoma (DCC) that inact ivat ion of one gene 
copy may be sufficient in a dominant negative fashion (Fearon & 
Vogelstein 1990). However, most tumor suppressor genes are st ill 
considered to follow Knudson’s two-hit hypothesis of cancer 
development, according to which both gene copies need to be 
inact ivated for a phenotype (Knudson 1971).  

In cancers with hereditary background, the first hit is an inherited 
mutation of the tumor suppressor gene in a germline cell, whereas 
the second hit is restricted to the somatic cancer progenitor cell in 
target tissue. Conversely, in sporadic cancers, two inact ivat ing hits 
(one in each allele) occur somatically before the tumor init iat ion, 
and these hits can be either genet ic (e.g. mutations) or epigenet ic 
(e.g. promoter methylat ion) (Peltomäki 2014).  

The tumor suppressor genes can be c lassified into three different  
categories based on the funct ion of their gene products (Michor et 
al. 2004). In CRC the “gatekeepers” (genes with the ability to 
direct ly regulate tumor growth) are adenomatosis polyposis coli 
(APC) and TP53. The “caretakers” (genes that maintain genomic 
instability increasing mutat ions in other genes) are rappresented by 
MLH1 in CRC (Kinzler & Vogelstein 1997, Michor et al. 2004).  

The third class “landscapers” encode gene products that affect the 
cellular microenvironment: phosphatase and tensin homolog (PTEN) 
in CRC that, cause the distruption of the normal interact ions 
between cell and stromal environment (Michor et al. 2004). Table 2 
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shows a group of oncogenes and tumor suppressor genes commonly 
associated with CRC pathogenesis.  

 

Gene  Significance of the gene product 
Oncogenes  

KRAS  Activation of MAPK-ERK signal, transduction, inhibition of 
apoptosis, promotion of cell survival (Bos et al. 1987). 

BRAF  Activation of MAPK-ERK signal, transduction, inhibition of 
apoptosis, promotion of cell survival (Davies et al. 2002). 

β-catenin  Activation of Wnt signaling that regulates cell proliferation 
and invasion (Morin et al. 1997). 

Tumor suppressor genes  

APC  Inhibition of Wnt signaling via degrading β- catenin (Morin et 
al. 1997). 

TP53  Cell cycle regulation (Baker et al. 1990). 
TGFβR2  Receptor that is responsible for TGFβ pathway signaling 

mediating growth arrest and apoptosis (Markowitz et al. 
1995). 

SMAD2 and -4  Important component of TGFβ pathway signaling mediating 
growth arrest and apoptosis (Thiagalingam et al. 1996). 

MLH1, MSH2, and 
MLH6  

Enzymes contributing to DNA mismatch repair and 
maintaining the stability of DNA microsatellites (Fishel et al. 
1993, Herman et al. 1998, Miyaki et al. 1997, Papadopoulos 
et al. 1994, Strand et al. 1993). 

Table 2. Oncogenes and tumor suppressor genes commonly associated with CRC 
pathogenesis. Modified from Markowitz & Bertagnolli 2009. 
 

 

1.3.2.2 Signaling pathways altered in CRC 

The key signaling pathways, according to current understanding, 
including WNT (wingless), MAPK-ERK (mitogen-act ivated protein 
kinase extracellular signal-regulated kinase), PI3K 
(phosphat idylinositol 3-kinase), TGF-β (transforming growth factor-
β), P53 and DNA MMR (Markowitz 2009, The Cancer Genome Atlas 
Network 2012). Noteworthy, most CRCs show alterat ions in 
mult iple pathways (The Cancer Genome Atlas Network 2012).  
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Wnt signaling 

Wnt pathway is the most altered in CRC (>90%), most frequent ly by 
the biallelic inact ivat ion of APC (Markowitz 2009, The Cancer 
Genome Atlas Network 2012). APC is a tumor suppressor gene that 
regulates the phosphorylat ion of oncoprotein β-catenin/T-cell factor 
(TCF) dependent transcript ion and the degradat ion of β-catenin in 
proteasomes by ubiquit in ligases as a part of a protein complex 
modulated by the Wnt signaling pathway (Aoki & Taketo 2007). In 
CRC the inact ivat ion of APC causes the accumulat ion of β-catenin 
in the cytoplasm and nucleus, followed by const itutive,  
inappropriate act ivat ion of the Wnt signaling pathway and the 
altered expression of mult iple genes participat ing in cell 
proliferat ion, different iat ion, apoptosis, and migrat ion (Aoki & 
Taketo 2007). 

 

The mitogen-activated protein kinase extracellular signal-regulated 
kinase pathway 

The MAPK cascades are important pathways mediat ing the cellular 
response to extracellular signals that regulate normal cell growth, 
different iat ion and survival. The ERK pathway is the best known of 
these pathways (Dhillon et al. 2007) and the protein products of the 
proto-oncogenes KRAS and BRAF are the subsequent mediators in 
the MAPK-ERK pathway (Fearon 2011, The Cancer Genome Atlas 
Network 2012).  

The proto-oncogene KRAS is a member of the Ras family encoding 
a group of enzymes named GTPases (guanosine triphosphatases),  
which funct ion downstream of several different receptor tyrosine 
kinase (RTK) growth factor receptors, e.g. the EGFR family (Fearon 
2011, Wennerberg et al. 2005, Worthley & Leggett 2010). The 
protein product of KRAS is an important mediator in signal 
transduct ion pathways mediat ing the extracellular signals into 
intracellular signal cascades including the MAPK-ERK and the PI3K 
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pathways (Fearon 2011, Malumbres & Barbacid 2003, The Cancer 
Genome Atlas Network 2012). In approximately 40% of CRCs, 
KRAS is somatically mutated and the act ivat ing mutations  of RAS 
genes result  in a const itutive downstream signaling through the 
MAPK-ERK pathway, and further cont inuous cell growth (Fearon 
2011, Worthley & Leggett 2010). KRAS mutations are often already 
detected in early adenomas and even in ACFs (Fearon 2011, 
Rosenberg et al.  2007), as well as other cancers such as pancreat ic,  
lung and thyroid cancers (Dhillon et al. 2007). KRAS mutation is 
found in 30% of serrated adenomas and is more commonly 
associated with the tradit ional serrated adenoma subtype. The 
serrated pathway exhibits low levels of methylat ion and 
microsatellite instability (MSI-L).  

The BRAF protein, encoded by the proto-oncogene BRAF, belongs 
to a family of serine/threonine kinases (known as RAF kinases 
family) that were originally ident ified as retroviral oncogenes at the 
beginning of the 1980s (Rahman et al. 2013). BRAF is one of the 
direct downstream effectors of KRAS in the MAPK-ERK pathway 
(Dhillon et al. 2007). Phosphorylated by RAS, BRAF act ivates its 
downstream effectors MEK1 and MEK2, which subsequent ly 
phosphorylate ERK1 and ERK2. Act ivated ERK1/2 further transmits 
the signals to its downstream cytosolic and nuclear effectors 
regulat ing normal cell growth, different iat ion and survival (Dhillon 
et al. 2007, Rahman et al. 2013). Over 65 BRAF mutat ions have 
been discovered and most of these are found in exon 11 and 15 
(Rahman et al. 2013). The most frequent mutation type (>90% of 
oncogenic BRAF mutations) is a missense mutation in exon 15 (the 
valine to glutamic acid subst itution at the residue posit ion 600) 
known as BRAFV600E (formerly 599E) (Davies et al. 2002, Wan et al.  
2004).  

Furthermore, although these genes locate one after another in the 
MAPK-ERK pathway, the BRAF and KRAS mutated cancers possess 
dist inct clinicopathological characterist ics reflect ing the numerous 
downstream effector pathways of KRAS (Dhillon et al. 2007).  
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Stefanius et al demonstrated a high frequency of KRAS mutations 
(45.2%) in serrated adenocarcinoma, suggest ing that a significant 
proportion of KRAS mutated CRC originates from serrated polyps 
(Stefanius et al. 2011). Like KRAS mutations, also BRAF mutat ions 
are thought to occur in the early steps of the CRC tumorigenesis,  
based on the finding that mutations are already detected in small 
polyps and ACFs (Markowitz 2009). Furthermore, the mutation of 
BRAF is strongly associated with CIMP (cytosine-phosphoguanine 
island methylator phenotype), MSI (microsatellite instability)  and 
the serrated pathway of CRC (Fearon 2011, Markowitz 2009, 
Nagasaka et al. 2004, Stefanius et a l. 2011, Weisenberger et al.  
2006).  

 

NOTCH 

The Notch pathway is highly conserved, with homologs in species 
ranging from worms through Man (Andersson et al. 2011). The 
Notch signaling pathway in humans consists of four receptors, 
Notch-1, -2, -3, -4 and at  least five ligands, Jagged-1, Jagged-2, 
Delta-1, Delta-3 and Delta-4 (Mumm & Kopan 2000). In the 
canonical Notch pathway, ligand interact ion with receptor results in 
a cascade of proteolyt ic cleavages mediated first by a 
metalloprotease and second by a γ-secretase act ivity. These cleavage 
steps result in release of a const itutively act ive intracytoplasmic 
Notch (ICN) fragment that is then translocated to the nucleus, where 
it associates with CBF-1 and MAML-1 as part of a larger 
transcript ion complex (Kovall 2008). The net effect of ICN is to 
switch transcript ional complexes of CBF-1 from repression to 
act ivat ion (Lai 2002). Notch signaling is terminated by CDK8-
mediated phosphorylat ion of a PEST domain on the ICN. This then 
targets ICN for proteosomal degredat ion and allows the cells to be 
responsive to new Notch signals (Mumm & Kopan 2011, Andersson 
et al. 2011, Kovall 2008).  
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The role of Notch signaling in normal intest inal development has 
been well-documented and is the subject of several excellent 
reviews (Geissler & Zach 2012, Medema & Vermeulen 2011, 
Vaiopoulos et al. 2012, Fre et al. 2011, Vooijs et al. 2011, 
Miyamoto & Rosenberg 2011). In the colon, Notch signalling is 
involved in the control of stem cells and transit amplifying cell 
division (Fre et al. 2005, Van Es et al. 2005). Lateral inhibit ion in 
this cell-to-cell signaling pathway means that adjacent cells are 
driven towards different fates, result ing in a caotic distribut ion of 
progenitor cells committed to enterocyte and secretory lineages 
(Noah & Shroyer 2013).  

 

Transforming growth factor-β signaling  

The later genet ic step thought to be involved in a fract ion of CRCs 
is the inact ivat ion of the TGF-β signaling pathway (Lampropoulos et  
al. 2012, Markowitz 2009). TGF-β signaling cascades are normally 
involved in many cellular processes such as cell growth, 
different iat ion, apoptosis, and migrat ion, triggered by the binding of 
the TGF-β superfamily ligands (in carcinogenesis TGF-β1) to the 
type II receptor (TGFBR2; transforming growth factor, bet a receptor 
II) in the cell membrane. The binding to TGFBR2 recruits and 
phosphorylates a type I receptor (TGFBR1) which further 
phosphorylates receptor-regulated SMADs (mothers against 
decapentaplegic homolog), SMAD2 and SMAD3, and triggers a 
complex format ion with SMAD4, which then accumulates in the cell 
nucleus (where SMAD2 and SMAD3 can also enter in a SMAD4-
independent fashion). In the cell nucleus, SMADs act as 
transcript ion factors participat ing in the regulat ion of target gene 
expression, engaged in an ambiguous role as both tumor suppressor 
and cancer promoter, inducing among others, p21, a cyclin-
dependent kinase inhibitor, leading to growth arrest (Lampropoulos 
et al. 2012). 
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In CRC tumorigenesis, TGF-β and its signaling effectors have been 
reported to influence cancer biological behavior (disease 
progression, the degree of different iat ion of primary tumor, 
metastasis and recurrence), as well as to affect mult iple components 
of the human immune system, thus playing a role in carcinogenesis 
through immune suppression (Lampropoulos et al. 2012).  

The most common mechanism, result ing in the alterat ion of the 
TGF-β signaling pathway, is the mutat ion of TGFBR2, detected in 
about one third of all CRCs (Lampropoulos et al. 2012, Markowitz 
2009). In sporadic colon cancer,  loss of phosphorylat ion of SMAD1, 
SMAD5 and SMAD8 has been observed in 70% of cancers (Kodach 
et al. 2008). Contrary to SMAD4, SMAD2 mutat ion occurs more 
often in the early stages of tumor development and is specifically 
associated with sporadic cancers (Lampropoulos et al. 2012).  

 

Bone morphogenetic protein  

Bone morphogenet ic proteinS (BMPs), first ident ified for their role 
in controlling bone format ion, are members of the TGF β 
superfamily (Massagué 1998). BMPs bind to the BMP receptors I 
(BMPRI) or II (BMPRII). BMP binding to BMPRII results in 
phosphorylat ion of BMPRI, which subsequent ly phosphorylates 
SMAD1, SMAD5 and SMAD8. These then associate with SMAD4, 
result ing in act ivat ion and nuclear localization (Schmierer & Hill 
2007).  

BMP signalling has a pivotal role in intestinal development and is 
required for the control of intest inal stem cell replicat ion. It is also 
needed for terminal different iat ion of mature intest inal cells 
(Auclair et al. 2007). BMP ligands are secreted from both epithelial 
and mesenchymal cells but act mainly on the epithelial compartment 
through epithelial cell expression of BMP receptors (Hardwick et al.  
2004). BMP signaling is act ive in the different iated compartment, 
and despite the presence of BMP protein, it  is relat ively inact ive in 
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early compartments in the base of the crypt due to the presence o f 
the BMP inhibitor Noggin (Hardwick et al. 2008, Kosinski et al.  
2007).  

In colon cancer, mutations in SMAD4 or BMPRI have been shown to 
be responsible for juvenile polyposis (Hardwick et al. 2008). Loss of 
SMAD4 or loss or BMPRII is the likely mechanist ic basis for loss of 
BMP signaling in sporadic colon cancers. However, because studies 
have indicated that loss of BMP signaling in sporadic colon cancers 
correlates with tumor grade, it  is likely that this is not an init iat ing 
event (as it  is in juvenile polyposis), but rather contributes to tumor 
progression (Hardwick et al. 2008). There is increasing evidence in 
sporadic colon cancers (as compared with JP) that mutations 
affect ing BMP signaling corroborate with act ivated WNT to drive 
colon cancers, part icularly in later stages (Hardwick et al. 2008).  

 

Hedgehog 

The Hedgehog (HH) pathway derives its unusual name from the 
phenotype of hedgehog loss in Drosophila; larvae take on a curled, 
brist ly appearance that may remind some of a hedgehog (Geissler & 
Zach 2012). In humans, there are three HH proteins, Sonic HH, 
Indian HH and Desert HH.  

HH is synthesized as a 45 kDa precursor that is self-cleaved into C- 
and N-terminal pept ides. The role of the C-terminal pept ide is 
unknown, but the N terminal forms the act ive HH ligand (Taipale & 
Beachy 2001). HH can bind to its receptor, Patched, which then de -
represses the membrane-bound protein Smoothened (Smo). This 
cause the act ivat ion and release of Gli transcript ion factors that can 
translocate to the nucleus. Vertebrates have three Gli proteins. Gli1 
will result in act ivat ion of HH target genes,  while Gli3 is a repressor 
of signaling. Gli2 serves a dual role, with both repressive and 
act ivator funct ions (Geissler & Zach 2012).  
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Genes regulated by HH signaling include Myc, Bcl-2 and the Notch 
ligand, Jagged2. Also induced by HH signaling are the stem cell -
associated proteins LGR5, CD133 and CD44, as well as 
transcript ion factors that regulate epithelial to mesenchymal 
transit ion (EMT) such as Snail, Slug and Twist (Katoh & Katoh 
2006). 

Indian hedgehog is the main HH protein expressed in the intest ine 
and is secreted in a paracrine manner by different iated epithelial 
cells to act on mesenchymal cells. It maintains homeostasis of 
mesenchymal cells and regulates epithelial cell proliferat ion through 
negat ive feedback to proliferat ing crypt base columnar cells by 
increasing BMP signaling (Buller et al. 2012).  

Mutations that result in act ivat ion of HH signaling are the driver 
mutations in basal cell carcinomas, for which there are now targeted 
therapies (Weiss & Korn 2012). Evidence from mouse models 
indicates that HH may cooperate with activated WNT to drive 
lethality in colon cells (Varnat et al. 2010). This suggests that HH 
inhibitors may be an interest ing target to consider in colon cancer.  
HH has moved more to the forefront of a potent ial targeted therapy 
in cancer (Tang et al. 2012).  

 

P53 signaling 

Another key genet ic step in CRC tumorigenesis is the inact ivat ion of 
the P53 pathway as a result of the mutation of tumor suppressor 
gene TP53 (Fearon 2011, Markowitz 2009). This gene was already 
discovered in the late 1970s and has been reported to be mutated in 
about half of almost all cancers (Johnson et al. 1993).  

P53 protein is encoded by the TP53 gene. It is a key transcript ional 
regulator of genes responsible for the encoding of proteins that 
funct ion in the cell-cycle checkpoints, restrict angiogenesis and 
promote apoptosis.  
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In normal situat ion, wild-type P53 arrests or slows down the cell 
cycle in G1/S phase and addresses the DNA damage requiring repair 
to caretaker genes when mutat ions or replicat ion errors o ccur. 
Furthermore, when the damage is too extensive,  P53 may induce 
apoptosis (Johnson et al. 1993).  

In most of the somatic CRCs, both alleles of TP53 are inact ivated by 
a combinat ion of a missense mutation inact ivat ing the 
transcript ional act ivity and a chromosomal delet ion of a 17p 
eliminat ing the second TP53 allele; this occurs typically in the later 
phase of the tumorigenesis (often with the transit ion of large 
adenoma into carcinoma). However, in CRCs with MMR defects,  
TP53 often remains wild-type (Markowitz 2009). ATM (ataxia 
telangiectasia mutated), a kinase that phosphorylates and act ivates 
P53 after DNA damage, is another altered gene in the P53 pathway, 
which is found mutated in a trend toward mutual exclusivity with 
TP53 in CRC (The Cancer Genome Atlas Network 2012). 

 

1.3.2.3 Communication between pathways  

There is an increasing body of evidence from a variety of t issues 
that these developmental pathways exhibit  cross-talk or share 
molecular points (nodes) of intersect ion (Geissler & Zach 2012, Lin  
&Hankenson 2011). In addit ion to cross-talk, these various 
developmental pathways can also have an impact on cell signaling 
pathways such as PI3K/Akt and Ras/Raf/Mek/Erk (Ruizi 2011, Beck 
& Carethers 2007, Beck et al. 2007, Chappell et al. 2011).  

WNT signals can control Gli3 from the HH pathway (Alvarez-
Medina et al.  2008). HH can antagonize WNT signaling in the colon 
(Van den Brink et al. 2004, Watt 2004). Likewise, HH has been 
reported to control the expression of the Notch ligand Jagged2, 
whereas WNT/β-catenin can control Jagged1 (Estrach et al. 2006, 
Chen et al. 2010). Hes-1 can be act ivated by both Notch and HH 
signaling (Wall & Wallace 2009, Wall et al.  2009, Sang et al. 2010).  
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BMP and WNT appear to be interconnected via the PI3k/Akt 
pathway (Tian et al.  2005). TGF β/Smad signaling promotes EMT 
through WNT, Ras, HH and Notch (Fuxe et al. 2010). Thus, there is 
interplay between these pathways, and alterations in one could have 
potent ial effects on others. Other work has implicated interact ions 
between PTEN/PI3K/Akt signaling and BMP in colon cancers (Beck 
& Carethers 2007, Chen et al. 2011).  

Hedgehog and Ras have been reported to be interconnected in colon 
cancer (Mazumdar et al. 2011).  Connect ions between HH and p53 
have also been proposed, further i llustrating the complex 
interconnect ivity between signaling pathways (Ho & Alman 2010, 
Efstratiadis et al. 2007).  

 

1.3.2.4 Genomic instability  

The spontaneous mutation rate in somatic cells is not sufficient to 
account for the mutational load observed in many human tumors. 
The loss of genomic stability could explain this discrepancy and the 
rapid acquisit ion of new tumor-associated mutations needed for 
cancer development during a pat ient’s lifet ime (Loeb 1991).  
Subsequent studies confirmed the crucial role of genomic instabilit y 
for carcinogenesis, which may be acquired by three pathways: 
chromosomal instability (CIN), MSI, and CIMP (Markowitz 2009, 
Worthley & Leggett 2010). 

 

Chromosomal instability  

In CRC, chromosomal instability (CIN) is the most common type of 
genomic instabilit y (~70–85% of sporadic CRCs), which causes 
changes, either gains or losses, of whole or large portions of 
chromosomes (Bogaert & Prenen 2014, Markowitz 2009). As a result  
of unequal distribut ion of DNA, the daughter cells fail to ga in the 
same number or similarly structured chromosomes in the cell 
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division, leading to karyotypic variability from cell to cell. As a 
consequence of CIN, an imbalance in chromosome number 
(aneuploidy), chromosomal rearrangements, and frequent loss of 
heterozygosity (LOH), inact ivat ing the functioning allele of a tumor 
suppressor gene, are seen (Bogaert & Prenen 2014, Michor et al.  
2004). 

Whole-genome sequencing of CRC samples has revealed that the 
chromosome regions affected by arm-level changes include gains of 
1q, 7p and q, 8p and q, 12q, 13q, 19q, and 20p and q, and losses of 
18p and q (including SMAD4 in 66% of the tumors), 17p and q 
(including TP53 in 56% of tumors), 1p, 4q, 5q, 8p, 14q, 15q, 20p, 
and 22q (The Cancer Genome Atlas Network 2012). The kar yotypic 
abnormalit ies observed in CIN coupled with the specific mutat ions 
of oncogenes and tumor suppressor genes (e.g. APC, CTNNB1, 
KRAS, BRAF, PIK3CA, SMAD4, TP53) lead to the act ivat ion of the 
previously presented signaling pathways crit ical for CRC init iat ion 
and progression (Bogaert & Prenen 2014). The factors underlying 
CIN in CRC are poorly defined, but recent ly published studies have 
suggested that defects in genes regulat ing format ion of mitotic 
spindle and proper alignment and segregation of chromosomes at 
mitosis may be involved. The inact ivat ion of APC may also have 
some effect in CIN (Fearon 2011, Pino & Chung 2010). CRCs 
characterized by CIN have been reported to have poor prognosis 
regardless of tumor stage or therapy, and more commonly favor the 
distal colon (Kim & Kim 2014).  

 

Microsatellite instability  

Another important pathway for genomic instability is caused by the 
dysfunct ion of DNA MMR genes and is known as the MSI pathway 
(Mäkinen 2007). It was first described in Lynch syndrome (LS) 
patients (formerly known as hereditary non-polyposis colon cancer; 
HNPCC), with a germ-line mutat ion in MMR genes, at the beginning 
of the 1990s (Peltomäki 2005).  
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Microsatellites are repet it ive nucleot ide sequence motifs 1–6 base 
pairs in length within the genome that are prone to mismatch errors 
during the DNA replicat ion as a result of impaired MMR. If the 
errors are not corrected, the daughter DNA may gain a different  
number of sequence repeats within a microsatellite in each 
replicat ion cycle, result ing in MSI (Bogaert & Prenen 2014, 
Markowitz 2009). 

In sporadic CRCs, the inact ivat ion of MMR gene, typically MLH1, 
most ly occurs due to the biallelic silencing of the gene expression, 
as a result of promoter hypermethylation. This phenomenon 
represents an epigenet ic change in tumor development. De novo 
germline mutations or somatic mutations in MMR genes are 
infrequent in sporadic MSI-H cancers (Fearon 2011). Overall, MSI-
H can be detected in about 15% of all CRCs, while the germ-line 
mutation, represent ing the inherited background of CRC in the 
known MMR genes, is encountered in only ~3% of CRC pat ients 
(Fearon 2011, Markowitz 2009).  

Several clinicopathological features separate sporadic MSI -H CRCs 
from non-MSI tumors. In sporadic setting, MSI is often associat ed 
with BRAF mutat ion and high-level CIMP (CIMP-H) and 
accompanied by histology of serrated pathway neoplasms (Mäkinen 
2014, Stefanius et al. 2011). These tumors also typically locate in 
the proximal colon and they tend to occur in elderly women 
(Mäkinen 2007, Poynter et al. 2008).  

In both inherited and sporadic background of MSI-H CRCs, typical 
histological features include poor differentiat ion with mucinous or 
signet ring cell appearance, tumor-infilt rating lymphocytes and 
peritumoral Crohn-like infiltrate (Boland & Goel 2010).  

While the MSI-H tumors seem to form a dist inct clinicopathological 
phenotype, the concept of MSI-L in CRC is controversial (Pawlik et 
al. 2004). The biological basis of the MSI-L phenotype is uncertain,  
as no alterations in MMR genes MLH1, MSH2, MSH6, or PMS2 
have been reliably associated with this phenotype. Conversely, the 
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methylat ion of the DNA repair gene MGMT has been found to be the 
most frequent in a fract ion of sporadic CRCs with MSI -L and to be 
associated with the serrated pathway adenomas and SACs. Thus, it  
has been suggested that an increased production of DNA mismatches 
due to the loss of expression of MGMT could stress the DNA MMR 
system and thus lead to the MSI-L phenotype (Jass 2007, Mäkinen 
2007). 

 

Epigenetic alterations 

Epigenet ic alterat ions modify the transcriptional potential of a gene 
without changes in the DNA sequence (Bonasio et al. 2010). DNA 
methylat ion is the best -known epigenetic phenomenon and is 
current ly considered the most important in CRC pathogenesis 
(Esteller 2008).  

In sporadic CRC, both loss of global DNA methylat ion (i.e., 
hypomethylat ion) and an increase of methylat ion in the promoter 
areas of selected CpG islands (i.e., hypermethylat ion) are present  
(Fearon 2011, Issa 2004). CIMP was introduced as a pathway o f 
CRC tumorigenesis in 1999 (Toyota et al. 1999). During evolut ion, 
most of the CpG dinucleotides (short areas of cytosine nucleot ide 
followed by a guanine nucleotide) were lost in the genome. 
However, approximately 50% of all genes st ill cont ain these 
dinucleotides (i.e., CpG islands) as dense clusters in their promoter 
areas (Fearon 2011). The aberrant addit ion of methyl groups (CH 3) 
to CpG sites in the promoter region has been associated with 
inappropriate transcript ional silencing of the genes regulated by 
these promoters. Deregulat ion of gene expression of certain key 
tumor suppressor genes has been reported to enhance tumorigenesis 
in several other tumor types besides CRC, such as gastric, liver,  
pancreat ic, endometrial, ovarian, breast and lung cancers (Esteller 
2008, Issa 2004). 
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In sporadic CRCs, the hypermethylat ion of tumor suppressor gene 
MLH1 is the major cause of MSI and an important pathway to 
genomic instability (Leggett & Whitehall 2010). Approximately a 
third of all CRCs and near ly all MSI-H tumors harbor CIMP. 
However, conversely, CIMP is not limited to this tumor type, 
whereas approximately half of all CIMP tumors do not carry MLH1 
methylat ion or MSI (Leggett & Whitehall 2010). CIMP can already 
be detected in SPs, especially in proximal SSAs (Leggett & 
Whitehall 2010).  

CRCs characterized by CIMP have been reported to differ by 
clinicopathological characterist ics (i.e., by age, sex and locat ion 
predilect ion, histology and prognosis) from non-CIMP tumors (e.g. 
CRCs deriving by tradit ional adenoma-carcinoma pathway).  
Typically, they tend to be proximal tumors in older individuals that 
show mucinous histology, thus sharing many features with MSI 
tumors (Leggett & Whitehall 2010).  

Furthermore, CIMP tumors have been associated with poo r 
prognosis compared with non-CIMP tumors, especially when MSS 
(Barault et al. 2008, Dahlin et al. 2010, Issa 2004) and they have 
been reported to have an independent predict ive effect on response 
to chemotherapy treatment (i.e., 5-fluorouracil (5-FU)) (Iacopetta et 
al. 2008, Jover et al. 2011, Rijnsoever et al. 2003).  

 

1.3.3 Pathways to colorectal cancer  

CRC is defined by the invasion of tumor cells through muscularis 
mucosae to submucosa (Hamilton et al. 2010). The majority of CRC 
is sporadic. The differences in the incidence between countries 
around the world (Siegel et al.  2013) as well as immigrant studies 
(Dunn 1975, Kune et al. 1986, Shimizu et al. 1987) suggest that 
environmental factors contribute to the development of CRC 
(Bradbury et al. 2014, Koushik et al. 2007, Larsson & Wolk 2006, 
Schwingshackl & Hoffmann 2014).  



52 
 

Molecular and morphological developmental pathways have been 
described to understand the heterogeneity and complexity of CRC 
development from normal colonic epithelium to adenoma, and 
further, to adenocarcinoma. Three main pathways based on the 
developmental events during their progression can be recognized: 
inherited, sporadic and IBD-associated pathways (Beaugerie & 
Itzkowitz 2015, Fearon 2011).  

 

1.3.3.1 Inherited pathways 

10%–50% of all CRC are hereditary or familial clustering in 
etiology and they consist of rare condit ions known to predispose to 
development of cancer (Tops et al. 2009). Early-onset diagnosis and 
mult iple affected relat ives (either with CRC or with adenomas 
particularly under 50 years of age) are closely related to the 
increased risk of CRC. Furthermore, it  seems that the familial risk 
of CRC is greater if relat ives have colon rather than rectal cancers,  
supporting the suggest ion of a slight ly different etiological basis 
behind these two diseases (Johns & Houlston 2001).  

The most common CRC syndrome, Lynch syndrome (LS) is 
responsible for 1–3% of all CRC cases (Lynch & de la Chapelle 
2003). Another well-described inherited syndrome, familial 
adenomatous polyposis (FAP), accounts approximately 1% of all 
CRCs, followed by recent ly defined MUTYH or MYH (mutY 
homolog) gene associated polyposis (MAP) (~1%), serrated 
polyposis syndrome (SPS), hereditary mixed polyposis syndrome 
(HMPS), and rare hamartomatous polyposis syndro me (Tops et al.  
2009, van Herwaarden et al. 2015).  

 

1.3.3.2 Sporadic pathways 

The vast majority of CRCs (50%–90% of all CRCs) arise in pat ients 
without a family history of CRC and these cancers are termed 
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“sporadic”. As a difference from inherited cancers,  a germline 
mutation as an init iat ing event is absent and the development of 
CRC is presumed to occur as a result of somatic changes, which are 
per se more suscept ible for environmental factors (Markowitz 2009).  

Earlier, the vast majority of CRCs were presumed to develop 
through a relat ively linear sequence of steps known as the 
Vogelstein adenoma-carcinoma sequence: the suppressor pathway 
characterized by CIN and init iated with a mutation of the APC 
tumor suppressor gene (Fearon & Vogelstein 1990, Muto et  al.  
1975). Later, the discovery of the SPs and the subsequent studies 
confirming their status as the precursor lesions of a subset of CRCs 
led to the introduction of a dist inct, alternat ive developmental 
pathway current ly known as the serrated pathway (Ja ss et al. 2002).  

Based on molecular studies, it  is est imated that approximately 80% 
of the CRCs develop along the convent ional pathway, which st ill 
serves a relevant model for the most common form of sporadic CRC 
(Jass 2007), whereas up to 20% of all CRCs arise along the serrated 
pathway (Mäkinen 2014, Snover 2011).  

 

The classical adenoma-carcinoma sequence 

Approximately 70-80% of sporadic CRC arise from the 
‘convent ional’ adenoma-carcinoma pathway. In the classical genet ic 
model for colorectal tumorigenesis described by Fearon and 
Vogelstein the evolut ion of colorectal cancer follows the adenoma-
adenocarcinoma sequence which is driven by the progressive  
accumulat ion of a number of crit ical mutat ions (Fearon & 
Vogelstein 1990).  

The pathogenesis of this pathway has been well studied and is 
centered around the accumulat ion of genet ic (Parkin 2001, Grady et 
al. 2005, Lewis et al. 1999) events in the luminal epithelial cells and 
is classically associated with the gradual development of CIN.  
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In this pathway, CRC starts by hyperproliferat ion in the normal 
epithelium and aberrant crypt ic foci forming small adenoma. Thus 
the genet ic inact ivat ion of the adenomatous polyposis coli (APC) 
gene causes the development of adenomatous polyps, the principal 
precursor of co lorectal cancer (Fearon & Vogelstein 1990, Pino & 
Chung 2010). The inact ivat ion of the APC occurs in up to 85% of 
sporadic CRCs and represents an early and crit ical, possibly rate -
limit ing, event in the tumorigenesis of most MSS CRCs, found 
already in microscopic adenomas (Fearon 2011, Markowitz 2009, 
Powell et al.  1992).  This is followed by the stepwise accumulat ion 
of other genet ic mutations, such as the KRAS that will increase the 
size into large polyp and with the combinat ion of TP53 genes 
mutation and the loss of heterozygosity (LOH) at chromosome 18q, 
malignant cells will appear forming the colon carcinoma (Fearon & 
Vogelstein 1990) (Figure 3).  

While the inact ivat ing mutation of APC is presumed to be the 
init iat ing step of the tumorigenesis, mutations of KRAS and TP53 
and LOH at chromosome 18q are required for the progression to 
larger adenomas and early carcinomas (Fearon & Vogelstein 1990, 
Pino & Chung 2010). The oncogenic mutation of KRAS most ly 
occurs in early adenomas (Fearon & Vogelstein 1990) and 
contributes to the transduct ion of signaling pathways such as 
MAPK-ERK and PI3K, as previously presented. 

The loss of chromosome 18q has been detected in up to 70% of 
sporadic CRCs (Pino & Chung 2010). Tumor suppressor genes 
SMAD2 and SMAD4 locate in this chromosome region and are thus 
mutated in a proportion of CRCs with 18qLOH, contribut ing to the 
act ivat ion of the TGF-β signaling pathway (Fearon & Vogelstein 
1990).  
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Figure 3. CRC development. From Sandouk et al. 2013. 

 
After forming carcinoma, there are five stages for the disease 
(Figure 4): stage 0 where the tumor locates in the mucosal layer of 
colon, stage I when it reaches the muscularis layer, stage II when it  
just perforates the serosa, stage III when the surrounding lymph 
nodes are involved, and last ly stage IV with distal metastasis 
(Sandouk et al. 2013).  

 

 
Figure 4. Stages of CRC . From Sandouk et al. 2013. 
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The serrated pathway 

Approximately 20% of the sporadic CRCs arise from the SPs via the 
serrated neoplasia pathway.  

Unt il the past two decades, almost all colorectal polyps were divided 
into hyperplast ic (serrated polyps), adenomas (TA, TVA, VA) and 
mixed polyps. Evidence that adenomas might not represent the only 
colorectal cancer precursor began to emerge around 1990 when a 
new category of serrated polyps, biologically different from 
hyperplast ic polyps, were recognized: tradit ional serrated adenoma 
(TSA), sessile serrated adenoma (SSA) and mixed polyp, all of 
which have malignant potent ial without the villous architecture of 
classic adenoma. The three variants of serrated adenomas have 
subt le architectural differences, but a ll have carcinogenic potent ial 
(Longacre & Fenoglio-Preiser 1990). 

In contrast with the adenocarcinoma sequence occurring through 
chromosomal instability, responsible for progressive accumulat ion 
of mutations in oncogenes and tumour-suppressor genes, the serrated 
neoplast ic pathway is characterized by aberrant methylat ion in 
promoter regions of specific genes based on hyper -methylat ion of 
CpGislands result ing in the “CpG islands methylator phenotype” 
(CIMP) at either low or high degree which reduces gene expression 
without altering the DNA sequence. Hyper-methylat ion may occur in 
DNA mismatch repair gene (MMR) hMLH-1 associated with the 
development of microsatellite unstable (MSI) cancer. MSI cancers 
occurring in the course of the serrated pathway are due to a loss of 
funct ion within DNA MMR system by promoter hyper -methylat ion 
of hMLH-1 only.  

The mutations of BRAF or KRAS, considered mutually exclusive,  
are the earliest events of the serrated route (Bettington et al. 2013, 
Mäkinen 2014). The mutual exclusivity supports the idea of the two 
individually branched serrated pathways of CRC. While the pathway 
involving BRAF is well characterized, the role of KRAS in serrat ed 
neoplasia is more controversial (Bettington et al. 2013, Mäkinen 



57 
 

2014). Also DNA hypermethylat ion occurs early (i.e., in ACF and 
even in the normal proximal colon mucosa in pat ients with SPS) but 
is generally more frequent in proximal polyps than in dis tal ones.  
The consequences of the hypermethylat ion are conformable with the 
target genes involved (e.g. the promoter methylat ion of MLH1 and 
MGMT leading to MSI-H and MSI-L, respect ively) (Mäkinen 2007, 
2014). 

Several other genet ic changes, such as loss of p16 due to the 
promoter methylat ion of CDKN2A (Dong et al. 2005, Kriegl et al.  
2011), TP53 mutation (Bond et al. 2012, Gaiser et al. 2013), APC 
mutation (Jass et al. 2006), somatic mutations of mitochondrial 
DNA in TSAs (Shimomura et al. 2011) as well as PTPRK-RSPO3 
fusions and RNF43 mutations (Sekine et al. 2016) and allelic 
imbalance of 18q (Yashiro et al. 2005) have been observed in the 
serrated pathway lesions, although as yet without adequately 
characterized significance. Furthermore, gene expression profile 
studies have revealed several different ly expressed genes between 
SACs and CCs, but many of these have not yet been studied on 
protein level (Conesa-Zamora et al. 2013, Laiho et al. 2007).  

 

1.3.4. Serrated colorectal cancer  

Serrated adenocarcinoma (SAC) is a dist inct variant of CRC, arising 
from the serrated precursor lesions via the previously described 
serrated pathway and represent ing approximately 20% of CRCs 
(Bettington et al. 2013, Mäkinen 2014).  The clinicopathological 
features commonly associated with SAC include female gender 
(Lash et al.  2010) and proximal tumor location (García-Solano et al.  
2010, Tuppurainen et al. 2005).  

The median age at the time of diagnosis of SAC does not differ 
notably from that of CCs (García-Solano et  al.  2010, Mäkinen et al.  
2001), but a rapid tumor progression along the serrated pathway is 
supported by several case reports of serrated precursor lesions 
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developing into a carcinoma (Mäkinen et al. 2002, Oono et al. 2009, 
Takeyoshi et al. 2002), as well as the studies reporting early SACs 
arising from small SSAs (Fujita et al.  2011, Goldstein 2006, 
Sheridan et al. 2006).  

 

1.3.4.1 The molecular classification of serrated colorectal cancer  

In 2007, Jass proposed a 5-t iered classification of CRC to clarify the 
origin and clinicopathological features of CRCs with different  
molecular backgrounds (Jass 2007). The classificat ion is st ill widely 
used, providing a helpful tool for researchers to compare the 
different subtypes of CRC.  

The serrated pathway carcinomas belong to  three broad molecular 
profiles: 1. BRAF mutant/CIMP-H/MSI-H, 2. BRAF mutant/CIMP-
H/MSI-L or MSS, and 3. KRAS mutant/CIMP-L/MSI-L or MSS. The 
first two groups are the most strongly associated with the serrated 
pathway and thus represent cancers most likely arising from SSAs. 
They also generally show CIMP-H regardless of the CIMP panel 
used. The last group of the serrated pathway CRCs are thought to 
develop from TSAs or even CAs and thus conversely to be less 
strongly associated with the serrated pathway (Bettington et al.  
2013, Jass 2007). Furthermore, two more subgroups: 4. CIN/CIMP-
neg./MSS (or MSI-L) and 5. LS/CIMP-neg./MSI-H rapresent CRCs 
arising from CAs, and complete the classificat ion (Jass 2007).  

Although the preceding subtypes roughly divide CRCs 
morphologically into SACs and CCs, the recognit ion of each subtype 
is often impossible based on the morphological features alone and 
thus, the molecular basis is principal for the classificat ion. The 
advantage of the classificat ion is the understanding of t he 
heterogeneity of the molecular background of CRCs and the 
possibility to consider each molecular type of cancer as an 
individual disease, harboring its own clinical,  histological, and 
prognostic features (Jass 2007).  
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1.3.5 Malignant neoplasms in colorectum 

Adenocarcinomas, with CRCs account ing for more than 90%, are the 
most common cancers in the colorectum (Hamilton et al.  2010, Kang 
et al. 2007). The great majority of adenocarcinomas are moderately 
different iated, showing a less resemblance to well-different iated 
adenoma-like epithelium with tubular structures (Treanor & Quirke 
2007).  

In addit ion to two most commonly encountered adenocarcinomas, 
convent ional colorectal carcinomas (CCs) and serrated 
adenocarcinomas (SACs), several somewhat overlapping 
histopathological variants can be microscopically dist inguished 
(Hamilton et al. 2010) (Table 3).  

 

 
Table 3. Histopathological subtypes of colorectal carcinoma. Classification and designating 
features adapted from Hamilton et al. 2010. 
 
  

Classification Designating features 
Adenocarcinoma, not otherwise 
specified 

Glandular differentiation 

Mucinous adenocarcinoma > 50% of the lesion is composed of 
extracellular mucin  

Signet-ring cell carcinoma Presence of > 50% of tumor cells with 
prominent intracytoplasmic mucin 

Serrated adenocarcinoma Epithelial serrations, low nucleus-to-cytoplasm 
ratio, clear or eosinophilic cytoplasm 

Micropapillary adenocarcinoma Tumor cells growing in papillary structures, 
which lack fibrovascular cores  

Medullary carcinoma Sheets of malignant cells with vesicular nuclei, 
prominent nucleoli,and abundant eosinophilic 
cytoplasm; prominent infiltration by 
intraepithelial lymphocytes 

Adenosquamous carcinoma Areas of glandular and squamous 
differentiation 

Undifferentiated carcinoma Lack of morphological, immunohistochemical, 
and molecular biology evidence of 
differentiation beyond that of an epithelial 
tumor  
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1.3.6 Molecular basis and sub-classification of CRC  

Recent molecular classificat ion of established tumors based on gene 
expression and (epi)genet ic mutation burden, has revealed 
considerable disease heterogeneity. Four dist inct CRC molecular 
subtypes (CMS) have been ident ified, each with a unique pathogenic 
molecular pathway, response to treatment and prognosis 
(Dienstmann et. al. 2014).  

Established tumor molecular classificat ion subtypes can be part ially 
reconciled with known precursor lesion subtypes. Canonical (CMS2) 
tumors are driven by disrupt ion of epithelial Wnt signaling through 
accumulat ion of genet ic mutations and chromosomal instability and 
arise from tubular and tubulovillous adenomas (convent ional 
adenoma-carcinoma sequence). Poor prognosis mesenchymal 
(CMS4) molecular signatures are defined predominant ly by stromal 
invasion and angiogenesis and prominent TGFβ act ivat ion (Calon et 
al. 2015, Isella et al. 2015). This subtype has the worst prognosis.  
These tumors are thought to arise through the serrated neoplasia 
pathway (De Sousa et al. 2013).  

 
1.3.7 Invasion and metastasis  

CRC is defined by the invasion of tumor cells through muscularis 
mucosae to submucosa although this has more to do with pract ical 
issues rather than dist inguishing between different biological 
ent it ies (Hamilton et al. 2010).  

The patterns of tumor cell invasion can be  classified into individual-
cell migrat ion, mult icellular migrat ion and expansive growth 
without migrat ion, which can be further divided into subcategories 
(Lauffenburger & Horwitz 1996, Ridley et al. 2003). The migrat ion 
mechanisms of an individual cell are similar to those occurring in 
normal non-neoplast ic cells in physiological condit ions, including 
cell polarizat ion and protrusion, adhesion format ion, act inand 
myosin-based contraction and rear detachment (Lauffenburger & 
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Horwitz 1996, Ridley et al. 2003). Different patterns of invasion are 
guided by the expression of cell-matrix adhesion molecules (e.g., 
integrins), cell-cell adhesion molecules (e.g., cadherins), matrix-
degrading enzymes (e.g., MMPs) and cell-cell communicat ion 
molecules (e.g., chemokines) (Friedl et al. 2012).  

Each tumor frequent ly presents with mult iple patterns of invasion 
(Friedl et al. 2012). About one in four CRCs shows infiltrat ive 
tumor border configurat ion, characterized by finger -like protrusions 
of the invasive front and represent ing collect ive cell migrat ion as 
strands, while the rest show a rather expansive tumor border 
configurat ion (Jass et al. 1996). At high magnificat ion, tumor buds,  
defined as isolated tumor cells or clusters of two to four cells at the 
invasive margin of the tumor, can be observed in the majority of 
CRCs (Hase et al.1993, Ueno et al. 2002) and cytoplasmic 
pseudofragments, i.e., dendrit ic processes of the budding cells, are 
present in half of the pat ients with highgrade budding, (Shinto et al.  
2005). Tumor budding is considered to represent weakening of cell-
cell adhesions and it often includes individual cell migrat ion 
(Natalwala et al. 2008). Accordingly, it  has been associated with 
decreased expression of the cell adhesion molecule E-cadherin 
(Zlobec et al. 2007).  

CRC commonly uses lymphat ic vessels (Minsky et al. 1989) and 
blood vessels (Krasna et al. 1988) as routes of metastasis.  The 
epithelial to mesenchymal transit ion (EMT) and single cell 
migrat ion may enhance the efficacy of metastasis (Christ ia nsen & 
Rajasekaran 2006). However, clusters of circulat ing tumor cells can 
be observed in CRC (Molnar et al. 2001) and other carcinomas 
including lung cancer (Hou et al. 2011), suggest ing that collect ive 
vascular invasion may also take place. The phenotype  of circulat ing 
tumor cells may influence the site of metastasis, as proposed by a 
human colon cancer xenograft mouse model that reported CD110+ 
cells being more likely to form liver metastases and CUB domain -
containing protein 1 expressing cells being more likely to form lung 
metastases (Gao et al. 2013).  
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1.3.8 Intratumoral hetereogeneity  

Intratumor heterogeneity is a phenomenon characterized by regions 
and cells with diverse genet ic and epigenetic changes, morphology, 
and behavior within a single tumor and its metastases (Almendro et 
al. 2013). CRC has been shown to present with heterogeneity within 
the primary tumors and between primary tumors and metastases in,  
e.g., activat ing mutat ions of KRAS (Baldus et al. 2010). Intratumor 
heterogeneity may represent a challenge for personalized medicine 
and biomarker development.Accumulat ing evidence suggests that 
not all tumor cells possess equal ability to proliferate.  

 

1.3.9 Colorectal cancer screening and treatment  

Colorectal cancer is an ideal disease for populat ion screening as it  is 
common, there is an effect ive surveillance tool (endoscopy), a well 
recognised premalignant precursor lesion (the colorectal polyp) and 
treatment of the premalignant condit ion reduces the risk of cancer 
(Leslie et al. 2002).  

The aim of the CRC screening is to ident ify the early stages of 
cancers which might still be treated with a curative intent and thus 
have a favorable prognosis (Jellema et al. 2010). The colonoscopy 
has been validated as the gold standard procedure for both ear ly 
detection and prevent ion of CRC as it allows the inspect ion of the 
ent ire colonic mucosa. It also allows resect ing pre-neoplast ic 
lesions, which reduces the incidence of colorectal cancer and thus 
the rate of deaths result ing from it (Zauber et al. 2012).  

However, at the t ime of diagnosis, approximately 15–25% of the 
CRC pat ients have metastases outside the bowel, most typically in 
the liver  and another 35–45% of pat ients will later develop 
metastases (Poston et al.  2005). Surgery is the primary modalit y o f 
treatment for CRC, and resect ion is the only therapy required for 
early-stage CRC (Nelson et al.  2001). While most of the pat ients 
(approximately 80%) with metastat ic disease are unresectable,  
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approximately 2–5% of all CRC pat ients have one or a few 
coincident metastases in one organ, staged as having oligometastatic 
disease potent ially treatable in a curat ive fashion (Van De Velde et 
al. 2014).  

The development of more effect ive chemotherapeut ic agents capable 
of inducing substant ial tumor shrinkage have enabled a significant  
proportion of pat ients who were init ially thought to be unresectable 
for cure to undergo metastectomy (Kanas et al. 2012).  

 

1.4 The tumor microenvironment 

In cancer research the cancer cell it self is most frequent ly the object 
of interest. The majority of human cancers are carcinomas that, by 
definit ion, arise from epithelial cells that line glands, ducts, and 
surfaces of organs (Landis et al. 1998). Consequent ly, the focus of 
research to date has been on epithelial cells, or more specifically 
genet ic changes that occur in epithelial cells as they progress from 
normal to malignant. Mult iple genet ic alterations are necessary for 
this transformation to occur (Foulds 1969). It has become clear that  
a cancer not only consists of neoplast ic cells but also contains a 
stromal infrastructure, including tumor vasculature, which is 
provided by the host. In fact, a neoplasm const itutes a unique 
microenvironment in which various subpopulat ions of tumor cells 
and tumor stroma interact and together determine the behavior of the 
neoplasm. A fascinat ing aspect of the stromal compartment of a 
tumor is that it  appears to be not only a passive scaffold or an inert 
supply system for cellular nutrients but an act ive regulatory 
element. It is in a way responsible for the existence of the tumor: 
without host stroma there would be no cancer (Bosma et al. 1993).  

Over 100 years ago, Paget et al. already proposed the importance of 
the tumor microenvironment with the theory of “seed & soil” (Paget  
1989). It has become increasingly apparent  that the stroma plays an 
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important role in promoting tumour progression (Coussens & Werb 
2002, Liotta & Kohn 2001, De Wever et al. 2008).  

 

1.4.1 Characteristics of tumor microenvironment  

The tumor microenvironment is composed by both cellular and non-
cellular components. The major cellular components include 
fibroblasts, endothelial and immune cells that, collect ively, produce 
the variety of molecules that represent the non-cellular components 
of the tumor stroma: i.e. the extracellular matrix (ECM) proteins, 
proteases, cytokines and growth factors (Hanahan & Weinberg 2000, 
Matrisian et al. 2001). All these components are funct ionally 
organized to promote survival of cancer cells in the host and 
generate a favorable microenvironment for cancer cells in both 
primary and metastat ic sites (Liotta & Kohn 2001).  

Moreover, tumor stroma format ion shares many important properties 
with wound healing, but wound healing is usually self-limited while 
the growth of tumors and tumor stroma is not. In fact, tumor stroma 
has been compared to a ‘wound that does not heal’ (Dvorak 1986, 
Eyden 2008).  

The molecular features of cancer stroma are less well understood 
than those of cancer cells, thus, in order to control and eradicate 
cancer, it  is very important to take in considerat ion not only 
malignant cancer cells, but also the benign stromal cells.  

 

1.4.2 Fibroblasts  

Fibroblasts were first described in the late 19th century, based on 
their locat ion and their microscopic appearance (Virchow 1858, 
Duvall 1879). They play a crit ical role in maintaining homeostasis 
in the microenvironment and in coordinat ing the complex 
physiological response to wounds (Mart in 1997, Iyer et al. 1999).  



65 
 

Fibroblats are embedded within the fibrillar matrix of the connect ive 
tissue and are, to a large extent, responsible for its synthesis. The 
important funct ions of fibroblasts include the deposit ion o f 
extracellular matrix (ECM), regulat ion of epithelial different iat ion , 
regulat ion of inflammation and involvement in wound healing 
(Tomasek et al. 2002, Parsonage et al. 2005). They also contribute 
to the format ion of basement membranes by secret ing type IV 
collagen and laminin (Chang et al. 2002). Fibroblasts are also an 
important source of ECM-degrading proteases such as mat rix 
metalloproteinases (MMPs), which highlights their crucial role in 
maintaining an ECM homeostasis by regulat ing ECM turnover 
(Chang et al. 2002, Simian et al. 2001).  

In addit ion, fibroblasts are important in maintaining the homeostasis 
of adjacent epithelia through the secret ion of growth factors and 
direct mesenchymal–epithelial cell interactions (Wiseman & Werb 
2002). Act ivated fibroblasts also have an important role as 
modulators of the immune response following t issue injury, through 
the secret ion o f cytokines such as interleukin-1 and chemokines 
such as monocyte chemotact ic protein 1 (MCP1) (Strieter et al.  
1989, Rollins et al. 1989). 

 

Heterogeneity and origins of CAFs 

Fibroblasts of the tumor stroma are called act ivated fibroblasts,  
peri-tumoral fibroblasts, myofibroblasts, tumor-associated 
fibroblasts or CAFs. They are the main cellular const ituents of 
stroma associated with primary and metastatic CRC (Herrera et al.  
2013, Mueller et al. 2007). Fibroblasts in cancer t issues are similar 
in morphology to myofibroblasts, which are large spindle-shaped 
cells that are act ivated during the wound healing process (De Wever 
et al. 2008). During the wound healing process, fibroblasts became 
“act ivated fibroblasts”, express α-smooth-muscle act in, leading to 
the term ‘myofibroblasts’(Kalluri & Zeisberg 2006) and ac t ively 
close the wound by contraction (Garana et al. 1992). During wound 
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healing, when the process is completed, activated fibroblasts 
decrease (Tomasek et al. 2002). In contrast, CAFs are perpetually 
act ivated and neither revert to a normal phenotype nor undergoes 
apoptosis and eliminat ion like normal fibroblasts (Li et al. 2007).  
The cont inued presence of myofibroblasts within a wound may be 
associated with fibrous neoplasms called fibromatoses (Fletcher 
2000), fibrotic disease (Desmouliere et al. 2005) a nd a 
predisposit ion to cancer (Chang et al. 2004). In addit ion, epithelia l 
tumors of a number of organs, including breast, are often surrounded 
by an act ivated stroma characterized by myofibroblasts that can 
promote tumorigenesis (Van den Hooff 1988, Olumi et al.  1999, 
Tlsty 2001, Tlsty & Hein 2001, Bissell et al. 2002, Coussens & 
Werb 2002, Beacham & Cukierman 2005, Orimo et al. 2005).  

It is becoming evident that CAFs origin can vary both between 
different tumor hystotypes and within different areas of ind ividual 
tumors. It is possible that CAFs are derived from several cell types 
and are therefore heterogenous (Sugimoto et al.  2006). There are 
several theories regarding the origins of CAFs, and this topic is st ill 
under debate. They can roughly classify the line of evidence about 
CAFs origin in: i) resident; ii)  mesenchymal stem cell (MSC) -
derived; iii) mutat ional (Cirri & Chiarugi 2011). For example,  
resident tissue fibroblasts, bone marrow-derived mesenchymal stem 
cells, hematopoiet ic stem cells, epithelial cells (epithelial-
mesenchymal transit ion; EMT) and endothelial cells (endothelial-
mesenchymal transit ion; EndMT) are all considered possible 
predecessors of CAFs. The transdifferent iation of CAFs, a process 
commonly called mesenchymal-mesenchymal transit ion (MMT) 
(Kalluri & Zeisberg 2006), is current ly poorly understood. TGF-β1 
has been largely acknowledged to be one of the major tumor -cell 
derived factors affect ing CAF act ivat ion (Lohr et al. 2001).  
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Tumor-Promoting Characteristics of CAFs 

Fibroblats contribute to tumor proliferat ion, invasion, and metastasis 
via secret ion of various growth factors, cytokines, chemokines, and 
degradat ion of extracellular matrix (ECM) proteins (Yamamura et  
al. 2015). Colon CAFs secrete epidermal growth factor (EGF), 
hepatocyte growth factor (HGF), IGF1/2, PGE-2, PDGF, fibroblast 
growth factor (FGF)-1 and vascular endothelial growth factor 
(VEGF) (Nakagawa et al. 2004, Peddareddigari et al. 2010, De 
Boeck et al. 2013, Torres et al. 2013). These growth factors act 
through act ivat ion of the mitogen-act ivated protein kinase (MAPK) 
and phosphat idylinositol 3-kinase (PI3K)/AKT pathways, which 
mediate cell proliferat ion and cell survival (ant i-apoptotic 
signaling), protein synthesis, cytoskeletal rearrangements, and 
invasion (Valenciano et al. 2012).   

Colon CAFs produce significant amounts of IL-6 and CRC cells 
further enhance IL-6 product ion by CAFs. IL-6 is a mult ifunct ional 
cytokine that plays a central role in the regulat ion of inflammatory 
and immune responses, but it  is also characterized as an angiogenic 
cytokine. CAFs play a crucial role for angiogenesis through 
secret ion of various cytokines (Goh et al. 2007). VEGF that is 
induced by IL-6 and several other factors (FGF, PDGF, and SDF-1) 
promotes angiogenesis. IL-6 was suggested to stimulate VEGF 
secret ion by the mediat ion of PGE-2 from CAFs. Secreted VEGF 
from fibroblasts targets endothelial cells and is known as one of the 
most important angiogenic factors (Nagasaki et al. 2014).  CAF-
derived TGF-β and connect ive t issue growth factor (CTGF) leads to 
proliferat ion through the SMAD2/SMAD4 pathway (Nakagawa et al.  
2004, Peddareddigari et al. 2010, De Boeck et al. 2013).   

CAFs are also able to secrete plasminogen act ivators as well as 
several members of the MMP family.  These enzymes may be 
exploited essent ially for two purposes: 1) direct degradat ion o f 
ECM, obviously associated with tumor expansion, invasion and 
angiogenesis, 2) cleavage of growth factors, pro-inflammatory 
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cytokines and their receptors, commonly associated wit h their 
act ivat ion, or cleavage of cell adhesion molecules, leading to 
increase motility and epithelial –mesenchymal transit ion (EMT) 
(Hynes 2009, Roy et al. 2009).  

The role of CAFs in tumor progression is mult ifaceted (Mueller & 
Fusenig 2004).  Similarly to immune cells, which init ially repress 
malignant growth, CAFs inhibit early stages of tumor progression, 
mainly through the format ion of gap junctions between act ivated 
fibroblasts. Conversely, later on CAFs become act ivated by several 
tumor secreted factors and promote both tumor growth and 
progression (Nakagawa et al. 2004)  (Figure 5). 

 

 

Figure 5. Hallmarks of cancer regulated by CAFs. From Hanahan & Weinberg 2011. 
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Two closely interact ive pathways are established in the crosstalk 
between cancer and stromal cells: a) in the “efferent” pathway, 
cancer cells trigger a react ive response in the stroma, and b) in the 
“afferent” pathway, the modified stromal cells in the surrounding 
microenvironment affect cancer cell responses (De WO & Mareel 
2003, Giannoni et al. 2010).  

CAFs support cancer stem cells (CSCs) that are maintained in a 
quiescent state and are resistant to chemotherapy and radiat ion (Li & 
Bhat ia 2011). In a recent study, Vermeulen and colleagues described 
a novel link between CRC stem cells and myofibroblasts, showing 
that myofibroblast-derived HGF act ivated CRC Wnt signalling and 
restored the stem cell phenotype in more different iated cells 
(Vermeulen et al. 2010). These data suggest that the 
microenvironment is a crit ical regulator of the ste m cell niche. 

Many clinical and experimental data also support the notion that 
fibroblasts play crucial roles in immune responses through 
production of cytokines and chemokines (Bucala et al. 1991). 
Furthermore, fibroblasts not only mediate the quality but  also the 
quant ity of the immune response (Parsonage et al.  2003). In normal 
physiology, fibroblasts can terminate immune responses by 
withdrawing survival signals and normalize the chemokine gradients 
which accelerate the apoptosis or withdraw the tissue through the 
lymphat ic vessels (Buckley et al. 2001). Pro -inflammatory cytokines 
are secreted by cancer cells and CAFs attract excessive immune 
cells to the cancer region. Macrophages, neutrophils and 
lymphocytes could be recruited to the tumor stroma by secret ing 
factors from the CAFs. Macrophages are actively attracted into 
tumor regions along defined chemotact ic gradients and release a 
number of factors that influence endothelial cell behavior including 
VEGF, HGF, MMP2 and IL-8. Once macrophages reach the tumor, 
they start to different iate into tumor-associated macrophages 
(TAMs) which further enhance the growth and metastasis of cancer 
cells (Leek & Harris 2002).  
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Stromal cells are the main source of thrombospondin-1(TSP-1) 
which has both posit ive and negat ive effects on angiogenesis and 
interact ion with immune cells (Li et al. 2007). As ment ioned 
previously, CAFs excessively secrete MMPs which degrade 
basement membrane and cleaved products of MMPs such as 
fibronect in and collagen (Brundula et al. 2002).  

In colorectal cancer, CAFs-derived condit ioned medium and 
exosomes promoted clonogenicity and tumor growth of cancer stem 
cells (CSCs) upon treatment with 5-fluorouracil or oxaliplat in (Hu et  
al. 2015). Mult iple CAF-derived factors sustain proliferat ive 
signaling in CRC cells and support the cancer cells to resist cell 
death (Kalluri & Zeisberg 2006, Tlsty 2001, Liotta & Kohn 2001) 
and evade growth suppressors. Consequently, it  is suggested that 
CSCs are correlated with recurrence and metastasis of cancer.  
Chemotherapy-treated CAFs maintain cancer-init iat ing cells (CICs) 
and their drug resistance through secret ion of IL-17A (Lotti et al.  
2013).  

Nonetheless, the mechanisms underlying the effects of CAFs on 
cancer progression are st ill unclear. Thus, elucidat ion of these 
mechanisms is likely to lead to new ant icancer treatments target ing 
CAFs and the cancer-stroma interact ion (Shiga et al. 2015).  

 

1.4.3 CAFs markers 

To date, fibroblasts have been difficult  to posit ively ident ify. In 
some cases, fibroblasts are ident ified based on their spindle shape 
combined with posit ive staining for the mesenchymal marker 
viment in and the absence of staining for epithelial or other 
mesenchymal cell types, such as muscle cells, astrocytes, or 
hematopoiet ic cells (Chang et al. 2002). However, this approach is 
hardly definit ive. Fibroblasts can take on a wide array of shapes in 
different tissues, whereas viment in-posit ive cells that are not 
fibroblasts, including macrophages can also have a spindle-shaped 
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appearance. Furthermore, viment in stains a large number of cell 
types, making it difficult to ident ify fibroblasts by eliminat ion 
(Goodpaster et al. 2008).  

The most widely used marker for CAFs is α -smooth muscle act in (α-
SMA). Upon tissue damage, fibroblasts proliferate and diffe rent iate 
into myofibroblasts. These myofibroblasts acquire de novo 
expressed α-SMA, contractile stress fibers, and the ED-A splice 
variant of fibronect in (Tomasek et al. 2002, Serini et al. 1998). As 
there are more myofibroblasts in the tumor stroma, α-SMA is widely 
used as a CAF marker (Orimo et al. 2007, Sappino et al. 1988). α -
SMA has been demonstrated not to label CAFs exclusively,  but also 
smooth- muscle cells in the muscularis mucosae and muscularis 
propria (Herrera et al. 2013, Harper & Sainson 2014) .  

Another useful marker for CAFs is fibroblast act ivat ion protein 
(FAP) (Park et al. 1999, Kraman et al. 2010). FAP appears to be 
expressed on pericytes and CAFs (Harper & Sainson 2014). High 
intratumoral expression of FAP is associated with poor prognosis in 
colorectal cancer (Wikberg et al. 2013). Nonetheless, the t issue 
distribut ion and funct ion of FAP-α are not restricted to stromal 
fibroblasts: its expression is detectable in epithelial malignant cells 
(Ment lein et al. 2011, Dohi et al. 2009).  

Several other markers have also been reported in pre vious studies,  
such as tenascin-C (Yoshida et al. 2015), periost in (Kikuchi et al.  
2008), neuron glial ant igen-2 (NG2) (Sugimoto et al. 2006),  
viment in, desmin, platelet derived growth factor receptor -α and β 
(PDGFR α and β) and fibroblast specific protein-1 (FSP-1) 
(Sugimoto et al. 2006). Quiescent resident fibroblasts express 
viment in, instead of a-SMA, as intermediate filament proteins 
(Tsujino et al.  2007). These markers are not necessarily specific for 
myofibroblasts. Individually, these markers could ident ify specific 
subpopulat ions of fibroblasts, thus it would be more correct to use a 
combinat ion of markers to select the largest possible populat ion of 
CAFs (Herrera et al. 2013).  
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On the other hand, cytokerat in and CD31 are considered negat ive 
markers, as CAFs do not have epithelial and endothelial 
characterist ics (Xing et al. 2010, Sukowati et al. 2015).  

An exclusive marker for CAFs that can clearly dist inguish them 
from normal fibroblasts from adjacent mucosa or other closely 
related cell types is yet to be ident ified.   
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2. AIMS OF THE STUDY 

 

It has been shown that in cancer, stromal gene dysregulat ion 
contributes more to poor prognostic molecular signatures than the 
epithelium itself (Calon et al. 2015, Isella et al. 2015), supporting 
the fact that the tumor stroma influence cancer epithelial cell 
behavior.  

Thus, the focus of this thesis has been to try to understand the role 
of the stroma in CRC init iat ion and progression. In order to do that:  

 DEG in the epithelial and stromal compartment of two CRC 
human precancerous lesions,  have been studied; 
 

 DEG in the epithelial and stromal compartment of two CRC 
mouse models of precancerous lesions have been analyzed;  
 

 primary human fibroblast cells from normal colonic t issue, 
adenomas and CRC pat ients have been isolated and 
characterized; 
 

 transwells and 3D co culture technics have been used to 
assess the influence of normal and neoplasia associated 
fibroblasts on epithelial cell behaviour/expression and vice 
versa.  
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3. MATERIALS AND METHODS 

 

In order to characterize the transcriptome of the epithelial and 
stromal compartment of two CRC human precancerous lesions, SSA 
and TVA, a cohort of these polyps has been collected.  

 

3.1 Human Normal and Polyps (TVAs, SSAs) sample collection 
for EDTA separation 

Human polyp t issues samples (TVAs, SSAs) were obtained from 
patients undergoing colonoscopy at John Radcliffe Hospital, Oxford 
with local REC approval (REC 10/H0604/72) (Figure 6). Written 
informed consent was obtained from all donors.  

 

 
Figure. 6. Representative TVA and SSA before endoscopic resection. 
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A cohort of SSAs (n=24) and TVAs (n=24) with neighboring normal 
tissue (n=24) was collected.  

1mm3 biopsies were collected to be analyzed and the rest of the 
lesion has been processed for histological  assessment thus clinical 
pathological assessment of the lesions will be unaffected.  

Table 4 shows the characterist ics of the samples collected for this 
study.  

 

Patient Organ Region Tissue Status 

1 Colon Rectum Normal Polyp (SSA) 

2 Colon Transverse Normal Polyp (SSA) 

3 Colon Ascending Normal Polyp (SSA) 

4 Colon Ascending Normal Polyp (SSA) 

5 Colon Rectum Normal Polyp (SSA) 

6 Colon Ascending Normal Polyp (SSA) 

7 Colon Caecum Normal Polyp (SSA) 

8 Colon Ascending Normal Polyp (SSA) 

9 Colon Ascending Normal Polyp (SSA) 

10 Colon Ascending Normal Polyp (SSA) 

11 Colon Caecum Normal Polyp (SSA) 
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12 Colon SplenicFlexure 
Tranverse 

Normal Polyp (SSA) 

13 Colon Ascending Normal Polyp (SSA) 

14 Colon Caecum Normal Polyp (SSA) 

15 Colon Caecum Normal Polyp (SSA) 

16 Colon Transverse Normal Polyp (SSA) 

17 Colon Rectum Normal Polyp (SSA) 

18 Colon Ascending Normal Polyp (SSA) 

19 Colon Rectum Normal Polyp (SSA) 

20 Colon Ascending Normal Polyp (SSA) 

21 Colon Caecum Normal Polyp (SSA) 

22 Colon Ascending Normal Polyp (SSA) 

23 Colon Caecum Normal Polyp (SSA) 

24 Colon Caecum Normal Polyp (SSA) 

25 Colon Caecum Normal TubVilAdenoma 

26 Colon Transverse Normal TubVilAdenoma 

27 Colon Rectum Normal TubVilAdenoma 

28 Colon Hepatic Flexure Normal TubVilAdenoma 
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29 Colon Rectum Normal TubVilAdenoma 

30 Colon Hepatic Flexure Normal TubVilAdenoma 

31 Colon Caecum Normal TubVilAdenoma 

32 Colon Caecum Normal TubVilAdenoma 

33 Colon Transverse Normal TubVilAdenoma 

34 Colon Caecum Normal TubVilAdenoma 

35 Colon Rectum Normal TubVilAdenoma 

36 Colon Hepatic Flexure Normal TubVilAdenoma 

37 Colon Rectum Normal TubVilAdenoma 

38 Colon Hepatic Flexure Normal TubVilAdenoma 

39 Colon Caecum Normal TubVilAdenoma 

40 Colon Hepatic Flexure Normal TubVilAdenoma 

41 Colon Caecum Normal TubVilAdenoma 

42 Colon Caecum Normal TubVilAdenoma 

43 Colon Transverse Normal TubVilAdenoma 

44 Colon Caecum Normal TubVilAdenoma 

45 Colon Rectum Normal TubVilAdenoma 
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46 Colon Hepatic Flexure Normal TubVilAdenoma 

47 Colon Rectum Normal TubVilAdenoma 

48 Colon Hepatic Flexure Normal TubVilAdenoma 

Table 4. Cohort of collected SSAs and TVAs with neighboring normal tissue. 

 

3.2 Mouse sample collection for EDTA separation  

The same analysis was performed in mice models of adenomas to 
see if the results obtained in human adenomas were reproducible in 
mice models.  

 

3.2.1 Mouse procedures 

All procedures were carried out in accordance to Home Office UK 
regulat ions and the Animals (Scient ific Procedures) Act 1986. All 
mice were housed at the animal unit at Funct ional Genomics 
Facility, Wellcome Trust Centre for Human Genet ics , Oxford 
University. All strains used in this study were maintained on 
C57Bl/6J background for ≥ 6 generat ions.  

 

3.2.2 Inducible transgene model Cre  

The most popular method for inducible transgene expression is the 
Cre-ERT2 system that was established in the 1990s (Nagy 2000). In 
this technic, mice carrying a Cre transgene (under the control of an 
inducible t issue specific promoter) are crossed to mice bearing an 
inducible allele where the region that is to be deleted is flanked by 
LoxP recombinat ion sites (Jackstadt & Sansom 2016). This can be 
either an essent ial exon(s) of a gene, to produce a condit ional 
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knockout, or a Stop motif that act ivate an oncogene within adult  
tissue (Sansom et al. 2006, Jackson et al. 2001).  

In this study, the Cre-ERT2 fusion protein has been expressed under 
the control of the Villin promoter (Beuling et al. 2011, El Marjou et 
al. 2004) and the Lgr5 promoter (Barker et al. 2007). While Cre -
ERT2 has proven very effect ive at inducing precisely t imed delet ion 
of floxed alleles in the intest ine when linked to these promoters, the 
liability of this approach is that it  requires inject ion of a potent 
estrogenic compound (tamoxifen) (Hayashi & McMahon 2002).  

For this study, inducible Cre C57bl/6j mice were treated with 1 mg 
tamoxifen by intra peritoneal inject ion for five days to introduce 
Apc fl / fl  and BrafV600E mutat ions specifically into adult  mouse 
epithelium.  

Thus, VillinCreERT2; Apc fl / fl and VillinCreERT2; BrafV600E mice 
models were used to reproduce the molecular et iology, pathology 
and clinical progression of the human TVAs and SSAs precursors 
lesions respect ively. As described above the epithelium and the 
stroma were separated, isolated and the RNA was extracted for the 
genes expression analysis.  

 

3.3 Gene expression analysis  

3.3.1 Individual crypt and villus isolation, RNA extraction  

Human and mouse individual crypts and villus were isolated 
following Leedham et al. protocol (Leedham et al. 2013). Briefly,  
biopsies were washed with PBS and incubated in 5 ml dissociat ion 
media (30 mM EDTA in DMEM without Ca2+ and Mg2+, 0.5 mM 
DTT, 2% RNA later (Life Technologies) for 10 min at room 
temperature.  

Immersion in culture medium containing EDTA allows separat ion of 
epithelium from the underlying stroma.  
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The digested t issue was then transferred to PBS and shaken 
vigorously for 30 s to release individual crypts and villi. Individual 
structures were selected using a drawn out glass pipette under a 
dissect ion microscope and transferred to RLT buffer ready for 
subsequent RNA extract ion with the RNeasy microkit (Qiagen) 
according to manufacturer’s instruct ions. RNAs were treated with 
DNase I (Sigma) to degrade residual DNA (Figure 7). The purity and 
concentration of the RNA samples were determined using NanoDrop 
ND-1000. 

 

 
Figure 7. Epithelial and stromal separation from colonic tissue for gene expression profiling. 

 
 
3.3.2 Gene expression arrays  

Gene expression RNA from each sample was checked for quality on 
the Agilent 2100 Bioanalyzer. Linear RNA amplificat ion was carried 
out using TargetAmp™ 2-Round Biot in-aRNA Amplificat ion Kit 3.0 
(Epicentre, Illumina). 20-100ng of total RNA from each sample was 
passed onto WTCHG Oxford Genomics Centre where hybridizat ion 
on human Illumina Whole-Genome Gene Expression Beadchips.  
These plat forms allow to  capture a broad range of gene expression 
changes and detect changes in novel transcripts between the 
experimental samples and the controls. Raw data from Illumina gene 
expression arrays were processed after removing outlier samples 
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from init ial quality control using the VSN (variance-stabilisat ion 
and normalisat ion) algorithm. A filter was applied by taking a 
detection score of > 0.95 of the background intensity distribut ion for 
all samples to consider a probe detectable.  

 

3.3.3 Bioinformatic analyses 

Following, the bioinformatic analyses data normalizat ion were 
performed and were carried out using the Linear Models for 
Microarray Data (Limma) by Bioconductor (available at: 
www.bioconductor.org/packages/2.3/bioc/html/limma.html). 
Different ially expressed genes were ident ified using Student’s t -test 
by running “ttest2” command in MATLAB®. Four lists of 
different ially expressed gene (DEG) were generated for the 
comparsonsof the RNA expressed in the experimental groups with 
the controls groups.  

Gene Set Enrichment Analysis (GSEA) was performed using 
Kolmogorov-Smirnov statist ics and gene shuffling permutations.  
Pathway enrichment analyses using DAVID Bioinformatics 
Resource 6.7 (NIH) (Huang et al. 2009) and Ingenuity Pathway 
Analysis (www.ingenuity.com) were used to analyze the gene 
expression data. Genes were ranked by computing their different ial 
expression in the experimental versus normal samples by the 
Student’s t-test method. If mult iple probes were present for a gene, 
probe with the highest absolute differential expression between 
experimental and normal was selected. Gene shuffling with 1,000 
permutat ions to compute the P-value for the enrichment score was 
used.  
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3.4 Human Normal, Polyps and CRC sample collection for 
fibroblasts isolation 

The results got from the characterizat ion of the epithelial and 
stromal compartment in human and mouse adenomas led to the study 
of the stroma major cell component, the fibroblasts.  

In order to do that, fresh surgical human t issue samples were 
obtained with informed consent from different adults who underwent  
surgical resect ion for colon cancer (CMS 2 and CMS 4) at the 
Churchill Hospital. The normal colonic mucosa, the central part and 
the leading edge (LE) of the tumor where collected from all the 
patients. Biopsies selected from the same specimens were distal 
from the outer margin of the cancers masses.  

Polyp t issues samples (TVAs, SSAs) were obtained from pat ients 
during routine endoscopy by at the John Radcliffe Hospital. The 
samples are collected from either male or  female pat ients and used 
without regard to sex. Written informed consent was obtained from 
all donors. The tumor characterist ics of all the pat ients are listed in 
Table 5.  

 
Patient Sex Age 

(years) 
Sample Type Polyp/ Tumor site 

1 Male 71 Normal Ascending 

2 Male 65 Normal Transverse 

3 Male 75 Normal Descending 

4 Female 65 Normal, Central, Leading 
Edge 

Recto-sigmoid junction 

5 Male 79 Normal, Central, Leading 
Edge 

Cecum Right hemicolectomy 

6 Male 77 Normal Ascending 

7 Male 74 Normal, Central, Leading 
Edge 

Right hemicolectomy 
Hepatic flexure 

8 Female 65 Normal Descending 

9 Female 34 Normal, SSA Sigmoid 
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10 Male 67 Normal, TVA Ascending 

11 Female 36 Normal, SSA 1, 2 Ascending 

12 Male 66 Normal, TVA Sigmoid 

13 Female 80 Normal, Central, Leading 
Edge 

Left hemicolectomy Sigmoid 

14 Female 67 Normal, SSA Splenic 

15 Female 80 Normal, TVA Transverse 

16 Male 84 Normal, Central, Leading 
Edge 

Cecum Pole- Right 
hemicolectomy 

17 Male 61 Normal, TVA (40 mm) Recto-sigmoid junction 

18 Female 79 Normal, Central, Leading 
Edge 

Right hemicolectomy 
Hepatic flexure 

19 Male 61 Normal, Central, Leading 
Edge 

Left hemicolectomy Sigmoid 

20 Female 83 Normal, TVA Ascending 

21 Female 56 Normal, SSA Ascending 

22 Male 79 Normal, Central, Leading 
Edge 

Sigmoid 

23 Male 71 Normal, TVA (90 mm) Descending 

24 Female 64 Normal, SSA (10 mm) Descending 

25 Male 73 Normal, Central, Leading 
Edge 

Cecum Right hemicolectomy 

26 Male 36 Normal, SSA 1, 2, 3 Transverse 

27 Male 72 Normal, TVA (4 cm) Ascending 

28 Male 56 Normal, TVA Ascending 

29 Male 76 Normal, TVA Sigmoid 

30 Female 67 Normal, SSA Hepatic Flexure 

31 Female 69 Normal, SSA (30 mm) Sigmoid 

32 Female 38 Normal, SSA ( 25 mm) Transverse 

33 Male 70 Normal, TVA (10 mm) Transverse 

34 Male 68 Normal, TVA  (4 cm) Sigmoid 

351 Female 65 Normal, TVA (2 cm) Rectum 

36 Female 87 Normal, SSA (31 mm) Sigmoid 
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372 Male 24 Normal, TVA (10mm) Sigmoid 

38 Male 90 Normal, TVA (40mm) Rectum 

39 Female 51 Normal, TVA (12mm) Sigmoid 

40 Female 58 Normal, SSA 1 (25 mm), 
SSA 2 (18 mm) 

Transverse 

41 Female 71 Normal, TVA (30 mm) Ascending 

42 Male 85 Normal, SSA (25 mm) Sigmoid 

43 Female 65 Normal, TVA (20 mm) Sigmoid 

44 Male 72 Normal, TVA (35 mm) Recto-Sigmoid Junction 

45 Female 51 Normal, SSA (20 mm) Sigmoid 

463 Male 74 Normal, SSA (12 mm) Hepatic Flexure 

47 Male 36 Normal, SSA (13 mm) Ascending 

48 Female 87 Normal, TVA (35mm) Rectum 

49 Male 78 Normal, SSA (15 mm) Transverse 

50 Female 68 Normal, TVA (23 mm) Sigmoid 

Table 5. Characteristics of patients and patient tumours. 1Adenocarcinoma of the sigmoid 
and liver methastasis; 2More than 300 polyps; 3Resection of lung methastasis and CRC in 
2012. 
 
 
 
3.4.1 Isolation and culture of primary fibroblastic population  

During colonoscopy and surgery, t issue specimens were taken and 
rapidly dipped into sterile tubes containing 5 mL of medium 
composed by DMEM supplemented with 10% fetal bovine serum 
(Sigma), 1% penicillin/streptomycin (Sigma), Neomycin solut ion 
0.05 mg/ml (Sigma), 1% Fungizone: gibco® amphotericin B 2.5 
ug/ml (Gibco), Gentamycin 0.04 mg/ml (Sigma), Ciprofloxacin 10 
ug/ml (Sigma) during the transport from the endoscopy room to the 
cell culture laboratory (approximately 25 minutes).  

At the laboratory, biopsy samples were gent ly washed in phosphate 
buffered saline (PBS) for several t imes to remove blood and moved 
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into a tissue culture dish (60 × 15 mm) and finely chopped into 
small pieces (1-2 mm) with a disposable surgery knife for 
approximately 5 minutes; samples were incubated in DMEM (serum 
free, 1% penicillin/streptomycin (Sigma) containing collagenase 
type IV (225 units/ml; Sigma) at 37˚C for 3 hours in a shaker.  

Then, the digested tissue was centrifugated (1000 × g for 5 minutes) 
and resuspended in DMEM supplemented with 2 mM L-glutamine, 
1% penicillin/streptomycin (Sigma), Neomycin solut ion 0.05 mg/ml 
(Sigma), 1% Fungizone: gibco® amphotericin B 2.5 ug/ml (Gibco),  
Gentamycin 0.04 mg/ml (Sigma), Ciprofloxacin 10 ug/ml (Sigma) 
and 10% fetal bovine serum (Sigma) that stopped the enzymatic 
act ivity of the collagenase.  

The obtained t issue pieces and float ing cells were seeded onto the 
cell culture Petri dishes (35 × 10 mm) in 2 mL of medium composed 
by DMEM supplemented with 2 mM L-glutamine, 10% fetal bovine 
serum (Sigma), MEM Non-essent ial Amino Acid Solut ion (Sigma), 
1% penicillin/streptomycin (Sigma), Neomycin solut ion 0.05 mg/ml 
(Sigma), 1% Fungizone: gibco® amphotericin B 2.5 ug/ml (Gibco),  
Gentamycin 0.04 mg/ml (Sigma), Ciprofloxacin 10 ug/ml (Sigma).  
The fibroblast cultures were established and maintained at 37°C in 
primaria plates (Corning).  

As previously described for other types of fibroblast (Cristofalo & 
Pignolo 1993, Cristofalo et al. 1998, Montalto et al. 1999,  
Pourreyron et al.  2003), colon fibroblasts undergo a phase of 
senescence after an init ial phase of growth. Normal human mitotic 
cells do not proliferate indefinitely in culture but undergo a limited 
number of divisions and progressively reach a state of irreversible 
growth arrest, a process termed replicat ive senescence caused by 
react ive oxygen species which are known to apply a genotoxic stress 
and induce senescence (Nair et al. 2015).  

For these reasons, I cultured them in a humidified atmosphere 
containing 5% CO2 and 3% O2. In this way senescence was delayed 
and they could be kept in culture unt il cell passage number 18 (P18).  
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The medium was replaced after 6 days and the Ciprofloxacin was 
removed from the media after 21 days when the cells were tested for 
mycoplasma contaminat ion. All the cells treated as described above 
were mycoplasma free.  

When confluent, st romal cells were harvested using 0.1% Trypsin-
EDTA (Sigma Aldrich) and split at ratios of 1:3–1:5. Stromal 
cultures were expanded using primaria T75 flasks and a ll the 
different isolated fibroblast s were frozen down and stored in liquid 
nitrogen for future experiments.  

 

3.4.2 Preparation of fibroblasts conditioned media  

Normal, adenomas (SSA, TVA) and CAFs were grown in fibroblasts 
culture media unt il they reached a confluency state of approximately 
85%. Then, the condit ioned media were collected, centrifuged at 
400×g for 10 min to remove float ing cells and cellular debris,  
subjected to sterile filtrat ion (pore size: 0.22 mm, Millipore) and 
protease treated and stored at -80°C unt il use. 

 

3.4.3 Fibroblasts characterization  

3.4.3.1 qRT-PCR  

Total RNA from the cultured fibroblasts was extracted to verify the 
real nature of the fibroblast by performing qRT-PCR for the 
fibroblasts marker viment in.  

Briefly, the RNA was extracted and treated with DNase I as 
previously described. Complementary DNA was reverse transcribed 
in vitro using the High Capacity cDNA Reverse Transcript ion Kit  
(Applied Biosystems). When necessary, pre -amplificat ion of cDNAs 
was performed prior to qRT-PCR final step. The TaqMan PreAmp 
(Applied Biosystems) kit was used following manufacturer’s  
instruct ions. Absolute quant ificat ion qRT -PCR was performed in 
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triplicate using the ABI 7900HT cycler (Applied Biosystems) with 
GAPDPH/Gapdh serving as an endogenous control.  

The primary assumption in analyzing Real time PCR results is that 
the effect of a gene can be adjusted by subtract ing Ct number of 
target gene from that of the reference gene (ΔCt). The deltaCt for 
experimental and control can therefore be subject to t -test, which 
will yield the est imat ion of ΔΔCt. In all cases the data met the 
normal distribut ion assumption of the t -test. 

 

3.4.3.2 Immunocytochemistry 

In cell passage 5, the purit ies of the various fibroblast populat ions 
were verified through immunostaining.  

For the immunostaining experiments, the cells were cultured 
overnight on chamber slides, fixed with 4% paraformaldehyde, 
washed twice in PBS and fixed with 4% formaldehyde in PBS for 20 
minutes at room temperature (RT). Fixed cells were blocked with 
10% serum for 30 minutes. Slides were incubated with primary 
ant ibody for 2 hours: ant i-viment in (1:50, CST), ant i-α-smooth 
muscle act in (α-SMA) (1:1000, Sigma), ant i-desmin (1:500, Abcam). 
Epithelial types were carefully excluded performing ant i-human 
cytokeratin 20 immunocytochemistry (1:200; Abcam) (Table 6).  
Appropriate secondary ant ibodies were applied for 1 h at room 
temperature. Sections were then incubated in ABC (Vector labs) for 
30 minutes. The chamber was removed using the supplied tool and 
DAB solut ion was applied for 2–5 minutes and development of the 
colour react ion was monitored microscopically. Slides were 
counterstained with haematoxylin, dehydrated, cleared and then 
mounted.  

To quant ify the percentage of posit ive cells, the posit ive cell 
numbers relat ive to the total cell numbers (>100 counted cells) were 
evaluated in 10 independent fields from three different wells of each 
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fibroblast type. Images were taken with a Digital DS-L1 camera 
(Nikon).  

 

3.4.4 Identifying fibroblasts in formalin-fixed, paraffin-
embedded tissue 

In order to localize the fibroblast in the colonic t issue, 
immunohistochemistry analysis was performed in both human and 
mouse normal, precancerous and tumor paraffin- embedded tissue. 

 

3.4.4.1 Mouse and human tissue preparation and histology  

Wild type (n=3), VillinCreERT2Apc fl/ f l (n=3), and VillinCreERT2 ; 
BrafV600E (n=3), mice were sacrificed at pre-defined t ime points or 
when showing symptoms of intest inal polyps (anaemia, hunching) 
by cervical dislocat ion. The intest inal tract was removed 
immediately and divided into small intest ine (proximal/SB1, 
middle/SB2 and distal/SB3) and colon (Figure 8). The intest ines 
were opened longitudinally, using a gut preparat ion apparatus,  
washed in PBS, fixed overnight in 10% neutral buffered formalin 
(NBF). Specimens of 10% formalin-fixed tissue were embedded in 
paraffin following standard protocols.  

Paraffin-embedded t issues were cut at 4 μm with the microtome and 
placed on posit ively charged slides and baked over night (O.N.) at 
60°C. Then, deparaffinized and rehydrated through xylenes and 
graded alcohols to water.  
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Figure 8. Correspondences between mouse and human gut. Adapted from Leedham et al. 
2013. 
 

Following the same protocol, fresh human colonic normal (n=3),  
SSA (n=3), TVA (n=3) and CRC (n=3) collected tissue samples were 
processed for IHC. 

 
3.4.4.2 H&E 

On the 4 µm sect ions hematoxylin-eosin staining was performed 
using common protocols. Briefly, sect ions were previously dewaxed 



92 
 

in xylene and rehydrated through graded alcohols to water. Then, 
each sect ion was treated with the Hematoxylin dye (Merk) that 
stains of blue-violet nuclei for 30 seconds, washed in running water 
unt il clear, followed by a quick dip in acid alcohol and contrasted 
for 5 minutes in tap water. The sect ions were treated with eosin 
(Merck) that stains pink the cytoplasm, for 3 minutes and washed 
again quickly in tap water, dehydrated, cleared and then mounted.  

 

3.4.4.3 Immunohistochemistry 

Formalin-fixed, paraffin-embedded t issue sect ions (4 μm) were 
dewaxed in xylene and rehydrated through graded alcohols to water. 
Endogenous peroxidase was blocked using 1.6% H 2O2 for 20 
minutes. For ant igen retrieval, sect ions were pressure cooked in 10 
mmol/L citrate buffer (pH 6.0) for 5 minutes. Sect ions were blocked 
with 10% serum for 30 minutes. Slides were incubated with primary 
ant ibody for 2 hours.  

The following ant ibodies have been used in this study: ant i-viment in 
(1:50, CST), anti-α-smooth muscle act in (α-SMA) (1:1000, Sigma),  
ant i-desmin (1:500, Abcam), ant i-human cytokeratin 20 (1:200; 
Abcam), ant i-Ki-67 (1 :125, Dako), ant i-Alkaline Phosphatase (1:50, 
Abcam),ant i- lysozyme (1:500, Dako) and ant i-chromogranin A 
(1:1.1250, Abcam) (Table 6). Appropriate secondary ant ibodies were 
applied for 1 h at room temperature. Sections were then incubated in 
ABC (Vector labs) for 30 minutes. DAB solut ion was applied for 2–
5 minutes and development of the colour reaction was monitored 
microscopically. Slides were counterstained with haematoxylin,  
dehydrated, cleared and then mounted. Images were taken with a 
Digital DS-L1 camera (Nikon). 
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Antigen Antibody type Clone Code Manufacturer Dilution 
Citocheratin 20 Rabbit 

polyclonal 
- Ab 

118574 
Abcam 1:200 

αSMA  Mouse 
monoclonal 

1A4 A5228 Sigma-Aldrich 1:1000 

Desmin   Rabbit 
polyclonal 

- Ab 15200 Abcam 1:500 

Vimentin Rabbit 
monoclonal 

D21H3 5741 CST 1:50 

Table 6. Antibodies used in ICC and IHC. 
 

 
3.5 In vitro organoids co culture experiments 

The final aim of the thesis was to try to elucidate the fibroblasts 
influence on epithelial cells and vice versa. For this analysis,  
different co culture techniques were used.  

In particular, co culture is one of culture methodologies that have 
been performed for the purpose of analyzing epithelial–stromal 
interact ions in vitro. Moreover, for this study, I used cell culture 
inserts with translucent porous membranes that keep the co -
cult ivated cell populat ions separated (Figure 9). The membrane 
material is polyester, which is clear film and can direct ly examine 
the cells under the light microscopy. Pore sizes and their density o f 
membrane are 0.4 µm.  
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Figure 9. Schema of co-culture system. The membrane separate each cell and allows the 
cell–cell interactions through the soluble factors cell derived. Adapted from Miki et al. 2012. 
 
 
 

3.5.1 Small intestinal crypt isolation 

The first co culture experiments was performed using small 
intest inal organoids that display all hallmarks of the small intest inal 
epithelium in terms of architecture, cell type composit ion, and self-
renewal dynamics.  

The protocol used for the isolat ion of mouse intest inal crypts and 
organoid culture was adapted from Sato and Clevers (Sato & Clevers 
2013) and it is schematically represented in Figure 10. 
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Figure 10. From intestinal epithelial crypt isolation to organoid cultures. From Lukovac et al. 
2014. 
 
 
On the day of the experiments, before performing crypt isolat ion, 
several aliquots of Matrigel™ Basement Membrane Matrix (BD 
Biosciences) were thawed on ice and the 24-well plates were pre-
incubate in a CO2 incubator (5 % CO2, 37°C).  

Matrigel™ is a solubilized gelat inous protein mixture and is derived 
from the Engelbreth–Holm–Swarm (EHS) mouse sarcoma cells. The 
extract resembles the complex extracellular environment found in 
many t issues and is commonly used as a substrate for culturing 
cells. Isolated intest inal cells undergo anoikis outside the normal 
tissue context (Hofmann et al. 2007) and the matrigel support 
intest inal epithelial growth (Sato et al. 2011, Sasaki et al. 2002) . At 
room temperature, matrigel polymerizes into a three dimensional 
structure that is useful for both cell culture and studying cellular 
processes in three dimensions, including cell migrat ion.  

Two C57bl/6j wild type mice were sacrificed and the small 
intest ines were taken (at least 5 cm) and opened longitudinally as 
previously described. The intest ine was washed with ice cold 
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phosphate-buffered saline (PBS) unt il most of the luminal contents 
were cleared and scraped off the villi using a coverslip.  

After another washing with ice-cold PBS, the intest ine was cut into 
2–4 mm pieces with scissors and transferred to a 50-mL tube. 30 mL 
of ice-cold PBS were added and the fragments were washed by 
gent ly pipetting them up and down with a 10 mL pipette. The 
supernatant was discarded after settling down. This step was 
repeated for 10 times unt il the supernatant was almost clear.  

Next, 25 mL of ice-cold crypt isolat ion buffer (2.5 mM EDTA in 
PBS) were added and the tube was gent ly rocked at 4 °C for 30 
minutes. After settling down the fragments, the supernatant was 
removed and 10 mL of ice-cold basal culture medium (advanced 
Dulbecco’s modified Eagle medium/F12 (Life Technologies) 
supplemented with penicillin/streptomycin (Sigma  Aldrich), 10 
mmol/L HEPES (Sigma Aldrich), Glutamax, 1% N2 (Life 
Technologies), 10 ml B27 (Life Technologies) and 1 mmol/L N –
acetylcysteine (Sigma Aldrich) were added to wash the fragments 
using a pipette.  

When the fragments were settled down, this procedure was repeated 
in order to release most of the crypts that  were also settling down 
after some t ime. Villous fract ions present in the supernatant were 
discarded and crypts fract ions were passed through a 70-mm cell 
strainer and collected into 50 mL tube. The crypt fract ions was spin 
down at 800×g for 5 minutes and the pellets were resuspended in 10 
mL of ice-cold basal culture medium. The suspension was 
transferred to a 15 mL Falcon tube and centrifuged at 600×g at 4ºC 
for 2 minutes to remove single cells (mostly lymphocytes), which 
end up in the supernatant.  

It  should be noted that at this point it  is difficult to dist inguish true 
crypts from other epithelial debris and the count is only a rough 
est imate. 
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3.5.2 Ex vivo culture of intestinal crypt organoids  

Small intest inal crypts were centrifuged and, as much as possible,  
supernatant was removed to avoid dilut ion of Matrigel™ in the next  
step. The tube kept at 4°C and the crypts pellet was resuspended in 
Matrigel™ (50 µl basal media/100 μl Matrigel™). 35 μL of the 
crypt-Matrigel™ suspension were placed into the pre-warmed 24-
well plate. The suspension was applied on the center of the transwell 
so a hemispherical droplet can be formed. The plate was transfer 
back into the CO2 incubator (5 % CO2, 37 °C) as soon as possible 
after the seeding. After 10 minutes, the Matrigel™ was solidified 
and 500 μL of complete organoid culture medium was added per 
well: Epidermal Growth Factor (EGF) (Life Technologies) at 50 
ng/ml, R-spondin-1(R&D systems) at 500 ng/ml and Noggin at 100 
ng/ml (PeproTech) (Table 7 and Table 8).  

Under this culture condit ion (R-spondin-1, EGF, and Noggin in 
Matrigel™), small intest inal organoids were established with the 
purpose to display all hallmarks of the small intest inal epithelium in 
terms of architecture, cell type composit ion, and self-renewal 
dynamics. 
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 STOCK 
CONCENTRATION 

FINAL 
CONCENTRATION 

FOR 500 ml 
MEDIA 

ADVANCED DMEM/ F12   470~ ml 
GLUTAMAX 200 mM 2 mM 5 ml 
Pen/Strep 100 X  5 ml 
N2 100 X 1X 5 ml 
B27 50 X 1X 10 ml 
N-ETYLCYSTEINE 500 mM 1 mM 1 ml 
HEPES 1M 10 mM 5 ml 

Table 7. Basal culture medium for mouse organoid culture. 
 

 
  STOCK 

CONCENTRATION 
FINAL 
CONCENTRATION 

FOR 500 ml 
MEDIA 

NOGGIN 100 ug/ml 100 ng/ml 1 ul 
EGF 50 ug/ml 50 ng/ml 1 ul 
R-SPONDIN 100 ug/ ml 500 ng/ml 5 ul 

Table 8. Growth factors added to the basal media for mouse organoid culture. 
 
 
 
3.5.3 Fibroblasts and small intestine organoids co culture 

In order to assess the influence of the fibroblast to the epithelial 
compartment in vitro, the day before the experiment, primary normal 
(n=3), central (n=3), leading edge (n=3), SSA (n=3) and TVA (n=3) 
fibroblast ic stromal cells (Passage 3-12) were plated at 1x105  
cells/well in a 24 well plate (bottom). The cells were allowed to 
adhere overnight at 37 ◦C and 3% CO2.  

In all the co culture experiments, normal, central and leading edge 
derived fibroblasts were isolated from the same pat ients.  

The day of the experiment, wild type organoids were isolated as 
described above and plated on permeable transwells cell culture 
inserts with 0.4 µm pore size. After few hours, the  organoids were 
moved on the 24 well plate (top) with the fibroblasts. In these 
condit ions, the organoids were grown for 7 days in media 
supplemented with R-spondin-1 and lacking Noggin and EGF while 
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the controls were grown with the basal media supplemented with all  
the growth factors: R-spondin-1, Noggin and EGF (REN) at 37 °C 
and 5 % CO2.  

The organoid growth and proliferat ion was monitored on a daily 
basis and after 7 days of co culture, the organoids were counted and 
characterized by IHC.  

 

3.5.4 Passaging of organoids 

After the intest inal villi had been cultured and had grown into 
organoids, they were passaged by adding cold media to melt  the 
Matrigel™ and subsequent ly re-plat ing in fresh Matrigel™. For 
passage, the culture medium was replaced with fresh basal cu lture 
medium. Organoids and Matrigel™ were mechanically disrupted 
using a P200 pipette and transferred into a 15 ml falcon tube. 
Dissociated organoids were washed with 10 ml of basal culture 
medium and centrifuged at 200 g for 2 minutes. The supernatant wa s 
discarded, the pellet resuspended with Matrigel™ and culture 
medium was added as described above.  

 

3.5.5 Embedding of organoids  

To collect material for embedding, the Matrigel™ was melted by 
adding cold media and then mult iple wells were combined. The cells 
were fixed with 500 μl PFA was 30 min at room temperature, 
centrifuged at 5000 rpm and resuspended in 150 μl 2% agarose (in 
PBS). The paraffin embedded cell pellet was then processed and 
embedded using standard protocols.  
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3.5.6 Alcian-blue stain for goblet cells 

Sect ions were dewaxed in xylene for 5 minutes, then rehydrated 
through graded ethanols (100%, 90%, 70%) for 5 minutes each 
followed by 2 minutes in tap H20. Slides were then stained in alcian-
blue solut ion (Sigma) for 30 minutes and then washed in running tap 
H20 for 2 minutes, before being rinsed in dH20. Slides were then 
stained in nuclear fast red solut ion (Sigma) for 5 minutes and 
washed in running tap H20 for 1 minut. Slides were then dehydrated 
through degraded alcohols for 2–5 minutes each, before mount ing a 
coverslip with DPX. Images were taken with a Digital DS-L1 
camera (Nikon). 

 

3.5.7 Organoids immunohistochemistry  

Formalin-fixed, paraffin-embedded t issue sect ions (4 μm) were 
dewaxed following the same protocol previously described.  Slides 
were incubated with primary ant ibody for 2 hours. In part icular: 
ant i-Ki-67 (1:125, Dako), ant i-Alkaline Phosphatase (1:50, Abcam), 
ant i- lysozyme (1:500, Dako) and ant i-chromogranin A (1:1,1250, 
Abcam) were used for this study (Table 9). Appropria te secondary 
ant ibodies and ABC incubat ion was performed like before.  

 
 
Antigen Antibody 

type 
Clone Code Manufacturer Dilution 

Ki-67  Rat 
monoclonal 

MIB-5 TEC-3 Dako 1 :125 

Alkaline 
phosphatase  

Rabbit 
polyclonal 

- Ab 65834  Abcam 1:50 

Lysozyme Rabbit 
monoclonal 

A0099 Ec 3.2.1.17 Dako 1:500 

Chromogranin A Rabbit 
monoclonal 

EP1031Y Ab 15160 Abcam 1:1,1250 

Table 9. Antibodies used for organoids IHC. 
 

 



101 
 

Moreover, organoids/ spheroids were collected and transferred to 
RLT buffer ready for subsequent RNA ext raction, gene expression 
arrays and bioinformatics analyses as previously described (Figure 
11).  

 

 

 

Figure 11. Fibroblasts organoids co-culture. A Organoids were seeded on transwells in 
complete medium (EGF, Noggin, R-Spondin-1) on top of DMEM/10% FBS without 
fibroblasts. B. Organoids were seeded on transwells in medium supplemented with R-Spondin-
1, on top of DMEM/10% FBS with 1x105 fibroblasts per well from normal human colon or 
from adenomas and human CRC (central and leading edge).  
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3.5.8 Fibroblasts conditioned media and small intestine 
organoids culture  

The influence of the fibroblast on the epithelial compartment was 
assessed better by culturing organoids with fibroblasts’ condit ioned 
media.  

Wild type organoids were isolated and plated in 24 well plates for 7 
days (5 % CO2, 37 °C) in normal,  central, leading edge, SSA and 
TVA fibroblasts derivate condit ioned medium containing:  

1) R-Spondin-1(R); 

2) EGF and R-Spondin-1 (RE);  

3) EGF, Noggin, R-Spondin-1 (REN).  

These 3 different condit ions were compared to the controls that were 
cultured in organoids’ medium supplemented with EGF, Noggin, R-
Spondin-1. The media were changed every other day and on day 7,  
the number of organoids and spheroids was counted and pictures 
collected. Images were taken with a Digital DS-L1 camera (Nikon).  

 

3.6 Human colonic epithelial cell and normal fibroblast co 
culture 

The last co culture experiment was performed in order to look at the 
influence of normal and mutated epithelial cells to normal stromal 
cells. In part icular, normal and mutated human colonic epithelial 
cell lines (HCEC) were co cultured with normal fibroblasts as 
follows. 

 

3.6.1 Human colonic epithelial cell line (HCEC)  

Immortalized non-transformed adult human colonic epithelial cell 
(HCECs) generated by expression of the non oncogenic proteins 
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cyclin-dependent kinase 4 (Cdk4) and the catalyt ic component of 
human telomerase (hTERT) termed 1CT (“C” for CDK4 and “T” for 
Telomerase) (Roig et al. 2010) were provided by Pr Jerry W Shay.  

Moreover, three isogenic cell lines obtained from 1CT cells have 
been used to model different genet ic pathways to CRC (Smith et al.  
2002). In particular, 1CT expressing the KRAS V12 oncogene (1CT 
R), a shRNA directed against p53 (1CT P) and KRASV12 oncogene 
in combinat ion with a shRNA directed against p53 (1CT RP) 
(Eskiocak et al. 2011) and 1CTA, with a shRNA-mediated 
downregulat ion of APC (provided by Dr Laurence Huc) (Graillot et 
al. 2016).  

The human colonic epithelial cell used for this last co cultured 
experiment are shown in Table 10. 

Name Expressing Mutations 
1CT CDK4; hTERT non-transformed 
1CT- R CDK4; hTERT expressing KrasV12 
1CT- P CDK4; hTERT shRNA directed against TP53  
1CT- RP CDK4; hTERT KrasV12; TP53  
1CTA CDK4; hTERT shRNA-mediated downregulation of APC 

Table 10. Nomenclature for the Human colonic epithelial cells (HCECs). 
 
 
3.6.2 Cell Lines Maintenance  

HCECs were maintained on primaria flask in a humidified 
atmosphere with 3% CO2 at 37°C, in 4:1 high-glucose Dulbecco 
modified Eagle medium/ medium 199 supplemented with  2% FBS, 
epidermal growth factor (EGF 20ng/ml), hydrocortisone (1mg/ml),  
insulin (10mg/ ml), transferrin(2mg/ml), sodium selenite (5nM) and 
Gentamycin sulfate (50 μg/ml). In addition, 1CTA cells were 
selected by puromycin (1 μg/ml).  
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3.6.3 HCEC co culture  

Co-cultures of stromal and epithelia l cells were performed using 24 
well flat-bottomed plates. Epithelial cell lines were plated at 5x10 4  
cells on the bottom of the wells with their basal media. Normal 
fibroblasts with their medium were seeded at 5x104 cells on the 
permeable membrane of the t issue-culture inserts which were 
introduced into the epithelial cells -containing wells. The medium 
was changed every other day and the cells were splited when 
confluent. Co cultures were maintained for 7 days at 37 ◦C and 3% 
CO2.  

On day 7, cells in the inserts or in the bottom of the wells, were 
collected and transferred to RLT buffer ready for subsequent RNA 
extract ion, gene expression arrays and bioinformatics analyses as 
previously described. 
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4. RESULTS 

 

4.1 DEG analysis  

4.1.1 DEG in human TVA and SSA epithelial and stromal 
compartment 

The first goal of this research project was to gain molecular insight  
into the molecular alterat ions associated with two key temporal 
events crit ical for cancer development and maintenance, specifically 
that of cancer init iat ion and cancer progression of the convent ional 
and the serrated pathway.  

To address the cancer init iat ing events, a cohort of SSAs (serrated 
pathway) and TVAs (convent ional pathway) with neighboring 
normal t issue from pat ients was collected and the global 
transcriptomes in the epithelial and stromal compartment were 
analyzed by microarrays and bioinformatic analyses.  

In this study, microarray analysis was employed because allows 
concurrent measurement of gene expression events on a genome-
wide basis.  

For the bioinformatic analyses, the data were normalized and four 
lists of different ially expressed gene (DEG) were generated by 
comparing SSA epithelial crypt (n=11) RNA expression with 
adjacent normal crypts (n=16); TVA epithelial GEP (n=6) with 
corresponding adjacent normal (n=16); SSA stromal GEP (n=7) with 
normal GEP stroma (n=13); TVA stroma (n=5) with normal 
counterpart (n=13) (Table 11).  
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Comparison Group A Group B Sig Genes 
(FDR<0.1;LOGF

C>0.1) 
Epi_SSA 
Versus 
Normal 

Colon_Epithelium_SSA 
(N=11) 

Colon_Epithelium_Normal  
(N=16) 

275 

Strom_SSA 
Versus 
Normal 

Colon_Stroma_SSA 
(N=7) 

Colon_Stroma_Normal 
(N=13) 

104 

Epi_TVA 
Versus 
Normal 

Colon_Epithelium_TVA 
(N= 6) 

Colon_Epithelium_Normal 
(N=16) 

337 

Strom_TVA 
Versus 
Normal 

Colon_Stroma_TVA 
(N=5) 

Colon_Stroma_Normal 
(N=13) 

26 

Table 11. Different comparisons and groups used for DEG profile. 
 
 
Human serrated and tubulovillous polyps show marked variability in 
the different ially expressed genes in both the epithe lial and stromal 
compartments (Figure 12).  

The heatmap showed no overlap between the stromal gene 
expression profiles of the different polyp types, indicat ing that  
different epithelial (epi)mutations provoke variable stromal gene 
dysregulat ion in different polyp subtypes (Figure 12A). 

Venn diagrams show that stromal gene expression varies 
considerably between the different polyp subtypes with a 
comparat ively greater number of different ially expressed genes 
(DEG) in serrated lesion stroma. In fact, DEG in t he SSAs were 274 
in the epithelium and 103 in the stroma with just 1 gene shared by 
both tissues (Figure 12B) suggest ing adequate separat ion o f 
epithelial and stromal component. Moreover, t he number of genes 
that were ident ified as different ially expressed  in the epithelia l 
compartment was 284 for the TVA and 222 for the SSA with a n 
overlap of 53 genes (Figure 12C).  

In Figure 12D, the DEG in the TVAs were 329 in the epithelium and 
just 18 in the stroma with 8 overlapping genes. Figure 12E showed 
stroma gene expression from serrated polyps, has an increased 
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number of different ially expressed genes (104) than the stroma from 
TVA (26) with no overlap. Furthermore pathways enriched involved 
in the immune signaling pathways along with fibroblasts act ivated 
pathways were noticed.  

My hypothesis is that serrated lesions, usually init iated by BRAF 
mutations and methylat ion, require the recruitment of pro -
tumorigenic stroma to enable lesion progression. In contrast, 
tubulovillous adenomas are init iated by epithelial mutations that  
disrupt Wnt signaling (such as APC) and this is sufficient to drive 
tumorigenesis, irrespect ive of stromal influences.  
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Figure 12. TVAs and SSAs epithelial and stromal gene expression. A) Heatmap showing 
heterogeneity of differentially expressed genes in the TVAs and SSAs stroma. B-E Venn 
diagrams B) DEG in the SSAs. C) DEG in the epithelium. D) DEG in the TVAs. E) DEG in 
the stroma. (FDR 0.1; Log FC>0.1).  
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4.1.2 DEG in mouse epithelial and stromal compartments  

DEG analysis was performed in mice models of adenomas with the 
same purpose to invest igate the transcriptome in the epithelial and 
stromal compartments.   

The two mouse models that mimic very closely the mutat ions that  
occur in human SSA and TVA adenomas used in this study, were 
VillinCreERT2; Apc fl / fl (to mimic human TVAs precursors lesions) 
and VillinCreERT2 ; BrafV600E (to mimic human SSAs precursors 
lesions).  

The Venn diagrams show the up and downregulated DEG in 
VillinCreERT2; Apc fl / fl and VillinCreERT2 ; BrafV600E in the different  
tissue compartment compared to the wild type control mice. There is 
a significant difference between the number of genes expressed, 
posit ively or negat ively, in the epithelium compared to the stroma in 
both, VillinCreERT2 ; BrafV600E and VillinCreERT2; Apc fl/ f l mice 
(Figure 13).  

This results confirm what seen in the human polyps analysis: the 
genes up regulated in the stromal compartment are much more in the 
VillinCreERT2; BrafV600E mouse compared to VillinCreERT2; Apc fl / f l  
mice. 
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Figure 13.Venn diagrams showing the DEG in VillinCreERT2; BrafV600E (braf) and 
VillinCreERT2; Apc fl/fl (apc) mice models in the epithelial (Epi) and stromal compartment 
(Stroma).Overlaps FDR <0.05; Log FC>1. 
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4.1.3 Mouse and human DEG comparisons 

Next, the human and mice result s were compared to see if the mice 
models, employed in this study, were good models.  

As shown in Figure 14 by the Venn diagrams, there is no similitude 
between the DEG found in human and in mice. In fact, the shock 
effect of pan intest inal changes caused by the induct ion, determined 
the loss of the epithelium in favor of the stroma with a consequent  
increment of the stromal genes expression.  

In conclusion, the mouse model used for this study is not a good 
model of human polyp format ion.  

 
 

A 
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B 

 
Figure 14. Venn diagrams representing VillinCreERT2; BrafV600E (braf) and 
VillinCreERT2; Apc fl/fl (apc) mice and human polyps (TVA, SSA) DEG comparisons. A) 
Up and down regulated genes in the epithelial (Epi) compartment. B) Up and down regulated 
genes in the stromal (Stroma)compartment. Overlaps FDR <0.05; Log FC>1. 
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4.2 CAFs 

The preliminary results show that the genes expressed in polyps 
stromal compartment are more and different compared to the 
epithelial compartment. I t has been shown that altered stroma can 
influence cancer development and progression (Bissell et al. 1982, 
Bissell & Hines 2011). Moreover, epithelial -mesenchymal cross talk 
plays a vital role in colorectal neoplasia init iat ion and progression 
and that variable contribut ion and importance of the different tissue 
compartments underpins some of the differences in both polyp and 
tumor subtype biology.  

Thus, in order to elucidate the role of the stroma in CRC init iat ion 
and progression, the most abundant cell-type of the stroma, 
carcinoma-associated fibroblasts (CAFs), were isolated and 
employed for in vitro studies.  

 

4.2.1 Primary culture 

Cell or tissue culture techniques have provided numerous pivotal 
informat ion to understand the basic biology of cancer al lowing 
cancer cells to be maintained outside the body. It was originally 
developed in the middle of 20th century (Langdon 2003) when 
“HeLa” was the first established cell line of human cancer 
originated from surgical pathology specimen of uterine cervical 
carcinoma from African American pat ient Henrietta Lacks in 1951 
(Hsu et al. 1976). Carcinoma cell lines have been established very 
important tools to evaluate in depth the biochemistry and molecular 
biology associated with individual cancer types and have contributed 
enormously to our understanding of normal as well as malignant cell 
physiology (Langdon 2003).  

Thus, primary culture of the whole cancer tissue derived from 
surgery or biopsy can indeed provide very important informat ion to 
our understanding o f cancer t issue microenvironment. However, it  is 
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pract ically impossible to reproduce the cancer microenvironment  
using the cancer cell line alone in in vitro analysis.  

 

4.2.2 Fibroblasts isolation 

In order to assess the influence of fibroblast and epithel ial cell 
compartments on each other, I have optimized a protocol for the 
isolat ion and culture of fibroblasts from normal and neoplast ic 
(polyp and cancer) biopsy samples.  

Fibroblasts were successfully obtained from normal colonic mucosa 
(n=16), adenocarcinomas (SSAs (n=5), TVAs (n=6) and from 16 
CRCs colonic t issue (CMS2 and CMS4) (CENTRALs (n=7) and 
LEADING EDGEs (n=9) out of a total of 50 samples collected.  

The major reasons for unsuccessful culture were bacterial 
contaminat ion and insufficient material.  Intest inal endoscopic 
biopsies contain a small amount of tissue and can be easily 
contaminated by common intest inal flora, the manual management  
of the endoscope and endoscopic forceps, and their passage through 
the endoscopic channel.  

Cultures were monitored for the appearance of highly adherent  
stromal cells with typical fibroblast ic morphology. Fibroblasts start  
to appear after 4 days (Figure 15) and they could be kept in culture 
unt il cell passage number 18 (P18). Stromal cultures were expanded 
and stored for future experiments.  

All experiments were performed using stromal cells from passage 3.  
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Figure 15. Cellular growth from a chopped and enzymatically digested fragment of 
endoscopic duodenal biopsy at different times after seeding (7-10 days) and at passage 1 in 
culture (12 days); (100 × magnification, upper panel and 200 x magnification, bottom panel).  
 
 
 
4.2.3 Characterization of human fibroblast primary cultures  

4.2.3.1 Morphological features  

The fibroblast cell populat ion was first verified by cell morphology 
under the microscope.  

The established primary fibroblast cell cultures grew as a monolayer 
of cells and showed the typical fibroblast -like features, with 
spindle-like shapes and elongated projections. The CAFs were 
slight ly more slender than the normal fibroblasts but without 
significant differences. Human normal, adenoma and tumor derived 
colon fibroblasts presented as large mesenchymal cells,  
characterized by an abundant cytoplasm provided with man y cellular 
extensions. Figure 16 shows the morphology of isolated fibroblasts. 
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Figure 16. Morphological features. Representative microscopic fields showing cancer-
associated fibroblasts. At passage 4 morphologies of CAFs were dendroidal-spindle-shaped. 
Top: low magnification; bottom: high magnification. 

 

4.2.3.2 Immunophenotyping of stromal cell primary cultures  

 

Immunocytochemistry 

At cell passage 5, the purit ies of the various fibroblast populat ions 
were verified through immunostaining by detection of specific 
fibroblast biomarkers.  

For the immunocytochemistry (ICC) experiments, the following 
primary ant ibodies have been used: ant i-viment in, ant i-α-SMA, ant i-
desmin and epithelial types were carefully excluded performing ant i-
human cytokeratin 20 immunocytochemistry.  

For fibroblast cultures derived from normal and cancerous colon 
tissues, immunocytochemical assays revealed that they highly 
expressed the fibroblast ic marker viment in,  a common mesenchymal 
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cytoskeletal marker and the smooth muscle cell marker desmin. Very 
few cytokerat in-posit ive cells were detected which may be due to 
epithelial-mesenchymal transit ion.  

In the present study, all the tested fibroblasts express the 
myofibroblast α-SMA marker. During the tumorigenesis process,  
stromal fibroblasts acquire some of the characterist ics of smooth 
muscle cells that specifically express α-SMA. This result  indicates 
that the isolated CAFs contain a high proportion of myofibroblasts.  
This high expression of α-SMA in cancer stromal cells is in 
agreement with a previous study (Orimo et al. 2005).  

None of the used ant ibody showed a specific pattern between the 
five types of fibroblasts, indicat ing that although they were good 
mesenchymal markers, they did not discard between normal 
fibroblasts and CAFs (Figure 17). 

      
Figure 17. Immunostaining characteristics of primary fibroblastic cells. All the primary 
fibroblastic cells strongly expressed fibroblastic markers vimentin, desmin and α-SMA but 
were negative for epithelial cell marker cytokeratin. (40 × magnification, upper panel; 100 × 
magnification, middle panel and 200 x magnification, bottom panel). 
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4.2.3.3 Identifying Fibroblasts in paraffin-embedded tissues 

In the present study, immunostaining analysis for stromal markers 
was used to check the localizat ion of the fibroblast in paraffin-
embedded t issue and in part icular, in the crypt -villi axis.  In order to 
visualize fibroblasts in the colonic t issue specimens by light 
macroscopy mouse and human paraffin sect ions were analized.  

 

Mouse tissue sections 

In normal wild type C57Bl/6J mouse the sect ions show the normal 
cell morphology at the crypt bases and villi t ips. Cytokerat in-
posit ive cells show epithelial cells of the crypts and villi.  
Pericryptal myofibroblasts and nonpericryptal stromal cells 
(fibroblasts) have similar morphologic appearance (hematoxylin -
eosin). Muscularis mucosae cells and pericryptal myofibroblasts are 
both α-SMA and desmin posit ive. Diffuse expression of viment in by 
both pericryptal and nonpericryptal stromal cells is evident along 
the SB1, SB2, SB3 and colon sect ions but it  is not present in the 
muscularis mucosae. Networklike connect ions are are easily 
discernible and demonstrated between the αSMA posit ive pericryptal 
myofibroblasts, the non pericryptal stromal cells and the muscularis 
mucosae (Figure 18).  

In VillinCreERT2 ; Apc fl / fl mouse, the histology revealed disturbed 
crypt-villi architecture and the strong presence of the stroma. 
Cytokeratin-posit ive cells show epithelial cells of the crypts and 
villi. Morphologically, the small bowel sections (SB1, SB2, SB3) 
show ectopic crypts and large polyps are evident in the colon. 
Pericryptal myofibroblasts and nonpericryptal fibroblasts have 
similar morphologic appearance (hematoxylin-eosin). Muscularis 
mucosae cells and pericryptal myofibroblasts are both α-smooth 
muscle act in posit ive. Furthermore, muscularis mucosae, pericryptal 
and nonpericryptal stromal cells are posit ive for desmin. Of note the 
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striking absence of viment in posit ivity in t he muscularis mucosae 
(Figure 19). 

VillinCreERT2; BrafV600E mouse histology revealed the loss of crypts 
architecture. Cytokeratin-posit ive cells show epithelia l cells of the 
crypts and villi.  In the colon, pedunculated colonic adenomas have 
central dysplast ic areas with a sharp cut off between enclosing 
serrated epithelium. Morphologically, all the small bowel sect ions 
(SB1, SB2, SB3) show prominent serrations, branching crypt with 
basilar dilatat ion and asymmetric proliferative zone. Pericryptal 
myofibroblasts and nonpericryptal stromal cells (fibroblasts) have 
similar morphologic appearance (hematoxylin-eosin). Muscularis 
mucosae cells and pericryptal myofibroblasts are both α-smooth 
muscle act in posit ive. Muscularis mucosae, pericryptal and 
nonpericryptal stromal cells are also positive for desmin whereas 
only pericryptal and nonpericryptal stromal cells are posit ive for 
viment in which is not expressed in the muscularis mucosae (Figure 
20). 
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Figure 18. Step sections of normal wild type C57Bl/6J mouse proximal small bowel (SB1), 
mid-small bowel (SB2), distal small bowel (SB3) and colonic mucosa showing the distinctly 
different immunophenotypic characteristics of the muscularis mucosae and interstitial stromal 
cells of the lamina propria. Nuclei are stained blue with hematoxylin. Antibody staining is 
shown in brown from DAB plus substrate (original magnification x 200). 
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Figure 19. Step sections of VillinCreERT2; Apcfl/fl mouse proximal small bowel (SB1), mid-
small bowel (SB2), distal small bowel (SB3) and colonic mucosa showing the distinctly 
different immunophenotypic characteristics of the muscularis mucosae and interstitial stromal 
cells of the lamina propria. Nuclei are stained blue with hematoxylin. Antibody staining is 
shown in brown from DAB plus substrate (original magnification x 200). 
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Figure 20. Step sections of VillinCreERT2; Braf V600E mouse proximal small bowel (SB1), mid-
small bowel (SB2), distal small bowel (SB3) and colonic mucosa showing the distinctly 
different immunophenotypic characteristics of the muscularis mucosae and interstitial stromal 
cells of the lamina propria. Nuclei are stained blue with hematoxylin. Antibody staining is 
shown in brown from DAB plus substrate (original magnification x 200). 
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Human tissue sections 

H&E staining allows seeing the normal colonic t issue, SSA with 
epithelial infoldings and ectopic crypt format ion.  TVA staining 
shows diffuse high grade dysplasia. In CRCs paraffin sect ions, it  is 
shown disrupted crypts and villi structure compared to the normal 
crypts and the infiltrat ion of the lamina propria by tumor cells.  

Cytokeratin-posit ive cells show epithelial cells of the crypts and 
villi, in the disorganized adenomas and in the chaotic CRCs 
parenchimas.  

Diffuse expression of α-smooth muscle act in by muscolaris 
mucosae, pericryptal myofibroblasts and nonpericryptal stromal 
cells with direct connect ions between the pericryptal myofibroblasts 
and the muscularis mucosae is evident in normal mucosa, adenomas 
and CRCs. Immunohistochemical staining of desmin expression by 
both pericryptal and nonpericryptal cells  is seen as well as the 
viment in ant ibody in the stromal cells of the lamina propria (Figure 
21) 
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Figure 21. Representative sections from human colon, SSA, TVA, and three different CRCs 
(CRC1, CRC2, CRC3) showing the distinctly different immunophenotypic characteristics of 
the muscularis mucosae and interstitial stromal cells of the lamina propria for H&E (A), 
cytokeratin 20 (B), α-SMA (C), desmin (D) and vimentin (E). Nuclei are stained blue with 
hematoxylin. Antibody staining is shown in brown from DAB plus substrate (original 
magnification x 200). 
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4.2.3.4 Genetic analisys 

 

qRT-PCR  

Next, the real nature of the isolated fibroblasts was further checked 
by qRT-PCR. 

In part icular, the expression of the stromal marker viment in was 
checked in the different isolated fibroblast from passage 5 to 
passage 13 (P5-13). All the analyzed fibroblasts strongly expressed 
the marker viment in (Figure 22), confirming what seen in the 
immunocytochemistry analysis.  

 
 

 
Figure 22. Relative expression of specific mesenchymal marker such as vimentin in fibroblasts 
from passage 5 to 13.  
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Passage-dependent variations of human colon fibroblast in culture  

The use of cultured fibroblasts made it possible to undertake a more 
detailed chronologic study of age-dependent variat ions induced in 
mesenchymal cells maintained in culture. It has been shown that in 
MCF-7 cell line there were some karyotype differences, which is 
generally considered due to the differences in cell passage number 
and maintenance or culture condit ions among different laboratories 
(Wenger et al. 2004).  

In order to see if the culture condit ions (early primary cultures and 
late primary cultures) have caused possible phenotypic and 
funct ional alterat ions on the isolated colon fibroblasts, gene 
expression profile was performed. Such informat ion is important for 
devising experimental models of physio pathologic relevance.  

Gene expression RNA microarray analysis for normal (n=3), SSAs 
(n=3), TVAs (n=3) and CAFs (Central n=3 and Leading edge n=3) 
pairs of early passage (P3-6) and late passage (P16-17) was 
performed. Raw data from Illumina gene expression arrays was 
processed after removing 2 outlier samples from init ial qualit y 
control (detect ion score of < 0.95 of the background intensity for 
majority of probes) using the VSN (variance-stabilisat ion and 
normalisat ion) algorithm. A filter was applied by taking a detect ion 
score of > 0.95 of the background intensity distribut ion for all 
samples to consider a probe detectable, result ing in a total of 24,262 
detectable probes. Different ially expressed genes between early 
(n=13) and late passages (n=15) were identified using Student’s t -
test by running “ttest2” command in MATLAB®. Unsupervised 
hierarchical clustering of the 24,262 genes was allowed and it  is 
shown in the heat map (Figure 23).  
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Figure 23. Hierarchical clustering heat map of the genes based on custom gene sets with 
significant differentially expressed changes with t-test adjusted P-values <0.05, a fold-change 
cut off ≥1.5, and FDR<5%. Each column represents a sample; each row refers to a gene. The 
dendrograms that determine the ordering of the rows (genes, left side) and columns (samples, 
upper side). The color bar shows the fold change and corresponding color depth: red, up-
regulated (ratio ≥1.5); green, down-regulated (ratio <1.5); and black, unchanged. 
 
 
It seems that the major difference seen in the cultured fibroblasts is  
due to the different types of fibroblast analized, confirming the 
heterogeneous origin of the CRC derived fibroblast populat ion. 
Stable gene expression changes in CAFs may be due to epigenet ic 
changes (Hu et al. 2005) versus somatic mutations (Kurose et al.  
2002, Weber et al.  2006). It is now known that somatic mutations in 
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the DNA sequence of CAFs are rarely, if ever, encountered 
(Campbell et al. 2009, Jiang et al. 2008) and thus, the acquisit ion of 
tumor-promoting act ivit ies by CAFs, in part, are due to epigenet ic 
alterat ions in the DNA (Hu et al. 2005, Mitra e t al. 2012). 

 

Comparison of gene expression patterns in Adenomas, Cancer 
stroma and Normal fibroblasts  

Next the global transcriptome of resident fibroblasts in the normal 
colon mucosa (NF) versus adenomas and CAFs in human colorectal 
cancer was analyzed. The different ially expressed genes for each 
experimental group are shown in the Venn diagrams. There is a 
significant difference in the DEG, between normal fibroblasts,  
adenomas fibroblasts (SSA and TVA) and CAFs (Central and 
Leading Edge). The numbers of genes that are shared by two or 
more groups are indicated in the intersect ions (Figure 24).  
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Figure 24. Venn diagram based on the top 200 genes from each list showing the differentially 
expressed genes overlaps between Normal, Central and Leading edge fibroblasts (LE). t-test 
adjusted P-values <0.05, a fold-change cut off ≥1.5, and FDR <5%.  
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Gene Set Enrichment Analysis (GSEA) derives its power by 
focusing on gene sets, that is, groups of genes that share common 
biological funct ion, chromosomal locat ion or regulat ion.  

Genes were ranked by computing the different ial expression in the 
adenomas and CAFs versus normal fibroblasts by the Student’s t -test 
method. If mult iple probes were present for a gene, probe with the 
highest absolute different ial expression between experimental and 
normal was selected. Gene shuffling with 1,000 permutations to 
compute the P-value for the enrichment score was used.  

The analysis of each comparison revealed expression patterns 
correlated with cell proliferat ion and cell cycle regulat ion marked 
by upregulat ion of genes involved with cell cycle progression, DNA 
synthesis/repair, protein translat ion/folding, vesicles mediated 
transport and lipid transport/metabolism. Moreover, pathway 
enriched with up-regulated genes included CAFs genes list based on 
Calon et al. 2015 (Figure 25- 28). 
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Figure 25. GSEA analysis using established gene program sets of cultured fibroblasts. 
GSEA plots shown are for A) CENTRAL versus NORMAL fibroblasts, B) LEADING EDGE 
(LE) versus NORMAL fibroblasts and C) CENTRAL versus LEADING EDGE (LE) 
fibroblasts. Enrichment score is calculated using Kolomogrov-Smirnov test. Gene shuffling 
with 1,000 permutations to compute the P-value for the enrichment score was used. 
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Figure 26. GSEA analysis using established gene program sets of cultured fibroblasts. 
GSEA plots shown are for A) TVA versus NORMAL fibroblasts, B) TVA versus CENTRAL 
fibroblasts and C) TVA versus LEADING EDGE (LE) fibroblasts. Enrichment score is 
calculated using Kolomogrov-Smirnov test. Gene shuffling with 1,000 permutations to 
compute the P-value for the enrichment score was used. 
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Figure 27. GSEA analysis using established gene program sets of cultured fibroblasts. 
GSEA plots shown are for A) SSA versus LEADING EDGE (LE) and B) SSA versus 
NORMAL fibroblasts. Enrichment score is calculated using Kolomogrov-Smirnov test. Gene 
shuffling with 1,000 permutations to compute the P-value for the enrichment score was used. 



135 
 

 
Figure 28. GSEA analysis using established gene program sets of cultured fibroblasts. 
GSEA plots shown are for SSA versus TVA fibroblasts. Enrichment score is calculated using 
Kolomogrov-Smirnov test. Gene shuffling with 1,000 permutations to compute the P-value for 
the enrichment score was used. 
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4.2.4 Modeling stromal- epithelial interactions 

Tumor/cancer stromal cells have been considered not only as a mere 
physical supporting cell of the parenchymal or carcinoma cells but 
also funct ional or regulatory cells in tumor/cancer 
microenvironment. Therefore, endocrine, autocrine and paracrine 
interact ions between parenchymal and stromal cells are considered 
pivotal for metastasis,  proliferat ion and angiogenesis in CRC 
microenvironment.  

As a matter of fact, cell lines cannot recapitulate the complex spat ial 
(3D) organizat ion of the intest inal epithelium. Furthermore, cell 
lines have undergone significant molecular changes to become 
immortal and do not represent all intest inal subsets, hence do not 
represent the in vivo situat ion accurately.  

In recent years, paradigm shift from two-dimensional (2D) to 3D 
cell culture techniques have been developed rapidly. 3D culture 
affects cell funct ions and behaviors including morphology and gene 
expression in a similar fashion to the in vivo response.  

Recent ly, Sato et al. presented a novel method that allows long-term 
culture of isolated intest inal crypts or intest inal stem cells (Sato & 
Clevers, 2013). This method takes advantage from the presence of 
intest inal stem cells in the crypts and makes use of a mixture of 
extracellular matrix proteins (Matrigel) that allows three-
dimensional growth. Supplemented with the appropriate growth 
factor cocktail (epidermal growth factor, Noggin, R-spondin-1) and 
cultured in a three-dimensional extracellular matrix, these intest inal 
stem cells are capable of developing into organoids, displaying 
many important funct ions of the normal intest inal epithelium (mini -
guts). Of note, the supplemented growth factors in the culture 
medium are ident ical with the signals that regulate intest inal stem 
cell niches in vivo (Sato et al. 2011a).  

In part icular, Wnt signaling is a pivotal requirement for crypt 
proliferat ion, (Korinek et al. 1998, Kuhnert et al. 2004) and the Wnt 
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act ivator R-spondin1 induces dramatic crypt hyperplasia in vivo 
(Kim et al. 2005). It has been shown that R-spondin-1 is a ligand for 
Lgr5, a marker for intest inal stem cells (Barker et al. 2007) and an 
essent ial factor to activate Wnt signal in intestinal crypts (de Lau et 
al. 2011, Sato et al. 2011a). Second, epidermal growth factor (EGF) 
signaling is associated with intest inal proliferat ion (Dignass & 
Sturm 2001). Third, transgenic expression of Noggin induces 
expansion of crypt numbers (Haramis et al. 2004). Fourth, isolated 
intest inal cells undergo anoikis outside the normal t issue context 
(Hofmann et al. 2007). Under this culture condit ion (R-spondin-1, 
EGF, and Noggin in Matrigel), small intest inal organoids can be 
ever-expanding and display all hallmarks of the small intest inal 
epithelium in terms of architecture, cell type composit ion, and self -
renewal dynamics (Sato et al.  2011a). 

Similar to the intest inal epithelium, stem cells and highly 
proliferat ive transit amplifying cells reside in the crypt -like domain 
of the organoids (Figure 29). These stem cells are able to 
different iate in to all intest inal epithelial cells (ente rocytes, Paneth 
cells, Goblet cells, enteroendocrine cells, but also stem and 
progenitor cells), as shown in vivo and in culture (Sato et al. 2009).  
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Figure 29. Schematic image of an intestinal organoid. All epithelial cell types normally 
present in vivo are also present in the cultured intestinal organoids. Secretion of mucins into the 
luminal space and lysozyme production by Paneth cells illustrate the functionality of this 
epithelium. From McCracken et al. 2011. 

 

Intratumoral fibroblast ic stromal cel ls are heterogeneous in 
individual pat ients. Therefore, the co culture system makes it  
possible to study epithelial–stromal interactions and vice versa 
through maximum simulat ion to in vivo microenvironment of CRC.  

Thus, in order to assess the paracrine e ffect of secreted signaling 
pathway cross-talk between t issue compartments on each other,  
small intest inal mouse crypts were co cultured in combinat ions with 
human normal, adenoma (SSA and TVA) and neoplasia associated 
(Central and Leading Edge (LE) fibroblasts.  

When isolated crypts were cultured in matrigel and media 
supplemented with all the growth factors, they closed and formed 
organoids - transparent sphere-like- structures within the first hours 
of culture. On day 5, the spheres started to bud, and a fter 7 days,  
organoids with numerous crypt -like structures were formed.  

Instead, the isolated crypts co cultured on top of normal, adenomas 
and cancer associated fibroblasts in medium supplemented with R-
spondin-1 (which is crucial for organoid culture) and lacking in 
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Noggin and EGF, in addit ion to adult -type minigut organoids, a 
proportion of hollow spheres (hereafter referred to as ‘‘sphero ids’’) 
were generate. This spheroid phenotype was not seen in the controls 
that received all the growth factors (Figure 30). 

It seems that the fibroblast supported the cross-species generat ion of 
normal mouse epithelial organoids and developed spheroids 
organoids, indicat ing a phenotype modulat ing effect of the 
underlying fibroblasts (Figure 31). 

Mustata et al. concluded that spheroids are made of poorly 
different iated intest inal cells with progenitor/stem cell 
characterist ics different from those of adult crypt base columnar 
cells (CBCs) and that fetal spheroids have the potential to generate 
adult-type CBCs. Spheroids cells correspond to incompletely 
caudalized progenitors (Mustata et al. 2013).  
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Figure 30. Phase contrast images of developing mouse intestinal crypts into organoids or 
spheroids in culture from day 1 to 7. A. Macroscopic image of the co culture spheroids 
development after crypt isolation; B. Organoid in culture with all the growth factors (EGF, 
Noggin, R Spondin1) from isolation (DAY 1) to mature organoid 7 days after crypt isolation, 
ready to be passaged (note the accumulated debris of dead cells in the lumen of the organoid). 
(original magnification x 200).  
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Figure 31. Ex vivo co culture of fibroblasts and mouse small intestine mini gut generates 
mixed populations of spheroids and organoids. Quantification of the percentage of spheroids 
and organoids obtained at day 7 in 3 different experiments. 

 

4.2.4.1 Characterization of small intestinal organoids 

After the intest inal villi had been co cultured for 7 days and had 
grown into organoids buddy or spheroid structures, they were 
collected and different immunostainings were performed.  

In part icular, H&E staining showed that the organoid were 
composed of a monolayer of polarized columnar epithelial cells.  
Alcian-blue staining for goblet cells revealed presence of mucus 
producing cells and the secret ion of mucus into the lumen. Besides 
different iated zones characterized, for example, by the presence of 
mucus producing cells, in small intest inal organoids proliferat ive 
zones could be dist inguished. Moreover, lysozyme staining show the 
localizat ion of Paneth cells, chromogranin A the endocrine cells and 
Alkaline P (Phosphatase) revealed the presents of the enterocytes  
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Interest ingly, Ki-67 (a non-histone nuclear protein detected in the 
G1 through M phase of cell cycle staining) staining shows that cells  
with proliferat ive act ivity seemed to be localized along the crypts in 
the control whereas in the co cultured spheroids, they are distributed 
all around the spheroid structure (Figure 32). 
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Figure 32. Mouse intestinal organoid cell type composition. Phase contrast images of 
spheroids and organoids (note the accumulated debris of dead cells in the lumen of the 
organoids). H&E staining. Markers of the different cell types were used to show 
differentiation. Alcian Blue staining (blue) for goblet cells, Chromogranin A (brown) for 
enteroendocrine cells, Alkaline phosphatase (brown) for mature enterocytes, and and Ki-67 
(brown) for the evaluation of mitotic activity staining of small intestine organoids (original 
magnification x 200). 
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Microarray analysis and gene expression arrays were performed to 
better characterized co cultured organoids /spheroids. In particular,  
different ially expressed genes in the experimental groups (2x 
normal, 2x central,  2x leading edge (LE), 2x SSA and 2x TVA) were 
contrasted with the controls (2x control (REN). 

The Venn diagrams based on the top 200 genes, show the 
different ially expressed genes between the different experimental 
groups (Figure 33). Of note, the number of different iated expressed 
genes in the SSA and TVA co cultured organoids is significant  
higher compare to the others comparisons (Figure 33 B).  

The hierarchical clustering heat maps reveal that by looking to the 
co cultured organoids with Normal, Central and Leading edge (LE) 
fibroblasts, there is an upregulat ion of the genes implicated in 
stemness and proliferat ion. In the co cultured organoids with Central 
and LE fibroblasts, there is a down regulat ion of the genes involved 
in different iat ion whereas no differences are evident considering the 
apoptotic genes expression (Figure 34).  

Gene Set Enrichment Analysis (GSEA) confirmed what seen in the 
heat maps. An enrichment was seen in the proliferat ive or transit  
amplifying pathways (DNA replicat ion, DNA repair, RNA 
processing) and in the stem cells gene expression related pathway 
(Figure 35).  

 



145 
 

 
 
Figure 33. Venn diagrams showing the differentially expressed genes overlaps in A) 
NORMAL, CENTRAL, LEADING EDGE, B) SSA and TVA co cultured organoids compared 
to organoids mono cultured (REN). t-test adjusted P-values <0.05, a fold-change cut off ≥1.5, 
and FDR <5%.  
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Figure 34. Hierarchical clustering heat map of the genes based on 4 custom gene sets with 
significant differentially expressed changes with t-test adjusted P-values <0.05, a fold-change 
cut off ≥1.5, and FDR<5%. Each column represents a sample; each row refers to a gene. The 
color bar shows the fold change and corresponding color depth. Gene expression changes with 
respect to median changes are denoted by: red, up-regulated (ratio ≥1.5); green, down-
regulated (ratio <1/1.5); and black, unchanged. 
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Figure 35. GSEA analysis using established gene program sets of co cultured mouse 
organoids. GSEA plots shown are for NORMAL, CENTRAL, LEADING EDGE, SSA and 
TVA co cultured organoids versus organoids mono cultured (REN). Enrichment score is 
calculated using Kolomogrov-Smirnov test. Gene shuffling with 1,000 permutations to 
compute the P-value for the enrichment score was used.  
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4.2.4.2 Fibroblasts conditioned media and small intestine 
organoids culture 

Collected fibroblasts condit ioned media was used to better 
understand the influence of the fibroblasts secreted factors to the 
organoids culture system.  

This experiment validate and confirm what see in the in the previuos 
co culture experiment. In fact, the controls that were  cultured in 
organoids’ medium supplemented with EGF, Noggin, R-Spondin-1 
(REN) formed organoids (Figure 36 A). When cultured with 
condit ioned media supplemented with EGF and R-Spondin-1 (RE), 
the spheroids phenotype was decreased (Figure 36 B, E). If the 
organoids where grown in the presents of all the growth factors, the 
size of the spheroids was increased as well as the number of 
organoids (Figure 36 C, E). Last ly, when organoids were grown in 
media supplemented by the R-Spondin-1(R) an increase in the 
number but not in the size of the spheroids was seen (Figure 36  D, 
E).  

In a similar manner to the fibroblasts,  fibroblasts secreted factors 
present in the condit ioned media supported the organoids/spheroids 
development. 

 

4.2.4.3 Assessment of organoid tissue reprogramming  

To see whether this is a co-culture dependent phenomenon or an 
imprinted change in the epithelium, the established spheroids were 
removed from the co culture and after 72 hours, in the absence of 
fibroblasts, the organoids lose the sphero id morphology and become 
“budding” organoids.  

Thus, this result demonstrates that the induced epithelial t issue 
reprogramming was lost in the absence of fibroblasts or the 
fibroblast derived secreted factors. 
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E  
Figure 36. Organoids budding and spheroids after 7 days of culture. A) Wild type 
organoids cultured in organoids’ medium supplemented with EGF, Noggin, R-Spondin-1 
(Control) B) Wild type organoids cultured in fibroblasts conditioned medium supplemented 
with EGF and R-Spondin-1 (RE); C) Wild type organoids cultured in fibroblasts conditioned 
medium supplemented with EGF, Noggin, R-Spondin-1 (REN). D) Wild type organoids 
incubated for 7 days in fibroblasts conditioned medium containing R-Spondin-1(R); (original 
magnification x100). E) Histogram showing the numbers of organoids or spheroids in each 
experimental condition.  
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4.2.5 Modeling epithelial - stromal interactions 

Each t issue compartment profoundly influences the behavior of the 
other with epithelial and stromal compartments co -evolving as 
neoplasia progresses to result in an optimal tumour 
microenvironment.  

Co culture of normal fibroblast with non-transformed human colonic 
epithelial cells and their isogenic derivat ive was performed in order 
to see how individual epithelial mutations influence stromal gene 
expression.  

The Venn diagram shows an higher number of different iated 
expressed genes in normal fibroblasts co cultured with HCEC APC 
cells (DEG=67), followed by HCEC R cells (DEG=33), HCEC RP 
cells (DEG=21) and finally non mutated HCEC OneCT (Figure 37).  

The hierarchical proliferat ion clustering heat map reveals, once 
again, the variability of the genes expression in the transit  
amplifying or proliferat ive gene list. The first difference that it  is 
evident is related to the origin of the fibroblasts (from Pat ient 1 and  
2). Moreover, APC epithelial mutated cells seems to cause a 
negat ive regulat ion of the genes expressed by the fibroblasts 
whereas KRAS alone (P) or in combinat ion with TP53 (PR), cause a 
posit ive regulat ion of the genes expression in the fibroblasts (Figure 
38).  

It  seems that, init iat ing APC and KRAS epithelial (epi)mutat ions,  
have variable effects on the underlying stroma and that confirm the  
bi-direct ional epithelial-stromal interact ion seen in vivo. However, 
the variability seen in the experiment did not allow drawing a 
definitive conclusion.  
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Figure 37. Venn diagram based on the top 200 genes from each list showing the differentially 
expressed genes overlaps in fibroblasts co cultured with HCEC APC (APC), HCEC R (R), 
HCEC RP (RP) and non mutated HCEC (OneCT) compared to normal fibroblasts (Normal). t-
test adjusted P-values <0.05, a fold-change cut off ≥1.5, and FDR <5%.  
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Figure 38. Hierarchical clustering heat map of the genes based on 4 custom gene sets with 
significant differentially expressed changes with t-test adjusted P-values <0.05, a fold-change 
cut off ≥1.5, and FDR<5%. Each column represents a sample; each row refers to a gene. The 
color bar shows the fold change and corresponding color depth. Gene expression changes with 
respect to median changes are denoted by: red, up-regulated (ratio ≥1.5); green, down-
regulated (ratio <1/1.5); and black, unchanged. 
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CONCLUSIONS 

 

The focus of the majority of studies regarding colorectal cancers has 
been the genet ic abnormalit ies of the cancer cell itself, treat ing 
colorectal tumorigenesis as a cell-autonomous process governed 
exclusively by the abnormal cancer genes (Calvert & Frucht 2002, 
Chang et al. 2000, Oving & Clevers 2002, Lin et al. 2002, 
Frederiksen et al. 2003, Jubb et al. 2003). However, it  is becoming 
evident that, if clinically relevant discoveries are to be  made in 
cancer biology and treatment, emphasis needs to be refocused to the 
“ent ire” tumor, which includes the epithelial cancer cells and 
surrounding react ive stromal components.  

Recent analysis has demonstrated that in cancer, stromal gene 
dysregulat ion contributes more to poor prognostic molecular 
signatures than the epithelium itself (Calon et al. 2015, Isella et al.  
2015), highlight ing the important influence of the tumor 
microenvironment on cancer epithelial cell behavior. What is less 
clear is whether these dynamic and important mesenchymal changes 
arise react ively, in response to invasion by malignant epithelium, or 
occur earlier and have a role in driving lesion init iat ion and 
progression.  

Moreover, the relat ive importance of the epithelial and s tromal 
tissue compartments varies between different tumour subtypes and 
this contributes to the observed clinical and molecu lar heterogeneity 
of CRC (Calon et al. 2015, Isella et al.  2015). However, the role of 
the stroma in different precancerous pathologies and in CRC, is not 
clear. Furthermore, epithelial and stromal separat ion is technically 
difficult  in established tumours prevent ing insight into the t issue 
compartmental origin of the disrupted gene expression signatures.  

Thus, the main goal of this thesis has been to gain molecular insight 
into the development of CRC. Preliminary results have shown that in 
SSAs and TVAs, the transcriptome of the stromal compartment is 
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very different from the epithelium. In particular, in the SSAs, that  
are the precursors of the serrated adenocarcinomas, the number of 
different ially expressed genes in the stroma was greater compared to 
that found in the TVAs, the precursor lesions of the convent ional 
adenocarcinomas. This led to the conclusion that serrated lesions,  
usually init iated by BRAF mutat ions and methylat ion, require the 
recruitment of pro-tumorigenic stroma to enable lesion progression. 
In contrast, tubulovillous adenomas are init iated by epithelia l 
mutations that disrupt the Wnt-β-catenin signaling pathway (such as 
APC) and this is sufficient to drive tumourigenesis,  irrespect ive of 
stromal influences.  

Unfortunately, the different ially expressed genes found in the 
epithelial and stromal compartment of VillinCreERT2; Apc fl / fl and 
VillinCreERT2; BrafV600E mouse models used in this study, were not 
comparable to those found in human adenomas showing the 
limitat ions of these two mouse models in mimicking genomic 
alterat ions in the development and progression of CRC.  

The study of experimental colon carcinogenesis in rodents has a 
long history, dat ing back almost 80 years (Krebs 1928). Numerous 
mouse models of CRC have been developed, providing insights into 
pathogenesis mechanisms, tools for discovery, validat ion of novel 
therapeut ic targets and a predict ive plat form in which to test new 
chemoprevent ion strategies (Young et al. 2013, Tong et al. 2011, 
Kobaek-Larsen et al.  2000, Rosenberg et al. 2009, Karim & Huso 
2013, Johnson & Fleet 2013).  
The hypothet ical ideal animal model should mimic the human 
disease in terms of morphology, biochemical alterat ions and 
biological behaviour (Kobaek-Larsen et al.  2000). The “ideal animal 
model” that resembles the human situat ion in all aspects does not 
exist, but available models approximate many of the characterist ics 
of human colonic carcinogenesis and metastasis. For these reasons, 
it  is important to use a specific model to address a part icular 
scient ific quest ion. CRC mouse model can be grouped as 
genet ically-engineered, chemically-induced and inoculated models.  
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Genet ically engineered mice models are useful for studying the 
importance of specific genomic alterat ions in the development and 
progression of CRC and their sensit ivity to various therapies ( Tong 
et al. 2011). The versat ility of genet ically engineered mouse models 
has not only facilitated ident ificat ion of a wide range of potent ia l 
therapeut ic targets, but also enabled the study of environmental 
factors, such as diet, on the occurrence and severity of CRC. 
Condit ional genet ic models of colorectal cancer Cre-lox technology 
is one of the most frequent ly used methods to study the very early 
stages of tumourigenesis by condit ionally inact ivat ing genes of 
interest to produce an almost endless possibility of different DNA 
disrupt ions allowing having full spat ial and temporal control over 
DNA mutat ions (El Marjou et al. 2004).   
The chemically induced mouse models mimic human sporadic 
colorectal cancer and are often used to study effect on the treatment  
or prevent ion of CRC formation (Tong et al.  2011).  
The inoculated colorectal cancer models recapitulate some features 
of colorectal cancer metastasis and are useful models for ant i-
metastat ic drug evaluat ion (Tong et al. 2011, Hung et al. 2010).  
Other models have been used to address specific quest ions like how 
aging, or alcohol consumption, or diabetes affects the risk of 
developing CRC (Karim & Huso 2013).   
There are many advantages to studying the pathogenesis of 
carcinogen-induced CRC in mouse models, including rapid and 
reproducible tumour induct ion and the recapitulat ion of the 
adenoma– carcinoma sequence that occurs in humans. Mouse models 
do recapitulate the complex, nuanced and intercompartmental 
signaling that can’t be easily achieved in vitro. Moreover, the 
availability of recombinant inbred mouse panels and the ever -
increasing number of transgenic knock-out and knock-in genet ic 
models further increase the value of the studies (Rosenberg et al.  
2009).  
These models allow test ing various therapeut ic modalit ies that  
would not be possible in humans. However, the sequence of genet ic 
events that are thought to promote tumorigenesis from epithelial 
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cells to carcinomas in humans has only partially been successful 
modelled in mice. For example, the role of oncogenes such as KRAS 
has not yet been recapitulated in mice (Karim & Huso 2013). Also, 
differences in mouse size and physiology, as wel l as variat ions in 
colon cancer that develops in mice and humans may also lead to 
translat ional limitat ions (Tong et al. 2011).  
Despite the progress made in the development of animal models of 
human CRC, there are several clear weaknesses with these models.  
First, all of the global gene delet ion and chemically-induced models 
develop cancer outside the colon; in some models colon cancer is a 
minor phenotype. As a result, long-term studies of CRC 
development are limited due to high morbidity and mortality fr om 
these other phenotypes. Induced mutat ions of the Apc gene in mice 
have provided animal models that are similar to human colon 
polyposis, although most polyps are formed in the small intest ine 
rather than in the colon (Taketo 2006). It should be noted that 
whereas FAP pat ients mainly develop polyps in the colon-rectum, 
Apc mouse models are characterized by adenomas clustering in the 
upper gastrointest inal tract, mainly in the duodenum. This 
anatomical difference between the mouse and human adenomas may 
exert a confounding effect in the analysis as duodenum and colon-
rectum represent dist inct organs (Gaspar et al. 2008).  
Second, only some of the genes relevant to human colorectal cancer 
have been modified to make mice with floxed alleles. As a result, we 
are often left with models where the cancers develop early in life 
and their development may be confounded by the anabolic 
environment of growth. In addit ion, the lack of mice with floxed 
gene alleles limits the use of tools for both intest ine-specific and 
inducible gene modificat ions in mice.  
Third, only a few of the animal models for colorectal cancer are 
relevant to natural init iat ing events that drive human colorectal 
cancer. This limits our ability to study the init ial stages of colorectal 
carcinogenesis as well as primary cancer prevent ion in animal 
models. Finally, only a few mouse models have been developed to 
study metastatic events (Johnson & Fleet 2013).  
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In summary, despite the inability of a model of CRC to completely 
recapitulate all stages of the human disease, the use and impact of 
the available models has been far reaching (Young et al.  2013). All 
of the models available have their own strengths and weaknesses,  
however it is the sheer range of mouse models available that make 
them the most versat ile tool for researchers (Johnson & Fleet 2013).  
The careful select ion of an appropriate model, allow asking 
quest ions regarding the init iat ion, progression and development of 
CRC. However, as none of these models recapitulate the process of 
CRC development in its ent irety, it  is important to use a specific 
model to address a part icular scient ific quest ion and bypass the 
imperfect ions of each individual model using supporting data gained 
from a different model. Moreover, mouse models can be combined 
with the use of computational modelling and bioinformatics in order 
to increase the impact of the data that they produce (Young et al.  
2013). With this in mind, the development  of targeted therapeut ics 
for the treatment of CRC can only be possible through the  use of a 
combinat ion of the different model plat forms (Young et al.  2013).  
Therefore developing mouse models and related methods to discover 
and validate candidate genomic CRC drivers that play an important 
role in human CRC is urgent ly needed for translat ion of CRC 
sequencing advances into new, safe and effec tive chemoprevent ives 
and treatments.   

In this study, in order to better characterize the stroma, I also 
focused on CAFs, the main cellular components of react ive stroma 
in primary and metastatic cancer. It has been shown that they play a 
key role in CRC development (Kalluri & Zeisberg 2006). In 
particular, preliminary results have shown that human normal,  
adenomas and CRC primary fibroblasts support the cross-species 
generat ion of normal mouse epit helial organoids and abrogate the 
normal requirement for Noggin and Epidermal growth factor (EGF) 
supplementat ion in the media. Moreover, they promote the  poorly 
different iated intest inal cells with progenitor/stem cell 
characterist ics in the epithelial co mpartment (spheroid phenotype).  
Furthermore, I have found that in all the co culture experiments,  
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stromal fibroblasts isolated from normal colonic t issues, precursor 
lesions and CRC promote cell proliferat ion and cell cycle regulat ion 
by upregulat ion of genes involved with cell cycle progression, DNA 
synthesis/repair, protein translat ion, vesicles mediated transport and 
lipid metabolism.  

Studying the genet ics of normal, adenomas and cancer associated 
fibroblasts can help to ident ify those genes and the pat hways 
responsible for the stromal gene dysregulation that contributes to 
poor prognostic molecular signatures seen in CRC (Calon et al.  
2015, Isella et al.  2015).   
In this study, the majority of the genes used for the transcriptome 
characterizat ions, were based on genes lists created for epithelia l 
intest inal cells. Few studies have, indeed, explored the 
characterist ics of CAFs in primary colon adenomas and cancers. The 
heterogeneity that exists in CRC pat ients was found as well in the 
isolated fibroblasts analyzed by this thesis and that didn’t allow, in 
some cases, to draw valid and reliable conclusions.  
As a matter of fact, primary culture has limitations. In fact, it  cannot 
recapitulate the complex endocrine, autocrine and paracrine 
interact ions between parenchymal and stromal cells that are 
considered pivotal for metastasis, proliferation and angiogenesis in 
CRC microenvironment. Furthermore, cell lines undergo molecular 
changes, hence do not represent the in vivo situat ion accurately.  

Indeed, RNA microarray studies provide the potential to greatly 
enhance our knowledge of the genes and pathways involved in the 
physiological responses to physiological stressors, drugs,  
environmental st imuli and in pathogenesis of diseases. Managing 
and mining the huge amount of data generated by microarray 
experiments remains a major challenge. This is because microarray 
analysis challenges the tradit ional hypothesis driven method of 
invest igat ion and shifts the emphasis towards hypothesis generat ion.  
Validat ion of microarray expression trends using a second readout 
remains a crit ical requirement. This is especially important if the 
sample size is too small to allow rigorous statist ical analysis (as 
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shown in this study). It is also worth remembering that gene 
expression studies measure mRNA levels thereby provide a snapshot 
of relat ive mRNA abundance at the t ime of measurement and no 
more. Since most genes are also highly regulated at the post -
transcript ional stage, changes in mRNA levels may not necessarily 
reflect changes at the protein level. Thus, follow-up studies in a 
larger sample will have more power to find subt le differences.    
Furthermore, the integrat ion of this technology with the appropriate 
post-microarray validat ion experiments like, for example, the power 
of mouse models, as test ing in humans is limited. Mouse models can 
be used to explain the underlying biological mechanisms found in 
this study with the purpose to better understand the role of CAFs in 
human CRC pathogenesis. Mouse studies are t ime- and cost 
effect ive and they share 99% of their genes with humans. This will 
allow drawing more confirmat ive conclusions.  

In conclusion, primary fibroblast cell cultures might in part 
represent the corresponding cancer microenvironment. Preliminary 
results, confirm that cancer cells and surrounding stroma cooperate 
in tumor angiogenesis and invasion through an act ive autocrine 
and/or paracrine fashion. Important ly,  the expression of genes 
related to angiogenesis, invasion and metastasis, cell adhesion and 
proliferat ion were altered, thus further supporting the proposed 
crit ical role of cancer stroma in providing a favorable environment  
for cancer proliferat ion and invasion. Understanding the cellular and 
molecular processes governing stromal influence on epithelial cell 
biology at all stages and in all subtypes of colorectal tumours will 
be vital to clinically risk stratify pat ients with colorectal polyps,  
ident ify novel therapeut ic targets and assist in effect ively harnessing 
the power of the endogenous immune system. Future therapies 
directed to blocking the cross-talk between stromal elements and 
epithelial cells may provide a more effect ive approach to prevent ion 
and treatment of colon cancer.  

 



161 
 

  



162 
 

REFERENCES 
 

AALTONEN LA, PELTOMÄKI P, LEACH FS, SISTONEN P, PYLKKÄNEN L, MECKLIN JP, JÄRVINEN 
H, POWELL SM, JEN J & HAMILTON SR (1993) CLUES TO THE PATHOGENESIS OF FAMILIAL 
COLORECTAL CANCER. SCIENCE 260(5109): 812–816.  

AARNIO M, SANKILA R, PUKKALA E, SALOVAARA R, AALTONEN LA, DE LA CHAPELLE A, 
PELTOMÄKI P, MECKLIN JP & JÄRVINEN HJ (1999) CANCER RISK IN MUTATION CARRIERS OF 
DNA-MISMATCHREPAIR GENES. INT. J. CANCER 81(2): 214–218. 

ADEGBOYEGA PA, MIFFLIN RC, DIMARI JF, SAADA JI, POWELL DW.(2002) 
IMMUNOHISTOCHEMICAL STUDY OF MYOFIBROBLASTS IN NORMAL COLONIC MUCOSA, 
HYPERPLASTIC POLYPS, AND ADENOMATOUS COLORECTAL POLYPS. ARCH PATHOL. LAB. 
MED. 126:829–36.  

AGOPIAN VG, CHEN DC, AVANSINO JR, STELZNER M (2009) INTESTINAL STEM CELL 
ORGANOID TRANSPLANTATION GENERATES NEOMUCOSA IN DOGS. J GASTROINTEST SURG 
13:971–982. 

AGRAWAL N, FREDERICK MJ, PICKERING CR, BETTEGOWDA C, CHANG K, LI RJ, FAKHRY C, 
XIE TX, ZHANG J, WANG J, ZHANG N, EL-NAGGAR AK, JASSER SA, WEINSTEIN JN, TREVIÑO L, 
DRUMMOND JA, MUZNY DM, WU Y, WOOD LD, HRUBAN RH, WESTRA WH, KOCH WM, 
CALIFANO JA, GIBBS RA, SIDRANSKY D, VOGELSTEIN B, VELCULESCU VE, PAPADOPOULOS N, 
WHEELER DA, KINZLER KW, MYERS JN (2011) EXOME SEQUENCING OF HEAD AND NECK 
SQUAMOUS CELL CARCINOMA REVEALS INACTIVATING MUTATIONS IN NOTCH1. SCIENCE 
333:1154-7. 

AKLILU M & ENG C (2011) THE CURRENT LANDSCAPE OF LOCALLY ADVANCED RECTAL 
CANCER. NAT. REV. CLIN. ONCOL. 8(11): 649–59. 

ALAZZOUZI H, ALHOPURO P, SALOVAARA R, SAMMALKORPI H, JÄRVINEN H, MECKLIN JP, 
HEMMINKI A, SCHWARTZ S JR, AALTONEN LA, ARANGO D (2005) SMAD4 AS A PROGNOSTIC 
MARKER IN COLORECTAL CANCER. CLIN CANCER RES 11:2606-11. 

ALEKSANDROVA K, PISCHON T, JENAB M, BUENO-DE-MESQUITA H, FEDIRKO V, NORAT T, 
ROMAGUERA D, KNÜPPEL S, BOUTRON-RUAULT M-C, DOSSUS L, DARTOIS L, KAAKS R, LI K, 
TJØNNELAND A, OVERVAD K, QUIRÓS J, BUCKLAND G, SÁNCHEZ M, DORRONSORO M, 
CHIRLAQUE M-D, BARRICARTE A, KHAW K-T, WAREHAM NJ, BRADBURY KE, TRICHOPOULOU A, 
LAGIOU P, TRICHOPOULOS D, PALLI D, KROGH V, TUMINO R, NACCARATI A, PANICO S, SIERSEMA 
PD, PEETERS P, LJUSLINDER I, JOHANSSON I, ERICSON U, OHLSSON B, WEIDERPASS E, SKEIE G, 
BORCH K, RINALDI S, ROMIEU I, KONG J, GUNTER MJ, WARD H A, RIBOLI E & BOEING H (2014) 



163 
 

COMBINED IMPACT OF HEALTHY LIFESTYLE FACTORS ON COLORECTAL CANCER: A LARGE EUROPEAN 
COHORT STUDY. BMC MED. 12(1): 168. 

ALLINEN M, BEROUKHIM R, CAI L, BRENNAN C, LAHTI-DOMENICI J, HUANG H, PORTER D, 
HU M, CHIN L, RICHARDSON A, SCHNITT S, SELLERS WR, POLYAK K (2004). MOLECULAR 
CHARACTERIZATION OF THE TUMOR MICROENVIRONMENT IN BREAST CANCER. CANCER CELL 6: 17-
32. 

ALLISON JE, TEKAWA IS, RANSOM LJ & ADRAIN AL (1996) A COMPARISON OF FECAL 
OCCULT-BLOOD TESTS FOR COLORECTAL-CANCER SCREENING. N. ENGL. J. MED. 334(3): 155–
159. 

ALMENDRO V, MARUSYK A & POLYAK K (2013) CELLULAR HETEROGENEITY AND MOLECULAR 
EVOLUTION IN CANCER. ANNU. REV. PATHOL. 8: 277–302. 

ALTMANN GG (1983) MORPHOLOGICAL OBSERVATIONS ON MUCUS-SECRETING NON GOBLET 
CELLS IN THE DEEP CRYPTS OF THE RAT ASCENDING COLON. AM J ANAT.167:95–117. 

ÁLVAREZ C, ANDREU M, CASTELLS A, QUINTERO E, BUJANDA L, CUBIELLA J, SALAS D, LANAS 
Á, CARBALLO F, MORILLAS JD, HERNÁNDEZ C, JOVER R, SARASQUETA C, ENRIQUÉZ-NAVASCUÉS 
JM, HERNÁNDEZ V, ESTÉVEZ P, MACENLLE R, SALA T, BALAGUER F, PELLISÉ M, MOREIRA L, GIL 
I, PERIS A, GONZÁLEZ-RUBIO F, FERRÁNDEZ Á, POVES C, PONCE M, GRAU J, SERRADESANFERM 
A, ONO A, CRUZADO J, PÉREZ-RIQUELME F, ALONSO-ABREU I, CARRILLO-PALAU M, SANTANDER 
C, DÍAZ TASENDE J, HERREROS A, CACHO G, BARRANCO LE & BESSA X (2013) RELATIONSHIP OF 
COLONOSCOPY-DETECTED SERRATED POLYPS WITH SYNCHRONOUS ADVANCED NEOPLASIA IN 
AVERAGE-RISK INDIVIDUALS. GASTROINTEST. ENDOSC. 78(2): 333–341.E1. 

ALVAREZ-MEDINA R, CAYUSO J, OKUBO T, TAKADA S, MARTÍ E. (2008) WNT CANONICAL 
PATHWAY RESTRICTS GRADED SHH/GLI PATTERNING ACTIVITY THROUGH THE REGULATION OF GLI3 
EXPRESSION. DEVELOPMENT 135:237-47. 

ANDERSSON ER, SANDBERG R, LENDAHL U. (2011) NOTCH SIGNALING SIMPLICITY IN DESIGN, 
VERSATILITY IN FUNCTION. DEVELOPMENT 138:3593-612. 

ANDRÉ T, BONI C, MOUNEDJI-BOUDIAF L, NAVARRO M, TABERNERO J, HICKISH T, TOPHAM 
C, ZANINELLI M, CLINGAN P, BRIDGEWATER J, TABAH-FISCH I & DE GRAMONT A (2004) 
OXALIPLATIN, FLUOROURACIL, AND LEUCOVORIN AS ADJUVANT TREATMENT FOR COLON CANCER. 
N.ENGL. J. MED. 350(23): 2343–2351. 

AOKI K & TAKETO MM (2007) ADENOMATOUS POLYPOSIS COLI (APC): A MULTI-
FUNCTIONAL TUMOR SUPPRESSOR GENE. J. CELL SCI. 120(19): 3327–3335. 



164 
 

ARAIN MA, SAWHNEY M, SHEIKH S, ANWAY R, THYAGARAJAN B, BOND JH & SHAUKAT A 
(2010) CIMP STATUS OF INTERVAL COLON CANCERS: ANOTHER PIECE TO THE PUZZLE. AM J 
GASTROENTEROL 105, 1189- 1195.   

ATKIN WS, EDWARDS R, KRALJ-HANS I, WOOLDRAGE K, HART AR, NORTHOVER JM, 
PARKIN DM, WARDLE J, DUFFY SW & CUZICK J (2010) ONCE-ONLY FLEXIBLE SIGMOIDOSCOPY 
SCREENING IN PREVENTION OF COLORECTAL CANCER: A MULTICENTRE RANDOMISED CONTROLLED 
TRIAL. LANCET 375(9726): 1624–1633. 

AUCLAIR BA, BENOIT YD, RIVARD N, MISHINA Y, PERREAULT N (2007) BONE 
MORPHOGENETIC PROTEIN SIGNALING IS ESSENTIAL FOR TERMINAL DIFFERENTIATION OF THE 
INTESTINAL SECRETORY CELL LINEAGE. GASTROENTEROLOGY 133: 887-896. 

AXELROD JD, MATSUNO K, ARTAVANIS-TSAKONAS S, PERRIMON N. (1996) INTERACTION 
BETWEEN WINGLESS AND NOTCH SIGNALING PATHWAYS MEDIATED BY DISHEVELLED. SCIENCE 
271:1826-32.  

BAKER SJ, MARKOWITZ S, FEARON ER, WILLSON JK & VOGELSTEIN B (1990) SUPPRESSION 
OF HUMAN COLORECTAL CARCINOMA CELL GROWTH BY WILD-TYPE P53. SCIENCE 249(4971): 
912–915. 

BALDUS SE, SCHAEFER K-L, ENGERS R, HARTLEB D, STOECKLEIN NH & GABBERT HE (2010) 
PREVALENCE AND HETEROGENEITY OF KRAS, BRAF, AND PIK3CA MUTATIONS IN PRIMARY 
COLORECTAL ADENOCARCINOMAS AND THEIR CORRESPONDING METASTASES. CLIN. CANCER RES. 
16(3): 790–9. 

BARAULT L, CHARON-BARRA C, JOOSTE V, DE LA VEGA MF, MARTIN L, ROIGNOT P, RAT P, 
BOUVIER AM, LAURENT-PUIG P, FAIVRE J, CHAPUSOT C & PIARD F (2008) HYPERMETHYLATOR 
PHENOTYPE IN SPORADIC COLON CANCER: STUDY ON A POPULATION-BASED SERIES OF 582 CASES. 
CANCER RES. 68(20): 8541–8546. 

BARKER N, VAN ES JH, KUIPERS J, KUJALA P, VAN DEN BORN M, COZIJNSEN M, 
HAEGEBARTH A, KORVING J, BEGTHEL H, PETERS PJ, CLEVERS H. (2007) IDENTIFICATION OF STEM 
CELLS IN SMALL INTESTINE AND COLON BY MARKER GENE LGR5. NATURE 449: 1003–1007. 

BATEMAN AC (2014) PATHOLOGY OF SERRATED COLORECTAL LESIONS. J. CLIN. PATHOL. 1–
10.  

BATLLE E, HENDERSON JT, BEGHTEL H, VAN DEN BORN MM, SANCHO E, HULS G, MEELDIJK 
J, ROBERTSON J, VAN DE WETERING M, PAWSON T, CLEVERS H (2002) BETA-CATENIN AND TCF 
MEDIATE CELL POSITIONING IN THE INTESTINAL 
EPITHELIUM BY CONTROLLING THE EXPRESSION OF EPHB/EPHRINB. CELL. 111(2):251-63.  



165 
 

BAUER VP & PAPACONSTANTINOU HT (2008) MANAGEMENT OF SERRATED ADENOMAS 
AND HYPERPLASTIC POLYPS. CLINICS IN COLON AND RECTAL SURGERY 21(4):273-279. 

BAUER M., SU G, CASPER C., HE R., REHRAUER W AND FRIEDL A. (2010). HETEROGENEITY 
OF GENE EXPRESSION IN STROMAL FIBROBLASTS OF HUMAN BREAST CARCINOMAS AND NORMAL 
BREAST. ONCOGENE 29: 1732-1740. 

BEACHAM DA & CUKIERMAN E (2005) STROMAGENESIS: THE CHANGING FACE OF 
FIBROBLASTIC MICROENVIRONMENTS DURING TUMOR PROGRESSION. SEMIN CANCER BIOL 15: 
329-341. 

BEAUGERIE L & ITZKOWITZ SH (2015) CANCERS COMPLICATING INFLAMMATORY BOWEL 
DISEASE. N. ENGL. J. MED. 372(15): 1441–1452. 

BECK SE & CARETHERS JM. (2007) BMP SUPPRESSES PTEN EXPRESSION VIA RAS/ERK 
SIGNALING. CANCER BIOL THER 6:1313-7. 

BECK SE, JUNG BH, DEL ROSARIO E, GOMEZ J, CARETHERS JM. (2007) BMP-INDUCED 
GROWTH SUPPRESSION IN COLON CANCER CELLS IS MEDIATED BY P21WAF1 STABILIZATION AND 
MODULATED BY RAS/ERK. CELL SIGNAL  19:1465- 72. 

BENVENUTI S, SARTORE-BIANCHI A, DI NICOLANTONIO F, ZANON C, MORONI M, VERONESE 
S, SIENA S & BARDELLI A (2007) ONCOGENIC ACTIVATION OF THE RAS/RAF SIGNALING 
PATHWAY IMPAIRS THE RESPONSE OF METASTATIC COLORECTAL CANCERS TO ANTI-EPIDERMAL 
GROWTH FACTOR RECEPTOR ANTIBODY THERAPIES. CANCER RES. 67(6): 2643–2648. 

BERTAGNOLLI MM, REDSTON M, COMPTON CC, NIEDZWIECKI D, MAYER RJ, GOLDBERG 
RM, COLACCHIO TA, SALTZ LB & WARREN RS (2011) MICROSATELLITE INSTABILITY AND LOSS OF 
HETEROZYGOSITY AT CHROMOSOMAL LOCATION 18Q: PROSPECTIVE EVALUATION OF BIOMARKERS 
FOR STAGES II AND III COLON CANCER--A STUDY OF CALGB 9581 AND 89803. J. CLIN. ONCOL. 
29(23): 3153–3162. 

BERTRAND FE, ANGUS CW, PARTIS WJ & SIGOUNAS G (2012). DEVELOPMENTAL 
PATHWAYS IN COLON CANCER: CROSSTALK BETWEEN WNT, BMP, HEDGEHOG AND NOTCH. CELL 
CYCLE, 11(23), 4344–4351.  

BETTINGTON M, WALKER N, CLOUSTON A, BROWN I, LEGGETT B & WHITEHALL V (2013) 
THE SERRATED PATHWAY TO COLORECTAL CARCINOMA: CURRENT CONCEPTS AND CHALLENGES. 
HISTOPATHOLOGY 62(3): 367–86. 

BETTINGTON M, WALKER N, ROSTY C, BROWN I, CLOUSTON A, MCKEONE D, PEARSON SA, 
KLEIN K, LEGGETT B & WHITEHALL V (2016) SERRATED TUBULOVILLOUS ADENOMA OF THE LARGE 
INTESTINE. HISTOPATHOLOGY 68(4): 578–587. 



166 
 

BETTINGTON ML, WALKER NI, ROSTY C, BROWN IS, CLOUSTON AD, MCKEONE DM, 
PEARSON S-A, KLEIN K, LEGGETT B A & WHITEHALL VL (2014A) A CLINICOPATHOLOGICAL AND 
MOLECULAR ANALYSIS OF 200 TRADITIONAL SERRATED ADENOMAS. MOD. PATHOL. 28(3): 1–14. 

BETTINGTON M, WALKER N, ROSTY C, BROWN I, CLOUSTON A, WOCKNER L, WHITEHALL V 
& LEGGETT B (2014B) CRITICAL APPRAISAL OF THE DIAGNOSIS OF THE SESSILE SERRATED 
ADENOMA. AM. J. SURG. PATHOL. 38(2): 158–66. 

BEULING E, BAFFOUR-AWUAH NY, STAPLETON KA, ARONSON BE, NOAH TK, SHROYER NF, 
DUNCAN SA, FLEET JC, KRASINSKI SD. (2011) GATA FACTORS REGULATE PROLIFERATION, 
DIFFERENTIATION, AND GENE EXPRESSION IN SMALL INTESTINE OF MATURE MICE. 
GASTROENTEROLOGY.140:1219–1229. 

BHOWMICK NA, NEILSON EG & MOSES HL (2004) STROMAL FIBROBLASTS IN CANCER 
INITIATION AND PROGRESSION. NATURE 432, 332–337.  

BISSELL, M.J., HALL, H.G., PARRY, G., (1982) HOW DOES THE EXTRACELLULAR MATRIX 
DIRECT GENE EXPRESSION? J. THEOR. BIOL. 99, 31E68. 

BISSELL MJ, RADISKY DC, RIZKI A, WEAVER VM, PETERSEN OW (2002) THE ORGANIZING 
PRINCIPLE: MICROENVIRONMENTAL INFLUENCES IN THE NORMAL AND MALIGNANT BREAST. 
DIFFERENTIATION 70:537–546.  

BISSELL MJ & HINES WC (2011) WHY DON’T WE GET MORE CANCER? A PROPOSED ROLE OF 
THE MICROENVIRONMENT IN RESTRAINING CANCER PROGRESSION. NAT. MED. 17, 320E329. 

BISWAS, S., DAVIS, H., IRSHAD, S., SANDBERG, T., WORTHLEY, D., & LEEDHAM, S. (2015). 
MICROENVIRONMENTAL CONTROL OF STEM CELL FATE IN INTESTINAL HOMEOSTASIS AND 
DISEASE. THE JOURNAL OF PATHOLOGY, 237(2), 135–145.  

BOGAERT J & PRENEN H (2014) MOLECULAR GENETICS OF COLORECTAL CANCER. ANN. 
GASTROENTEROL. Q. PUBL. HELL. SOC. GASTROENTEROL. 27(1): 9–14. 

BÖHM B, SCHWENK W, HUCKE H & STOCK W (1993) DOES METHODIC LONG-TERM 
FOLLOW-UP AFFECT SURVIVAL AFTER CURATIVE RESECTION OF COLORECTAL CARCINOMA? DIS. 
COLON RECTUM 36(3): 280–6. 

BOLAND CR & GOEL A (2010) MICROSATELLITE INSTABILITY IN COLORECTAL CANCER. 
GASTROENTEROLOGY 138(6): 2073–2087.E3. 

BOLAND RC, THIBODEAU SN, HAMILTON SR, SIDRANSKY D, ESHLEMAN JR, BURT RW, 
MELTZER SJ, RODRIGUEZ-BIGAS MA, RICCARDO F, RANZANI GN & SRIVASTAVA S (1998) A 
NATIONAL CANCER INSTITUTE WORKSHOP ON MICROSATELLITE INSTABILITY FOR CANCER 



167 
 

DETECTION AND FAMILIAL PREDISPOSITION: DEVELOPMENT OF INTERNATIONAL CRITERIA FOR THE 
DETERMINATION OF MICROSATELLITE INSTABILITY IN COLORECTAL CANCER. INTERPRET. A J. BIBLE 
THEOL. 58(22): 5248–5257. 

BONASIO R, TU S & REINBERG D (2010) MOLECULAR SIGNALS OF EPIGENETIC STATES. 
SCIENCE 330(6004): 612–616. 

BOND C, UMAPATHY A, RAMSNES I, GRECO S, ZHEN ZHAO Z, MALLITT K, BUTTENSHAW R, 
MONTGOMERY G, LEGGETT B & WHITEHALL V (2012) P53 MUTATION IS COMMON IN 
MICROSATELLITE STABLE, BRAF MUTANT COLORECTAL CANCERS. INT. J. CANCER 130(7): 1567–
76. 

BOPARAI KS, DEKKER E, VAN EEDEN S, POLAK MM, BARTELSMAN JF, MATHAUS-VLIEGEN 
EM, KELLER JJ & VAN NOESEL CJ (2008) HYPERPLASTIC POLYPS AND SESSILE SERRATED 
ADENOMAS AS A PHENOTYPIC EXPRESSION OF MYH-ASSOCIATED POLYPOSIS. GASTROENTEROLOGY 
135(6): 2014–8. 

BOPARAI KS, MATHUS-VLIEGEN EMH, KOORNSTRA JJ, NAGENGAST FM, VAN LEERDAM M, 
VAN NOESEL CJM, HOUBEN M, CATS A, VAN HEST LP, FOCKENS P & DEKKER E (2010) 
INCREASED COLORECTAL CANCER RISK DURING FOLLOW-UP IN PATIENTS WITH HYPERPLASTIC 
POLYPOSIS SYNDROME: A MULTICENTRE COHORT STUDY. GUT 59(8): 1094–100. 

BORDACAHARA B, BARRETA M, TERRIS B, DHOOGEA M, DREANICA J, PRATA F, CORIATA R, 
CHAUSSADEA S (2015) SESSILE SERRATED ADENOMA: FROM IDENTIFICATION TO RESECTION. 
DIGESTIVE AND LIVER DISEASE 47 95–102. 

BÖRGER M, GOSENS M, JEUKEN J, VAN KEMPEN L, VAN DE VELDE C, VAN KRIEKEN J & 
NAGTEGAAL I (2007) SIGNET RING CELL DIFFERENTIATION IN MUCINOUS COLORECTAL CARCINOMA. 
J. PATHOL. 212: 278–286. 

BOS JL, FEARON ER, HAMILTON SR, VERLAAN-DE VRIES M, VAN BOOM JH, VAN DER EB AJ 
& VOGELSTEIN B (1987) PREVALENCE OF RAS GENE MUTATIONS IN HUMAN COLORECTAL 
CANCERS. NATURE 327(6120): 293–297. 

BOSMA FT, DE BRUINE A, FLOHIL C, VAN DER WURFF A, KATE JT & DINJENS WWM. 
(1993) EPITHELIAL-STROMAL INTERACTIONS IN COLON CANCER. INT. J. DEV. BIOL. 37: 203-211. 

BOTTERI E, IODICE S, BAGNARDI V, RAIMONDI S, LOWENFELS A & MAISONNEUVE P (2008) 
SMOKING AND COLORECTAL CANCER. J. AM. MED. ASSOC. 300(23): 2765–2778. 

BRABLETZ T, JUNG A, DAG S, HLUBEK F, KIRCHNER T. (1999) BETACATENIN REGULATES THE 
EXPRESSION OF THE MATRIX METALLOPROTEINASE-7 IN HUMAN COLORECTAL CANCER. AM J 
PATHOL 155:1033-8. 



168 
 

BRADBURY K, APPLEBY P & KEY T (2014) FRUIT, VEGETABLE, AND FIBER INTAKE IN RELATION 
TO CANCER RISK: FINDINGS FROM THE EUROPEAN PROSPECTIVE INVESTIGATION INTO CANCER AND 
NUTRITION (EPIC). AM. J. CLIN. NUTR. BRONNER C, BAKER S, MORRISON P, WARREN G, SMITH 
L, LESCOE M, KANE M, EARABINO C, LIPFORD J, LINDBLOM A, TANNERGÅRD P, BOLLAG R, 
GODWIN A, WARD D, NORDENSKJÖLD M, FISHEL R, KOLODNER R & LISKAY R (1994) MUTATION 
IN THE DNA MISMATCH REPAIR GENE HOMOLOGUE HMLH1 IS ASSOCIATED WITH HEREDITARY 
NON-POLYPOSIS COLON CANCER. NATURE 368(6468): 258–61. 

BRONNER CE, BAKER SM, MORRISON PT, , WARREN G, SMITH LG, LESCOE MK, KANE M, 
EARABINO C, LIPFORD J, LINDBLOM A, TANNERGÅRD P, BOLLAG RJ, GODWIN AR, WARD 
DC, NORDENSKJOLD M, FISHEL R, KOLODNER R & LISKAY RM (1994) MUTATION IN THE 
DNA MISMATCH REPAIR GENE HOMOLOGUE HMLH1 IS ASSOCIATED WITH HEREDITARY NON-
POLYPOSIS COLON CANCER. NATURE 368:258–261. 

BRONZERT DA, PANTAZIS P, ANTONIADES HN, KASID A, DAVIDSON N, DICKSON RB, AND 
LIPPMAN ME. (1987) SYNTHESIS AND SECRETION OF PLATELET-DERIVED GROWTH FACTOR BY 
HUMAN BREAST CANCER CELL LINES. PROC NATL ACAD SCI U S A 84:5763-5767. 

BRUNDULA V, REWCASTLE NB, METZ LM, BERNARD CC, YONG VW. (2002) TARGETING 
LEUKOCYTE MMPS AND TRANSMIGRATION: MINOCYCLINE AS A POTENTIAL THERAPY FOR MULTIPLE 
SCLEROSIS. BRAIN. 125:1297– 1308.  

BUCALA R, RITCHLIN C, WINCHESTER R, CERAMI A. (1991) CONSTITUTIVE PRODUCTION OF 
INFLAMMATORY AND MITOGENIC CYTOKINES BY RHEUMATOID SYNOVIAL FIBROBLASTS. J EXP 
MED.; 173:569–574. 

BUCHANAN DD, SWEET K, DRINI M, JENKINS MA, WIN AK, GATTAS M, WALSH MD, 
CLENDENNING M, MCKEONE D, WALTERS R, ROBERTS A, YOUNG A, HAMPEL H, HOPPER JL, 
GOLDBLATT J, GEORGE J, SUTHERS GK, PHILLIPS K, YOUNG GP, CHOW E, PARRY S, WOODALL S, 
TUCKER K, MUIR A, FIELD M, GREENING S, GALLINGER S, GREEN J, WOODS MO, SPAETGENS R, 
DE LA CHAPELLE A, MACRAE F, WALKER NI, JASS JR & YOUNG JP (2010) PHENOTYPIC DIVERSITY 
IN PATIENTS WITH MULTIPLE SERRATED POLYPS: A GENETICS CLINIC STUDY. INT. J. COLORECTAL 
DIS. 25(6): 703–712. 

BUCKLEY CD, PILLING D, LORD JM, AKBAR AN, SCHEEL-TOELLNER D, SALMON M. (2001) 
FIBROBLASTS REGULATE THE SWITCH FROM ACUTE RESOLVING TO CHRONIC PERSISTENT 
INFLAMMATION. TRENDS IMMUNOL. 22:199–204.  

BUDA A, DE BONA M, DOTTI I, PISELLI P, ZABEO E, BARBAZZA R, BELLUMAT A, VALIANTE F, 
NARDON E, PROBERT CS, PIGNATELLI M, STANTA G, STURNIOLO GC & DE BONI M (2012) 
PREVALENCE OF DIFFERENT SUBTYPES OF SERRATED POLYPS AND RISK OF SYNCHRONOUS 



169 
 

ADVANCED COLORECTAL NEOPLASIA IN AVERAGE-RISK POPULATION UNDERGOING FIRST-TIME 
COLONOSCOPY. CLIN. TRANSL. GASTROENTEROL. 3(1): E6. 

BUESS M, NUYTEN DS, HASTIE T, NIELSEN T, PESICH R, AND BROWN PO. (2007) 
CHARACTERIZATION OF HETEROTYPIC INTERACTION EFFECTS IN VITRO TO DECONVOLUTE GLOBAL 
GENE EXPRESSION PROFILES IN CANCER. GENOME BIOL 8: R191. 

BULLER NV, ROSEKRANS SL, WESTERLUND J, VAN DEN BRINK GR (2012) HEDGEHOG 
SIGNALING AND MAINTENANCE OF HOMEOSTASIS IN THE INTESTINAL EPITHELIUM. PHYSIOLOGY 
(BETHESDA) 27: 148-155.  

BURGESS AW, FAUX MC, LAYTON MJ, RAMSAY RG (2011) WNT SIGNALING AND COLON 
TUMORIGENESIS--A VIEW FROM THE PERIPHERY. EXP CELL RES 317:2748-58. 

BURNETT-HARTMAN AN, NEWCOMB PA, PHIPPS AI, PASSARELLI MN., GRADY WM, UPTON 
MP, POTTER JD (2012) COLORECTAL ENDOSCOPY, ADVANCED ADENOMAS, AND SESSILE SERRATED 
POLYPS: IMPLICATIONS FOR PROXIMAL COLON CANCER. THE AMERICAN JOURNAL OF 
GASTROENTEROLOGY 107 (8):1213-1219.  

BURNETT-HARTMAN AN, NEWCOMB PA, POTTER JD, PASSARELLI MN, PHIPPS AI, 
WURSCHER MA, GRADY WM, ZHU L-C, UPTON MP & MAKAR KW (2013) GENOMIC 
ABERRATIONS OCCURRING IN SUBSETS OF SERRATED COLORECTAL LESIONS BUT NOT CONVENTIONAL 
ADENOMAS. CANCER RES. 73(9): 2863–72. 

CALON A, LONARDO E, BERENGUER-LLERGO A, ESPINET E, HERNANDO-MOMBLONA X, 
IGLESIAS M, SEVILLANO M, PALOMO-PONCE S, TAURIELLO DV, BYROM D, CORTINA C, MORRAL 
C, BARCELÓ C, TOSI S, RIERA A, ATTOLINI CS, ROSSELL D, SANCHO E, BATLLE E (2015) STROMAL 
GENE EXPRESSION DEFINES POOR-PROGNOSIS SUBTYPES IN COLORECTAL CANCER. NAT GENET. 
47(4):320-9.  

CALVERT PM & FRUCHT H. (2002) THE GENETICS OF COLORECTAL CANCER. ANN INTERN 
MED 137:603–612. 

CAMPBELL I, POLYAK K, HAVIV I. (2009) CLONAL MUTATIONS IN THE CANCER-ASSOCIATED 
FIBROBLASTS: THE CASE AGAINST GENETIC COEVOLUTION. CANCER RES. 69(17):6765–6769.  

CARR NJ, MAHAJAN H, TAN KL, HAWKINS NJ & WARD RL (2009) SERRATED AND NON-
SERRATED POLYPS OF THE COLORECTUM: THEIR PREVALENCE IN AN UNSELECTED CASE SERIES AND 
CORRELATION OF BRAF MUTATION ANALYSIS WITH THE DIAGNOSIS OF SESSILE SERRATED 
ADENOMA. J. CLIN. PATHOL. 62(6): 516–8. 

CARVAJAL-CARMONA LG, HOWARTH KM, LOCKETT M, POLANCO-ECHEVERRY GM, VOLIKOS 
E, GORMAN M, BARCLAY E, MARTIN L, JONES AM, SAUNDERS B, GUENTHER T, DONALDSON A, 



170 
 

PATERSON J, FRAYLING I, NOVELLI M, PHILLIPS R, THOMAS HJW, SILVER A, ATKIN W & 
TOMLINSON IPM (2007) MOLECULAR CLASSIFICATION AND GENETIC PATHWAYS IN HYPERPLASTIC 
POLYPOSIS SYNDROME. J. PATHOL. 212: 378–385. 

CASTOR, C. W., WILSON, S. M., HEISS, P. R. & SEIDMAN, J. C. (1979). ACTIVATION OF 
LUNG CONNECTIVE TISSUE CELLS IN VITRO. AM. REV. RESPIR. DIS. 120, 101–106 . 

CENTER MM, JEMAL A, SMITH RA & WARD E (2009) WORLDWIDE VARIATIONS IN 
COLORECTAL CANCER. A CANCER J. CLIN. 59(6): 366–378.  

CHANG HY, CHI JT, DUDOIT S, BONDRE C, VAN DE RIJN M, BOTSTEIN D, BROWN PO (2002) 
DIVERSITY, TOPOGRAPHIC DIFFERENTIATION, AND POSITIONAL MEMORY IN HUMAN FIBROBLASTS. 
PROC. NATL ACAD. SCI. USA 99, 12877–12882.  

CHANG HY, SNEDDON JB, ALIZADEH AA, SOOD R, WEST RB, MONTGOMERY K, CHI JT, VAN 
DE RIJN M, BOTSTEIN D, BROWN PO (2004) GENE EXPRESSION SIGNATURE OF FIBROBLAST 
SERUM RESPONSE PREDICTS HUMAN CANCER PROGRESSION: SIMILARITIES BETWEEN TUMORS AND 
WOUNDS. PLOS BIOL 2:E7. 

CHAPPELL WH, STEELMAN LS, LONG JM, KEMPF RC, ABRAMS SL, FRANKLIN RA, BÄSECKE J, 
STIVALA F, DONIA M, FAGONE P, MALAPONTE G, MAZZARINO MC, NICOLETTI F, LIBRA M, 
MAKSIMOVIC-IVANIC D, MIJATOVIC S, MONTALTO G, CERVELLO M, LAIDLER P, MILELLA M, 
TAFURI A, BONATI A, EVANGELISTI C, COCCO L, MARTELLI AM, MCCUBREY JA. (2011) 
RAS/RAF/MEK/ERK AND PI3K/PTEN/AKT/MTOR INHIBITORS: RATIONALE AND IMPORTANCE 
TO INHIBITING THESE PATHWAYS IN HUMAN HEALTH. ONCOTARGET  2:135-64. 

CHEN, L.; QU, C.; CHEN, H.; XU, L.; QI, Q.; LUO, J.;WANG, K.; MENG, Z.; CHEN, Z.;WANG, 
P,  LIU.L (2014) CHINESE HERBAL MEDICINE SUPPRESSES INVASION-PROMOTING CAPACITY OF 
CANCER-ASSOCIATED FIBROBLASTS IN PANCREATIC CANCER. PLOS ONE, 9, E96177.  

CHEN X, STOECK A, LEE SJ, SHIH IEM, WANG MM, WANG T-L. (2010) JAGGED1 
EXPRESSION REGULATED BY NOTCH3 AND WNT/Β-CATENIN SIGNALING PATHWAYS IN OVARIAN 
CANCER. ONCOTARGET 1:210-8. 

CHEN X, LIAO J, LU Y, DUAN X, SUN W. (2011) ACTIVATION OF THE PI3K/AKT PATHWAY 
MEDIATES BONE MORPHOGENETIC PROTEIN 2-INDUCED INVASION OF PANCREATIC CANCER CELLS 
PANC-1. PATHOL ONCOL RES 17:257-61. 

CHOW E, LIPTON L, LYNCH E, D’SOUZA R, ARAGONA C, HODGKIN L, BROWN G, WINSHIP I, 
BARKER M, BUCHANAN D, COWIE S, NASIOULAS S, DU SART D, YOUNG J, LEGGETT B, JASS J & 
MACRAE F (2006) HYPERPLASTIC POLYPOSIS SYNDROME: PHENOTYPIC PRESENTATIONS AND THE 
ROLE OF MBD4 AND MYH. GASTROENTEROLOGY 131(1): 30–9. 



171 
 

CHRISTIANSEN JJ & RAJASEKARAN AK (2006) REASSESSING EPITHELIAL TO MESENCHYMAL 
TRANSITION AS A PREREQUISITE FOR CARCINOMA INVASION AND METASTASIS. CANCER RES. 
66(17): 8319–26. 

CICEK MS, LINDOR NM, GALLINGER S, BAPAT B, HOPPER JL, JENKINS M A., YOUNG J, 
BUCHANAN D, WALSH MD, LE MARCHAND L, BURNETT T, NEWCOMB P A., GRADY WM, HAILE 
RW, CASEY G, PLUMMER SJ, KRUMROY L A., BARON J A. & THIBODEAU SN (2011) QUALITY 
ASSESSMENT AND CORRELATION OF MICROSATELLITE INSTABILITY AND IMMUNOHISTOCHEMICAL 
MARKERS AMONG POPULATION- AND CLINIC-BASED COLORECTAL TUMORS: RESULTS FROM THE 
COLON CANCER FAMILY REGISTRY. J. MOL. DIAGNOSTICS 13(3): 271–283. 

CIRRI P & CHIARUGI P (2011) REVIEW ARTICLE CANCER ASSOCIATED FIBROBLASTS: THE DARK 
SIDE OF THE COIN. AM J CANCER RES. 1(4):482-497. 

CITARDA F, TOMASELLI G, CAPOCACCIA R, BARCHERINI S & CRESPI M (2001) EFFICACY IN 
STANDARD CLINICAL PRACTICE OF COLONOSCOPIC POLYPECTOMY IN REDUCING COLORECTAL 
CANCER INCIDENCE. GUT 48(6): 812–815. 

CITRONBERG J, KANTOR ED, POTTER JD & WHITE E (2014) A PROSPECTIVE STUDY OF THE 
EFFECT OF BOWEL MOVEMENT FREQUENCY, CONSTIPATION, AND LAXATIVE USE ON COLORECTAL 
CANCER RISK. AM. J. GASTROENTEROL. 109(10): 1640–9. 

CLANCY C, BURKE JP, KALADY MF & COFFEY JC (2013) BRAF MUTATION IS ASSOCIATED 
WITH DISTINCT CLINICOPATHOLOGICAL CHARACTERISTICS IN COLORECTAL CANCER: A SYSTEMATIC 
REVIEW AND META-ANALYSIS. COLORECTAL DIS. 15(12): E711–8. 

CLAYTON A, EVANS RA, PETTIT E, HALLETT M, WILLIAMS JD, STEADMAN R (1998) 
CELLULAR ACTIVATION THROUGH THE LIGATION OF INTERCELLULAR ADHESION MOLECULE-1. 
JOURNAL OF CELL SCIENCE 111: 443-453. 

CLENDENNING M, YOUNG JP, WALSH MD, WOODALL S, ARNOLD J, JENKINS M, WIN AK, 
HOPPER JL, SWEET K, GALLINGER S, ROSTY C, PARRY S & BUCHANAN DD (2013) GERMLINE 
MUTATIONS IN THE POLYPOSIS-ASSOCIATED GENES BMPR1A, SMAD4, PTEN, MUTYH AND 
GREM1 ARE NOT COMMON IN INDIVIDUALS WITH SERRATED POLYPOSIS SYNDROME. PLOS ONE 
8(6): 4–8. 

COMITO, G.; GIANNONI, E.; SEGURA, C.; BARCELLOS-DE-SOUZA, P.; RASPOLLINI, M.; 
BARONI, G.; LANCIOTTI, M.; SERNI, S.; CHIARUGI, P. (2014) CANCER-ASSOCIATED FIBROBLASTS 
AND M2-POLARIZED MACROPHAGES SYNERGIZE DURING PROSTATE CARCINOMA PROGRESSION. 
ONCOGENE, 33, 2423–2431.  

CONESA-ZAMORA P, GARCÍA-SOLANO J, GARCÍA-GARCÍA F, TURPIN MDC, TRUJILLO-
SANTOS J, TORRES-MORENO D, OVIEDO-RAMÍREZ I, CARBONELL-MUÑOZ R, MUÑOZ-DELGADO 



172 
 

E, RODRIGUEZ-BRAUN E, CONESA A & PÉREZ-GUILLERMO M (2013) EXPRESSION PROFILING 
SHOWS DIFFERENTIAL MOLECULAR PATHWAYS AND PROVIDES POTENTIAL NEW DIAGNOSTIC 
BIOMARKERS FOR COLORECTAL SERRATED ADENOCARCINOMA. INT. J. CANCER 132(2): 297–307. 

CONTI J & THOMAS G. (2011) THE ROLE OF TUMOUR STROMA IN COLORECTAL CANCER 
INVASION AND METASTASIS. CANCERS (BASEL)  3 :2160–8.   

COUSSENS LM & WERB Z (2002) INFLAMMATION AND CANCER. NATURE 420, 860-867.   

CREMOLINI C, DI BARTOLOMEO M, AMATU A, ANTONIOTTI C, MORETTO R & BERENATO R 
(2015) BRAF CODONS 594 AND 596 MUTATIONS IDENTIFY A NEW MOLECULAR SUBTYPE OF 
METASTATIC COLORECTAL CANCER AT FAVORABLE PROGNOSIS. ANN. ONCOL.  

CRISTOFALO VJ & PIGNOLO RJ. (1993) REPLICATIVE SENESCENCE OF HUMAN FIBROBLAST-
LIKE CELLS IN CULTURE. PHYSIOL REV 73:617–38. 

CRISTOFALO VJ, VOLKER C, FRANCIS MK, TRESINI M. (1998) AGE-DEPENDENT 
MODIFICATIONS OF GENE EXPRESSION IN HUMAN FIBROBLASTS. CRIT REV EUKARYOT GENE EXPR 
8:43– 80. 

CRIVELLATO CE, FINATO N, ISOLA M, PANDOLFI M, RIBATTI D, BELTRAMI CA. 
(2006)  NUMBER OF PERICRYPTAL FIBROBLASTS CORRELATES WITH DENSITY OF DISTINCT MAST 
CELL PHENOTYPES IN THE CRYPT LAMINA PROPRIA OF HUMAN DUODENUM: IMPLICATIONS FOR THE 
HOMEOSTASIS OF VILLOUS ARCHITECTURE. ANAT REC A DISCOV MOL CELL EVOL BIOL 288:593–
600.  

CROCE C.M. (2008) ONCOGENES AND CANCER. N. ENGL. J. MED., 358, 502–511. 

CUNNINGHAM D, HUMBLET Y, SIENA S, KHAYAT D, BLEIBERG H, SANTORO A, BETS D, 
MUESER M, HARSTRICK A, VERSLYPE C, CHAU I & VAN CUTSEM E (2004) CETUXIMAB 
MONOTHERAPY AND CETUXIMAB PLUS IRINOTECAN IN IRINOTECAN-REFRACTORY METASTATIC 
COLORECTAL CANCER. N. ENGL. J. MED. 351(4): 337–345. 

CURADO MP (2011) BREAST CANCER IN THE WORLD: INCIDENCE AND MORTALITY. SALUD 
PÚBLICA DE MÉXICO, 53(5), 372-384.  

CURTIS C, SHAH SP, CHIN SF, TURASHVILI G, RUEDA OM, DUNNING MJ, SPEED D, LYNCH 
AD, SAMARAJIWA S, YUAN Y, GRÄF S, HA G, HAFFARI G, BASHASHATI A, RUSSELL R, MCKINNEY 
S, LANGERØD A, GREEN A, PROVENZANO E, WISHART G, PINDER S, WATSON P, MARKOWETZ F, 
MURPHY L,  ELLIS I, PURUSHOTHAM A, BORRESEN-DALE A, BRENTON JD, TAVARÉ S, CALDAS C & 
APARICIO S (2012) THE GENOMIC AND TRANSCRIPTOMIC ARCHITECTURE OF 2,000 BREAST 
TUMOURS REVEALS NOVEL SUBGROUPS. NATURE, 486(7403), 346–352.  



173 
 

DAHLIN AM, PALMQVIST R, HENRIKSSON ML, JACOBSSON M, EKLÖF V, RUTEGÅRD J, ÖBERG 
Å & VAN GUELPEN BR (2010) THE ROLE OF THE CPG ISLAND METHYLATOR PHENOTYPE IN 
COLORECTAL CANCER PROGNOSIS DEPENDS ON MICROSATELLITE INSTABILITY SCREENING STATUS. 
CLIN. CANCER RES. 16(6): 1845–1855. 

DAVIES H, BIGNELL GR, COX C, STEPHENS P, EDKINS S, CLEGG S, TEAGUE J, WOFFENDIN H, 
GARNETT MJ, BOTTOMLEY W, DAVIS N, DICKS E, EWING R, FLOYD Y, GRAY K, HALL S, HAWES R, 
HUGHES J, KOSMIDOU V, MENZIES A, MOULD C, PARKER A, STEVENS C, WATT S, HOOPER S, 
WILSON R, JAYATILAKE H, GUSTERSON BA, COOPER C, SHIPLEY J, HARGRAVE D, PRITCHARD-
JONES K, MAITLAND N, CHENEVIX-TRENCH G, RIGGINS GJ, BIGNER DD, PALMIERI G, COSSU A, 
FLANAGAN A, NICHOLSON A, HO JWC, LEUNG SY, YUEN ST, WEBER BL, SEIGLER HF, DARROW 
TL, PATERSON H, MARAIS R, MARSHALL CJ, WOOSTER R, STRATTON MR & FUTREAL PA (2002) 
MUTATIONS OF THE BRAF GENE IN HUMAN CANCER. NATURE 417(6892): 949–954. 

DAVIS H, IRSHAD S, BANSAL M, RAFFERTY H, BOITSOVA T, BARDELLA C, JAEGER E, LEWIS A, 
FREEMAN-MILLS L, GINER FC, RODENAS-CUADRADO P, MALLAPPA S, CLARK S, THOMAS H, 
JEFFERY R, POULSOM R, RODRIGUEZ-JUSTO M, NOVELLI M, CHETTY R, SILVER A, SANSOM OJ, 
GRETEN FR, WANG LM, EAST JE, TOMLINSON I & LEEDHAM SJ (2015) ABERRANT EPITHELIAL 
GREM1 EXPRESSION INITIATES COLONIC TUMORIGENESIS FROM CELLS OUTSIDE THE STEM CELL 
NICHE. NAT. MED. 21(1): 62–70. 

DE BOECK A, HENDRIX A, MAYNARD D, VAN BOCKSTAL M, DANIELS A, PAUWELS P, 
GESPACH C, BRACKE M, DE WEVER O. (2013) DIFFERENTIAL SECRETOME ANALYSIS OF CANCER-
ASSOCIATED FIBROBLASTS AND BONE MARROW-DERIVED PRECURSORS TO IDENTIFY 
MICROENVIRONMENTAL REGULATORS OF COLON CANCER  PROGRESSION.PROTEOMICS 13:379–
88.  

DES GUETZ G, UZZAN B, MORERE J-F, PERRET G & NICOLAS P (2010) DURATION OF 
ADJUVANT CHEMOTHERAPY FOR PATIENTS WITH NON-METASTATIC COLORECTAL CANCER. 
COCHRANE DATABASE SYST. REV. (1): CD007046. 

DE HAAN MC, PICKHARDT PJ & STOKER J (2015) CT COLONOGRAPHY: ACCURACY, 
ACCEPTANCE, SAFETY AND POSITION IN ORGANISED POPULATION SCREENING. GUT 64(2): 342–
350. 

DE LAU W, BARKER N, LOW TY, KOO BK, LI VS, TEUNISSEN H, KUJALA P, HAEGEBARTH A, 
PETERS PJ, VAN DE WETERING M, STANGE DE, VAN ES JE, GUARDAVACCARO D, SCHASFOORT 
RB, MOHRI Y, NISHIMORI K, MOHAMMED S, HECK AJ, CLEVERS H. (2011) LGR5 HOMOLOGUES 
ASSOCIATE WITH WNT RECEPTORS AND MEDIATE R-SPONDIN SIGNALLING. NATURE 476:293–
297.  



174 
 

DENK PO, HOPPE J, HOPPE V, AND KNORR M. (2003) FFECT OF GROWTH FACTORS ON THE 
ACTIVATION OF HUMAN TENON'S CAPSULE FIBROBLASTS. CURR EYE RES 27: 35-44. 

DESMOULIERE A, CHAPONNIER C, GABBIANI G (2005) TISSUE REPAIR, CONTRACTION, AND 
THE MYOFIBROBLAST. WOUND REPAIR REGEN 13:7–12 

DESMOULIERE A, REDARD M, DARBY I, AND GABBIANI G. (1995) APOPTOSIS MEDIATES THE 
DECREASE IN CELLULARITY DURING THE TRANSITION BETWEEN GRANULATION TISSUE AND SCAR. AM 
J PATHOL. 146:56-66. 

DE SOUSA EMF, WANG X, JANSEN M, FESSLER E, TRINH A, DE ROOIJ APMH, DE JONG JH, 
DE BOER OJ, VAN LEERSUM R, BIJLSMA MF, RODERMOND H, VAN DER HEIJDEN M, VAN NOESEL 
CJM, TUYNMAN JB, DEKKER E, MARKOWETZ F, MEDEMA JP & LOUIS VERMEULEN (2013) 
POOR-PROGNOSIS COLON CANCER IS DEFINED BY A MOLECULARLY DISTINCT SUBTYPE AND 
DEVELOPS FROM SERRATED PRECURSOR LESIONS. NAT. MED. 19, 614-618.  

DE WEVER O.& MAREEL M. (2003) ROLE OF TISSUE STROMA IN CANCER CELL INVASION, J. 
PATHOL. 200 429–447. 

DE WEVER O; DEMETTER P; MAREEL M & BRACKE M (2008) STROMAL MYOFIBROBLASTS 
ARE DRIVERS OF INVASIVE CANCER GROWTH. INT. J. CANCER. 123, 2229-2238. 

DE WO & MAREEL M. (2003) ROLE OF TISSUE STROMA IN CANCER CELL INVASION. J PATHOL 
200(4):429-447. 

DE WO, DEMETTER P, MAREEL M, AND BRACKE M. (2008) STROMAL MYOFIBROBLASTS ARE 
DRIVERS OF INVASIVE CANCER GROWTH. INT J CANCER 123: 2229- 2238. 

DHILLON AS, HAGAN S, RATH O & KOLCH W (2007) MAP KINASE SIGNALLING PATHWAYS IN 
CANCER. ONCOGENE 26(22): 3279–90. 

DIENSTMANN R, GUINNEY J, DELORENZI M, DE REYNIES A, ROEPMAN P, SADANANDAM A, 
VERMEULEN L, SCHLICKER A, MISSIAGLIA E, SONESON C, MARISA L, HOMICSKO K, WANG X, 
SIMON I, LAURENT-PUIG P, WESSELS LFA, MEDEMA JP, KOPETZ S, FRIEND SH, TEJPAR S (2014) 
COLORECTAL CANCER SUBTYPING CONSORTIUM (CRCSC) IDENTIFICATION OF A CONSENSUS OF 
MOLECULAR SUBTYPES. J. CLIN. ONCOL. 32:5S.  

DIGNASS AU & STURM A. (2001) PEPTIDE GROWTH FACTORS IN THE INTESTINE. EUR J 
GASTROENTEROL HEPATOL 13:763–770.  

DI NICOLANTONIO F, MARTINI M, MOLINARI F, SARTORE-BIANCHI A, ARENA S, SALETTI P, 
DE DOSSO S, MAZZUCCHELLI L, FRATTINI M, SIENA S & BARDELLI A (2008) WILD-TYPE BRAF IS 



175 
 

REQUIRED FOR RESPONSE TO PANITUMUMAB OR CETUXIMAB IN METASTATIC COLORECTAL CANCER. 
J. CLIN. ONCOL. 26(35): 5705–5712. 

DIREKZE NC, HODIVALA-DILKE K, JEFFERY R, HUNT T, POULSOM R, OUKRIF D,  ALISON MR, 
WRIGHT NA. (2004) BONE MARROW CONTRIBUTION TO TUMOR-ASSOCIATED MYOFIBROBLASTS 
AND FIBROBLASTS. CANCER RES 64:8492–5.  

DOHI, O.; OHTANI, H.; HATORI, M.; SATO, E.; HOSAKA, M.; NAGURA, H.; ITOI, E.; 
KOKUBUN, S. (2009) HISTOGENESIS-SPECIFIC EXPRESSION OF FIBROBLAST ACTIVATION PROTEIN 
AND DIPEPTIDYLPEPTIDASE-IV IN HUMAN BONE AND SOFT TISSUE TUMOURS. HISTOPATHOLOGY 55, 
432–440.  

DONG S, LEE E, JEON E, PARK C & KIM K (2005) PROGRESSIVE METHYLATION DURING THE 
SERRATED NEOPLASIA PATHWAY OF THE COLORECTUM. MOD. PATHOL. 18(2): 170–8. 

DRINI M, WONG NC, SCOTT HS, CRAIG JM, DOBROVIC A, HEWITT C A., DOW C, YOUNG JP, 
JENKINS MA, SAFFERY R & MACRAE FA (2011) INVESTIGATING THE POTENTIAL ROLE OF GENETIC 
AND EPIGENETIC VARIATION OF DNA METHYLTRANSFERASE GENES IN HYPERPLASTIC POLYPOSIS 
SYNDROME. PLOS ONE 6(2). 

DROY-DUPRÉ L, KÜRY S, CORON E, BÉZIEAU S, LABOISSE CL & MOSNIER J-F (2014) 
REAPPRAISAL OF THE SO-CALLED “VILLOUS TUMOURS” OF THE RECTOSIGMOID, BASED ON 
HISTOLOGICAL, IMMUNOHISTOCHEMICAL AND GENOTYPIC FEATURES. UNITED EUR. 
GASTROENTEROL. J. 2(4): 307–14. 

DUKAS L, WILLETT WC, COLDITZ GA, FUCHS CS, ROSNER B & GIOVANNUCCI EL (2000) 
PROSPECTIVE STUDY OF BOWEL MOVEMENT , LAXATIVE USE , AND RISK OF COLORECTAL CANCER 
AMONG WOMEN. AM. J. EPIDEMIOL. 151(10): 958–964. 

DUKES CE (1932) THE CLASSIFICATION OF CANCER OF THE RECTUM. J. PATHOL. BACTERIOL. 
35(3): 323– 332. 

D’SOUZA B, MIYAMOTO A, WEINMASTER G. (2008) THE MANY FACETS OF NOTCH LIGANDS. 
ONCOGENE 27:5148-67.  

DUVALL M (1879) ATLAS D’EMBRYOLOGIE (MASSON, PARIS).  

DVORAK HF (1986) N. ENGL. J. MED. 315, 1650–1659. 

DYSON T & DRAGANOV P V (2009) SQUAMOUS CELL CANCER OF THE RECTUM. WORLD J. 
GASTROENTEROL. 15(35): 4380. 



176 
 

EAST JE, SUZUKI N, STAVRINIDIS M, GUENTHER T, THOMAS HJW& SAUNDERS BP (2008) 
COLON: NARROW BAND IMAGING FOR COLONOSCOPIC SURVEILLANCE IN HEREDITARY NON-
POLYPOSIS COLORECTAL CANCER. GUT 57:1 65-70. 

EFSTRATIADIS A, SZABOLCS M, KLINAKIS A. (2007) NOTCH, MYC AND BREAST CANCER. CELL 
CYCLE; 6:418- 29. 

EISINGER AL., NADAULD L.D, SHELTON D.N, PETERSON PW., PHELPS RA,  CHIDESTER S, 
STAFFORINI DM, PRESCOTT SM &. JONES DA (2006) THE ADENOMATOUS POLYPOSIS COLI 
TUMOR  SUPPRESSOR GENE REGULATES EXPRESSION OF CYCLOOXYGENASE-2 BY A MECHANISM 
THAT INVOLVES RETINOIC ACID. J. BIOL. CHEM. 281(29):20474–20482. 

EISINGER AL, PRESCOTT S.M., JONES D.A, STAFFORINI DM (2007) THE ROLE OF 
CYCLOOXYGENASE-2 AND PROSTAGLANDINS IN COLON CANCER”, PROSTAGLANDINS OTHER LIPID 
MEDIAT. 82(1–4):147–154. 

EL MARJOU F, JANSSEN KP, CHANG BH, LI M, HINDIE V, CHAN L, LOUVARD D, CHAMBON P, 
METZGER D, ROBINE S. (2004) TISSUE-SPECIFIC AND INDUCIBLE CRE-MEDIATED RECOMBINATION 
IN THE GUT EPITHELIUM. GENESIS 39:186–193.  

ENCYCLOPAEDIA BRITNNICA, INC. 2003. 

ENDO A, KOIZUMI H, TAKAHASHI M, TAMURA T, TATSUNAMI S, WATANABE Y & TAKAGI M 
(2013) A SIGNIFICANT IMBALANCE IN MITOSIS VERSUS APOPTOSIS ACCELERATES THE GROWTH 
RATE OF SESSILE SERRATED ADENOMA/POLYPS. VIRCHOWS ARCH. 462(2): 131–9. 

ENSARI A, BILEZIKÇI B, CARNEIRO F, DOĞUSOY GB, DRIESSEN A, DURSUN A, FLEJOU J-F, 
GEBOES K, DE HERTOGH G, JOURET-MOURIN A, LANGNER C, NAGTEGAAL ID, OFFERHAUS J, 
ORLOWSKA J, RISTIMÄKI A, SANZ-ORTEGA J, SAVAŞ B, SOTIROPOULOU M, VILLANACCI V, 
KURŞUN N & BOSMAN F (2012) SERRATED POLYPS OF THE COLON: HOW REPRODUCIBLE IS THEIR 
CLASSIFICATION? VIRCHOWS ARCH. 461(5): 495–504. 

ESKIOCAK U, KIM SB., LY P, ROIG, AI, BIGLIONE S, KOMUROV K., CORNELIUS C, WRIGHT 
WE, WHITE MA, SHAY JW (2011). FUNCTIONAL PARSING OF DRIVER MUTATIONS IN THE 
COLORECTAL CANCER GENOME REVEALS NUMEROUS SUPPRESSORS OF ANCHORAGE-INDEPENDENT 
GROWTH. CANCER RES. 71, 4359–4365.  

ESTELLER M (2008) EPIGENETICS IN CANCER. N. ENGL. J. MED. 358(11): 1148–59.  

ESTRACH S, AMBLER CA, LO CELSO C, HOZUMI K, WATT FM. (2006) JAGGED 1 IS A BETA-
CATENIN TARGET GENE REQUIRED FOR ECTOPIC HAIR FOLLICLE FORMATION IN ADULT EPIDERMIS. 
DEVELOPMENT 133:4427-38. 



177 
 

EYDEN B (2008) THE MYOFIBROBLAST:PHENOTYPIC CHARACTERIZATION AS A PREREQUISITE 
TO UNDERSTANDING ITS FUNCTIONS IN TRANSLATIONAL MEDICINE. J. CELL. MOL. MED. 12:22–
37.  

FARRIS AB, MISDRAJI J, SRIVASTAVA A, MUZIKANSKY A, DESHPANDE V, LAUWERS GY & 
MINO- KENUDSON M (2008) SESSILE SERRATED ADENOMA: CHALLENGING DISCRIMINATION FROM 
OTHER SERRATED COLONIC POLYPS. AM. J. SURG. PATHOL. 32(1): 30–5. 

FEARNHEAD, N. S., BRITTON, M. P., AND BODMER, W. F. (2001). THE ABC OF APC. HUM. 
MOL. GENET. 10, 721–733. 

FEARON ER (2011) MOLECULAR GENETICS OF COLORECTAL CANCER. ANNU. REV. PATHOL. 6: 
479–507. 

FEARON ER & VOGELSTEIN B (1990) A GENETIC MODEL FOR COLORECTAL TUMORIGENESIS. 
CELL 61(5):759–767. 

FEDIRKO V, TRAMACERE I, BAGNARDI V, ROTA M, SCOTTI L, ISLAMI F, NEGRI E, STRAIF K, 
ROMIEU I, LA VECCHIA C, BOFFETTA P & JENAB M (2011) ALCOHOL DRINKING AND COLORECTAL 
CANCER RISK: AN OVERALL AND DOSE-RESPONSE META-ANALYSIS OF PUBLISHED STUDIES. ANN. 
ONCOL. 22(9): 1958–72. 

FENG B & CHEN L. (2009) REVIEW OF MESENCHYMAL STEM CELLS AND TUMORS: 
EXECUTIONER OR COCONSPIRATOR? CANCER BIOTHER RADIOPHARM 24: 717-721. 

FILIP M, IORDACHE S, SǍFTOIU A & CIUREA T (2011) AUTOFLUORESCENCE IMAGING AND 
MAGNIFICATION ENDOSCOPY. WORLD J. GASTROENTEROL. 17(1): 9–14. 

FISHEL R, LESCOE M, RAO M, COPELAND N, JENKINS N, GARBER J, KANE M & KOLODNER R 
(1993) THE HUMAN MUTATOR GENE HOMOLOG MSH2 AND ITS ASSOCIATION WITH HEREDITARY 
NONPOLYPOSIS COLON CANCER. CELL 75(5): 1027–38. 

FLETCHER CD (2000) DIAGNOSTIC HISTOPATHOLOGY OF TUMORS. 2ND ED.LONDON, 
HARCOURT PUBLISHERS 

FLOOD D, WEISS N, COOK L, EMERSON J, SCHWARTZ S & POTTER J (2000) COLORECTAL 
CANCER INCIDENCE IN ASIAN MIGRANTS TO THE UNITED STATES AND THEIR DESCENDANTS. CANCER 
CAUSES CONTROL 11(5): 403–11. 

FODDE R & BRABLETZ T., (2007) WNT/BETA-CATENIN SIGNALING IN CANCER STEMNESS AND 
MALIGNANT BEHAVIOR. CURR. OPIN. CELL. BIOL. 19 (2):150–158. 



178 
 

FORSBERG AM, KJELLSTRÖM L, AGRÉUS L, NIXON ANDREASSON A, NYHLIN H, TALLEY NJ & 
BJÖRCK E (2012) PREVALENCE OF COLONIC NEOPLASIA AND ADVANCED LESIONS IN THE NORMAL 
POPULATION: A PROSPECTIVE POPULATION-BASED COLONOSCOPY STUDY. SCAND. J. 
GASTROENTEROL. 47(2): 184– 190. 

FOULDS (1969) NEOPLASTIC DEVELOPMENT. LONDON: ACADEMIC PRESS.  

FRE S, BARDIN A, ROBINE S, LOUVARD D. (2011) NOTCH SIGNALING IN INTESTINAL 
HOMEOSTASIS ACROSS SPECIES: THE CASES OF DROSOPHILA, ZEBRAFISH AND THE MOUSE. EXP CELL 
RES 317:2740-7. 

FRE S, HUYGHE M, MOURIKIS P, ROBINE S, LOUVARD D, ARTAVANIS-TSAKONAS S (2005) 
NOTCH SIGNALS CONTROL THE FATE OF IMMATURE PROGENITOR CELLS IN THE INTESTINE. NATURE; 
435:964-968. 

FREDERIKSEN CM, KNUDSEN S, LAURBERG S, ORNTOFT TF. (2003) CLASSIFICATION OF 
DUKES’ B AND C COLORECTAL CANCERS USING EXPRESSION ARRAYS. J CANCER RES CLIN ONCOL 
129:263–271. 

FREEMAN TJ, SMITH JJ, CHEN X, WASHINGTON MK, ROLAND JT, MEANS AL, ESCHRICH SA, 
YEATMAN TJ, DEANE NG, BEAUCHAMP RD (2012) SMAD4-MEDIATED SIGNALING INHIBITS 
INTESTINAL NEOPLASIA BY INHIBITING EXPRESSION OF Β-CATENIN. GASTROENTEROLOGY 142:562-
71, E2. 

FRIEDL P, LOCKER J, SAHAI E & SEGALL JE (2012) CLASSIFYING COLLECTIVE CANCER CELL 
INVASION. NAT. CELL BIOL. 14(8): 777–83. 

FU B, YACHIDA S, MORGAN R, ZHONG Y, MONTGOMERY E A & IACOBUZIO-DONAHUE C A 
(2012) CLINICOPATHOLOGIC AND GENETIC CHARACTERIZATION OF TRADITIONAL SERRATED 
ADENOMAS OF THE COLON. AM. J. CLIN. PATHOL. 138(3): 356–66. 

FUJITA K, YAMAMOTO H, MATSUMOTO T, HIRAHASHI M, GUSHIMA M, KISHIMOTO J, 
NISHIYAMA K, TAGUCHI T, YAO T & ODA Y (2011) SESSILE SERRATED ADENOMA WITH EARLY 
NEOPLASTIC PROGRESSION : A CLINICOPATHOLOGIC AND MOLECULAR STUDY. AM. J. SURG. 
PATHOL. 35(2): 295–304. 

FUXE J, VINCENT T, GARCIA DE HERREROS A. (2010) TRANSCRIPTIONAL CROSSTALK BETWEEN 
TGF-Β AND STEM CELL PATHWAYS IN TUMOR CELL INVASION: ROLE OF EMT PROMOTING SMAD 
COMPLEXES. CELL CYCLE 9:2363-74. 

GABBIANI G, RYAN GB & MAINE (1971) PRESENCE OF MODIFIED FIBROBLASTS IN 
GRANULATION TISSUE AND THEIR POSSIBLE ROLE IN WOUND CONTRACTION. EXPERIENTIA 27: 549-
550. 



179 
 

GAISER T, MEINHARDT S, HIRSCH D, KILLIAN J, GAEDCKE J, JO P, PONSA I, MIRÓ R, 
RÜSCHOFF J, SEITZ G, HU Y, CAMPS J & RIED T (2013) MOLECULAR PATTERNS IN THE EVOLUTION 
OF SERRATED LESION OF THE COLORECTUM. INT. J. CANCER 132(8): 1800–10. 

GALIATSATOS P & FOULKES WD (2006) FAMILIAL ADENOMATOUS POLYPOSIS. AM. J. 
GASTROENTEROL. 101(2): 385–398. 

GALLAGHER PG, BAO Y, PROROCK A, ZIGRINO P, NISCHT R, POLITI V, MAUCH C, DRAGULEV 
B & FOX JW (2005) GENE EXPRESSION PROFILING REVEALS CROSS-TALK BETWEEN MELANOMA 
AND FIBROBLASTS: IMPLICATIONS FOR HOST-TUMOR INTERACTIONS IN METASTASIS. CANCER RES. 
65: 4134- 4146. 

GAO JF, ARBMAN G, WADHRA TI, ZHANG H & SUN XF (2005) RELATIONSHIPS OF TUMOR 
INFLAMMATORY INFILTRATION AND NECROSIS WITH MICROSATELLITE INSTABILITY IN COLORECTAL 
CANCERS. WORLD J. GASTROENTEROL. 11(14): 2179–2183. 

GAO Q, TSOI KKF, HIRAI HW, WONG MCS, CHAN FKL, WU JCY, LAU JYW, SUNG JJY & 
NG SC (2015) SERRATED POLYPS AND THE RISK OF SYNCHRONOUS COLORECTAL ADVANCED 
NEOPLASIA: A SYSTEMATIC REVIEW AND META-ANALYSIS. AM. J. GASTROENTEROL. 110(4): 501–
509. 

GARANA RM, PETROLL WM, CHEN WT, HERMAN IM, BARRY P, ANDREWS P, CAVANAGH 
HD, JESTER JV (1992) RADIAL KERATOTOMY. II. ROLE OF THE MYOFIBROBLAST IN CORNEAL 
WOUND CONTRACTION. INVEST OPHTHALMOL VIS SCI 33:3271–3282. 

GARBORG K, HOLME, LØBERG M, KALAGER M, ADAMI HO & BRETTHAUER M (2013) 
CURRENT STATUS OF SCREENING FOR COLORECTAL CANCER. ANN. ONCOL. 24(8): 1963–1972. 

GARCÍA-SOLANO J, CONESA-ZAMORA P, CARBONELL P, TRUJILLO-SANTOS J, D T-MD, 
PAGÁN-GÕMEZ I, RODRÍGUEZ-BRAUN E & PÉREZ-GUILLERMO M (2012) COLORECTAL SERRATED 
ADENOCARCINOMA SHOWS A DIFFERENT PROFILE OF ONCOGENE MUTATIONS, MSI STATUS AND 
DNA REPAIR PROTEIN EXPRESSION COMPARED TO CONVENTIONAL AND SPORADIC MSI-H 
CARCINOMAS. INT. J. CANCER 131(8): 1790–1799. 

GARCÍA-SOLANO J, CONESA-ZAMORA P, TRUJILLO-SANTOS J, MÄKINEN MJ & PÉREZ-
GUILLERMO M (2011) TUMOUR BUDDING AND OTHER PROGNOSTIC PATHOLOGICAL FEATURES AT 
INVASIVE MARGINS IN SERRATED COLORECTAL ADENOCARCINOMA: A COMPARATIVE STUDY WITH 
CONVENTIONAL CARCINOMA. HISTOPATHOLOGY 59(6): 1046–56. 

GARCÍA-SOLANO J, PÉREZ-GUILLERMO M, CONESA-ZAMORA P, ACOSTA-ORTEGA J, 
TRUJILLO-SANTOS J, CEREZUELA-FUENTES P & MÄKINEN MJ (2010) CLINICOPATHOLOGIC STUDY 
OF 85 COLORECTAL SERRATED ADENOCARCINOMAS: FURTHER INSIGHTS INTO THE FULL 
RECOGNITION OF A NEW SUBSET OF COLORECTAL CARCINOMA. HUM. PATHOL. 41(10): 1359–68. 



180 
 

GASPAR C, CARDOSO J, FRANKEN P, MOLENAAR L, MORREAU H, MÖSLEIN G, SAMPSON J, 
BOER JM, DE MENEZES RX, FODDE R (2008). CROSS-SPECIES COMPARISON OF HUMAN AND 
MOUSE INTESTINAL POLYPS REVEALS CONSERVED MECHANISMS IN ADENOMATOUS POLYPOSIS 
COLI (APC)-DRIVEN TUMORIGENESIS. THE AMERICAN JOURNAL OF PATHOLOGY, 172(5), 1363–
1380.  

GEISSLER K & ZACH O (2012) PATHWAYS INVOLVED IN DROSOPHILA AND HUMAN CANCER 
DEVELOPMENT: THE NOTCH, HEDGEHOG, WINGLESS, RUNT, AND TRITHORAX PATHWAY. ANN 
HEMATOL 91:645-69. 

GERBER PA, HIPPE A, BUHREN BA, MULLER A & HOMEY B (2009) CHEMOKINES IN TUMOR-
ASSOCIATED ANGIOGENESIS. BIOL. CHEM. 390: 1213-1223. 

GERLINGER M, ROWAN AJ, HORSWELL S, LARKIN J, ENDESFELDER D, GRONROOS E, 
MARTINEZ P, MATTHEWS N, STEWART A, TARPEY P, VARELA I, PHILLIMORE B, BEGUM S, 
MCDONALD NQ, BUTLER A, JONES D, RAINE K, LATIMER C, SANTOS CR, NOHADANI M, EKLUND 
AC, SPENCER-DENE B, CLARK G, PICKERING L, STAMP G, GORE M, SZALLASI Z, DOWNWARD J, 
FUTREAL PA & SWANTON C (2012) INTRATUMOR HETEROGENEITY AND BRANCHED EVOLUTION 
REVEALED BY MULTIREGION SEQUENCING. N. ENGL. J. MED. 366(10): 883–892. 

GERKE V & MOSS SE (2002) ANNEXINS: FROM STRUCTURE TO FUNCTION. PHYSIOL. REV. 
82(2): 331– 71. 

GIANNONI E, BIANCHINI F, MASIERI L, SERNI S, TORRE E, CALORINI L & CHIARUGI P (2010) 
RECIPROCAL ACTIVATION OF PROSTATE CANCER CELLS AND CANCER ASSOCIATED FIBROBLASTS 
STIMULATES EPITHELIAL MESENCHYMAL TRANSITION AND CANCER STEMNESS. CANCER RES. 70: 
6945-6956. 

GILL P, RAFFERTY H, MUNDAY D, BAILEY A, WANG LM, EAST JE, CHETTY R & LEEDHAM SJ 
(2013) PROXIMAL COLON CANCER AND SERRATED ADENOMAS – HUNTING THE MISSING 10%. 
CLINICAL MEDICINE VOL 13, NO 6: 557–61. 

GIOVANNUCCI E, ASCHERIO A, RIMM E, COLDITZ G, STAMPFER M & WILLETT W (1995) 
PHYSICAL ACTIVITY, OBESITY, AND RISK FOR COLON CANCER AND ADENOMA IN MEN. ANN. 
INTERN. MED. 122(5): 327–334. 

GOH PP, SZE DM, ROUFOGALIS BD (2007) MOLECULAR AND CELLULAR REGULATORS OF 
CANCER ANGIOGENESIS. CURR CANCER DRUG TARGETS 7:743–758.  

GOLDSTEIN NS (2006) SMALL COLONIC MICROSATELLITE UNSTABLE ADENOCARCINOMAS 
AND HIGH- GRADE EPITHELIAL DYSPLASIAS IN SESSILE SERRATED ADENOMA POLYPECTOMY 
SPECIMENS. AM. J. CLIN. PATHOL. 125(1): 132–145. 



181 
 

GONZALO V, LOZANO JJ, ALONSO-ESPINACO V, MOREIRA L, MUÑOZ J, PELLISÉ M, 
CASTELLVÍ-BEL S, BESSA X, ANDREU M, XICOLA RM, LLOR X, RUIZ-PONTE C, CARRACEDO A, 
JOVER R, CASTELLS A & BALAGUER F (2014) MULTIPLE SPORADIC COLORECTAL CANCERS DISPLAY 
A UNIQUE METHYLATION PHENOTYPE. PLOS ONE 9(3): E91003. 

GOODPASTER, T., LEGESSE-MILLER, A., HAMEED, M. R., AISNER, S. C., RANDOLPH-
HABECKER, J., & COLLER, H. A. (2008). AN IMMUNOHISTOCHEMICAL METHOD FOR IDENTIFYING 
FIBROBLASTS IN FORMALIN-FIXED, PARAFFIN-EMBEDDED TISSUE. JOURNAL OF HISTOCHEMISTRY 
AND CYTOCHEMISTRY, 56(4), 347–358.  

GORCHS, L.; HELLEVIK, T.; BRUUN, J.A.; CAMILIO, K.A.; AL-SAAD, S.; STUGE, T.B.; 
MARTINEZ-ZUBIAURRE, I. (2015) CANCER-ASSOCIATED FIBROBLASTS FROM LUNG TUMORS 
MAINTAIN THEIR IMMUNOSUPPRESSIVE ABILITIES AFTER HIGH-DOSE IRRADIATION. FRONT. ONCOL. 
5, 87.  

GRAY R, BARNWELL J, MCCONKEY C, HILLS RK, WILLIAMS NS & KERR DJ (2007) ADJUVANT 
CHEMOTHERAPY VERSUS OBSERVATION IN PATIENTS WITH COLORECTAL CANCER: A RANDOMISED 
STUDY. LANCET 370(9604): 2020–2029. 

GRADY WM, MYEROFF LL, SWINLER SE, RAJPUT A, THIAGALINGAM S, LUTTERBAUGH JD,  
NEUMANN A, BRATTAIN MG, CHANG J, KIM SJ, KINZLER KW, VOGELSTEIN B, WILLSON JK, 
MARKOWITZ S. (1999) MUTATIONAL INACTIVATION OF TRANSFORMING GROWTH FACTOR BETA 
RECEPTOR TYPE II IN MICROSATELLITE STABLE COLON CANCERS. CANCER RES. 59:320-4. 

GRADY WM (2005) MOLECULAR BASIS FOR SUBDIVIDING HEREDITARY COLON CANCER?GUT, 
VOL. 54, NO. 12, PP. 1676–1678.  

GRAILLOT, V., DORMOY, I., DUPUY, J., SHAY, J. W., HUC, L., MIREY, G., & VIGNARD, J. 
(2016). GENOTOXICITY OF CYTOLETHAL DISTENDING TOXIN (CDT) ON ISOGENIC HUMAN 
COLORECTAL CELL LINES: POTENTIAL PROMOTING EFFECTS FOR COLORECTAL 
CARCINOGENESIS. FRONTIERS IN CELLULAR AND INFECTION MICROBIOLOGY, 6, 34. 

GREENBURG G & HAY ED (1982) EPITHELIA SUSPENDED IN COLLAGEN GELS CAN LOSE 
POLARITY AND EXPRESS CHARACTERISTICS OF MIGRATING MESENCHYMAL CELLS. J. CELL BIOL. 95, 
333–339.  

GUARINOS C, SÁNCHEZ-FORTÚN C, RODRÍGUEZ-SOLER M, ALENDA C, PAYÁ A & JOVER R 
(2012) SERRATED POLYPOSIS SYNDROME: MOLECULAR, PATHOLOGICAL AND CLINICAL ASPECTS. 
WORLD J. GASTROENTEROL. 18(20): 2452–61. 

GUASTADISEGNI C, COLAFRANCESCHI M, OTTINI L & DOGLIOTTI E (2010) MICROSATELLITE 
INSTABILITY AS A MARKER OF PROGNOSIS AND RESPONSE TO THERAPY: A META-ANALYSIS OF 
COLORECTAL CANCER SURVIVAL DATA. EUR. J. CANCER 46(15): 2788–2798. 



182 
 

GUYOT F, FAIVRE J, MANFREDI S, MENY B, BONITHON-KOPP C & BOUVIER AM (2005) 
TIME TRENDS IN THE TREATMENT AND SURVIVAL OF RECURRENCES FROM COLORECTAL CANCER. 
ANN. ONCOL. 16(5): 756–61. 

HA SY, LEE S-M, LEE EJ, KANG SY, JANG K-T, PARK CK, KIM JY, KIM Y-H, CHANG DK & 
KIM K-M (2012) FILIFORM SERRATED ADENOMA IS AN UNUSUAL, LESS AGGRESSIVE VARIANT OF 
TRADITIONAL SERRATED ADENOMA. PATHOLOGY 44(1): 18–23. 

HAFEZI-BAKHTIARI S, WANG LM, COLLING R, SERRA S & CHETTY R (2015) HISTOLOGICAL 
OVERLAP BETWEEN COLORECTAL VILLOUS/TUBULOVILLOUS AND TRADITIONAL SERRATED 
ADENOMAS. HISTOPATHOLOGY 66(2): 308–13. 

HAINES N & IRVINE KD (2003) GLYCOSYLATION REGULATES NOTCH SIGNALLING. NAT REV 
MOL CELL BIOL 4:786-97. 

HALL B, ANDREEFF M, AND MARINI F. (2007) THE PARTICIPATION OF MESENCHYMAL STEM 
CELLS IN TUMOR STROMA FORMATION AND THEIR APPLICATION AS TARGETED-GENE DELIVERY 
VEHICLES. HANDB EXP PHARMACOL 263-283. 

HALVORSEN TB & SEIM E (1988) DEGREE OF DIFFERENTIATION IN COLORECTAL 
ADENOCARCINOMAS: A MULTIVARIATE ANALYSIS OF THE INFLUENCE ON SURVIVAL. J. CLIN. 
PATHOL. 41(5): 532–537. 

HAMILTON SR, BOSMAN FT, BOFFETTA P, ILYAS M, MORREAU H, NAKAMURA SI, QUIRKE P, 
RIBOLI E & SOBIN LH (2010) CARCINOMA OF THE COLON AND RECTUM. IN F. BOSMAN, F. 
CARNEIRO, R. HRUBAN, & N. THEISE (EDS.), WHO CLASSIFICATION OF TUMOURS OF THE 
DIGESTIVE SYSTEM. (PP. 134–146). LYON: IARC PRESS. 

HANAHAN D & WEINBERG RA (2000) THE HALLMARKS OF CANCER. CELL 100(1): 57–70. 

HANAHAN D & WEINBERG RA (2011) HALLMARKS OF CANCER: THE NEXT GENERATION. CELL 
144(5): 646–674. 

HAO L, RIZZO P, OSIPO C, PANNUTI A, WYATT D, CHEUNG LW, SONENSHEIN G, OSBORNE 
BA, MIELE L (2010) NOTCH-1 ACTIVATES ESTROGEN RECEPTOR-ALPHADEPENDENT 
TRANSCRIPTION VIA IKKALPHA IN BREAST CANCER CELLS. ONCOGENE 29:201-13. 

HARAMIS APG, BEGTHEL H, VAN DEN BORN M, VAN ES J, JONKHEER S, OFFERHAUS GJ A & 
CLEVERS H (2004) DE NOVO CRYPT FORMATION AND JUVENILE POLYPOSIS ON BMP INHIBITION IN 
MOUSE INTESTINE. SCIENCE 303(5664): 1684–6. 

HARDWICK JC, VAN DEN BRINK GR, BLEUMING SA, BALLESTER I, VAN DEN BRANDE JM, 
KELLER JJ, OFFERHAUS GJ, VAN DEVENTER SJ, PEPPELENBOSCH MP (2004) BONE 



183 
 

MORPHOGENETIC PROTEIN 2 IS EXPRESSED BY, AND ACTS UPON, MATURE EPITHELIAL CELLS IN THE 
COLON. GASTROENTEROLOGY  126: 111-121 

HARDWICK JC, KODACH LL, OFFERHAUS GJ, VAN DEN BRINK GR (2008) BONE 
MORPHOGENETIC PROTEIN SIGNALLING IN COLORECTAL CANCER. NAT REV CANCER 8:806-12. 

HARPER J & SAINSON RC (2014) REGULATION OF THE ANTI-TUMOUR IMMUNE RESPONSE BY 
CANCER-ASSOCIATED FIBROBLASTS. SEMIN CANCER BIOL 25:69–77.  

HARVEY NT & RUSZKIEWICZ A (2007) SERRATED NEOPLASIA OF THE COLORECTUM. WORLD 
JOURNAL OF GASTROENTEROLOGY : WJG, 13(28), 3792–3798.  

HASE K, SHATNEY C, JOHNSON D, TROLLOPE M & VIERRA M (1993) PROGNOSTIC VALUE OF 
TUMOR “BUDDING” IN PATIENTS WITH COLORECTAL CANCER. DIS. COLON RECTUM 36(7): 627–
635. 

HASEGAWA S, MITSUYAMA K, KAWANO H, ARITA K, MAEYAMA Y, AKAGI Y, WATANABE Y, 
OKABE Y, TSURUTA O & SATA M (2011) ENDOSCOPIC DISCRIMINATION OF SESSILE SERRATED 
ADENOMAS FROM OTHER SERRATED LESIONS. ONCOL. LETT. 2(5): 785–789. 

HASSAN C, QUINTERO E, DUMONCEAU JM, REGULA J, BRANDÃO C, CHAUSSADE S, DEKKER 
E, DINIS- RIBEIRO M, FERLITSCH M, GIMENO-GARCÍA A, HAZEWINKEL Y, JOVER R, KALAGER M, 
LOBERG M, POX C, REMBACKEN B & LIEBERMAN D (2013) POST-POLYPECTOMY COLONOSCOPY 
SURVEILLANCE: EUROPEAN SOCIETY OF GASTROINTESTINAL ENDOSCOPY (ESGE) GUIDELINE. 
ENDOSCOPY 45(10): 842–851. 

HASSAN C, REPICI A, ZULLO A & SHARMA P (2013) NEW PARADIGMS FOR COLONOSCOPIC 
MANAGEMENT OF DIMINUTIVE COLORECTAL POLYPS: PREDICT, RESECT, AND DISCARD OR DO NOT 
RESECT? CLIN. ENDOSC. 46(2): 130–137. 

HAWINKELS LJ, PAAUWE M, VERSPAGET HW, WIERCINSKA E, VAN DER ZON JM, VAN DER 
PLOEG K, KOELINK PJ, LINDEMAN JH, MESKER W, TEN DIJKE P, SIER CF (2014) INTERACTION 
WITH COLON CANCER CELLS HYPERACTIVATES TGF-BETA SIGNALING IN CANCER-ASSOCIATED 
IBROBLASTS. ONCOGENE 33:97–107.  

HAWSAWI M, GHEBEH H, HENDRAYANI S-T, TULBAH A, AL-EID M, AL-TWEIGERI T, AJARIM 
D, ALAIYA A, DERMIME S  & ABOUSSEKHRA A (2008)  BREAST CARCINOMA–ASSOCIATED 
FIBROBLASTS AND THEIR COUNTERPARTS DISPLAY NEOPLASTIC-SPECIFIC CHANGES NAHED CANCER 
RES  (68) (8) 2717-2725. 

HAYASHI S & MCMAHON AP. (2002) EFFICIENT RECOMBINATION IN DIVERSE TISSUES BY A 
TAMOXIFEN-INDUCIBLE FORM OF CRE: A TOOL FOR TEMPORALLY REGULATED GENE 
ACTIVATION/INACTIVATION IN THE MOUSE. DEV BIOL 244: 305–318.  



184 
 

HE TC, SPARKS AB, RAGO C, HERMEKING H, ZAWEL L, DA COSTA LT, MORIN PJ, 
VOGELSTEIN B, KINZLER KW (1998) IDENTIFICATION OF C-MYC AS A TARGET OF THE APC 
PATHWAY. SCIENCE 281:1509- 12. 

HE XC, ZHANG J, TONG WG, OSSAMA TAWFIK O, ROSS J, SCOVILLE DH, TIAN Q, ZENG X, 
HE X, WIEDEMANN LM, MISHINA Y & LI1L (2004) BMP SIGNALING INHIBITS INTESTINAL STEM 
CELL SELF-RENEWAL THROUGH SUPPRESSION OF WNT–Β-CATENIN SIGNALING. NATURE GENET 36: 
1117-1121. 

HEATH J P (1996) EPITHELIAL CELL MIGRATION IN THE INTESTINE. CELL BIOLOGY 
INTERNATIONAL, 20: 139–146.  

HEINE-BRÖRING R, WINKELS R, RENKEMA J, KRAGT L, VAN ORTEN-LUITEN A, TIGCHELAAR E, 
CHAN D, NORAT T & KAMPMAN E (2014) DIETARY SUPPLEMENT USE AND COLORECTAL CANCER 
RISK: A SYSTEMATIC REVIEW AND META-ANALYSES OF PROSPECTIVE COHORT STUDIES. INT. J. 
CANCER. 

HERMAN JG, UMAR A, POLYAK K, GRAFF JR, AHUJA N, ISSA JP, MARKOWITZ S, WILLSON 
JK, HAMILTON SR, KINZLER KW, KANE MF, KOLODNER RD, VOGELSTEIN B, KUNKEL TA & 
BAYLIN SB (1998) INCIDENCE AND FUNCTIONAL CONSEQUENCES OF HMLH1 PROMOTER 
HYPERMETHYLATION IN COLORECTAL CARCINOMA. PROC. NATL. ACAD. SCI. U. S. A. 
95(12):6870–6875 

HERRERA M, HERRERA A, DOMINGUEZ G, SILVA J, GARCIA V, GARCIA JM, GARCÍA JM, 
GÓMEZ I, SOLDEVILLA B, MUÑOZ C, PROVENCIO M, CAMPOS-MARTIN Y, GARCÍA DE HERREROS 
A, CASAL I, BONILLA F, PEÑA C (2013) CANCER-ASSOCIATED FIBROBLAST AND M2 MACROPHAGE 
MARKERS TOGETHER PREDICT OUTCOME IN COLORECTAL CANCER PATIENTS. CANCER SCI 104:437–
44.   

HETZEL JT, HUANG CS, COUKOS JA, OMSTEAD K, CERDA SR, YANG S, O’BRIEN MJ & 
FARRAYE FA (2010) VARIATION IN THE DETECTION OF SERRATED POLYPS IN AN AVERAGE RISK 
COLORECTAL CANCER SCREENING COHORT. AM. J. GASTROENTEROL. 105: 2656–2664. 

HEWITSON P, GLASZIOU P, WATSON E, TOWLER B & IRWIG L (2008) COCHRANE 
SYSTEMATIC REVIEW OF COLORECTAL CANCER SCREENING USING THE FECAL OCCULT BLOOD TEST 
(HEMOCCULT): AN UPDATE. AM. J. GASTROENTEROL. 103(6): 1541–1549. 

HIGUCHI T, SUGIHARA K & JASS JR (2005) DEMOGRAPHIC AND PATHOLOGICAL 
CHARACTERISTICS OF SERRATED POLYPS OF COLORECTUM. HISTOPATHOLOGY 47(1): 32–40. 

HINOUE T, WEISENBERGER DJ, LANGE CPE, NOUSHMEHR H, BYUN H-M, VAN DIJK CM, PAN 
F, MALIK S, VAN DEN BERG DJ, SHEN H, TOLLENAAR RAEM & LAIRD PW (2012) GENOMESCALE 



185 
 

ANALYSIS OF ABERRANT DNA METHYLATION IN COLORECTAL CANCER. GENOME RES. 22(2): 271–
282. 

HINZ B, PHAN SH, THANNICKAL VJ, GALLI A, BOCHATON- PIALLAT ML & GABBIANI G. 
(2007) THE MYOFIBROBLAST: ONE FUNCTION, MULTIPLE ORIGINS. AM J PATHOL 170: 1807-
1816. 

HIRAOKA S, KATO J, FUJIKI S, KAJI E, MORIKAWA T, MURAKAMI T, NAWA T, KURIYAMA M, 
URAOKA T, OHARA N & YAMAMOTO K (2010) THE PRESENCE OF LARGE SERRATED POLYPS 
INCREASES RISK FOR COLORECTAL CANCER. GASTROENTEROLOGY 139(5): 1503–10. 

HO L & ALMAN B (2010) PROTECTING THE HEDGEROW: P53 AND HEDGEHOG PATHWAY 
INTERACTIONS. CELL CYCLE 9:506-11. 

HOFFMAN J, KUHNERT F, DAVIS CR, KUO CJ (2004) WNTS AS ESSENTIAL GROWTH FACTORS 
FOR THE ADULT SMALL INTESTINE AND COLON. CELL CYCLE 3:554-7. 

HOFMANN C, OBERMEIER F, ARTINGER M, HAUSMANN M, FALK W, SCHOELMERICH J, 
ROGLER G, GROSSMANN J (2007) CELL-CELL CONTACTS PREVENT ANOIKIS IN PRIMARY HUMAN 
COLONIC EPITHELIAL CELLS. GASTROENTEROLOGY 132:587–600. 

HOL L, WILSCHUT JA, VAN BALLEGOOIJEN M, VAN VUUREN AJ, VAN DER VALK H, REIJERINK 
JCIY, VAN DER TOGT ACM, KUIPERS EJ, HABBEMA JDF & VAN LEERDAM ME (2009) SCREENING 
FOR COLORECTAL CANCER: RANDOM COMPARISON OF GUAIAC AND IMMUNOCHEMICAL FAECAL 
OCCULT BLOOD TESTING AT DIFFERENT CUT-OFF LEVELS. BR. J. CANCER 100(7): 1103–1110. 

HÖRKKÖ TT, KLINTRUP K, MÄKINEN JM, NÄPÄNKANGAS JB, TUOMINEN HJ, MÄKELÄ J, 
KARTTUNEN TJ & MÄKINEN MJ (2006) BUDDING INVASIVE MARGIN AND PROGNOSIS IN 
COLORECTAL CANCER- -NO DIRECT ASSOCIATION WITH BETA-CATENIN EXPRESSION. EUR. J. CANCER 
42(7): 964–71. 

HOSEIN, A.N.; LIVINGSTONE, J.; BUCHANAN, M.; REID, J.F.; HALLETT, M.; BASIK, M. 
(2015) A FUNCTIONAL IN VITRO MODEL OF HETEROTYPIC INTERACTIONS REVEALS A ROLE FOR 
INTERFERON-POSITIVE CARCINOMA ASSOCIATED FIBROBLASTS IN BREAST CANCER. BMC CANCER 
15, 130.  

HSU S.H,. SCHACTER B.Z,. DELANEY N.L, MILLER T.B, MCKUSICK V.A., KENNETT R.H,. 
BODMER J.G, YOUNG D, BODMER W.F (1976) GENETIC CHARACTERISTICS OF THE HELA CELL, 
SCIENCE 191 392–394. 

HU M, YAO J, CAI L, BACHMAN KE, VAN DEN BRÛLE F, VELCULESCU V, POLYAK K. (2005) 
DISTINCT EPIGENETIC CHANGES IN THE STROMAL CELLS OF BREAST CANCERS. NAT GENET. 
37(8):899–905.  



186 
 

HU, C.; WANG, Z.; ZHAI, L.; YANG, M.; SHAN, L.; CHAI, C.; LIU, M.; WANG, L. (2013) 
EFFECTS OF CANCER-ASSOCIATED FIBROBLASTS ON THE MIGRATION AND INVASION ABILITIES OF 
SGC-7901 GASTRIC CANCER CELLS. ONCOL. LETT., 5, 609–612.  

HU, Y.; YAN, C.; MU, L.; HUANG, K.; LI, X.; TAO, D.; WU, Y.; QIN, J. (2015) FIBROBLAST-
DERIVED EXOSOMES CONTRIBUTE TO CHEMORESISTANCE THROUGH PRIMING CANCER STEM CELLS IN 
COLORECTAL CANCER. PLOS ONE 10, E0125625. 

HUANG, D.W., SHERMAN, B.T. & LEMPICKI, R.A. (2009) BIOINFORMATICS ENRICHMENT 
TOOLS: PATHS TOWARD THE COMPREHENSIVE FUNCTIONAL ANALYSIS OF LARGE GENE LISTS. 
NUCLEIC ACIDS RES 37, 1-13  

HUGHES LAE, KHALID-DE BAKKER CAJ, SMITS KM, VAN DEN BRANDT PA, JONKERS D, 
AHUJA N, HERMAN JG, WEIJENBERG MP & VAN ENGELAND M (2012) THE CPG ISLAND 
METHYLATOR PHENOTYPE IN COLORECTAL CANCER: PROGRESS AND PROBLEMS. BIOCHIM. 
BIOPHYS. ACTA - REV. CANCER 1825(1): 77–85. 

HUNG SC, DENG WP, YANG WK, LIU RS, LEE CC, SU TC, LIN RJ, YANG DM, CHANG CW, 
CHEN WH, WEI HJ, AND GELOVANI JG. (2005) MESENCHYMAL STEM CELL TARGETING OF 
MICROSCOPIC TUMORS AND TUMOR STROMA DEVELOPMENT MONITORED BY NONINVASIVE IN 
VIVO POSITRON EMISSION TOMOGRAPHY IMAGING. CLIN CANCER RES 11: 7749- 7756. 

HUNG, KE, MARICEVICH MA, RICHARD LG, CHEN WY, RICHARDSON MP, KUNIN A, 
BRONSON RT, MAHMOOD U, KUCHERLAPATI  R (2010) DEVELOPMENT OF A MOUSE MODEL FOR 
SPORADIC AND METASTATIC COLON TUMORS AND ITS USE IN ASSESSING DRUG 
TREATMENT. PROCEEDINGS OF THE NATIONAL ACADEMY OF SCIENCES OF THE UNITED STATES OF 
AMERICA, 107(4), 1565–1570.  

HURWITZ H, FEHRENBACHER L, NOVOTNY W, CARTWRIGHT T, HAINSWORTH J, HEIM W, 
BERLIN J, BARON A, GRIFFING S, HOLMGREN E, FERRARA N, FYFE G, ROGERS B, ROSS R & 
KABBINAVAR F (2004) BEVACIZUMAB PLUS IRINOTECAN, FLUOROURACIL, AND LEUCOVORIN FOR 
METASTATIC COLORECTAL CANCER. N. ENGL. J. MED. 350(23): 2335–2342. 

HUTFLESS S & KALLOO AN (2013) SCREENING COLONOSCOPY: A NEW FRONTIER FOR NURSE 
PRACTITIONERS. CLINICAL GASTROENTEROLOGY AND HEPATOLOGY, 11(2), 106-108.   

HOU J-M, KREBS M, WARD T, SLOANE R, PRIEST L, HUGHES A, CLACK G, RANSON M, 
BLACKHALL F & DIVE C (2011) CIRCULATING TUMOR CELLS AS A WINDOW ON METASTASIS 
BIOLOGY IN LUNG CANCER. AM. J. PATHOL. 178(3): 989–96. 

HUXLEY RR, ANSARY-MOGHADDAM A, CLIFTON P, CZERNICHOW S, PARR CL & WOODWARD 
M (2009) THE IMPACT OF DIETARY AND LIFESTYLE RISK FACTORS ON RISK OF COLORECTAL CANCER: 



187 
 

A QUANTITATIVE OVERVIEW OF THE EPIDEMIOLOGICAL EVIDENCE. INT. J. CANCER. 125(1): 171–
80. 

HYMAN DM, PUZANOV I, SUBBIAH V, FARIS JE, CHAU I, BLAY J-Y, WOLF J, RAJE NS, 
DIAMOND EL, HOLLEBECQUE A, GERVAIS R, ELEZ-FERNANDEZ ME, ITALIANO A, HOFHEINZ R-D, 
HIDALGO M, CHAN E, SCHULER M, LASSERRE SF, MAKRUTZKI M, SIRZEN F, VERONESE ML, 
TABERNERO J & BASELGA J (2015) VEMURAFENIB IN MULTIPLE NONMELANOMA CANCERS WITH 
BRAF V600 MUTATIONS. N. ENGL. J. MED. 373(8): 726–736. 

HYNES RO. (2009) THE EXTRACELLULAR MATRIX: NOT JUST PRETTY FIBRILS. SCIENCE 326: 
1216-1219. 

IACOPETTA B, KAWAKAMI K & WATANABE T (2008) PREDICTING CLINICAL OUTCOME OF 5- 
FLUOROURACIL-BASED CHEMOTHERAPY FOR COLON CANCER PATIENTS: IS THE CPG ISLAND 
METHYLATOR PHENOTYPE THE 5-FLUOROURACIL-RESPONSIVE SUBGROUP? INT. J. CLIN. ONCOL. 
13(6): 498–503. 

IINO H, JASS JR, SIMMS LA, YOUNG J, LEGGETT B, AJIOKA Y & WATANABE H (1999) DNA 
MICROSATELLITE INSTABILITY IN HYPERPLASTIC POLYPS , SERRATED ADENOMAS , AND MIXED 
POLYPS : A MILD MUTATOR PATHWAY FOR COLORECTAL CANCER ? J. CLIN. PATHOL. 52: 5–9. 

IMPERIALE TF, GLOWINSKI E A., LIN-COOPER C, LARKIN GN, ROGGE JD & RANSOHOFF DF 
(2009) FIVE-YEAR RISK OF COLORECTAL NEOPLASIA AFTER NEGATIVE SCREENING COLONOSCOPY. 
N. ENGL. J. MED. 39(2): 114–115. 

INOUE A, OKAMOTO K, FUJINO Y, NAKAGAWA T, MUGURUMA N, SANNOMIYA K, MITSUI Y, 
TAKAOKA T, KITAMURA S, MIYAMOTO H, OKAHISA T, FUJIMORI T, IMOTO I & TAKAYAMA T 
(2014) B-RAF MUTATION AND ACCUMULATED GENE METHYLATION IN ABERRANT CRYPT FOCI 
(ACF), SESSILE SERRATED ADENOMA/POLYP (SSA/P) AND CANCER IN SSA/P. BR. J. CANCER 
(OCTOBER): 1–10. 

INTESTINAL IMMUNITY AND INFLAMMATION: RECENT PROGRESS (1986) 
GASTROENTEROLOGY; 91:746-68. 

IRELAND H, HOUGHTON C, HOWARD L & WINTON D J (2005) CELLULAR INHERITANCE OF A 
CRE-ACTIVATED REPORTER GENE TO DETERMINE PANETH CELL LONGEVITY IN THE MURINE SMALL 
INTESTINE. DEV. DYN., 233: 1332–1336.  

ISELLA C, TERRASI A, BELLOMO SE, PETTI C, GALATOLA G, MURATORE A, MELLANO A, 
SENETTA R, CASSENTI A, SONETTO C, INGHIRAMI G, TRUSOLINO L, FEKETE Z, DE RIDDER M, 
CASSONI P, STORME G, BERTOTTI A, MEDICO, E (2015) STROMAL CONTRIBUTION TO THE 
COLORECTAL CANCER TRANSCRIPTOME. NATURE GENETICS 47(4):312-319.   



188 
 

ISO T, KEDES L, HAMAMORI Y. (2003) HES AND HERP FAMILIES: MULTIPLE EFFECTORS OF 
THE NOTCH SIGNALING PATHWAY. J CELL PHYSIOL 194:237-55.  

ISSA J-P (2004) CPG ISLAND METHYLATOR PHENOTYPE IN CANCER. NAT. REV. CANCER 4(12): 
988– 993. 

IYER VR, EISEN MB, ROSS DT, SCHULER G, MOORE T, LEE JC, TRENT JM, STAUDT LM, 
HUDSON J JR, BOGUSKI MS, LASHKARI D, SHALON D, BOTSTEIN D, BROWN PO (1999) THE 
TRANSCRIPTIONAL PROGRAM IN THE RESPONSE OF HUMAN FIBROBLASTS TO SERUM. SCIENCE 
283:83–87. 

JACOBS E & WHITE E (1998) CONSTIPATION, LAXATIVE USE, AND COLON CANCER AMONG 
MIDDLE- AGED ADULTS. 

JACKSON EL, WILLIS N, MERCER K, BRONSON RT, CROWLEY D, MONTOYA R, JACKS T AND. 
TUVESON DA (2001) ANALYSIS OF LUNG TUMOR INITIATION AND PROGRESSION USING 
CONDITIONAL EXPRESSION OF ONCOGENIC K-RAS. GENES DEV 15: 3243–3248. 

JACKSTADT R & SANSOM O. J. (2016). MOUSE MODELS OF INTESTINAL CANCER. THE 
JOURNAL OF PATHOLOGY, 238(2), 141–151. 

JAEGER E, LEEDHAM S, LEWIS A, SEGDITSAS S, BECKER M, CUADRADO PR, DAVIS H, KAUR K, 
HEINIMANN K, HOWARTH K, EAST J, TAYLOR J, THOMAS H & TOMLINSON I (2012) HEREDITARY 
MIXED POLYPOSIS SYNDROME IS CAUSED BY A 40-KB UPSTREAM DUPLICATION THAT LEADS TO 
INCREASED AND ECTOPIC EXPRESSION OF THE BMP ANTAGONIST GREM1. NAT. GENET. 44(6): 
699–703. 

JASS J, COTTIER D, POKOS V, PARRY S & WINSHIP I (1997) MIXED EPITHELIAL POLYPS IN 
ASSOCIATION WITH HEREDITARY NON-POLYPOSIS COLORECTAL CANCER PROVIDING AN 
ALTERNATIVE PATHWAY OF CANCER HISTOGENESIS. PATHOLOGY 29(1): 28–33. 

JASS JR, BAKER K, ZLOBEC I, HIGUCHI T, BARKER M, BUCHANAN D & YOUNG J (2006) 
ADVANCED COLORECTAL POLYPS WITH THE MOLECULAR AND MORPHOLOGICAL FEATURES OF 
SERRATED POLYPS AND ADENOMAS: CONCEPT OF A “FUSION” PATHWAY TO COLORECTAL CANCER. 
HISTOPATHOLOGY 49(2): 121–31. 

JASS JR (2007) CLASSIFICATION OF COLORECTAL CANCER BASED ON CORRELATION OF 
CLINICAL, MORPHOLOGICAL AND MOLECULAR FEATURES. HISTOPATHOLOGY 50(1): 113–30. 

JASS JR. (2003) HYPERPLASTIC-LIKE POLYPS AS PRECURSORS OF MICROSATELLITE- UNSTABLE 
COLORECTAL CANCER. AM J CLIN PATHOL  119: 773– 775. 



189 
 

JASS JR, YOUNG J & LEGGETT BA (2002) EVOLUTION OF COLORECTAL CANCER: CHANGE OF 
PACE AND CHANGE OF DIRECTION. J. GASTROENTEROL. HEPATOL. 17(1): 17–26. 

JASS JR, AJIOKA Y, ALLEN JP, CHAN YF, COHEN RJ, NIXON JM, RADOJKOVIC M, RESTALL 
AP, STABLES SR & ZWI LJ (1996) ASSESSMENT OF INVASIVE GROWTH PATTERN AND 
LYMPHOCYTIC INFILTRATION IN COLORECTAL CANCER. HISTOPATHOLOGY 28(6): 543–8. 

JEEVARATNAM P, COTTIER D, BROWETT P, VAN DE WATER N, POKOS V & JASS J (1996) 
FAMILIAL GIANT HYPERPLASTIC POLYPOSIS PREDISPOSING TO COLORECTAL CANCER: A NEW 
HEREDITARY BOWEL CANCER SYNDROME. J. PATHOL. 179(1): 20–5. 

JELLEMA P, VAN DER WINDT D A WM, BRUINVELS DJ, MALLEN CD, VAN WEYENBERG SJB, 
MULDER CJ & DE VET HCW (2010) VALUE OF SYMPTOMS AND ADDITIONAL DIAGNOSTIC TESTS 
FOR COLORECTAL CANCER IN PRIMARY CARE: SYSTEMATIC REVIEW AND META-ANALYSIS. BR. MED. 
J. 340: C1269. 

JEMAL A, BRAY F, CENTER MM, FERLAY J, WARD E & FORMAN D (2011) GLOBAL CANCER 
STATISTICS. CA: A CANCER JOURNAL FOR CLINICIANS, 61: 69–90.  

JEONG WJ, YOON J, PARK JC, LEE SH, LEE SH, KADUWAL S, KIM H, YOON JB & CHOI KY 
(2012) RAS STABILIZATION THROUGH ABERRANT ACTIVATION OF WNT/Β-CATENIN SIGNALING 
PROMOTES INTESTINAL TUMORIGENESIS. SCI SIGNAL 5:1-12. 

JESS T, SIMONSEN J, JORGENSEN KT, PEDERSEN BV, NIELSEN NM & FRISCH M (2012) 
DECREASING RISK OF COLORECTAL CANCER IN PATIENTS WITH INFLAMMATORY BOWEL DISEASE 
OVER 30 YEARS. GASTROENTEROLOGY 143(2): 375–381. 

JIANG L, GONDA TA, GAMBLE MV, SALAS M, SESHAN V, TU S, TWADDELL WS, HEGYI P, 
LAZAR G, STEELE I, VARRO A, WANG TC, TYCKO B. (2008) GLOBAL HYPOMETHYLATION OF 
GENOMIC DNA IN CANCER-ASSOCIATED MYOFIBROBLASTS. CANCER RES. 68(23):9900–9908.  

JOHNS LE & HOULSTON RS (2001) A SYSTEMATIC REVIEW AND META-ANALYSIS OF 
FAMILIAL COLORECTAL CANCER RISK. AM. J. GASTROENTEROL. 96(10): 2992–3003. 

JOHNSON J, FERRRETTI G, NETHERY J, VALDEZ I, FOX P, NG D, MUSCOPLAT C & GALLAGHER 
S (1993) CLINICAL IMPLICATIONS OF THE P53 TUMOR-SUPPRESSOR GENE. N. ENGL. J. MED. 
329(18): 1318–27. 

JOHNSON RL & FLEET JC (2013). ANIMAL MODELS OF COLORECTAL CANCER. CANCER 
METASTASIS REVIEWS, 32(0), 39–61. 

JONES PA & LAIRD PW (1999) CANCER EPIGENETICS COMES OF AGE. NAT. GENET. 21(2): 
163–7. 



190 
 

JOVER R, NGUYEN T, PÉREZ–CARBONELL L, ZAPATER P, PAYÁ A, ALENDA C, ROJAS E, 
CUBIELLA J, BALAGUER F, MORILLAS JD, CLOFENT J, BUJANDA L, REÑÉ JM, BESSA X, XICOLA RM, 
NICOLÁS– PÉREZ D, CASTELLS A, ANDREU M, LLOR X, BOLAND CR & GOEL A (2011) 5-
FLUOROURACIL ADJUVANT CHEMOTHERAPY DOES NOT INCREASE SURVIVAL IN PATIENTS WITH 
CPG ISLAND METHYLATOR PHENOTYPE COLORECTAL CANCER. GASTROENTEROLOGY. 2011 APR; 
140(4):1174-81. 

KAKAR S, DENG G, CUN L, SAHAI V & KIM YS (2008) CPG ISLAND METHYLATION IS 
FREQUENTLY PRESENT IN TUBULOVILLOUS AND VILLOUS ADENOMAS AND CORRELATES WITH SIZE, 
SITE, AND VILLOUS COMPONENT. HUM. PATHOL. 39(1): 30–6. 

JOYCE JA & POLLARD JW (2009) MICROENVIRONMENTAL REGULATION OF METASTASIS. NAT 
REV CANCER. 9: 239-252. 

JUBB AM, LANDON TH, BURWICK J, PHAM TQ, FRANTZ GD, CAIRNS B, QUIRKE P, PEALE 
FV, HILLAN KJ. (2003) QUANTITATIVE ANALYSIS OF COLORECTAL TISSUE MICROARRAYS BY 
IMMUNOFLUORESCENCE AND IN SITU HYBRIDIZATION. J PATHOL 200:577–588.  

KAHI CJ, LI XC, ECKERT GJ & REX DK (2012) HIGH COLONOSCOPIC PREVALENCE OF 
PROXIMAL COLON SERRATED POLYPS IN AVERAGE-RISK MEN AND WOMEN. GASTROINTEST. 
ENDOSC. 75, 515-520.  

KALER P, OWUSU BY, AUGENLICHT L, KLAMPFER L. (2014) THE ROLE OF STAT1 FOR 
CROSSTALK BETWEEN FIBROBLASTS AND COLON CANCER CELLS. FRONT ONCOL 4:88.  

KALER P, OWUSU BY, AUGENLICHT L, KLAMPFER L. (2014) THE ROLE OF STAT1 FOR 
CROSSTALK BETWEEN FIBROBLASTS AND COLON CANCER CELLS. FRONT ONCOL 4:88.  

KALLURI R & ZEISBERG M (2006) FIBROBLASTS IN CANCER. NAT REV CANCER 6: 392-401. 

KALLURI R & WEINBERG RA (2009) THE BASICS OF EPITHELIAL-MESENCHYMAL TRANSITION. J 
CLIN INVEST 119: 1420-1428. 

KAMBARA T, SIMMS LA, WHITEHALL VLJ, SPRING KJ, WYNTER CVA, WALSH MD, BARKER 
MA, ARNOLD S, MCGIVERN A, MATSUBARA N, TANAKA N, HIGUCHI T, YOUNG J, JASS JR & 
LEGGETT BA (2004) BRAF MUTATION IS ASSOCIATED WITH DNA METHYLATION IN SERRATED 
POLYPS AND CANCERS OF THE COLORECTUM. GUT 53(8): 1137–44. 

KANAS GP, TAYLOR A, PRIMROSE JN, LANGEBERG WJ, KELSH MA, MOWAT FS, ALEXANDER 
DD, CHOTI MA, POSTON G (2012) SURVIVAL AFTER LIVER RESECTION IN METASTATIC 
COLORECTAL CANCER: REVIEW AND META-ANALYSIS OF PROGNOSTIC FACTORS. CLIN EPIDEMIOL. 4: 
283–301. 



191 
 

KANG H, O’CONNELL JB, LEONARDI MJ, MAGGARD MA, MCGORY ML, KO CY (2007) RARE 
TUMORS OF THE COLON AND RECTUM: A NATIONAL REVIEW. INT J COLORECTAL DIS 22: 183.  

KANSTRUP FIEHN A-M, GRAUSLUND M, GLENTHØJ A, MELCHIOR LC, VAINER B & 
WILLEMOE GL (2014) MEDULLARY CARCINOMA OF THE COLON: CAN THE UNDIFFERENTIATED BE 
DIFFERENTIATED? VIRCHOWS ARCH.: 5–8. 

KARIM BO & HUSO DL (2013). MOUSE MODELS FOR COLORECTAL CANCER. AMERICAN 
JOURNAL OF CANCER RESEARCH, 3(3), 240–250. 

KARPINSKI P, WALTER M, SZMIDA E, RAMSEY D, MISIAK B, KOZLOWSKA J, BEBENEK M, 
GRZEBIENIAK Z, BLIN N, LACZMANSKI L & SASIADEK MM (2013) INTERMEDIATE- AND LOW- 
METHYLATION EPIGENOTYPES DO NOT CORRESPOND TO CPG ISLAND METHYLATOR PHENOTYPE 
(LOW AND -ZERO) IN COLORECTAL CANCER. CANCER EPIDEMIOL. BIOMARKERS PREV. 22(2): 
201– 208. 

KATOH Y & KATOH M. (2006) HEDGEHOG SIGNALING PATHWAY AND GASTROINTESTINAL 
STEM CELL SIGNALING NETWORK (REVIEW). INT J MOL MED 18:1019-23.  

KEMPER K, GRANDELA C, MEDEMA JP (2010)  MOLECULAR IDENTIFICATION AND TARGETING 
OF COLORECTAL CANCER STEM CELLS. ONCOTARGET.1(6):387-395.  

KHALID U, SALEEM T, IMAM AM & KHAN MR (2011) PATHOGENESIS, DIAGNOSIS AND 
MANAGEMENT OF PRIMARY MELANOMA OF THE COLON. WORLD J. SURG. ONCOL. 9(1): 14. 

KIDD S, SPAETH E, KLOPP A, ANDREEFF M, HALL B & MARINI FC (2008) THE (IN) 
AUSPICIOUS ROLE OF MESENCHYMAL STROMAL CELLS IN CANCER: BE IT FRIEND OR FOE. 
CYTOTHERAPY 10: 657-667. 

KIDD S, SPAETH E, DEMBINSKI JL, DIETRICH M, WATSON K, KLOPP A, BATTULA VL, WEIL M, 
ANDREEFF M, AND MARINI FC. (2009) DIRECT EVIDENCE OF MESENCHYMAL STEM CELL TROPISM 
FOR TUMOR AND WOUNDING MICROENVIRONMENTS USING IN VIVO BIOLUMINESCENT IMAGING. 
STEM CELLS  27:2614-2623. 

KIM JW, SHIN MK & KIM BC (2015) CLINICOPATHOLOGIC IMPACTS OF POORLY 
DIFFERENTIATED CLUSTER-BASED GRADING SYSTEM IN COLORECTAL CARCINOMA. J. KOREAN 
MED. SCI. 30(1): 16–23. 

KIM ER & KIM Y-H (2014) CLINICAL APPLICATION OF GENETICS IN MANAGEMENT OF 
COLORECTAL CANCER. INTEST. RES. 12(3): 184–193. 



192 
 

KIM M-J, LEE E-J, CHUN S-M, JANG S-J, KIM D, LEE D & YOUK E (2014) THE SIGNIFICANCE 
OF ECTOPIC CRYPT FORMATION IN THE DIFFERENTIAL DIAGNOSIS OF COLORECTAL POLYPS. 
DIAGN.PATHOL. 9(1): 212. 

KIM JH, RHEE YY, KIM KJ, CHO NY, LEE HS & KANG GH (2014) ANNEXIN A10 EXPRESSION 
CORRELATES WITH SERRATED PATHWAY FEATURES IN COLORECTAL CARCINOMA WITH 
MICROSATELLITE INSTABILITY. APMIS 122(12): 1187–95. 

KIM M-J, LEE E-J, CHUN S-M, JANG S-J, KIM C-H, SEO J-P, KIM DS, LEE DH, LEE SH & 
YOUK EG (2013A) PEDUNCULATED SERRATED POLYP WITH HISTOLOGIC FEATURES OF SESSILE 
SERRATED ADENOMA, A CLINICOPATHOLOGIC AND MOLECULAR STUDY. AM. J. SURG. PATHOL. 
37(7): 1039–1043. 

KIM M-J, LEE E-J, SUH J-P, CHUN S-M, JANG S-J, KIM DS, LEE DH, LEE SH & YOUK EG 
(2013B) TRADITIONAL SERRATED ADENOMA OF THE COLORECTUM: CLINICOPATHOLOGIC 
IMPLICATIONS AND ENDOSCOPIC FINDINGS OF THE PRECURSOR LESIONS. AM. J. CLIN. PATHOL. 
140(6): 898–911. 

KIM JK, KIM PJ, JUNG KH, NOH JH, EUN JW, BAE HJ, XIE HJ, SHAN JM, PING WY, PARK 
WONS, LEE JY & NAM SW (2010) DECREASED EXPRESSION OF ANNEXIN A10 IN GASTRIC 
CANCER AND ITS OVEREXPRESSION IN TUMOR CELL GROWTH SUPPRESSION. ONCOL. REP. 24(3): 
607–612. 

KIM K-M, LEE EJ, KIM Y-H, CHANG DK & ODZE RD (2010A) KRAS MUTATIONS IN 
TRADITIONAL SERRATED ADENOMAS FROM KOREA HERALD AN AGGRESSIVE PHENOTYPE. AM. J. 
SURG. PATHOL. 34(5): 667–75. 

KIM J, KIM MA, JEE C DO, JUNG EJ & KIM WH (2009) REDUCED EXPRESSION AND 
HOMOZYGOUS DELETION OF ANNEXIN A10 IN GASTRIC CARCINOMA. INT. J. CANCER 125(8): 
1842–50. 

KIM KA, KAKITANI M, ZHAO J, OSHIMA T, TANG T, BINNERTS M, LIU Y, BOYLE B, PARK E, 
EMTAGE P, FUNK WD, TOMIZUKA K. (2005) MITOGENIC INFLUENCE OF HUMAN R-SPONDIN1 ON 
THE INTESTINAL EPITHELIUM. SCIENCE 309: 1256–1259. 

KIM JS, CROOKS H, DRACHEVA T, NISHANIAN TG, SINGH B, JEN J, WALDMAN T (2002) 
ONCOGENIC BETA-CATENIN IS REQUIRED FOR BONE MORPHOGENETIC PROTEIN 4 EXPRESSION IN 
HUMAN CANCER CELLS. CANCER RES. 62:2744-8. 

KIMURA T, YAMAMOTO E, YAMANO H-O, SUZUKI H, KAMIMAE S, NOJIMA M, SAWADA T, 
ASHIDA M, YOSHIKAWA K, TAKAGI R, KATO R, HARADA T, SUZUKI R, MARUYAMA R, KAI M, 
IMAI K, SHINOMURA Y, SUGAI T & TOYOTA M (2012) A NOVEL PIT PATTERN IDENTIFIES THE 



193 
 

PRECURSOR OF COLORECTAL CANCER DERIVED FROM SESSILE SERRATED ADENOMA. AM. J. 
GASTROENTEROL. 107(3): 460–9. 

KINZLER KW & VOGELSTEIN B (1997) CANCER-SUSCEPTIBILITY GENES. GATEKEEPERS AND 
CARETAKERS. NATURE 386(6627): 761, 763. 

KIKUCHI Y; KASHIMA TG; NISHIYAMA T; SHIMAZU K; MORISHITA Y; SHIMAZAKI M; KII I; 
HORIE H; NAGAI H; KUDO A; KII I, HORIE H, NAGAI H, KUDO A & FUKAYAMAET M (2008) 
PERIOSTIN IS EXPRESSED IN PERICRYPTAL FIBROBLASTS AND CANCER-ASSOCIATED FIBROBLASTS IN 
THE COLON. J. HISTOCHEM. CYTOCHEM. 56, 753–764. 

KIYOKAWA, E., AND MINATO, H. (2014). ACTIVATED K-RAS AND ITS EFFECT ON 
MORPHOLOGICAL APPEARANCE. J. BIOCHEM. (TOKYO) 156, 137–145. 

KLARSKOV L, MOGENSEN AM, JESPERSEN N, INGEHOLM P & HOLCK S (2011) FILIFORM 
SERRATED ADENOMATOUS POLYPOSIS ARISING IN A DIVERTED RECTUM OF AN INFLAMMATORY 
BOWEL DISEASE PATIENT. APMIS 119(6): 393–8. 

KLINTRUP K, MAKINEN JM, KAUPPILA S, VARE PO, MELKKO J, TUOMINEN H, TUPPURAINEN 
K, MAKELA J, KARTTUNEN TJ & MAKINEN MJ (2005) INFLAMMATION AND PROGNOSIS IN 
COLORECTAL CANCER. EUR. J. CANCER 41(17): 2645–2654. 

KNUDSON AG (1971) MUTATION AND CANCER: STATISTICAL STUDY OF RETINOBLASTOMA. 
PROC. NATL. ACAD. SCI. U. S. A. 68(4): 820–823. 

KOBAEK-LARSEN M, THORUP I, DIEDERICHSEN A, FENGER C, HOITINGA MR (2000) REVIEW 
OF COLORECTAL CANCER AND ITS METASTASES IN RODENT MODELS: COMPARATIVE ASPECTS WITH 
THOSE IN HUMANS. COMP MED. 50(1):16-26. 

KODACH LL, WIERCINSKA E, DE MIRANDA NF, BLEUMING SA, MUSLER AR, PEPPELENBOSCH 
MP, DEKKER E, VAN DEN BRINK GR, VAN NOESEL CJ, MORREAU H, HOMMES DW, TEN DIJKE P, 
OFFERHAUS GJ, HARDWICK JC. (2008) THE BONE MORPHOGENETIC PROTEIN PATHWAY IS 
INACTIVATED IN THE MAJORITY OF SPORADIC COLORECTAL CANCERS. GASTROENTEROLOGY 
134:1332-41. 

KOELZER VH & LUGLI A (2014) THE TUMOR BORDER CONFIGURATION OF COLORECTAL 
CANCER AS A HISTOMORPHOLOGICAL PROGNOSTIC INDICATOR. FRONT. ONCOL. 4: 29. 

KOHN AD & MOON RT (2005) WNT AND CALCIUM SIGNALING:BETA-CATENIN-INDEPENDENT 
PATHWAYS. CELL CALCIUM; 38:439-46.  

KOJIMA M, WAKAI K, TOKUDOME S, TAMAKOSHI K, TOYOSHIMA H, WATANABE Y, 
HAYAKAWA N, SUZUKI K, HASHIMOTO S, ITO Y & TAMAKOSHI A (2004) BOWEL MOVEMENT 



194 
 

FREQUENCY AND RISK OF COLORECTAL CANCER IN A LARGE COHORT STUDY OF JAPANESE MEN AND 
WOMEN. BR. J. CANCER 90(7): 1397–401. 

KOJIMA, Y., ACAR, A., EATON, E. N., MELLODY, K. T., SCHEEL, C., BEN-PORATH, I, TAMER 
T. ONDER, ZHIGANG C. WANG, ANDREA L. RICHARDSON, ROBERT A. WEINBERG & ORIMO, A. 
(2010). AUTOCRINE TGF-Β AND STROMAL CELL-DERIVED FACTOR-1 (SDF-1) SIGNALING DRIVES 
THE EVOLUTION OF TUMOR-PROMOTING MAMMARY STROMAL MYOFIBROBLASTS. PROCEEDINGS 
OF THE NATIONAL ACADEMY OF SCIENCES OF THE UNITED STATES OF AMERICA, 107(46), 20009–
20014.  

KOMORI K, AJIOKA Y, WATANABE H, ODA K & NIMURA Y (2003) PROLIFERATION KINETICS 
AND APOPTOSIS OF SERRATED ADENOMA OF THE COLORECTUM. PATHOL. INT. 53(5): 277–283. 

KONISHI F & MORSON B (1982) PATHOLOGY OF COLORECTAL ADENOMAS: A COLONOSCOPY 
SURVEY. J. CLIN. PATHOL. 35: 830–841. 

KOO B-K, STANGE DE, SATO T, KARTHAUS W, FARIN HF, HUCH M, VAN ES JH, CLEVERS H 
(2011) CONTROLLED GENE EXPRESSION IN PRIMARY LGR5 ORGANOID CULTURES. NAT METHODS 
9:81–83. 

KOUSHIK A, HUNTER DJ, SPIEGELMAN D, BEESON WL, VAN DEN BRANDT PA, BURING JE, 
CALLE EE, CHO E, FRASER GE, FREUDENHEIM JL, FUCHS CS, GIOVANNUCCI EL, GOLDBOHM RA, 
HARNACK L, JACOBS DR, KATO I, KRASNA M, FLANCBAUM L, CODY R, SHNEIBAUM S & BEN ARI 
G (1988) VASCULAR AND NEURAL INVASION IN COLORECTAL CARCINOMA. INCIDENCE AND 
PROGNOSTIC SIGNIFICANCE. CANCER 61(5): 18–23. 

KOVALL RA. (2008) MORE COMPLICATED THAN IT LOOKS: ASSEMBLY OF NOTCH PATHWAY 
TRANSCRIPTION COMPLEXES. ONCOGENE; 27:5099-109.  

KORINEK V, BARKER N, MOERER P, VAN DONSELAAR E, HULS G, PETERS PJ, CLEVERS H. 
(1998) DEPLETION OF EPITHELIAL STEMCELL COMPARTMENTS IN THE SMALL INTESTINE OF MICE 
LACKING TCF-4. NAT GENET 19:379–383. 

KOSINSKI C, LI VSW, CHAN ASY, ZHANG J, HO C, TSUI WY, CHAN TL, MIFFLIN RC, POWELL 
DW, YUEN ST, LEUNG SY, CHEN X (2007) GENE EXPRESSION PATTERNS OF HUMAN COLON TOPS 
AND BASAL CRYPTS AND BMP ANTAGONISTS AS INTESTINAL STEM CELL NICHE FACTORS. PROC 
NATL ACAD SCI USA 104:15418-23.  

KRAMAN, M.; BAMBROUGH, P.J.; ARNOLD, J.N.; ROBERTS, E.W.; MAGIERA, L.; JONES, 
J.O.; GOPINATHAN, A.; TUVESON, D.A.; FEARON, D.T. (2010) SUPPRESSION OF ANTITUMOR 
IMMUNITY BY STROMAL CELLS EXPRESSING FIBROBLAST ACTIVATION PROTEIN-ALPHA. SCIENCE 330, 
827–830.  



195 
 

KRASNA M, FLANCBAUM L, CODY R, SHNEIBAUM S & BEN ARI G (1988) VASCULAR AND 
NEURAL INVASION IN COLORECTAL CARCINOMA. INCIDENCE AND PROGNOSTIC SIGNIFICANCE. 
CANCER 61(5): 18–23. 

KREBS C (1928) EXPERIMENTELLER ALKOHOLKREBS BEI WEISSEN MAUSEN. Z. IMMUN. EXP. 
THERAP., 50, 203–218. 

KRIEGL L, NEUMANN J, VIETH M, GRETEN F, REU S, JUNG A & KIRCHNER T (2011) UP AND 
DOWNREGULATION OF P16 (INK4A) EXPRESSION IN BRAF-MUTATED POLYPS/ADENOMAS 
INDICATES A SENESCENCE BARRIER IN THE SERRATED ROUTE TO COLON CANCER. MOD. PATHOL. 
24(7): 1015–22. 

KUDO SE, LAMBERT R, ALLEN JI, FUJII H, FUJII T, KASHIDA H, MATSUDA T, MORI M, SAITO 
H, SHIMODA T, TANAKA S, WATANABE H, SUNG JJ, FELD AD, INADOMI JM, O’BRIEN MJ, 
LIEBERMAN DA, RANSOHOFF DF, SOETIKNO RM, TRIADAFILOPOULOS G, ZAUBER A, TEIXEIRA CR, 
REY JF, JARAMILLO E, RUBIO CA, VAN GOSSUM A, JUNG M, VIETH M, JASS JR & HURLSTONE PD 
(2008) NONPOLYPOID NEOPLASTIC LESIONS OF THE COLORECTAL MUCOSA. GASTROINTEST. 
ENDOSC. 68(4): S3–47. 

KURATNIK A & GIARDINA C. (2013) INTESTINAL ORGANOIDS AS TISSUE SURROGATES FOR 
TOXICOLOGICAL AND PHARMACOLOGICAL STUDIES. BIOCHEM PHARMACOL 85: 1721–1726.  

KUROSE K, GILLEY K, MATSUMOTO S, WATSON PH, ZHOU XP, ENG C. (2002) FREQUENT 
SOMATIC MUTATIONS IN PTEN AND TP53 ARE MUTUALLY EXCLUSIVE IN THE STROMA OF BREAST 
CARCINOMAS. NAT GENET. 32(3):355–357.  

KURTOVA, A.V.; XIAO, J.; MO, Q.; PAZHANISAMY, S.; KRASNOW, R.; LERNER, S.P.; CHEN, 
F.; ROH, T.T.; LAY, E.; HO, P.L.; CHAN KS (2015) BLOCKING PGE2-INDUCED TUMOUR 
REPOPULATION ABROGATES BLADDER CANCER CHEMORESISTANCE. NATURE, 517, 209–213.  

KWON C, CHENG P, KING IN, ANDERSEN P, SHENJE L, NIGAM V, SRIVASTAVA D (2011) 
NOTCH POST-TRANSLATIONALLY REGULATES Β-CATENIN PROTEIN IN STEM AND PROGENITOR CELLS. 
NAT CELL BIOL 13:1244-51. 

LAGE P, CRAVO M, SOUSA R, CHAVES P, SALAZAR M, FONSECA R, CLARO I, SUSPIRO A, 
RODRIGUES P, RAPOSO H, FIDALGO P & NOBRE-LEITÃO C (2004) MANAGEMENT OF 
PORTUGUESE PATIENTS WITH HYPERPLASTIC POLYPOSIS AND SCREENING OF AT-RISK FIRST-DEGREE 
RELATIVES: A CONTRIBUTION FOR FUTURE GUIDELINES BASED ON A CLINICAL STUDY. AM. J. 
GASTROENTEROL. 99(9): 1779–84. 

LAI EC. (2002) KEEPING A GOOD PATHWAY DOWN: TRANSCRIPTIONAL REPRESSION OF NOTCH 
PATHWAY TARGET GENES BY CSL PROTEINS. EMBO REP; 3:840-5. 



196 
 

LAIHO P, KOKKO A, VANHARANTA S, SALOVAARA R, SAMMALKORPI H, JÄRVINEN H, 
MECKLIN J-P, KARTTUNEN TJ, TUPPURAINEN K, DAVALOS V, SCHWARTZ S, ARANGO D, MÄKINEN 
MJ & AALTONEN LA (2007) SERRATED CARCINOMAS FORM A SUBCLASS OF COLORECTAL CANCER 
WITH DISTINCT MOLECULAR BASIS. ONCOGENE 26(2): 312–20. 

LAIYEMO AO, MURPHY G, SANSBURY LB, WANG Z, ALBERT  PS, MARCUS PM, LANZA E 
(2009). HYPERPLASTIC POLYPS AND THE RISK OF ADENOMA RECURRENCE IN THE POLYP 
PREVENTION TRIAL. CLINICAL GASTROENTEROLOGY AND HEPATOLOGY : THE OFFICIAL CLINICAL 
PRACTICE JOURNAL OF THE AMERICAN GASTROENTEROLOGICAL ASSOCIATION 7(2), 192–197.   

LAMPROPOULOS P, ZIZI-SERMPETZOGLOU A, RIZOS S, KOSTAKIS A, NIKITEAS N & 
PAPAVASSILIOU AG (2012) TGF-BETA SIGNALLING IN COLON CARCINOGENESIS. CANCER LETT. 
314(1): 1–7. 

LANDIS SH, MURRAY T, BOLDEN S. & WINGO PA (1998) CANCER STATISTICS. CA: A 
CANCER JOURNAL FOR CLINICIANS, 48: 6–29. 

LANGDON S.P. (ED.) (2003) CANCER CELL CULTURE: METHODS AND PROTOCOLS: METHODS 
IN MOLECULAR MEDICINE, HUMANA PRESS INC., NY. 

LARSSON SC & WOLK A (2006) MEAT CONSUMPTION AND RISK OF COLORECTAL CANCER: A 
METAANALYSIS OF PROSPECTIVE STUDIES. INT. J. CANCER. 119(11): 2657–64. 

LASH RH, GENTA RM & SCHULER CM (2010) SESSILE SERRATED ADENOMAS: PREVALENCE 
OF DYSPLASIA AND CARCINOMA IN 2139 PATIENTS. J. CLIN. PATHOL. 63(8): 681–6. 

LAUFFENBURGER DA & HORWITZ AF (1996) CELL MIGRATION: A PHYSICALLY INTEGRATED 
MOLECULAR PROCESS. CELL 84(3): 359–69. 

LAZARUS R, JUNTTILA OE, KARTTUNEN TJ & MÄKINEN MJ (2005) THE RISK OF 
METACHRONOUS NEOPLASIA IN PATIENTS WITH SERRATED ADENOMA. AM. J. CLIN. PATHOL. 
123(3): 349–359. 

LE N.H., FRANKEN P., FODDE R., (2008) TUMOUR-STROMA INTERACTIONS IN COLORECTAL 
CANCER: CONVERGING ON BETA-CATENIN ACTIVATION AND CANCER STEMNESS. BR. J. CANCER 
98(12):1886–1893.  

LEACH FS, NICOLAIDES NC, PAPADOPOULOS N, LIU B, JEN J, PARSONS R, PELTOMÄKI P, 
SISTONEN P, AALTONEN LA, NYSTRÖM-LAHTI M, GUAN X-Y, ZHANG J, MELTZER PS, YU J-W, 
KAO FT, CHEN DJ, CEROSALETTI KM, FOURNIER REK, TODD S, LEWIS T, LEACH RJ, NAYLOR SL, 
WEISSENBACH J, MECKLIN J-P, JÄRVINEN H, PETERSEN GM, HAMILTON SR, GREEN J, JASS J, 
WATSON P, LYNCH HT & TRENT JM (1993) MUTATIONS OF A MUTS HOMOLOG IN HEREDITARY 
NONPOLYPOSIS COLORECTAL CANCER. CELL 75 (1215-1225). 



197 
 

LEE EJ, CHOI C, PARK CK, MAENG L, LEE J, LEE A & KIM K-M (2005) TRACING ORIGIN OF 
SERRATED ADENOMAS WITH BRAF AND KRAS MUTATIONS. VIRCHOWS ARCH. 447(3): 597–602. 

LEE JK, LILES EG, BENT S, LEVIN TR & CORLEY DA (2014) ACCURACY OF FECAL 
IMMUNOCHEMICAL TESTS FOR COLORECTAL CANCER: SYSTEMATIC REVIEW AND META-ANALYSIS. 
ANN. INTERN. MED. 160 (3). 

LEEDHAM, S. J., RODENAS-CUADRADO, P., HOWARTH, K., LEWIS, A., MALLAPPA, S., 
SEGDITSAS, S., DAVIS, H., JEFFERY, R., RODRIGUEZ-JUSTO, M., KESHAV, S, TRAVIS SP, GRAHAM 
TA, EAST J, CLARK S, TOMLINSON IP (2013). A BASAL GRADIENT OF WNT AND STEM-CELL 
NUMBER INFLUENCES REGIONAL TUMOUR DISTRIBUTION IN HUMAN AND MOUSE INTESTINAL 
TRACTS. GUT 62, 83-93. 

LEEDHAM S J, BRITTAN M, MCDONALD SAC AND WRIGHT NA (2005), INTESTINAL STEM 
CELLS. JOURNAL OF CELLULAR AND MOLECULAR MEDICINE, 9: 11–24.  

LEEK RD & HARRIS AL. (2002) TUMOR-ASSOCIATED MACROPHAGES IN BREAST CANCER. J 
MAMMARY GLAND BIOL NEOPLASIA. 7:177–189.  

LEGGETT B & WHITEHALL V (2010) ROLE OF THE SERRATED PATHWAY IN COLORECTAL 
CANCER PATHOGENESIS. GASTROENTEROLOGY 138(6): 2088–2100. 

LEGGETT BA, DEVEREAUX B, BIDEN K, SEARLE J, YOUNG J & JASS J (2001) HYPERPLASTIC 
POLYPOSIS: ASSOCIATION WITH COLORECTAL CANCER. AM. J. SURG. PATHOL. 25(2): 177–184. 

LEHMANN BD, BAUER J A, CHEN X, SANDERS ME, CHAKRAVARTHY AB, SHYR Y & PIETENPOL 
JA (2011). IDENTIFICATION OF HUMAN TRIPLE-NEGATIVE BREAST CANCER SUBTYPES AND 
PRECLINICAL MODELS FOR SELECTION OF TARGETED THERAPIES. THE JOURNAL OF CLINICAL 
INVESTIGATION, 121(7), 2750–2767.  

LESLIE A, CAREY FA, PRATT NR & STEELE RJC (2002) THE COLORECTAL ADENOMA–
CARCINOMA SEQUENCE. BR. J. SURG. 89: 845–860.  

LEUFKENS AM, DEMARCO DC, RASTOGI A, AKERMAN PA, AZZOUZI K, ROTHSTEIN RI, 
VLEGGAAR FP, REPICI A, RANDO G, OKOLO PI, DEWIT O, IGNJATOVIC A, ODSTRCIL E, EAST J, 
DEPREZ PH, SAUNDERS BP, KALLOO AN, CREEL B, SINGH V, LENNON AM & SIERSEMA PD 
(2011) EFFECT OF A RETROGRADE-VIEWING DEVICE ON ADENOMA DETECTION RATE DURING 
COLONOSCOPY: THE TERRACE STUDY. GASTROINTEST. ENDOSC. 73(3): 480–489. 

LEWIN K, RANCHOD M & DORFMAN R (1978) LYMPHOMAS OF THE GASTROINTESTINAL 
TRACT: A STUDY OF 117 CASES PRESENTING WITH GASTROINTESTINAL DISEASE. CANCER 42(2): 
693–707. 



198 
 

LEWIS JD, DEREN JJ &. LICHTENSTEIN GR (1999) CANCER RISK IN PATIENTS WITH 
INFLAMMATORY BOWEL DISEASE. GASTROENTEROLOGY CLINICS OF NORTH AMERICA, VOL. 28, 
NO. 2, PP. 459–477. 

LI C & WONG WH (2001) MODEL-BASED ANALYSIS OF OLIGONUCLEOTIDE ARRAYS: 
EXPRESSION INDEX COMPUTATION AND OUTLIER DETECTION. PROC. NATL. ACAD. SCI. U. S. A. 
98(1): 31–36. 

LI H, FAN X, HOUGHTON (2007) J TUMOR MICROENVIRONMENT: THE ROLE OF THE TUMOR 
STROMA IN CANCER. J. CELL. BIOCHEM. 101, 805–815.  

LI L & BHATIA R (2011) STEM CELL QUIESCENCE. CLIN. CANCER RES. 17, 4936–4941. 

LIÈVRE A, BLONS H & LAURENT-PUIG P (2010) ONCOGENIC MUTATIONS AS PREDICTIVE 
FACTORS IN COLORECTAL CANCER. ONCOGENE 29(21): 3033–3043. 

LIN YM, FURUKAWA Y, TSUNODA T, YUE CT, YANG KC, NAKAMURA Y. (2002) MOLECULAR 
DIAGNOSIS OF COLORECTAL TUMORS BY EXPRESSION PROFILES OF 50 GENES EXPRESSED 
DIFFERENTIALLY IN ADENOMAS AND CARCINOMAS. ONCOGENE 21:4120–4128. 

LIN GL & HANKENSON KD. (2011) INTEGRATION OF BMP, WNT, AND NOTCH SIGNALING 
PATHWAYS IN OSTEOBLAST DIFFERENTIATION. J CELL BIOCHEM 112:3491-501. 

LINDBLOM A, TANNERGÅRD P, WERELIUS B & NORDENSKJÖLD M (1993) GENETIC MAPPING 
OF A SECOND LOCUS PREDISPOSING TO HEREDITARY NON-POLYPOSIS COLON CANCER. NAT. GENET. 
5(3): 279–282. 

LINDOR NM, BURGART LJ, LEONTOVICH O, GOLDBERG RM, CUNNINGHAM JM, SARGENT 
DJ, WALSH- VOCKLEY C, PETERSEN GM, WALSH MD, LEGGETT BA, YOUNG JP, BARKER MA, 
JASS JR, HOPPER J, GALLINGER S, BAPAT B, REDSTON M & THIBODEAU SN (2002) 
IMMUNOHISTOCHEMISTRY VERSUS MICROSATELLITE INSTABILITY TESTING IN PHENOTYPING 
COLORECTAL TUMORS. J. CLIN. ONCOL. 20(4): 1043–8. 

LIOTTA LA & KOHN EC (2001) THE MICROENVIRONMENT OF THE TUMOUR-HOST 
INTERFACE.NATURE 411, 375–379. 

LOHR M, SCHMIDT C, RINGEL J, KLUTH M, MULLER P, NIZZE H, AND JESNOWSKI R (2001) 
TRANSFORMING GROWTH FACTOR-BETA1 INDUCES DESMOPLASIA IN AN EXPERIMENTAL MODEL OF 
HUMAN PANCREATIC CARCINOMA. CANCER RES 61: 550-555. 

LOEB LA (1991) MUTATOR PHENOTYPE MAY BE REQUIRED FOR MULTISTAGE 
CARCINOGENESIS. CANCER RES. 51(12): 3075–3079. 



199 
 

LONGACRE TA & FENOGLIO-PREISER CM (1990) MIXED HYPERPLASTIC ADENOMATOUS 
POLYPS/SERRATED ADENOMAS. A DISTINCT FORM OF COLORECTAL NEOPLASIA. AM. J. SURG. 
PATHOL. 14(6): 524–37. 

LORENTE-TRIGOS A, VARNAT F, MELOTTI A, RUIZ I ALTABA A. (2010) BMP SIGNALING 
PROMOTES THE GROWTH OF PRIMARY HUMAN COLON CARCINOMAS IN VIVO. J MOL CELL BIOL 
2:318- 32. 

LOTSARI JE, GYLLING A, ABDEL-RAHMAN WM, NIEMINEN TT, AITTOMÄKI K, FRIMAN M, 
PITKÄNEN R, AARNIO M, JÄRVINEN HJ, MECKLIN JP, KUOPIO T & PELTOMÄKI P (2012) BREAST 
CARCINOMA AND LYNCH SYNDROME: MOLECULAR ANALYSIS OF TUMORS ARISING IN MUTATION 
CARRIERS, NON-CARRIERS, AND SPORADIC CASES. BREAST CANCER RES. 14(3):R90. 

LOTTI, F.; JARRAR, A.M.; PAI, R.K.; HITOMI, M.; LATHIA, J.; MACE, A.; GANTT, G.A., JR.; 
SUKHDEO, K.; DEVECCHIO, J.; VASANJI, A.; LEAHY P, HJELMELAND AB, KALADY MF, RICH JN 
(2013) CHEMOTHERAPY ACTIVATES CANCER-ASSOCIATED FIBROBLASTS TO MAINTAIN COLORECTAL 
CANCER-INITIATING CELLS BY IL-17A. J. EXP. MED, 210, 2851–2872.  

LOUPAKIS F, RUZZO A, CREMOLINI C, VINCENZI B, SALVATORE L, SANTINI D, MASI G, STASI 
I, CANESTRARI E, RULLI E, FLORIANI I, BENCARDINO K, GALLUCCIO N, CATALANO V, TONINI G, 
MAGNANI M, FONTANINI G, BASOLO F, FALCONE A & GRAZIANO F (2009) KRAS CODON 61, 
146 AND BRAF MUTATIONS PREDICT RESISTANCE TO CETUXIMAB PLUS IRINOTECAN IN KRAS 
CODON 12 AND 13 WILD-TYPE METASTATIC COLORECTAL CANCER. BR. J. CANCER 101(4): 715–
721. 

LUKOVAC S, BELZER C, PELLIS L, KEIJSER BJ, DE VOS WM, MONTIJN RC, ROESELERS G 
(2014) DIFFERENTIAL MODULATION BY AKKERMANSIA MUCINIPHILA AND FAECALIBACTERIUM 
PRAUSNITZII OF HOST PERIPHERAL LIPID METABOLISM AND HISTONE ACETYLATION IN MOUSE GUT 
ORGANOIDS. MBIO 5(4):E01438-14. 

LUTGENS MWMD, VAN OIJEN MGH, VAN DER HEIJDEN GJMG, VLEGGAAR FP, SIERSEMA 
PD & OLDENBURG B (2013) DECLINING RISK OF COLORECTAL CANCER IN INFLAMMATORY BOWEL 
DISEASE: AN UPDATED META-ANALYSIS OF POPULATION-BASED COHORT STUDIES. INFLAMM. 
BOWEL DIS. 19(4): 789–799. 

LYNCH H & DE LA CHAPELLE A (2003) HEREDITARY COLORECTAL CANCER. N. ENGL. J. MED. 
348(10): 919–932. 

LYNCH HT & DE LA CHAPELLE A (1999) GENETIC SUSCEPTIBILITY TO NON-POLYPOSIS 
COLORECTAL CANCER. J. MED. GENET. 36(11): 801–818. 



200 
 

LYNCH HT, LYNCH PM, LANSPA SJ, SNYDER CL, LYNCH JF & BOLAND CR (2009) REVIEW OF 
THE LYNCH SYNDROME: HISTORY, MOLECULAR GENETICS, SCREENING, DIFFERENTIAL DIAGNOSIS, 
AND MEDICOLEGAL RAMIFICATIONS. CLIN. GENET. 76(1): 1–18. 

LYNCH HT, SMYRK T, MCGINN T, LANSPA S, CAVALIERI J, LYNCH J, SLOMINSKI-CASTOR S, 
CAYOUETTE MC, PRILUCK I & LUCE MC (1995) ATTENUATED FAMILIAL ADENOMATOUS 
POLYPOSIS (AFAP). A PHENOTYPICALLY AND GENOTYPICALLY DISTINCTIVE VARIANT OF FAP. 
CANCER 76(12): 2427–33. 

MÄKELÄ J, LAITINEN S & KAIRALUOMA M (1995) FIVE-YEAR FOLLOW-UP AFTER RADICAL 
SURGERY FOR COLORECTAL CANCER RESULTS OF A PROSPECTIVE RANDOMIZED TRIAL. ARCH. 
SURG. 130(10): 1062–1067. 

MÄKINEN JM, MÄKINEN MJ & KARTTUNEN TJ (2002) SERRATED ADENOCARCINOMA OF THE 
RECTUM ASSOCIATED WITH PERIANAL PAGET’S DISEASE: A CASE REPORT. HISTOPATHOLOGY 41(2): 
177–9. 

MÄKINEN MJ (2007) COLORECTAL SERRATED ADENOCARCINOMA. HISTOPATHOLOGY 50(1): 
131–150. 

MÄKINEN MJ (2014) SERRATED POLYPS AND COLORECTAL CANCER RISK. COLOR. CANCER 
3(1): 77–91. 

MÄKINEN MJ, GEORGE SM, JERNVALL P, MÄKELÄ J, VIHKO P & KARTTUNEN TJ (2001) 
COLORECTAL CARCINOMA ASSOCIATED WITH SERRATED ADENOMA--PREVALENCE, HISTOLOGICAL 
FEATURES, AND PROGNOSIS. J. PATHOL. 2001 MAR; 193(3):286-94. 

MALILA N, PALVA T, MALMINIEMI O, PAIMELA H, ANTTILA A, HAKULINEN T, JÄRVINEN H, 
KOTISAARI M-L, PIKKARAINEN P, RAUTALAHTI M, SANKILA R, VERTIO H & HAKAMA M (2011) 
COVERAGE AND PERFORMANCE OF COLORECTAL CANCER SCREENING WITH THE FAECAL OCCULT 
BLOOD TEST IN FINLAND. J. MED. SCREEN. 18(1): 18–23. 

MALUMBRES M & BARBACID M (2003) RAS ONCOGENES: THE FIRST 30 YEARS. NAT. REV. 
CANCER 3(6): 459–465. 

MANDINOVA A, LEFORT K, TOMMASI DI VIGNANO A, STONELY W, OSTANO P, CHIORINO G, 
IWAKI H, NAKANISHI J, DOTTO GP (2008) THE FOXO3A GENE IS A KEY NEGATIVE TARGET OF 
CANONICAL NOTCH SIGNALING IN THE KERATINOCYTE UVB RESPONSE. EMBO J 27:1243-54. 

MANFREDI S, BENHAMICHE AM, MENY B, CHEYNEL N, RAT P & FAIVRE J (2001) 
POPULATIONBASED STUDY OF FACTORS INFUENCING OCCURRENCE AND PROGNOSIS OF LOCAL 
RECURRENCE AFTER SURGERY FOR RECTAL CANCER. BR. J. SURG. 88: 1221–1227. 



201 
 

MARKOWITZ SD, WANG J, MYEROFF L, PARSONS R, SUN L, LUTTERBAUGH J, FAN RS, 
ZBOROWSKA E, KINZLER KW, VOGELSTEIN B, BRATTAIN M & WILLSON JK V (1995) 
INACTIVATION OF THE TYPE II TGF-BETA RECEPTOR IN COLON CANCER CELLS WITH MICROSATELLITE 
INSTABILITY. SCIENCE (80) 268(5215): 1336–1338. 

MARKOWITZ SD BM (2009) MOLECULAR ORIGINS OF CANCER: MOLECULAR BASIS OF 
COLORECTAL CANCER. N. ENGL. J. MED. 361(25): 2449–2460. 

MARISA, L., DE REYNIÈS, A., DUVAL, A., SELVES, J., GAUB, M. P., VESCOVO L, ETIENNE-
GRIMALDI MC, SCHIAPPA R, GUENOT D, AYADI M., KIRZIN S, CHAZAL M, FLÉJOU JF, BENCHIMOL 
D, BERGER A, LAGARDE A, PENCREACH E, PIARD F, ELIAS D, PARC Y, OLSCHWANG S, MILANO G, 
PUIG PL, BOIGE V. (2013) GENE EXPRESSION CLASSIFICATION OF COLON CANCER INTO 
MOLECULAR SUBTYPES: CHARACTERIZATION, VALIDATION, AND PROGNOSTIC VALUE. PLOS 
MEDICINE, 10(5), E1001453. 

MARTIN M, PUJUGUET P, MARTIN F. (1996) ROLE OF STROMAL MYOFIBROBLASTS 
INFILTRATING COLON CANCER IN TUMOR INVASION. PATHOL RES PRACT 192:712–7.  

MARTIN P (1997) WOUND HEALING: AIMING FOR PERFECT SKIN REGENERATION. SCIENCE 
276:75–81. 

MASSAGUÉ J. (1998) TGF-BETA SIGNAL TRANSDUCTION. ANNU REV BIOCHEM. 67:753-91. 

MASSANI, M.; STECCA, T.; FABRIS, L.; CARATOZZOLO, E.; RUFFOLO, C.; FURLANETTO, A.; 
MORTON, S.; CADAMURO, M.; STRAZZABOSCO, M.; BASSI, N. (2013) ISOLATION AND 
CHARACTERIZATION OF BILIARY EPITHELIAL AND STROMAL CELLS FROM RESECTED HUMAN 
CHOLANGIOCARCINOMA: A NOVEL IN VITRO MODEL TO STUDY TUMOR-STROMA INTERACTIONS. 
ONCOL. REP., 30, 1143–1148.  

MATRISIAN LM, CUNHA GR & MOHLA S (2001) CANCER RES. 61, 3844- 3846. 

MATTAR W & REX DK (2008) LARGE SESSILE ADENOMAS ARE ASSOCIATED WITH A HIGH 
PREVALENCE OF SYNCHRONOUS ADVANCED ADENOMAS. CLIN. GASTROENTEROL. HEPATOL. 6(8): 
877–9. 

MAZUMDAR T, DEVECCHIO J, AGYEMAN A, SHI T, HOUGHTON JA (2011) THE GLI GENES 
ARE THE MOLECULAR SWITCH IN DISRUPTING HEDGEHOG SIGNALING IN COLON CANCER. 
ONCOTARGET. 638-45. 

MCANULTY RJ. (2007) FIBROBLASTS AND MYOFIBROBLASTS: THEIR SOURCE, FUNCTION AND 
ROLE IN DISEASE. INT J BIOCHEM CELL BIOL 39: 666-671. 



202 
 

MCCRACKEN KW, HOWELL JC, WELLS JM, SPENCE JR (2011) GENERATING HUMAN 
INTESTINAL TISSUE FROM PLURIPOTENT STEM CELLS IN VITRO. NAT PROTOC 6:1920–1928.  

MCMICHAEL A, MCCALL M, HARTSHORNE J & WOODINGS T (1980) PATTERNS OF GASTRO-
INTESTINAL CANCER IN EUROPEAN MIGRANTS TO AUSTRALIA: THE ROLE OF DIETARY CHANGE. INT. 
J. CANCER 25(4): 431–7. 

MEDEMA JP & VERMEULEN L (2011) MICROENVIRONMENTAL REGULATION OF STEM CELLS IN 
INTESTINAL HOMEOSTASIS AND CANCER.NATURE 474:318-26. 

MEDICI D, HAY ED, AND OLSEN BR. (2008) SNAIL AND SLUG PROMOTE EPITHELIAL-
MESENCHYMAL TRANSITION THROUGH BETA-CATENIN-T-CELL FACTOR-4- DEPENDENT EXPRESSION 
OF TRANSFORMING GROWTH FACTOR-BETA3. MOL BIOL CELL 19: 4875- 4887. 

MENG RD, SHELTON CC, LI Y-M, QIN L-X, PATY PB, SCHWARTZ GK (2009) GAMMA- 
SECRETASE INHIBITORS ABROGATE OXALIPLATIN-INDUCED ACTIVATION OF THE NOTCH-1 SIGNALING 
PATHWAY IN COLON CANCER CELLS RESULTING IN ENHANCED CHEMOSENSITIVITY. CANCER RES 
69:573-82. 

MENTLEIN, R.; HATTERMANN, K.; HEMION, C.; JUNGBLUTH, A.A.; HELD-FEINDT, J. (2011) 
EXPRESSION AND ROLE OF THE CELL SURFACE PROTEASE SEPRASE/FIBROBLAST ACTIVATION 
PROTEIN-Α (FAP-Α) IN ASTROGLIAL TUMORS. BIOL. CHEM. 392, 199–207. 

MERCER KE & PRITCHARD CA (2003) RAF PROTEINS AND CANCER: B-RAF IS IDENTIFIED AS A 
MUTATIONAL TARGET. BIOCHIM. BIOPHYS. ACTA 1653:25–40. 

MESSERINI L, PALOMBA A & ZAMPI G (1995) PRIMARY SIGNET-RING CELL CARCINOMA OF 
THE COLON AND RECTUM. DIS. COLON RECTUM 38(11): 1189–92. 

MICHOR F, IWASA Y & NOWAK MA (2004) DYNAMICS OF CANCER PROGRESSION. NAT. REV. 
CANCER 4(3): 197–205. 

MIKI Y1, ONO K, HATA S, SUZUKI T, KUMAMOTO H, SASANO H (2012) THE ADVANTAGES 
OF CO-CULTURE OVER MONO CELL CULTURE IN SIMULATING IN VIVO ENVIRONMENT. J STEROID 
BIOCHEM MOL BIOL. 131(3-5):68-75.  

MINSKY BD, MIES C, RICH TA & RECHT A (1989) LYMPHATIC VESSEL INVASION IS AN 
INDEPENDENT PROGNOSTIC FACTOR FOR SURVIVAL IN COLORECTAL CANCER. INT. J. RADIAT. 
ONCOL. BIOL. PHYS. 17(2): 311–318. 

MITRA, A.K.; ZILLHARDT, M.; HUA, Y.; TIWARI, P.; MURMANN, A.E.; PETER, M.E.; 
LENGYEL, E. (2012) MICRORNAS REPROGRAM NORMAL FIBROBLASTS INTO CANCER-ASSOCIATED 
FIBROBLASTS IN OVARIAN CANCER. CANCER DISCOV. 2, 1100–1108. 



203 
 

MITRA AK, ZILLHARDT M, HUA Y, TIWARI P, MURMANN AE, PETER ME, LENGYEL E. (2012) 
MICRORNAS REPROGRAM NORMAL FIBROBLASTS INTO CANCER-ASSOCIATED FIBROBLASTS IN 
OVARIAN CANCER. CANCER DISCOV. 2(12):1100–1108.  

MIYAKI M, KONISHI M, TANAKA K, KIKUCHI-YANOSHITA R, MURAOKA M, YASUNO M, 
IGARI T, KOIKE M, CHIBA M & MORI T (1997) GERMLINE MUTATION OF MSH6 AS THE CAUSE OF 
HEREDITARY NONPOLYPOSIS COLORECTAL CANCER. NAT. GENET. 17(3): 271–272. 

MIYAMOTO S & ROSENBERG DW (2011) ROLE OF NOTCH SIGNALING IN COLON 
HOMEOSTASIS AND CARCINOGENESIS. CANCER SCI 102:1938-42. 

MIYAKI M, IIJIMA T, KONISHI M, SAKAI K, ISHII A, YASUNO M, HISHIMA T, KOIKE M, 
SHITARA N, IWAMA T, UTSUNOMIYA J, KUROKI T, MORI T (1999) HIGHER FREQUENCY OF 
SMAD4 GENE MUTATION IN HUMAN COLORECTAL CANCER WITH DISTANT METASTASIS. ONCOGENE 
18:3098-103. 

MIYOSHI H, AJIMA R, LUO CT-Y, YAMAGUCHI TP, STAPPENBECK TS (2012) WNT5A 
POTENTIATES TGF-Β SIGNALING TO PROMOTE COLONIC CRYPT REGENERATION AFTER TISSUE 
INJURY. SCIENCE (NEW YORK, NY) 338(6103):108-113.  

MODLIN I & SANDOR A (1997) AN ANALYSIS OF 8305 CASES OF CARCINOID TUMORS. 
CANCER 79(4): 813–29. 

MOLNAR B, LADANYI A, TANKO L, SRÉTER L & TULASSAY Z (2001) CIRCULATING TUMOR 
CELL CLUSTERS IN THE PERIPHERAL BLOOD OF COLORECTAL CANCER PATIENTS. CLIN. CANCER RES. 
7(12): 4080–4085. 

MONTALTO MC, PHILLIPS JS, RAY FA. (1999) TELOMERASE ACTIVATION IN HUMAN 
FIBROBLASTS DURING ESCAPE FROM CRISIS. J CELL PHYSIOL 180:46 – 52. 

MORIN PJ, SPARKS AB, KORINEK V, BARKER N, CLEVERS H, VOGELSTEIN B & KINZLER KW 
(1997) ACTIVATION OF Β-CATENIN-TCF SIGNALING IN COLON CANCER BY MUTATIONS IN Β-
CATENIN OR APC. SCIENCE 275:1787-90. 

MOSKAL A, NORAT T, FERRARI P & RIBOLI E (2007) ALCOHOL INTAKE AND COLORECTAL 
CANCER RISK: A DOSE-RESPONSE META-ANALYSIS OF PUBLISHED COHORT STUDIES. INT. J. CANCER 
120(3): 664–71. 

MULLER, G. A. & RODEMANN, H. P. (1991) CHARACTERIZATION OF HUMAN RENAL 
FIBROBLASTS IN HEALTH AND DISEASE: I. IMMUNOPHENOTYPING OF CULTURED TUBULAR 
EPITHELIAL CELLS AND FIBROBLASTS DERIVED FROM KIDNEYS WITH HISTOLOGICALLY PROVEN 
INTERSTITIAL FIBROSIS. AM. J. KIDNEY DIS. 17, 680–683.  



204 
 

MUELLER MM. & FUSENIG NE. (2004).FRIENDS OR FOES —BIPOLAR EFFECTS OF THE 
TUMOUR STROMA IN CANCER. NATURE REV. CANCER 4, 839–849.  

MUELLER L, GOUMAS FA, AFFELDT M, SANDTNER S, GEHLING UM, BRILLOFF S, WALTER J, 
KARNATZ N, LAMSZUS K, ROGIERS X &. BROERING DC (2007) STROMAL FIBROBLASTS IN 
COLORECTAL LIVER METASTASES ORIGINATE FROM RESIDENT FIBROBLASTS AND GENERATE AN 
INFLAMMATORY MICROENVIRONMENT. AM. J. PATHOL. 171:1608– 18.  

MUMM JS & KOPAN R. (2000) NOTCH SIGNALING: FROM THE OUTSIDE IN. DEV BIOL 
228:151-65. 

MUSTATA, R.C., VAN LOY, T., LEFORT, A., LIBERT, F., STROLLO, S., VASSART, G., AND 
GARCIA, M.I. (2011). LGR4 IS REQUIRED FOR PANETH CELL DIFFERENTIATION AND MAINTENANCE 
OF INTESTINAL STEM CELLS EX VIVO. EMBO REP. 12, 558–564. 

MUTO T, BUSSEY HJ & MORSON BC (1975) THE EVOLUTION OF CANCER OF THE COLON AND 
RECTUM. CANCER 36(6): 2251–70. 

MUTOH H, SAKURAI S, SATOH K, OSAWA H, TOMIYAMA T, KITA H, YOSHIDA T, TAMADA K, 
YAMAMOTO H, ISODA N, IDO K, SUGANO K (2005) PERICRYPTAL FIBROBLAST SHEATH IN 
INTESTINAL METAPLASIA AND GASTRIC CARCINOMA. GUT 54:33–9.  

NAGASAKA T, SASAMOTO H, NOTOHARA K, CULLINGS HM, TAKEDA M, KIMURA K, 
KAMBARA T, MACPHEE DG, YOUNG J, LEGGETT BA, JASS JR, TANAKA N & MATSUBARA N 
(2004) COLORECTAL CANCER WITH MUTATION IN BRAF, KRAS, AND WILD-TYPE WITH RESPECT TO 
BOTH ONCOGENES SHOWING DIFFERENT PATTERNS OF DNA METHYLATION. J. CLIN. ONCOL. 
22(22): 4584–4594. 

NAGASAKI T, HARA M; NAKANISHI H; TAKAHASHI H; SATO M & TAKEYAMA H (2014) 
INTERLEUKIN-6 RELEASED BY COLON CANCER-ASSOCIATED FIBROBLASTS IS CRITICAL FOR TUMOUR 
ANGIOGENESIS: ANTI-INTERLEUKIN-6 RECEPTOR ANTIBODY SUPPRESSED ANGIOGENESIS AND 
INHIBITED TUMOUR-STROMA INTERACTION. BR. J. CANCER 110, 469–478. 

NAGY A. (2000) CRE RECOMBINASE: THE UNIVERSAL REAGENT FOR GENOME TAILORING. 
GENESIS 26: 99–109. 

NAIR RR,  BAGHERI M,  SAINI DK (2015) TEMPORALLY DISTINCT ROLES OF ATM AND ROS 
IN GENOTOXIC-STRESS-DEPENDENT INDUCTION AND MAINTENANCE OF CELLULAR SENESCENCE. J 
CELL SCI 128: 342-353.  

NAKAHARA H, ISHIKAWA T, ITABASHI M & HIROTA T (1992) DIFFUSELY INFILTRATING 
PRIMARY COLORECTAL CARCINOMA OF LINITIS PLASTICA AND LYMPHANGIOSIS TYPES. CANCER 
69(4): 901–6. 



205 
 

NAKAGAWA, HIDEWAKI; LIYANARACHCHI, SANDYA; DAVULURI, RAMANA V.; AUER, 
HERBERT; MARTIN JR., EDWARD W.; DE LA CHAPELLE, ALBERT; FRANKEL, WENDY L (2004) ROLE 
OF CANCER-ASSOCIATED STROMAL FIBROBLASTS IN METASTATIC COLON CANCER TO THE LIVER AND 
THEIR EXPRESSION PROFILES. ONCOGENE 23(44):7366–7377. 

NAKAO A, SAKAGAMI K, UDA M, MITSUOKA S & ITO H (1998) CARCINOSARCOMA OF THE 
COLON: REPORT OF A CASE AND REVIEW OF THE LITERATURE. J. GASTROENTEROL. 33(2): 276–9. 
NELSON H, PETRELLI N, CARLIN A, COUTURE J, FLESHMAN J, GUILLEM J, MIEDEMA B, OTA D & 
SARGENT D (2001) GUIDELINES 2000 FOR COLON AND RECTAL CANCER SURGERY. J. NATL. 
CANCER INST. 93(8): 583–596. 

NARUNSKY L, OREN R, BOCHNER F, NEEMAN M (2014) IMAGING ASPECTS OF THE TUMOR 
STROMA WITH THERAPEUTIC IMPLICATIONS. PHARMACOL THER 141:192–208.  

NATALWALA A, SPYCHAL R & TSELEPIS C (2008) EPITHELIAL-MESENCHYMAL TRANSITION 
MEDIATED TUMOURIGENESIS IN THE GASTROINTESTINAL TRACT. WORLD J. GASTROENTEROL. 
14(24): 3792– 3797. 

NEESSE A, MICHL P, FRESE KK, FEIG C, COOK N, JACOBETZ MA, LOLKEMA MP, BUCHHOLZ 
M, OLIVE KP, GRESS TM & TUVESON DA (2011). STROMAL BIOLOGY AND THERAPY IN 
PANCREATIC CANCER. GUT, 60, 861–868.  

NELSON H, PETRELLI N, CARLIN A, COUTURE J, FLESHMAN J, GUILLEM J, MIEDEMA B, OTA D 
& SARGENT D (2001) GUIDELINES 2000 FOR COLON AND RECTAL CANCER SURGERY. J. NATL. 
CANCER INST. 93(8): 583–96. 

NEUGUT AI, JACOBSON JS, VIVO I DE, NEUGUT AI & JACOBSON JS (1993) EPIDEMIOLOGY 
OF COLORECTAL ADENOMATOUS POLYPS. CANCER EPIDEMIOL. BIOMARKERS PREV. 2: 159–176. 

NEWLAND RC, DENT OF, LYTTLE MN, CHAPUIS PH & BOKEY EL (1994) PATHOLOGIC 
DETERMINANTS OF SURVIVAL ASSOCIATED WITH COLORECTAL CANCER WITH LYMPH NODE 
METASTASES. A MULTIVARIATE ANALYSIS OF 579 PATIENTS. CANCER 73(8): 2076–82. 

NICOLAS M, WOLFER A, RAJ K, KUMMER JA, MILL P, VAN NOORT M, HUI CC, CLEVERS H, 
DOTTO GP, RADTKE F. (2003) NOTCH1 FUNCTIONS AS A TUMOR SUPPRESSOR IN MOUSE SKIN. 
NAT GENET; 33:416-21. 

NIELSEN M, JOERINK-VAN DE BELD MC, JONES N, VOGT S, TOPS CM, VASEN HF, SAMPSON 
JR, ARETZ S & HES FJ (2009) ANALYSIS OF MUTYH GENOTYPES AND COLORECTAL PHENOTYPES 
IN PATIENTS WITH MUTYH-ASSOCIATED POLYPOSIS. GASTROENTEROLOGY 136(2): 471–6. 

NOAH TK & SHROYER NF. (2013) NOTCH IN THE INTESTINE: REGULATION OF HOMEOSTASIS 
AND PATHOGENESIS. ANNU REV PHYSIOL 75: 263-288. 



206 
 

NOFFSINGER AE (2009) SERRATED POLYPS AND COLORECTAL CANCER: NEW PATHWAY TO 
MALIGNANCY”, ANNU. REV. PATHOL. MECH. DIS. 4:343–64. 

O’BRIEN M, WINAWER S, ZAUBER A, GOTTLIEB L, STERNBERG S, DIAZ B, DICKERSIN G & AL 
E (1990) THE NATIONAL POLYP STUDY. PATIENT AND POLYP CHARACTERISTICS ASSOCIATED WITH 
HIGH-GRADE DYSPLASIA IN COLORECTAL ADENOMAS. GASTROENTEROLOGY 98(2): 371–9. 

O’BRIEN MJ, YANG S, HUANG CS, SHEPHERD C, CERDA S & FARRAYE F A. (2008) THE 
SERRATED POLYP PATHWAY TO COLORECTAL CARCINOMA. DIAGNOSTIC HISTOPATHOL. 14(2): 78–
93. 

O’BRIEN MJ, YANG S, MACK C, XU H, HUANG CS, MULCAHY E, AMOROSINO M & FARRAYE 
FA (2006) COMPARISON OF MICROSATELLITE INSTABILITY, CPG ISLAND METHYLATION PHENOTYPE, 
BRAF AND KRAS STATUS IN SERRATED POLYPS AND TRADITIONAL ADENOMAS INDICATES 
SEPARATE PATHWAYS TO DISTINCT COLORECTAL CARCINOMA END POINTS. AM. J. SURG. PATHOL. 
30(12): 1491–501. 

O’CONNELL JB, MAGGARD MA & KO CY (2004) COLON CANCER SURVIVAL RATES WITH THE 
NEW AMERICAN JOINT COMMITTEE ON CANCER SIXTH EDITION STAGING. J. NATL. CANCER INST. 
96(19): 1420–5. 

O’CONNOR ES, GREENBLATT DY, LOCONTE NK, GANGNON RE, LIOU J-I, HEISE CP & SMITH 
MA (2011) ADJUVANT CHEMOTHERAPY FOR STAGE II COLON CANCER WITH POOR PROGNOSTIC 
FEATURES. J. CLIN. ONCOL. 29(25): 3381–3388. 

OGINO S, KAWASAKI T, KIRKNER GJ, OHNISHI M & FUCHS CS (2007A) 18Q LOSS OF 
HETEROZYGOSITY IN MICROSATELLITE STABLE COLORECTAL CANCER IS CORRELATED WITH CPG 
ISLAND METHYLATOR PHENOTYPE-NEGATIVE (CIMP-0) AND INVERSELY WITH CIMP-LOW AND 
CIMP-HIGH. BMC CANCER 7: 72. 

OGINO S, KAWASAKI T, KIRKNER GJ, KRAFT P, LODA M & FUCHS CS (2007B) EVALUATION 
OF MARKERS FOR CPG ISLAND METHYLATOR PHENOTYPE (CIMP) IN COLORECTAL CANCER BY A 
LARGE POPULATION-BASED SAMPLE. J. MOL. DIAGNOSTICS 9(3): 305–314. 

OLASO E, SANTISTEBAN A, BIDAURRAZAGA J, GRESSNER AM, ROSENBAUM J, VIDAL-
VANACLOCHA F. (1997) TUMOR-DEPENDENT ACTIVATION OF RODENT HEPATIC STELLATE CELLS 
DURING EXPERIMENTAL MELANOMA METASTASIS. HEPATOLOGY 26, 634–642. 

OLUMI AF, GROSSFELD GD, HAYWARD SW, CARROLL PR, TLSTY TD, CUNHA GR (1999) 
CARCINOMA-ASSOCIATED FIBROBLASTS DIRECT TUMOR PROGRESSION OF INITIATED HUMAN 
PROSTATIC EPITHELIUM. CANCER RES 59: 5002–5011. 



207 
 

ONAITIS MW, NOONE RB, HARTWIG M, HURWITZ H, MORSE M, JOWELL P, MCGRATH K, 
LEE C, ANSCHER MS, CLARY B, MANTYH C, PAPPAS TN, LUDWIG K, SEIGLER HF & TYLER DS 
(2001) NEOADJUVANT CHEMORADIATION FOR RECTAL CANCER: ANALYSIS OF CLINICAL OUTCOMES 
FROM A 13-YEAR INSTITUTIONAL EXPERIENCE. ANN. SURG. 233(6): 778–85. 

OONO Y, FU K, NAKAMURA H, IRIGUCHI Y, YAMAMURA A, TOMINO Y, ODA J, MIZUTANI M, 
TAKAYANAGI S, KISHI D, SHINOHARA T, YAMADA K, MATUMOTO J & IMAMURA K (2009) 
PROGRESSION OF A SESSILE SERRATED ADENOMA TO AN EARLY INVASIVE CANCER WITHIN 8 
MONTHS. DIG. DIS. SCI. 54(4): 906–9. 

ORIMO A, GUPTA PB, SGROI DC, ARENZANA-SEISDEDOS F, DELAUNAY T, RICHARDSON AL, 
WEINBERG RA (2005) STROMAL FIBROBLASTS PRESENT IN INVASIVE HUMAN BREAST CARCINOMAS 
PROMOTE TUMOR GROWTH AND ANGIOGENESIS THROUGH ELEVATED SDF-1/CXCL12 SECRETION. 
CELL 121:335–348. 

ORIMO A & WEINBERG RA (2007) HETEROGENEITY OF STROMAL FIBROBLASTS IN TUMORS. 
CANCER. BIOL. THER. 6, 618–619. 

OVING IM & CLEVERS HC. (2002) MOLECULAR CAUSES OF COLON CANCER. EUR J CLIN 
INVEST 32:448–457.  

OWENS SR, CHIOSEA SI & KUAN S-F (2008) SELECTIVE EXPRESSION OF GASTRIC MUCIN 
MUC6 IN COLONIC SESSILE SERRATED ADENOMA BUT NOT IN HYPERPLASTIC POLYP AIDS IN 
MORPHOLOGICAL DIAGNOSIS OF SERRATED POLYPS. MOD. PATHOL. 21(6): 660–9. 

PACHECO-PINEDO EC & MORRISEY EE (2011) WNT AND KRAS SIGNALING-DARK SIBLINGS IN 
LUNG CANCER. ONCOTARGET. 569-74. 

PAGEOT LP, PERREAULT N, BASORA N, FRANCOEUR C, MAGNY P, BEAULIEU JF (2000) 
HUMAN CELL MODELS TO STUDY SMALL INTESTINAL FUNCTIONS: RECAPITULATION OF THE CRYPT-
VILLUS AXIS. MICROSC RES TECH 49:394–406. 

PAGET S (1989) THE DISTRIBUTION OF SECONDARY GROWTHS IN CANCER OF THE BREAST. 
CANCER METASTASIS REV. 8, 98–101. 

PAI RK, JAYACHANDRAN P, KOONG AC, CHANG DT, KWOK S, MA L, ARBER DA, BALISE RR, 
TUBBS RR, SHADRACH B & PAI RK (2012) BRAF-MUTATED, MICROSATELLITE-STABLE 
ADENOCARCINOMA OF THE PROXIMAL COLON: AN AGGRESSIVE ADENOCARCINOMA WITH POOR 
SURVIVAL, MUCINOUS DIFFERENTIATION, AND ADVERSE MORPHOLOGIC FEATURES. AM. J. SURG. 
PATHOL. 36(5): 744–52. 



208 
 

PANDYA K, MEEKE K, CLEMENTZ AG, ROGOWSKI A, ROBERTS J, MIELE L, ALBAIN KS, OSIPO 
C (2011) TARGETING BOTH NOTCH AND ERBB-2 SIGNALLING PATHWAYS IS REQUIRED FOR 
PREVENTION OF ERBB-2-POSITIVE BREAST TUMOUR RECURRENCE. BR J CANCER 105:796-806. 

PAPADOPOULOS N, NICOLAIDES N, WEI Y, RUBEN S, CARTER K, ROSEN C, HASELTINE W, 
FLEISCHMANN R, FRASER C, ADAMS M, VENTER J, HAMILTON S, PETERSEN G, WATSON P, LYNCH 
H, PELTOMÄKI P, MECKLIN J-P, DE LA CHAPELLE A, KINZLER K & VOGELSTEIN B (1994) 
MUTATION OF A MUTL HOMOLOG IN HEREDITARY COLON CANCER. SCIENCE (80). 263(5153): 
1625–9. 

PARK, J.E.; LENTER, M.C.; ZIMMERMANN, R.N.; GARIN-CHESA, P.; OLD, L.J.; RETTIG, W.J. 
(1999) FIBROBLAST ACTIVATION PROTEIN, A DUAL SPECIFICITY SERINE PROTEASE EXPRESSED IN 
REACTIVE HUMAN TUMOR STROMAL FIBROBLASTS. J. BIOL. CHEM. 274, 36505–36512.  

PARK SJ, RASHID A, LEE J-H, KIM SG, HAMILTON SR & WU T-T (2003) FREQUENT CPG 
ISLAND METHYLATION IN SERRATED ADENOMAS OF THE COLORECTUM. AM. J. PATHOL. 162(3): 
815–822. 

PARKIN DM (2001) GLOBAL CANCER STATISTICS IN THE YEAR 2000. THE LANCET ONCOLOGY 
, VOLUME 2, ISSUE 9, 533 – 543. 

PARSONAGE G, FALCIANI F, BURMAN A, FILER A, ROSS E, BOFILL M, MARTIN S, SALMON M, 
BUCKLEY CD (2003) GLOBAL GENE EXPRESSION PROFILES IN FIBROBLASTS FROM SYNOVIAL, SKIN 
AND LYMPHOID TISSUE REVEALS DISTINCT CYTOKINE AND CHEMOKINE EXPRESSION PATTERNS. 
THROMB HAEMOST 90:688–697. 

PARSONAGE G, FILER AD, HAWORTH O, NASH GB, RAINGER GE, SALMON M, BUCKLEY CD. 
(2005) A STROMAL ADDRESS CODE DEFINED BY FIBROBLASTS. TRENDS IMMUNOL. 26, 150–156. 

PAWLIK TM, RAUT CP & RODRIGUEZ-BIGAS MA (2004) COLORECTAL CARCINOGENESIS: 
MSI-H VERSUS MSI-L. DIS. MARKERS 20(4-5): 199–206. 

PEDDAREDDIGARI VG, WANG D & DUBOIS RN (2010) THE TUMOR MICROENVIRONMENT IN 
COLORECTAL CARCINOGENESIS. SPINGER CANCER MICROENVIRONMENT 3:149–166.  

PELTOMÄKI P (2005) LYNCH SYNDROME GENES. FAM. CANCER 4(3): 227–232. 

PELTOMÄKI P (2014) EPIGENETIC MECHANISMS IN THE PATHOGENESIS OF LYNCH SYNDROME. 
CLIN. GENET. 85(5): 403–412. 

PELTOMÄKI P, AALTONEN LA, SISTONEN P, PYLKKÄNEN L, MECKLIN JP, JÄRVINEN H, GREEN 
JS, JASS JR, WEBER JL & LEACH FS (1993) GENETIC MAPPING OF A LOCUS PREDISPOSING TO 
HUMAN COLORECTAL CANCER. SCIENCE 260(5109): 810–812. 



209 
 

PENDERGRASS CJ, EDELSTEIN DL, HYLIND LM, PHILLIPS BT, IACOBUZIO-DONAHUE C, 
ROMANS K, GRIFFIN C A, CRUZ-CORREA M, TERSMETTE AC, OFFERHAUS GJ A & GIARDIELLO FM 
(2008) OCCURRENCE OF COLORECTAL ADENOMAS IN YOUNGER ADULTS: AN EPIDEMIOLOGIC 
NECROPSY STUDY. CLIN. GASTROENTEROL. HEPATOL. 6(9): 1011–5. 

PEROU CM, SØRLIE T, EISEN MB, VAN DE RIJN M, JEFFREY SS, REES CA, POLLACK JR, ROSS 
DT, JOHNSEN H, AKSLEN LA, FLUGE O, PERGAMENSCHIKOV A, WILLIAMS C, ZHU SX, LØNNING 
PE, BØRRESEN-DALE AL, BROWN PO, BOTSTEIN D (2000) MOLECULAR PORTRAITS OF HUMAN 
BREAST TUMOURS. NATURE 406, 747-752. 

PINO MS & CHUNG DC (2010) THE CHROMOSOMAL INSTABILITY PATHWAY IN COLON 
CANCER. GASTROENTEROLOGY 138: 2059-2072. 

POLYAK K, & KALLURI R (2010) THE ROLE OF THE MICROENVIRONMENT IN MAMMARY 
GLAND DEVELOPMENT AND CANCER. COLD SPRING HARB PERSPECT BIOL 2010: 30. 

PONZ DE LEON M & DI GREGORIO C (2001) PATHOLOGY OF COLORECTAL CANCER. DIG. 
LIVER DIS. 33: 372–88. 

POPAT S & HOULSTON RS (2005) A SYSTEMATIC REVIEW AND META-ANALYSIS OF THE 
RELATIONSHIP BETWEEN CHROMOSOME 18Q GENOTYPE, DCC STATUS AND COLORECTAL CANCER 
PROGNOSIS. EUR. J. CANCER 41(14): 2060–2070. 

POPAT S, ZHAO D, CHEN Z, PAN H, SHAO Y, CHANDLER I & HOULSTON RS (2007) 
RELATIONSHIP BETWEEN CHROMOSOME 18Q STATUS AND COLORECTAL CANCER PROGNOSIS: A 
PROSPECTIVE, BLINDED ANALYSIS OF 280 PATIENTS. ANTICANCER RES. 27(1 B): 627–633. 

POPOVICI V, BUDINSKA E, TEJPAR S, WEINRICH S, ESTRELLA H, HODGSON G, VAN CUTSEM 
E, XIE T, BOSMAN F, ROTH A & DELORENZI M (2012) IDENTIFICATION OF A POOR-PROGNOSIS 
BRAF MUTANT- LIKE POPULATION OF PATIENTS WITH COLON CANCER. J. CLIN. ONCOL. 30(12): 
1288–95. 

POSTON GJ, ADAM R, ALBERTS S, CURLEY S, FIGUERAS J, HALLER D, KUNSTLINGER F, 
MENTHA G, NORDLINGER B, PATT Y, PRIMROSE J, ROH M, ROUGIER P, RUERS T, SCHMOLL HJ, 
VALLS C, VAUTHEY NJN, CORNELIS M & KAHAN JP (2005) ONCOSURGE: A STRATEGY FOR 
IMPROVING RESECTABILITY WITH CURATIVE INTENT IN METASTATIC COLORECTAL CANCER. J. CLIN. 
ONCOL. 23(28): 7125–7134. 

POURREYRON, C., DUMORTIER, J., RATINEAU, C., NEJJARI, M., BEATRIX, O., JACQUIER, M.-
F., REMY, L., CHAYVIALLE, J.-A. AND SCOAZEC, J.-Y. (2003), AGE-DEPENDENT VARIATIONS OF 
HUMAN AND RAT COLON MYOFIBROBLASTS IN CULTURE: INFLUENCE ON THEIR FUNCTIONAL 
INTERACTIONS WITH COLON CANCER CELLS. INT. J. CANCER, 104: 28–35. 



210 
 

POWELL SM, ZILZ N, BEAZER-BARCLAY Y, BRYAN TM, HAMILTON SR, THIBODEAU SN, 
VOGELSTEIN B & KINZLER KW (1992) APC MUTATIONS OCCUR EARLY DURING COLORECTAL 
TUMORIGENESIS. NATURE 359(6392): 235–7. 

POYNTER JN, SIEGMUND KD, WEISENBERGER DJ, LONG TI, THIBODEAU SN, LINDOR N, 
YOUNG J, JENKINS M A, HOPPER JL, BARON J A, BUCHANAN D, CASEY G, LEVINE A J, LE 
MARCHAND L, GALLINGER S, BAPAT B, POTTER JD, NEWCOMB P A, HAILE RW & LAIRD PW 
(2008) MOLECULAR CHARACTERIZATION OF MSI-H COLORECTAL CANCER BY MLHI PROMOTER 
METHYLATION, IMMUNOHISTOCHEMISTRY, AND MISMATCH REPAIR GERMLINE MUTATION 
SCREENING. CANCER EPIDEMIOL. BIOMARKERS PREV. 17(11): 3208–15. 

PRETLOW TPTG, BARROW BJ, ASHTON WS, ASHTON VVS, RIORDAN MAO, PRETLOW 
TPTG, JURCISEK JA & STELLATO TA (1991) ABERRANT CRYPTS: PUTATIVE PRENEOPLASTIC FOCI 
IN HUMAN COLONIC MUCOSA. CANCER RES. 51(5): 1564–1567. 

PSAILA B & LYDEN D (2009) THE METASTATIC NICHE: ADAPTING THE FOREIGN SOIL. NAT  REV 
CANCER. 9(4): 285-293. 

PUPPA G, SONZOGNI A, COLOMBARI R & PELOSI G (2010) TNM STAGING SYSTEM OF 
COLORECTAL CARCINOMA A CRITICAL APPRAISAL OF CHALLENGING ISSUES. ARCH. PATHOL. LAB. 
MED. 134: 837–52. 

QUIRKE P, WILLIAMS GT, ECTORS N, ENSARI A, PIARD F & NAGTEGAAL I (2007) THE 
FUTURE OF THE TNM STAGING SYSTEM IN COLORECTAL CANCER: TIME FOR A DEBATE? LANCET 
ONCOL. 8(7): 651– 657. 

RADISKY DC, KENNY PA & BISSELL MJ (2007) FIBROSIS AND CANCER: DO MYOFIBROBLASTS 
COME ALSO FROM EPITHELIAL CELLS VIA EMT? J CELL BIOCHEM 101: 830-839. 

RAHMAN MA, SALAJEGHEH A, SMITH RA & LAM AKY (2013) B-RAF MUTATION: A KEY 
PLAYER IN MOLECULAR BIOLOGY OF CANCER. EXP. MOL. PATHOL. 95(3): 336–342. 

RANGANATHAN P, WEAVER KL, CAPOBIANCO AJ (2011) NOTCH SIGNALLING IN SOLID 
TUMOURS: A LITTLE BIT OF EVERYTHING BUT NOT ALL THE TIME. NAT REV CANCER; 11:338-51. 

RAO TP & KÜHL M (2010) AN UPDATED OVERVIEW ON WNT SIGNALING PATHWAYS: A 
PRELUDE FOR MORE. CIRC. RES. 106(12): 1798–1806. 

RASANEN K & VAHERI A (2010) ACTIVATION OF FIBROBLASTS IN CANCER STROMA. EXP CELL 
RES. 316: 2713-2722. 



211 
 

RASHID A, HOULIHAN PS, BOOKER S, PETERSEN GM, GIARDIELLO FM & HAMILTON SR 
(2000) PHENOTYPIC AND MOLECULAR CHARACTERISTICS OF HYPERPLASTIC POLYPOSIS. 
GASTROENTEROLOGY 119(2): 323–32. 

RAU TT, AGAIMY A, GEHOFF A, GEPPERT C, JUNG K, KNOBLOCH K, LANGNER C, LUGLI A, 
GROENBUS-LURKIN I, NAGTEGAAL ID, RÜSCHOFF J, SAEGERT X, SARBIA M, SCHNEIDER-STOCK R, 
VIETH M, ZWARTHOFF EC & HARTMANN A (2014) DEFINED MORPHOLOGICAL CRITERIA ALLOW 
RELIABLE DIAGNOSIS OF COLORECTAL SERRATED POLYPS AND PREDICT POLYP GENETICS. VIRCHOWS 
ARCH. 2014 JUN; 464(6):663-72. 

REMBACKEN BJ, FUJII T, CAIRNS A, DIXON MF, YOSHIDA S, CHALMERS DM & AXON A T 
(2000) FLAT AND DEPRESSED COLONIC NEOPLASMS: A PROSPECTIVE STUDY OF 1000 
COLONOSCOPIES IN THE UK. LANCET 355(9211): 1211–4. 

REINACHER-SCHICK A, BALDUS SE, ROMDHANA B, LANDSBERG S, ZAPATKA M, MÖNIG SP, 
HÖLSCHER AH, DIENES HP, SCHMIEGEL W, SCHWARTE-WALDHOFF I (2004) LOSS OF SMAD4 
CORRELATES WITH LOSS OF THE INVASION SUPPRESSOR E-CADHERIN IN ADVANCED COLORECTAL 
CARCINOMAS. J PATHOL 202:412-20. 

REX DK, AHNEN DJ, BARON JA, BATTS KP, BURKE CA, BURT RW, GOLDBLUM JR, GUILLEM 
JG, KAHI CJ, KALADY MF, O’BRIEN MJ, ODZE RD, OGINO S, PARRY S, SNOVER DC, TORLAKOVIC 
EE, WISE PE, YOUNG J & CHURCH J (2012) SERRATED LESIONS OF THE COLORECTUM: REVIEW 
AND RECOMMENDATIONS FROM AN EXPERT PANEL. AM. J. GASTROENTEROL. 107(9): 1315–29; 
QUIZ 1314, 1330. 

REY JW, KIESSLICH R & HOFFMAN A (2014) NEW ASPECTS OF MODERN ENDOSCOPY. WORLD 
J. GASTROINTEST. ENDOSC. 6(8): 334–344. 

RICCIO O, VAN GIJN ME, BEZDEK AC, PELLEGRINET L, VAN ES JH, ZIMBER-STROBL U, STROBL 
LJ, HONJO T, CLEVERS H, RADTKE F (2008) LOSS OF INTESTINAL CRYPT PROGENITOR CELLS OWING 
TO INACTIVATION OF BOTH NOTCH1 AND NOTCH2 IS ACCOMPANIED BY DEREPRESSION OF CDK 
INHIBITORS P27KIP1 AND P57KIP2. EMBO REP 9:377-83.  

RICHARDS CH, ROXBURGH CS, ANDERSON JH, MCKEE RF, FOULIS AK, HORGAN PG & 
MCMILLAN DC (2012) PROGNOSTIC VALUE OF TUMOUR NECROSIS AND HOST INFLAMMATORY 
RESPONSES IN COLORECTAL CANCER. BR. J. SURG. 99(2): 287–294. 

RIDLEY AJ, SCHWARTZ MA, BURRIDGE K, FIRTEL RA, GINSBERG MH, BORISY G, PARSONS JT 
& HORWITZ AR (2003) CELL MIGRATION: INTEGRATING SIGNALS FROM FRONT TO BACK. SCIENCE 
302(5651): 1704–9. 

ROBERTS A, NANCARROW D, CLENDENNING M, BUCHANAN DD, JENKINS MA, DUGGAN D, 
TAVERNA D, MCKEONE D, WALTERS R, WALSH MD, YOUNG BW, JASS JR, ROSTY C, GATTAS M, 



212 
 

PELZER E, HOPPER JL, GOLDBLATT J, GEORGE J, SUTHERS GK, PHILLIPS K, PARRY S, WOODALL S, 
ARNOLD J, TUCKER K, MUIR A, DRINI M, MACRAE F, NEWCOMB P, POTTER JD, PAVLUK E, 
LINDBLOM A & YOUNG JP (2011) LINKAGE TO CHROMOSOME 2Q32.2-Q33.3 IN FAMILIAL 
SERRATED NEOPLASIA (JASS SYNDROME). FAM. CANCER 10(2): 245–54. 

ROBERTS M, MILLIKAN R, GALANKO J, MARTIN C & SANDLER R (2003) CONSTIPATION, 
LAXATIVE USE, AND COLON CANCER IN A NORTH CAROLINA POPULATION. AM. J. GASTROENTEROL. 
98(4): 857–864. 

RODEMANN HP & MULLER GA (1991) CHARACTERIZATION OF HUMAN RENAL FIBROBLASTS 
IN HEALTH AND DISEASE: II. IN VITRO GROWTH, DIFFERENTIATION, AND COLLAGEN SYNTHESIS OF 
FIBROBLASTS FROM KIDNEYS WITH INTERSTITIAL FIBROSIS. AM. J. KIDNEY DIS. 17, 684–686. 

ROIG, A. I., ESKIOCAK, U., HIGHT, S. K., KIM, S. B., DELGADO, O., SOUZA, R. F., STUART J. 
SPECHLER, WOODRING E. WRIGHT, JERRY W (2010). IMMORTALIZED EPITHELIAL CELLS DERIVED 
FROM HUMAN COLON BIOPSIES EXPRESS STEM CELL MARKERS AND DIFFERENTIATE IN 
VITRO. GASTROENTEROLOGY 138, 1012.E1-5–1021.E1-5. 

ROLLINS BJ, STIER P, ERNST T. & WONG GG (1989) THE HUMAN HOMOLOG OF THE JE GENE 
ENCODES A MONOCYTE SECRETORY PROTEIN. MOL. CELL. BIOL. 9, 4687– 4695.  

RONNOV-JESSEN L & PETERSEN OW (1993) INDUCTION OF ALPHA-SMOOTH MUSCLE ACTIN 
BY TRANSFORMING GROWTH FACTOR-BETA 1 IN QUIESCENT HUMAN BREAST GLAND FIBROBLASTS. 
IMPLICATIONS FOR MYOFIBROBLAST GENERATION IN BREAST NEOPLASIA. LAB INVEST 68: 696-
707. 

RONNOV-JESSEN L, PETERSEN OW & BISSELL MJ (1996) CELLULAR CHANGES INVOLVED IN 
CONVERSION OF NORMAL TO MALIGNANT BREAST: IMPORTANCE OF THE STROMAL REACTION. 
PHYSIOL. REV., 76: 69–125. 

ROSENBERG DW, YANG S, PLEAU DC, GREENSPAN EJ, STEVENS RG, RAJAN T V, HEINEN CD, 
LEVINE J, ZHOU Y & O’BRIEN MJ (2007) MUTATIONS IN BRAF AND KRAS DIFFERENTIALLY 
DISTINGUISH SERRATED VERSUS NON-SERRATED HYPERPLASTIC ABERRANT CRYPT FOCI IN HUMANS. 
CANCER RES. 67(8): 3551–4. 

ROSENBERG  DW, GIARDINA C & TANAKA T (2009). MOUSE MODELS FOR THE STUDY OF 
COLON CARCINOGENESIS. CARCINOGENESIS, 30(2), 183–196.  

ROSTY C, BUCHANAN DD, WALSH MD, PEARSON S-A, PAVLUK E, WALTERS RJ, 
CLENDENNING M, SPRING KJ, MARK A, WIN AK, HOPPER JL, SWEET K, FRANKEL WL, ARONSON 
M, GALLINGER S, GOLDBLATT J, WOODALL S, ARNOLD J, WALKER NI, JASS JR, PARRY S & 
YOUNG JP (2012) PHENOTYPE AND POLYP LANDSCAPE IN SERRATED POLYPOSIS SYNDROME : A 
SERIES OF 100 PATIENTS FROM GENETICS CLINICS. AM. J. SURG. PATHOL. 36(6): 876–882. 



213 
 

ROY R, YANG J, AND MOSES MA. (2009) MATRIX METALLOPROTEINASES AS NOVEL 
BIOMARKERS AND POTENTIAL THERAPEUTIC TARGETS IN HUMAN CANCER. J CLIN ONCOL 27: 5287-
5297. 

RUIZI ALTABA A. (2011) HEDGEHOG SIGNALING AND THE GLI CODE IN STEM CELLS, CANCER, 
AND METASTASES. SCI SIGNAL 4:PT9. 

SAADA JI, PINCHUK IV, BARRERA CA, ADEGBOYEGA PA, SUAREZ G, MIFFLIN RC, DI MARI 
JF, REYES VE & POWELLL DW (2006) SUBEPITHELIAL MYOFIBROBLASTS ARE NOVEL 
NONPROFESSIONAL APCS IN THE HUMAN COLONIC MUCOSA. J IMMUNOL 177:5968–79.  

SACLARIDES TJ, SZELUGA D & STAREN ED (1994) NEUROENDOCRINE CANCERS OF THE COLON 
AND RECTUM. RESULTS OF A TEN-YEAR EXPERIENCE. DIS. COLON RECTUM 37(7): 635–42. 

SADLONOVA  A, BOWE DB, NOVAK Z, MUKHERJEE S, DUNCAN V E, PAGE GP & FROST AR 
(2009). IDENTIFICATION OF MOLECULAR DISTINCTIONS BETWEEN NORMAL BREAST-ASSOCIATED 
FIBROBLASTS AND BREAST CANCER-ASSOCIATED FIBROBLASTS. CANCER 
MICROENVIRONMENT, 2(1), 9–21.  

SAFAEE ARDEKANI G, JAFARNEJAD SM, TAN L, SAEEDI A & LI G (2012) THE PROGNOSTIC 
VALUE OF BRAF MUTATION IN COLORECTAL CANCER AND MELANOMA: A SYSTEMATIC REVIEW 
AND META-ANALYSIS. PLOS ONE 7(10): E7054. 

SAMOWITZ W, SWEENEY C, HERRICK J, ALBERTSEN H, LEVIN T, MURTAUGH M, WOLFF R & 
SLATTERY M (2005) POOR SURVIVAL ASSOCIATED WITH THE BRAF V600E MUTATION IN 
MICROSATELLITESTABLE COLON CANCERS. CANCER RES. 65(14): 6063–9. 

SAMPSON JR & JONES N (2009) MUTYH-ASSOCIATED POLYPOSIS. BEST PRACT. RES. CLIN. 
GASTROENTEROL. 23(2): 209–218. 

SANDOUK F, AL JERF F & BASSEL AL-HALABI MHD (2013) PRECANCEROUS LESIONS IN 
COLORECTAL CANCER.  GASTROENTEROLOGY RESEARCH AND PRACTICE, VOL. 2013, ARTICLE ID 
457901, 11 PAGES. 

SANG L, ROBERTS JM, COLLER HA. HIJACKING (2010) HES1: HOW TUMORS CO-OPT THE 
ANTI-DIFFERENTIATION STRATEGIES OF QUIESCENT CELLS. TRENDS MOL MED 16:17-26. 

SANSOM OJ, MENIEL V, WILKINS JA, COLE AM, OIEN KA, MARSH V, JAMIESON TJ, GUERRA 
C, ASHTON GH, BARBACID M & CLARKE AR (2006) LOSS OF APC ALLOWS PHENOTYPIC 
MANIFESTATION OF THE TRANSFORMING PROPERTIES OF AN ENDOGENOUS K-RAS ONCOGENE IN 
VIVO. PROC NATL ACAD SCI USA  103: 14122–14127. 



214 
 

SAPPINO AP; SKALLI O; JACKSON B; SCHÜRCH W & GABBIANI G. (1988) SMOOTH-MUSCLE 
DIFFERENTIATION IN STROMAL CELLS OF MALIGNANT AND NON-MALIGNANT BREAST TISSUES. INT. 
J. CANCER. 41, 707–712. 

SATO T & CLEVERS H (2013) PRIMARY MOUSE SMALL INTESTINAL EPITHELIAL CELL CULTURES. 
METHODS MOL BIOL 945:319–328. 

SATO T, STANGE DE, FERRANTE M, VRIES RJ, VAN ES JH, VAN DEN BRINK S, VAN HOUDT 
WJ, PRONK A, VAN GORP J, SIERSEMA PD & CLEVERS H (2011A) LONG-TERM EXPANSION OF 
EPITHELIAL ORGANOIDS FROM HUMAN COLON, ADENOMA, ADENOCARCINOMA, AND BARRETT'S 
EPITHELIUM. GASTROENTEROLOGY 141:1762–1772. 

SATO T, VAN ES JH, SNIPPERT HJ, STANGE DE, VRIES RG, VAN DEN BORN M, BARKER N, 
SHROYER NF, VAN DE WETERING M, CLEVERS H (2011B) PANETH CELLS CONSTITUTE THE NICHE 
FOR LGR5 STEM CELLS IN INTESTINAL CRYPTS. NATURE 469:415–418. 

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 (2009) SINGLE LGR5 STEM CELLS BUILD CRYPT-VILLUS 
STRUCTURES IN VITRO WITHOUT A MESENCHYMAL NICHE. NATURE 459:262–265. 

SASAKI O, ATKIN W & JASS J (1987) MUCINOUS CARCINOMA OF THE RECTUM. 
HISTOPATHOLOGY 11(3): 259–72. 

SASAKI T, GILTAY R, TALTS U, TIMPL R, TALTS JF. (2002) EXPRESSION AND DISTRIBUTION OF 
LAMININ ALPHA1 AND ALPHA2 CHAINS IN EMBRYONIC AND ADULT MOUSE TISSUES: AN 
IMMUNOCHEMICAL APPROACH. EXP CELL RES 275: 185–199.  

SCHEER A & AUER RAC (2009) SURVEILLANCE AFTER CURATIVE RESECTION OF COLORECTAL 
CANCER. CLIN. COLON RECTAL SURG. 22(4): 242–50. 

SCHMOLL HJ, VAN CUTSEM E, STEIN A, VALENTINI V, GLIMELIUS B, HAUSTERMANS K, 
NORDLINGER B, VAN DE VELDE CJ, BALMANA J, REGULA J, NAGTEGAAL ID, BEETS-TAN RG, 
ARNOLD D, CIARDIELLO F, HOFF P, KERR D, KÖHNE CH, LABIANCA R, PRICE T, SCHEITHAUER W, 
SOBRERO A, TABERNERO J, ADERKA D, BARROSO S, BODOKY G, DOUILLARD JY, EL GHAZALY H, 
GALLARDO J, GARIN A, GLYNNE-JONES R, JORDAN K, MESHCHERYAKOV A, PAPAMICHAIL D, 
PFEIFFER P, SOUGLAKOS I, TURHAL S & CERVANTES A (2012) ESMO CONSENSUS GUIDELINES FOR 
MANAGEMENT OF PATIENTS WITH COLON AND RECTAL CANCER. A PERSONALIZED APPROACH TO 
CLINICAL DECISION MAKING. ANN. ONCOL. 23(10): 2479–2516. 

SCHOTTENFELD D & WINAWER SJ (1996) CANCERS OF THE LARGE INTESTINE. CANCER 
EPIDEMIOLOGY AND PREVENTION PP. 813–840, OXFORD UNIVERSITY PRESS, NEW YORK, NY, 
USA. 



215 
 

SCHREIBMAN IR, BAKER M, AMOS C & MCGARRITY TJ (2005) THE HAMARTOMATOUS 
POLYPOSIS SYNDROMES: A CLINICAL AND MOLECULAR REVIEW. AM. J. GASTROENTEROL. 100(2): 
476–490. 

SCHMIERER B & HILL CS (2007) TGFΒ-SMAD SIGNAL TRANSDUCTION: MOLECULAR 
SPECIFICITY AND FUNCTIONAL FLEXIBILITY. MOL CELL BIOL; 8:970-82. 

SCHREINER MA, WEISS DG & LIEBERMAN DA (2010) PROXIMAL AND LARGE HYPERPLASTIC 
AND NONDYSPLASTIC SERRATED POLYPS DETECTED BY COLONOSCOPY ARE ASSOCIATED WITH 
NEOPLASIA. GASTROENTEROLOGY 139(5): 1497–1502. 

SCHWINGSHACKL L & HOFFMANN G (2014) ADHERENCE TO MEDITERRANEAN DIET AND RISK 
OF CANCER: A SYSTEMATIC REVIEW AND META-ANALYSIS OF OBSERVATIONAL STUDIES. INT. J. 
CANCER 135(8): 1884–97. 

SECCO G, FARDELLI R, CAMPORA E, LAPERTOSA G, GENTILE R, ZOLI S & PRIOR C (1994) 
PRIMARY MUCINOUS ADENOCARCINOMAS AND SIGNET-RING CELL CARCINOMAS OF COLON AND 
RECTUM. ONCOLOGY 51(1): 30–4. 

SEKINE S, YAMASHITA S, TANABE T, HASHIMOTO T, YOSHIDA H, TANIGUCHI H, KOJIMA M, 
SHINMURA K, SAITO Y, HIRAOKA N, USHIJIMA T & OCHIAI A (2016) FREQUENT PTPRKRSPO3 
FUSIONS AND RNF43 MUTATIONS IN COLORECTAL TRADITIONAL SERRATED ADENOMA. J PATHOL. 
239(2):133-8. 

SERINI, G.; BOCHATON-PIALLAT, M.L.; ROPRAZ, P.; GEINOZ, A.; BORSI, L.; ZARDI, L.; 
GABBIANI, G. (1998) THE FIBRONECTIN DOMAIN ED-A IS CRUCIAL FOR MYOFIBROBLASTIC 
PHENOTYPE INDUCTION BY TRANSFORMING GROWTH FACTOR-BETA1. J. CELL BIOL. 142, 873–
881.  

SHAO ZM, NGUYEN M, AND BARSKY SH. (2000) HUMAN BREAST CARCINOMA DESMOPLASIA 
IS PDGF INITIATED. ONCOGENE 19: 4337-4345. 

SHERIDAN TB, FENTON H, LEWIN MR, BURKART AL, IACOBUZIO-DONAHUE CA, FRANKEL 
WL & MONTGOMERY E (2006) SESSILE SERRATED ADENOMAS WITH LOW- AND HIGH-GRADE 
DYSPLASIA AND EARLY CARCINOMAS: AN IMMUNOHISTOCHEMICAL STUDY OF SERRATED LESIONS 
“CAUGHT IN THE ACT”. AM. J. CLIN. PATHOL. 126(4): 564–71. 

SHIA J, TERUYA-FELDSTEIN J, PAN D, HEGDE A, KLIMSTRA DS, CHAGANTI RSK, PH D, QIN J, 
PORTLOCK CS & FILIPPA DA (2002) PRIMARY FOLLICULAR LYMPHOMA OF THE 
GASTROINTESTINAL TRACT A CLINICAL AND PATHOLOGIC STUDY OF 26 CASES. AM. J. SURG. 
PATHOL. 26(MAY 2001): 216–224. 



216 
 

SHIGA K, HARA M, NAGASAKI T, SATO T, TAKAHASHI H, TAKEYAMA H. (2015) CANCER-
ASSOCIATED FIBROBLASTS: THEIR CHARACTERISTICS AND THEIR ROLES IN TUMOR GROWTH. LIN 
H-J, ED. CANCERS.7(4):2443-2458.  

SHIMOMURA T, HIYAMA T, OKA S, TANAKA S, YOSHIHARA M, SHIMAMOTO F & CHAYAMA 
K (2011) FREQUENT SOMATIC MUTATIONS OF MITOCHONDRIAL DNA IN TRADITIONAL SERRATED 
ADENOMAS BUT NOT IN SESSILE SERRATED ADENOMAS OF THE COLORECTUM. J. GASTROENTEROL. 
HEPATOL. 26(10): 1565–9. 

SHINTO E, MOCHIZUKI H, UENO H, MATSUBARA O & JASS JR (2005) A NOVEL 
CLASSIFICATION OF TUMOUR BUDDING IN COLORECTAL CANCER BASED ON THE PRESENCE OF 
CYTOPLASMIC PSEUDOFRAGMENTS AROUND BUDDING FOCI. HISTOPATHOLOGY 47(1): 25–31. 

SHINYA H & WOLFF WI (1979) MORPHOLOGY, ANATOMIC DISTRIBUTION AND CANCER 
POTENTIAL OF COLONIC POLYPS. ANN. SURG. 190(6): 679–83. 

SHIROUZU K, ISOMOTO H, MORODOMI T, OGATA Y, AKAGI Y & KAKEGAWA T (1994) 
PRIMARY LINITIS PLASTICA CARCINOMA OF THE COLON AND RECTUM. CANCER 74(7): 1863–8. 

SIEGEL R, MA J, ZOU Z & JEMAL A (2014) CANCER STATISTICS, 2014. CA. CANCER J. CLIN. 
64(1): 9–29. 

SIMIAN M, HIRAI Y, NAVRE M, WERB Z, LOCHTER A, BISSELL MJ (2001) THE INTERPLAY OF 
MATRIX METALLOPROTEINASES, MORPHOGENS AND GROWTH FACTORS IS NECESSARY FOR 
BRANCHING OF MAMMARY EPITHELIAL CELLS. DEVELOPMENT (CAMBRIDGE, ENGLAND) 
128(16):3117-3131. 

SIMONS CCJM, SCHOUTEN LJ, WEIJENBERG MP, GOLDBOHM RA & VAN DEN BRANDT PA 
(2010) BOWEL MOVEMENT AND CONSTIPATION FREQUENCIES AND THE RISK OF COLORECTAL 
CANCER AMONG MEN IN THE NETHERLANDS COHORT STUDY ON DIET AND CANCER. AM. J. 
EPIDEMIOL. 172(12): 1404–14. 

SIMONS CCJM, VAN DEN BRANDT PA, STEHOUWER CDA, VAN ENGELAND M & WEIJENBERG 
MP (2014) BODY SIZE, PHYSICAL ACTIVITY, EARLY-LIFE ENERGY RESTRICTION, AND ASSOCIATIONS 
WITH METHYLATED INSULIN-LIKE GROWTH FACTOR-BINDING PROTEIN GENES IN COLORECTAL 
CANCER. CANCER EPIDEMIOL. BIOMARKERS PREV. 23(9): 1852–62. 

SINGH R, OWEN V, SHONDE A, KAYE P, HAWKEY C & RAGUNATH K (2009) WHITE LIGHT 
ENDOSCOPY, NARROW BAND IMAGING AND CHROMOENDOSCOPY WITH MAGNIFICATION IN 
DIAGNOSING COLORECTAL NEOPLASIA. WORLD J. GASTROINTEST. ENDOSC. 1(1): 45–50. 



217 
 

SINGH H, NUGENT Z, DEMERS AA, KLIEWER EV, MAHMUD SM & BERNSTEIN CN (2010) 
THE REDUCTION IN COLORECTAL CANCER MORTALITY AFTER COLONOSCOPY VARIES BY SITE OF THE 
CANCER. GASTROENTEROLOGY 139, 1128-1137. 

SMITH, G., CAREY, F. A., BEATTIE, J., WILKIE, M. J. V., LIGHTFOOT, T. J., COXHEAD, J., 
GARNER RC, STEELE RJ, WOLF CR. (2002) MUTATIONS IN APC, KIRSTEN-RAS, AND P53–
ALTERNATIVE GENETIC PATHWAYS TO COLORECTAL CANCER. PROC. NATL. ACAD. SCI. U.S.A. 99, 
9433–9438. 

SMITH NR; BAKER D.; FARREN, M.; POMMIER, A.; SWANN, R.; WANG, X.; MISTRY, S.; 
MCDAID, K.; KENDREW J.; WOMACK, C, , WEDGE SR & BARRY ST (2013) TUMOR STROMAL 
ARCHITECTURE CAN DEFINE THE INTRINSIC TUMOR RESPONSE TO VEGF-TARGETED THERAPY. CLIN. 
CANCER RES.19, 6943–6956.  

SNOVER D, AHNEN D, BURT R & ODZE R (2010) SERRATED POLYPS OF THE COLON AND 
RECTUM AND SERRATED (“HYPERPLASTIC”) POLYPOSIS. IN WHO CLASSIFICATION OF TUMOURS. 
PATHOLOGY AND GENETICS. TUMOURS OF THE DIGESTIVE SYSTEM. BERLIN: SPRINGER-VERLAG 
(4TH EDITION) (PP. 160–165). 

SNOVER DC (2011) UPDATE ON THE SERRATED PATHWAY TO COLORECTAL CARCINOMA. 
HUM. PATHOL. 42(1): 1–10. 

SOBIN LH, GOSPODAROWICZ MK & WITTEKIND C (2009) TNM CLASSIFICATION OF 
MALIGNANT TUMOURS (7TH ED.).  

SORLIE T, PEROU C M, TIBSHIRANI R, AAS T, GEISLER S, JOHNSEN H, HASTIE T, EISEN MB, 
VAN DE RIJN M, JEFFREY SS, THORSEN T, QUIST H, MATESE JC, BROWN PQ, BOTSTEIN D, 
LØNNING PE & BØRRESEN-DALE A-L (2001). GENE EXPRESSION PATTERNS OF BREAST 
CARCINOMAS DISTINGUISH TUMOR SUBCLASSES WITH CLINICAL IMPLICATIONS. PROCEEDINGS OF 
THE NATIONAL ACADEMY OF SCIENCES OF THE UNITED STATES OF AMERICA, 98(19), 10869–
10874. 

SPAETH E, KLOPP A, DEMBINSKI J, ANDREEFF M, AND MARINI F. (2008) INFLAMMATION 
AND TUMOR MICROENVIRONMENTS: DEFINING THE MIGRATORY ITINERARY OF MESENCHYMAL 
STEM CELLS. GENE THER 15: 730-738. 

SPAETH EL, DEMBINSKI JL, SASSER AK, WATSON K, KLOPP A, HALL B, ANDREEFF M & 
MARINI F (2009) MESENCHYMAL STEM CELL TRANSITION TO TUMORASSOCIATED FIBROBLASTS 
CONTRIBUTES TO FIBROVASCULAR NETWORK EXPANSION AND TUMOR PROGRESSION. PLOS ONE 4: 
E4992. 

SPRING KJ, ZHAO ZZ, KARAMATIC R, WALSH MD, WHITEHALL VLJ, PIKE T, SIMMS L A, 
YOUNG J, JAMES M, MONTGOMERY GW, APPLEYARD M, HEWETT D, TOGASHI K, JASS JR & 



218 
 

LEGGETT B A (2006) HIGH PREVALENCE OF SESSILE SERRATED ADENOMAS WITH BRAF 
MUTATIONS: A PROSPECTIVE STUDY OF PATIENTS UNDERGOING COLONOSCOPY. 
GASTROENTEROLOGY 131(5): 1400– 7. 

STANGE DE & CLEVERS H (2013) CONCISE REVIEW: THE YIN AND YANG OF INTESTINAL 
(CANCER) STEM CELLS AND THEIR PROGENITORS. STEM CELLS 31: 2287–2295.   

STANLEY P. (2007) REGULATION OF NOTCH SIGNALING BY GLYCOSYLATION. CURR OPIN 
STRUCT BIOL 17:530-5. 

STEFANIUS K, YLITALO L, TUOMISTO A, KUIVILA R, KANTOLA T, SIRNIÖ P, KARTTUNEN TJ & 
MÄKINEN MJ (2011) FREQUENT MUTATIONS OF KRAS IN ADDITION TO BRAF IN COLORECTAL 
SERRATED ADENOCARCINOMA. HISTOPATHOLOGY 58(5): 679–92. 

STIRBU I, KUNST AE, VLEMS FA, VISSER O, BOS V, DEVILLE W, NIJHUIS HGJ & COEBERGH 
JW (2006) CANCER MORTALITY RATES AMONG FIRST AND SECOND GENERATION MIGRANTS IN THE 
NETHERLANDS: CONVERGENCE TOWARD THE RATES OF THE NATIVE DUTCH POPULATION. INT. J. 
CANCER. 119(11): 2665–72. 

STRAND M, PROLLA TA, LISKAY RM & PETES TD (1993) DESTABILIZATION OF TRACTS OF 
SIMPLE REPETITIVE DNA IN YEAST BY MUTATIONS AFFECTING DNA MISMATCH REPAIR. NATURE 
365(6443): 274–276. 

STRANSKY N, EGLOFF AM, TWARD AD, KOSTIC AD, CIBULSKIS K, SIVACHENKO A, KRYUKOV 
GV, LAWRENCE MS, SOUGNEZ C, MCKENNA A, SHEFLER E, RAMOS AH, STOJANOV P, CARTER 
SL, VOET D, CORTÉS ML, AUCLAIR D, BERGER MF, SAKSENA G, GUIDUCCI C, ONOFRIO RC, 
PARKIN M, ROMKES M, WEISSFELD JL, SEETHALA RR, WANG L, RANGEL-ESCAREÑO C, 
FERNANDEZ-LOPEZ JC, HIDALGO-MIRANDA A, MELENDEZ-ZAJGLA J, WINCKLER W, ARDLIE K, 
GABRIEL SB, MEYERSON M, LANDER ES, GETZ G, GOLUB TR, GARRAWAY LA, GRANDIS JR. 
(2011) THE MUTATIONAL LANDSCAPE OF HEAD AND NECK SQUAMOUS CELL CARCINOMA. SCIENCE 
333:1157-60.  

STRIETER RM, WIGGINS R, PHAN SH, WHARRAM BL, SHOWELI HJ, REMICK DG, CHENSUE 
SW AND KUNKEL SL (1989) MONOCYTE CHEMOTACTIC PROTEIN GENE EXPRESSION BY CYTOKINE-
TREATED HUMAN FIBROBLASTS AND ENDOTHELIAL CELLS. BIOCHEM. BIOPHYS. RES. COMMUN. 
162, 694–700.  

STRUTZ F, ZEISBERG M, HEMMERLEIN B, SATTLER B, HUMMEL K, BECKER V, AND MULLER 
GA. (2000) BASIC FIBROBLAST GROWTH FACTOR EXPRESSION IS INCREASED IN HUMAN RENAL 
FIBROGENESIS AND MAY MEDIATE AUTOCRINE FIBROBLAST PROLIFERATION. KIDNEY INT 57: 1521-
1538. 



219 
 

SUGIMOTO H, MUNDEL TM, KIERAN MW, KALLURI R. (2006) IDENTIFICATION OF 
FIBROBLAST HETEROGENEITY IN THE TUMOR MICROENVIRONMENT. CANCER BIOL. THER. 5, 1640–
1646.  

SUKOWATI CH; ANFUSO B; CROCE LS, TIRIBELLI C (2015) THE ROLE OF MULTIPOTENT 
CANCER ASSOCIATED FIBROBLASTS IN HEPATOCARCINOGENESIS. BMC CANCER 15, 188.  

SUNG SY, HSIEH CL, LAW A, ZHAU HE, PATHAK S, MULTANI AS, LIM S, COLEMAN IM, WU 
LC, FIGG WD, DAHUT WL, NELSON P, LEE JK, AMIN MB, LYLES R, JOHNSTONE PA, MARSHALL 
FF, AND CHUNG LW (2008) COEVOLUTION OF PROSTATE CANCER AND BONE STROMA IN THREE-
DIMENSIONAL COCULTURE: IMPLICATIONS FOR CANCER GROWTH AND METASTASIS. CANCER RES. 
68: 9996-10003. 

SUZUKI S., SATO M., SENOO H.,. ISHIKAWA K (2004) DIRECT CELL–CELL INTERACTION 
ENHANCES PRO-MMP-2 PRODUCTION AND ACTIVATION IN CO-CULTURE OF LARYNGEAL CANCER 
CELLS AND FIBROBLASTS: INVOLVEMENT OF EMMPRIN AND MT1-MMP, EXP. CELL RES. 293 
259–266. 

SWANN JB &SMYTH MJ (2007) IMMUNE SURVEILLANCE OF TUMORS. J CLIN INVEST. 
117:1137–1146. 

SYMONDS D & VICKERY A (1976) MUCINOUS CARCINOMA OF THE COLON AND RECTUM. 
CANCER 37(4): 1891–1900. 

SYSTEMS, I. INGENUITY® SYSTEMS, WWW.INGENUITY.COM. 

TAIPALE J & BEACHY PA (2001) THE HEDGEHOG AND WNT SIGNALLING PATHWAYS IN 
CANCER. NATURE 411:349-54. 

TAKETO MM (2006)  WNT SIGNALING AND GASTROINTESTINAL TUMORIGENESIS IN MOUSE 
MODELS. ONCOGENE 25, 7522 [NDASH] 7530.  

 TAKEYOSHI, YAMAUCHI MASAHIKO, WATANABE HIROTOSHI, HASEGAWA SEIICHIRO, 
YAMAMOTO TAKASHI E, YASUO K, KYOKO Y, KENTARO Y & MASAKI K (2002) SERRATED 
ADENOMA DEVELOPING INTO ADVANCED COLON CANCER IN 2 YEARS. J. GASTROENTEROL. 37(6): 
467–470. 

TANG JY, MACKAY-WIGGAN JM, ASZTERBAUM M, YAUCH RL, LINDGREN J, CHANG K, 
COPPOLA C, CHANANA AM, MARJI J, BICKERS DR, EPSTEIN EH JR (2012) INHIBITING THE 
HEDGEHOG PATHWAY IN PATIENTS WITH THE BASAL-CELL NEVUS SYNDROME. N ENGL J MED 
366:2180-8. 



220 
 

TARIN D & CROFT CB (1969) ULTRASTRUCTURAL FEATURES OF WOUND HEALING IN MOUSE 
SKIN. J. ANAT. 105, 189–190. 

TÁRRAGA LÓPEZ PJ, ALBERO SJ & RODRÍGUEZ-MONTES JA (2014) PRIMARY AND 
SECONDARY PREVENTION OF COLORECTAL CANCER. CLIN. MED. INSIGHTS GASTROENTEROL. 
14(7): 33–46. 

TATEYAMA H, LI W, TAKAHASHI E, MIURA Y, SUGIURA H & EIMOTO T (2002) APOPTOSIS 
INDEX AND APOPTOSIS-RELATED ANTIGEN EXPRESSION IN SERRATED ADENOMA OF THE 
COLORECTUM THE SAW-TOOTHED STRUCTURE MAY BE RELATED TO INHIBITION OF APOPTOSIS. 
AM. J. SURG. PATHOL. 26(2): 249–256. 

TERIAKY A, DRIMAN DK & CHANDE N (2012) OUTCOMES OF A 5-YEAR FOLLOW-UP OF 
PATIENTS WITH SESSILE SERRATED ADENOMAS. SCAND. J. GASTROENTEROL. 47(2): 178–83. 

THE CANCER GENOME ATLAS NETWORK (2012) COMPREHENSIVE MOLECULAR 
CHARACTERIZATION OF HUMAN COLON AND RECTAL CANCER. NATURE 487(7407): 330–337. 

THIERY, J.P & SLEEMAN, J.P. (2006) COMPLEX NETWORKS ORCHESTRATE EPITHELIAL-
MESENCHYMAL TRANSITIONS. NAT. REV. MOL. CELL BIOL. 7, 131–142.  

THIAGALINGAM S, LENGAUER C, LEACH F, SCHUTTE M, HAHN SA, OVERHAUSER J, WILLSON 
JK, MARKOWITZ S, HAMILTON SR, KERN SE, KINZLER KW & VOGELSTEIN B (1996) EVALUATION 
OF CANDIDATE TUMOUR SUPPRESSOR GENES ON CHROMOSOME 18 IN COLORECTAL CANCERS. NAT. 
GENET. 13(3): 343–346. 

THIRUNAVUKARASU P, SATHAIAH M, SINGLA S, SUKUMAR S, KARUNAMURTHY A, 
PRAGATHEESHWAR KD, LEE KKW, III HZ, KANE KM & BARTLETT DL (2010) MEDULLARY 
CARCINOMA OF THE LARGE INTESTINE : A POPULATION BASED ANALYSIS. INT. J. ONCOL. 37: 901–
907. 

TIAN Q, HE X-C, HOOD L, LI L. (2005) BRIDGING THE BMP AND WNT PATHWAYS BY PI3 
KINASE/AKT AND 14-3-3ZETA. CELL CYCLE 4:215-6. 

TJANDRA JJ & CHAN MKY (2007) FOLLOW-UP AFTER CURATIVE RESECTION OF COLORECTAL 
CANCER: A META-ANALYSIS. DIS. COLON RECTUM 50(11): 1783–99. 

TLSTY TD (2001) STROMAL CELLS CAN CONTRIBUTE ONCOGENIC SIGNALS. SEMIN CANCER 
BIOL 11:97–104. 

TLSTY TD & HEIN PW (2001) KNOW THY NEIGHBOR: STROMAL CELLS CAN CONTRIBUTE 
ONCOGENIC SIGNALS. CURR OPIN GENET DEV 11:54–59. 



221 
 

TOMASEK JJ, GABBIANI G, HINZ B, CHAPONNIER C & BROWN RA (2002) MYOFIBROBLASTS 
AND MECHANOREGULATION OF CONNECTIVE TISSUE REMODELLING. NATURE REV. MOL. CELL BIOL. 
3, 349–363.  

TONG Y, YANG W & KOEFFLER HP (2011). MOUSE MODELS OF COLORECTAL 
CANCER. CHINESE JOURNAL OF CANCER, 30(7), 450–462.  

TOPS CMJ, WIJNEN JT & HES FJ (2009) INTRODUCTION TO MOLECULAR AND CLINICAL 
GENETICS OF COLORECTAL CANCER SYNDROMES. BEST PRACT. RES. CLIN. GASTROENTEROL. 23(2): 
127–146. 

TORLAKOVIC E & SNOVER DC (1996) SERRATED ADENOMATOUS POLYPOSIS IN HUMANS. 
GASTROENTEROLOGY 110(3):748-55. 

TORLAKOVIC E, GOMEZ JD, DRIMAN DK, PARFITT JR, WANG C, BENERJEE T & SNOVER DC 
(2008) SESSILE SERRATED ADENOMA (SSA) VS. TRADITIONAL SERRATED ADENOMA (TSA). AM. J. 
SURG. PATHOL. 32(1): 21–9. 

TORRES S, BARTOLOME RA, MENDES M, BARDERAS R, FERNANDEZ-ACENERO MJ, PELAEZ-
GARCIA A, PEÑA C, LOPEZ-LUCENDO M, VILLAR-VÁZQUEZ R, DE HERREROS AG, BONILLA F, 
CASAL JI (2013) PROTEOME PROFILING OF CANCER-ASSOCIATED FIBROBLASTS IDENTIFIES NOVEL 
PROINFLAMMATORY SIGNATURES AND PROGNOSTIC MARKERS FOR COLORECTAL CANCER. CLIN 
CANCER RES19:6006–19. 

TOULLEC, A.; GERALD, D.; DESPOUY, G.; BOURACHOT, B.; CARDON, M.; LEFORT, S.; 
RICHARDSON, M.; RIGAILL, G.; PARRINI, M.C.; LUCCHESI, C.; BELLANGER D, STERN MH, DUBOIS 
T, SASTRE-GARAU X, DELATTRE O, VINCENT-SALOMON A, MECHTA-GRIGORIOU F (2010) 
OXIDATIVE STRESS PROMOTES MYOFIBROBLAST DIFFERENTIATION AND TUMOUR SPREADING. 
EMBO MOL. MED, 2, 211–230.  

TOYOTA M, AHUJA N, MUTSUMI O-T, HERMAN JG, BAYLIN SB & ISSA J-PJ (1999) CPG 
ISLAND METHYLATOR PHENOTYPE IN COLORECTAL CANCER. PROC. NATL. ACAD. SCI. U. S. A. 
96(15): 8681– 6. 

TREANOR D & QUIRKE P (2007) PATHOLOGY OF COLORECTAL CANCER. CLIN. ONCOL. 
19(10): 769–776. 

TSAI J-H, LIAU J-Y, LIN Y-L, LIN L-I, CHENG Y-C, CHENG M-L & JENG Y-M (2014) 
TRADITIONAL SERRATED ADENOMA HAS TWO PATHWAYS OF NEOPLASTIC PROGRESSION THAT ARE 
DISTINCT FROM THE SESSILE SERRATED PATHWAY OF COLORECTAL CARCINOGENESIS. MOD. 
PATHOL. 27(10): 1375–85. 



222 
 

TSE JC & KALLURI R (2007) MECHANISMS OF METASTASIS: EPITHELIAL-TO-MESENCHYMAL 
TRANSITION AND CONTRIBUTION OF TUMOR MICROENVIRONMENT. J. CELL. BIOCHEM. 101, 816–
829.  

TSUJINO T, SESHIMO I, YAMAMOTO H, NGAN CY, EZUMI K, TAKEMASA I, IKEDA M, 
SEKIMOTO M, MATSUURA N & MONDEN M (2007) STROMAL MYOFIBROBLASTS PREDICT 
DISEASE RECURRENCE FOR COLORECTAL CANCER. CLIN CANCER RES 13:2082–90.  

TUPPURAINEN K, MAKINEN JM, JUNTTILA O, LIAKKA A, KYLLONEN AP, TUOMINEN H, 
KARTTUNEN TJ & MAKINEN MJ (2005) MORPHOLOGY AND MICROSATELLITE INSTABILITY IN 
SPORADIC SERRATED AND NON-SERRATED COLORECTAL CANCER. J. PATHOL. 207(3): 285–294. 

UENO H, MURPHY J, JASS JR, MOCHIZUKI H & TALBOT IC (2002) TUMOUR “BUDDING” AS 
AN INDEX TO ESTIMATE THE POTENTIAL OF AGGRESSIVENESS IN RECTAL CANCER. HISTOPATHOLOGY 
40(2): 127– 132. 

VAIOPOULOS AG, KOSTAKIS ID, KOUTSILIERIS M, PAPVASSILIOU AG (2012) CONCISE 
REVIEW: COLORECTAL STEM CELLS. STEM CELL 30:363-71. 

VALENCIANO A, HENRIQUEZ-HERNANDEZ LA, MORENO M, LLORET M, LARA PC. 
(2012) ROLE OF IGF-1 RECEPTOR IN RADIATION RESPONSE. TRANSL ONCOL 5:1–9.  

VAN DEN BRINK GR, BLEUMING SA, HARDWICK JC, SCHEPMAN BL, OFFERHAUS GJ, KELLER 
JJ, NIELSEN C, GAFFIELD W, VAN DEVENTER SJ, ROBERTS DJ, PEPPELENBOSCH MP (2004) 
INDIAN HEDGEHOG IS AN ANTAGONIST OF WNT SIGNALING IN COLONIC EPITHELIAL CELL 
DIFFERENTIATION. NAT GENET 36:277-82. 

VAN DEN HOOFF A (1988) STROMAL INVOLVEMENT IN MALIGNANT GROWTH. ADV CANCER 
RES 50:159–196. 

VAN ES JH, VAN GIJN ME, RICCIO O, VAN DEN BORN M, VOOIJS M, BEGTHEL H, COZIJNSEN 
M, ROBINE S, WINTON DJ, RADTKE F, CLEVERS H (2005) NOTCH/GAMMA-SECRETASE INHIBITION 
TURNS PROLIFERATIVE CELLS IN INTESTINAL CRYPTS AND ADENOMAS INTO GOBLET CELLS. NATURE 
435: 959-963. 

VAN HERWAARDEN YJ, VERSTEGEN MH, DURA P, KIEVIT W, DRENTH JP, DEKKER E, 
IJSPEERT JE, HOOGERBRUGGE N, NAGENGAST FM, NAGTEGAAL ID & BISSELING TM (2015) LOW 
PREVALENCE OF SERRATED POLYPOSIS SYNDROME IN SCREENING POPULATIONS : A SYSTEMATIC 
REVIEW. ENDOSCOPY. 47(11):1043-9. 

VAN DE VELDE CJH, BOELENS PG, BORRAS JM, COEBERGH JW, CERVANTES A, BLOMQVIST 
L, BEETS-TAN RGH, VAN DEN BROEK CBM, BROWN G, VAN CUTSEM E, ESPIN E, HAUSTERMANS 
K, GLIMELIUS B, IVERSEN LH, VAN KRIEKEN JH, MARIJNEN CAM, HENNING G, GORE-BOOTH J, 



223 
 

MELDOLESI E, MROCZKOWSKI P, NAGTEGAAL I, NAREDI P, ORTIZ H, PÅHLMAN L, QUIRKE P, 
RÖDEL C, ROTH A, RUTTEN H, SCHMOLL HJ, SMITH JJ, TANIS PJ, TAYLOR C, WIBE A, WIGGERS T, 
GAMBACORTA MA, ARISTEI C & VALENTINI V (2014) EURECCA COLORECTAL: 
MULTIDISCIPLINARY MANAGEMENT: EUROPEAN CONSENSUS CONFERENCE COLON & RECTUM. EUR. 
J. CANCER 50(1). 

VAN ROSSUM LG, VAN RIJN AF, LAHEIJ RJ, VAN OIJEN MG, FOCKENS P, VAN KRIEKEN HH, 
VERBEEK AL, JANSEN JB & DEKKER E (2008) RANDOM COMPARISON OF GUAIAC AND 
IMMUNOCHEMICAL FECAL OCCULT BLOOD TESTS FOR COLORECTAL CANCER IN A SCREENING 
POPULATION. GASTROENTEROLOGY 135(1): 82–90. 

VARNAT F, ZACCHETTI G, RUIZI ALTABA A (2010) HEDGEHOG PATHWAY ACTIVITY IS 
REQUIRED FOR THE LETHALITY AND INTESTINAL PHENOTYPES OF MICE WITH HYPERACTIVE WNT 
SIGNALING. MECH DEV 127:73-81. 

VASILYEV S, SMIRNOVA E, POPOV D, SEMENOV A, EKLUND C, HENDOLIN P, PALOHEIMO L & 
SYRJÄNEN K (2015) A NEW-GENERATION FECAL IMMUNOCHEMICAL TEST ( FIT ) IS SUPERIOR TO 
QUAIAC-BASED TEST IN DETECTING COLORECTAL NEOPLASIA AMONG COLONOSCOPY REFERRAL 
PATIENTS. ANTICANCER RES. 35(5): 2873–2880. 

VERMEULEN, L.; DE SOUSA, E.; MELO, F.; VAN DER HEIJDEN, M.; CAMERON, K.; DE JONG, 
J.H.; BOROVSKI, T.; TUYNMAN, J.B.; TODARO, M.; MERZ, C., RODERMOND H, SPRICK MR, 
KEMPER K, RICHEL DJ, STASSI G, MEDEMA JP. (2010) WNT ACTIVITY DEFINES COLON CANCER 
STEM CELLS AND IS REGULATED BY THE MICROENVIRONMENT. NAT. CELL. BIOL. 12, 468-476.  

VIRCHOW R (1858) DIE CELLULARPATHOLOGIE IN IHRER BEGRUENDUNG AUF 
PHYSIOLOGISCHE UND PATHOLOGISCHE GEWEBELEHRE. HIRSCHWALD  A, BERLIN, GERMANY 

VOGELSTEIN B, FEARON ER, HAMILTON SR, KERN SE, PREISINGER AC, LEPPERT M, 
NAKAMURA Y, WHITE R, SMITS AM & BOS JL (1988) GENETIC ALTERATIONS DURING 
COLORECTAL-TUMOR DEVELOPMENT. N. ENGL. J. MED. 319(9): 525–532. 

VOOIJS M, LIU Z, KOPAN R. (2011) NOTCH: ARCHITECT, LANDSCAPER, AND GUARDIAN OF 
THE INTESTINE. GASTROENTEROLOGY 141:448-59. 

WALL DS, MEARS AJ, MCNEILL B, MAZEROLLE C, THURIG S, WANG Y, KAGEYAMA R, 
WALLACE VA. (2009) PROGENITOR CELL PROLIFERATION IN THE RETINA IS DEPENDENT ON NOTCH-
INDEPENDENT SONIC HEDGEHOG/HES1 ACTIVITY. J CELL BIOL 184:101-12. 

WALL DS & WALLACE VA. (2009) HEDGEHOG TO HES1: THE HEIST OF A NOTCH TARGET. 
CELL CYCLE 8:1301-2. 



224 
 

WALTHER A, HOULSTON R & TOMLINSON I (2008) ASSOCIATION BETWEEN CHROMOSOMAL 
INSTABILITY AND PROGNOSIS IN COLORECTAL CANCER: A META-ANALYSIS. GUT 57(7): 941–950. 

WALTHER A, JOHNSTONE E, SWANTON C, MIDGLEY R, TOMLINSON I & KERR D (2009) 
GENETIC PROGNOSTIC AND PREDICTIVE MARKERS IN COLORECTAL CANCER. NAT. REV. CANCER 
9(7): 489–499. 

WAN PTC, GARNETT MJ, ROE SM, LEE S, NICULESCU-DUVAZ D, GOOD VM, PROJECT CG, 
JONES CM, MARSHALL CJ, SPRINGER CJ, BARFORD D & MARAIS R (2004) MECHANISM OF 
ACTIVATION OF THE RAF-ERK SIGNALING PATHWAY BY ONCOGENIC MUTATIONS OF B-RAF. CELL 
116(6): 855–867. 

WANG D., MANN J.R., DUBOIS R.N (2004) WNT AND CYCLOOXYGENASE-2 CROSS-TALK 
ACCELERATES ADENOMA GROWTH”, CELL CYCLE 3(12):1512–1515. 

WANG D., WANG H., SHI Q. KATKURI S ,WALHI W, DESVERGNE B, DAS SK, DEY SK, 
DUBOIS RN (2004) PROSTAGLANDIN E(2) PROMOTES COLORECTAL ADENOMA GROWTH VIA 
TRANSACTIVATION OF THE NUCLEAR PEROXISOME PROLIFERATOR-ACTIVATED RECEPTOR DELTA. 
CANCER CELL 6(3):285–295 

WANG L, CUNNINGHAM JM, WINTERS JL, GUENTHER JC, FRENCH AJ, BOARDMAN L A, 
BURGART LJ, MCDONNELL SK, SCHAID DJ & THIBODEAU SN (2003) BRAF MUTATIONS IN COLON 
CANCER ARE NOT LIKELY ATTRIBUTABLE TO DEFECTIVE DNA MISMATCH REPAIR. CANCER RES. 
1(63): 5209– 5212. 

WANG NJ, SANBORN Z, ARNETT KL, BAYSTON LJ, LIAO W, PROBY CM, LEIGH IM, 
COLLISSON EA, GORDON PB, JAKKULA L, PENNYPACKER S, ZOU Y, SHARMA M, NORTH JP, 
VEMULA SS, MAURO TM, NEUHAUS IM, LEBOIT PE, HUR JS, PARK K, HUH N, KWOK PY, ARRON 
ST, MASSION PP, BALE AE, HAUSSLER D, CLEAVER JE, GRAY JW, SPELLMAN PT, SOUTH AP, 
ASTER JC, BLACKLOW SC, CHO RJ (2011) LOSS-OF-FUNCTION MUTATIONS IN NOTCH RECEPTORS 
IN CUTANEOUS AND LUNG SQUAMOUS CELL CARCINOMA. PROC NATL ACAD SCI USA 108:17761-
6. 

WATANABE T, NAKAYA N, KURASHIMA K, KURIYAMA S, TSUBONO Y & TSUJI I (2004) 
CONSTIPATION, LAXATIVE USE AND RISK OF COLORECTAL CANCER: THE MIYAGI COHORT STUDY. 
EUR. J. CANCER 40(14): 2109–15. 

WATSON P & LYNCH HT (1994) THE TUMOR SPECTRUM IN HNPCC. ANTICANCER RES. 
14(4B): 1635–9. 

WATT FM. (2004) UNEXPECTED HEDGEHOG-WNT INTERACTIONS IN EPITHELIAL 
DIFFERENTIATION. TRENDS MOL MED 10:577-80. 



225 
 

WEBER F, SHEN L, FUKINO K, PATOCS A, MUTTER GL, CALDES T, AND ENG C (2006) TOTAL-
GENOME ANALYSIS OF BRCA1/2-RELATED INVASIVE CARCINOMAS OF THE BREAST IDENTIFIES 
TUMOR STROMA AS POTENTIAL LANDSCAPER FOR NEOPLASTIC INITIATION. AM J HUM GENET. 
78(6):961–972.  

WEISENBERGER DJ, SIEGMUND KD, CAMPAN M, YOUNG J, LONG TI, FAASSE MA, KANG 
GH, WIDSCHWENDTER M, WEENER D, BUCHANAN D, KOH H, SIMMS L, BARKER M, LEGGETT B, 
LEVINE J, KIM M, FRENCH AJ, THIBODEAU SN, JASS J, HAILE R & LAIRD PW (2006) CPG ISLAND 
METHYLATOR PHENOTYPE UNDERLIES SPORADIC MICROSATELLITE INSTABILITY AND IS TIGHTLY 
ASSOCIATED WITH BRAF MUTATION IN COLORECTAL CANCER. NAT. GENET. 38(7): 787–793. 

WEISS GJ & KORN RL. (2012) METASTATIC BASAL CELL CARCINOMA IN THE ERA OF 
HEDGEHOG SIGNALING PATHWAY INHIBITORS. CANCER. 118(21):5310-9.  

WEN S; NIU Y; YEH S & CHANG C (2015) BM-MSCS PROMOTE PROSTATE CANCER 
PROGRESSION VIA THE CONVERSION OF NORMAL FIBROBLASTS TO CANCER-ASSOCIATED 
FIBROBLASTS. INT. J. ONCOL., 47, 719–727.  

WENGER SL, SENFT JR, SARGENT LM,. BAMEZAI R, BAIRWA N, GRANT SG (2004) 
COMPARISON OF ESTABLISHED CELL LINES AT DIFFERENT PASSAGES BY KARYOTYPE AND 
COMPARATIVE GENOMIC HYBRIDIZATION, BIOSCI. REP. 24 631–639. 

WENNERBERG K, ROSSMAN KL & DER CJ (2005) THE RAS SUPERFAMILY AT A GLANCE. J. 
CELL SCI. 118(PT 5): 843–846. 

WHITLOCK EP, LIN JS, LILES E, BEIL TL & FU R (2008) SCREENING FOR COLORECTAL CANCER 
: A TARGETED , UPDATED SYSTEMATIC REVIEW FOR THE U.S PREVENTIVE SERVICES TASK FORCE. 
ANN. INTERN. MED. 149(9): 638–58. 

WILAND HO, SHADRACH B, ALLENDE D, CARVER P, GOLDBLUM JR, LIU X, PATIL DT, RYBICKI 
L A & PAI RK (2014) MORPHOLOGIC AND MOLECULAR CHARACTERIZATION OF TRADITIONAL 
SERRATED ADENOMAS OF THE DISTAL COLON AND RECTUM. AM. J. SURG. PATHOL. 38(9): 1290–
7. 

WINAWER SJ, ZAUBER AG, NAH HO M, O’BRIEN MJ, GOTTLIEB LS, STERNBERG SS, WAYNE 
JD, SCHAPIRO M, BOND JH, PANISH JF, ACKROYD F, SHIKE M, KURTZ RC, HORNSBY-LEWIS L, 
GERDES H & STEWART E (1993) PREVENTION OF COLORECTAL CANCER BY COLONOSCOPIC 
POLYPECTOMY. N. ENGL. J. MED. 329(27): 1977–1981. 

WISEMAN BS & WERB Z (2002) STROMAL EFFECTS ON MAMMARY GLAND DEVELOPMENT 
AND BREAST CANCER. SCIENCE 296, 1046–1049.  



226 
 

WORTHLEY DL & LEGGETT B A (2010) COLORECTAL CANCER: MOLECULAR FEATURES AND 
CLINICAL OPPORTUNITIES. CLIN. BIOCHEM. REV. 31(2): 31–8. 

XING F; SAIDOU J; WATABE K. (2010) CANCER ASSOCIATED FIBROBLASTS (CAFS) IN TUMOR 
MICROENVIRONMENT. FRONT. BIOSCI. (LANDMARK ED.) 15, 166–179.  

YAMAMURA, Y.; ASAI, N.; ENOMOTO, A.; KATO, T.; MII, S.; KONDO, Y.; USHIDA, K.; NIIMI, 
K.; TSUNODA, N.; NAGINO, M.; ICHIHARA S, FURUKAWA K, MAEDA K, MUROHARA T, 
TAKAHASHI M (2015) AKT-GIRDIN SIGNALING IN CANCER-ASSOCIATED FIBROBLASTS CONTRIBUTES 
TO TUMOR PROGRESSION. CANCER RES. 75, 813–823.  

YOUNG M, ORDONEZ L, CLARKE A R (2013), WHAT ARE THE BEST ROUTES TO EFFECTIVELY 
MODEL HUMAN COLORECTAL CANCER?  MOLECULAR ONCOLOGY, 7, DOI: 
10.1016/J.MOLONC.2013.02.006.  

YANG S, FARRAYE FA, MACK C, POSNIK O & O’BRIEN MJ (2004) BRAF AND KRAS 
MUTATIONS IN HYPERPLASTIC POLYPS AND SERRATED ADENOMAS OF THE COLORECTUM: 
RELATIONSHIP TO HISTOLOGY AND CPG ISLAND METHYLATION STATUS AMERICAN JOURNAL OF 
SURGICAL PATHOLOGY, 28 PP. 1452–1459. 

YANTISS RK, OH KY, CHEN Y-T, REDSTON M & ODZE RD (2007) “FILIFORM” SERRATED 
ADENOMAS: A CLINICOPATHOLOGIC AND IMMUNOPHENOTYPIC STUDY OF 18 CASES. AM. J. 
SURG. PATHOL. 31(8): 1238–1245. 

YASHIRO M, LAGHI L, SAITO K, CARETHERS J, SLEZAK P, RUBIO C, HIRAKAWA K & BOLAND C 
(2005) SERRATED ADENOMAS HAVE A PATTERN OF GENETIC ALTERATIONS THAT DISTINGUISHES 
THEM FROM OTHER COLORECTAL POLYPS. CANCER EPIDEMIOL. BIOMARKERS PREV. 14(9): 2253–
6. 

YOSHIDA T; AKATSUKA T; IMANAKA-YOSHIDA K (2015) TENASCIN-C AND INTEGRINS IN 
CANCER. CELL ADH. MIGR. 9, 96–104.  

ZAUBER AG, WINAWER SJ, O’BRIEN MJ, LANSDORP-VOGELAAR I, VAN BALLEGOOIJEN M, 
HANKEY BF, SHI W, BOND JH, SCHAPIRO M, PANISH JF, STEWART ET & WAYNE JD (2012) 
COLONOSCOPIC POLYPECTOMY AND LONG-TERM PREVENTION OF COLORECTAL-CANCER DEATHS. 
N. ENGL. J. MED. 366(8): 687–696. 

ZEISBERG M, STRUTZ F & MULLER GA (2000) ROLE OF FIBROBLAST ACTIVATION IN INDUCING 
INTERSTITIAL FIBROSIS. J. NEPHROL. 13 (SUPPL.), S111–S120.  

ZEISBERG EM, POTENTA S, XIE L, ZEISBERG M & KALLURI R. (2007) DISCOVERY OF 
ENDOTHELIAL TO MESENCHYMAL TRANSITION AS A SOURCE FOR CARCINOMAASSOCIATED 
FIBROBLASTS. CANCER RES 67: 10123-10128. 



227 
 

ZLOBEC I, LUGLI A, BAKER K, ROTH S, MINOO P, HAYASHI S, TERRACCIANO L & JASS JR 
(2007) ROLE OF APAF-1, E-CADHERIN AND PERITUMORAL LYMPHOCYTIC INFILTRATION IN 
TUMOUR BUDDING IN COLORECTAL CANCER. J. PATHOL. 212(3): 260–268. 

 

 

 


