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Lack of oxygen (hypoxia) is a hallmark of a multitude of acute and chronic diseases and can be either beneficial or detrimental
for organ restitution and recovery. In the context of inflammation, hypoxia is particularly important and can significantly
influence the course of inflammatory diseases. Macrophages and neutrophils, the chief cellular components of innate immunity,
display distinct properties when exposed to hypoxic conditions. Virtually every aspect of macrophage and neutrophil function
is affected by hypoxia, amongst others, morphology, migration, chemotaxis, adherence to endothelial cells, bacterial killing,
differentiation/polarization, and protumorigenic activity. Prominent arenas of macrophage and neutrophil function, for example,
acute/chronic inflammation and the microenvironment of solid tumors, are characterized by low oxygen levels, demonstrating the
paramount importance of the hypoxic response for proper function of these cells. Members of the hypoxia-inducible transcription
factor (HIF) family emerged as pivotal molecular regulators of macrophages and neutrophils. In this review, we will summarize the
molecular responses of macrophages and neutrophils to hypoxia in the context of cancer and other chronic inflammatory diseases

and discuss the potential avenues for therapeutic intervention that arise from this knowledge.

1. Introduction

Oxygen is of central importance for life and oxygen availabil-
ity impacts on various physiological and pathophysiological
processes across a wide range of species. To guarantee a
sufficient supply of cells and tissues with O,, intricate oxy-
gen delivery systems emerged during the evolution of bio-
logical complexity [1]. As the majority of organs and func-
tional tissues display multicelled structures, local oxygen
concentration is markedly different already in the healthy
state. Indeed, local variances in O, concentration are of
central importance for embryonic development and normal
organ function, for example, in cartilage, liver, and kidney
[2, 3]. Lack of oxygen (hypoxia) is a hallmark of a multitude
of acute and chronic diseases and, depending on degree
and duration, can be either beneficial or detrimental for
organ restitution and recovery [4]. The physiological dif-
ferences in local oxygen concentration and the dynamic
nature of oxygen in cells and tissues result in a wide range
of oxygen partial pressure in mammalian organisms: values

from 150 (lung apices), 100 (alveoli and arterial blood), to
<20 mmHg (bone marrow) were reported [5]. In the con-
text of inflammation, oxygen metabolism and, eventually,
hypoxia are particularly important and significantly influence
the course of inflammatory diseases. In this review, we will
summarize how two prominent representatives of myeloid
cells, macrophages and neutrophils, respond to hypoxia in the
context of inflammation. We will focus on cancer and certain
chronic inflammatory diseases. The intriguing importance
of hypoxia/HIFs for myeloid cell function during infectious
diseases has been covered by excellent reviews before [6, 7]
and will not be discussed in detail here.

2. Inflammation and Hypoxia

The term “Inflammation” refers to a complex and highly
ordered sequence of events by which the organism reacts
to potentially harmful situations with the aim to defend
and reconstitute tissue integrity. Inflammatory reactions can
be triggered by microorganisms, chemicals, radiation, and
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mechanical force, to name a few. As chief effectors of the
innate immune system, macrophages and neutrophils are of
paramount importance in the inflammatory process and can
be found in high numbers and strongly activated states in
inflamed tissues. To fully comprehend the pivotal role of
macrophages and neutrophils it is important to note that they
not only engulf and kill microorganisms, but also orchestrate
the activation of other cell types important for tissue/organ
reconstitution, for example, lymphocytes, fibroblasts, and
endothelial cells [8, 9]. Inflammation is intricately linked to
oxygen metabolism [10]. Calor (heat), tumor (swelling), and
rubor (redness), three of the four classical signs of inflam-
mation, are based on enhanced blood flow and vascular
permeability and are hence directly associated with altered
oxygen distribution in inflamed areas. It is important to note
that, while enhanced blood flow suggests boosted oxygen
delivery, inflamed areas are usually severely hypoxic, most
prominently in the acute stage [11-13]. Traditionally, this has
been attributed to reduced oxygen diffusion due to higher
interstitial pressure (swelling) and enhanced oxygen con-
sumption of cells in their struggle to survive the harsh con-
ditions of inflamed areas. Intriguing results from Campbell
and colleagues have substantially expanded our perception of
the mechanisms and functional relevance of hypoxia during
inflammation in recent years [14]. While the neutrophil
respiratory burst had been hypothesized to contribute to
inflammation-associated hypoxia before, Campbell et al.
presented convincing experimental evidence for a functional
role of activated neutrophils in (a) oxygen depletion during
colitis and (b) the induction of a transcriptional hypoxic
response in intestinal epithelial cells [14]. Furthermore,
mice with a defective respiratory burst (Nox2 —/— mice, a
model system for chronic granulomatous disease) displayed
severe impairment of inflammatory resolution in the gut,
supporting the notion that hypoxia and hypoxia-induced
transcriptional responses are functionally relevant for various
aspects of the pathogenesis of inflammation [14]. The intri-
cate link between hypoxia and inflammation is furthermore
demonstrated by the observation that hypoxic conditions per
se are able to induce inflammatory reactions [10]. Exposure
of mice to 5% O, for 60 minutes resulted in significantly
enhanced protein expression of IL-6, TNF-«, and IL-1in both
serum and isolated macrophages [15]. Similar observations
have been made in humans as healthy volunteers showed
increased serum levels of proinflammatory factors after three
overnight stays at high altitude [16]. The in vitro response
of macrophages to hypoxia is complex and very much
determined by macrophage phenotype and source as well as
the culture conditions. In general, hypoxia exerts profound
effects on various important aspects of macrophage biology,
for example, expression of cell surface markers, viability,
phagocytosis, metabolic activity, and cytokine release (com-
prehensively reviewed in [17]). The notion that ischemia-
associated inflammatory reaction of lung and kidney grafts
increases the risk of transplant failure and graft rejec-
tion demonstrates the clinical relevance of hypoxia-induced
inflammation [18, 19]. All of the above translates into the
possibility of a vicious circle where hypoxia and inflammation
cooccur and mutually boost each other [20]. It is reasonable
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to assume that the molecular mechanisms that fine-tune
the hypoxia-inflammation circle represent attractive targets
for the treatment of chronic, nonresolving inflammation.
The latter notion is further supported by alleviation of
experimental colitis via delivery of oxygen [21, 22].

3. Hypoxia and Cells of the Innate
Immune System

The history of research on the metabolism of immune cells
resembles the history of cancer metabolism research as both
topics were highly investigated in the beginning of the 20th
century, followed by decades of faded interest and a surge
in exciting and innovative results in the last 15 years (partly
explained by unprecedented technical improvements and
the widespread availability of omics methods). It was first
reported a little over a century ago by Levene and Meyer
that leukocytes display high glycolytic activity [23, 24]. This
observation was confirmed by independent researchers in
subsequent studies [25, 26] and led to the conclusion in
1938 that in leukocytes “fermentative metabolism was high
in comparison to the oxidative metabolism and that splitting
of sugar into lactic acid took place under aerobic conditions”
[27]. As glycolysis represents the principal means to generate
energy when oxygen is scarce, these findings argued for
a pronounced dependence of leukocytes on the molecular
mechanisms behind the response to hypoxia. While various
transcription factors are induced upon oxygen depletion [28],
hypoxia-inducible factors 1 and 2 (HIF-1, HIF-2, collectively
termed HIFs) represent the principle molecular mediators
of the hypoxic response [29, 30]. Genetic inactivation of
HIF-1« in myeloid cells (via lysozyme M-Cre [31]) resulted
in the notion that HIF-1« is indeed essential for inflamma-
tion in different acute and chronic murine model systems
[32]. A similar genetic approach revealed that HIF-2« in
macrophages is fundamental for proinflammatory cytokine
expression upon LPS treatment as well as the in vivo response
to cutaneous and peritoneal irritants [33]. These two fun-
damental studies established the functional importance of
the HIFs for myeloid cell function and kicked off a huge
number of follow-up studies that significantly broadened
our understanding of the interplay between hypoxia and
inflammation. The following chapters attempt to summarize
parts of this work with special emphasis on the response of
neutrophils and macrophages to hypoxia in the context of
cancer and other inflammatory diseases.

4. Neutrophils

Neutrophilic granulocytes, or shortly neutrophils, are part
of the mammalian innate immune system and recruited
to wounds and infections during the early disease phase.
With 50-70% they constitute the most abundant circulat-
ing white blood cell population. Chemical signals such as
the chemokine IL-8, complement factor C5a, N-formylated
peptides, platelet-activating factor, and leukotriene B4 attract
neutrophils to inflammatory sites [34]. After sensing of bac-
teria or mediators of inflammation, neutrophils phagocytose
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microbes followed by assembly of an electron transport chain
(NADPH oxidase) which shuttles electrons across the mem-
brane to molecular oxygen for the generation of hypochlor-
ous acid (HCIO) and reactive oxygen species leading to
lysis of microbes [35]. This process is termed “respiratory
burst” and requires a significantly elevated consumption of
molecular oxygen [36]. The respiratory burst represents an
essential antimicrobial pathway of neutrophils. Furthermore,
neutrophils can kill invading pathogens via release of granule
contents, activating cytokines like TNF-a, IL-1, interferons,
defensins, or reactive nitrogen species, and in some instances
they generate extracellular traps [34]. As outlined in detail
above, the presence of activated neutrophils at sites of inflam-
mation results in oxygen depletion, a phenomenon aptly
referred to as “inflammatory hypoxia,” underscoring the taut
link between inflammation and hypoxia [37].

5. Neutrophils, Hypoxia, and Inflammation

Inflamed lesions often become severely hypoxic due to
increased cellular oxygen demand and reduced availabil-
ity caused by trauma, compression, or thrombosis [10-13].
Hypoxia and HIFs, in turn, influence various aspects of neu-
trophil biology. The rather short-lived naive cells are activated
and possess increased survival times within inflammatory
environments [34]. Hypoxia-associated inhibition of neu-
trophil apoptosis was demonstrated to be NF-xB-dependent,
indicating NF-«B as a regulator of the hypoxic response in
neutrophils [38]. Furthermore, the neutrophil activating and
survival factor MIP-1§3 (macrophage inflammatory protein-
1/3) was shown to be induced under hypoxic conditions, oper-
ating as an alternative mediator of neutrophil survival [38].
Neutrophil binding to the epithelium is facilitated by HIF-1-
promoted f3, integrin expression [39]. Moreover, neutrophils
mainly rely on high rates of glycolysis for the generation of
ATP in which HIF-1« is critically involved by regulating the
expression of key glycolytic enzymes [32]. The absence of
HIF-1 causes depletion of intracellular ATP pools resulting in
profound impairment of the inflammatory response due to
decreased neutrophil aggregation, motility, bacterial killing,
and invasion, once more suggesting HIF-1« to be crucial for
neutrophil functionality [32, 40]. In addition, HIF-1 increases
neutrophil expression of antimicrobial molecules, which is,
for example, suggested by experiments showing that myeloid-
specific HIF-1a deficiency increases susceptibility to local as
well as systemic bacterial infections [32, 40]. Interestingly,
neither neutrophil development nor differentiation is affected
by specific deletion of HIF-la in the myeloid progenitor
lineage [32].

Far less is known about the role of HIF-2« during neu-
trophilic inflammation, although when isolated from patients
they were shown to express increased amounts of HIF-2«
[41]. Thompson et al. reported that HIF-2a-deficient murine
inflammatory neutrophils displayed no impairment of chem-
otaxis, phagocytosis, or respiratory burst but elevated sensi-
tivity to apoptosis leading to reduced neutrophilic inflamma-
tion [41]. In line with this notion, neutrophils carrying HIF-
2o gain-of-function mutations had lower apoptosis rates.
This study suggests a predominant role of HIF-2« for the

resolution of inflammation. Certainly, further investigations
of the functions of HIF-2 are needed to broaden our under-
standing of its influence on neutrophil performance during
inflammation.

Hypoxia not only influences neutrophil activity; but neu-
trophils also shape the tissue microenvironment through
depletion of local molecular oxygen. As they migrate across
the epithelium they change the mRNA expression profile of
epithelial cells, which consequently stabilize HIF and upreg-
ulate genes responding to hypoxia [14]. Infiltrating neu-
trophils further modulate the host response to inflammation,
resulting in effective inflammatory resolution and tissue pro-
tection for which oxygen depletion proved to be critical
[14]. Taken together, therapeutic targeting of neutrophils at
inflammatory sites has to be carefully executed and precisely
timed to prevent nonresolving inflammation or other poten-
tially harmful outcomes.

6. Hypoxia and Tumor-Associated
Neutrophils (TANs)

Neutrophils comprise a significant proportion of the inflam-
matory infiltrate in cancerous lesions and high levels of
blood neutrophils were observed in patients suffering from
advanced stage tumors [42]. In many cancer types, such as
bronchoalveolar carcinoma [43], metastatic melanoma [42],
and renal carcinoma [44], neutrophil accumulation was asso-
ciated with poor prognosis, related to increased aggressive-
ness [45] or, as in human gliomas, to tumor grade [46]. In
contrast, high neutrophil counts in gastric tumors correlate
with favourable prognosis [47].

The potent influence of TANs on cancer development,
progression, and outcome is becoming more and more appre-
ciated [48-50]. In consideration of the prominent evidence
for hypoxia affecting neutrophil behaviour and activity in
tumors, it is surprising that until now only a small number of
studies focused on this topic. Adherence of neutrophils to the
endothelium, their activation, and elevated vessel extravasa-
tion leading to tumor infiltration were attributed to hypoxia-
induced signalling in endothelial cells [51]. Furthermore, a
report by Atai et al. suggests that HIF-1-dependent induction
of osteopontin is crucial for the recruitment of neutrophils to
neoplastic lesions [52]. IL-8, the main neutrophil attracting
chemokine, is also induced in the course of the hypoxic
response [53, 54]. Analysis of HIF-1-regulated, hypoxia-
associated genes revealed augmented gene expression in
TANs compared to splenic myeloid derived suppressor cells
(MDSCs) for iNOS, IL-10, and IL-6 [55]. The neutrophil-
specific serine protease elastase supports cancer cell prolif-
eration [56] and its release is triggered under hypoxia [57].
Interestingly, in the hypoxic microenvironment of tumors,
TANS are suggested to influence the classical (M1) versus the
alternative (M2) polarization of macrophages [58, 59].

In analogy to the classification of macrophages, tumor-
associated neutrophils were subdivided into two different
polarization states: N1 and N2 [60]. Protumorigenic N2 TAN
formation by TGF-f, which is another HIF-1 target and
considered the master mediator of this process, was demon-
strated to be induced under hypoxia [60]. In turn, TANs



take on a proinflammatory and antitumorigenic N1 pheno-
type under conditions of TGF-f3 blockade and, by secret-
ing reactive oxygen species, exhibit the potential to induce
tumor cell lysis and growth arrest.

7. Neutrophils in Other
Inflammatory Diseases

Macrophages were for a long time attributed to be the central
players during inflammatory disease like rheumatoid arthritis
(RA), whereas the influence of neutrophils in this context
was largely elusive. However, compared to macrophages
neutrophils are often found at much higher numbers at
inflammatory sites and they are similarly capable to present
antigens to and activate T-cells [61]. Neutrophils represent the
most abundant immune cell type in the synovial fluid from
joints of RA patients and were found at active sites of bone
and cartilage destruction in this setting [62, 63]. Elevated
secretion of ROS by neutrophils was suggested to be part of
the disease driving processes during RA progression [64].

In the course of inflammatory liver disease, neutrophils
were directly implicated in hepatocellular death mediated
by the respiratory burst. They were shown to be recruited
through TNF-« and other factors released by tissue-resident
Kupfter cells [65]. Even in cases where other stimuli led
to destruction of the liver parenchyma, the involvement of
neutrophils often aggravated disease outcome [66]. Ischemia-
reperfusion liver injury taking place, for example, during
transplantation is another type of inflammatory process in
which primed neutrophils take part to a significant extent
(67, 68]. Furthermore, as a consequence of extensive alcohol
consumption, neutrophil influx into the liver, hepatocyte
degeneration, and necrosis finally result in neutrophilic stea-
tohepatitis [69, 70]. Mechanistically, osteopontin was sug-
gested to be critically involved as it is induced in rat hepa-
tocytes after feeding the animals with an ethanol-containing
liquid diet and its cleaved form correlated with neutrophil
infiltration [71].

In patients suffering from chronic obstructive pulmonary
disease (COPD), neutrophils are the most abundant inflam-
matory cells in the bronchial wall and lumen and neutrophil
accumulation was reported to correlate with the decline of
lung functionality [71-74]. In response to pollutants or infec-
tive agents, pulmonary epithelial cells or resident alveolar
macrophages secrete chemoattractants inducing the recruit-
ment of neutrophils and other immune cells [75]. However,
not only elevated tissue invasion but also impaired neutrophil
clearance was implicated in the pathogenesis of COPD as
alveolar macrophages exhibit a loss in phagocytic activity
and cigarette smoke has directly been linked to reduced
phagocytosis of apoptotic neutrophils [76, 77]. Clinical trials
investigating the efficiency of drugs that promote neutrophil
apoptosis and clearance in patients with chronic obstructive
pulmonary disease are ongoing.

8. Macrophages

Macrophages are phagocytic cells and crucial effectors of
innate immunity in the primary response to pathogens
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besides their key role in acute and chronic inflammatory
responses. Many pathological processes with macrophage
involvement (e.g., inflammation, wound healing, atheroscle-
rosis, and tumors) are characterized by hypoxia [29]. Hypoxic
zones arise especially in inflamed tissues, driving cellular
metabolism to adapt to this hostile microenvironment. It
is therefore not surprising to note that HIFs are found
stabilized in macrophages at various stages of activation and
polarization [78, 79] and that inhibition of HIF impacts on a
plethora of archetypical macrophage functions such as aggre-
gation, migration, and invasion [6, 32, 40].

9. Response to Hypoxia:
Macrophages and HIFs

Hypoxia influences various aspects of macrophage func-
tion, including energy metabolism and different immune
responses. Myeloid cell-specific inactivation of HIF-lo via
Cre/loxP-mediated conditional gene inactivation resulted
in notably reduced inflammatory responses in skin and
joint inflammation [32]. In this experimental setting, sig-
nificantly reduced intracellular ATP levels were detected in
HIF-1a-deficient macrophages, enforcing the pivotal impor-
tance of HIF-la-controlled glycolysis for energy genera-
tion in myeloid cells [24, 25]. Besides sterile inflammation,
hypoxia also commonly occurs in areas of infection [6]. As
macrophages are of paramount importance in the first line
defence against invasive microorganisms, it has long been
hypothesized that these cells must be especially equipped to
cope with and function in hypoxic areas. It was convincingly
shown, again via conditional gene ablation in mice, that HIF-
la is of paramount importance for bacterial killing activity
of macrophages (and neutrophils) [32, 40]. Of note, the
antimicrobial effect of HIF-loe was not limited to hypoxic
culture conditions, but clearly evident under ambient air,
further supporting the above outlined hypoxia-independent
importance of HIF-la in macrophages. In line with this
notion, bacterial infection of macrophages under normoxic
culture conditions results in robust stabilization of HIF-l«
protein [40]. This effect is (partly) mediated by lipopolysac-
charide (LPS, a component of the outer membrane of gram-
negative bacteria) as LPS represents a potent inducer of
both mRNA expression and HIF-1« protein accumulation in
murine macrophages and human monocytes [80, 81]. This
suggested a functional importance of toll-like receptor 4
(TLR-4, the archetypical LPS receptor) for HIF-1« activation
and resulted in the publication of a plethora of interesting
publications addressing this point. We know today that HIF-
la and TLRs interact bidirectionally on many biologically
relevant levels [82]. On the one hand, HIF-lx regulates
the surface expression of various TLRs (e.g., TLR-2, -4, -6,
and -9) [83-85]. On the other hand, intracellular signal trans-
duction of several TLRs is (partially) mediated by HIF-l«
(e.g., TLR-2, -3, -4, -7/8, and -9) [85-88]. Of special interest
in downstream TLR signalling is the NF-xB family of tran-
scription factors. NF-xB represents a pivotal control element
of the immune system and is potently induced by LPS [89].
Of note, LPS-induced HIF-1« activation is dependent on NF-
«B in human monocytes and murine macrophages [80, 90].
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Taken together, the paramount importance of HIF-la for
TLR activation qualifies as a molecular explanation for the
outlined function of HIF-l« in microorganism defence.
Compared with the vast amount of literature available
regarding the importance of HIF-la, the role of HIF-2« for
the hypoxic response of macrophages is only beginning to
emerge. Hypoxic culture conditions lead to robust accumu-
lation of HIF-2« protein in various myeloid cell types, for
example, human monocyte-derived macrophages (MDM)
and primary murine bone marrow-derived macrophages
(BMDM) [33, 91]. Functional inactivation of HIF-2a, by
either RNA interference in MDM or Cre/loxP-mediated
deletion in BMDM, resulted in significantly reduced tran-
scriptional responses to hypoxia (and to proinflammatory
stimulation with LPS plus interferon-y) [33, 78]. Comparable
to other cell types, the function of HIF-law and -2« for the
hypoxic response of macrophages is not redundant at all
times, but distinct regarding the regulation of selected factors
[30]. For example, loss of HIF-2« in macrophages does not
impact on the expression of two classical HIF-1« target genes,
the inducible NO synthase (iNOS) and VEGF-A [33, 92]. On
the other hand, HIF-2« activates soluble VEGF receptor-1, a
potent inhibitor of VEGE while HIF-1« is without effect [92].

10. Macrophage Polarization and
Arginine Metabolism

Macrophages are highly plastic cells and can rapidly change
their polarization in response to microenvironmental cues
[93]. In recent years, the concept of a Thl-driven, proinflam-
matory macrophage (termed M1) and a Th2-driven, proan-
giogenic/immune-evasive M2 macrophage has evolved. The
above outlined connection of hypoxia and inflammation led
to the question how/if HIFs are involved in macrophage
plasticity. Takeda and colleagues were the first to address this
point and intriguingly found that HIF-1a and HIF-2« con-
tributed to macrophage polarization in opposing ways [94].
While Thl cytokine-induced M1 skewing of murine BMDM
is paralleled by HIF-la protein stabilization, M2 induction
with interleukin-4 resulted in HIF-2« protein accumulation
[94]. While hypoxia potentiated this response, the cytokine-
induced HIF stabilization was clearly detectable under nor-
moxic conditions, further supporting the notion of hypoxia-
independent HIF accumulation. Analysis of HIF-1«x- or HIF-
2a-deficient murine macrophages further strengthened the
opposing roles of the la and 2« isoform for macrophage
polarization [94]. It is important to note that macrophage
polarization was not the focus of the experimental setup
applied by the Johnson group as their primary goal was to
unravel the role of HIFs for NO homeostasis in macrophages.
In principle, two factors determine extracellular NO abun-
dance (via competition for the precursor L-arginine): the
family of NO synthases (most prominently iNOS) produces
NO while arginase-1 metabolizes L-arginine into ornithine
and polyamines, effectively reducing extracellular NO levels
[95]. Interestingly, these factors are differently expressed
in polarized macrophages: iNOS in Ml and arginase-1 in
(murine) M2 macrophages [93, 96]. Via the identification of

arginase-1 as a HIF-2« target gene, Takeda et al. provided a
molecular mechanism for the opposing effect of the HIFs on
macrophage polarization. It was first reported in the late 1980s
that activated murine macrophages are able to kill tumor
cells via iNOS-derived NO [97, 98]. The rapid progression
of the majority of malignant tumors led to the assumption
that macrophage-mediated killing is somehow compromised
during malignant progression [95]. Indeed, it could be shown
that NO production in many tumors is reduced due to
diminished iNOS activity in macrophages [99]. Convincing
data from independent research groups argue for a time-
or stage-dependent effect: at early stages, (M1) macrophage-
derived NO results in tumor cell killing. Dying tumor
cells release various factors (e.g., TGF-p, interleukin-10,
or sphingosine-1-phosphate) that lead to M2 polarization
of macrophages, which express high levels of arginase-1,
ultimately resulting in reduced intratumoral NO abundance,
thus contributing to tumor progression [95]. The work by
Takeda et al. complements as well as expands this concept by
pointing to HIF-2« as an important molecular mechanism in
the switch from M1 to M2 during tumor progression. Using
spheroids from human breast cancer cells, Werno and col-
leagues presented additional experimental evidence for a role
of HIF-1« for Ml polarization [100]. In vivo confirmation of
these results is missing thus far, but as more and more reliable
antibodies against M1/M2-specific markers are available and
FACS-based characterization of the tumor immune infiltrate
prevails this should only be a matter of time.

11. Tumor-Associated Macrophages (TAMs)

Hypoxia is a hallmark of solid tumor formation and a
potent driver of the malignant phenotype. In certain entities,
cervical, breast, prostate, and head and neck cancer as well
as melanoma, hypoxia represents an independent prognostic
factor [101]. Macrophages are attracted by and accumulate
in hypoxic regions and intratumoral hypoxia is a pivotal
regulator of TAM function [102, 103]. Among these, angio-
genesis induction is probably the best studied phenomenon.
In human breast cancer, the proangiogenic factor VEGF-A
is expressed almost exclusively in macrophages in hypoxic
areas, a process largely dependent on HIF-1«, as suggested by
experiments performed with murine macrophages [32, 104].
In addition to VEGF-A, the expression of additional proan-
giogenic molecules in TAMs like basic fibroblast growth
factor (bFGF), CXCLS8/IL-8, adrenomedullin, and matrix
metalloproteinase 9 (MMP-9) is induced by hypoxia in a HIF-
la-dependent manner [105]. Furthermore, HIF-1 activity was
shown to enhance the expression of the chemokine CXCL12
and of its receptor CXCR4, both crucially involved in angio-
genesis and cancer metastasis [106]. Angiogenesis inhibitors
were among the first molecular targeted drugs approved
for cancer therapy and their market launch was paralleled
by enormous expectations. Unfortunately, initial enthusiasm
soon dissipated as the antiproliferative efficacy did not meet
the anticipations [107, 108]. The demonstration of enhanced
hypoxia and HIF stabilization in rodent tumor models upon
application of angiogenesis inhibitors lead to the assump-
tion that HIFs are causally involved in the resistance to



antiangiogenic therapy [109]. It was subsequently shown by
various groups that inhibition of HIF-1 was able to enhance
the efficacy of angiogenesis inhibitors [110-112]. Clinical stud-
ies are under way to confirm these observations in patients
with advanced cancers [113]. Besides angiogenesis, TAMs are
able to fuel cancer progression via their suppressive effect on
adaptive immunity [114]. Macrophages play a crucial role in
this setting as they can inhibit T cell-mediated tumor cell
killing in a hypoxia/HIF-la-dependent manner.

Compared to the available information on HIF-1«, the
importance of HIF-2« for TAM biology has been explored
to a far lesser extent. An immunohistochemical study with
human breast cancer samples displayed HIF-2« protein in
TAMs and reported a correlation between high TAM HIF-2«
and tumor vascularity and tumor grade [115]. The same group
showed HIF-2a-positive TAMs in human head and neck
squamous carcinoma, albeit without association with clinical
parameters [116]. Celeste Simon and coworkers used condi-
tional gene targeting to address the functional importance
of HIF-2ar in TAMs. Myeloid-specific loss of HIF-2« resulted
in reduced numbers of TAMs in two murine model systems
(DEN-induced liver tumors and inflammation-associated
intestinal tumors (via AOM+DSS)) [33]. The authors identi-
fied reduced migratory and invasive ability of macrophages
as the underlying mechanisms. Interestingly, intracellular
ATP levels were not affected, in contrast to macrophages
displaying a functional loss of HIF-1« [32]. Murine intestine
is currently the best studied organ with respect to the role of
HIF-2« in inflammatory and proliferative conditions and the
existing data were comprehensively summarized in a recent
review [117].

12. Macrophages in Other
Inflammatory Diseases

Rheumatoid arthritis (RA) is a chronic inflammatory joint
disease that causes bone and cartilage destruction. Hypoxia
occurs in the course of RA in synovial tissues, potentially
affecting inflammation, angiogenesis, synovial responses, and
resolution [118, 119]. Increased HIF-la protein levels were
detected in macrophages of RA patients [120] and myeloid-
specific deletion of HIF-1a reduces joint swelling and inflam-
matory activity in a murine arthritis model [32].

Despite impressive improvements in therapy and pre-
vention, cardiovascular diseases are still the leading cause
of death in developed countries. Atherosclerosis is a pivotal
process in the pathogenesis of cardiovascular diseases and
inflammation is centrally involved in atherosclerosis devel-
opment. Interestingly, a causal role for hypoxia in the patho-
genesis of atherosclerotic plaque formation was hypothesized
more than 60 years ago [121]. Indeed, while the healthy arte-
rial media is already characterized by reduced oxygen par-
tial pressure (20-50 mmHg), even lower values have been
measured in atherosclerotic plaques [122, 123]. Macrophages
with ingested lipids (foam cells) are a histopathological
hallmark of atherosclerotic plaques. Numerous studies have
analyzed the role of HIF-1o in macrophages and foam cells
for processes important in atherosclerosis development
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(reviewed in [124]). While the majority of these studies sug-
gest a functional importance of HIF-1«, in vivo studies with
macrophage-specific HIFla null mice have failed to confirm
this notion. Unfortunately, the results of these studies have
thus far only been presented on scientific conferences and not
as peer-reviewed publications. Hence, a causal role of HIF-
la in macrophages for the pathogenesis of atherosclerosis
remains elusive at this time.

13. Potential Therapeutic Implications

The protumorigenic role of hypoxia, the functional connec-
tion of HIFs with “cancer genes,” and the observation that the
majority of HIF-regulated biological pathways are positively
associated with the malignant phenotype made the HIFs an
attractive target for drug development [125]. Currently, 75
studies are listed in https://www.clinicaltrials.gov/ that aim
to analyze the efficacy of HIF-1 inhibitors for a wide spec-
trum of diseases, for example, cancer, wound healing, and
cardiovascular diseases. As outlined above, anticancer molec-
ular targeted drugs were thus far not able to meet the
gigantic expectations associated with their approval. Against
this background it would not be surprising to observe resis-
tance against and, subsequently, diminished antiproliferative
efficacy of HIF-targeting substances in the clinical setting.
Indeed, we and others have shown that cancer cells are able
to compensate for the loss of HIFs very effectively [126].
We therefore strongly believe that it is of crucial impor-
tance to analyze the mechanisms that underlie resistance/
compensation towards/of HIF inhibition in order to identify
combination partners with the potential to result in long-
lasting, effective, and well tolerable HIF-based cancer therapy.

14. Perspective

Hypoxia is a hallmark of the hostile microenvironment of
inflammation and macrophages and neutrophils, the chief
effectors of innate immunity, have evolved to cope with
and function in these conditions. Albeit several oxygen-
sensitive transcription factors have been described, tissue-
specific knock-out mouse models have enabled in-depth
deconstruction of the hypoxic response, demonstrating that
HIFs are absolutely essential for proper myeloid cell function
under hypoxic conditions. Compared with the large amount
of literature on the role of HIF-1q, the functional importance
of HIF-2« remains elusive for several inflammatory condi-
tions. Another key question is how effective HIF-modifying
agents will prove to be in the therapy of acute and chronic
inflammation and what kind of side effects will emerge.
Will resistance against HIF inhibitors result in diminished
antiproliferative or anti-inflammatory efficacy over time and
will we be able to deconstruct the underlying mechanisms
to design smart combination therapies? These questions,
among others, will have to be addressed in order to achieve
a successful translation of the exciting science that we had
the pleasure to witness after the initial publication of HIF-1
in 1992 and of HIF-2 five years later.



Mediators of Inflammation

Conflict of Interests

The authors declare that there is no conflict of interests
regarding the publication of this paper.

Acknowledgments

The authors are grateful to the other members of the Cramer
laboratory for helpful discussions. They apologize to those
colleagues whose work could not be mentioned due to space
constraints.

References

[1] L. G. Koch and S. L. Britton, “Aerobic metabolism underlies
complexity and capacity;” The Journal of Physiology, vol. 586, no.
1, pp. 83-95, 2008.

[2] H.E.Ryan,]J.Lo,andR. S. Johnson, “HIF-1« is required for solid
tumor formation and embryonic vascularization,” The EMBO
Journal, vol. 17, no. 11, pp. 3005-3015, 1998.

[3] A. Weidemann and R. S. Johnson, “Biology of HIF-1&,” Cell
Death and Differentiation, vol. 15, no. 4, pp. 621-627, 2008.

[4] N. R. Prabhakar and G. L. Semenza, “Oxygen sensing and
homeostasis,” Physiology, vol. 30, pp. 340-348, 2015.

[5] K. A. Webster, “Hypoxia: life on the edge,” Antioxidants & Redox
Signaling, vol. 9, no. 9, pp. 1303-1307, 2007.

[6] A. Palazon, A. W. Goldrath, V. Nizet, and R. S. Johnson, “HIF
transcription factors, inflammation, and immunity;” Immunity,
vol. 41, no. 4, pp. 518-528, 2014.

[7]1 A. S. Zinkernagel, R. S. Johnson, and V. Nizet, “Hypoxia
inducible factor (HIF) function in innate immunity and infec-
tion,” Journal of Molecular Medicine, vol. 85, no. 12, pp. 1339-
1346, 2007.

[8] C. Murdoch, M. Muthana, S. B. Coffelt, and C. E. Lewis, “The
role of myeloid cells in the promotion of tumour angiogenesis,”
Nature Reviews Cancer, vol. 8, no. 8, pp. 618-631, 2008.

[9] T. A. Wynn and L. Barron, “Macrophages: master regulators of
inflammation and fibrosis,” Seminars in Liver Disease, vol. 30,
no. 3, pp. 245-257, 2010.

[10] H. K. Eltzschig and P. Carmeliet, “Hypoxia and inflammation,”
The New England Journal of Medicine, vol. 364, no. 7, pp. 656—
665, 2011.

[11] R. G. Sawyer, M. D. Spengler, R. B. Adams, and T. L. Pruett,
“The peritoneal environment during infection. The effect of
monomicrobial and polymicrobial bacteria on pO, and pH,
Annals of Surgery, vol. 213, no. 3, pp. 253-260, 1991.

[12] A. Ott, “Inflammation and transcutaneous measurement of
oxygen pressure in dermatology, Advances in Experimental
Medicine and Biology, vol. 220, pp. 79-82, 1987.

(13] I. A. Silver, “Measurement of pH and ionic composition of
pericellular sites,” Philosophical Transactions of the Royal Society
of London. Series B: Biological sciences, vol. 271, no. 912, pp. 261-
272,1975.

(14] E. L. Campbell, W. J. Bruyninckx, C. J. Kelly et al., “Transmi-
grating neutrophils shape the mucosal microenvironment
through localized oxygen depletion to influence resolution of
inflammation,” Immunity, vol. 40, no. 1, pp. 66-77, 2014.

(15] W. Ertel, M. H. Morrison, A. Ayala, and I. H. Chaudry, “Hypox-
emia in the absence of blood loss or significant hypotension
causes inflammatory cytokine release;” The American Journal of

Physiology—Regulatory Integrative and Comparative Physiology,
vol. 269, no. 1, pp. R160-R166, 1995.

[16] G. Hartmann, M. Tschop, R. Fischer et al., “High altitude
increases circulating interleukin-6, interleukin-1 receptor an-
tagonist and C-reactive protein,” Cytokine, vol. 12, no. 3, pp.
246-252,2000.

[17] J.S. Lewis, J. A. Lee, J. C. E. Underwood, A. L. Harris, and C. E.
Lewis, “Macrophage responses to hypoxia: relevance to disease
mechanisms,” Journal of Leukocyte Biology, vol. 66, no. 6, pp.
889-900, 1999.

[18] M. De Perrot, Y. Sekine, S. Fischer et al., “Interleukin-8 release
during early reperfusion predicts graft function in human lung
transplantation,” American Journal of Respiratory and Critical
Care Medicine, vol. 165, no. 2, pp. 211-215, 2002.

[19] B. Kriiger, S. Krick, N. Dhillon et al., “Donor toll-like receptor
4 contributes to ischemia and reperfusion injury following
human kidney transplantation,” Proceedings of the National
Academy of Sciences of the United States of America, vol. 106, no.
9, pp. 3390-3395, 2009.

[20] C. Brigati, B. Banelli, A. di Vinci et al., “Inflammation, HIF-
1, and the epigenetics that follows,” Mediators of Inflammation,
vol. 2010, Article ID 263914, 5 pages, 2010.

[21] R.S.Parra, A.H.Lopes, E. U. Carreira etal., “Hyperbaric oxygen
therapy ameliorates TNBS-induced acute distal colitis in rats,”
Medical Gas Research, vol. 5, no. 1, article 6, 2015.

[22] P.Hindrycks, L. Devisscher, D. Laukens, K. Venken, H. Peeters,
and M. De Vos, “Intrarectal administration of oxygenated per-
fluorodecalin promotes healing of murine colitis by targeting
inflammatory hypoxia,” Laboratory Investigation, vol. 91, no. 9,
pp. 1266-1276, 2011,

[23] P. A. Levene and G. M. Meyer, “On the action of leucocytes
on glucose, second communication,” The Journal of Biological
Chemistry, vol. 12, pp. 265-273,1912.

[24] P. A. Levene and G. M. Meyer, “The action of leucocytes on
glucose,” The Journal of Biological Chemistry, vol. 11, pp. 361-370,
1912.

[25] W. Fleischmann and F. Kubowitz, “Uber den stoffwechsel der
leukocyten,” Biochemische Zeitschrift, vol. 181, article 395, 1927.

[26] A.Bakker, “Einige tibereinstimmungen im stoffwechsel der car-
cinomzellen und exsudatleukocyten,” Klinische Wochenschrift,
vol. 6, no. 6, pp. 252-254, 1927.

[27] W. Kempner, “The nature of leukemic blood cells as determined
by their metabolism,” The Journal of Clinical Investigation, vol.
18, no. 3, pp. 291-300, 1939.

[28] E.P. Cummins and C. T. Taylor, “Hypoxia-responsive transcrip-
tion factors,” Pflugers Archiv, vol. 450, no. 6, pp. 363-371, 2005.

[29] G.L.Semenza, “Oxygen sensing, hypoxia-inducible factors, and

disease pathophysiology,” Annual Review of Pathology, vol. 9, pp.

47-71, 2014.

B. Keith, R. S. Johnson, and M. C. Simon, “HIFl« and HIF2a:

sibling rivalry in hypoxic tumour growth and progression,”

Nature Reviews Cancer, vol. 12, no. 1, pp. 9-22, 2012.

[31] B. E. Clausen, C. Burkhardt, W. Reith, R. Renkawitz, and I.
Forster, “Conditional gene targeting in macrophages and granu-
locytes using LysMcre mice,” Transgenic Research, vol. 8, no. 4,
pp. 265-277,1999.

[32] T.Cramer, Y. Yamanishi, B. E. Clausen et al., “HIF-1c is essential
for myeloid cell-mediated inflammation,” Cell, vol. 112, no. 5, pp.
645-657, 2003.

[33] H. Z. Imtiyaz, E. P. Williams, M. M. Hickey et al., “Hypoxia-
inducible factor 2 regulates macrophage function in mouse

(30



(36]

(37]

(38]

(39]

[42]

N
2

[44]

(45]

[46]

(47]

(48]

models of acute and tumor inflammation,” The Journal of Clin-
ical Investigation, vol. 120, no. 8, pp. 2699-2714, 2010.

E. Kolaczkowska and P. Kubes, “Neutrophil recruitment and
function in health and inflammation,” Nature Reviews Immu-
nology, vol. 13, no. 3, pp. 159-175, 2013.

H. Rosen, J. R. Crowley, and J. W. Heinecke, “Human neu-
trophils use the myeloperoxidase-hydrogen peroxide-chloride
system to chlorinate but not nitrate bacterial proteins during
phagocytosis,” The Journal of Biological Chemistry, vol. 277, no.
34, pp. 30463-30468, 2002.

C. W. Baldridge and R. W. Gerhard, “The extra respiration of
phagocytosis,” American Journal of Physiology, vol. 103, pp. 235-
236,1933.

J. Karhausen, V. H. Haase, and S. P. Colgan, “Inflammatory
hypoxia: role of hypoxia-inducible factor,” Cell Cycle, vol. 4, no.
2, pp. 256258, 2005.

S. R. Walmsley, C. Print, N. Farahi et al., “Hypoxia-induced
neutrophil survival is mediated by HIF-lx-dependent NF-«xB
activity, The Journal of Experimental Medicine, vol. 201, no. 1,
pp. 105-115, 2005.

T. Kong, H. K. Eltzschig, J. Karhausen, S. P. Colgan, and C.
S. Shelley, “Leukocyte adhesion during hypoxia is mediated
by HIF-1-dependent induction of 32 integrin gene expression,”
Proceedings of the National Academy of Sciences of the United
States ofAmerica, vol. 101, no. 28, pp. 10440-10445, 2004.

C. Peyssonnaux, V. Datta, T. Cramer et al., “HIF-1a expression
regulates the bactericidal capacity of phagocytes,” The Journal of
Clinical Investigation, vol. 115, no. 7, pp. 1806-1815, 2005.

A. A.R. Thompson, P. M. Elks, H. M. Marriott et al., “Hypoxia-
inducible factor 2« regulates key neutrophil functions in
humans, mice, and zebrafish,” Blood, vol. 123, no. 3, pp. 366-376,
2014.

H. Schmidt, L. Bastholt, P. Geertsen et al., “Elevated neutrophil
and monocyte counts in peripheral blood are associated with
poor survival in patients with metastatic melanoma: a prognos-
tic model,” British Journal of Cancer, vol. 93, no. 3, pp. 273-278,
2005.

A. Bellocq, M. Antoine, A. Flahault et al., “Neutrophil alveolitis
in bronchioloalveolar carcinoma: induction by tumor-derived
interleukin-8 and relation to clinical outcome,” The American
Journal of Pathology, vol. 152, no. 1, pp. 83-92, 1998.

J. Atzpodien and M. Reitz, “Peripheral blood neutrophils as
independent immunologic predictor of response and long-
term survival upon immunotherapy in metastatic renal-cell
carcinoma,” Cancer Biotherapy & Radiopharmaceuticals, vol. 23,
no. 1, pp. 129-134, 2008.

M. D. Reid, O. Basturk, D. Thirabanjasak et al., “Tumor-infil-
trating neutrophils in pancreatic neoplasia,” Modern Pathology,
vol. 24, no. 12, pp. 1612-1619, 2011.

G. Fossati, G. Ricevuti, S. W. Edwards, C. Walker, A. Dalton, and
M. L. Rossi, “Neutrophil infiltration into human gliomas,” Acta
Neuropathologica, vol. 98, no. 4, pp. 349-354, 1999.

R. A. Caruso, R. Bellocco, M. Pagano, G. Bertoli, L. Rigoli, and
C. Inferrera, “Prognostic value of intratumoral neutrophils in
advanced gastric carcinoma in a high-risk area in Northern
Italy,” Modern Pathology, vol. 15, no. 8, pp. 831-837, 2002.

A. Casazza, G. Di Conza, M. Wenes, V. Finisguerra, S. Deschoe-
maeker, and M. Mazzone, “Tumor stroma: a complexity dic-
tated by the hypoxic tumor microenvironment,” Oncogene, vol.
33, no. 14, pp. 1743-1754, 2014.

Mediators of Inflammation

[49] Z. G. Fridlender and S. M. Albelda, “Tumor-associated neu-

[54

[58

[59

(60

[61

(62

(63

]

]

]

]

]

]

]

trophils: friend or foe?” Carcinogenesis, vol. 33, no. 5, pp. 949-
955, 2012.

A. D. Gregory and A. McGarry Houghton, “Tumor-associated
neutrophils: new targets for cancer therapy;” Cancer Research,
vol. 71, no. 7, pp. 2411-2416, 2011.

K. A. Milhoan, T. A. Lane, and C. M. Bloor, “Hypoxia induces
endothelial cells to increase their adherence for neutrophils: role
of PAE) American Journal of Physiology—Heart and Circulatory
Physiology, vol. 263, no. 3, pp. H956-H962, 1992.

N. A. Atai, M. Bansal, C. Lo et al., “Osteopontin is up-regulated
and associated with neutrophil and macrophage infiltration in
glioblastoma,” Immunology, vol. 132, no. 1, pp. 39-48, 2011.

M. Kunz, A. Hartmann, E. Flory et al., “Anoxia-induced up-
regulation of interleukin-8 in human malignant melanoma.
A potential mechanism for high tumor aggressiveness,” The
American Journal of Pathology, vol. 155, no. 3, pp. 753-763, 1999.
Q. Shi, J. L. Abbruzzese, S. Huang, I. J. Fidler, Q. Xiong, and
K. Xie, “Constitutive and inducible interleukin 8 expression by
hypoxia and acidosis renders human pancreatic cancer cells
more tumorigenic and metastatic,” Clinical Cancer Research,
vol. 5, no. 11, pp. 3711-3721, 1999.

K. G. Elpek, V. Cremasco, H. Shen et al., “The tumor microen-
vironment shapes lineage, transcriptional, and functional diver-
sity of infiltrating myeloid cells,” Cancer Immunology Research,
vol. 2, no. 7, pp. 655-668, 2014.

A. M. Houghton, D. M. Rzymkiewicz, H. Ji et al., “Neutrophil
elastase-mediated degradation of IRS-1 accelerates lung tumor
growth,” Nature Medicine, vol. 16, no. 2, pp. 219-223, 2010.
N.N. McGovern, A.S. Cowburn, L. Porter et al., “Hypoxia selec-
tively inhibits respiratory burst activity and killing of Staphylo-
coccus aureus in human neutrophils,” Journal of Immunology,
vol. 186, no. 1, pp. 453-463, 2011.

Y. Tsuda, H. Takahashi, M. Kobayashi, T. Hanafusa, D. N.
Herndon, and E Suzuki, “Three different neutrophil subsets
exhibited in mice with different susceptibilities to infection by
methicillin-resistant Staphylococcus aureus,” Immunity, vol. 21,
no. 2, pp. 215-226, 2004.

T. Yoshida, Y. Tsuda, D. Takeuchi, M. Kobayashi, R. B. Pollard,
and E Suzuki, “Glycyrrhizin inhibits neutrophil-associated gen-
eration of alternatively activated macrophages,” Cytokine, vol.
33, no. 6, pp. 317-322, 2006.

7. G. Fridlender, J. Sun, S. Kim et al., “Polarization of tumor-
associated neutrophil phenotype by TGF-beta: ‘NI’ versus ‘N2’
TAN;” Cancer Cell, vol. 16, no. 3, pp. 183-194, 2009.

H. L. Wright, R. J. Moots, R. C. Bucknall, and S. W. Edwards,
“Neutrophil function in inflammation and inflammatory dis-
eases,” Rheumatology, vol. 49, no. 9, pp. 1618-1631, 2010.

W. Mohr, H. Westerhellweg, and D. Wessinghage, “Polymor-
phonuclear granulocytes in rheumatic tissue destruction. IIIL.
An electron microscopic study of PMNs at the pannus-cartilage
junction in rheumatoid arthritis,” Annals of the Rheumatic
Diseases, vol. 40, no. 4, pp. 396-399, 1981.

H. Wittkowski, D. Foell, E. af Klint et al., “Effects of intra-
articular corticosteroids and anti-TNF therapy on neutrophil
activation in rheumatoid arthritis” Annals of the Rheumatic
Diseases, vol. 66, no. 8, pp- 1020-1025, 2007.

J. Cedergren, T. Forslund, T. Sundgqyvist, and T. Skogh, “Intra-
cellular oxidative activation in synovial fluid neutrophils from
patients with rheumatoid arthritis but not from other arthritis
patients,” The Journal of Rheumatology, vol. 34, no. 11, pp. 2162—
2170, 2007.



Mediators of Inflammation

[65] S. K. Ramaiah and H. Jaeschke, “Role of neutrophils in the
pathogenesis of acute inflammatory liver injury,” Toxicologic
Pathology, vol. 35, no. 6, pp. 757-766, 2007.

[66] Z.-X. Liu, D. Han, B. Gunawan, and N. Kaplowitz, “Neutrophil
depletion protects against murine acetaminophen hepatotoxic-
ity Hepatology, vol. 43, no. 6, pp. 1220-1230, 2006.

[67] T. Hasegawa, E. Malle, A. Farhood, and H. Jaeschke, “Gen-
eration of hypochlorite-modified proteins by neutrophils dur-
ing ischemia-reperfusion injury in rat liver: attenuation by
ischemic preconditioning,” The American Journal of Phys-
iology—Gastrointestinal and Liver Physiology, vol. 289, no. 4, pp.
G760-G767, 2005.

[68] H. Jaeschke, A. Farhood, and C. W. Smith, “Neutrophils con-
tribute to ischemia/reperfusion injury in rat liver in vivo,” The
FASEB Journal, vol. 4, no. 15, pp. 3355-3359, 1990.

[69] A. P. Bautista, “Neutrophilic infiltration in alcoholic hepatitis,”
Alcohol, vol. 27, no. 1, pp. 17-21, 2002.

[70] H. Jaeschke, “Neutrophil-mediated tissue injury in alcoholic
hepatitis,” Alcohol, vol. 27, no. 1, pp. 23-27, 2002.

[71] A. Banerjee, U. M. Apte, R. Smith, and S. K. Ramaiah, “Higher
neutrophil infiltration mediated by osteopontin is a likely
contributing factor to the increased susceptibility of females to
alcoholic liver disease;” The Journal of Pathology, vol. 208, no. 4,
pp. 473-485, 2006.

[72] P.W.Ludwig, B. A. Schwartz, J. R. Hoidal, and D. E. Niewoehner,
“Cigarette smoking causes accumulation of polymorphonuclear
leukocytes in alveolar septum,” American Review of Respiratory
Disease, vol. 131, no. 6, pp- 828-830, 1985.

[73] A. Pesci, M. Majori, A. Cuomo et al., “Neutrophils infiltrating
bronchial epithelium in chronic obstructive pulmonary dis-
ease,” Respiratory Medicine, vol. 92, no. 6, pp. 863-870, 1998.

[74] D. Stinescu, A. Sanna, C. Veriter et al., “Airways obstruction,
chronic expectoration, and rapid decline of FEV1in smokers are
associated with increased levels of sputum neutrophils,” Thorax,
vol. 51, no. 3, pp. 267-271, 1996.

[75] P.]. Barnes, “The cytokine network in chronic obstructive pul-
monary disease,” American Journal of Respiratory Cell and
Molecular Biology, vol. 41, no. 6, pp. 631-638, 2009.

[76] S. Hodge, G. Hodge, R. Scicchitano, P. N. Reynolds, and M.
Holmes, “Alveolar macrophages from subjects with chronic
obstructive pulmonary disease are deficient in their ability to
phagocytose apoptotic airway epithelial cells,” Immunology and
Cell Biology, vol. 81, no. 4, pp. 289-296, 2003.

[77] T.R.Richens, D.]. Linderman, S. A. Horstmann et al., “Cigarette
smoke impairs clearance of apoptotic cells through oxidant-
dependent activation of RhoA,” American Journal of Respiratory
and Critical Care Medicine, vol. 179, no. 11, pp. 1011-1021, 2009.

[78] H.-Y. Fang, R. Hughes, C. Murdoch et al., “Hypoxia-inducible
factors 1and 2 are important transcriptional effectors in primary
macrophages experiencing hypoxia,” Blood, vol. 114, no. 4, pp.
844-859, 2009.

[79] K. L. Talks, H. Turley, K. C. Gatter et al., “The expression and
distribution of the hypoxia-inducible factors HIF-1oe and HIF-
20 in normal human tissues, cancers, and tumor-associated
macrophages,” The American Journal of Pathology, vol. 157, no.
2, pp. 411-421, 2000.

[80] S. Frede, C. Stockmann, P. Freitag, and ]. Fandrey, “Bacterial
lipopolysaccharide induces HIF-1 activation in human mono-
cytes via p44/42 MAPK and NF-«B,” The Biochemical Journal,
vol. 396, no. 3, pp. 517-527, 2006.

(81]

(83

(86]

(87]

(90]

[91]

[92]

[95]

(96]

C. C. Blouin, E. L. Pagé, G. M. Soucy, and D. E. Richard,
“Hypoxic gene activation by lipopolysaccharide in macro-
phages: implication of hypoxia-inducible factor 1&,” Blood, vol.
103, no. 3, pp. 1124-1130, 2004.

V. V. Sumbayev and S. A. Nicholas, “Hypoxia-inducible factor 1
as one of the ‘signaling drivers’ of Toll-like receptor-dependent
and allergic inflammation,” Archivum Immunologiae et Thera-
piae Experimentalis, vol. 58, no. 4, pp. 287-294, 2010.

J. Kuhlicke, J. S. Frick, J. C. Morote-Garcia, P. Rosenberger,
and H. K. Eltzschig, “Hypoxia inducible factor (HIF)-1 coordi-
nates induction of Toll-like receptors TLR2 and TLR6 during
hypoxia,” PLoS ONE, vol. 2, no. 12, Article ID el364, 2007.

S. Y. Kim, Y. J. Choi, S. M. Joung, B. H. Lee, Y.-S. Jung, and
J. Y. Lee, “Hypoxic stress up-regulates the expression of Toll-
like receptor 4 in macrophages via hypoxia-inducible factor,”
Immunology, vol. 129, no. 4, pp. 516-524, 2010.

S. Sinha, N. Koul, D. Dixit, V. Sharma, and E. Sen, “IGF-1
induced HIF-1a-TLR9 cross talk regulates inflammatory
responses in glioma,” Cellular Signalling, vol. 23, no. 11, pp.
1869-1875, 2011.

V. V. Sumbayev, “LPS-induced Toll-like receptor 4 signalling
triggers cross-talk of apoptosis signal-regulating kinase 1
(ASK1) and HIF-la protein,” FEBS Letters, vol. 582, no. 2, pp.
319-326, 2008.

S. A. Nicholas and V. V. Sumbayev, “The involvement of hyp-
oxia-inducible factor 1 alpha in Toll-like receptor 7/8-mediated
inflammatory response,” Cell Research, vol. 19, no. 8, pp. 973-
983, 2009.

A. Paone, R. Galli, C. Gabellini et al., “Toll-like receptor 3 reg-
ulates angiogenesis and apoptosis in prostate cancer cell lines
through hypoxia-inducible factor 1«,” Neoplasia, vol. 12, no. 7,
pp. 539-549, 2010.

C. Gasparini and M. Feldmann, “NF-«B as a target for modu-
lating inflammatory responses,” Current Pharmaceutical Design,
vol. 18, no. 35, pp. 5735-5745, 2012.

J. Rius, M. Guma, C. Schachtrup et al., “NF-xB links innate
immunity to the hypoxic response through transcriptional reg-
ulation of HIF-1e,” Nature, vol. 453, no. 7196, pp. 807-811, 2008.

B. Burke, N. Tang, K. P. Corke et al., “Expression of HIF-lx by
human macrophages: implications for the use of macrophages
in hypoxia-regulated cancer gene therapy, The Journal of
Pathology, vol. 196, no. 2, pp. 204-212, 2002.

T. D. Eubank, J. M. Roda, H. Liu, T. O'Neil, and C. B. Marsh,
“Opposing roles for HIF-lee and HIF-2e in the regulation of
angiogenesis by mononuclear phagocytes,” Blood, vol. 117, no.
1, pp. 323-332, 2011.

A. Sica, M. Erreni, P. Allavena, and C. Porta, “Macrophage
polarization in pathology;,” Cellular and Molecular Life Sciences,
vol. 72, no. 21, pp. 4111-4126, 2015.

N. Takeda, E. L. O'Dea, A. Doedens et al., “Differential acti-
vation and antagonistic function of HIF-« isoforms in macro-
phages are essential for NO homeostasis,” Genes & Develop-
ment, vol. 24, no. 5, pp. 491-501, 2010.

A. Weigert and B. Brune, “Nitric oxide, apoptosis and macro-
phage polarization during tumor progression,” Nitric Oxide:
Biology and Chemistry, vol. 19, pp. 95-102, 2008.

P. Loke, M. G. Nair, J. Parkinson, D. Guiliano, M. Blaxter, and J.
E. Allen, “IL-4 dependent alternatively-activated macrophages
have a distinctive in vivo gene expression phenotype,” BMC
Immunology, vol. 3, article 7, 2002.



10

[97]

(98]

(100]

[101]

[102]

(103]

[104

[105]

(106]

[107]

(108]

[109]

(110

[111]

[112]

J. B. Hibbs Jr., R. R. Taintor, and Z. Vavrin, “Macrophage cyto-
toxicity: role for L-arginine deiminase and imino nitrogen
oxidation to nitrite;” Science, vol. 235, no. 4787, pp. 473-476,
1987.

R. Keller, M. Geiges, and R. Keist, “L-arginine-dependent react-
ive nitrogen intermediates as mediators of tumor cell killing
by activated macrophages,” Cancer Research, vol. 50, no. 5, pp.
1421-1425, 1990.

M. R. Dinapoli, C. L. Calderon, and D. M. Lopez, “The altered
tumoricidal capacity of macrophages isolated from tumor-
bearing mice is related to reduce expression of the inducible
nitric oxide synthase gene,” Journal of Experimental Medicine,
vol. 183, no. 4, pp. 1323-1329, 1996.

C. Werno, H. Menrad, A. Weigert et al., “Knockout of HIF-1« in
tumor-associated macrophages enhances M2 polarization and
attenuates their pro-angiogenic responses,” Carcinogenesis, vol.
31, no. 10, pp. 1863-1872, 2010.

P. Vaupel and A. Mayer, “Hypoxia in cancer: significance and
impact on clinical outcome,” Cancer and Metastasis Reviews,
vol. 26, no. 2, pp- 225-239, 2007.

L. Turner, C. Scotton, R. Negus, and E Balkwill, “Hypoxia
inhibits macrophage migration,” European Journal of Immunol-
ogy, vol. 29, no. 7, pp. 2280-2287, 1999.

C. E. Lewis and J. W. Pollard, “Distinct role of macrophages in
different tumor microenvironments,” Cancer Research, vol. 66,
no. 2, pp. 605-612, 2006.

J. S. Lewis, R. J. Landers, J. C. E. Underwood, A. L. Harris, and
C. E. Lewis, “Expression of vascular endothelial growth factor
by macrophages is up-regulated in poorly vascularized areas of
breast carcinomas,” Journal of Pathology, vol. 192, no. 2, pp. 150
158, 2000.

C. Murdoch, A. Giannoudis, and C. E. Lewis, “Mechanisms
regulating the recruitment of macrophages into hypoxic areas
of tumors and other ischemic tissues,” Blood, vol. 104, no. 8, pp.
2224-2234,2004.

T. Schioppa, B. Uranchimeg, A. Saccani et al., “Regulation
of the chemokine receptor CXCR4 by hypoxia,” Journal of
Experimental Medicine, vol. 198, no. 9, pp. 1391-1402, 2003.

R. J. Gillies, D. Verduzco, and R. A. Gatenby, “Evolutionary
dynamics of carcinogenesis and why targeted therapy does not
work,” Nature Reviews Cancer, vol. 12, no. 7, pp. 487-493, 2012.

S. Lord and A. L. Harris, “Angiogenesis—still a worthwhile
target for breast cancer therapy?” Breast Cancer Research, vol.
12, supplement 4, article S19, 2010.

M. V. Blagosklonny, “Hypoxia-inducible factor: Achilles” heel of
antiangiogenic cancer therapy (review),” International Journal
of Oncology, vol. 19, no. 2, pp. 257-262, 2001.

Y. Liang, T. Zheng, R. Song et al., “Hypoxia-mediated sorafenib
resistance can be overcome by EF24 through Von Hippel-
Lindau tumor suppressor-dependent HIF-1e inhibition in hep-
atocellular carcinoma,” Hepatology, vol. 57, no. 5, pp. 1847-1857,
2013.

W. Jeong, S. R. Park, A. Rapisarda et al., “Weekly EZN-
2208 (PEGylated SN-38) in combination with bevacizumab
in patients with refractory solid tumors,” Investigational New
Drugs, vol. 32, no. 2, pp. 340-346, 2014.

L. Ma, G. Li, H. Zhu et al., “2-Methoxyestradiol synergizes with
sorafenib to suppress hepatocellular carcinoma by simultane-
ously dysregulating hypoxia-inducible factor-1 and -2, Cancer
Letters, vol. 355, no. 1, pp. 96-105, 2014.

[113]

[114]

[115]

[116]

(117]

(18]

[119]

[120]

[121]

(122

[123]

[124]

[125]

[126]

Mediators of Inflammation

G. S. Falchook, J. J. Wheler, A. Naing et al., “Targeting hypoxia-
inducible factor-lee (HIF-l&r) in combination with antiangio-
genic therapy: a phase I trial of bortezomib plus bevacizumab,”
Oncotarget, vol. 5, no. 21, pp. 10280-10292, 2014.

S. B. Coffelt, R. Hughes, and C. E. Lewis, “Tumor-associated
macrophages: effectors of angiogenesis and tumor progression,’
Biochimica et Biophysica Acta (BBA)—Reviews on Cancer, vol.
1796, no. 1, pp. 11-18, 2009.

R. D. Leek, K. L. Talks, E. Pezzella et al., “Relation of hypoxia-
inducible factor-2a (HIF-2«) expression in tumor-infiltrative
macrophages to tumor angiogenesis and the oxidative thymi-
dine phosphorylase pathway in human breast cancer,;” Cancer
Research, vol. 62, no. 5, pp. 1326-1329, 2002.

N.J. P. Beasley, R. Leek, M. Alam et al., “Hypoxia-inducible fac-
tors HIF-1ae and HIF-2« in head and neck cancer: relationship
to tumor biology and treatment outcome in surgically resected
patients,” Cancer Research, vol. 62, no. 9, pp. 2493-2497, 2002.
S. K. Ramakrishnan and Y. M. Shah, “Role of intestinal HIF-2«
in health and disease,” Annual Review of Physiology, vol. 78, pp.
301-325, 2016.

S. Konisti, S. Kiriakidis, and E. M. Paleolog, “Hypoxia—a key
regulator of angiogenesis and inflammation in rheumatoid
arthritis,” Nature Reviews Rheumatology, vol. 8, no. 3, pp. 153-
162, 2012.

K. Lund-Olesen, “Oxygen tension in synovial fluids,” Arthritis
and Rheumatism, vol. 13, no. 6, pp. 769-776, 1970.

A. P. Hollander, K. P. Corke, A. J. Freemont, and C. E. Lewis,
“Expression of hypoxia-inducible factor 1o by macrophages in
the rheumatoid synovium: implications for targeting of thera-
peutic genes to the inflamed joint,” Arthritis and Rheumatism,
vol. 44, no. 7, pp. 1540-1544, 2001.

W. C. Hueper, “Pathogenesis of atherosclerosis,” American Jour-
nal of Clinical Pathology, vol. 26, pp. 559-578, 1956.

J. Niinikoski, C. Heughan, and T. K. Hunt, “Oxygen tensions in
the aortic wall of normal rabbits,” Atherosclerosis, vol. 17, no. 3,
pp. 353359, 1973.

T. Bjornheden, M. Levin, M. Evaldsson, and O. Wiklund,
“Evidence of hypoxic areas within the arterial wall in vivo,
Arteriosclerosis, Thrombosis, and Vascular Biology, vol. 19, no. 4,
pp- 870-876, 1999.

C. S. Lim, S. Kiriakidis, A. Sandison, E. M. Paleolog, and A. H.
Davies, “Hypoxia-inducible factor pathway and diseases of the
vascular wall,” Journal of Vascular Surgery, vol. 58, no. 1, pp. 219-
230, 2013.

G. L. Semenza, “HIF-1 inhibitors for cancer therapy: from gene
expression to drug discovery,” Current Pharmaceutical Design,
vol. 15, no. 33, pp. 3839-3843, 20009.

N. Rohwer, E Bindel, C. Grimm et al., “Annexin Al sustains
tumor metabolism and cellular proliferation upon stable loss of
HIF1A,” Oncotarget, 2015.



