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NEUTROPHILS IN PANCREATIC CANCER PROGRESSION 

Paran Goel, M.S. 

University of Nebraska Medical Center, 2021 

Supervisor: Rakesh K. Singh, Ph.D. 

ABSTRACT 

Pancreatic cancer (PC) remains a challenge to modern-day cancer therapeutics, 

with a dismal five-year survival rate of 10%. Due to the pancreas's location and 

desmoplasia surrounding it, patients receive late diagnoses and fail to respond to 

chemotherapy regimens. Tumor-promoting inflammation, one of the emerging hallmarks 

of cancer, contributes to tumor cells' survival and proliferation. This inflammation is often 

the result of infiltrating leukocytes and pro-inflammatory cytokines released into the tumor 

microenvironment (TME). 

Neutrophils, one of the most prominent immune cells in our body, play an essential 

role in sustaining this smoldering inflammation observed in the TME. Previously, our 

group has shown that these neutrophils are complicit in breast cancer progression and 

even metastasis. With a similar rationale in mind, this study focuses on how neutrophils 

invading the TME, also known as tumor-associated neutrophils (TAN's), correlate with 

disease progression in pancreatic cancer. Our data demonstrated that TAN infiltration is 

associated with disease progression. 

Furthermore, to understand this TAN infiltration, we theorized that the TME plays 

a significant role in TAN recruitment and TAN proliferation. Our previous work elucidated 

TAN recruitment by showing increased expression of chemokines in the TME. We also 
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examined TAN and tumor cell interaction in vitro and observed increased tumor cell 

survival and decreased neutrophil survival. This is theoretically explained by the 

increased propensity of neutrophils to undergo NETosis and form neutrophil extracellular 

traps, which have also been shown to correlate with disease progression. Our data 

suggested neutrophil differentiation in the TME leads to the upregulation of multiple 

chemokines and, in theory, explains the high TAN infiltration observed in the TME. 

Together, these data suggest the critical role of TAN and tumor cell interaction in the 

TME. 
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The War on Cancer 

In 1971, U.S. President Richard Nixon announced the 'War on Cancer' by signing 

the National Cancer Act. The purpose was to find a cure for cancer. Although the holy 

grail of cancer therapeutics remains elusive to modern science, we have made 

outstanding progress in the last 50 years of research. The mortality rate for cancer has 

significantly declined, with noticeable improvements in lung, prostate, and breast 

cancer71. Although rising cancer awareness worldwide plays a part in this success, the 

advent of modern screening techniques for cancer detection and new cancer therapeutics 

has made considerable inroads in cancer detection and treatment. However, our war on 

cancer is far from over. Cancer remains the second most leading cause of death in the 

United States, behind cardiovascular diseases (Center for Disease and Control 

Prevention, https://www.cdc.gov/cancer/dcpc/data/index.htm).  

Cancer is described as the uncontrolled growth of host cells, which can invade 

other parts of our body.  Weinberg and Hanahan eloquently detailed specific 

characteristics a tumor cell develop during its life cycle in their landmark article in 20001. 

These characteristics, which they call hallmarks, provide a solid foundation to create new 

targets for modern cancer therapeutics. Briefly, the six hallmarks of cancer were classified 

as 1) sustained proliferative signaling, 2) evading growth suppressors, 3) ability to 

metastasize, 4) resisting cell death, 5) enabling replicative immortality, and 6) induced 

angiogenesis1. Since then, Weinberg and Hanahan have broadened their horizon and 

added two additional hallmarks, 'dysregulating cellular metabolism' and 'avoiding immune 

destruction' 23. 
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One of the enabling characteristics of these hallmarks is tumor-promoting 

inflammation23. Cancer is often considered the 'wound which never heals' and behaves 

as a constant source of inflammation. This results in the recruitment of a plethora of 

different immune cells into the tumor region, which further instigates inflammation, 

creating a positive feedback loop. Many articles have shed light on the link between 

inflammation and tumor development, particularly in the context of pancreatic cancer. 

Inflammation in pancreatic cancer derives from the crosstalk between immune cells and 

the tumor, which is carried out through various pro-inflammatory cytokines61.  

Pancreatic Cancer 

Although the future looks promising with most types of cancer, the threat of 

pancreatic cancer still looms on the horizon. Despite being a relatively rare type of cancer, 

accounting for only 3% of the total cases in the United States, it causes about 8% of the 

total estimated deaths. In fact, by 2030, the American Cancer Society has suggested that 

pancreatic cancer will be the second most leading cause of cancer-related deaths.  

As the name suggests, pancreatic cancer originates from the pancreas, a vital 

organ involved in digestive and endocrine functions. Most of these cancers originate from 

exocrine cells (85%) and are thus called exocrine cancers. These cancers are challenging 

to diagnose early, and most patients end up being diagnosed when cancer has 

metastasized to various organs, such as the liver. Unfortunately, at this point, surgical 

intervention is no longer a viable option. The patient must undergo chemotherapy-based 

regimens, which are not very effective in the context of pancreatic cancer. The delayed 

diagnosis and absence of efficacious treatment options have held the 5-year overall 

survival rate of pancreatic cancer to less than 10%. 
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As is the case for most cancers, the advent of tumorigenesis in pancreatic cancer 

stems from oncogenic mutations in the exocrine cells.  Almost 90% of these tumors have 

the KRAS oncogenic mutation, which is involved in downstream signaling pathways 

enhancing survival3. Like most cancers, the p53 tumor suppressor gene is commonly 

found to be mutated in pancreatic cancer4. P53 expression is frequently associated with 

cell cycle arrest by blocking the G1/S checkpoint upon sensing DNA damage and 

subsequently initiating apoptosis.  

Chemoresistance in Pancreatic Cancer  

  The ability of a tumor to resist chemotherapeutic drugs is called chemoresistance 

and is commonly observed in PDAC62. It is broadly defined under two categories; intrinsic 

or acquired resistance5. Intrinsic resistance in pancreatic cancer is seen as the presence 

of a characteristically dense stroma derived from pancreatic stellate cells that secrete 

collagen, one of the building blocks of the extracellular matrix (ECM)3. This stroma acts 

as a physical barrier preventing chemotherapeutic drug entry into the tumor, diminishing 

the effectiveness of chemotherapy regimens. Acquired resistance or resistance that is 

conferred after prolonged treatment with chemotherapeutic drugs is attained by multiple 

pathways.  A common pathway involves the efflux of hydrophobic drugs through the cell 

membrane by utilizing ATP binding cassette transporters6. Another cancer cell trait 

showing an interesting role in chemoresistance is epithelial to mesenchymal transition 

(EMT), a crucial step towards metastasis in cancer7. A study published in 2015 showed 

that inhibiting EMT through deletion of vital transcription factors Snail and Twist resulted 

in increased sensitivity for gemcitabine treatment in their Pdx1-cre; LSL-KrasG12D; 

P53R172H/+ and Ptf1a (P48)-cre; LSL-KrasG12D; Tgfbr2L/L mouse models8. A recent article 
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highlighted the elusive link between chemoresistance and neutrophils, which suggested 

that the expression of CD16 on the neutrophil surface was linked to a decreased efficacy 

of chemotherapeutic drug capecitabine in colorectal cancer patients63.  Low expression 

of CD16 is commonly seen on immature neutrophils and potentially plays an 

immunosuppressive role by suppressing natural killer (NK) cells and cytotoxic T- cells.  

Neutrophils 

Neutrophils are white blood cells of the granulocytic lineage. They are derived from 

hematopoietic stem cells and mature in the bone marrow. About 1011 neutrophils are 

generated every day, which makes up for their short life spans of less than 24 hours91. 

Once fully matured, they circulate in the bloodstream and subsequently home in on 

sources of inflammation in the tissue. They are highly efficient at extravasation and are 

often dubbed as first responders to a pathogenic invasion. Neutrophils are largely pro-

inflammatory in nature and can rapidly recruit other immune cells like dendritic cells and 

T-cells to the site of infection through the release of cytokines like CCL39 and CXCL1210, 

respectively. These cells are also very potent phagocytes and will usually assist in the 

clearance of pathogenic invasions themselves. Neutrophils are intertwined with cancer 

progression and are known to be involved in tumorigenesis, angiogenesis, 

immunosuppression, and even metastasis in cancer2. 

 

Neutrophil Structure 

Neutrophils are relatively small cells with a diameter of around 15 micrometers. 

Mature neutrophils consist of a well-defined multi-lobed (3-5) nucleus, inter-connected by 

chromatin through histone proteins. As is typical of granulocytic cells, their cytoplasm 
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contains a multitude of different granules, each able to release potent anti-microbial 

enzymes upon activation.   

 

Neutrophil Development and Life Span 

Neutrophils originate from hematopoietic stem cells in the bone marrow. After 

subsequent downstream signaling, these hematopoietic stem cells (HSC's) eventually 

develop into granulocyte-monocyte progenitors (GMPs). Granulocyte colony-stimulating 

factor (G-CSF), a type of growth factor/glycoprotein produced in the bone marrow, is 

essential in the further differentiation of GMPs into myeloblasts, which eventually become 

mature neutrophils11. 

In order to preserve self-tolerance and homeostasis, the release of fully matured 

neutrophils is highly regulated. Many chemotactic factors such as CXCL1, CXCL2, 

complement factors like C3A and C5A, and even G-CSF can regulate the release of these 

neutrophils through the bone marrow and into the bloodstream.  These neutrophils follow 

this chemokine trail into the inflammatory source, where they extravasate into the tissue. 

Here, they recognize pattern recognition receptors (PRR's) on the pathogen, which 

activate them to subsequently clear the pathogen by phagocytosis and the release of 

other pro-inflammatory cytokines.  In most cases, neutrophils, upon activation, shortly 

undergo apoptosis and are cleared by the resident tissue macrophages. However, in the 

context of cancer, we have observed that the neutrophil life span in the tumor is 

abnormally prolonged, increasing the possibilities of crosstalk between neutrophils and 

cancer. 
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Neutrophil Methods of Activation 

Depending on a multitude of different factors, the neutrophil can undergo three 

different methods of activation: 

1. Phagocytosis 

Phagocytosis is the process by which cells engulf other cells or materials through 

various receptor-mediated signaling processes. Neutrophils are often referred to as 

'professional phagocytes' and readily internalize and subsequently destroy pathogens 

through anti-microbial mechanisms. They have specialized receptors such as toll-like 

receptors (TLRs), which recognize conserved molecular patterns known as pathogen-

associated molecular patterns (PAMPs). They also recognize opsonized particles through 

specific Fc receptors. Once the pathogen is recognized, it is subsequently internalized 

into the neutrophil, with a specialized vacuole known as a phagosome forming around it. 

This phagosome undergoes extensive remodeling events and eventually matures into a 

vesicle with a more anti-microbial composition, killing the pathogen trapped inside44.  

In the context of cancer, neutrophils readily phagocytose opsonized tumor cells 

through a process known as antibody-dependent cellular phagocytosis (ADCC)64. 

However, tumor cells are usually larger than neutrophils, posing a challenge to the 

complete phagocytosis carried out by neutrophils45. 

 
2.  Degranulation 

 Neutrophils can release anti-microbial enzymes from their granules into the TME 

upon stimulation. As is expected from a cell of the granulocytic lineage, neutrophils host 
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a vast arsenal of different granules, most of which are anti-microbial. They are four types 

of granules expressed by the neutrophil. Azurophilic granules consist of bactericidal 

enzymes like myeloperoxidase, hydrolases, cathepsin-G, and defensins92. Secondary 

granules consist mainly of lactoferrin, an integral part of mucose and neutrophil 

gelatinase-associated lipocalin92. Tertiary granules contain matrix metalloproteinase 9, 

which is often linked with ECM remodeling92. Finally, secretory granules contain various 

pathogen recognition receptors as well as complement receptors92.  The degranulation 

process is very tightly regulated through intracellular molecules B-arrestins and soluble 

NSF attachment protein (SNAP)46.  

Several enzymes released by neutrophils are linked to cancer progression. Matrix 

metalloproteinase 9 (MMP9) primarily cleaves the ECM around the TME, which paves 

the way for new blood vessel formation, called angiogenesis, which is a critical step 

towards tumor progression. Arginase, also released by neutrophils, is widely known to 

inhibit T-cell function and replication, preventing effective immune responses towards the 

tumor.  

 
3.  NETosis 

 Neutrophil extracellular traps (NETs) result from a process termed as NETosis, 

which culminates in the release of web-like structures composed of DNA fibers and 

granular proteins and usually results in neutrophil death. NETs have had a controversial 

history since their discovery in 200447. Initially thought to only bind to pathogens, impairing 

their movement and eventually degrading them, the past 15 years have shed some light 

on their involvement in various inflammatory diseases such as cancer48.  
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The process of NETosis primarily involves the activation of nicotinamide adenine 

dinucleotide phosphate (NADPH) oxidase, which provokes nuclear membrane 

disintegration and chromatin decondensation through neutrophil elastase, 

myeloperoxidase, and various histones, respectively49,50. Citrullinated histone 3 is 

commonly used as a NET bio-marker. Neutrophil elastase and myeloperoxidase work 

synergistically together by degrading various histones, causing chromatin 

decondensation49. This leads to the mixing of neutrophil granular proteins with chromatin, 

and eventually, this amalgamation swells and ruptures the plasma membrane, resulting 

in the violent expulsion of NETs.  Neutrophils can partake in a milder, rapid form of 

NETosis, known as vital NETosis, which remarkably retains some neutrophil functions 

such as chemotaxis and phagocytosis and is independent of NADPH oxidase 

formation51,52.  

An abundance of various neutrophil activators in the TME, such as IL8 and 

CXCR1/ CXCR2 ligands54,93, often creates a hospitable environment for NET formation. 

Much like their precursor neutrophils, NETs have been implicated in both pro-tumor as 

well as anti-tumorigenic capabilities48. They were shown to potentially orchestrate 

circulating tumor cell extravasation by binding to them53. This partnership also serves as 

a mechanical barrier between tumor cells and other cytotoxic immune cells like natural 

killer cells and cytotoxic T-cells, preventing physical contact between them and thereby 

preventing tumor cell degradation54.  

Neutrophil to lymphocyte ratio (NLR) in cancer 

Inflammation, one of the seven hallmarks of cancer23, is a key factor in instigating 

tumorigenesis in cancer. This systemic inflammation results in the invasion of many types 
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of immune cells into the tumor. Subsequently, these immune cells are activated and 

release their cytokines, which causes even more inflammation in the tumor micro-

environment, forming a positive feedback loop. 

The NLR ratio is often described as an indicator for systemic inflammation and is 

commonly used as a prognostic biomarker for tumor progression. The relative ease of 

obtaining the NLR ratio from patients makes it an attractive biomarker. A high NLR ratio 

often portrays large amounts of circulating neutrophils in the bloodstream, characteristic 

of systemic inflammation, and can often result in elevated tumor-associated neutrophil 

levels. Tumor-associated neutrophils (TANs) are often complicit in angiogenesis and 

tumorigenesis through the release of MMP's and ROS radicals, respectively. They can 

also inhibit lymphocyte maturation by releasing arginase, thus creating an 

immunosuppressive environment.  These reasons could potentially explain why there is 

a relationship between high NLR ratios and the poor prognosis of patients.  

Recent studies have shown that a higher NLR ratio leads to worse overall survival 

in breast cancer patients12 and PDAC patients after surgical resection13. Xiang et al. 

evaluated the efficacy of the NLR ratio in multiple PDAC patients who had undergone 

surgical resection and suggested that this ratio can be used as a possible clinical 

biomarker for PDAC. Similarly, Iwai et al. evaluated the NLR ratio in patients with 

unresectable pancreatic cancer and derived similar conclusions65.  

Neutrophil Recruitment in Cancer 

As previously explained, HSC's possess the ability to differentiate into neutrophils. 

Once these neutrophils are fully matured in the bone marrow, they are subsequently 



11 
 

released into the bloodstream and are destined to circulate our bodies until they die. 

However, through the complex interactions between selectins, integrins, and 

chemokines, neutrophils are recruited to sites of inflammation in the tissue.  

The smoldering inflammation around the tumor microenvironment is often primarily 

responsible for recruiting neutrophils in the tumor area. A myriad of different chemokines 

is involved in neutrophil recruitment observed in cancer. CXCL-8, commonly known as 

the neutrophil recruitment factor, plays a well-established role in the chemotaxis of 

neutrophils. Our lab has previously linked interleukin (IL)-8 secreted by breast tumors with 

neutrophil recruitment. CXCL-8 binds to CXCR1, and CXCR2 receptors commonly 

expressed on neutrophils, thus facilitating their movement into the tumor. IL-8 has also 

been shown to induce angiogenesis, which is a critical step towards tumorigenesis14. 

Himmel et al. showed that CXCL8 is also produced by regulatory T cells, which could be 

another potential source for neutrophil recruitment15.  

CXCL1 and CXCL2, highly expressed by tumor cells, are also potent chemokines 

involved in neutrophil recruitment through the CXCL1-CXCR1 axis (Fig 1.1). Previous 

studies have linked G-CSF with this axis and postulate that the combined effect stimulates 

chemotaxis in neutrophils16. It is also interesting to note that tumor-associated neutrophils 

also release CXCL1 and CXCL2 and can potentially attract circulating neutrophils into the 

tumor themselves, thus creating a positive feedback loop. 

Neutrophil Polarization 

TANs are highly plastic and are known to polarize into different phenotypes 

depending upon what signals they receive in the TME. They are polarized into either a 

pro-inflammatory N1 phenotype or an anti-inflammatory N2 phenotype. This 
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nomenclature was derived from the M1/M2 classification used for macrophages. The 

N1/N2 dichotomy is defined by their functional phenotypes, as no specific cell markers 

have been discovered to date.  This polarization depends on cytokine signals received in 

the TME. Mishalian et al. suggest that the tumor stage (early or established) plays a role 

in establishing the neutrophil phenotype55.  

1. N1 Phenotype 

Similar to neutrophils under normal homeostatic conditions, N1 neutrophil 

subpopulations are short-lived, contain hyper-segmented nuclei, and are highly pro-

inflammatory. This phenotype is primarily induced by the expression of interferon-beta 

(IFN)-β in the TME56. They are pro-inflammatory in nature11 and are also known to display 

direct tumor cell cytotoxicity by releasing potent anti-microbial substances like 

peroxidases and nitric oxide or through ADCC25. Because of these reasons, N1 

neutrophils are widely regarded as anti-tumorigenic in nature. 

2. N2 Phenotype 

In contrast, the N2 neutrophil phenotype is comparatively long-lived, has circular 

nuclei, and is primarily immuno-suppressive. Transforming growth factor-beta (TGF-β) is 

widely known to induce naïve TAN's into this phenotype. Coincidentally, TGF-β is highly 

expressed in many tumor microenvironments, skewing TAN's distribution towards the N2 

phenotype. The N2 neutrophil subpopulation is notoriously known to stimulate tumor 

progression and growth. Its immunosuppressive abilities and increased arginase 

expression prevent T-cell recruitment and maturation, allowing tumors to grow 

unchecked66,67.  
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ROS and RNS radicals produced by these neutrophils have been shown to cause 

genetic instability, promoting tumorigenesis in some cancer models68. They also release 

MMP8 and MMP9, which cleave the ECM and activate VEGF, paving the way for new 

blood vessels to form, which are crucial for developing tumors. These neutrophils are also 

complicit in metastasis by releasing NE, which stimulates EMT in tumor cells.  

The N1/ N2 classification model, although convenient, remains a controversial 

classification. This is largely because of the absence of specific surface receptors and 

difficulty to observe these neutrophil subtypes in human94. Moreover, secretory 

substances released by these neutrophils, such as ROS, possess a dual role in cancer. 

They can play an anti-tumorigenic role or a pro-tumorigenic role depending on their 

concentrations95. 

 

Neutrophil Survival in the TME 

Neutrophils are universally considered to have a half-life of around 5.5 hours in the 

bloodstream69. However, in the context of cancer, various reports advocate that they 

persist in the TME for extended periods of time70. It has been suggested that tumor-

derived cytokines may be responsible for the attenuation of neutrophil apoptosis57,58,59. 

TANs and tumors may work in tandem to increase each other's survival, as it was shown 

that human and neck squamous adenocarcinomas increased neutrophil survival in vitro. 

In contrast, these neutrophils expressed MMP-9, a well-established pro-angiogenic 

factor60.  
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Tumor-Associated Neutrophil Induced Immunosuppression  

TAN's are widely known to have immunosuppressive abilities. These qualities 

account for the tumor's unperturbed growth in the body. Ironically, neutrophils hinder other 

cells in the innate immune system, such as antigen-presenting cells like macrophages 

and dendritic cells. It was also reported that the crosstalk between myeloid-derived 

suppressor cells (MDSCs) and macrophages was able to stimulate M2 polarization17. 

TANs also debilitate NK cell function, which, together with the activity of cytotoxic T-cells, 

constitute effective tumor cell destruction18. Despite sharing the same myeloid 

precursors, MDSCs are always considered as pro-tumorigenic while neutrophils display 

both pro-tumorigenic and anti-tumorigenic abilities96. MDSCs are also usually less dense 

than neutrophils96. Youn et al. showed that tumor-bearing murine MDSC’s highly 

expressed CD115 and CD244 relative to neutrophils and may be used as potential 

surface receptors for the same97. 

Although neutrophils have been shown to impair other innate immune cells, the 

biggest blow of their immunosuppressive abilities is felt by T-cells, which play a critical 

role in the adaptive immune system. Arginase-1, which is upregulated in N2 neutrophils, 

has been shown to impair T-cell function. Degrading arginine also leads to cell cycle arrest 

in T-cells, thus preventing replication.  

  Neutrophils are capable of recruiting regulatory T-cells known for their 

immunosuppressive qualities and are also commonly associated with the downregulation 

of other effector T-cells. Previous studies have shown that CD40, a receptor expressed 

on MDSCs, interacts with regulatory T-cells and promotes their accumulation19. Another 
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study showed that the activation of MDSCs through PGE2 reduced the proliferation of 

CD4+CD25− T cells. 

Activation of neutrophils through their specific surface Fc receptors often results in 

ROS release through NADPH oxidase complex formation. ROS has been found to be 

highly upregulated in MDSCs localized in murine tumors, often resulting in the 

suppression of T-cell response20. It was also recently shown that co-culture assays of T 

helper cells and neutrophils conditioned with tumor cell supernatant derived from gastric 

cancer cells displayed a decrease in T cell proliferation21, which could likely be a result of 

ROS expression by the neutrophils. 

 Neutrophils Complicit in Metastasis  

Metastasis occurs when tumor cells originating from the primary tumor spread to 

different organs of the body. Tumor cells detach from the primary tumor site, enter the 

bloodstream, and subsequently extravasate into other organs98. This advanced stage of 

cancer is the leading cause of death in cancer-related deaths and is especially relevant 

in the context of pancreatic cancer99. 

Metastatic Cascade 

The metastatic cascade is a marathon of complex and challenging events that a 

tumor cell must overcome to progress towards the metastatic phase, including the 

movement of the tumor cell from the primary site to the metastatic site, the second being 

the colonization of the tumor cell at the metastatic site22. Although metastasis is a highly 

inefficient process, eventually, tumor cells will colonize distant organ sites. These cells 

may develop into a secondary tumor, considered metastasis, resulting in a progressively 
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worse prognosis. However, various immune cells are complicit in supporting these tumor 

cells through the cascade. We will be talking about neutrophils in this regard. 

Proliferation and Angiogenesis  

Angiogenesis, or the formation of new blood vessels, is an essential process for 

tumor cell proliferation. It feeds the tumor with a steady supply of oxygen and nutrients 

from the blood. The angiogenic switch governs the extent of angiogenesis in our body 

and typically maintains a healthy equilibrium between pro-angiogenic and anti-angiogenic 

factors. However, in the context of tumor development, this switch remains in a perpetual 

'on' state, skewing towards the formation of blood vessels. This is, in fact, so critical for 

tumor development, it is often labeled as one of the hallmarks of cancer1,23. 

There is a very significant relationship between angiogenesis and metastasis. Not 

only does angiogenesis support tumor growth, accelerating its progression towards the 

advanced metastatic stage, it also provides a critical pathway for detached tumor cells 

from the primary site to enter the bloodstream.  There have been many studies that have 

linked metastasis with angiogenesis24.  

TANs aid in the process of angiogenesis mainly in multiple ways. They are a major 

source of vascular endothelial growth factor (VEGF), commonly known as a pro-

angiogenic factor, which binds to resident epithelial cells, maintaining the 'on' state of the 

angiogenic switch. They also release MMPs, which are notoriously known for remodeling 

the ECM, giving the new blood vessels much-required space to grow25.  
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EMT of Tumor Cells 

Perhaps the defining feature of the metastatic cascade is the seemingly transient 

change of tumor cell phenotype, from epithelial to mesenchymal. Initially, this pathway 

was used by newly developed cells during embryonic development100. However, in the 

context of metastasis, this transition is hijacked by tumor cells, allowing them to enter a 

more mobile state, essentially giving them 'wings of freedom'.  

This EMT transition is bought upon by various transcription factors such as Snail 

and Twist101. Upon further downstream signaling, it results in a dwindling expression of 

E-cadherin on the cell membrane26. Proteins responsible for strengthening the basement 

membrane and tight junctions and gap junctions around the tumor cells are 

downregulated because of these transcription factors, stimulating the transition from 

epithelial to mesenchymal phenotype27. Correspondingly, this transition is characterized 

by the up-regulation of proteins such as vimentin and N-cadherin28.  

Many studies have linked TANs with the EMT transition observed in tumor cells. It 

was recently shown that expression of specific mesenchymal markers was increased 

when gastric cancer cells were treated with neutrophils in vitro29. They proposed that 

neutrophils instigate the JAK2/STAT3 pathway in tumor cells through the release of IL-

17, resulting in EMT.  In another study, a similar co-culture assay was performed using 

neutrophils with human epithelial ovarian cancer cells, which resulted in a decrease of E-

cadherin expression on the cancer cell30.   

Circulating through the Bloodstream 

Tumor cells that have successfully escaped from the confines of their primary 

organ site and enter the bloodstream are called circulating tumor cells (CTCs). This long 
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and arduous journey through the bloodstream is where most of these CTCs meet their 

demise.  A recent study even highlighted the possibility of using CTCs as a prognostic 

biomarker in patients with metastatic breast cancer31. Current techniques for measuring 

CTCs involve using epithelial cell adhesion molecule (EPCAM) as a surface marker, 

which may underrepresent mesenchymal CTCs. In the context of PDAC, neutrophils were 

found to be clustered around CTCs, potentially behaving as a physical protective barrier 

against other cytotoxic immune cells like NK and cytotoxic T-cells32.  

Extravasation 

Extravasation is another crucial process involving the escape of the CTC into 

distant tissue. CTCs may undergo a similar approach like leukocyte extravasation, 

involving the complex process of selectin-mediated rolling, adhesions with the capillary 

bed through integrin and cadherin expression33. The homing of CTCs to a distant 

metastatic site is not considered to be a random process. Most metastatic colonies in 

PDAC are formed in the liver. This can be explained by Stephan Paget's legendary seed 

and soil hypothesis, which suggests that interactions between the 'seed' (circulating tumor 

cell) and the soil (existing microenvironment around the metastatic site)  are responsible 

for determining the secondary metastatic site102.  

Relatively recent literature suggests that neutrophils help in CTC extravasation by 

protecting them from natural killer (NK) cells, which are very effective tumor cell killers34. 

Through intravital microscopy, another group of scientists showed that neutrophils might 

assist in circulating tumor cell adhesion in their murine model for liver metastasis35.  

Neutrophils may also possibly behave as a 'chaperone' to CTCs through the interaction 

between tumor cell-expressed ICAM-1 and various neutrophil receptors36,37.  
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Establishment of metastasis in the secondary site 

The final obstacle faced by tumor cells in the metastatic cascade is to establish the 

secondary metastatic site. According to Paget's seed and soil hypothesis, the soil (the 

tumor micro-environment) is a major factor in determining the destiny of an invading tumor 

cell at the secondary site. The establishment of this 'pre-metastatic niche' is considered 

to take precedence even before CTC invasion38. Paget et al. showed that bone marrow-

derived hematopoietic cells were linked with metastasis through the expression of 

VEGFR1. Similar to the primary tumor site, a largely immunosuppressive 

microenvironment persists in pre-metastatic niches. MDSC's, which suppress T-cell 

activity, are commonly found in these niches39. Surprisingly enough, TIMP1, primarily 

released by tumor cells, was also involved in niche formation in the liver through 

neutrophils40. G-CSF, a potent growth factor of neutrophils, was also seen to be 

upregulated in certain tumors and subsequently involved in premetastatic niche formation 

in the lung, again through the recruitment of neutrophils41.  Although EMT is a crucial step 

in metastasis, it is also theorized that MET, mesenchymal-to-epithelial transition, also 

occurs during this colonization phase42. The TME hosts a range of infiltrating immune 

cells and resident stromal cells interacting with these tumor cells. Previous literature 

suggests that myeloid cells stimulate tumor cell proliferation by releasing versican, a large 

proteoglycan43.  

 

Conclusion  

Although science has made significant improvements in fighting pancreatic cancer, 

a long road lies ahead of us. Due to their short lifespans, neutrophils have usually been 
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ignored in cancer progression in the past. However, the last decade of research 

elucidates a fresh new role of neutrophils in cancer. Tumor cells stimulate the polarization 

of naïve TANs into the pro-tumorigenic state. Immunosuppressive abilities characterize 

this state, thwarting other cytotoxic immune cells in destroying the tumor cells and 

promoting angiogenesis, crucial for tumorigenesis and eventually metastasis. TANs also 

have a longer lifespan and are able to persist in the TME for long periods. They may also 

undergo NETosis, and become NET's, which are linked with cancer progression. 

Neutrophils have also been implicated in being complicit in metastasis and assisting 

tumor cells in each step of the metastatic cascade. 

Due to their critical involvement in tumor progression, neutrophils turn into 

attractive targets for novel immunotherapeutic strategies. Fridlender et al. have shown 

that blocking TGF-β in the TME resulted in an increase in neutrophils of the anti-

tumorigenic phenotype67. Jablonska et al. showed that inactivating the IFN-β gene in their 

murine melanoma model led to increased tumor proliferation and angiogenesis, caused 

by the increased infiltration of pro-tumorigenic neutrophils75. Thus, by steering the 

polarization of naïve TANs in the TME, we can potentially improve cancer therapeutics.  

The working hypothesis of my thesis is that pancreatic ductal adenocarcinoma 

(PDAC) cells prime the neutrophils to become pro-tumorigenic.  Three specific objectives 

are Objective 1: Is PDAC progression associated with neutrophil infiltration? Objective 

2: Why do we see an increase in neutrophil infiltration in the tumor microenvironment? 

Objective 3: What roles are neutrophil extracellular traps playing in the tumor 

microenvironment? To achieve these objectives, we performed immunofluorescence 

experiments on PDAC tissue from murine mouse models, using MPO, cathepsin-G, and 
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citrullinated histone 3 as markers. We also performed co-culture assays and measured 

survival using the WST assay. Finally, we examined the expression of multiple secretory 

factors in undifferentiated and differentiated neutrophils treated with tumor cell 

supernatant. We hope that our work here can further the understanding of neutrophil 

involvement in pancreatic cancer progression.   
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Figure 1.1: Neutrophil recruitment into the TME 

Neutrophils in the bloodstream extravasate into the TME by following the 

chemokine gradient set by the tumor cells. 
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Cell Lines  

We selected multiple human pancreatic adenocarcinoma cell lines derived from 

either the primary tumor or metastatic sites. This criterion was utilized to investigate 

whether the metastatic potential of a particular tumor cell line had any significant effect 

on our results.  

Human PDAC cell lines L3.3, L3.6pl, AsPC3, T3M4, and CD18/HPAF, were 

cultured in the recommended media consisting of Dulbecco's Modified Eagle's Medium 

(Sigma-Aldrich, St. Louis, MO, U.S.A.) supplemented with 5% fetal bovine serum (F.B.S.) 

(Sigma-Aldrich), 2-mM L-glutamine (Mediatech, Herdon, VA, U.S.A.), 1% vitamins 

(Mediatech), and 0.08% gentamycin (Invitrogen, Carlsbad, CA, U.S.A.)89. 

Additionally, the BXPC3 cell line, which was derived from the primary 

adenocarcinoma of a human patient, was cultured in Roswell Park Memorial Institute 

media 1640 (Sigma-Aldrich, St. Louis, MO, U.S.A.) supplemented with 5% F.B.S. (Sigma-

Aldrich), 2-mM L-glutamine (Mediatech, Herdon, VA, U.S.A.), 1% vitamins (Mediatech), 

and 0.08% gentamycin (Invitrogen, Carlsbad, CA, U.S.A.). 

Tumor cell supernatant was collected by plating 6 million cells in a 100 mm petri 

dish in serum-containing media. This media was subsequently replaced by serum-free 

media the next day, and the supernatant was collected 24-72 hours after.  

The human leukemia cell line HL60, which displays promyelocytic characteristics, 

was derived from a patient suffering from acute promyelocytic leukemia and was cultured 

in identical media as the BXPC3 cell line. This cell line was subsequently differentiated 

using the protocol described by Gupta et.al90, where they used 1.25% DMSO and 1 μM 
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ATRA dissolved in trans-retinoic acid for five days. Morphology of the differentiated cells 

was observed by cytospinning 5 × 104 cells in the Cytopro on glass slides, which were 

subsequently visualized through the Wright-Giemsa stain. 

The murine MPRO Cell Line, Clone 2.1 (MPRO) (murine promyelocytes from 

ATCC, Manassas, VA, U.S.A.) was cultured in Iscove's Modified Dulbecco's Medium 

(IMDM, Sigma Aldrich, St. Louis, MO, U.S.A.) with 4 mM L-glutamine, 10 ng/mL murine 

granulocyte-macrophage colony-stimulating factor (GM-CSF, Peprotech, Pittsburgh, PA, 

U.S.A.), and 20% heat-inactivated horse serum (Sigma Aldrich)58.  

Live murine neutrophils were received as a generous gift from Dr. Leah Cook's lab, 

University of Nebraska Medical Center.  

Cell Viability Assay 

MPRO, HL60 differentiated, and HL60 undifferentiated cells (3 × 105 per well in a 

96-well plate) were treated with supernatants derived from T3M4, CD18/HPAF, ASPC3, 

BXPC3 cell lines, and serum-free media for 24 hours in various dilutions of supernatant 

(87.5%, 75%, 50%, 25%) using serum-free media as a control. After overnight treatment, 

W.S.T. (Sigma Aldrich, Milwaukee, WI, U.S.A.) was added to each well as recommended 

by the manufacturer for four hours, and the plate was subsequently measured for 

absorbance at a wavelength of 450 nm using an ELx800 (Bio-Tek, Winooski, VT, U.S.A.) 

plate reader. Percent growth was calculated as ([Absorbance of the treatment - 

Absorbance of the control group]/ average of the control group).     
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Co-Culture Assay 

T3M4 and CD18/HPAF cell lines were added to a 96-well plate (5000 per well) and 

incubated overnight in serum-containing media. The next day, the media was changed, 

and MPRO, HL60 differentiated, and HL60 undifferentiated cells were added to the tumor 

cells' wells.  After 24-hour incubation, the neutrophils were collected and transferred to 

new wells while the media of the tumor cells was replaced again with serum-containing 

media. W.S.T. (Sigma Aldrich, Milwaukee, WI, U.S.A.) was added to each well as 

described above, and the plate was measured for the absorbance at a wavelength of 450 

nm using an ELx800 (Bio-Tek, Winooski, VT, U.S.A.) plate reader. Percent growth was 

calculated as ([Absorbance of the treatment- Absorbance of the control group]/ average 

of the control group).     

Immunofluorescence  

Murine pancreatic cancer tissue slides from animal models (KC: K-rasLSL.G12D/+; 

Pdx-1-Cre) and (KCC: K-rasLSL.G12D/+; Pdx-1-Cre; Cxcr2+/-) were obtained through Dr. 

Surinder Batra's lab at the University of Nebraska, Medical Center. These tissue sections 

were deparaffinized in xylene followed by rehydration in 70% ethyl alcohol. The tissue 

region was marked with a P.A.P. pen and was subsequently washed three times with 

phosphate-buffered saline (PBS). The slides were blocked using blocking buffer (10% 

goat serum) for one hour and then stained with primary antibodies (Table 2.1) overnight 

at 4C.  The slides were washed with PBS the next day, and a secondary 

immunofluorescence antibody (Table 2.1) was added. After a one-hour incubation at 

room temperature, the slides were rewashed with PBS, VectaFluor™ Duet 

Immunofluorescence Double Labeling Kit (Vector Laboratories, Burlingame, CA, was 
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added, and a coverslip was added on the tissue section. The slides were observed under 

a Nikon Eclipse E800 microscope (Nikon, Melville, NY, U.S.A.) and NIS-Elements BR 

5.11.00 software (Nikon). The numbers of neutrophils and NETs were calculated per high 

power frame. The list of antibodies used can be found in Table 2.1. 

Gene Expression Analysis 

RNA Isolation 

Total RNA from neutrophil cell lines was isolated by spinning the cells down, 

washing them with PBS, subsequently followed by lysing the pellet in 1 ml TRIzol reagent 

(Invitrogen, Carlsbad, CA). Then, 0.2 ml chloroform was added to the sample. These 

samples were then centrifuged at 12000g for 15 minutes at 4C and the clear aqueous 

phase was transferred to separate tubes. An equal volume of isopropanol was added to 

each tube to precipitate the RNA and was incubated at room temperature for 10 minutes. 

Subsequently, these tubes were centrifuged at 12000g for 10 minutes at 4C. The 

supernatant was discarded, and the pellet was washed in 1 ml of 75% ethanol. The 

sample was centrifuged once more at 7500g for 5 minutes at 4C. The supernatant was 

discarded, and the remaining pellet was dissolved in 20 l diethyl pyrocarbonate water. 

We measured the concentration of RNA using a Thermo Scientific NanoDrop 2000 

Spectrophotometer (Thermo Scientific, Carlsbad, CA).  

Quantitative RT-PCR 

Five µg of total RNA was used to prepare complementary DNA using 

SuperScriptTM Reverse Transcriptase (Invitrogen) and oligo (dT) primers. The 

complementary DNA (cDNA) was stored at -20C until further use.  
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We quantified human CXCL1, CXCL2, CXCL8, IL23, INOS, TGFB, TNFA, MMP9, along 

with RPL13A (to normalize gene expression). These experiments were performed using 

PowerUp SYBR Green Master Mix (Applied Biosystems, Thermo Fisher Scientific) and 

primers (Table 2.2). The cDNA was diluted to a 1:5 ratio. The Quant Studio 3 Real-Time 

PCR Detection System (Thermo Fisher Scientific) and the Quant Studio design and 

analysis software were used to run and analyze the experiments. (-∆Ct) was calculated 

by the difference between cycle time (C.T.) housekeeping gene RPL13A and target 

specific C.T.  Relative expression was calculated as (2(-∆Ct)). Subsequently, we calculated 

fold change (2(-∆∆Ct)) by comparing mRNA expression of target gene(2(-∆Ct)) vs. RPL13A(2(-

∆Ct)) and normalizing it to serum-free HL60 (2(-∆∆Ct)) and differentiated  HL60 (2(-∆∆Ct)) 

expression. The list of gene-specific primers used can be found in Table 2.2. 

Neutrophil Extracellular Trap Quantification Assay 

5 x 104 undifferentiated HL60 cells were plated in a 96-well plate and treated with 

supernatants derived from CD18/HPAF supernatants and serum-free media for 2  hours. 

Phorbol 12-myristate 13-acetate (Sigma) was added to the positive control for 2 hours at 

20 nM prior to reading the plate. 10 nM of Sytox Green (Invitrogen) was added to each 

sample 15 minutes prior to measuring the plate via an EVOS FL auto microscope. The 

number of green fluorescent NETs was counted per HPF.  Representative pictures were 

also taken through this microscope. 
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Table 2.1 

Antibody Source Dilution 

Murine Anti-Histone H3 (citrulline R2 + R8 
+ R17) antibody   

Abcam, MA, U.S.A, ab5103 1:200 
IF 

Murine Anti-Myeloperoxidase Abcam, MA, U.S.A. 1:100 
IF 

Murine Anti-Cathepsin G Santa Cruz, SC 6514 
Biotechnology, Europe 

1:100 
IF 

Biotinylated Goat Anti-Rabbit IgG 
Antibody 

Vector Laboratories, CA, 
U.S.A. 

1:500 

IF 
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Table 2.2 List of Primers 

TNF-A Forward 5’-GAGCTGAGAGATAACCAGCTGGTG-3' 

Reverse 3- GAGATAGATGGGCTCATACCAGGG 

GRO1 Forward 5’-ATTCACCCCAAGAACATCCC-3' 
Reverse 5’-CACCAGTGAGCTTCCTCCT-3' 

GRO2 Forward 5’-GCAGGGAATTCACCTCAAG-3’ 
Reverse 5’-AGCTTCCTCCTTCCTTCTG-3' 

GRO3 Forward 5’-GCAGGGAATTCACCTCAAG-3’ 
Reverse 5’-GGTGCTCCCCTTGTTCAGT-3' 

TGFB2 Forward 5’-CAGCACACTCGATATGGACCA-3' 
Reverse 5’-CCTCGGGGCTCAGGATAGTCT-3' 

MMP9 Forward 5’-CATCGTCATCCAGTTTGGTG-3' 
Reverse 5’-AGGGACCACAACTCGTCATC-3' 

CXCL8 Forward 5’-ACATACTCCAAACCTTTTCCACCC-3' 
Reverse 5’-CAACCCTCTGCACCCAGTTTTC-3' 

Il23 Forward 5’-TGCAAAGGATCCACCAGGGTCTGA-3' 
Reverse 5’-TAGGTGCCATCCTTGAGCTGCTGC-3' 

IL17 Forward 5’-AGATTACTACAACCGATCCACCT-3' 
Reverse 5’-GGGGACAGAGTTCATGTGGTA-3' 

INOS Forward 5’-TCCAAGACACACTTCACC-3' 
Reverse 5’-TTCCTGTTGTTTCTATCTCC-3' 

RPL13A Forward 5’-CCTGGAGGAGAACAGGAAAGAGA-3' 
Reverse 5-TTGAGGACCTCTGTGTATTTGTCAA-3' 
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Neutrophil Infiltration increased as PDAC progressed and is dependent on the 

CXCR2 receptor 

A systemic increase of neutrophils in circulation is often observed in PDAC, evident 

through the high NLR ratios measured in patients with non-resectable PDAC65. Large 

numbers of CXCR2+ neutrophils are also recruited in the TME and are often facilitated by 

various chemokines such as CXCL1, CXCL2, and CXCL8 released by the tumor.  

We investigated whether our pancreatic mouse model increased neutrophil 

infiltration in tumors from KC animal models (KC: K-rasLSL.G12D/+; Pdx-1-Cre) at different 

time points by immunostaining the tissue sections for MPO and cathepsin-G (FIG 2.1). 

We observed an increase in neutrophil infiltration as the tumor progressed from 10 weeks 

to 50 weeks.  

Based on previous studies in our lab76, we hypothesized that the CXCR2 receptor 

on the neutrophils was responsible for the increased recruitment.  We performed similar 

MPO and cathepsin-G immunostaining on tumors from CXCR2 knocked out KC mice 

(KCC: K-rasLSL;G12D/+; Pdx-1-Cre; Cxcr2+/-) and observed a significant decrease in 

neutrophil infiltration when compared with our wild type KC murine model (FIG 2.2). 

These results suggest that neutrophil recruitment in the TME becomes more intense as 

PDAC progresses and is linked with the host CXCR2 receptor. 

The PC cell-free supernatant enhanced neutrophil survival 

Although neutrophils are universally considered short-lived cells, there has been 

mounting evidence suggesting that neutrophils in the TME survive for extended periods 

of time77. To investigate whether neutrophils exhibit a similar effect in the PDAC TME, we 

treated undifferentiated and differentiated human HL60 and murine MPRO cells for 24 
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hours with supernatants derived from CD18, gemcitabine resistant CD18 (CD18GR), 

T3M4, gemcitabine resistant T3M4 (T3M4GR), BXPC-3 and AXPC1 tumor cell lines (FIG 

2.3).  We found that the HL60 cells exhibited higher survival in a concentrations 

dependent-manner (v/v) when treated with tumor cell supernatants than control-treated 

with serum-free (SF) media. The differentiated HL60 cells also produced a similar result. 

Murine neutrophils also displayed higher survival when treated with CD18 and CD18GR 

cell supernatants. Meanwhile, we also attempted to treat MPRO cells with tumor cell 

supernatant for 72 hours; however, we observed a significant change in neutrophil 

survival at the higher concentrations (75% v/v). These results suggest that 

undifferentiated and differentiated neutrophils can survive in the PDAC TME for more 

extended periods. 

Co-culture assay between tumor cells and neutrophils increased tumor cell 

survival and decreased neutrophil survival 

After examining the effect of tumor cell supernatant on the survival of neutrophils, 

we proceeded to investigate how the direct interaction between tumor cells and 

neutrophils affected their survivability. We co-cultured MPRO cells and undifferentiated 

and differentiated HL60 cells with CD18, CD18GR, T3M4, and T3M4GR tumor cells for 

24 hours. We then separated the neutrophils and tumor cells and measured their survival 

compared to controls treated with SF media. We observed a significant increase in the 

survival of most tumor cell lines when treated with neutrophils (FIG 2.4). Surprisingly 

enough, we did not observe an increase in CD18 tumor cell survival when co-cultured 

with undifferentiated HL60 neutrophils. 
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Moreover, our co-culture assay displayed a significant decrease in  MPRO and 

differentiated HL60 neutrophil survival (FIG 2.5). Undifferentiated HL60 survival remained 

unchanged during this experiment. These results indicate that the interaction between 

neutrophils and tumor cells in the TME  of PDAC can reasonably increase the survival of 

tumor cells in PDAC and correspondingly result in a decrease in neutrophil survival. 

Neutrophils cultured in the PC supernatant secreted anti-tumor factors 

We treated undifferentiated and differentiated HL60 neutrophils with supernatant 

derived from ASPC1 and BXPC3 tumor cell lines to further investigate the neutrophil-

tumor cell interaction. We measured the expression of various secretory factors (Fig 2.6, 

2.7, 2.8, 2.9). Our undifferentiated HL60 cells displayed a decrease in CXCL1 and TGF-

beta expression (Fig 2.6). CXCL2, iNOS, CXCL8, IL23, and TNFA expression remain 

unchanged. We also observed no significant difference in the expression of any secretory 

factors in our differentiated HL60 neutrophils (Fig 2.7). Also, our differentiated HL60 cells 

displayed a significant increase in CXCL2, CXCL8, and IL23 expression and a significant 

decrease in CXCL1 and iNOS expression compared to undifferentiated HL60 cells in 

serum-free media (Fig 2.8). Finally, the differentiated neutrophils significantly increased 

CXCL1, CXCL8, and IL23 expression (Fig 2.9).  

NET Infiltration increased as PDAC progressed and is dependent on the CXCR2 

receptor 

NETs discovered in 2004 by Brinkmann et al. 47 have been widely implicated in 

cancer progression. They are known to orchestrate circulating tumor cell (CTC) 

extravasation, impair the immune system, and release proteases such as MMP948,53.   
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We found that our KC pancreatic mouse model also showed an increase in NETs as the 

disease progressed in its later stages (Fig 2.10).  Like our previous studies examining 

neutrophil infiltration, we also looked at the NET expression in our KC and KCC model 

and observed a significant decrease in NET counts (Fig 2.11).  

We also discovered that NET formation was favored when neutrophils were treated 

with tumor cell supernatants derived from L3.3 and L3.6 cell lines (Fig 2.12). These 

results suggest that neutrophil infiltration and NET formation are closely tied to each 

other, and the TME in PDAC might stimulate NETosis in these neutrophils. 
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Figure 2.1: Neutrophil Infiltration increased as PDAC progressed in our KC model 

(A) Quantitative measurement of MPO positive neutrophils in our KC progressive murine 

model. (B)  Representative immunofluorescence imaging of MPO positive neutrophils in 

our KC progressive murine model. (C) Quantitative measurement of cathepsin-G positive 

neutrophils in our KC progressive murine model. (D) Representative immunofluorescence 

imaging of cathepsin G positive neutrophils in our KC progressive murine model. The 

values are shown as mean ± SEM, Unpaired t-test; * for P<0.05; ** for P< 0.01. The 

pictures were acquired under a magnification of 200X. The scale bars are shown as 10 

m. 
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Figure 2.2: Neutrophil Infiltration decreased in our murine KCC model 

(A) Quantitative measurement of MPO positive neutrophils in our KC and KCC murine 

model. (B)  Representative immunofluorescence imaging of MPO positive neutrophils in 

our KC and KCC murine model. The values are shown as mean ± SEM, Unpaired t-test,** 

for P< 0.01. The pictures were acquired under a magnification of 200X. The scale bars 

are shown as 10 m. 
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Figure 2.3: The supernatant of CD18, CD18GR, ASPC, T3M4, and BXPC3 enhanced 

the survivability of undifferentiated MPRO cells, differentiated and undifferentiated 

HL60 cells 

(A) The supernatant of CD18 and CD18GR cells significantly enhanced the survival of 

undifferentiated HL60 cells. (B) The supernatant of CD18 and CD18GR cells significantly 

enhanced the survival of undifferentiated MPRO cells. (C) The supernatant of CD18, 

CD18GR ASPC, BXPC3, and T3M4 cells significantly enhanced the survival of 

differentiated HL60 cells. (D) The supernatant of CD18 cells had no significant ability to 

increase the survival of MPRO neutrophils treated for 72 hours. (E) The supernatant of 

CD18 and CD18GR cells significantly enhanced the survival of murine neutrophils. The 

values are shown as mean ± SEM, Unpaired t-test; * for P<0.05; ** for P< 0.01;  *** for P 

≤ 0.001; **** for P ≤ 0.000 
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Figure 2.4: The co-culture assay using CD18, CD18GR, T3M4, T3M4GR cells, and  

undifferentiated MPRO cells, differentiated and undifferentiated HL60 cells 

enhanced tumor cell survival  

(A) The co-culture assay, including CD18, CD18GR cells, and undifferentiated MPRO 

cells, enhanced tumor cell survival. (B) The co-culture assay involving T3M4, T3M4GR 

cells, and undifferentiated MPRO cells enhanced tumor cell survival. (C) The co-culture 

assay utilizing CD18 cells and undifferentiated and differentiated HL60 cells did not affect 

tumor cell survival. (D) The co-culture assay that included T3M4 cells and undifferentiated 

and differentiated HL60 cells enhanced tumor cell survival. The values are shown as 

mean ± SEM, Unpaired t-test; * for P<0.05; ** for P< 0.01;  *** for P ≤ 0.001; **** for P ≤ 

0.0001. 
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Figure 2.5: The co-culture assay including CD18, CD18GR, T3M4, T3M4GR cells, 

and undifferentiated MPRO cells, differentiated and undifferentiated HL60 cells 

decreased neutrophil cell survival  

(A) The co-culture assay involving CD18, CD18GR cells, and undifferentiated MPRO 

cells decreased neutrophil survival. (B) The co-culture assay using T3M4, T3M4GR cells, 

and undifferentiated MPRO cells decreased neutrophil survival. (C) The co-culture assay 

between CD18 cells and undifferentiated and differentiated HL60 cells did not affect 

neutrophil cell survival. (D) The co-culture assay of T3M4 cells and undifferentiated as 

well as differentiated HL60 cells decreased neutrophil survival. The values are shown as 

mean ± SEM, Unpaired t-test; * for P<0.05; ** for P< 0.01;  *** for P ≤ 0.001; **** for P ≤ 

0.0001. 
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Figure 2.6: Undifferentiated HL60 cells cultured in tumor cell supernatant 

downregulated pro-tumor factors CXCL1 and TGFB 

(A) Quantitative RT-PCR for the expression of CXCL1 in undifferentiated HL60 cells 

cultured in serum-free media and supernatant derived from ASPC tumor cells. (B) 

Quantitative RT-PCR for the expression of TGFB in undifferentiated HL60 cells cultured 

in serum-free media and supernatant derived from ASPC tumor cells. (C) Quantitative 

RT-PCR for the expression of CXCL2 in undifferentiated HL60 cells cultured in SF media 

and supernatant derived from ASPC tumor cells. (D) Quantitative RT-PCR for the 

expression of iNOS in undifferentiated HL60 cells cultured in serum-free media and 

supernatant derived from ASPC tumor cells. (E) Quantitative RT-PCR for the expression 

of IL23 in undifferentiated HL60 cells cultured in serum-free media and supernatant 

derived from ASPC tumor cells. (F) Quantitative RT-PCR for the expression of CXCL8 in 

undifferentiated HL60 cells cultured in serum-free media and supernatant derived from 

ASPC tumor cells. (G) Quantitative RT-PCR for the expression of TNFA in 

undifferentiated HL60 cells cultured in serum-free media and supernatant derived from 

ASPC tumor cells. The values are mean fold change ± SEM; unpaired t-test, assume both 

populations have the same SD; **P <0.005; *P<0.0001; *** for P ≤ 0.05. 
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Figure 2.7: Differentiated HL60 cells cultured in tumor cell supernatant displayed 

no significant changes in secretory factors 

(A) Quantitative RT-PCR for the expression of CXCL1 in differentiated HL60 cells cultured 

in serum-free media and supernatant derived from ASPC tumor cells. (B) Quantitative 

RT-PCR for the expression of CXCL2 in differentiated HL60 cells cultured in serum-free 

media and supernatant derived from ASPC tumor cells. (C) Quantitative RT-PCR for the 

expression of IL23 in differentiated HL60 cells cultured in serum-free media and 

supernatant derived from ASPC tumor cells. (D) Quantitative RT-PCR for the expression 

of CXCL8 in differentiated HL60 cells cultured in serum-free media and supernatant 

derived from ASPC tumor cells. (E) Quantitative RT-PCR for the expression of TGFB in 

differentiated HL60 cells cultured in serum-free media and supernatant derived from 

ASPC tumor cells. (F) Quantitative RT-PCR for the expression of iNOS in differentiated 

HL60 cells cultured in serum-free media and supernatant derived from ASPC tumor cells. 

(G) Quantitative RT-PCR for the expression of TNFA in differentiated HL60 cells cultured 

in serum-free media and supernatant derived from ASPC tumor cells. The values are 

mean fold change ± SEM; unpaired t-test, assuming both populations have the same SD; 

**P <0.005; *P<0.0001; *** for P ≤ 0.05. 
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Figure 2.8: Differentiated and undifferentiated HL60 cells cultured in SF media 

displayed  significant changes in secretory factors IL23, CXCL2, CXCL8, CXCL1, 

and iNOS 

(A) Quantitative RT-PCR for the expression of IL23 in differentiated and undifferentiated 

HL60 cells cultured in SF media. (B) Quantitative RT-PCR for the expression of CXCL2 

in differentiated and undifferentiated HL60 cells cultured in SF media. (C) Quantitative 

RT-PCR for the expression of CXCL8 in differentiated and undifferentiated HL60 cells 

cultured in SF media. (D) Quantitative RT-PCR for the expression of CXCL1 in 

differentiated and undifferentiated HL60 cells cultured in SF media. (E) Quantitative RT-

PCR for the expression of iNOS in differentiated and undifferentiated HL60 cells cultured 

in SF media. (F) Quantitative RT-PCR for the expression of TNFA in differentiated and 

undifferentiated HL60 cells cultured in SF media. (G) Quantitative RT-PCR for the 

expression of TGFB in differentiated and undifferentiated HL60 cells cultured in SF media. 

The values are mean relative expression ± SEM; unpaired t-test, assume both 

populations have the same SD; **P <0.005; *P<0.0001; *** for P ≤ 0.05. 
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Figure 2.9: Differentiated and undifferentiated HL60 cells cultured in ASPC derived 

supernatant displayed a significant increase in secretory factors IL23, CXCL8, 

CXCL1 expression 

(A) Quantitative RT-PCR for the expression of IL23 in differentiated and undifferentiated 

HL60 cells cultured in ASPC derived supernatant. (B) Quantitative RT-PCR for the 

expression of CXCL8 in differentiated and undifferentiated HL60 cells cultured in ASPC 

derived supernatant. (C) Quantitative RT-PCR for the expression of CXCL1 in 

differentiated and undifferentiated HL60 cells cultured in ASPC derived supernatant. (D) 

Quantitative RT-PCR for the expression of CXCL2 in differentiated and undifferentiated 

HL60 cells cultured ASPC derived supernatant. (E) Quantitative RT-PCR for the 

expression of TNFA in differentiated and undifferentiated HL60 cells cultured in ASPC 

derived supernatant. (F) Quantitative RT-PCR for the expression of TGFB in differentiated 

and undifferentiated HL60 cells cultured in ASPC derived supernatant. (G) Quantitative 

RT-PCR for the expression of iNOS in differentiated and undifferentiated HL60 cells 

cultured in ASPC-derived supernatant. The values are mean relative expression ± SEM; 

unpaired t-test, assume both populations have the same SD; **P <0.005; *P<0.0001; *** 

for P ≤ 0.05. 
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Figure 2.10: NET Infiltration increased as PDAC progressed in our KC model 

(A) Quantitative measurement of citrullinated histone 3 positive NET's in our KC 

progressive murine model. (B) Representative immunofluorescence imaging of 

citrullinated histone 3 positive NET in our KC progressive murine model. The values are 

shown as mean ± SEM, Unpaired t-test; * for P<0.05. 
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Figure 2.11: NET Infiltration decreased in our murine KCC model 

(A) Quantitative measurement of citrullinated histone positive NET's in our KC and KCC 

murine model. (B)  Representative immunofluorescence imaging of citrullinated histone 

3 positive NET's in our KC and KCC murine model. The values are shown as mean ± 

SEM, Unpaired t-test,** for P< 0.01. The pictures were acquired under a magnification of 

200X. The scale bars are shown as 10 m. 
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Figure 2.12: NET counts increased when treated with supernatant derived from L3.3 

and L3.6 tumor cell-derived supernatant 

(A) Representative immunofluorescence imaging of Sytox green positive NETs treated 

with SF media (negative control), SF media with 20 nM PMA (positive control), and tumor 

cell supernatant derived from L3.3 and L3.6 tumor cell lines. (B) Quantitative 

measurement of Sytox green positive NETs treated with SF media (negative control) and 

tumor cell supernatant derived from L3.3 and L3.6 tumor cell lines. 
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DISCUSSION 
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One of the established hallmarks of cancer is persistent, chronic inflammation in 

the TME. This inflammation is induced by two pathways78. The intrinsic pathway involves 

genetic mutations, resulting in oncogene activation and diminished tumor suppressor 

activation. This is commonly observed in PDAC, where the KRAS mutation is often the 

initiating event of tumorigenesis and is present in 90% of all PDAC tumors76. This gene 

encodes the KRAS protein, commonly associated with cell proliferation and 

differentiation, and is highly upregulated in PDAC76. The other pathway of inflammation 

involves inflammation generated by the TME78. The TME in PDAC is complex and 

dynamic, consisting of stromal cells, fibroblasts, immune cells, and desmoplasia103. 

Invading leukocytes such as macrophages and neutrophils are highly prone to release 

ROS and RNS upon activation, often orchestrating downstream inflammatory pathways 

in the tumor.  

Neutrophils, the most abundant white blood cells in our body, play a dubious role 

in tumor progression. On the one hand, many reports have observed neutrophils carrying 

out their normal anti-tumor responses, involving inflammation and cytotoxicity104. 

However, an increasing number of studies show that neutrophils play a pro-tumorigenic 

role in cancer progression by fostering an immunosuppressive environment, driving 

angiogenesis, and releasing proteinases104. This theory is further cemented in PDAC, 

where a high NLR ratio indicates poor prognosis in patients13. This seemingly conflicting 

nature of these immune cells can, in theory, be interpreted by the presence of different 

subpopulations of neutrophils in the body67. However, this classification is highly 

controversial, and much work needs to be done in this area. In this study, we investigated 

the neutrophil-tumor interaction in PDAC.  
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Our first set of experiments investigated neutrophil invasion in the TME of PDAC. 

Our KC mouse model Pdx1-cre;LSL-Kras(G12D) displayed increased neutrophil numbers 

as the disease progressed towards its late stages (Fig 2.1). These results are coincident 

with other studies indicating that elevated neutrophil infiltration leads to poor prognosis in 

PDAC79. The PDAC TME establishes high expression of the chemotactic cytokines 

CXCL1, CXCL2, and CXCL5, and neutrophils are attracted to these regions due to their 

expression of surface receptor CXCR2. The CXCR2 receptor specifically binds to the 

cytokines mentioned above and is thus involved in chemotaxis. Neutrophils also can 

release these chemotactic cytokines themselves once activated and possess the ability 

to create a positive feedback loop in the TME. We observed impaired neutrophil invasion 

in our CXCR2+/- Cre-LSL-KrasG12D murine model (Fig 2.2). This opens the possibilities of 

therapeutic strategies involving blocking the CXCR2 receptors, thus decreasing 

neutrophil invasion leading to potentially improved prognosis. 

Once we established an increase in neutrophil numbers as PDAC progressed, we 

investigated the capability of tumor cells to favor neutrophil survival.  Neutrophils were 

previously ignored in cancer research due to their short lifespan. However, recent reports 

suggest enhanced neutrophil survival in the TME58. Our experiments determined a 

significant increase in neutrophil survival when treated with supernatants derived from 

multiple PDAC cell lines (Fig 2.3). These results suggest that neutrophils survive for more 

extended periods in the PDAC TME.  Previous findings suggest that tumors upregulate 

the expression of the critical neutrophil growth factors G-CSF and GM-CSF, thus creating 

an environment favoring neutrophil survival in the TME57. 
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Moreover, Zhang et al. have recently shown that high expression of G-CSF in 

human PDAC patients led to an overall poor prognosis80. This could be the result of an 

influx of immunosuppressive neutrophils in the TME. Thus, our studies reaffirm that the 

TME fosters neutrophil survival in PDAC. 

Neutrophils are well established in promoting tumor proliferation in many cancer 

types. N2 neutrophils behave as anti-inflammatory neutrophils and are involved in 

immunosuppression and angiogenesis, critical milestones responsible for tumor 

development and even metastasis. Our co-culture assay (Fig 2.4) determined that 

neutrophil-tumor cell interaction in proximity increased tumor cell survival.  Recently, 

Lianyuan et al. showed similar results where their PDAC cell lines displayed increased 

survival when co-cultured with neutrophils at low density81.  

However, our co-culture assay also led to a decrease in neutrophil survival (Fig 

2.5). This was a very surprising outcome, which leads us to hypothesize that these 

neutrophils undergo NETosis, resulting in neutrophil cell death and the formation of 

NET's. NET's have been mainly implicated in facilitating metastasis in cancer by releasing 

proteases and entrapping circulating tumor cells58. To further substantiate these claims, 

we observed an increase in NET formation in our KC mouse model Pdx1-cre;LSL-

Kras(G12D) (Fig 2.10) as the disease progressed and also observed a decrease in NET 

formation in our CXCR2+/- Cre-LSL-KrasG12D murine model (Fig 2.11). Although these 

results may merely reflect the neutrophil infiltration observed in our previous assays, we 

also found that neutrophils conditioned with tumor cell supernatant displayed a propensity 

towards NETosis (Fig 2.12). Coincidentally, tumor-expressed G-CSF was determined to 

be an inducer of NETosis in tumor-associated neutrophils82. This could potentially explain 
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why we observed an increase in NET formation in our experiments. However, the clinical 

relevance of NETosis in cancer progression is a relatively unexplored area, particularly in 

the context of tumor proliferation and survival. Still, much work needs to be done in this 

field.  

We also investigated multiple secretory factors released by neutrophils when 

conditioned with tumor cell supernatant. Surprisingly, our undifferentiated HL-60 

neutrophils downregulated CXCL1 and TGFB expression (Fig 2.6). CXCL1 is an 

important chemokine belonging to the CXC chemokine family and is primarily involved in 

neutrophil chemotaxis. A mounting pile of evidence suggests that tumor cell-derived 

TGFB polarizes tumor-associated neutrophils towards the N2 state. Primarily, these 

studies reported attenuation of tumor development following TGFB blockade in various 

models67. However, the effect of neutrophil-derived TGFB in cancer has been poorly 

documented. Previous reports suggest that TGFB expression stimulates neutrophil 

chemotaxis and can thus theoretically explain why we also observe a decrease in CXCL1 

expression in tandem with TGFB expression83. Moreover, these results indicate the ability 

of neutrophils to become anti-tumorigenic when exposed to tumor cell supernatant. 

Our differentiated HL-60 neutrophils showed no significant changes in any cytokine 

expression when treated with tumor cell-derived supernatant (Fig 2.7). Our differentiated 

HL-60 neutrophils displayed increased expression of CXCL8, IL23, and CXCL2 when 

treated with either serum-media or tumor cell supernatant relative to undifferentiated HL-

60 neutrophils (Fig 2.8,2.9). Many reports suggest differentiated HL-60 neutrophils 

possess chemotactic ability compared to undifferentiated HL-60 cells through the 

upregulation of integrins such as MAC-1 (CD11b-CD18)84. These integrins bind to ICAM 
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molecules on the endothelial cells, permitting neutrophil extravasation in the body. In line 

with these observations, CXCL2, another member of the CXC chemokine family, widely 

influences neutrophil chemotaxis in tumors. CXCL8, previously called neutrophil-

activating peptide 1, is a neutrophil chemotactic factor and can regulate angiogenesis and 

metastasis in the TME. Il23 is another pro-inflammatory cytokine involved in T helper 17 

cell regulation and function. A major drawback of these assays is that HL-60 cells are not 

classified as a true neutrophil cell line. They were derived from circulating leukocytes in 

36-year-old women with acute promyelocytic leukemia105. Thus, they may not accurately 

represent live neutrophils in the TME of PDAC. However, because of the short lifespan 

of live neutrophils, the HL-60 cells proliferative ability makes them an ideal neutrophil 

model in our assays.  

Interestingly, it was recently discovered that IL23 contributes towards neutrophil 

chemotaxis in mice during the bacterial colon infection Clostridium difficile colitis85. Taken 

together, upregulation of chemotactic factors CXCL8, IL23, and CXCL2 in our 

experiments display the propensity of our differentiated HL60 cells towards chemotaxis 

compared to undifferentiated HL60 cells. To our surprise, we observed a decrease in 

iNOS expression in our differentiated HL-60 cells. Nitric oxide (NO), produced by 

inducible nitric oxide synthase (iNOS), is cytotoxic in large concentrations, and INOS is 

usually downregulated in tumor-associated neutrophils86. It is also known that iNOS 

expression is increased in differentiated neutrophils in an inflammatory environment87. 

However, similar to our result, Kawase et al. 88 discovered that HL-60 cells differentiated 

via DMSO alone were insufficient to induce iNOS expression in these cells.   

 



70 
 

 

 

 

 

 

CONCLUSION 
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Taken together, our results examined the intertwined roles of neutrophils and 

tumor cells in the TME of PDAC. Increased recruitment of neutrophils and their by-

product, NETs, were observed as PDAC progressed. This is due to increased expression 

of CXCL2 ligands and increased neutrophil survival.  

Previous reports suggest that neutrophil incidence in the TME becomes 

widespread as the tumor develops, often leading to poor prognosis in most cancer 

subtypes. These neutrophils seem to play a distinct role in tumorigenesis and by no 

means are just by-products of inflammation in the body. Indeed, the neutrophils in our 

assays were able to stimulate tumor cell survival in vitro, hinting that neutrophils might 

play a pro-tumorigenic role in PDAC. 

The increased propensity of neutrophils in our experiments to undergo NETosis 

highlights the ability of neutrophils to persist in the TME even past death, further inhibiting 

the body's response against the tumor. However, it still cannot be concluded that 

neutrophils play a pro-tumorigenic role in cancer. Many studies have reported that various 

neutrophil subtypes often lead to an anti-tumorigenic attack in the TME104. In line with 

this, our neutrophils showed a decrease in expression of pro-tumorigenic factors when 

treated with tumor cell supernatant.  

We also determined that the differentiation of neutrophils led to an upregulation of 

multiple chemotactic factors, hinting that neutrophil differentiation in the TME plays a 

major role in the recruitment of neutrophils from the bone marrow.  Overall, our studies 

attempt to highlight the complexity between neutrophil and tumor interaction in PDAC. 

They can process both pro and anti-tumorigenic properties.  Neutrophil influence in 

cancer is still a relatively new concept, and extensive work needs to be done in this field. 
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Nevertheless, we hope neutrophils can become a viable therapeutic target in the future 

for cancer. 

 

FUTURE DIRECTIONS 

There are still many unanswered questions in our work that will be addressed in 

the future. 

Expression of G-CSF and GMCSF in the TME 

 We theorized that one of the major reasons we observed increased neutrophil 

survival in our mouse models and in vitro assays was the expression of neutrophil growth 

factors G-CSF and GM-CSF in the TME. Future studies can prove this theory by staining 

these growth factors on our tissue sections or measuring their concentrations in tumor 

supernatant via ELISA. 

The N1/N2 Polarization 

Neutrophil function in the TME is well documented to carry both a pro-tumorigenic 

(N2) and an anti-tumorigenic (N1) role. It would be interesting to identify what phenotype 

we come across in our in vitro assays. However, the lack of specific surface markers 

between the N1/N2 phenotype remains to be a challenging aspect in this regard. 

Influencing this polarization towards the N1 state might lead to an effective therapeutic 

response. This may be achieved through either TGFB blockade or IFN upregulation in 

the TME. 

 



73 
 

Bibliography 

1. Hanahan, D., & Weinberg, R. A. (2000). The Hallmarks of Cancer. Cell, 100(1), 

57–70. https://doi.org/10.1016/s0092-8674(00)81683-9 

2. Zhang, X., Zhang, W., Yuan, X., Fu, M., Qian, H., & Xu, W. (2016). Neutrophils in 

cancer development and progression: Roles, mechanisms, and implications 

(Review). International Journal of Oncology, 49(3), 857–867. 

https://doi.org/10.3892/ijo.2016.3616  

3. Hidalgo, M. (2010). Pancreatic Cancer. New England Journal of Medicine, 

362(17), 1605–1617. https://doi.org/10.1056/nejmra0901557  

4. Cowgill, S. M., & Muscarella, P. (2003). The genetics of pancreatic cancer. The 

American Journal of Surgery, 186(3), 279–286. https://doi.org/10.1016/s0002-

9610(03)00226-5  

5. Wang, Z., Li, Y., Ahmad, A., Banerjee, S., Azmi, A. S., Kong, D., & Sarkar, F. H. 

(2010). Pancreatic cancer: understanding and overcoming chemoresistance. 

Nature Reviews Gastroenterology & Hepatology, 8(1), 27–33. 

https://doi.org/10.1038/nrgastro.2010.188  

6. Szakács, G., Paterson, J. K., Ludwig, J. A., Booth-Genthe, C., & Gottesman, M. 

M. (2006). Targeting multidrug resistance in cancer. Nature Reviews Drug 

Discovery, 5(3), 219–234. https://doi.org/10.1038/nrd1984  

7. Voulgari, A., & Pintzas, A. (2009). Epithelial-mesenchymal transition in cancer 

metastasis: Mechanisms, markers, and strategies to overcome drug resistance in 

the clinic. Biochimica Et Biophysica Acta (BBA) - Reviews on Cancer, 1796(2), 

75–90. https://doi.org/10.1016/j.bbcan.2009.03.002  



74 
 

8. Zheng, X., Carstens, J. L., Kim, J., Scheible, M., Kaye, J., Sugimoto, H., Wu, C.-

C., LeBleu, V. S., & Kalluri, R. (2015). Epithelial-to-mesenchymal transition is 

dispensable for metastasis but induces chemoresistance in pancreatic cancer. 

Nature, 527(7579), 525–530. https://doi.org/10.1038/nature16064  

9. Bennouna, S., Bliss, S. K., Curiel, T. J., & Denkers, E. Y. (2003). Crosstalk in the 

Innate Immune System: Neutrophils Instruct Recruitment and Activation of 

Dendritic Cells during Microbial Infection. The Journal of Immunology, 171(11), 

6052–6058. https://doi.org/10.4049/jimmunol.171.11.6052  

10. Minton, K. (2015). Neutrophils leave a trail for T cells. Nature Reviews 

Immunology, 15(10), 597–597. https://doi.org/10.1038/nri3917  

11. Rosales, C. (2018). Neutrophil: A Cell with Many Roles in Inflammation or Several 

Cell Types? Frontiers in Physiology, 9. https://doi.org/10.3389/fphys.2018.00113  

12. Ethier, J.-L., Desautels, D., Templeton, A., Shah, P. S., & Amir, E. (2017). 

Prognostic role of neutrophil-to-lymphocyte ratio in breast cancer: a systematic 

review and meta-analysis. Breast Cancer Research, 19(1). 

https://doi.org/10.1186/s13058-016-0794-1  

13. Xiang, Z.-jun, Hu, T., Wang, Y., Wang, H., Xu, L., & Cui, N. (2020). Neutrophil–

lymphocyte ratio (NLR) was associated with prognosis and immunomodulatory in 

patients with pancreatic ductal adenocarcinoma (PDAC). Bioscience Reports, 

40(6). https://doi.org/10.1042/bsr20201190  

14. Treffers, L. W., Hiemstra, I. H., Kuijpers, T. W., Berg, T. K., & Matlung, H. L. 

(2016). Neutrophils in cancer. Immunological Reviews, 273(1), 312–328. 

https://doi.org/10.1111/imr.12444  



75 
 

15. Himmel, M. E., Crome, S. Q., Ivison, S., Piccirillo, C., Steiner, T. S., & Levings, 

M. K. (2011). Human CD4+FOXP3+ regulatory T cells produce CXCL8 and recruit 

neutrophils. European Journal of Immunology, 41(2), 306–312. 

https://doi.org/10.1002/eji.201040459  

16. Wengner, A. M., Pitchford, S. C., Furze, R. C., & Rankin, S. M. (2008). The 

coordinated action of G-CSF and ELR + CXC chemokines in neutrophil 

mobilization during acute inflammation. Blood, 111(1), 42–49. 

https://doi.org/10.1182/blood-2007-07-099648  

17. Sinha, P., Clements, V. K., Bunt, S. K., Albelda, S. M., & Ostrand-Rosenberg, S. 

(2007). Crosstalk between Myeloid-Derived Suppressor Cells and Macrophages 

Subverts Tumor Immunity toward a Type 2 Response. The Journal of 

Immunology, 179(2), 977–983. https://doi.org/10.4049/jimmunol.179.2.977  

18. Zhao, Y., Rahmy, S., Liu, Z., Zhang, C., & Lu, X. (2020). Rational targeting of 

immunosuppressive neutrophils in cancer. Pharmacology & Therapeutics, 212, 

107556. https://doi.org/10.1016/j.pharmthera.2020.107556  

19. Pan, P.-Y., Ma, G., Weber, K. J., Ozao-Choy, J., Wang, G., Yin, B., Divino, C. M., 

& Chen, S.-H. (2009). Immune Stimulatory Receptor CD40 Is Required for T-Cell 

Suppression and T Regulatory Cell Activation Mediated by Myeloid-Derived 

Suppressor Cells in Cancer. Cancer Research, 70(1), 99–108. 

https://doi.org/10.1158/0008-5472.can-09-1882  

20. Corzo, C. A., Cotter, M. J., Cheng, P., Cheng, F., Kusmartsev, S., Sotomayor, E., 

Padhya, T., McCaffrey, T. V., McCaffrey, J. C., & Gabrilovich, D. I. (2009). 

Mechanism Regulating Reactive Oxygen Species in Tumor-Induced Myeloid-



76 
 

Derived Suppressor Cells. The Journal of Immunology, 182(9), 5693–5701. 

https://doi.org/10.4049/jimmunol.0900092  

21. Hiramatsu, S., Tanaka, H., Nishimura, J., Yamakoshi, Y., Sakimura, C., Tamura, 

T., Toyokawa, T., Muguruma, K., Yashiro, M., Hirakawa, K., & Ohira, M. (2019). 

Gastric cancer cells alter the immunosuppressive function of neutrophils. 

Oncology Reports. https://doi.org/10.3892/or.2019.7410  

22. Chaffer, C. L., & Weinberg, R. A. (2011). A Perspective on Cancer Cell 

Metastasis. Science, 331(6024), 1559–1564. 

https://doi.org/10.1126/science.1203543  

23. Hanahan, D., & Weinberg, R. A. (2011). Hallmarks of Cancer: The Next 

Generation. Cell, 144(5), 646–674. https://doi.org/10.1016/j.cell.2011.02.013  

24. Bielenberg, D. R., & Zetter, B. R. (2015). The Contribution of Angiogenesis to the 

Process of Metastasis. The Cancer Journal, 21(4), 267–273. 

https://doi.org/10.1097/ppo.0000000000000138  

25. Kalafati, L., Mitroulis, I., Verginis, P., Chavakis, T., & Kourtzelis, I. (2020). 

Neutrophils as Orchestrators in Tumor Development and Metastasis Formation. 

Frontiers in Oncology, 10. https://doi.org/10.3389/fonc.2020.581457  

26. Nieto, M. A. (2013). Epithelial Plasticity: A Common Theme in Embryonic and 

Cancer Cells. Science, 342(6159), 1234850–1234850. 

https://doi.org/10.1126/science.1234850  

27. Yeung, K. T., & Yang, J. (2016). Epithelial-mesenchymal transition in tumor 

metastasis. Molecular Oncology, 11(1), 28–39. https://doi.org/10.1002/1878-

0261.12017  



77 
 

28. Heerboth, S., Housman, G., Leary, M., Longacre, M., Byler, S., Lapinska, K., 

Willbanks, A., & Sarkar, S. (2015). EMT and tumor metastasis. Clinical and 

Translational Medicine, 4(1). https://doi.org/10.1186/s40169-015-0048-3  

29. Li, S., Cong, X., Gao, H., Lan, X., Li, Z., Wang, W., Song, S., Wang, Y., Li, C., 

Zhang, H., Xue, Y., & Zhao, Y. (2019). Tumor-associated neutrophils induce EMT 

by IL-17a to promote migration and invasion in gastric cancer cells. Journal of 

Experimental & Clinical Cancer Research, 38(1). https://doi.org/10.1186/s13046-

018-1003-0  

30. Mayer, C., Darb-Esfahani, S., Meyer, A.-S., Hübner, K., Rom, J., Sohn, C., Braicu, 

I., Sehouli, J., Hänsch, G. M., & Gaida, M. M. (2016). Neutrophil Granulocytes in 

Ovarian Cancer - Induction of Epithelial-To-Mesenchymal-Transition and Tumor 

Cell Migration. Journal of Cancer, 7(5), 546–554. 

https://doi.org/10.7150/jca.14169  

31. Bahnassy, A. A., Saber, M. M., Mahmoud, M. G., Abdellateif, M. S., Abd El-Mooti 

Samra, M., Abd El-Fatah, R. M., Zekri, A.-R. N., & Salem, S. E. (2018). The role 

of circulating tumor cells in metastatic breast cancer: prognostic and predictive 

value. Molecular Biology Reports, 45(6), 2025–2035. 

https://doi.org/10.1007/s11033-018-4359-5  

32. Tao, L., Zhang, L., Peng, Y., Tao, M., Li, L., Xiu, D., Yuan, C., Ma, Z., & Jiang, B. 

(2016). Neutrophils assist the metastasis of circulating tumor cells in pancreatic 

ductal adenocarcinoma. Medicine, 95(39). 

https://doi.org/10.1097/md.0000000000004932  



78 
 

33. Miles, F. L., Pruitt, F. L., van Golen, K. L., & Cooper, C. R. (2007). Stepping out 

of the flow: capillary extravasation in cancer metastasis. Clinical & Experimental 

Metastasis, 25(4), 305–324. https://doi.org/10.1007/s10585-007-9098-2  

34. Spiegel, A., Brooks, M. W., Houshyar, S., Reinhardt, F., Ardolino, M., Fessler, E., 

Chen, M. B., Krall, J. A., DeCock, J., Zervantonakis, I. K., Iannello, A., Iwamoto, 

Y., Cortez-Retamozo, V., Kamm, R. D., Pittet, M. J., Raulet, D. H., & Weinberg, 

R. A. (2016). Neutrophils Suppress Intraluminal NK Cell–Mediated Tumor Cell 

Clearance and Enhance Extravasation of Disseminated Carcinoma Cells. Cancer 

Discovery, 6(6), 630–649. https://doi.org/10.1158/2159-8290.cd-15-1157  

35. McDonald, B., Spicer, J., Giannais, B., Fallavollita, L., Brodt, P., & Ferri, L. E. 

(2009). Systemic inflammation increases cancer cell adhesion to hepatic 

sinusoids by neutrophil mediated mechanisms. International Journal of Cancer, 

125(6), 1298–1305. https://doi.org/10.1002/ijc.24409  

36. Wu, Q. D., Wang, J. H., Condron, C., Bouchier-Hayes, D., & Redmond, H. P. 

(2001). Human neutrophils facilitate tumor cell transendothelial migration. 

American Journal of Physiology-Cell Physiology, 280(4). 

https://doi.org/10.1152/ajpcell.2001.280.4.c814  

37. Roland, C. L., Harken, A. H., Sarr, M. G., & Barnett, C. C. (2007). ICAM-1 

expression determines malignant potential of cancer. Surgery, 141(6), 705–707. 

https://doi.org/10.1016/j.surg.2007.01.016  

38. Kaplan, R. N., Riba, R. D., Zacharoulis, S., Bramley, A. H., Vincent, L., Costa, C., 

MacDonald, D. D., Jin, D. K., Shido, K., Kerns, S. A., Zhu, Z., Hicklin, D., Wu, Y., 

Port, J. L., Altorki, N., Port, E. R., Ruggero, D., Shmelkov, S. V., Jensen, K. K., … 



79 
 

Lyden, D. (2005). VEGFR1-positive haematopoietic bone marrow progenitors 

initiate the pre-metastatic niche. Nature, 438(7069), 820–827. 

https://doi.org/10.1038/nature04186  

39. Liu, Y., & Cao, X. (2015). Immunosuppressive cells in tumor immune escape and 

metastasis. Journal of Molecular Medicine, 94(5), 509–522. 

https://doi.org/10.1007/s00109-015-1376-x  

40. Seubert, B., Grünwald, B., Kobuch, J., Cui, H., Schelter, F., Schaten, S., Siveke, 

J. T., Lim, N. H., Nagase, H., Simonavicius, N., Heikenwalder, M., Reinheckel, T., 

Sleeman, J. P., Janssen, K.-P., Knolle, P. A., & Krüger, A. (2014). Tissue inhibitor 

of metalloproteinases (TIMP)-1 creates a premetastatic niche in the liver through 

SDF-1/CXCR4-dependent neutrophil recruitment in mice. Hepatology, 61(1), 

238–248. https://doi.org/10.1002/hep.27378  

41. Kowanetz, M., Wu, X., Lee, J., Tan, M., Hagenbeek, T., Qu, X., Yu, L., Ross, J., 

Korsisaari, N., Cao, T., Bou-Reslan, H., Kallop, D., Weimer, R., Ludlam, M. J., 

Kaminker, J. S., Modrusan, Z., van Bruggen, N., Peale, F. V., Carano, R., … 

Ferrara, N. (2010). Granulocyte-colony stimulating factor promotes lung 

metastasis through mobilization of Ly6G+Ly6C+ granulocytes. Proceedings of the 

National Academy of Sciences, 107(50), 21248–21255. 

https://doi.org/10.1073/pnas.1015855107  

42. Bonnomet, A., Brysse, A., Tachsidis, A., Waltham, M., Thompson, E. W., Polette, 

M., & Gilles, C. (2010). Epithelial-to-Mesenchymal Transitions and Circulating 

Tumor Cells. Journal of Mammary Gland Biology and Neoplasia, 15(2), 261–273. 

https://doi.org/10.1007/s10911-010-9174-0  



80 
 

43. Gao, D., Joshi, N., Choi, H., Ryu, S., Hahn, M., Catena, R., Sadik, H., Argani, P., 

Wagner, P., Vahdat, L. T., Port, J. L., Stiles, B., Sukumar, S., Altorki, N. K., Rafii, 

S., & Mittal, V. (2012). Myeloid Progenitor Cells in the Premetastatic Lung 

Promote Metastases by Inducing Mesenchymal to Epithelial Transition. Cancer 

Research, 72(6), 1384–1394. https://doi.org/10.1158/0008-5472.can-11-2905  

44. Lee, W. L., Harrison, R. E., & Grinstein, S. (2003). Phagocytosis by neutrophils. 

Microbes and Infection, 5(14), 1299–1306. 

https://doi.org/10.1016/j.micinf.2003.09.014  

45. Ustyanovska Avtenyuk, N., Visser, N., Bremer, E., & Wiersma, V. R. (2020). The 

Neutrophil: The Underdog That Packs a Punch in the Fight against Cancer. 

International Journal of Molecular Sciences, 21(21), 7820. 

https://doi.org/10.3390/ijms21217820  

46. Lacy, P. (2006). Mechanisms of Degranulation in Neutrophils. Allergy, Asthma & 

Clinical Immunology, 2(3), 98. https://doi.org/10.1186/1710-1492-2-3-98  

47. Brinkmann, V. (2004). Neutrophil Extracellular Traps Kill Bacteria. Science, 

303(5663), 1532–1535. https://doi.org/10.1126/science.1092385  

48. Garley, M., Jabłońska, E., & Dąbrowska, D. (2016). NETs in cancer. Tumor 

Biology, 37(11), 14355–14361. https://doi.org/10.1007/s13277-016-5328-z  

49. Papayannopoulos, V., Metzler, K. D., Hakkim, A., & Zychlinsky, A. (2010). 

Neutrophil elastase and myeloperoxidase regulate the formation of neutrophil 

extracellular traps. Journal of Cell Biology, 191(3), 677–691. 

https://doi.org/10.1083/jcb.201006052  



81 
 

50. Fuchs, T. A., Abed, U., Goosmann, C., Hurwitz, R., Schulze, I., Wahn, V., 

Weinrauch, Y., Brinkmann, V., & Zychlinsky, A. (2007). Novel cell death program 

leads to neutrophil extracellular traps. Journal of Cell Biology, 176(2), 231–241. 

https://doi.org/10.1083/jcb.200606027  

51. Pilsczek, F. H., Salina, D., Poon, K. K., Fahey, C., Yipp, B. G., Sibley, C. D., 

Robbins, S. M., Green, F. H., Surette, M. G., Sugai, M., Bowden, M. G., Hussain, 

M., Zhang, K., & Kubes, P. (2010). A Novel Mechanism of Rapid Nuclear 

Neutrophil Extracellular Trap Formation in Response to Staphylococcus aureus. 

The Journal of Immunology, 185(12), 7413–7425. 

https://doi.org/10.4049/jimmunol.1000675  

52. Yipp, B. G., & Kubes, P. (2013). NETosis: how vital is it? Blood, 122(16), 2784–

2794. https://doi.org/10.1182/blood-2013-04-457671  

53. Cools-Lartigue, J., Spicer, J., McDonald, B., Gowing, S., Chow, S., Giannias, B., 

Bourdeau, F., Kubes, P., & Ferri, L. (2013). Neutrophil extracellular traps 

sequester circulating tumor cells and promote metastasis. Journal of Clinical 

Investigation, 123(8), 3446–3458. https://doi.org/10.1172/jci67484  

54. Teijeira, Á., Garasa, S., Gato, M., Alfaro, C., Migueliz, I., Cirella, A., de Andrea, 

C., Ochoa, M. C., Otano, I., Etxeberria, I., Andueza, M. P., Nieto, C. P., Resano, 

L., Azpilikueta, A., Allegretti, M., de Pizzol, M., Ponz-Sarvisé, M., Rouzaut, A., 

Sanmamed, M. F., … Melero, I. (2020). CXCR1 and CXCR2 Chemokine Receptor 

Agonists Produced by Tumors Induce Neutrophil Extracellular Traps that Interfere 

with Immune Cytotoxicity. Immunity, 52(5). 

https://doi.org/10.1016/j.immuni.2020.03.001  



82 
 

55. Mishalian, I., Bayuh, R., Levy, L., Zolotarov, L., Michaeli, J., & Fridlender, Z. G. 

(2013). Tumor-associated neutrophils (TAN) develop pro-tumorigenic properties 

during tumor progression. Cancer Immunology, Immunotherapy, 62(11), 1745–

1756. https://doi.org/10.1007/s00262-013-1476-9  

56. Andzinski, L., Kasnitz, N., Stahnke, S., Wu, C.-F., Gereke, M., von Köckritz-

Blickwede, M., Schilling, B., Brandau, S., Weiss, S., & Jablonska, J. (2015). Type 

IIFNs induce anti-tumor polarization of tumor associated neutrophils in mice and 

human. International Journal of Cancer, 138(8), 1982–1993. 

https://doi.org/10.1002/ijc.29945  

57. Wislez, M., Fleury-Feith, J., Rabbe, N., Moreau, J., Cesari, D., Milleron, B., 

Mayaud, C., Antoine, M., Soler, P., & Cadranel, J. (2001). Tumor-Derived 

Granulocyte-Macrophage Colony-Stimulating Factor and Granulocyte Colony-

Stimulating Factor Prolong the Survival of Neutrophils Infiltrating Bronchoalveolar 

Subtype Pulmonary Adenocarcinoma. The American Journal of Pathology, 

159(4), 1423–1433. https://doi.org/10.1016/s0002-9440(10)62529-1  

58. Wu, L., Saxena, S., Goel, P., Prajapati, D. R., Wang, C., & Singh, R. K. (2020). 

Breast Cancer Cell–Neutrophil Interactions Enhance Neutrophil Survival and Pro-

Tumorigenic Activities. Cancers, 12(10), 2884. 

https://doi.org/10.3390/cancers12102884  

59. Wu, Y., Zhao, Q., Peng, C., Sun, L., Li, X.-F., & Kuang, D.-M. (2011). Neutrophils 

promote the motility of cancer cells via a hyaluronan-mediated TLR4/PI3K 

activation loop. The Journal of Pathology, 225(3), 438–447. 

https://doi.org/10.1002/path.2947  



83 
 

60. Trellakis, S., Bruderek, K., Dumitru, C. A., Gholaman, H., Gu, X., Bankfalvi, A., 

Scherag, A., Hütte, J., Dominas, N., Lehnerdt, G. F., Hoffmann, T. K., Lang, S., & 

Brandau, S. (2011). Polymorphonuclear granulocytes in human head and neck 

cancer: Enhanced inflammatory activity, modulation by cancer cells and 

expansion in advanced disease. International Journal of Cancer, 129(9), 2183–

2193. https://doi.org/10.1002/ijc.25892  

61. Padoan, A., Plebani, M., & Basso, D. (2019). Inflammation and Pancreatic 

Cancer: Focus on Metabolism, Cytokines, and Immunity. International Journal of 

Molecular Sciences, 20(3), 676. https://doi.org/10.3390/ijms20030676  

62. Zeng, Pöttler, Lan, Grützmann, Pilarsky, & Yang. (2019). Chemoresistance in 

Pancreatic Cancer. International Journal of Molecular Sciences, 20(18), 4504. 

https://doi.org/10.3390/ijms20184504  

63. Lu, Y., Huang, Y., Huang, L. et al. CD16 expression on neutrophils predicts 

treatment efficacy of capecitabine in colorectal cancer patients. BMC 

Immunol 21, 46 (2020). https://doi.org/10.1186/s12865-020-00375-8 

64. Matlung, H. L., Babes, L., Zhao, X. W., van Houdt, M., Treffers, L. W., van Rees, 

D. J., Franke, K., Schornagel, K., Verkuijlen, P., Janssen, H., Halonen, P., Lieftink, 

C., Beijersbergen, R. L., Leusen, J. H. W., Boelens, J. J., Kuhnle, I., van der Werff 

Ten Bosch, J., Seeger, K., Rutella, S., … van den Berg, T. K. (2018). Neutrophils 

Kill Antibody-Opsonized Cancer Cells by Trogoptosis. Cell Reports, 23(13). 

https://doi.org/10.1016/j.celrep.2018.05.082  



84 
 

65. Iwai, N., Okuda, T., Sakagami, J. et al. Neutrophil to lymphocyte ratio predicts 

prognosis in unresectable pancreatic cancer. Sci Rep 10, 18758 (2020). 

https://doi.org/10.1038/s41598-020-75745-8 

66. Rodríguez, P. C., & Ochoa, A. C. (2008). Arginine regulation by myeloid-derived 

suppressor cells and tolerance in cancer: mechanisms and therapeutic 

perspectives. Immunological Reviews, 222(1), 180–191. 

https://doi.org/10.1111/j.1600-065x.2008.00608.x  

67. Fridlender, Z. G., Sun, J., Kim, S., Kapoor, V., Cheng, G., Ling, L., Worthen, G. 

S., & Albelda, S. M. (2009). Polarization of Tumor-Associated Neutrophil 

Phenotype by TGF-β: "N1" versus "N2" TAN. Cancer Cell, 16(3), 183–194. 

https://doi.org/10.1016/j.ccr.2009.06.017  

68. Mijatović, S., Savić-Radojević, A., Plješa-Ercegovac, M., Simić, T., Nicoletti, F., & 

Maksimović-Ivanić, D. (2020). The Double-Faced Role of Nitric Oxide and 

Reactive Oxygen Species in Solid Tumors. Antioxidants, 9(5), 374. 

https://doi.org/10.3390/antiox9050374  

69. Simon, S. I., & Kim, M.-H. (2010). A day (or 5) in a neutrophil's life. Blood, 116(4), 

511–512. https://doi.org/10.1182/blood-2010-05-283184  

70. Swierczak, A., Mouchemore, K.A., Hamilton, J.A. et al. Neutrophils: important 

contributors to tumor progression and metastasis. Cancer Metastasis 

Rev 34, 735–751 (2015). https://doi.org/10.1007/s10555-015-9594-9 

71. Siegel, R. L., Miller, K. D., Fuchs, H. E., & Jemal, A. (2021). Cancer Statistics, 

2021. CA: A Cancer Journal for Clinicians, 71(1), 7–33. 

https://doi.org/10.3322/caac.21654  



85 
 

72. Siegel, R. L., Miller, K. D., & Jemal, A. (2020). Cancer statistics, 2020. CA: A 

Cancer Journal for Clinicians, 70(1), 7–30. https://doi.org/10.3322/caac.21590  

73. Chan, SH., Wang, LH. Regulation of cancer metastasis by microRNAs. J Biomed 

Sci 22, 9 (2015). https://doi.org/10.1186/s12929-015-0113-7 

74. Fridlender, Z. G., & Albelda, S. M. (2012). Tumor-associated neutrophils: friend 

or foe? Carcinogenesis, 33(5), 949–955. https://doi.org/10.1093/carcin/bgs123  

75. Jablonska, J., Leschner, S., Westphal, K., Lienenklaus, S., & Weiss, S. (2010). 

Neutrophils responsive to endogenous IFN-β regulate tumor angiogenesis and 

growth in a mouse tumor model. Journal of Clinical Investigation, 120(4), 1151–

1164. https://doi.org/10.1172/jci37223  

76. 4. Purohit A., Varney M., Rachagani S., Ouellette M. M., Batra S. K., Singh R. K. 

CXCR2 signaling regulates KRAS(G12D)-induced autocrine growth of pancreatic 

cancer. Oncotarget. 2016; 7: 7280-7296 

77. 5. Ocana, A., Nieto-Jiménez, C., Pandiella, A. et al. Neutrophils in cancer: 

prognostic role and therapeutic strategies. Mol Cancer 16, 137 (2017). 

https://doi.org/10.1186/s12943-017-0707-7 

78. Colotta, F., Allavena, P., Sica, A., Garlanda, C., & Mantovani, A. (2009). Cancer-

related inflammation, the seventh hallmark of cancer: links to genetic instability. 

Carcinogenesis, 30(7), 1073–1081. https://doi.org/10.1093/carcin/bgp127  

79. Wang, Y., Fang, T., Huang, L., Wang, H., Zhang, L., Wang, Z., & Cui, Y. (2018). 

Neutrophils infiltrating pancreatic ductal adenocarcinoma indicate higher 

malignancy and worse prognosis. Biochemical and Biophysical Research 

Communications, 501(1), 313–319. https://doi.org/10.1016/j.bbrc.2018.05.024  



86 
 

80. Zhang, L., Tao, L., Guo, L., Zhan, J., Yuan, C., Ma, Z., Jiang, B., & Xiu, D. (2018). 

G-CSF associates with neurogenesis and predicts prognosis and sensitivity to 

chemotherapy in pancreatic ductal adenocarcinoma. Cancer Management and 

Research, Volume 10, 2767–2775. https://doi.org/10.2147/cmar.s165226  

81. Lianyuan, T., Gang, L., Ming, T., Dianrong, X., Chunhui, Y., Zhaolai, M., & Bin, J. 

(2020). Tumor associated neutrophils promote the metastasis of pancreatic ductal 

adenocarcinoma. Cancer Biology & Therapy, 21(10), 937–945. 

https://doi.org/10.1080/15384047.2020.1807250  

82. Demers, M., Krause, D. S., Schatzberg, D., Martinod, K., Voorhees, J. R., Fuchs, 

T. A., Scadden, D. T., & Wagner, D. D. (2012). Cancers predispose neutrophils 

to release extracellular DNA traps that contribute to cancer-associated 

thrombosis. Proceedings of the National Academy of Sciences, 109(32), 13076–

13081. https://doi.org/10.1073/pnas.1200419109  

83. Reibman, J., Meixler, S., Lee, T. C., Gold, L. I., Cronstein, B. N., Haines, K. A., 

Kolasinski, S. L., & Weissmann, G. (1991). Transforming growth factor beta 1, a 

potent chemoattractant for human neutrophils, bypasses classic signal-

transduction pathways. Proceedings of the National Academy of Sciences, 

88(15), 6805–6809. https://doi.org/10.1073/pnas.88.15.6805  

84. Carrigan, S. O., Weppler, A. L., Issekutz, A. C., & Stadnyk, A. W. (2005). 

Neutrophil differentiated HL-60 cells model Mac-1 (CD11b/CD18)-independent 

neutrophil transepithelial migration. Immunology, 115(1), 108–117. 

https://doi.org/10.1111/j.1365-2567.2005.02131.x  



87 
 

85. McDermott, A. J., Falkowski, N. R., McDonald, R. A., Pandit, C. R., Young, V. B., 

& Huffnagle, G. B. (2015). Interleukin-23 (IL-23), independent of IL-17 and IL-22, 

drives neutrophil recruitment and innate inflammation duringClostridium 

difficilecolitis in mice. Immunology, 147(1), 114–124. 

https://doi.org/10.1111/imm.12545  

86. Jabłońska, E., Puzewska, W., Marcińczyk, M., Grabowska, Z., & Jabłoński, J. 

(2005). iNOS expression and NO production by neutrophils in cancer patients. 

Archivum immunologiae et therapiae experimentalis, 53(2), 175–179. 

87. Tsukahara, Y., Morisaki, T., Kojima, M., Uchiyama, A., & Tanaka, M. (2001). iNOS 

expression by activated neutrophils from patients with sepsis. ANZ Journal of 

Surgery, 71(1), 15–20. https://doi.org/10.1046/j.1440-1622.2001.02025.x  

88. Kawase, T., Orikasa, M., Oguro, A. et al. Up-Regulation of Inducible Nitric Oxide 

(NO) Synthase and NO Production in HL-60 Cells Stimulated to Differentiate by 

Phorbol 12-Myristate 13-Acetate Plus 1,25-Dihydroxyvitamin D3 Is Not Obtained 

With Dimethylsulfoxide Plus 1,25-Dihydroxyvitamin D3 . Calcif Tissue Int 63, 27–

35 (1998),https://doi.org/10.1007/s002239900485 

89. Saxena, S., Prajapati, D. R., Goel, P., Tomar, B., Hayashi, Y., Atri, P., Rachagani, 

S., Grandgenett, P. M., Hollingsworth, M. A., Batra, S. K., & Singh, R. K. (2021). 

Plexin-B3 Regulates Cellular Motility, Invasiveness, and Metastasis in Pancreatic 

Cancer. Cancers, 13(4), 818.  https://doi.org/10.3390/cancers13040818 

90. Gupta, D., Shah, H. P., Malu, K., Berliner, N., & Gaines, P. (2014). 

Differentiation and Characterization of Myeloid Cells. Current Protocols in 

Immunology, 104(1). https://doi.org/10.1002/0471142735.im22f05s104 



88 
 

91. McCracken, J. M., & Allen, L.-A. H. (2014). Regulation of human NEUTROPHIL 

apoptosis and lifespan in health and disease. Journal of Cell Death, 7. 

https://doi.org/10.4137/jcd.s11038  

92. Faurschou, M., & Borregaard, N. (2003). Neutrophil granules and SECRETORY 

vesicles in inflammation. Microbes and Infection, 5(14), 1317–1327. 

https://doi.org/10.1016/j.micinf.2003.09.008  

93. Niu, Z., Tang, W., Liu, T., Xu, P., Zhu, D., Ji, M., Huang, W., Ren, L., Wei, Y., 

&amp; Xu, J. (2018). Cell-free DNA derived from cancer cells Facilitates Tumor 

Malignancy through Toll-like RECEPTOR 9 Signaling-triggered INTERLEUKIN-8 

secretion in colorectal cancer. Acta Biochimica Et Biophysica Sinica, 50(10), 

1007–1017. https://doi.org/10.1093/abbs/gmy104 

94. Ohms, M., Möller, S., & Laskay, T. (2020). An attempt to polarize human 

neutrophils toward n1 and n2 phenotypes in vitro. Frontiers in Immunology, 11. 

https://doi.org/10.3389/fimmu.2020.00532  

95. Wang, Y., Qi, H., Liu, Y., Duan, C., Liu, X., Xia, T., Chen, D., Piao, H.-long, & 

Liu, H.-X. (2021). The double-edged roles of ros in cancer prevention and 

therapy. Theranostics, 11(10), 4839–4857. https://doi.org/10.7150/thno.56747  

96. Zhou, J., Nefedova, Y., Lei, A., & Gabrilovich, D. (2018). Neutrophils and pmn-

mdsc: Their biological role and interaction with Stromal cells. Seminars in 

Immunology, 35, 19–28. https://doi.org/10.1016/j.smim.2017.12.004  

97.  Youn, J.-I., Collazo, M., Shalova, I. N., Biswas, S. K., &amp; Gabrilovich, D. I. 

(2011). Characterization of the nature of granulocytic myeloid-derived 



89 
 

suppressor cells in tumor-bearing mice. Journal of Leukocyte Biology, 91(1), 

167–181. https://doi.org/10.1189/jlb.0311177 

98. Hapach, L.A., Mosier, J.A., Wang, W. et al. Engineered models to parse apart 

the metastatic cascade. npj Precis. Onc. 3, 20 (2019). 

https://doi.org/10.1038/s41698-019-0092-3 

99. Costa-Silva, B., Aiello, N. M., Ocean, A. J., Singh, S., T.-L., … Lyden, D. (2015). 

Pancreatic cancer exosomes initiate pre-metastatic niche formation in the liver. 

Nature Cell Biology, 17(6), 816–826. https://doi.org/10.1038/ncb3169  

100. Jormay Lim, Jean Paul Thiery; Epithelial-mesenchymal transitions: 

insights from development. Development 1 October 2012; 139 (19): 3471–3486. 

doi: https://doi.org/10.1242/dev.071209 

101. Wang, Y., Shi, J., Chai, K., Ying, X., & Zhou, B. (2013). The role of snail in 

EMT and Tumorigenesis. Current Cancer Drug Targets, 13(9), 963–972. 

https://doi.org/10.2174/15680096113136660102  

102. Paget S. The distribution of secondary growths in cancer of the breast. 

The Lancet. 1889;133(3421):571–3. 

103. Ho, W.J., Jaffee, E.M. & Zheng, L. The tumour microenvironment in 

pancreatic cancer — clinical challenges and opportunities. Nat Rev Clin 

Oncol 17, 527–540 (2020). https://doi.org/10.1038/s41571-020-0363-5 

104. Masucci, M. T., Minopoli, M., & Carriero, M. V. (2019). Tumor associated 

Neutrophils. their role In Tumorigenesis, METASTASIS, prognosis and therapy. 

Frontiers in Oncology, 9. https://doi.org/10.3389/fonc.2019.01146  



90 
 

105. Gallagher R, Collins S, Trujillo J, et al. Characterization of the continuous, 

differentiating myeloid cell line (HL-60) from a patient with acute promyelocytic 

leukemia. Blood. 1979;54(3):713-733. 

 
 
 


	Neutrophils in Pancreatic Cancer Progression
	Recommended Citation

	tmp.1628014980.pdf.54ZkU

