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Abstract (German) 

Einleitung: Die Rolle der Expression vom Östrogenrezeptor beta (ER-β) beim duktalen 

Pankreasadenokarzinom (PDAC) ist weitgehend unbekannt. Präklinische Daten deuten 

zusätzlich zur klassischen ligandenabhängigen nuklearen Aktivität auf eine östrogenunabhängige 

Aktivierung des ER durch andere Signalwege hin. In dieser Studie untersuchten wir den Effekt 

der Expression von ER-β, phosphoryliertem ER-beta (pER-β), STAT3, phosphoryliertem 

STAT3 (pSTAT3) und IL-6 auf das Gesamtüberleben und das rezidivfreie Überleben bei 

Patienten mit reseziertem PDAC. 

Methodik: 175 Patienten, bei denen im Zeitraum zwischen 2003 und 2010 ein duktales 

Adenokarzinom des Pankreas reseziert wurde, wurden identifiziert. Aus dem paraffin-

eingebetteten Tumormaterial wurden Tissue Microarrays (TMA) konstruiert, die mit 

spezifischen Antikörpern für die oben genannten Moleküle gefärbt wurden. Die Expression von 

ER-β und pER-β wurde standardisiert mit Hilfe des immunoreaktiven Scores nach Remmele 

(IRS) ausgewertet. Die Expression der Marker wurde dann mit klinischen und pathologischen 

Parametern korreliert und anschließend wurde eine univariate sowie multivariate 

Überlebensanalyse (Kaplan-Meier bzw. Cox-Regression) durchgeführt. 

Ergebnisse: Alle fünf Marker wurden in der Mehrheit der Tumoren (>50%) exprimiert. Die 

univariate Analyse der Überlebensdaten ergab, dass ein höheres UICC Stadium, ein niedrigerer 

Tumordifferenzierungsgrad, das Vorhandensein von Residualtumor (R1) und die Expression von 

pER-β jeweils mit einer signifikant kürzeren gesamten und rezidivfreien Überlebenszeit 

einhergingen. Für die anderen Marker ergab sich keine signifikante Korrelation mit dem 

Überleben. Die multivariate Analyse bestätigte die pER-β-Expression als unabhängigen 

prognostischen Faktor. Die pER-β-Expression korrelierte mit einem kürzeren gesamten (hazard 

ratio 1.9; P=0.021) und tumorfreien Überleben (hazard ratio 1.9; P=0.033). 

Schlussfolgerung: Die Expression von pER-β korreliert mit einer ungünstigen Prognose und 

stellt damit einen unabhängigen negativen prognostischen Faktor für das PDAC dar. Die 

zugrundeliegenden molekularen Mechanismen sind nicht ausreichend charakterisiert und 

bedürfen weiterer Untersuchung. Anhand dieser Daten könnte ein Kollektiv von Patienten 

identifiziert werden, die neben einer adjuvanten zytotoxischen Therapie von einer Therapie mit 

SERMs profitieren könnten. 
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Abstract (English) 

Background: The role of estrogen receptor beta (ER-β) expression in ductal pancreatic 

adenocarcinoma (PDAC) is largely unknown. Ligand-independent phosphorylation and 

activation of ER-β may play a relevant role in the IL-6/STAT3 signaling pathway and, as a 

result, in tumor progression. Here, we examined the effect of ER-β, phosphorylated ER-β (pER-

β), STAT3, phosphorylated STAT3 (pSTAT3) and IL-6 expression on the overall and 

recurrence-free survival in a cohort of patients with resected PDAC. 

Methods: We identified 175 patients who underwent pancreatic resection for PDAC. Tissue 

microarrays were constructed from archival tumor specimens. These were stained with specific 

antibodies for the above molecules. The expression of ER-β and pER-β was evaluated using the 

immunoreactive score (IRS) by Remmele. The expression of the markers was then correlated 

with clinicopathological parameters and survival analysis was performed. 

Results: More than half of the tumor samples showed high expression of all the five markers. 

Univariate survival analysis showed that higher UICC stage, tumor grade, residual tumor (R1) 

and expression of pER-β were correlated to shorter overall and disease-free survival. All the 

other markers investigated showed no prognostic relevance. Cox multivariate analysis revealed 

that pER-β expression was an independent factor correlating with a shorter overall survival 

(hazard ratio 1.9; P= 0.021) and disease-free survival (hazard ratio 1.9; P= 0.033). 

Conclusions: Expression of pER-β constitutes an independent prognostic marker for PDAC and 

is correlated with poor prognosis. The underlying molecular mechanisms require further 

investigation. These data may help in identifying patients who could benefit from additional 

therapeutic regimens, including selective estrogen receptor modulators. 
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1 Introduction 

1.1 Pancreatic cancer 

1.1.1 Incidence 

Malignancies of the pancreas account in about three percent of all cancers, but remain the fourth 

most common cause of cancer-related death in both sexes in the western world and the sixth 

worldwide.(1) Due to its typical late presentation and its refractory nature, PDAC has the worst 

survival rate of all cancers, with a 5-year survival rate of <5%. The disease is rare before the age 

of 45, but the incidence rises sharply thereafter. According to the German Centre for Cancer 

Registry Data of the Robert-Koch-Institut, the average age for men is 71 and for women 75 years 

in Germany. The incidence of pancreatic cancer varies by sex and race and is greater in younger 

men than in younger women, but decreases with increasing age (male-to-female ratio 1.3:1).(2) 

Disease rates are also greater in African Americans than in Caucasians.(3) 

1.1.2 Risk factors 

Acquired risk factors for pancreatic cancer are tobacco smoking, Type 2 diabetes mellitus, 

nonhereditary chronic pancreatitis, obesity and lack of physical activity.(4) There are also some 

studies concerning diet,(5–12) coffee, alcohol consumption,(13–15) Aspirin and NSAID 

use,(16–19) Helicobacter pylori and hepatitis B virus(20) as risk factors for pancreatic cancer, 

but the results are inconsistent. 5 to 10 percent of patients with exocrine pancreatic cancer have a 

first-degree relative with the disease.(21–23) This suggests a role for familial aggregation and/or 

genetic factors in pancreatic cancer.(24) These patients present with the disease at an earlier age 

than those with noninherited disease.(25,26) Between three and 16 percent of the patients are 

estimated to have a known genetic syndrome or a strong family history that predisposes them to 

the disease.(22,23) 

1.1.3 Molecular pathogenesis 

In pancreatic cancer, key signaling pathways are dysregulated contributing to pancreatic 

tumorigenesis. Multiple combinations of somatic mutations are commonly found in exocrine 

pancreas carcinoma.(27) Inherited and acquired mutations in specific cancer-associated genes 

lead to developing of pancreatic adenocarcinomas,(28–30) including mutational activation of 

oncogenes (KRAS), inactivation of tumor suppressor genes (TP53, p16/CDKN2A, SMAD4) and 

inactivation of genome maintenance genes (hMLH1 and MSH2). Apart from these, there are also 
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many other genetic aberrations in patients with a familial predisposition to pancreatic cancer.(31) 

A KRAS gene mutation was reported in more than 90 percent of pancreatic 

carcinoma.(28,32,33) KRAS mutations are also present at precancerous lesions of invasive 

pancreatic cancer, and the prevalence of mutations increases with increasing degrees of dysplasia 

in these lesions.(34–38) The progression of dysplasia to adenocarcinoma is biologically 

characterized by the accumulation of a variety of genetic aberrations. Furthermore, other 

molecular mechanisms such as methylation, mitochondrial mutations and micro-RNA expression 

have been described as possible factors in pancreatic tumorigenesis. 

1.1.4 Pathology 

The majority of pancreatic neoplasms -about 85 percent- are ductal adenocarcinomas, caused by 

malignant transformation of cells of the exocrine pancreas from the ductal epithelium. 

Precancerous lesions of invasive pancreatic cancer are mucinous cystic neoplasm (MCN), 

intraductal papillary mucinous neoplasm (IPMN) and pancreatic intraepithelial neoplasm 

(PanIN).(39) Histologic grading is based upon the degree of differentiation and the prevalence of 

mitotic cells. A three-tiered grading system is typically used (grade 1, well differentiated; grade 

2, moderately differentiated; grade 3, poorly differentiated), although highly anaplastic tumors 

are sometimes designated grade 4.(40) Because of the proximity to the adjacent structures (portal 

vein, superior mesenteric artery or vein, aorta) a negative resection margin can be difficult to 

achieve, resulting very often in microscopically positive resection margins (R1 resection). In 

published studies, the rate of R1 resections varies widely, ranging from 16% to >75% due to 

insufficient standardization of histopathological examination, concerning especially the 

circumferential resection margin (CRM).(41–43) Regional peripancreatic lymph nodes are 

frequently positive, while perineural invasion both within and beyond the pancreas also occurs in 

these tumors. 

1.1.5 Localization and clinical symptoms 

Characteristic early symptoms are missing. The localization of the cancer determines the 

symptoms. Approximately 65 percent of tumors arise in the pancreatic head, 15 percent in the 

pancreatic body and 10 percent in pancreatic tail. The anatomical boundary between the 

pancreatic head and body is the left edge of the superior mesenteric vein and between pancreatic 

body and tail, the left edge of the aorta. The main symptoms of pancreatic head carcinoma are 

pain, typically radiating to the back, weight loss and obstructive jaundice. Pain and weight loss 

are also symptoms of carcinoma of pancreatic body or tail. Other symptoms are diarrhea and 
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steatorrhea, malabsorption, glucose intolerance, and paraneoplastic syndromes such as 

thrombophilia inclusive thrombophlebitis migrans and Panniculitis nodularis (Pfeifer-Weber-

Christian syndrome). Other non-specific symptoms of pancreatic cancer are asthenia and 

anorexia including nausea and vomiting, which are often caused by gastric outlet obstruction 

secondary to duodenal tumor invasion.  

1.1.6 Diagnosis 

Apart from a detailed history and a physical examination, the diagnostic evaluation of a patient 

with suspected pancreatic cancer includes serologic evaluation and abdominal imaging. Several 

serum markers for pancreatic cancer have been evaluated, the most useful of which is 

carbohydrate antigen 19-9 (also called cancer-associated antigen 19-9, CA 19-9).(44–48) The 

next step in the patient's evaluation is abdominal imaging, though the choice of test varies 

depending upon the patient's presenting symptoms. Moreover, following the initial evaluation, a 

biopsy-proven diagnosis of pancreatic cancer is dispensable before curative surgery, but 

obligatory prior palliative therapy. Important prognostic factors at the time of diagnosis are the 

general condition of the patient (ECOG), weight loss, pain and tumor markers (CA19-9). 

1.1.7 Staging and Classification 

The key goal of staging workup of a patient with pancreatic cancer is to assess the extent of 

disease spread and to evaluate the resectability of the pancreatic tumor. Computed tomography 

(CT) is the preferred method of staging pancreatic cancer. Other studies include transabdominal 

or endoscopic ultrasound, magnetic resonance imaging and positron emission tomography 

scanning. Staging laparoscopy is used for patients with clinically suspected peritoneal 

carcinomatosis to avoid a futile laparotomy. Infiltration of adjacent structures and presence of 

distant metastases define the unresectability of pancreatic tumors. Local unresectability is 

usually due to vascular invasion. The classification system for pancreatic cancer is based on the 

tumor-node-metastasis (TNM) staging system of the combined American Joint Committee on 

Cancer (AJCC)/International Union Against Cancer (UICC) as described in table 1.(40)  

1.1.8 Therapy and Prognosis 

At the time of initial diagnosis, only 15-20% of patients have a potentially curable disease. With 

tumor resection and adjuvant systemic therapy a median survival up to two years can be 

achieved. However, at the time of diagnosis approximately 15-20% of pancreatic cancer patients 
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have a non-resectable, non-metastatic tumor (Locally Advanced Pancreatic Cancer, LAPC), 

while the majority of patients (60-70%) already suffer from synchronous metastatic disease. 

Table 1: Classification according to TNM staging system (40) 

Stage Primary tumor (T) Regional lymph nodes (N) Distant metastasis (M) 

0 Tis N0 M0 

IA T1 N0 M0 

IB T2 N0 M0 

IIA T3 N0 M0 

IIB T1-3 N1 M0 

III T4 Any N M0 

IV Any T Any N M1 

Primary tumor (T) 

TX  Primary tumor cannot be assessed 

T0  No evidence of primary tumor 

Tis  Carcinoma in situ* 

T1  Tumor limited to the pancreas, 2 cm or less in greatest dimension 

T2  Tumor limited to the pancreas, more than 2 cm in greatest dimension 

T3  Tumor extends beyond the pancreas but without involvement of the celiac axis or the superior mesenteric 

artery 

T4  Tumor involves the celiac axis or the superior mesenteric artery (unresectable primary tumor) 

Regional lymph nodes (N) 

NX  Regional lymph nodes cannot be assessed 

N0  No regional lymph node metastasis 

N1  Regional lymph node metastasis 

Distant metastasis (M) 

M0  No distant metastasis 

M1  Distant metastasis 

Note: cTNM is the clinical classification, pTNM is the pathologic classification. 

* This includes lesions classified as PanInIII classification. 

1.1.8.1 Operation 

The only potentially curative option for patients with pancreatic cancer is the radical surgical 

resection.(49,50) Criteria for surgery are the tumor resectability based on the preoperative 

diagnostic and the comorbidity of the patients.(4) Even after a complete resection and adjuvant 

therapy, only 10 to 25 percent of these patients are alive after 5 years and median survival 

remains between 10 and 20 months.(51–53) The surgical procedure depends on the localization 

of the carcinoma. The standard procedures for cancers in the head of the pancreas are the classic 

Whipple procedure including partial gastrectomy and partial pancreaticoduodenectomy 

(Whipple) and the pylorus-preserving pancreaticoduodenectomy (PPPD or pp-Whipple). As far 

as the oncological result is concerned, the two procedures are equivalent.(54) Total 

pancreaticoduodenectomy or distal pancreatectomy are performed for carcinoma in the body or 

tail of the pancreas. Preoperative biliary drainage is indicated only in patients with cholangitis or 

when the surgery is delayed.(55)  
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1.1.8.2 Adjuvant therapy  

After a R0 resection of the primary tumor, adjuvant therapy with Gemcitabine or 5-

fluorouracil/folinic acid is indicated. It prolongs the disease-free and overall survival. 

Contraindications are poor general condition or severe comorbidities. These two therapeutic 

agents have comparable efficacy.(56–58) However, due to the slightly better tolerability and the 

administration form, gemcitabine is preferred. Neoadjuvant or adjuvant radiation therapy alone 

or in combination with chemotherapy is not indicated apart from clinical trials.  

1.1.8.3 Locally Advanced Pancreatic Cancer (LAPC) 

Approximately 15-20% of pancreatic cancer patients have at the time of diagnosis a non-

resectable, non-metastatic tumor. The optimal treatment of these patients is controversial.(59) 

Patient selection is essential and the main treatment goal should be the downsizing of the tumor 

in order to render it resectable. These patients have a median survival of 9 to 11 months.(60) 

First of all, induction chemotherapy should be started in these patients. In patients who did not 

develop distant metastasis in the course of induction therapy, radiotherapy could be added to 

intensify the loco-regional treatment. After each treatment step, the resectability of the tumor 

should be reassessed.(61)  

1.1.8.4 Palliative therapy 

Treatment in advanced stages is palliative. In studies, patients with primary metastatic disease 

have a very limited median survival: between 4–6 months and approximate 5-year survival rates 

of 1–2%.(39) Nevertheless, chemotherapy leads to a prolongation of survival and improves the 

quality of life for patients with good performance status.(62,63) Palliative therapy also involves 

the treatment of symptoms and should be interdisciplinary. The first-line standard treatment until 

early 2000s was gemcitabine.(64) Recently, other chemotherapeutic agents were tested in 

combination with gemcitabine, and erlotinib is approved as a combination therapy with 

gemcitabine as the first-line therapy.(65) New studies also suggested two alternative first-line 

treatments: the combination of fluorouracil, leucovorin, irinotecan, and oxaliplatin, known as 

FOLFIRINOX and the combination of gemcitabine/nab-paclitaxel.(66,67) Good general 

condition of the patient and the patient's will are important factors in deciding about the use of a 

second-line treatment. This includes 5-fluorouracil/folinic acid alone or plus oxaliplatin,(68) 

capecitabine,(69) docetaxel, irinotecan and platinum derivatives.(63)  
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1.2 Estrogen receptors 

The estrogen receptor exists in two isoforms: estrogen receptor alpha (ERα, ESR1, NR3A) and 

estrogen receptor beta (ERβ, ESR2, NR3b). These two proteins bind estrogens with high affinity 

and specificity and are members of the superfamily of nuclear receptors (NRs). Nuclear hormone 

receptors are ligand-modulated transcription factors that regulate gene expression. This group 

constitutes receptors that bind steroids, thyroid hormone, and retinoids, and include also 

peroxisome proliferator-activated receptor (PPAR), farnesoid X receptor (FXR), and liver X 

receptor (LXR) that mediate metabolic processes(70) and other receptors for which their ligands 

are still unknown.  

1.2.1 Structure and signal transmission 

The structure of both estrogen receptors is similar to the other nuclear receptors. ERs are 

composed of six functional domains (named A-F).(71) The important components are the C or 

DNA-binding domain (DBD), which binds with high affinity and specificity to DNA sequences - 

termed estrogen response elements (EREs) - to regulate transcription rates of target genes, and 

the E or ligand-binding domain (LBD), which binds estrogens and estrogen analogues. The ERs 

also contain two regions, known as activation functions (AF-1 and AF-2). AF-1 is located 

toward the amino-terminal end of the receptor and is ligand-independent, whereas AF-2 is 

located in the LBD and is ligand-dependent.(72,73) In spite of their homology, the two isoforms 

have important structural differences with implications on the regulation of gene expression. As 

described in Figure 1, in the DNA-binding C domain (DBD), there is a sequence identity of 97 

percent, in comparison with only 59 percent identity in the ligand-binding E domain (LBD).(74) 
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Figure 1: Schematic representation of the two human estrogen receptor isoforms (hER-α and 

hER-β). Full-length human ER-α is 595 amino acids long, while the hER-β isoform is 530 amino 

acids long. Both receptors consist of six functional domains, including the DNA-binding domain 

(DBD), the ligand-binding domain (LBD) and two transcriptional activation functions (AF), the 

ligand-independent AF-1 and the ligand-dependent AF-2 as indicated in hER-α. Percent 

sequence identity between the two isoforms is indicated in hER-β. (74,75) 

 

 

ERs are generally classified as ligand-dependent transcription factors. After associating with 

their specific ligands, they bind specific genomic sequences (EREs) and interact with co-

regulators to regulate the gene expression. However, in several studies, estrogen effects were 

also described, which occur after ligand activation of plasma membrane proteins, including ER-

isoforms termed membrane-bound ERs (mER), complex of ER with other plasma membrane 

proteins and G protein-coupled receptor 30 (GPR30). This ligand-binding leads to activation of 

other signaling cascades via second messengers without genomic modulation and is termed 

“non-genomic”.(76–80) 

In addition to the classical ligand-induced activation of ERs and their ability to modulate the 

activity of selected promoters directly, recent studies reported that ERs can also be 

transcriptionally activated in the absence of a ligand. The unliganded activated ERs then interact 

with other signaling molecules in the nucleus or in the cytoplasm regulating the activity of other 
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major signaling cascades, including growth factor signaling.(75,81–88) In the absence of ligand 

the cascade of signaling events is different and either activation or repression may occur. A 

ligand-independent signaling pathway is thought to activate the ERs in cancerous tissues 

contributing to hormone-independent tumor growth.(75,89,90) 

ERs have a major role in several systems including reproductive, cardiovascular, skeletal, 

immune and nervous systems. Thus, the complex tasks of ERs affect the entire organism. The 

two isoforms are found in different concentrations in every tissue. Moreover, the interactions 

between ERs and other molecules are complex, so that ERs and their ligands show completely 

different effects in different organs and organ systems. Considering the widespread expression of 

ERs and the variety of interactions with extracellular and intracellular signaling molecules, ERs 

may help to adjust single cell functions to the body homeostasis. Furthermore, estrogen receptor 

signaling pathways regulate important physiological processes such as cell growth and 

apoptosis.(83)  

1.2.2 Estrogen receptors in breast cancer  

Normal mammary gland maturation and development require the existence of ERa in breast 

tissue. ERs are overexpressed in malignant breast tissue and two-thirds of breast cancers express 

the ERa. Estrogen and its receptors play an essential role for growth, survival, and progression in 

ER-positive breast cancer. These insights into estrogen receptor biology led to the development 

of better chemotherapeutic agents for breast cancer treatment which interact with the receptor in 

order to block ER function and signaling. These agents can have either antagonist or agonist 

actions on the ER in different tissues. Three classes of these endocrine therapy drugs, including 

selective ER modulators (SERMs), selective ER downregulators (SERDs) and SERM/SERD 

hybrid agents (SSH), are in use in the treatment and prevention of ER-positive breast cancer.(91) 

1.2.3 Estrogen receptors in pancreatic cancer 

The incidence of pancreatic cancer varies by sex and is greater in younger men than in younger 

women.(2) In western countries and Japan, the male-to-female sex ratio is approximately 1.25:1 

and 1.75:1, respectively, but it decreases with increasing age. This has raised interest in sex 

hormones and their receptors in the development of pancreatic cancer.(92,93) Since 1981, when 

Greenway and colleagues first reported the presence of estrogen receptors (ERs) in pancreatic 

cancer tissue,(94) diverse studies with controversial results have investigated the presence and 

role ERs in pancreatic cancer as well as the role of selective estrogen receptor modulators 

(SERMs) in its therapy.(95–100) 
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As mentioned above, in addition to the classical hormone-induced ER nuclear actions, newer 

studies demonstrated that ERs interact with cell membranes and signal transduction proteins in 

the absence of ligand activating diverse intracellular pathways.(87) An intricate cross-talk 

between ERs and growth factor signaling pathways observed in breast and ovarian cancer cell 

lines is also active in pancreatic tumors,(101) suggesting similar cross-talk between ERs and 

growth factors in pancreatic cancer.(100,102,103)  

1.2.4 SERMs and IL-6-Inhibition in bone tissue 

SERMs are competitive inhibitors of estrogen binding to estrogen receptors (ERs) and have a 

mixed antagonist/agonist effect on ERs, depending on the target tissue. SERMs increase the bone 

density providing partial protection against menopausal bone loss. Raloxifene is the SERM of 

choice to prevent osteoporosis in postmenopausal women. It inhibits bone resorption and reduces 

the risk of vertebral fracture, while reducing the risk of breast cancer. The molecular mechanism 

of its effect on bone tissue is not fully understood, but the cytocine interleukin-6 (IL-6) plays a 

key role. IL-6 mediates the increase in bone resorption that occurs following estrogen deficiency 

in rats. In vitro data showed also that raloxifene suppresses IL-6 and inhibits mammalian 

osteoclast differentiation and bone resorption activity only in the presence of IL-6.(104,105) 

Estrogen deficiency also leads to an IL-6-mediated stimulation of osteoclastogenesis, suggesting 

a mechanism for the increased bone resorption in postmenopausal osteoporosis.(105) 

The aforementioned effect of raloxifene on bone tissue is transmitted through the ERs, 

suggesting a possible interaction between ER and IL-6.(104)  
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1.3 IL-6/STAT3 Pathway 

1.3.1 Function and signal transmission 

Interleukin 6 (IL-6) is a pleiotropic cytokine with biological effects on a wide variety of cells 

regulating many cellular functions, including cell proliferation, cell differentiation, immune 

defense mechanisms, and hematopoiesis. Signal transducer and activator of transcription-3 

(STAT3) is a transcription factor and a member of the STAT protein family. It is encoded by the 

STAT3 gene, an oncogene that is expressed in several human cancers including pancreatic, 

having a well-established role in tumorigenesis.  

IL-6 mediates part of its functions through the IL-6-receptor complex. The IL-6-receptor is a 

cell-surface type I cytokine receptor complex consisting of the ligand-binding IL-6-receptor-

subunit (chain α) and the signal transducer glycoprotein 130 (gp130) (chain β). The binding of 

IL-6 to IL-6-receptor complex activates the STAT3 signal transduction cascade via tyrosine-

phosphorylation of STAT3 (tyrosine 705) by the Janus kinase (JAK). Phosphorylated STAT3 

(pSTAT3) then, forms homo- or heterodimers, which translocate to the cell nucleus.(106–110) 

Here, pSTAT3 regulates the transcription of target genes involved in proliferation, survival, cell 

cycle progression, angiogenesis and immunosuppression, playing a key role in many cellular 

processes.(111)  

1.3.2 Signaling interactions 

Activation of STAT3 also occurs via phosphorylation of tyrosine 705 in response to other 

ligands such as epidermal growth factor (EGF) and Interleukin 5 as well as via phosphorylation 

at serine 727, for example by mitogen-activated protein kinases (MAPK). This activation may 

occur directly through interaction with the ligand or indirectly mediated by JAKs.(112) 

Yamamoto et al. reported that active ER directly associates with, and acts as a transcriptional co-

factor for, STAT3, which is induced by IL-6 in breast cancer cells. Furthermore, it was shown 

that 17beta-estradiol (E2) suppresses IL-6-induced activation of STAT3 activity and STAT3-

mediated gene expression. E2-mediated inhibition of STAT3 activation was reversed by 

tamoxifen, which belongs to SERMs. Moreover, direct physical interactions between STAT3 

and ER were also reported, which represent a novel form of cross-talk between STAT3 and ER 

signaling pathways and open up novel therapeutic prospects.(110) 
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1.3.3 IL-6/STAT3 in pancreatic cancer 

IL-6 plays a major role in malignant transformation and progression of several tumors, including 

pancreatic cancer.(108,113–117) Recent studies demonstrated that stimulation with IL-6 

activates phosphorylation of STAT3 in pancreatic cell lines.(113,118,119) The JAK/STAT 

pathway also stimulates cell proliferation and malignant transformation and inhibits apoptosis in 

the pancreas.(120) Additionally, elevated IL-6 levels are reported in pancreatic cancer and 

correlated with poor prognosis(121,122) as well as with weight loss and cachexia, which are 

negative prognostic factors for patients with pancreatic cancer.(123,124)  

 

  



18 
 

2 Objective 

 

The underlying molecular mechanisms involved in pancreatic carcinogenesis require further 

investigation in order to identify novel targets for therapeutic intervention. In this study, we 

hypothesized that phosphorylation of ER-β and activation of IL-6/STAT3 signaling cascade 

contribute to tumor progression in PDAC. The goal of this study was to examine the following 

objectives: 

 The expression of ER-β, phosphorylated ER-β (pER-β), IL-6, STAT3 and 

phosphorylated at tyrosine 705 form of STAT3 (pSTAT3) in a cohort of patients with 

resected PDAC.  

 The prognostic relevance of the expression of these molecules for overall and recurrence-

free survival in a cohort of patients with resected PDAC.  

 The effect of clinicopathological parameters on the overall and disease-free survival in 

these patients. 
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3 Materials and Methods 

3.1 Patients 

In total, 211 patients who underwent surgical therapy of PDAC between 2003 and 2010 were 

considered for this study. Exclusion criteria were perioperative mortality (patients dying within 

30 days after curative resection), the presence of macroscopic residual disease after resection and 

periampullary tumors other than PDAC, e.g. ampullary, distal cholangiocarcinomas, duodenal 

adenocarcinomas. As thirty-six patients were excluded from this study, 175 patients were finally 

considered for this study. 

Data on clinical parameters and follow-up information were extracted from the tumor registry 

and the clinical records. Clinical Data were pseudonymized. The study was approved by the 

local ethics committee.  

Overall survival was defined as the time interval between the date of resection and the date of 

death from any cause, or censoring based on the date of last contact. Pathological findings 

(tumor location, tumor invasion, lymph node status, grading) were obtained from the 

pathologists’ original reports. The Tumor-Node-Metastasis (TNM) staging criteria of the 

International Union Against Cancer (UICC) were used for histologic classification.(125)  
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3.2 Tissue Microarrays 

Tissue microarrays (TMAs) allow for the simultaneous histological analysis of several hundred 

separate tissue samples under the same conditions in a short time. They consist of paraffin blocks 

in which hundred tissue cores are assembled in array fashion to allow for multiplex analysis. 

This method requires a very limited amount of antibodies and reagents.  

Tissue micro-arrays (TMAs) containing surgical tumor specimens (paraffin tissues) were 

constructed according to standard procedures.(126,127). The area of interest to be sampled was 

identified and marked on hematoxylin-eosin-stained tissue slides. After the preparation of wells 

in the empty paraffin block, one tissue core biopsy 0.6-mm in diameter was taken from a 

representative area of the tumor and then inserted into a recipient TMA block using a manual 

arrayer (Beecher Instruments, Sun Prairie, WI). A distance of 2.5 mm was defined between the 

samples of the individual patients. Each case was represented by two core biopsies from different 

parts of the pancreatic carcinoma. Two TMAs containing 422 samples from 211 patients were 

constructed. The blocks were then incubated for one hour at 37 °C to ensure an optimal fusion of 

the samples with the paraffin block. Finally, slices of 2μm were prepared with a slider 

microtome, mounted on a Superfrost Plus specimen slide (Menzel) and dried overnight at 50 ° C.  

These sections of the TMA were then available for immunohistochemical staining. In total, 2110 

specimens of pancreatic tissue including normal mucosa were evaluated. 
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3.3 Immunohistochemistry 

Commercial antibodies employed were: ER-β (Novocastra Laboratories Ltd, Newcastle upon 

Tyne, UK); pER-βSer105 (Abcam, Cambridge, UK); STAT3 (Abcam, Cambridge, UK); 

pSTAT3Tyr705 (Cell Signaling Technology, Danvers, MA, USA) and IL-6 (Abcam, Cambridge, 

UK) (Table 3). Immunohistological staining of TMAs was performed according to standard 

procedures. The TMA slides were pretreated and then incubated with the antibodies, followed by 

antibody detection via biotinylated anti-mouse secondary antibody and a biotin-streptavidin-

amplified detection system (Biogenex, San Ramon, CA, USA). Staining was visualized using a 

Fastred chromogen system (DAKO, Hamburg, Germany). The TMA-slides were evaluated by a 

pathologist blinded for the clinical data. The immunostaining of the cells concerning the 

expression of ER-β and pER-β was evaluated and scored according to the immunoreactive score 

of Remmele and Stegner (IRS) with a range between 0 and 12 (Table 3). IRS is calculated by 

multiplying the number of positively labeled cells (4 percentage groups) by the intensity of the 

staining reaction (3 grades).(128) For statistical evaluation, scores of 0 and 1 were considered as 

low expression, whereas scores of 2 or higher were considered as high expression. The 

immunohistochemical staining of the other three molecules (STAT3, pSTAT3 and IL-6) was 

scored semiquantitatively by a four-tier scale (0, negative; 1, weak; 2, moderate; 3, strongly 

positive) according to standard procedures.(127) This was reduced also to a two-tier system (0, 

negative; 1-3, positive) for the independently performed statistical analysis of single protein and 

its correlation with clinicopathological parameters including survival. 
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     Intensity of Staining 

Percentage  

of stained cells 

0 = no color 

reaction 

1 = mild 

reaction 

2 = moderate 

reaction 

3 = intense 

reaction 

0 = no positive cells IRS = 0 IRS = 0 IRS = 0 IRS = 0 

1 = < 10% positive cells IRS = 0 IRS = 1 IRS = 2 IRS = 3 

2 = 10-50% positive cells IRS = 0 IRS = 2 IRS = 4 IRS = 6 

3 = 51-80% positive cells IRS = 0 IRS = 3 IRS = 6 IRS = 9 

4 = > 80% positive cells IRS = 0 IRS = 4 IRS = 8 IRS = 12 

Table 2: IRS-classification scoring system. Immunoreactive score of Remmele and Stegner 

(IRS) with a range between 0 and 12.(128) For statistical evaluation, scores of 2 or higher were 

considered as ‘high’ expression. 

 

 

 

Antibodies Company Cat. No. 

ER-β Novocastra Laboratories Ltd 

(Newcastle upon Tyne, UK) 

NCL-ER-beta 

pER-β Ser105 

 

Abcam (Cambridge, UK) ab62257 

STAT3 

 

Abcam (Cambridge, UK) ab119352 

pSTAT3 Tyr705 Cell Signaling Technology 

(Danvers, MA, USA) 

9145 

IL-6 

 

Abcam (Cambridge, UK) ab154367 

Table 3: Commercial antibodies 

 

 

 

 



23 
 

3.4 Statistical analysis 

Data were analyzed with SPSS software, version 20.0 (IBM Corp., Armonk, NY, USA). p-

values of <0.05 were considered statistically significant. The association between expression of 

the investigated parameters and clinicopathological characteristics was tested with a chi-square 

test. Kaplan-Meier curves and univariate survival analysis were performed for each investigated 

parameter. Survival curves were compared and assessed using the log-rank test. Multivariate 

survival analysis was performed using a proportional hazard model (Cox regression). Apart from 

age and sex, only parameters with p-values <0.05 in univariate survival analysis were included. 

As UICC stage summarizes the parameters of tumor size, lymph node status and the presence or 

absence of metastasis (TNM), these factors were not included separately in the Cox proportional 

risk model.(125) A stepwise procedure, including both backward elimination and forward 

selection, was used to analyze the independent prognostic factors. 
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4 Results 

4.1 Clinicopathological parameters 

The study population consisted of 94 males and 81 females ranging from 32 to 88 years (median, 

68.4 years). The majority of patients were older than 60 years (76%) and underwent partial 

pancreatoduodenectomy (PD: Whipple procedure, 34.9%) or pylorus-preserving partial 

pancreatoduodenectomy (PPPD: pp-Whipple, 44.6%) for tumors in the head of the pancreas. As 

shown in Table 4, most of tumor samples showed advanced tumor infiltration (pT3 = 84.6%) and 

lymph node involvement (pN1= 64%), whereas 8.6% of the patients had already developed 

distant metastases. The median number of lymph nodes analyzed was 13 (range 0-41). The 

histopathological examination showed high-grade tumors (G2 and G3) in the great majority 

(96.5%) of tissue samples and microscopic residual disease after resection in 42.3% of the 

tumors. Most patients underwent perioperative chemotherapy (33.2%) or a combination of radio- 

and chemotherapy (45.1%) whereas 21.7% of the patients had no additional therapy. The 

characteristics of the study subjects are summarized in Table 4.   
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 Number of cases n=175 % 

Age   

≤60 years 42 24.0 

>60 years 133 76.0 

Sex   

male 94 53.7 

female 81 46.3 

Operation   

PD 61 34.9 

PPPD 78 44.6 

DP 26 14.9 

TP 10 5.7 

pT status (UICC 2010)   

pT1 3 1.7 

pT2 14 8.0 

pT3 148 84.6 

pT4 10 5.7 

pN status (UICC 2010)   

pN0 63 36.0 

pN1 112 64.0 

cM status   

cM0 160 91.4 

cM1 15 8.6 

Stage (UICC 2010)   

I 9 5.2 

IIa 45 25.7 

IIb 96 54.9 

III 10 5.7 

IV 15 8.6 

Residual tumor   

R0 97 55.4 

R1 74 42.3 

Grade   

G1 6 3.5 

G2 52 29.7 

G3 117 66.9 

Perioperative Therapy   

No therapy 38 21.7 

Chemotherapy 58 33.2 

Radiochemotherapy 79 45.1 

Table 4: Clinicopathological parameters of 175 patients after resection of PDAC (PD: 

pancreaticoduodenectomy or Whipple procedure; PPPD: pylorus-preserving 

pancreaticoduodenectomy or pp-Whipple procedure; DP: distal pancreatectomy; TP: total 

pancreatectomy).  
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4.2 Immunohistochemical analysis 

High nuclear expression of ER-β was found in 61.7% and pER-β in 80.6% of the tumor samples. 

54.3% of the tumors expressed STAT3 and 68% pSTAT3. Expression of IL-6 was observed in 

76.6% of the specimens (Table 5). Expression of the molecules was also observed in the 

cytoplasmic cellular compartments. Representative examples of immunohistochemical staining 

of PDAC tissue microarrays for ER-β and IL-6/STAT3 pathway proteins are shown in Figure 2. 

No significant correlation of clinicopathological parameters with the expression of the molecules 

was found (Table 6). 

 

 

Antibody n % n % 

 low high 

ER-β 60 34.3 108 61.7 

pER-β 25 14.3 141 80.6 

 negative positive 

STAT3 71 40.6 95 54.3 

pSTAT3 49 28.0 119 68.0 

IL-6 37 21.1 134 76.6 

Table 5: Expression of different antibodies  

‘Low’ Expression: Scores 0 or 1 of Immunoreactive Remmele Score (IRS)* 

‘High’ Expression: Scores 2 or higher of IRS 

‘Negative’: score 0 by semi-quantitative immunostaining scale scoring system 

‘Positive’: scores 1 (weak), 2 (moderate) or 3 (strongly positive) 
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Figure 2: Immunohistochemical staining of PDAC tissue microarrays for ER-β and IL-6/STAT3 

pathway proteins. The first two panels for nuclear ER-β and pER-β show representative 

examples of biopsies scored as “high expression” according to Remmele immunoreactive score 

(IRS*). The other three panels concerning STAT3, pSTAT3 and IL-6 show representative 

examples of biopsies scored as “positive” according to the following score system: 0 = negative; 

1-3 = positive [staining intensity 1 (weak), 2 (moderate) and 3 (strong)].  

 

 

Characteristics n pER-β 

expression [%] 

p 

 Total 175 80.6  

Age ≤60 years 42 84.2 
0.886 >60 years 133 85.2 

Sex Male 94 83.1 
0.487 

Female 81 87.0 

Tumor size T1-2 17 75.0 
0.242 T3-4 158 86.0 

Lymph node status N0 63 85.0 
0.987 

N1 112 84.9 

Metastasis M0 160 84.1 
0.341 

 M1 15 93.3 

Tumor stage (UICC 2010) 0-IIa 54 84.3 
0.881 

 IIb-IV 121 85.2 

Grading G1-2 58 86.3 
0.749 G3 117 84.3 

Residual Tumor R0 97 81.9 
0.096 

R1 74 91.2 

Chemotherapy No 38 86.5 
0.765 CTx 137 84.5 

Radio-chemotherapy No 96 84.9 
0.998 

RCTx 79 84.9 

         Table 6: Correlation of pER-β expression with clinicopathological parameters 
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4.3 Univariate survival analysis 

Survival analysis was conducted to correlate overall and disease-free survival with the 

immunohistochemistry results. The median overall survival was 16.3 months and the mean 

overall survival 32.9 months (confidence interval (CI) 95% 27.2-38.6). The median disease-free 

survival was 33.9 months and the mean disease-free survival 15.5 months (CI 95% 27.0-40.7). 

At the end of follow-up, 32 patients (18.3%) were alive. 

4.3.1 Correlation of clinicopathological parameters with patient survival 

Overall survival was significantly related to tumor stage (stage I-IIa vs. stage IIa-IV, p=0.031), 

metastasis (M0 vs. M1, p<0.001), grading (low vs. high, p=0.002) and residual tumor (status R0 

vs. R1, p=0.022) (Figure 3). Age, sex, tumor size, lymph node status and perioperative 

radiochemotherapy were not related to the overall survival rates (Table 7). Disease-free survival 

was correlated with tumor stage (stage I-IIa vs. stage IIa-IV, p=0.018), lymph node status (pN0 

vs. pN1, p=0.037), metastasis (M0 vs. M1, p=0.025), grading (low vs. high, p=0.031) and 

residual tumor (status R0 vs. R1, p=0.005) (Figure 4). Age, sex, tumor size and perioperative 

radiochemotherapy were not significantly associated with disease-free survival (Table 8). 
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Characteristics  n Mean 

OS 

[Months] 

95%  CI 

 

Median 

OS 

[Months] 

p  

  175 32.889 27.203-38.575 16.300  

       

Age ≤60 years 42 34.080 23.952-44.209 18.533 
0.550 

 >60 years 133 32.672 25.911-39.434 16.000 

       

Sex Male 94 31.784 24.868-38.701 18.533 
0.733 

 Female 81 33.207 24.429-41.985 14.800 

       

Tumor infiltration T1-2 17 46.062 27.420-64.704 29.100 
0.111 

 T3-4 158 31.226 25.405-37.047 16.000 

       

Lymph node status N0 63 37.054 27.949-46.160 21.433 
0.103 

 N1 112 29.721 22.819-36.622 15.033 

       

Metastasis M0 160 34.686 28.633-40.740 17.367 
0.000 

 M1 15 10.867 6.561-15.173 6.933 

       

Tumor stage  

(UICC 2010) 

0-IIa 54 39.611 29.632-49.590 23.400 
0.031 

IIb-IV 121 29.050 22.512-35.587 15.000 

       

Grading  G1-2 58 42.988 32.728-53.248 28.033 
0.002 

 G3 117 27.390 21.143-33.636 14.167 

       

Residual Tumor R0 97 38.508 30.082-46.933 21.433 
0.022 

R1 74 25.195 18.519-31.871 14.167 

       

Chemotherapy No 38 27.295 16.027-38.564 10.700 
0.149 

 CTx 137 34.214 27.781-40.647 18.533 

       

Radio-chemotherapy No 96 32.583 25.076-40.091 15.567 
0.853 

 RCTx 79 31.750 23.938-39.562 16.300 

       

pER-β expression low 25 47.184 29.332-65.036 28.967 
0.016 

 high  141 26.748 21.694-31.801 15.067 

Table 7: Univariate analysis of prognostic factors for overall survival in resected 

pancreatic ductal adenocarcinoma. CI: confidence interval; OS: overall survival. 
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Characteristics  n Mean 

DFS 

[Months] 

95%  CI 

 

Median 

DFS 

[Months] 

p  

  175 33.873 27.007-40.739 15.533  

       

Age ≤60 years 42 31.898 20.681-43.115 16.300 
0.801 

 >60 years 133 34.907 26.594-43.220 15.000 

       

Sex Male 94 32.450 23.654-41.245 16.333 
0.637 

 Female 81 33.266 23.461-43.071 14.200 

       

Tumor infiltration T1-2 17 44.645 22.320-66.970 16.333 
0.187 

 T3-4 158 32.143 25.111-39.174 15.000 

       

Lymph node status N0 63 40.448 28.987-51.908 20.033 
0.037 

 N1 112 28.831 20.935-36.726 14.167 

       

Metastasis M0 160 35.158 27.956-42.360 15.833 
0.025 

 M1 15 11.310 6.662-15.958 12.433 

       

Tumor stage  

(UICC 2010) 

0-IIa 54 42.996 30.349-55.642 21.033 
0.018 

IIb-IV 121 28.042 20.624-35.460 14.200 

       

Grading  G1-2 58 40.500 28.892-52.108 20.233 
0.031 

 G3 117 29.619 21.624-37.613 14.167 

       

Residual Tumor R0 97 41.881 31.857-51.904 18.433 
0.005 

R1 74 22.566 14.910-30.223 14.167 

       

Chemotherapy No 38 34.482 19.271-49.693 12.433 
0.932 

 CTx 137 33.403 25.920-40.885 15.533 

       

Radio-chemotherapy No 96 37.505 28.021-46.989 17.000 
0.090 

 RCTx 79 28.329 19.565-37.093 14.367 

       

pER-β expression low 25 46.650 27.499-65.800 25.033 
0.042 

 high  141 29.160 22.496-35.824 14.200 

Table 8: Univariate analysis of prognostic factors for disease-free survival in resected 

pancreatic ductal adenocarcinoma. CI: confidence interval; DFS: disease free survival. 
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Figure 3: Univariate analysis of overall survival in correlation with clinicopathological 

parameters. Overall survival related to (A) tumor stage (stage I-IIa vs. stage IIa-IV, p=0.031), 

(B) metastasis (M0 vs. M1, p<0.001), (C) grading (low vs. high, p=0.002) and (D) residual 

tumor (status R0 vs. R1, p=0.031) 

 

 

 

 

 

 



33 
 

 

A 

E 

D C 

B 



34 
 

Figure 4: Univariate analysis of disease-free survival in correlation with clinicopathological 

parameters. Disease-free survival related to (A) nodal status (N0 vs. N1, p=0.037), (B) 

metastasis (M0 vs. M1, p=0.025), (C) tumor stage (stage I-IIa vs. stage IIa-IV, p=0.018), (D) 

grading (low vs. high, p=0.031) and (E) residual tumor (status R0 vs. R1, p=0.005). 
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4.3.2 Correlation of expression of ER-β and STAT3/IL-6 pathway proteins in PDAC 

tissue with patient survival 

The median overall survival for patients with low pER-β expression was 29 months, whereas for 

patients with high pER-β expression it was 15.1 months (p=0.016). The median disease-free 

survival for patients with low and high pER-β expression was 16.7 and 14.8 months, 

respectively, (p=0.042). The median overall survival of patients with low pER-β expression was 

at least 14 months longer in comparison with patients with high pER-β expression. All other 

investigated molecules showed no significant prognostic relevance (p>0.05). The corresponding 

survival curves according to the antibodies investigated (ER-β, pER-β, STAT3, pSTAT3 and IL-

6 expression) are shown in figures 5 and 6.  
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Figure 5: Separate univariate analysis of overall patients' survival in correlation to expression of 

ER-β, pER-β, STAT3, pSTAT3 and IL-6 in PDAC TMAs. Patients’ overall survival related to 

expression of (A) ER-β (B) pER-β, (C) STAT3 (D) pSTAT3, and (E) IL-6. Expression of pER-β 

was correlated to shorter overall survival (p=0.016), whereas all other molecules investigated 

showed no significant prognostic relevance (p>0.05). 
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Figure 6: Separate univariate analysis of disease-free patients' survival in correlation to 

expression of ER-β, pER-β, STAT3, pSTAT3 and IL-6 in PDAC TMAs. Patients’ disease-free 

survival related to expression of (A) ER-β (B) pER-β, (C) STAT3 (D) pSTAT3 and (E) IL-6. 

Expression of pER-β was correlated to shorter disease-free survival (p=0.042), whereas all other 

molecules investigated showed no significant prognostic relevance (p>0.05). 
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4.4 Multivariate survival analysis 

For multivariate analysis, the following variables were taken into account: age, sex, tumor stage, 

grading, residual tumor, pER-β expression (Tables 9 and 10). High expression of pER-β, high 

tumor grading (G2 and G3) and presence of microscopic residual tumor proved to be 

independent predictors of overall survival in patients with PDAC correlating with a bad 

prognosis. Patients with high pER-β expression had a shorter overall survival with a hazard ratio 

of 1.9 (95% CI: 1.1-3.3; P=0.013). 

The Cox proportional hazard model for disease-free survival revealed similar results as shown in 

Table 10. Multivariate analysis revealed high expression of pER-β, UICC stadium, high tumor 

grading and presence of microscopic residual tumor as independent predictors of disease-free 

survival associated with a bad prognosis. Patients with high pER-β expression were almost twice 

as likely to have a recurrence compared with patients with low pER-β expression (hazard ratio 

1.9; 95% CI: 1.1-3.4; P=0.029). 
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Multivariate Analysis 

Characteristics  n HR 95% CI p 

  175    

      

Age ≤60 years 42 
1.384 0.908 – 2.110 0.130 

 >60 years 133 

      

Sex Male 94 
0.939 0.662 – 1.333 0.725 

 Female 81 

      

Tumor stage 

(UICC 2010) 

0-IIa 

IIb-IV 

54 

121 
1.260 0.863 – 1.841 0.232 

      

Grading  G1-2 58 
1.732 1.163 – 2.578 0.007 

 G3 117 

      

Residual Tumor R0 97 
1.516 1.068 – 2.150 0.020 

R1 74 

      

pER-β expression low 25 
1.993 1.153 – 3.443 0.013 

 high  141 

Table 9: Multivariate analysis of overall survival with the following variables 

included: pER-β, UICC stage, grading, residual tumor, age and sex.  
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Table 10: Multivariate analysis of disease free survival with the following 

variables included: pER-β, UICC stage, grading, residual tumor, age and sex. 

 

 

  

Multivariate Analysis 

Characteristics  n HR 95% CI p 

  175    

      

Age ≤60 years 42 
1.284 0.814 – 2.027 0.283 

 >60 years 133 

      

Sex Male 94 
0.892 0.606 – 1.311 0.560 

 Female 81 

      

Tumor stage 

(UICC 2010) 

0-IIa 

IIb-IV 

54 

121 
1.431 0.934 – 2.193 0.100 

      

Grading  G1-2 58 
1.510 0.983 – 2.321 0.060 

 G3 117 

      

Residual Tumor R0 97 
1.657 1.121 – 2.450 0.011 

R1 74 

      

pER-β expression low 25 
1.932 1.070 – 3.492 0.029 

 high  141 
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5 Discussion 

 

Estrogen receptor-related pathways are implicated in the pathogenesis of pancreatic cancer, 

representing a suitable target for its treatment.(81) Although several studies about anti-hormone 

treatment with SERMs (e.g. Tamoxifen) in PDAC showed controversial results,(100,129,130) 

ligand-independent activation of ERs (e.g. phosphorylation) and therapeutic perspectives of this 

pathway remained unexplored in pancreatic cancer.(81)  

Previous studies showed that raloxifene suppresses IL-6 and inhibits mammalian osteoclast 

differentiation and bone resorption activity only in the presence of IL-6, suggesting a possible 

interaction between ER and IL-6.(104,105) Importantly, Yamamoto et al. reported that active ER 

directly associates with, and acts as a transcriptional co-factor for, STAT3 induced by IL-6 in 

breast cancer cells. Moreover, direct physical interactions between STAT3 and ER were also 

reported, which represent a novel form of cross-talk between STAT3 and ER signaling pathways 

and open up novel therapeutic prospects.(110) 

Based on the data above, this study focused on the ER-β and its phosphorylated form pER-β 

regarding their expression on PDAC tissue microarrays and their effect on the survival of 

patients with PDAC. Furthermore, we also investigated three other molecules (STAT3, pSTAT3 

and IL-6), which are part of an important signaling cascade in tumor progression. We 

hypothesized that phosphorylation of ER-β and activation of several signaling cascades, 

including IL-6/STAT3, contribute to tumor progression in PDAC specifically affecting the 

survival of these patients.  
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5.1 ER-β/pER-β expression and prognostic relevance 

 

ER-β and pER-β were highly expressed in the majority of tumors (61.7% and 80.6% 

respectively). pER-β expression was related to survival rates. Nuclear expression of pER-β 

indicated a poor clinical prognosis for overall and disease-free survival. Univariate and 

multivariate analysis revealed high expression of pER-β as an independent predictor of both 

overall and disease-free survival associated with a bad prognosis for these patients.  

In 1981, Greenway et al. reported for the first time the presence of estrogen receptor (ER) in the 

carcinoma of the human exocrine pancreas.(94) Since then, there has been a sustained interest in 

the role of estrogens, including estrogen receptors and selective estrogen receptor modulators 

(SERMs) in pancreatic cancer. Diverse studies have been published investigating the presence of 

ERs in pancreatic tumors, but the results are inconsistent. Some studies reported the presence of 

ERs, although others failed to detect ERs at all.(95–99) Even the expression of the two ER 

isoforms, ER-α and ER-β, in pancreatic tumors remains controversial. Satake et al. reported that 

more than 90 percent of all published studies used antibodies that specifically recognized only 

the ER-α isoform. The expression pattern of ER-β in pancreatic cancer remained unclear to 

date.(100) Moreover, there are data showing that ER-β may play a more important role than ER-

α in pancreatic cancer.(99) A recent study investigating in vitro pancreatic cell proliferation 

showed that ERs are frequently expressed in pancreatic cancer cell lines and especially ER-β 

expression usually outweighs ER-α expression.(130) 

Our study is in agreement with these data showing that the majority of pancreatic tumors express 

strongly ER-β and pER-β. Furthermore, our data showed that pER-β was notably identified as an 

independent predictor of disease outcome for PDAC correlating with poor prognosis. This result 

provides additional strong evidence for ER-β in particular having an important role in PDAC. 

The fact that some tumors express strongly only the phosphorylated form of ER-β could be 

explained on the grounds that the phosphorylation of the ER-β reduces the percentage of not 

phosphorylated ER-β in the pancreatic cancer cell. ER-β was also present in the majority of the 

rest tumors, but not strongly expressed, so that they were rated “1” and categorized as „low 

expression“. According to immunoreactive score of Remmele and Stegner (IRS), Score “1” 

means less than 10 percent stained cells with mild reaction. 

The interest in the role of ER-β has increased significantly since ER-β was discovered in 

1996.(131) While the prognostic value of ER-β has already been evaluated in previous studies in 
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many tumors, there is no previous data in the existing literature about the prognostic relevance of 

ER-β and its phosphorylated form in pancreatic cancer. As mentioned above, the majority of all 

published studies about ER in PDAC used antibodies that specifically recognized only the ER-α 

isoform.(100) In contrast, the present study demonstrates the prognostic role of ER-β in PDAC: 

high pER-β expression associated with a higher mortality and recurrence rate representing a poor 

independent predictor of overall and disease-free survival. 

Nevertheless, several studies investigating the role of ER-β in breast cancer have reported that 

ER-β might serve as a favorable prognostic factor, although the data are not entirely 

consistent.(132) The expression of ER-β is a protective factor of colorectal cancer.(133) As far 

as prostate cancer is concerned, the loss of ER-β expression is associated with progression from 

normal prostate epithelium to cancer, while those cancers that retained ER-β expression were 

associated with a higher recurrence rate.(134) ER-β is a prognostic marker of a favorable course 

of non-small cell lung cancer. Apart from the tumors mentioned above, there are also some 

studies regarding non-small cell and small cell lung cancer, esophageal, ovarian and brain 

tumors.(135,136) While they provide inconsistent results demonstrating the complex role of ER-

β in cancer, ER-β expression seems predominantly to have a tumor-suppressive role in the 

tumors mentioned above. Nevertheless, our findings suggest that ER-β may have a tumor-

promoting effect on pancreatic cancer, illustrating that several molecular mechanisms underlying 

the differential influence of ER-β in tumors, as for example ligand affinity, gene transcription, 

interactions with co-factors, heterogeneous dimerizations or splice variants of receptors. 

Moreover, the rate of ER-α and ER-β has been described to be important in the hormone-

dependent tumor progression in breast, ovary, colon and prostate cancer.(132) However, the 

expression of ER-α was not investigated in this study. Thus, the role of the balance between ER-

α and ER-β still remains unclear in PDAC. Further investigation is needed to identify the 

prognostic role of ER-β expression, ER-α/ER-β rate and their effect on above tumors as well as 

in PDAC. 

The present human PDAC cohort demonstrated that while the expression of the phosphorylated 

Ser105 active form of ER-β correlates significantly with poor overall and disease-free survival, 

ER-β showed no association with survival. This suggests that the phosphorylation of ER-β at 

serine 105 in the pancreatic cell may be an important component of pancreatic tumorigenesis 

resulting in poor prognosis.  
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ER activity is regulated at multiple levels including phosphorylation, one of the most important 

posttranslational modifications. It occurs in response to hormone and ligand-independent signals 

modulating ER transcriptional competence and mediating genomic and non-genomic action of 

the receptor. Specific phosphorylation sites were identified in the activation function-1 (AF-1), 

which is located in the N-terminus of the ER-α. Phosphorylation of the ER-α at serine sites has 

been reported to alter protein-protein interaction, subcellular localization, transactivation and the 

stability of the human ER-α.(137,138) Moreover, phosphorylation of ER-α at various serine sites 

is currently being evaluated for the classification of breast cancer,(139) as modulation of cancer 

cell proliferation due to phosphorylation of a specific serine in the ER-α has already been 

described.(140,141) Multiple phosphorylation sites on the human ER-α were shown to influence 

breast cancer carcinogenesis. 

In contrast, our knowledge of human ER-β phosphorylation was derived primarily through 

studies of the mouse ER-β.(142) Three serines (Ser75, Ser87, and Ser105) in the N-terminus of 

human ER-β have recently been reported as phosphorylation targets of ERK1/2 and p38 

kinases.(143) However, further information on the influence of ER-β phosphorylation on 

carcinogenesis is still not available and requires further investigation.  

Immunohistochemical staining in our cohort of patients demonstrated that ER-β and mainly the 

phosphorylated active form pER-β are found not only in the nuclear but also in the cytoplasmic 

cellular compartments. This observation suggests that ER-β is not only active in the nucleus but 

it also has non-genomic or indirect genomic activity in the cytoplasm, where it could interact 

with other signaling molecules.  

Similar to other NRs, the two ER isoforms are generally classified as ligand-dependent 

transcription factors. After the association with their specific ligands, they bind specific genomic 

sequences (EREs) and interact with co-regulators to regulate gene expression. In addition to the 

classical ligand-induced activation of ERs, recent studies described that ERs can be also 

transcriptionally activated in the absence of ligand by undergoing selected post-translational 

modifications that modify their stability, cellular localization and activity (e.g. phosphorylation). 

The unliganded activated ERs then interact with other signaling molecules in the nucleus or in 

the cytoplasm regulating the activity of other major signaling cascades.(75,81–84,86–88)  

As mentioned above, activation of ERs are ligand-induced, and ERs are capable of modulating 

the activity of selected promoters directly. In addition to this classical way, recent studies 

reported that ERs can be also transcriptionally activated in the absence of ligand after activating 



47 
 

posttranslational modifications (e.g. phosphorylation) or through other signaling pathways, like 

growth factor (GF) signaling. In this mechanism (Figure 7), activated kinases activate the ER via 

phosphorylation, which then, after dimerization, translocates in the nucleus for gene 

regulation.(75,81–88) A previous study described the role of nuclear receptor phosphorylation 

showing the ligand-independent activation of ERβ via the MAPK pathway.(142) In the absence 

of ligands, the cascade of signaling events is different, and either activation or repression may 

occur. A ligand-independent signaling pathway is thought to activate the ERs in cancerous 

tissues contributing to hormone-independent tumor growth.(75,89,90) 
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Figure 7: Schematic illustration of a model representing multiple molecular pathways of ER 

actions; ligand-dependent versus ligand-independent and genomic versus non-genomic. ERs 

were initially known only as ligand-dependent transcription factors with genomic functions. In 

the classical ligand-dependent genomic pathway (blue arrows), the ERs bind with their specific 

ligands and translocate into the nucleus, where they bind specific genomic sequences (EREs) 

affecting the transcription of these genes. This pathway also includes binding of the ligand-ER 

complex with other transcription factors (co-regulators), which modify the gene expression 

(brown arrow). In several studies, estrogen rapid effects were also described, which occur after 

ligand activation of plasma membrane proteins, including ER-isoforms termed membrane-bound 

ERs (mER), complex of ER with other plasma membrane proteins and the G protein-coupled 
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receptor 30 (GPR30). This ligand-binding leads to the activation of other signaling cascades via 

second messengers (SM) without genomic modulation, which are termed “non-genomic” (red 

arrows).(76–80) In addition to the classical ligand-induced activation of ERs and their capability 

to modulate the activity of selected promoters directly, recent studies reported that ERs can also 

be transcriptionally activated in the absence of ligands after activation via posttranslational 

modifications or other signaling pathways, like MAPK pathway or growth factor (GF) signaling. 

In this mechanism (green arrows), activated kinases activate the ER via phosphorylation, which 

then, after dimerization, translocates into the nucleus for gene regulation.(75,81–88)  
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5.2 IL-6/STAT3/pSTAT3 expression and prognostic relevance 

 

This study on PDAC tissue microarrays showed that STAT3, pSTAT3 and IL-6 were expressed 

in more than half of the pancreatic tumors examined. Nevertheless, STAT3, pSTAT3 and IL-6 

expression was not related to survival rates. 

The IL-6/STAT3 pathway constitutes one of the essential signaling cascades in pancreatic cancer 

initiation and progression.(114) Recent studies demonstrated that stimulation with IL-6 activates 

phosphorylation of STAT3 in pancreatic cell lines(113,118,119) and that the JAK/STAT 

pathway also stimulates cell proliferation and malignant transformation and inhibits apoptosis in 

the pancreas.(120) IL-6 plays a major role in malignant transformation and progression of 

several tumors, including pancreatic cancer.(108,113–117) IL-6 acts either by affecting the 

tumor cells directly or modulating the tumor microenvironment. A study in KRAS-mutated mice 

showed the major role of IL-6 in PDAC reporting that IL-6 activates STAT3 pathway in order 

for the early PanIN lesions to be developed to PDAC.(121) Moreover, elevated IL-6 levels are 

described in pancreatic cancer and correlated with poor prognosis(121,122) as well as with 

weight loss and cachexia, which are negative prognostic factors for patients with pancreatic 

cancer.(123,124) Furthermore, IL-6 promotes angiogenesis in tumors.(144) 

Immunohistochemical staining in our cohort of patients confirms the data above, as the majority 

of the examined pancreatic tumors express all three of the investigated components of IL-

6/STAT3 pathway, supporting the importance of this cascade in pancreatic cancer. However, our 

survival analysis demonstrated no prognostic relevance of IL-6/STAT3 pathway proteins. 

Denley et al. reported that expression of IL-6R, JAK, STAT3 and pSTAT3Ser727 is not associated 

with the survival in a tissue microarray-based cohort of PDAC from 86 patients undergoing 

pancreaticoduodenectomy, confirming our results about STAT3 and IL-6 expression. In contrast, 

high pSTAT3Tyr705 expression was associated with reduced overall survival in univariate and 

multivariate analysis. Furthermore, Denley et al. reported high phosphorylated JAK (pJAK) 

expression as an independent adverse prognostic factor, and patients with a combination of high 

expression of pJAK and pSTAT3Tyr705 had an especially poor prognosis.(60) As far as prognostic 

relevance of pSTAT3Tyr705 is concerned, there has been only limited assessment of its prognostic 

utility in pancreatic cancer. Comprising 175 patients, our cohort represents to date the largest 

study investigating the expression of the IL-6/JAK/STAT3 signaling pathway. However, despite 

diverse studies trying to determine the clinicopathological impact of this inflammatory pathway 
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in resectable PDAC, IL-6/STAT3 pathway proteins in pancreatic tumorigenesis and tumor 

progression is not fully understood.  
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5.3 Other prognostic factors and study limitations 

 

Overall and disease-free survival were significantly related to tumor stage, metastasis, grading 

and residual tumor. Lymph node status was significantly related to disease-free survival rate, but 

not to overall survival rate. Age, sex, tumor size and perioperative radiochemotherapy were not 

related to overall and disease-free survival rates (Table 6 and 7).  For multivariate analysis, the 

following variables were taken into account: age, sex, tumor stage, grading, residual tumor and 

pER-β expression (Tables 9 and 10). Nodal status was not taken into account separately because 

it is included into UICC tumor stage.  

While high expression of pER-β, high tumor grading and presence of microscopic residual tumor 

proved to be independent predictors of both overall and disease-free survival in our patients with 

PDAC correlating with a bad prognosis, UICC stadium was found to be an independent 

prognostic factor only of recurrence-free survival associated with a poor prognosis. The 

relatively small sample size of our cohort in comparison with the cohort below is likely to 

contribute to the lack of significance regarding overall survival. Furthermore, the high-risk 

estimate associated with high tumor grading and presence of microscopic residual tumor may 

explain why tumor stage did not achieve significance. Nevertheless, UICC stage was 

significantly related to both overall and disease-free survival rates in univariate analysis. 

Tumor stage is the most important prognostic factor in pancreatic cancer. An analysis of the 

National Cancer Database from USA comprising 21,512 patients undergoing pancreatectomy for 

pancreatic adenocarcinoma illustrated the essential influence of tumor stage on survival.(145) 

For patients who underwent pancreatectomy, tumor size, nodal status, and distant metastases 

affect survival.(145)  

In the present human PDAC cohort, while tumor size had no prognostic relevance, the presence 

of positive nodes was significantly associated with poor disease-free survival but not with overall 

survival. As far as metastasis is concerned, it was significantly related to both disease-free and 

overall survival rate. For the multivariate analysis, tumor size, nodal status, and distant 

metastases were not taken into account separately because they are all included in UICC tumor 

stage. The fact that tumor size did not affect significantly the prognosis of these patients in the 

univariate analysis may be explained by the relatively small sample size in our cohort. 

Furthermore, nodal status affected only disease-free survival but not the likelihood of death. 

While the prognostic role of lymph node status was well established in previous studies,(145) 
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there is recent evidence demonstrating that nodal status is not an independent prognostic 

factor.(146–148) These previous studies, which show the nodal status as an independent 

prognostic factor for the survival in patients with PDAC, were done mostly at a time when 

adjuvant therapy was not typically administered.(145) But adjuvant chemotherapy prolongs 

survival even for a short time, reducing consequently the direct prognostic effect of nodal status. 

This may explain this inconsistency in the results above. 

In addition to tumor stage, other important prognostic factors for PDAC are tumor size, tumor 

grade, the presence of residual tumor, the width of the surgical margin, the presence of lymphatic 

invasion within the tumor, as well as preoperative and postoperative serum CA 19-9 

levels.(51,52,146–149) As far as residual tumor and tumor grade are concerned, our study 

confirms the data above. The width of the surgical margin, tumor size, the presence of lymphatic 

invasion within the tumor and preoperative and postoperative serum CA 19-9 levels were not 

included in our analysis, constituting a limitation of our study. 

While the majority of patients in this study were treated with adjuvant therapy, it should also be 

mentioned that the lack of a standardized adjuvant therapy protocol is a drawback. While many 

patients were treated only with chemotherapy, other patients were treated with a combination of 

adjuvant radiochemotherapy. Further evaluation of the molecules expressed and their prognostic 

relevance is required in a cohort with a standardized adjuvant therapy protocol, as adjuvant 

therapy could affect survival rates. Nevertheless, in the present study, the expression of the 

investigated molecules was not statistically associated with the type of adjuvant therapy. 
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5.4 Conclusion 

 

In this study, we investigated the prognostic role of ER-β-phosphorylation and the IL-6/STAT3-

cascade activation in PDAC. We showed that all five investigated molecules (ER-β, pER-β, 

STAT3, pSTAT3 and IL-6) were expressed in more than half of the examined pancreatic tumors. 

Especially, pER-β was strongly expressed in the majority of tumors and its expression 

constitutes an independent prognostic marker for PDAC, demonstrating its important role in 

pancreatic cancer. Our study showed that patients with a high pER-β expression have a poor 

prognosis. However, the underlying molecular mechanisms and the exact role of ER-β/pER-β 

and IL-6/STAT3 pathways in the cellular cascades in PDAC need further investigation.  

The understanding of the molecular mechanisms of pancreatic carcinogenesis could potentially 

identify prognostic subtypes of PDAC, predict clinical and therapeutic outcomes accurately and 

define novel therapeutic targets. Furthermore, the lack of detailed studies evaluating the therapy 

with SERMs only to patients expressing ERs probably contributes to the inconsistency of 

published results concerning therapy with SERMs in pancreatic cancer. The present study 

suggests a thorough re-examination of the potential role of SERMs in pancreatic neoplasms with 

high pER-β expression. These data may help in identifying patients who could benefit from 

additional therapeutic regimens, including selective estrogen receptor modulators. 

  



55 
 

References 

 

1.  Torre LA, Bray F, Siegel RL, Ferlay J, Lortet-Tieulent J, Jemal A. Global cancer statistics, 

2012. CA Cancer J Clin. 2015 Mar 1;65(2):87–108.  

2.  Zhang J, Dhakal I, Ning B, Kesteloot H. Patterns and trends of pancreatic cancer mortality 

rates in Arkansas, 1969-2002: a comparison with the US population. Eur J Cancer Prev 

Off J Eur Cancer Prev Organ ECP. 2008 Feb;17(1):18–27.  

3.  Ries LA, Wingo PA, Miller DS, Howe HL, Weir HK, Rosenberg HM, Vernon SW, 

Cronin K, Edwards BK. The annual report to the nation on the status of cancer, 1973-

1997, with a special section on colorectal cancer. Cancer. 2000 May 15;88(10):2398–424.  

4.  Seufferlein T, Porzner M, Becker T, Budach V, Ceyhan G, Esposito I, Fietkau R, 

Follmann M, Friess H, Galle P, Geissler M, Glanemann M, Gress T, Heinemann V, 

Hohenberger W, Hopt U, Izbicki J, Klar E, Kleeff J, Kopp I, Kullmann F, Langer T, 

Langrehr J, Lerch M, Löhr M, Lüttges J, Lutz M, Mayerle J, Michl P, Möller P, Molls M, 

Münter M, Nothacker M, Oettle H, Post S, Reinacher-Schick A, Röcken C, Roeb E, 

Saeger H, Schmid R, Schmiegel W, Schoenberg M, Siveke J, Stuschke M, Tannapfel A, 

Uhl W, Unverzagt S, van Oorschot B, Vashist Y, Werner J, Yekebas E. [S3-guideline 

exocrine pancreatic cancer]. Z Für Gastroenterol. 2013 Dec;51(12):1395–440.  

5.  Nöthlings U, Wilkens LR, Murphy SP, Hankin JH, Henderson BE, Kolonel LN. Meat and 

fat intake as risk factors for pancreatic cancer: the multiethnic cohort study. J Natl Cancer 

Inst. 2005 Oct 5;97(19):1458–65.  

6.  Larsson SC, Wolk A. Red and processed meat consumption and risk of pancreatic cancer: 

meta-analysis of prospective studies. Br J Cancer. 2012 Jan 31;106(3):603–7.  

7.  Michaud DS, Giovannucci E, Willett WC, Colditz GA, Fuchs CS. Dietary meat, dairy 

products, fat, and cholesterol and pancreatic cancer risk in a prospective study. Am J 

Epidemiol. 2003 Jun 15;157(12):1115–25.  

8.  Michaud DS, Skinner HG, Wu K, Hu F, Giovannucci E, Willett WC, Colditz GA, Fuchs 

CS. Dietary patterns and pancreatic cancer risk in men and women. J Natl Cancer Inst. 

2005 Apr 6;97(7):518–24.  



56 
 

9.  Rohrmann S, Linseisen J, Nöthlings U, Overvad K, Egeberg R, Tjønneland A, Boutron-

Ruault MC, Clavel-Chapelon F, Cottet V, Pala V, Tumino R, Palli D, Panico S, Vineis P, 

Boeing H, Pischon T, Grote V, Teucher B, Khaw K-T, Wareham NJ, Crowe FL, Goufa I, 

Orfanos P, Trichopoulou A, Jeurnink SM, Siersema PD, Peeters PHM, Brustad M, 

Engeset D, Skeie G, Duell EJ, Amiano P, Barricarte A, Molina-Montes E, Rodríguez L, 

Tormo M-J, Sund M, Ye W, Lindkvist B, Johansen D, Ferrari P, Jenab M, Slimani N, 

Ward H, Riboli E, Norat T, Bueno-de-Mesquita HB. Meat and fish consumption and risk 

of pancreatic cancer: results from the European Prospective Investigation into Cancer and 

Nutrition. Int J Cancer. 2013 Feb 1;132(3):617–24.  

10.  Coughlin SS, Calle EE, Patel AV, Thun MJ. Predictors of pancreatic cancer mortality 

among a large cohort of United States adults. Cancer Causes Control CCC. 2000 

Dec;11(10):915–23.  

11.  Arem H, Reedy J, Sampson J, Jiao L, Hollenbeck AR, Risch H, Mayne ST, Stolzenberg-

Solomon RZ. The Healthy Eating Index 2005 and risk for pancreatic cancer in the NIH-

AARP study. J Natl Cancer Inst. 2013 Sep 4;105(17):1298–305.  

12.  Han X, Li J, Brasky TM, Xun P, Stevens J, White E, Gammon MD, He K. Antioxidant 

intake and pancreatic cancer risk: the Vitamins and Lifestyle (VITAL) Study. Cancer. 

2013 Apr 1;119(7):1314–20.  

13.  Michaud DS, Vrieling A, Jiao L, Mendelsohn JB, Steplowski E, Lynch SM, Wactawski-

Wende J, Arslan AA, Bas Bueno-de-Mesquita H, Fuchs CS, Gross M, Helzlsouer K, 

Jacobs EJ, Lacroix A, Petersen G, Zheng W, Allen N, Ammundadottir L, Bergmann MM, 

Boffetta P, Buring JE, Canzian F, Chanock SJ, Clavel-Chapelon F, Clipp S, Freiberg MS, 

Michael Gaziano J, Giovannucci EL, Hankinson S, Hartge P, Hoover RN, Allan Hubbell 

F, Hunter DJ, Hutchinson A, Jacobs K, Kooperberg C, Kraft P, Manjer J, Navarro C, 

Peeters PHM, Shu X-O, Stevens V, Thomas G, Tjønneland A, Tobias GS, Trichopoulos 

D, Tumino R, Vineis P, Virtamo J, Wallace R, Wolpin BM, Yu K, Zeleniuch-Jacquotte A, 

Stolzenberg-Solomon RZ. Alcohol intake and pancreatic cancer: a pooled analysis from 

the pancreatic cancer cohort consortium (PanScan). Cancer Causes Control CCC. 2010 

Aug;21(8):1213–25.  

14.  Lucenteforte E, La Vecchia C, Silverman D, Petersen GM, Bracci PM, Ji BT, Bosetti C, 

Li D, Gallinger S, Miller AB, Bueno-de-Mesquita HB, Talamini R, Polesel J, Ghadirian P, 



57 
 

Baghurst PA, Zatonski W, Fontham E, Bamlet WR, Holly EA, Gao YT, Negri E, Hassan 

M, Cotterchio M, Su J, Maisonneuve P, Boffetta P, Duell EJ. Alcohol consumption and 

pancreatic cancer: a pooled analysis in the International Pancreatic Cancer Case-Control 

Consortium (PanC4). Ann Oncol Off J Eur Soc Med Oncol ESMO. 2012 Feb;23(2):374–

82.  

15.  Turati F, Galeone C, Edefonti V, Ferraroni M, Lagiou P, La Vecchia C, Tavani A. A 

meta-analysis of coffee consumption and pancreatic cancer. Ann Oncol Off J Eur Soc 

Med Oncol ESMO. 2012 Feb;23(2):311–8.  

16.  Bradley MC, Hughes CM, Cantwell MM, Napolitano G, Murray LJ. Non-steroidal anti-

inflammatory drugs and pancreatic cancer risk: a nested case-control study. Br J Cancer. 

2010 Apr 27;102(9):1415–21.  

17.  Schernhammer ES, Kang J-H, Chan AT, Michaud DS, Skinner HG, Giovannucci E, 

Colditz GA, Fuchs CS. A prospective study of aspirin use and the risk of pancreatic cancer 

in women. J Natl Cancer Inst. 2004 Jan 7;96(1):22–8.  

18.  Jacobs EJ, Connell CJ, Rodriguez C, Patel AV, Calle EE, Thun MJ. Aspirin use and 

pancreatic cancer mortality in a large United States cohort. J Natl Cancer Inst. 2004 Apr 

7;96(7):524–8.  

19.  Cook NR, Lee I-M, Gaziano JM, Gordon D, Ridker PM, Manson JE, Hennekens CH, 

Buring JE. Low-dose aspirin in the primary prevention of cancer: the Women’s Health 

Study: a randomized controlled trial. JAMA. 2005 Jul 6;294(1):47–55.  

20.  Hassan MM, Li D, El-Deeb AS, Wolff RA, Bondy ML, Davila M, Abbruzzese JL. 

Association between hepatitis B virus and pancreatic cancer. J Clin Oncol Off J Am Soc 

Clin Oncol. 2008 Oct 1;26(28):4557–62.  

21.  Tersmette AC, Petersen GM, Offerhaus GJ, Falatko FC, Brune KA, Goggins M, 

Rozenblum E, Wilentz RE, Yeo CJ, Cameron JL, Kern SE, Hruban RH. Increased risk of 

incident pancreatic cancer among first-degree relatives of patients with familial pancreatic 

cancer. Clin Cancer Res Off J Am Assoc Cancer Res. 2001 Mar;7(3):738–44.  

22.  Klein AP, Hruban RH, Brune KA, Petersen GM, Goggins M. Familial pancreatic cancer. 

Cancer J Sudbury Mass. 2001 Aug;7(4):266–73.  



58 
 

23.  Bartsch DK, Kress R, Sina-Frey M, Grützmann R, Gerdes B, Pilarsky C, Heise JW, 

Schulte K-M, Colombo-Benkmann M, Schleicher C, Witzigmann H, Pridöhl O, Ghadimi 

MB, Horstmann O, von Bernstorff W, Jochimsen L, Schmidt J, Eisold S, Estévéz-Schwarz 

L, Hahn SA, Schulmann K, Böck W, Gress TM, Zügel N, Breitschaft K, Prenzel K, 

Messmann H, Endlicher E, Schneider M, Ziegler A, Schmiegel W, Schäfer H, Rothmund 

M, Rieder H. Prevalence of familial pancreatic cancer in Germany. Int J Cancer. 2004 Jul 

20;110(6):902–6.  

24.  Brune KA, Lau B, Palmisano E, Canto M, Goggins MG, Hruban RH, Klein AP. 

Importance of Age of Onset in Pancreatic Cancer Kindreds. J Natl Cancer Inst. 2010 Jan 

20;102(2):119–26.  

25.  James TA, Sheldon DG, Rajput A, Kuvshinoff BW, Javle MM, Nava HR, Smith JL, 

Gibbs JF. Risk factors associated with earlier age of onset in familial pancreatic 

carcinoma. Cancer. 2004 Dec 15;101(12):2722–6.  

26.  McWilliams RR, Rabe KG, Olswold C, De Andrade M, Petersen GM. Risk of malignancy 

in first-degree relatives of patients with pancreatic carcinoma. Cancer. 2005 Jul 

15;104(2):388–94.  

27.  Wilentz RE, Iacobuzio-Donahue CA, Argani P, McCarthy DM, Parsons JL, Yeo CJ, Kern 

SE, Hruban RH. Loss of expression of Dpc4 in pancreatic intraepithelial neoplasia: 

evidence that DPC4 inactivation occurs late in neoplastic progression. Cancer Res. 2000 

Apr 1;60(7):2002–6.  

28.  Jones S, Zhang X, Parsons DW, Lin JC-H, Leary RJ, Angenendt P, Mankoo P, Carter H, 

Kamiyama H, Jimeno A, Hong S-M, Fu B, Lin M-T, Calhoun ES, Kamiyama M, Walter 

K, Nikolskaya T, Nikolsky Y, Hartigan J, Smith DR, Hidalgo M, Leach SD, Klein AP, 

Jaffee EM, Goggins M, Maitra A, Iacobuzio-Donahue C, Eshleman JR, Kern SE, Hruban 

RH, Karchin R, Papadopoulos N, Parmigiani G, Vogelstein B, Velculescu VE, Kinzler 

KW. Core signaling pathways in human pancreatic cancers revealed by global genomic 

analyses. Science. 2008 Sep 26;321(5897):1801–6.  

29.  Biankin AV, Waddell N, Kassahn KS, Gingras M-C, Muthuswamy LB, Johns AL, Miller 

DK, Wilson PJ, Patch A-M, Wu J, Chang DK, Cowley MJ, Gardiner BB, Song S, 

Harliwong I, Idrisoglu S, Nourse C, Nourbakhsh E, Manning S, Wani S, Gongora M, Pajic 



59 
 

M, Scarlett CJ, Gill AJ, Pinho AV, Rooman I, Anderson M, Holmes O, Leonard C, Taylor 

D, Wood S, Xu Q, Nones K, Fink JL, Christ A, Bruxner T, Cloonan N, Kolle G, Newell F, 

Pinese M, Mead RS, Humphris JL, Kaplan W, Jones MD, Colvin EK, Nagrial AM, 

Humphrey ES, Chou A, Chin VT, Chantrill LA, Mawson A, Samra JS, Kench JG, Lovell 

JA, Daly RJ, Merrett ND, Toon C, Epari K, Nguyen NQ, Barbour A, Zeps N, Australian 

Pancreatic Cancer Genome Initiative, Kakkar N, Zhao F, Wu YQ, Wang M, Muzny DM, 

Fisher WE, Brunicardi FC, Hodges SE, Reid JG, Drummond J, Chang K, Han Y, Lewis 

LR, Dinh H, Buhay CJ, Beck T, Timms L, Sam M, Begley K, Brown A, Pai D, Panchal A, 

Buchner N, De Borja R, Denroche RE, Yung CK, Serra S, Onetto N, Mukhopadhyay D, 

Tsao M-S, Shaw PA, Petersen GM, Gallinger S, Hruban RH, Maitra A, Iacobuzio-

Donahue CA, Schulick RD, Wolfgang CL, Morgan RA, Lawlor RT, Capelli P, Corbo V, 

Scardoni M, Tortora G, Tempero MA, Mann KM, Jenkins NA, Perez-Mancera PA, 

Adams DJ, Largaespada DA, Wessels LFA, Rust AG, Stein LD, Tuveson DA, Copeland 

NG, Musgrove EA, Scarpa A, Eshleman JR, Hudson TJ, Sutherland RL, Wheeler DA, 

Pearson JV, McPherson JD, Gibbs RA, Grimmond SM. Pancreatic cancer genomes reveal 

aberrations in axon guidance pathway genes. Nature. 2012 Nov 15;491(7424):399–405.  

30.  Waddell N, Pajic M, Patch A-M, Chang DK, Kassahn KS, Bailey P, Johns AL, Miller D, 

Nones K, Quek K, Quinn MCJ, Robertson AJ, Fadlullah MZH, Bruxner TJC, Christ AN, 

Harliwong I, Idrisoglu S, Manning S, Nourse C, Nourbakhsh E, Wani S, Wilson PJ, 

Markham E, Cloonan N, Anderson MJ, Fink JL, Holmes O, Kazakoff SH, Leonard C, 

Newell F, Poudel B, Song S, Taylor D, Waddell, Nick, Wood S, Xu Q, Wu J, Pinese M, 

Cowley MJ, Lee HC, Jones MD, Nagrial AM, Humphris J, Chantrill LA, Chin V, 

Steinmann AM, Mawson A, Humphrey ES, Colvin EK, Chou A, Scarlett CJ, Pinho AV, 

Giry-Laterriere M, Rooman I, Samra JS, Kench JG, Pettitt JA, Merrett ND, Toon C, Epari 

K, Nguyen NQ, Barbour A, Zeps N, Jamieson NB, Graham JS, Niclou SP, Bjerkvig R, 

Grützmann R, Aust D, Hruban RH, Maitra A, Iacobuzio-Donahue CA, Wolfgang CL, 

Morgan RA, Lawlor RT, Corbo V, Bassi C, Falconi M, Zamboni G, Tortora G, Tempero 

MA, Australian Pancreatic Cancer Genome Initiative, Gill AJ, Eshleman JR, Pilarsky C, 

Scarpa A, Musgrove EA, Pearson JV, Biankin AV, Grimmond SM. Whole genomes 

redefine the mutational landscape of pancreatic cancer. Nature. 2015 Feb 

26;518(7540):495–501.  



60 
 

31.  Lal G, Liu G, Schmocker B, Kaurah P, Ozcelik H, Narod SA, Redston M, Gallinger S. 

Inherited predisposition to pancreatic adenocarcinoma: role of family history and germ-

line p16, BRCA1, and BRCA2 mutations. Cancer Res. 2000 Jan 15;60(2):409–16.  

32.  Hruban RH, van Mansfeld AD, Offerhaus GJ, van Weering DH, Allison DC, Goodman 

SN, Kensler TW, Bose KK, Cameron JL, Bos JL. K-ras oncogene activation in 

adenocarcinoma of the human pancreas. A study of 82 carcinomas using a combination of 

mutant-enriched polymerase chain reaction analysis and allele-specific oligonucleotide 

hybridization. Am J Pathol. 1993 Aug;143(2):545–54.  

33.  Almoguera C, Shibata D, Forrester K, Martin J, Arnheim N, Perucho M. Most human 

carcinomas of the exocrine pancreas contain mutant c-K-ras genes. Cell. 1988 May 

20;53(4):549–54.  

34.  Moskaluk CA, Hruban RH, Kern SE. p16 and K-ras gene mutations in the intraductal 

precursors of human pancreatic adenocarcinoma. Cancer Res. 1997 Jun 1;57(11):2140–3.  

35.  Jimenez RE, Warshaw AL, Z’graggen K, Hartwig W, Taylor DZ, Compton CC, 

Fernández-del Castillo C. Sequential accumulation of K-ras mutations and p53 

overexpression in the progression of pancreatic mucinous cystic neoplasms to malignancy. 

Ann Surg. 1999 Oct;230(4):501-509; discussion 509-511.  

36.  Z’graggen K, Rivera JA, Compton CC, Pins M, Werner J, Fernández-del Castillo C, 

Rattner DW, Lewandrowski KB, Rustgi AK, Warshaw AL. Prevalence of activating K-ras 

mutations in the evolutionary stages of neoplasia in intraductal papillary mucinous tumors 

of the pancreas. Ann Surg. 1997 Oct;226(4):491-498; discussion 498-500.  

37.  Wu J, Jiao Y, Dal Molin M, Maitra A, de Wilde RF, Wood LD, Eshleman JR, Goggins 

MG, Wolfgang CL, Canto MI, Schulick RD, Edil BH, Choti MA, Adsay V, Klimstra DS, 

Offerhaus GJA, Klein AP, Kopelovich L, Carter H, Karchin R, Allen PJ, Schmidt CM, 

Naito Y, Diaz LA, Kinzler KW, Papadopoulos N, Hruban RH, Vogelstein B. Whole-

exome sequencing of neoplastic cysts of the pancreas reveals recurrent mutations in 

components of ubiquitin-dependent pathways. Proc Natl Acad Sci U S A. 2011 Dec 

27;108(52):21188–93.  

38.  Amato E, Molin MD, Mafficini A, Yu J, Malleo G, Rusev B, Fassan M, Antonello D, 

Sadakari Y, Castelli P, Zamboni G, Maitra A, Salvia R, Hruban RH, Bassi C, Capelli P, 



61 
 

Lawlor RT, Goggins M, Scarpa A. Targeted next-generation sequencing of cancer genes 

dissects the molecular profiles of intraductal papillary neoplasms of the pancreas. J Pathol. 

2014 Jul;233(3):217–27.  

39.  Hidalgo M. Pancreatic Cancer. N Engl J Med. 2010 Apr 29;362(17):1605–17.  

40.  AJCC Cancer Staging Manual | Stephen Edge | Springer [Internet]. [cited 2016 Apr 17]. 

Available from: http://www.springer.com/us/book/9780387884400 

41.  Verbeke CS. Resection margins and R1 rates in pancreatic cancer – are we there yet? 

Histopathology. 2008 Jun 1;52(7):787–96.  

42.  Lüttges J, Zamboni G, Klöppel G. Recommendation for the Examination of 

Pancreaticoduodenectomy Specimens Removed from Patients with Carcinoma of the 

Exocrine Pancreas. Dig Surg. 1999 Aug 2;16(4):291–6.  

43.  Esposito I, Kleeff J, Bergmann F, Reiser C, Herpel E, Friess H, Schirmacher P, Büchler 

MW. Most Pancreatic Cancer Resections are R1 Resections. Ann Surg Oncol. 2008 Mar 

20;15(6):1651–60.  

44.  Pleskow DK, Berger HJ, Gyves J, Allen E, McLean A, Podolsky DK. Evaluation of a 

serologic marker, CA19-9, in the diagnosis of pancreatic cancer. Ann Intern Med. 1989 

May 1;110(9):704–9.  

45.  Cwik G, Wallner G, Skoczylas T, Ciechanski A, Zinkiewicz K. Cancer antigens 19-9 and 

125 in the differential diagnosis of pancreatic mass lesions. Arch Surg Chic Ill 1960. 2006 

Oct;141(10):968–973; discussion 974.  

46.  van den Bosch RP, van Eijck CH, Mulder PG, Jeekel J. Serum CA19-9 determination in 

the management of pancreatic cancer. Hepatogastroenterology. 1996 Jun;43(9):710–3.  

47.  Paganuzzi M, Onetto M, Marroni P, Barone D, Conio M, Aste H, Pugliese V. CA 19-9 

and CA 50 in benign and malignant pancreatic and biliary diseases. Cancer. 1988 May 

15;61(10):2100–8.  

48.  Malesci A, Tommasini MA, Bonato C, Bocchia P, Bersani M, Zerbi A, Beretta E, Di 

Carlo V. Determination of CA 19-9 antigen in serum and pancreatic juice for differential 



62 
 

diagnosis of pancreatic adenocarcinoma from chronic pancreatitis. Gastroenterology. 1987 

Jan;92(1):60–7.  

49.  Nakao A, Fujii T, Sugimoto H, Kanazumi N, Nomoto S, Kodera Y, Inoue S, Takeda S. 

Oncological problems in pancreatic cancer surgery. World J Gastroenterol WJG. 2006 Jul 

28;12(28):4466–72.  

50.  Hirono S, Yamaue H, Hoshikawa Y, Ina S, Tani M, Kawai M, Ushijima M, Matsuura M, 

Saiki Y, Saiura A, Yamamoto J, Miki Y, Noda T. Molecular markers associated with 

lymph node metastasis in pancreatic ductal adenocarcinoma by genome-wide expression 

profiling. Cancer Sci. 2010 Jan 1;101(1):259–66.  

51.  Yeo CJ, Cameron JL, Lillemoe KD, Sitzmann JV, Hruban RH, Goodman SN, Dooley 

WC, Coleman J, Pitt HA. Pancreaticoduodenectomy for cancer of the head of the 

pancreas. 201 patients. Ann Surg. 1995 Jun;221(6):721-731; discussion 731-733.  

52.  Yeo CJ, Cameron JL, Sohn TA, Lillemoe KD, Pitt HA, Talamini MA, Hruban RH, Ord 

SE, Sauter PK, Coleman J, Zahurak ML, Grochow LB, Abrams RA. Six hundred fifty 

consecutive pancreaticoduodenectomies in the 1990s: pathology, complications, and 

outcomes. Ann Surg. 1997 Sep;226(3):248-257; discussion 257-260.  

53.  Millikan KW, Deziel DJ, Silverstein JC, Kanjo TM, Christein JD, Doolas A, Prinz RA. 

Prognostic factors associated with resectable adenocarcinoma of the head of the pancreas. 

Am Surg. 1999 Jul;65(7):618-623; discussion 623-624.  

54.  Hüttner FJ, Fitzmaurice C, Schwarzer G, Seiler CM, Antes G, Büchler MW, Diener MK. 

Pylorus-preserving pancreaticoduodenectomy (pp Whipple) versus 

pancreaticoduodenectomy (classic Whipple) for surgical treatment of periampullary and 

pancreatic carcinoma. Cochrane Database Syst Rev. 2016 Feb 16;2:CD006053.  

55.  van der Gaag NA, Rauws EAJ, van Eijck CHJ, Bruno MJ, van der Harst E, Kubben 

FJGM, Gerritsen JJGM, Greve JW, Gerhards MF, de Hingh IHJT, Klinkenbijl JH, Nio 

CY, de Castro SMM, Busch ORC, van Gulik TM, Bossuyt PMM, Gouma DJ. 

Preoperative Biliary Drainage for Cancer of the Head of the Pancreas. N Engl J Med. 2010 

Jan 14;362(2):129–37.  



63 
 

56.  Neoptolemos JP, Stocken DD, Friess H, Bassi C, Dunn JA, Hickey H, Beger H, 

Fernandez-Cruz L, Dervenis C, Lacaine F, Falconi M, Pederzoli P, Pap A, Spooner D, 

Kerr DJ, Büchler MW. A Randomized Trial of Chemoradiotherapy and Chemotherapy 

after Resection of Pancreatic Cancer. N Engl J Med. 2004 Mar 18;350(12):1200–10.  

57.  Oettle H, Post S, Neuhaus P, Gellert K, Langrehr J, Ridwelski K, Schramm H, Fahlke J, 

Zuelke C, Burkart C, Gutberlet K, Kettner E, Schmalenberg H, Weigang-Koehler K, 

Bechstein WO, Niedergethmann M, Schmidt-Wolf I, Roll L, Doerken B, Riess H. 

Adjuvant chemotherapy with gemcitabine vs observation in patients undergoing curative-

intent resection of pancreatic cancer: A randomized controlled trial. JAMA. 2007 Jan 

17;297(3):267–77.  

58.  Neoptolemos JP, Stocken DD, Tudur Smith C, Bassi C, Ghaneh P, Owen E, Moore M, 

Padbury R, Doi R, Smith D, Büchler MW. Adjuvant 5-fluorouracil and folinic acid vs 

observation for pancreatic cancer: composite data from the ESPAC-1 and -3(v1) trials. Br 

J Cancer. 2009 Jan 6;100(2):246–50.  

59.  Boeck S, Bruns CJ, Sargent M, Sch&auml;fer C, Seufferlein T, Jauch K-W, Heinemann 

V. Current Oncological Treatment of Patients with Pancreatic Cancer in Germany: Results 

from a National Survey on behalf of the Arbeitsgemeinschaft Internistische Onkologie and 

the Chirurgische Arbeitsgemeinschaft Onkologie of the Germany Cancer Society. 

Oncology. 2009;77(1):40–8.  

60.  Denley SM, Jamieson NB, McCall P, Oien KA, Morton JP, Carter CR, Edwards J, McKay 

CJ. Activation of the IL-6R/Jak/Stat Pathway is Associated with a Poor Outcome in 

Resected Pancreatic Ductal Adenocarcinoma. J Gastrointest Surg. 2013 Feb 23;17(5):887–

98.  

61.  Hammel P, Huguet F, van Laethem J-L, Goldstein D, Glimelius B, Artru P, Borbath I, 

Bouché O, Shannon J, André T, Mineur L, Chibaudel B, Bonnetain F, Louvet C, LAP07 

Trial Group. Effect of Chemoradiotherapy vs Chemotherapy on Survival in Patients With 

Locally Advanced Pancreatic Cancer Controlled After 4 Months of Gemcitabine With or 

Without Erlotinib: The LAP07 Randomized Clinical Trial. JAMA. 2016 May 

3;315(17):1844–53.  



64 
 

62.  Glimelius B, Hoffman K, Sjödén P-O, Jacobsson G, Sellström H, Enander L-K, Linné T, 

Svensson C. Chemotherapy improves survival and quality of life in advanced pancreatic 

and biliary cancer. Ann Oncol. 1996 Aug 1;7(6):593–600.  

63.  Heinemann V, Boeck S, Hinke A, Labianca R, Louvet C. Meta-analysis of randomized 

trials: evaluation of benefit from gemcitabine-based combination chemotherapy applied in 

advanced pancreatic cancer. BMC Cancer. 2008 Mar 28;8(1):1.  

64.  Burris HA, Moore MJ, Andersen J, Green MR, Rothenberg ML, Modiano MR, Cripps 

MC, Portenoy RK, Storniolo AM, Tarassoff P, Nelson R, Dorr FA, Stephens CD, Von 

Hoff DD. Improvements in survival and clinical benefit with gemcitabine as first-line 

therapy for patients with advanced pancreas cancer: a randomized trial. J Clin Oncol. 1997 

Jun 1;15(6):2403–13.  

65.  Moore MJ, Goldstein D, Hamm J, Figer A, Hecht JR, Gallinger S, Au HJ, Murawa P, 

Walde D, Wolff RA, Campos D, Lim R, Ding K, Clark G, Voskoglou-Nomikos T, 

Ptasynski M, Parulekar W; National Cancer Institute of Canada Clinical Trials Group. 

Erlotinib Plus Gemcitabine Compared With Gemcitabine Alone in Patients With 

Advanced Pancreatic Cancer: A Phase III Trial of the National Cancer Institute of Canada 

Clinical Trials Group. J Clin Oncol. 2007 May 20;25(15):1960–6.  

66.  Conroy T, Desseigne F, Ychou M, Bouché O, Guimbaud R, Bécouarn Y, Adenis A, Raoul 

JL, Gourgou-Bourgade S, de la Fouchardière C, Bennouna J, Bachet JB, Khemissa-Akouz 

F, Péré-Vergé D, Delbaldo C, Assenat E, Chauffert B, Michel P, Montoto-Grillot C, 

Ducreux M; Groupe Tumeurs Digestives of Unicancer; PRODIGE Intergroup. 

FOLFIRINOX versus Gemcitabine for Metastatic Pancreatic Cancer [Internet]. 

http://dx.doi.org/10.1056/NEJMoa1011923. 2011 [cited 2016 Apr 6]. Available from: 

http://www.nejm.org/doi/full/10.1056/NEJMoa1011923 

67.  Hoff DDV, Ervin T, Arena FP, Chiorean EG, Infante J, Moore M, Seay T, Tjulandin SA, 

Ma WW, Saleh MN, Harris M, Reni M, Dowden S, Laheru D, Bahary N, Ramanathan 

RK, Tabernero J, Hidalgo M, Goldstein D, Van Cutsem E, Wei X, Iglesias J, Renschler 

MF. Increased Survival in Pancreatic Cancer with nab-Paclitaxel plus Gemcitabine. N 

Engl J Med. 2013 Oct 31;369(18):1691.  



65 
 

68.  Oettle H, Riess H, Stieler JM, Heil G, Schwaner I, Seraphin J, Görner M, Mölle M, Greten 

TF, Lakner V, Bischoff S, Sinn M, Dörken B, Pelzer U. Second-Line Oxaliplatin, Folinic 

Acid, and Fluorouracil Versus Folinic Acid and Fluorouracil Alone for Gemcitabine-

Refractory Pancreatic Cancer: Outcomes From the CONKO-003 Trial. J Clin Oncol. 2014 

Aug 10;32(23):2423–9.  

69.  Cunningham D, Chau I, Stocken DD, Valle JW, Smith D, Steward W, Harper PG, Dunn J, 

Tudur-Smith C, West J, Falk S, Crellin A, Adab F, Thompson J, Leonard P, Ostrowski J, 

Eatock M, Scheithauer W, Herrmann R, Neoptolemos JP. Phase III Randomized 

Comparison of Gemcitabine Versus Gemcitabine Plus Capecitabine in Patients With 

Advanced Pancreatic Cancer. J Clin Oncol. 2009 Nov 20;27(33):5513–8.  

70.  Huang P, Chandra V, Rastinejad F. Structural overview of the nuclear receptor 

superfamily: insights into physiology and therapeutics. Annu Rev Physiol. 2010;72:247–

72.  

71.  Dahlman-Wright K, Cavailles V, Fuqua SA, Jordan VC, Katzenellenbogen JA, Korach 

KS, Maggi A, Muramatsu M, Parker MG, Gustafsson JA. International Union of 

Pharmacology. LXIV. Estrogen Receptors. Pharmacol Rev. 2006 Dec 1;58(4):773–81.  

72.  Gibson DA, Saunders PTK. Estrogen dependent signaling in reproductive tissues - a role 

for estrogen receptors and estrogen related receptors. Mol Cell Endocrinol. 2012 Jan 

30;348(2):361–72.  

73.  Kumar R, Zakharov MN, Khan SH, Miki R, Jang H, Toraldo G, Singh R, Bhasin S, Jasuja 

R. The Dynamic Structure of the Estrogen Receptor. J Amino Acids. 2011 Jul 

26;2011:e812540.  

74.  Shao W, Brown M. Advances in estrogen receptor biology: prospects for improvements in 

targeted breast cancer therapy. Breast Cancer Res. 2003 Nov 7;6(1):1.  

75.  Heldring N, Pike A, Andersson S, Matthews J, Cheng G, Hartman J, Tujague M, Ström A, 

Treuter E, Warner M, Gustafsson JA. Estrogen Receptors: How Do They Signal and What 

Are Their Targets. Physiol Rev. 2007 Jul 1;87(3):905–31.  



66 
 

76.  Coleman KM, Smith CL. Intracellular signaling pathways: nongenomic actions of 

estrogens and ligand-independent activation of estrogen receptors. Front Biosci J Virtual 

Libr. 2001 Oct 1;6:D1379-1391.  

77.  Losel RM, Falkenstein E, Feuring M, Schultz A, Tillmann H-C, Rossol-Haseroth K, 

Wehling M. Nongenomic steroid action: controversies, questions, and answers. Physiol 

Rev. 2003 Jul;83(3):965–1016.  

78.  Hewitt SC, Deroo BJ, Korach KS. Signal transduction. A new mediator for an old 

hormone? Science. 2005 Mar 11;307(5715):1572–3.  

79.  Levin ER. Minireview: Extranuclear steroid receptors: roles in modulation of cell 

functions. Mol Endocrinol Baltim Md. 2011 Mar;25(3):377–84.  

80.  Hammes SR, Levin ER. Minireview: Recent advances in extranuclear steroid receptor 

actions. Endocrinology. 2011 Dec;152(12):4489–95.  

81.  Nacusi LP, Debes JD. Primers on Molecular Pathways: Nuclear Receptors in Pancreatic 

Cancer: The Ligand-Independent Way. Pancreatology. 2008 Oct;8(4–5):422–4.  

82.  Lange CA, Gioeli D, Hammes SR, Marker PC. Integration of Rapid Signaling Events with 

Steroid Hormone Receptor Action in Breast and Prostate Cancer. Annu Rev Physiol. 

2007;69(1):171–99.  

83.  Maggi A. Liganded and unliganded activation of estrogen receptor and hormone 

replacement therapies. Biochim Biophys Acta. 2011 Aug;1812(8):1054–60.  

84.  Lee AV, Cui X, Oesterreich S. Cross-Talk among Estrogen Receptor, Epidermal Growth 

Factor, and Insulin-like Growth Factor Signaling in Breast Cancer. Clin Cancer Res. 2001 

Dec 1;7(12):4429s–4435s.  

85.  Maggi A, Ciana P, Belcredito S, Vegeto E. Estrogens in the nervous system: mechanisms 

and nonreproductive functions. Annu Rev Physiol. 2004;66:291–313.  

86.  Cheskis BJ, Greger JG, Nagpal S, Freedman LP. Signaling by estrogens. J Cell Physiol. 

2007 Dec 1;213(3):610–7.  



67 
 

87.  Ellmann S, Sticht H, Thiel F, Beckmann MW, Strick R, Strissel PL. Estrogen and 

progesterone receptors: from molecular structures to clinical targets. Cell Mol Life Sci. 

2009 Mar 31;66(15):2405–26.  

88.  Treeck O, Wackwitz B, Haus U, Ortmann O. Effects of a combined treatment with mTOR 

inhibitor RAD001 and tamoxifen in vitro on growth and apoptosis of human cancer cells. 

Gynecol Oncol. 2006 Aug;102(2):292–9.  

89.  Shim WS, Conaway M, Masamura S, Yue W, Wang JP, Kmar R, Santen RJ. Estradiol 

hypersensitivity and mitogen-activated protein kinase expression in long-term estrogen 

deprived human breast cancer cells in vivo. Endocrinology. 2000 Jan;141(1):396–405.  

90.  Coutts AS, Murphy LC. Elevated Mitogen-activated Protein Kinase Activity in Estrogen-

nonresponsive Human Breast Cancer Cells. Cancer Res. 1998 Sep 15;58(18):4071–4.  

91.  Jordan VC. Chemoprevention of breast cancer with selective oestrogen-receptor 

modulators. Nat Rev Cancer. 2007 Jan;7(1):46–53.  

92.  Andrén-Sandberg Å, Hoem D, Bäckman PL. Other risk factors for pancreatic cancer: 

Hormonal aspects. Ann Oncol. 1999 Jan 1;10(suppl 4):S131–5.  

93.  Imamura Y, Mizuno S. Comparison of Pancreatic Cancer Mortality in Five Countries: 

France, Italy, Japan, UK and USA from WHO Mortality Database (1960–2000). Jpn J 

Clin Oncol. 2005 May 1;35(5):283–6.  

94.  Greenway B, Iqbal MJ, Johnson PJ, Williams R. Oestrogen receptor proteins in malignant 

and fetal pancreas. Br Med J Clin Res Ed. 1981 Sep 19;283(6294):751–3.  

95.  Horimi T, Morita S, Takeda I, Mori J, Majima K, Matsuda H, Ishikawa T. [Hormone 

therapy of tamoxifen in resected carcinoma of the pancreas]. Nihon Geka Gakkai Zasshi. 

1993 Jul;94(7):730–5.  

96.  Singh S, Baker PR, Poulsom R, Wright NA, Sheppard MC, Langman MJ, Neoptolemos 

JP. Expression of oestrogen receptor and oestrogen-inducible genes in pancreatic cancer. 

Br J Surg. 1997 Aug;84(8):1085–9.  

97.  Yeh T-S, Jan Y-Y, Chiu C-T, Ho Y-B, Chen T-C, Lee K-F, Chan KM, Hsu JC, Hwang 

TL, Chen MF. Characterisation of oestrogen receptor, progesterone receptor, trefoil factor 



68 
 

1, and epidermal growth factor and its receptor in pancreatic cystic neoplasms and 

pancreatic ductal adenocarcinoma. Gut. 2002 Nov;51(5):712–6.  

98.  Ollayos CW, Riordan GP, Rushin JM. Estrogen receptor detection in paraffin sections of 

adenocarcinoma of the colon, pancreas, and lung. Arch Pathol Lab Med. 1994 

Jun;118(6):630–2.  

99.  Iwao K, Miyoshi Y, Ooka M, Ishikawa O, Ohigashi H, Kasugai T, Egawa C, Noguchi S. 

Quantitative analysis of estrogen receptor-α and -β messenger RNA expression in human 

pancreatic cancers by real-time polymerase chain reaction. Cancer Lett. 2001 Sep 

10;170(1):91–7.  

100.  Satake M, Sawai H, Go VLW, Satake K, Reber HA, Hines OJ, Eibl G. Estrogen Receptors 

in Pancreatic Tumors: Pancreas. 2006 Aug;33(2):119–27.  

101.  Korc M. Role of growth factors in pancreatic cancer. Surg Oncol Clin N Am. 1998 

Jan;7(1):25–41.  

102.  Kato S, Endoh H, Masuhiro Y, Kitamoto T, Uchiyama S, Sasaki H, Masushige S, Gotoh 

Y, Nishida E, Kawashima H, Metzger D, Chambon P. Activation of the Estrogen Receptor 

Through Phosphorylation by Mitogen-Activated Protein Kinase. Science. 1995 Dec 

1;270(5241):1491–4.  

103.  Nicholson RI, Gee JM. Oestrogen and growth factor cross-talk and endocrine insensitivity 

and acquired resistance in breast cancer. Br J Cancer. 2000 Feb;82(3):501–13.  

104.  Bryant HU, Glasebrook AL, Yang NN, Sato M. An estrogen receptor basis for raloxifene 

action in bone. J Steroid Biochem Mol Biol. 1999 Jun;69(1–6):37–44.  

105.  Jilka RL, Hangoc G, Girasole G, Passeri G, Williams DC, Abrams JS, Boyce B, 

Broxmeyer H, Manolagas SC. Increased osteoclast development after estrogen loss: 

mediation by interleukin-6. Science. 1992 Jul 3;257(5066):88–91.  

106.  Hirano T. The biology of interleukin-6. Chem Immunol. 1992;51:153–80.  

107.  Kishimoto T, Akira S, Taga T. Interleukin-6 and its receptor: a paradigm for cytokines. 

Science. 1992 Oct 23;258(5082):593–7.  



69 
 

108.  Syed V, Ulinski G, Mok SC, Ho S-M. Reproductive Hormone-Induced, STAT3-Mediated 

Interleukin 6 Action in Normal and Malignant Human Ovarian Surface Epithelial Cells. J 

Natl Cancer Inst. 2002 Apr 17;94(8):617–29.  

109.  Rincon M. Interleukin-6: from an inflammatory marker to a target for inflammatory 

diseases. Trends Immunol. 2012 Nov;33(11):571–7.  

110.  Yamamoto T, Matsuda T, Junicho A, Kishi H, Saatcioglu F, Muraguchi A. Cross-talk 

between signal transducer and activator of transcription 3 and estrogen receptor signaling. 

FEBS Lett. 2000 Dec 8;486(2):143–8.  

111.  Scheller J, Ohnesorge N, Rose-John S. Interleukin-6 trans-signalling in chronic 

inflammation and cancer. Scand J Immunol. 2006 May;63(5):321–9.  

112.  Lim CP, Cao X. Structure, function, and regulation of STAT proteins. Mol BioSyst. 2006 

Oct 17;2(11):536–50.  

113.  Block KM, Hanke NT, Maine EA, Baker AF. IL-6 stimulates STAT3 and Pim-1 kinase in 

pancreatic cancer cell lines. Pancreas. 2012 Jul;41(5):773–81.  

114.  Lesina M, Wörmann SM, Neuhöfer P, Song L, Algül H. Interleukin-6 in inflammatory 

and malignant diseases of the pancreas. Semin Immunol. 2014 Feb;26(1):80–7.  

115.  Kurebayashi J. Regulation of interleukin-6 secretion from breast cancer cells and its 

clinical implications. Breast Cancer Tokyo Jpn. 2000;7(2):124–9.  

116.  Barillé S, Bataille R, Amiot M. The role of interleukin-6 and interleukin-6/interleukin-6 

receptor-alpha complex in the pathogenesis of multiple myeloma. Eur Cytokine Netw. 

2000 Dec;11(4):546–51.  

117.  Lou W, Ni Z, Dyer K, Tweardy DJ, Gao AC. Interleukin-6 induces prostate cancer cell 

growth accompanied by activation of stat3 signaling pathway. The Prostate. 2000 Feb 

15;42(3):239–42.  

118.  Huang C, Yang G, Jiang T, Huang K, Cao J, Qiu Z. Effects of IL-6 and AG490 on 

regulation of Stat3 signaling pathway and invasion of human pancreatic cancer cells in 

vitro. J Exp Clin Cancer Res CR. 2010 May 19;29(1):51.  



70 
 

119.  Adam N, Rabe B, Suthaus J, Grötzinger J, Rose-John S, Scheller J. Unraveling Viral 

Interleukin-6 Binding to gp130 and Activation of STAT-Signaling Pathways 

Independently of the Interleukin-6 Receptor. J Virol. 2009 May;83(10):5117–26.  

120.  Yu JH, Kim H. Role of Janus Kinase/Signal Transducers and Activators of Transcription 

in the Pathogenesis of Pancreatitis and Pancreatic Cancer. Gut Liver. 2012 Oct;6(4):417.  

121.  Lesina M, Kurkowski MU, Ludes K, Rose-John S, Treiber M, Klöppel G, Yoshimura A, 

Reindl W, Sipos B, Akira S, Schmid RM, Algül H. Stat3/Socs3 Activation by IL-6 

Transsignaling Promotes Progression of Pancreatic Intraepithelial Neoplasia and 

Development of Pancreatic Cancer. Cancer Cell. 2011 Apr 12;19(4):456–69.  

122.  Bellone G, Smirne C, Mauri FA, Tonel E, Carbone A, Buffolino A, Dughera L, Robecchi 

A, Pirisi M, Emanuelli G. Cytokine expression profile in human pancreatic carcinoma 

cells and in surgical specimens: implications for survival. Cancer Immunol Immunother. 

2005 Aug 11;55(6):684–98.  

123.  Falconer JSFRCS, Fearon KCHMD, Plester CEBS, Ross JA, Carter DCMD. Cytokines, 

the Acute-Phase Response, and Resting Energy Expenditure in Cachectic Patients with 

Pancreatic Cancer. Ann Surg. 1994 Apr;219(4):325–31.  

124.  Okada S, Okusaka T, Ishii H, Kyogoku A, Yoshimori M, Kajimura N, Yamaguchi K, 

Kakizoe T. Elevated Serum Interleukin-6 Levels in Patients with Pancreatic Cancer. Jpn J 

Clin Oncol. 1998 Jan 1;28(1):12–5.  

125.  Greene FL. TNM staging for malignancies of the digestive tract: 2003 changes and 

beyond. Semin Surg Oncol. 2003 Jan 1;21(1):23–9.  

126.  Knösel T, Emde A, Schlüns K, Chen Y, Jürchott K, Krause M, Dietel M, Petersen I. 

Immunoprofiles of 11 Biomarkers Using Tissue Microarrays Identify Prognostic 

Subgroups in Colorectal Cancer. Neoplasia. 2005 Aug;7(8):741–7.  

127.  Knösel T, Emde V, Schlüns K, Schlag PM, Dietel M, Petersen I. Cytokeratin profiles 

identify diagnostic signatures in colorectal cancer using multiplex analysis of tissue 

microarrays. Cell Oncol Off J Int Soc Cell Oncol. 2006;28(4):167–75.  



71 
 

128.  Remmele W, Stegner HE. [Recommendation for uniform definition of an immunoreactive 

score (IRS) for immunohistochemical estrogen receptor detection (ER-ICA) in breast 

cancer tissue]. Pathol. 1987 May;8(3):138–40.  

129.  Taylor OM, Benson EA, McMahon MJ. Clinical trial of tamoxifen in patients with 

irresectable pancreatic adenocarcinoma. Br J Surg. 1993 Mar 1;80(3):384–6.  

130.  Konduri S, Schwarz RE. Estrogen Receptor β/α Ratio Predicts Response of Pancreatic 

Cancer Cells to Estrogens and Phytoestrogens. J Surg Res. 2007 Jun 1;140(1):55–66.  

131.  Kuiper GG, Enmark E, Pelto-Huikko M, Nilsson S, Gustafsson JA. Cloning of a novel 

receptor expressed in rat prostate and ovary. Proc Natl Acad Sci. 1996 Jun 

11;93(12):5925–30.  

132.  Mæhle BO, Collett K, Tretli S, Akslen LA, Grotmol T. Estrogen receptor β– an 

independent prognostic marker in estrogen receptor α and progesterone receptor-positive 

breast cancer? APMIS. 2009 Sep 1;117(9):644–50.  

133.  Fang Y-J, Lu Z-H, Wang F, Wu X-J, Li L-R, Zhang L-Y, Pan ZZ, Wan DS. Prognostic 

impact of ERβ and MMP7 expression on overall survival in colon cancer. Tumor Biol. 

2010 Aug 3;31(6):651–8.  

134.  Horvath LG, Henshall SM, Lee CS, Head DR, Quinn DI, Makela S, Delprado W, 

Golovsky D, Brenner PC, O'Neill G, Kooner R, Stricker PD, Grygiel JJ, Gustafsson JA, 

Sutherland RL. Frequent loss of estrogen receptor-beta expression in prostate cancer. 

Cancer Res. 2001 Jul 15;61(14):5331–5.  

135.  Bogush TA, Dudko EA, Beme AA, Bogush EA, Polotskiĭ BE, Tiuliandin SA, Davydov 

MI. [Estrogen receptor expression in tumors different from breast cancer]. Antibiot 

Khimioterapiia Antibiot Chemoterapy Sic. 2009;54(7–8):41–9.  

136.  Bogush TA, Dudko EA, Beme AA, Bogush EA, Kim AI, Polotsky BE, Tjuljandin SA, 

Davydov MI. Estrogen receptors, antiestrogens, and non-small cell lung cancer. Biochem 

Biokhimiia. 2010 Dec;75(12):1421–7.  

137.  Lannigan DA. Estrogen receptor phosphorylation. Steroids. 2003 Jan;68(1):1–9.  



72 
 

138.  Le Romancer M, Poulard C, Cohen P, Sentis S, Renoir J-M, Corbo L. Cracking the 

estrogen receptor’s posttranslational code in breast tumors. Endocr Rev. 2011 

Oct;32(5):597–622.  

139.  Skliris GP, Rowan BG, Al-Dhaheri M, Williams C, Troup S, Begic S, Parisien M, Watson 

PH, Murphy LC. Immunohistochemical validation of multiple phospho-specific epitopes 

for estrogen receptor alpha (ERalpha) in tissue microarrays of ERalpha positive human 

breast carcinomas. Breast Cancer Res Treat. 2009 Dec;118(3):443–53.  

140.  Tharakan R, Lepont P, Singleton D, Kumar R, Khan S. Phosphorylation of estrogen 

receptor alpha, serine residue 305 enhances activity. Mol Cell Endocrinol. 2008 Nov 

25;295(1–2):70–8.  

141.  Gburcik V, Picard D. The cell-specific activity of the estrogen receptor alpha may be fine-

tuned by phosphorylation-induced structural gymnastics. Nucl Recept Signal. 

2006;4:e005.  

142.  Tremblay A, Tremblay GB, Labrie F, Giguère V. Ligand-Independent Recruitment of 

SRC-1 to Estrogen Receptor β through Phosphorylation of Activation Function AF-1. Mol 

Cell. 1999 Apr;3(4):513–9.  

143.  Lam H-M, Babu CVS, Wang J, Yuan Y, Lam Y-W, Ho S-M, Leung YK. Phosphorylation 

of human estrogen receptor-beta at serine 105 inhibits breast cancer cell migration and 

invasion. Mol Cell Endocrinol. 2012 Jul 6;358(1):27–35.  

144.  Roshani R, McCarthy F, Hagemann T. Inflammatory cytokines in human pancreatic 

cancer. Cancer Lett. 2014 Apr 10;345(2):157–63.  

145.  Bilimoria KY, Bentrem DJ, Ko CY, Ritchey J, Stewart AK, Winchester DP, Talamonti 

MS. Validation of the 6th edition AJCC Pancreatic Cancer Staging System: report from 

the National Cancer Database. Cancer. 2007 Aug 15;110(4):738–44.  

146.  Sohn TA, Yeo CJ, Cameron JL, Koniaris L, Kaushal S, Abrams RA, Sauter PK, Coleman 

J, Hruban RH, Lillemoe KD. Resected adenocarcinoma of the pancreas-616 patients: 

results, outcomes, and prognostic indicators. J Gastrointest Surg Off J Soc Surg Aliment 

Tract. 2000 Dec;4(6):567–79.  



73 
 

147.  Helm J, Centeno BA, Coppola D, Melis M, Lloyd M, Park JY, Chen DT, Malafa MP. 

Histologic characteristics enhance predictive value of American Joint Committee on 

Cancer staging in resectable pancreas cancer. Cancer. 2009 Sep 15;115(18):4080–9.  

148.  Kinsella TJ, Seo Y, Willis J, Stellato TA, Siegel CT, Harpp D, Willson JK, Gibbons J, 

Sanabria JR, Hardacre JM, Schulak JP. The impact of resection margin status and 

postoperative CA19-9 levels on survival and patterns of recurrence after postoperative 

high-dose radiotherapy with 5-FU-based concurrent chemotherapy for resectable 

pancreatic cancer. Am J Clin Oncol. 2008 Oct;31(5):446–53.  

149.  Raut CP, Tseng JF, Sun CC, Wang H, Wolff RA, Crane CH, Hwang R, Vauthey JN, 

Abdalla EK, Lee JE, Pisters PW, Evans DB. Impact of resection status on pattern of 

failure and survival after pancreaticoduodenectomy for pancreatic adenocarcinoma. Ann 

Surg. 2007 Jul;246(1):52–60.  

 

  



74 
 

List of abbreviations 

 

AF-1 and AF-2  activation function 1 and 2 

AJCC    American Joint Committee on Cancer  

CA 19-9  carbohydrate antigen 19-9 or cancer-associated antigen 19-9)  

CI   confidence interval  

CRM   circumferential resection margin  

CT   computed tomography 

cTNM    clinical Tumor-Node-Metastasis 

DBD   DNA-binding domain  

DFS   disease free survival 

DNA   deoxyribonucleic acid 

DP   distal pancreatectomy 

E2   17beta-estradiol 

ECOG   Eastern Cooperative Oncology Group  

EGF   epidermal growth factor 

ER   estrogen receptor 

ER-α   estrogen receptor alpha  

ER-β   estrogen receptor beta 

ERE   estrogen response elements  

ERK1/2 extracellular signal-regulated kinases 1 and 2 

FOLFIRINOX folinic acid – fluorouracil - irinotecan - oxaliplatin  

GF   growth factor  

https://en.wikipedia.org/wiki/Irinotecan


75 
 

gp130   glycoprotein 130  

GPR30  G protein-coupled receptor 30  

hER-α and hER-β  human estrogen receptor alpha and beta 

hMLH1  human homolog of the Escherichia coli DNA mismatch repair gene, mutL 

HR   hazard ratio 

IL-6   interleukin 6 

IPMN    intraductal papillary mucinous neoplasm 

IRS   immunoreactive score by Remmele 

JAK   Janus kinase  

KRAS Kirsten rat sarcoma viral oncogene homolog 

LAPC   locally advanced pancreatic cancer  

LBD   ligand-binding domain 

LXR   liver X receptor  

MAPK   mitogen-activated protein kinases 

MCN   mucinous cystic neoplasm  

mER   membrane-bound ERs  

MSH2   DNA mismatch repair MutS protein homolog 2 

Nab-paclitaxel  nanoparticle albumin–bound paclitaxel 

NR   nuclear receptors  

NSAID nonsteroidal anti-inflammatory drugs 

OS   overall survival 

p16/CDKN2A  protein16/ cyclin dependent kinase inhibitor 2A 

p38 kinases  p38 mitogen-activated protein kinases 



76 
 

PanIN    pancreatic intraepithelial neoplasm  

PD   pancreatoduodenectomy or Whipple procedure 

PDAC   pancreatic ductal adenocarcinoma 

pER-β    phosphorylated estrogen receptor beta  

pER-βSer105 phosphorylated at serine 105 estrogen receptor beta 

pJAK    phosphorylated Janus kinase  

PPAR    peroxisome proliferator-activated receptor  

PPPD   pylorus-preserving pancreaticoduodenectomy or pp-Whipple 

pSTAT3  phosphorylated signal transducer and activator of transcription-3 

pSTAT3Ser727 phosphorylated at serine 727 signal transducer and activator of 

transcription-3 

pSTAT3Tyr705 phosphorylated at tyrosine 705 signal transducer and activator of 

transcription-3 

pTNM   pathologic Tumor-Node-Metastasis 

 

SERMs  selective estrogen receptor modulators 

SMAD4  small mothers against decapentaplegic homolog-4 transcription factor 

STAT3  signal transducer and activator of transcription-3 

TMA tissue micro-arrays 

TNM    Tumor-Node-Metastasis  

TP   total pancreatectomy 

TP53   tumor protein P53 

UICC    International Union Against Cancer  



77 
 

Eidesstattliche Versicherung  

  

„Ich, Ioannis Pozios, versichere an Eides statt durch meine eigenhändige Unterschrift, dass ich 

die vorgelegte Dissertation mit dem Thema: „Expression of phosphorylated estrogen receptor 

beta is an independent negative prognostic factor in pancreatic ductal adenocarcinoma“ 

selbstständig und ohne nicht offengelegte Hilfe Dritter verfasst und keine anderen als die 

angegebenen Quellen und Hilfsmittel genutzt habe.  

Alle Stellen, die wörtlich oder dem Sinne nach auf Publikationen oder Vorträgen anderer 

Autoren beruhen, sind als solche in korrekter Zitierung (siehe „Uniform Requirements for 

Manuscripts (URM)“ des ICMJE -www.icmje.org) kenntlich gemacht. Die Abschnitte zu 

Methodik (insbesondere praktische Arbeiten, Laborbestimmungen, statistische Aufarbeitung) 

und Resultaten (insbesondere Abbildungen, Graphiken und Tabellen) entsprechen den URM 

(s.o) und werden von mir verantwortet.  

Meine Anteile an etwaigen Publikationen zu dieser Dissertation entsprechen denen, die in der 

untenstehenden gemeinsamen Erklärung mit dem Betreuer, angegeben sind. Sämtliche 

Publikationen, die aus dieser Dissertation hervorgegangen sind und bei denen ich Autor bin, 

entsprechen den URM (s.o) und werden von mir verantwortet. 

 

Die Bedeutung dieser eidesstattlichen Versicherung und die strafrechtlichen Folgen einer 

unwahren eidesstattlichen Versicherung (§156,161 des Strafgesetzbuches) sind mir bekannt und 

bewusst.“ 

  

 

 

15.05.2017 

 

 

 

 

Ioannis Pozios 

 

 

 

Anteilserklärung an etwaigen erfolgten Publikationen 

 

Keine. 

 

 

 

  



78 
 

Curriculum vitae 

 

 
Mein Lebenslauf wird aus datenschutzrechtlichen Gründen in der elektronischen Version meiner 

Arbeit nicht veröffentlicht. 

 

  



79 
 

  



80 
 

  



81 
 

Publication list 

Zhao Y, Altendorf-Hofmann A, Pozios I, Camaj P, Däberitz T, Wang X, Niess H, Seeliger H, 

Popp F, Betzler C, Settmacher U, Jauch KW, Bruns C, Knösel T. 

Elevated interferon-induced protein with tetratricopeptide repeats 3 (IFIT3) is a poor prognostic 

marker in pancreatic ductal adenocarcinoma. 

J Cancer Res Clin Oncol. 2017 Feb 17. DOI: 10.1007/s00432-017-2351-4. PMID:    28210844 

 

In submission: 

 

Ioannis A. Pozios, Thomas Knösel, Gerald Assmann, Mario H. Müller, Christiane J. Bruns, 

Martin E. Kreis, Hendrik Seeliger
 

Expression of phosphorylated estrogen receptor beta is an independent negative prognostic factor 

for pancreatic ductal adenocarcinoma  
 

Abstracts: 

 

I.A. Pozios, T. Knösel, G. Assmann, C.J. Bruns, H. Seeliger 

Expression of Phosphorylated Estrogen Receptor Beta Is an Independent Prognostic Factor for 

Pancreatic Cancer Correlated with Poor Prognosis. ID 2.45  

Eur Surg Res 2015;55:198-289 DOI: 10.1159/000439392. 

 

I Pozios, T Knösel, G Assmann, C Bruns, H Seeliger 

Die Expression von phosphoryliertem Östrogenrezeptor beta darstellt einen unabhängigen 

negativen prognostischen Faktor beim duktalen Pankreasadenokarzinom  

Zeitschrift für Gastroenterologie 2015; 53 - KC123 DOI: 10.1055/s-0035-1559513 

 

V Liu, A Böckenfeld, I Pozios, M Arndt, M Müller, M Kreis, H Seeliger 

Hemmung der Proliferation von humanen Kolonkarzinomzellen durch den M3-

Acetylcholinrezeptor-Antagonisten Darifenacin 

Zeitschrift für Gastroenterologie 2015; 53 - KC025 DOI: 10.1055/s-0035-1559415 

 

I. Pozios, N. Hering, V. Liu, A. Böckenfeld, M. Kreis, H. Seeliger  

IL-6/gp130 – a promising drug target for pancreatic cancer therapy. ID 126 

Eur Surg Res 2016;57:263–335 DOI: 10.1159/000448816. 

 

V. Liu, A. Böckenfeld, I. Pozios, M. Arndt, M.E. Kreis, H. Seeliger 

Darifenacin Inhibits Tumor Growth of Colon Cancer in an Orthotopic Xenograft Mouse Model. 

ID 79 

Eur Surg Res 2016;57:263–335 DOI: 10.1159/000448816. 

 

A. Böckenfeld, M. Arndt, V. Liu, I. Pozios, N. Hering, M. Müller, H. Seeliger 

Estrogen Receptor Modulation: Raloxifene, Estradiol and Anastrozole in Human Colon Cancer 

Cells. ID 66  

Eur Surg Res 2016;57:263–335 DOI: 10.1159/000448816. 

 

V Liu, A Böckenfeld, I Pozios, M Arndt, ME Kreis, H Seeliger  

Hemmung des Tumorwachstums durch den M3-Acetylcholinrezeptor-Antagonisten Darifenacin 

im orthotopen Xenograftmodell des Kolonkarzinoms 

Zeitschrift für Gastroenterologie 2016; 54 - KV380 DOI: 10.1055/s-0036-1587155 



82 
 

Acknowledgements 

 

First, I would like to express my special appreciation and thanks to my advisor, Priv. Doz. Dr. 

med. Hendrik Seeliger, not only for his dedicated supervision and his valuable advice on the 

research, but also for his support on both research as well as on my career. 

Especially, I would also like to express my appreciation and thanks to my mentor and director of 

our surgical department in Charité University Hospital, Prof. Dr. med. Martin Kreis, for his 

support since the beginning of my career. 

Many thanks to Prof. Dr. med. Thomas Knösel and Dr. Gerald Assmann from the Institute of 

Pathology, University of Munich, for their collaborative work at the TMA construction and the 

immunohistochemical analysis.  

I would also like to thank Prof. Dr. med. Christiane Bruns for her short time supervision in 

University of Munich. My thanks also to Dr. rer. nat. Yue Zhao for her collaborative work at the 

TMA construction undertaken in University of Munich.  

I greatly appreciate the encouragement and support by Prof. Dr. med. Wolfang Thasler during 

my time in University of Munich. 

I would also like to thank Dipl.-Math. Andrea Stroux from the Institute of Medical Biometrics 

and Clinical Epidemiology, Charité University Hospital, for valuable advice on statistical 

analysis.  

Wholehearted thanks go to my parents for inspiring me and making it possible to study medicine 

and to my brother Iraklis for his advice on statistical analysis. Finally, I dedicate this thesis to my 

wife Maria, who has been by my side throughout this dissertation, encouraging me to complete it 

and making it possible for me. Also to my sons Athanasios and Panagiotis.  

 

 


