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1. Summary

1. Summary / Zusammenfassung
1.1. Summary

Most current attempts in engineering adipose tissue are based on the supplementation
with human or animal-derived sera. However, especially the use of animal-derived
serum is linked to many disadvantages, like potential contaminations, ethical issues
and in general the missing identification of many ingredients. Therefore, serum
supplementation impedes the actual application of engineered adipose tissue
constructs as implants, to substitute lost tissue after tumor resection, severe burnings
or trauma. Equally, due to a potential cover up of the cellular response by unidentified
components, it impairs the in vitro use of such models as test systems to elucidate
mechanisms of disease development, screen for new drugs or generally assess
pharmaceutical safety levels. To be capable for functional anastomosis with the host
tissue after implantation and for the use in time- and maturation-dependent in vitro
purposes, engineered constructs have to exhibit a minimum sustainability.

So far, only few authors addressed the serum-free, defined differentiation of
adipocytes. And there are hardly any trials available on the defined maintenance of
adipocytes. In this study, the development of a defined culture medium for the
adipogenic differentiation of primary human adipose-derived stem cells (ASCs) was
aimed. Based on the addition of specific factors for the replacement of serum, ASCs
were differentiated to viable and characteristic adipocytes for 14 days, which was
proven through the accumulation of lipids, the expression of perilipin A and by the
release of leptin and glycerol. Furthermore, a defined maintenance medium was
developed, which supported the maturation and stability of cells for a long-term period
of additional 42 days until day 56.

In order to pursue the goal of a physiological tissue substitute of relevant size, the
integration of a vascular component is of fundamental importance to allow sufficient
nutrient supply of all peripheral tissue areas. For this purpose, a natural vascular
system based on a cellular component would be ideal. Due to the lack of an adequate
co-culture medium, a major challenge in adipose tissue vascularization is represented
by the setup of an adipocyte/endothelial cell (EC) co-culture. In this study, the
development of a tissue-tailored co-culture medium based on adipocyte- and EC-
factors was developed. Thereby the critical role of epidermal growth factor (EGF) and

hydrocortisone (HC) in adipocyte/microvascular (mv)EC co-culture was determined.



1. Summary

Through the adjustment of their supplementation, a functional co-culture of adipocytes
and mvECs was achieved. In there, mvECs maintained the cell-specific expression of
von Willebrand factor (VWWF) and cluster of differentiation 31 (CD31). Additionally, cells
kept their ability to incorporate acetylated low density lipoprotein (acLDL). By
combining the experiences from both mentioned attempts, a defined adipocyte/EC co-
culture medium was developed. Next to the maintenance of functional and
characteristic adipocytes, the medium facilitated the formation of vascular-like
structures in the direct co-culture.

To be able to establish tissue constructs of relevant size, current in vitro attempts have
to be transferred to a three-dimensional (3D) environment. In this trial, a 3D adipose
tissue model was set up based on the differentiation of ASCs in a collagen type |
hydrogel in co-culture with mvECs for 21 days in total. The comparison of these models
with native adipose tissue demonstrated high accordance in the gene expression
levels related to differentiation and fatty acid metabolism. Some deviations were found
mostly in maturation-dependent genes linked to tissue functionality and angiogenic
mediation.

Differentiation and the maintenance of a homeostatic tissue state highly rely on the
physical and chemical characteristics of the applied scaffold. As another part, the
influence of a novel cellulose-based material (CBM) on defined adipogenic
differentiation of ASCs and the defined maintenance of mvECs was investigated in this
thesis. An accelerating effect of CBM on the defined differentiation of ASCs was proven
by enhanced release of leptin and the increased expression of perilipin A. CBM was
further shown to facilitate the formation of vascular-like structures by mvECs under
defined conditions in the absence of another supporting cell type. Additionally, the
successful co-culture of adipocytes and mvECs was demonstrated on CBM under
defined conditions.

Summarized, defined culture media for the differentiation, maintenance and co-culture
of primary ASC and mvECs were developed. The supporting effect of CBM on the
defined establishment of cultures was proven. Further the successful setup of a 3D
adipocyte/mvEC co-culture model with a high predictive power was shown. Combined
these achievements can be used for the in vitro setup of a 3D vascularized adipose

tissue under defined conditions.
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1.2. Zusammenfassung

Die meisten aktuellen Ansatze zum Aufbau eines kunstlichen Fettgewebekonstruktes
basieren auf dem Einsatz von Seren, tierischen oder humanen Ursprungs. Speziell die
Verwendung von tierischem Serum ist jedoch mit vielen Nachteilen verbunden. Dazu
zahlen potentielle Kontaminationen, grof3e Variationen zwischen den Chargen und die
vielen, nicht identifizierten Komponenten. Die Supplementierung mit Serum behindert
so den Einsatz von kinstlichen Fettgewebekonstrukten als Implantat zum Ersatz von
nativem Gewebe nach einer Tumorentfernung, schweren Verbrennungen oder
Traumata. In vitro Ansatze z.B. zur Aufklarung von Krankheitsentstehungen, der
Entwicklung oder Sicherheitseinstufung von Medikamenten, basieren auf der
zellularen Antwort, welche ebenfalls durch Serum-Komponenten verschleiert werden
kann. Zudem sollten Fettgewebekonstrukte eine grundsatzliche Stabilitat aufweisen
um nach der Implantation eine ausreichende Anastomose mit dem Empfangergewebe
und die Nutzung fur zeit- und reifeabhangige in vitro Fragestellungen zu ermdglichen.
Die definierte serumfreie Differenzierung von Adipozyten wurde bisher nur von
wenigen Autoren adressiert. Zum definierten Erhalt von Adipozyten sind kaum Studien
vorhanden. In dieser Arbeit wurde die Entwicklung definierter Kulturmedien fur die
adipogene Differenzierung humaner primarer Stammzellen aus dem Fettgewebe
(adipose-derived stem cells, ASCs) angestrebt. Durch die Zugabe von spezifischen
Faktoren als Alternative zu Serum, erfolgte eine 14-tagige Differenzierung zu viablen
und charakteristischen Adipozyten, was sich durch die Einlagerung von Lipiden, der
Expression von Perilipin A und der Freisetzung von Leptin und Glycerol bestatigen
lieR. Weiterhin wurde ein definiertes Erhaltungsmedium entwickelt, welches die
Reifung und Stabilitat der Adipozyten Uber einen langfristigen Kulturzeitraum von
42 Tagen bis zu Tag 56 unterstitzte.

Zur ausreichenden Versorgung, auch peripher gelegener Geweberegionen, ist die
Integration einer vaskularen Komponente beim Aufbau eines physiologischen
Gewebeersatzes in relevanter GroRRe fundamental. Idealerweise sollte das vaskulare
System aus einer natlrlichen, zellularen Komponente bestehen. Durch den Mangel
eines adaquaten Co-Kulturmediums, stellt der Aufbau einer Adipozyten/Endothelzell
(endothelial cell, EC) Co-Kultur bei der Vaskularisierung von Fettgewebe eine zentrale
Herausforderung dar. In dieser Arbeit wurde ein gewebespezifisches

Co-Kulturmedium mit Adipozyten- und EC-Faktoren entwickelt. Hierbei zeigte sich die
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1. Zusammenfassung

kritische Rolle vom epidermalen Wachstumsfaktor (epidermal growth factor, EGF) und
Hydrocortison (HC) in der Co-Kultur von Adipozyten und mikrovaskularen (mv)EC.
Durch die Supplementanpassung liel3 sich eine funktionelle Adipozyten/mvEC Co-
Kultur aufbauen. Darin erhielten die mvECs die zellspezifische Expression des von
Willebrand Faktors (VWF) und des Oberflachenmarkers 31 (Cluster of differentiation,
CD31). AuRerdem behielten sie die Fahigkeit zur Aufnahme von acetyliertem
Lipoprotein niedriger Dichte (acetylated low density liporotein, acLDL). Durch die
Erkenntnisse aus beiden Ansatzen liel3 sich ein definiertes Adipozyten/EC Co-Kultur-
medium entwickeln. Neben dem Erhalt funktioneller und charakteristischer Adipozyten,
unterstutze das Medium in direkter Co-Kultur die Ausbildung vaskularer Strukturen.
Zum Aufbau von Gewebekonstrukten relevanter GroRe ist die Uberfiihrung der
aktuellen Ansatze in eine dreidimensionale (3D) Umgebung notwendig. In dieser
Thesis wurde ein 3D Fettgewebekonstrukt mit differenzierten ASCs in einem Kollagen
Typ | Hydrogel in Co-Kultur mit mvECs Uber insgesamt 21 Tage aufgebaut. Im
Vergleich der Modelle mit nativem Gewebe zeigte sich eine groftenteils
Ubereinstimmende Expression von Genen, die mit der Differenzierung und dem
Fettstoffwechsel verbunden sind. Einige Abweichungen wurden hingegen bei zumeist
reifeabhangigen Genen, die im Zusammenhang mit der Gewebefunktionalitat und der
Koordination von angiogenen Prozessen stehen, festgestellt.

Die Differenzierung und eine homeostatische Gewebeerhaltung hangen maligeblich
von den physikalischen und chemischen Eigenschaften des eingesetzten Biomaterials
ab. In einem weiteren Teil dieser Thesis wurde der Einfluss eines neuartigen Cellulose-
basierten Materials (CBM) auf die definierte adipogene Differenzierung und die
definierte mvEC Erhaltung untersucht. Die erhdhte Ausschittung von Leptin und die
Expression von Perilipin A zeigte einen beschleunigenden Effekt von CBM auf die
Differenzierung von ASCs. Weiterhin ermoglichte CBM die Ausbildung vaskularer
Strukturen in der definierten Kultur ohne die Unterstitzung weiterer Zelltypen.
Schlief3lich gelang die definierte Co-Kultur von Adipozyten und mvECs auf CBM.
Zusammengefasst wurden in dieser Arbeit definierte Medien zur Differenzierung,
Erhaltung und Co-Kultur von primaren ASCs mit mvECs entwickelt. CBM zeigte einen
unterstutzenden Effekt im definierten Ansatz dieser Kulturen. Aulerdem gelang der
Aufbau einer 3D Adipozyten/mvEC Co-Kultur. In Kombination konnen diese
Ergebnisse zum Aufbau eines vaskularisierten 3D Fettgewebekonstruktes unter

definierten Bedingungen genutzt werden.
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2. Introduction
2.1. Human adipose tissue
21.1. Categories, location and structure

Fatty tissue comprises about 12 % to 25 % of the human body and can be divided into
brown (BAT) and white adipose tissue (WAT), with regard to its functionality [1]. BAT
is mainly responsible for heat production and mostly found in newborns. WAT serves
alongside with other functions as energy reservoir, heat insulation and mechanical
protection of organs [2, 3]. WAT may be further subdivided into visceral and
subcutaneous fatty tissue. While visceral fatty tissue is located next to and between
internal organs, subcutaneous fatty tissue is placed adjacently to the dermal layer on
top of connective and muscle tissue [4]. Visceral fat is known to produce more pro-
inflammatory cytokines while subcutaneous fat e. g. produces hormones like leptin [5].
Within WAT, several adipocytes are organized in lobuli, which are in turn separated
with reticular connective tissue [6, 7]. Human adipose tissue is a highly vascularized
organ, whereby each adipocyte is thought to be connected to the vascular system
through at least one capillary [8, 9].

2.1.2. Functions

The best known function of adipose tissue is the storage of energy in form of
triglycerides (TG), consisting of fatty acids (FA) and glycerol [10]. Next to this, adipose
tissue stabilizes the position of the inner organs and the musculoskeletal system as
support material, prevents shock damages and thermally insulates vital organs [10].
Adipose tissue additionally fulfills an endocrine function, which remained undetected
for a long time [11] leading to the neglection of the influence of adipose tissue on
metabolic processes of the body. Today, it is known that adipose tissue does not only
secrete lipids and free FAs but moreover releases hormones and thereby
communicates via an endocrine, paracrine or autocrine manner. The hormones leptin
and adiponectin (adipoQ), secreted by adipose tissue, e. g. regulate energy
expenditure and food intake, while apolipoprotein E and low-density lipoprotein (LDL)
mediate the transport of lipids. Adipose tissue is known to secrete cytokines and other
immunologically active factors like tumor necrosis factor- a (TNF-a), interleukin-6 (IL-

6) or resistin, known to modulate inflammation. Factors coordinating the reaction of the

5



2. Introduction

innate immune system, like adipsin or visfatin also originate from adipose tissue [2,
12].

2.2, Cells of human adipose tissue

Adipose tissue comprises a heterogeneous population of cell types (Figure 1),
embedded in an extracellular matrix (ECM). Mononuclear cells like macrophages
mediate adipose tissue inflammation [13]. Fibroblasts are found in the stroma and
participate in matrix production and tissue organization [14]. The characteristic
functions of adipose tissue like endocrine signaling and lipid storage are implemented
and mediated by the main cell types of adipose tissue, namely mature adipocytes (MA),

endothelial cells (EC) and their progenitors like adipose-derived stem cells (ASC).

—7
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Figure 1: Structure of human adipose tissue. Subcutaneous adipose tissue (subcutis) is
localized as third layer of the skin, below the epidermis and the dermis. Adipose tissue comprises
MAs and preadipocytes, organized in lobuli. Blood vessels including ECs cross through the
tissue. In the vasculogenic zone, perivascular cells respectively ASCs are situated. Cells are
embedded into the adipose tissue-specific ECM.

2.21. Adipocytes

With 30 % to 50 %, MAs are the most common cell type of adipose tissue [15].
Adipocytes are surrounded by an outer basal lamina which is produced by themselves
and consists of laminin, collagen type IV and heparansulfate-proteoglycanes, like
perlecan [16-18]. They include an unilocular vacuole [19] and can reach diameters of

50 ym to 100 um, when terminally differentiated [15]. Depending on the nutritional
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2. Introduction

status, adipocyte size may further increase up to pathophysiological levels of 200 um,
known as hypertrophy [20]. The incorporated lipid vacuole claims about 95 % of the
cell’s volume, wherefore the cytoplasm including the cell nucleus is displaced to the
cell wall [21]. A phospholipid-monolayer, including TGs and cholesterol esters, thereby
separates the lipid vacuole from the cytoplasm [22].

MAs are unable to proliferate [23] but may e. g. increase their lipid stores by lipogenesis
and decrease them by lipolysis or lipid release depending on the energy status [24].
Lipogenesis is triggered by insulin, which stimulates the intake of glucose from blood
into the cells via the glucose transporter-4 (GLUT-4), (compare Figure 2). Following
pyruvate dehydrogenase and the cyclic adenosine monophosphate (cAMP)
phosphodiesterase are activated [25]. The incorporated glucose is used to produce
glycerol-3-phosphate (G3P) via glycolysis. Equally, glucose is metabolized to pyruvate
and following citrate, which is used in the de novo lipogenesis of FAs by the adenosin
triphosphate (ATP) citrate lyase (ACLY) and the FA synthase (FAS) [26, 27].
Subsequently, TGs are esterified based on either these produced or on free FAs,
derived from diet or metabolic processes of the liver, in combination with G3P [24]. FAs
are thereby provided through FA binding protein-4 (FABP-4), lipoprotein lipase (LPL)
and FA transport protein-1 (FATP-1) and -4, which mediate the uptake of FAs from the
blood stream [28-30].

In contrast, the degradation of TGs, namely lipolysis is initiated by catecholamines, like
epinephrine, binding to B-adrenergic receptors. Following adenylyl cyclase, which is
elevating the intracellular concentration of CAMP, is activated. CAMP is responsible for
the phosphorylation of the hormone-sensitive lipase (HSL) which moves to the
membrane of lipid vacuoles and facilitates the hydrolysis of TGs to G3P and free
FAs [24]. Before this step is possible, perilipin A, a membrane protein covering about
20 % of the lipid vacuole of adipocytes and preventing the hydrolysis of TGs [31], is
equally phosphorylated and separates from the lipid vacuole membrane, pathing the
way for HSL. Next to the fluctuating increase and decrease of incorporated lipids,
adipocytes may also dedifferentiate to preadipocytes accompanied by the release of
all lipids [32], or they may become apoptotic. To compensate this reduction, new
adipocytes are formed. Consequently, adipose tissue undergoes a turnover rate of
about 10 % per year [20].
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Figure 2: Metabolic processes of human adipocytes during expansion and
reduction of lipid stores.

Adipocytes indicate the level of their stored lipids via the release of hormones, like
adipoQ or leptin. In a period of active lipogenesis, released leptin levels are
proportional to accumulated lipids and high leptin levels indicate a big volume of stored
lipids per cell. In contrast, adipoQ release indicates low lipid levels and stimulates
increased energy uptake and lipogenesis [33, 34]. However, increased leptin levels
might equally be initiated by glucocorticoids (GC) and insulin, showing a multi-
dependent production of the hormone [35].

2.2.2. Adipose-derived stem cells

Next to MAs, adipose tissue comprises adipose-derived stem cells (ASC). They are
classified as mesenchymal stem cells (MSC) and thereby share many surface antigens
with bone-marrow-derived (BM)-MSCs. According to the International Society for
Cellular Therapy, these cells show the expression of cluster of differentiation (CD) 73,
90 and 105, plastic adherence and a proliferative capacity. Additionally, ASCs
respectively MSCs are capable to differentiate along the mesodermal germ layer,
giving rise to not only adipocytes but also to chondrocytes, osteoblast and smooth

muscle cells [36].
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In vivo, ASCs are thought to reside within the vessel wall. However, it has not been
elucidated whether their actual bed is rather in the vasculogenic zone in between
media and adventitia or in the perivascular niche in direct contact with ECs [37-39].
There is evidence for the ability of ASCs to differentiate into perivascular cells and take
over their position and function [40]. Some voices even classify one cell type as a
subcategory of the other [41]. In bigger vessels, the perivascular niche is known to be
occupied by smooth muscle cells [42].

ASCs can give rise to MAs. The transcription factors peroxisome proliferator-activated
receptor-y (PPAR-y), CCAAT/enhancer-binding protein-a (C/EBP-a), C/EBP-,
C/EBP-0 and sterol regulatory element-binding protein-1 (SREBP-1) play key roles
during adipogenic differentiation [43, 44]. Within adipogenic differentiation, insulin
receptor substrate 1 (IRS-1) is partly responsible for the activation of these adipogenic
regulators [45]. In the determination phase, preadipocytes commit to the adipogenic
lineage. Although, their morphology remains the same, cells lose their ability to
proliferate. In the early terminal phase of differentiation, cell’s morphology is changed
with the beginning lipid accumulation. In the remaining terminal phase, adipocytes
show increased lipid accumulation and express adipocyte-specific antigens [44]. In
contrast, delta-like non-canonical Notch ligand-1 (DLK-1) is a known negative regulator
of adipogenesis [46].

2.2.3. Endothelial cells

The vascular system of the human body is covered with ECs [47]. In vivo microvascular
(mv)ECs show a flat, elongated morphology [48]. The endothelium mainly represents
a regulator of vascular homeostasis and by the manifestation of close cell-cell contacts
it functions as a barrier, which separates the circulating blood from the surrounding
tissues [49]. The cell-contact based barrier consists of tight junctions, which e. g.
consist of platelet and EC adhesion molecule-1 (PECAM-1), also known as CD31 [50].
Through gap junctions, ECs facilitate an intercellular exchange of substances [51].
Additionally, ECs regulate the vessel tonus e. g. by the release of nitric oxide (NO), or
prostaglandin-12 (PGI2) [52]. Further they mediate blood coagulation [53] e. g. via the
release of von Willebrand-Factor (VWF) [54]. The assembly of new blood vessels, their
reconstruction and their degradation is mediated by additional cell types (see

chapter 3, [55] “3.3 Adipogenesis is linked to angiogenesis”) via various stimuli, like
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2. Introduction

vascular endothelial growth factor (VEGF), epidermal growth factor (EGF),
transforming growth factor-f (TGF-B), platelet-derived growth factor-f (PDGF-B),
plasminogen activator inhibitor-1 (PAI-1), or angiopoietin | (Ang 1) and Il [56].

23. Adipose tissue engineering

The need for artificially engineered adipose tissue arises from various conditions, like
congenital deformities, acquired infections, traumata or the loss of tissue after tumor
resection, respectively the suffering of severe burnings [57]. The current gold standard
is to treat such conditions by the transfer of autologous fat with the Coleman’s
technique or cell-assisted lipotransfer from intact body sites [58-60]. With this
technique, the transplantation of small tissue pieces has been performed successfully
[61]. Nonetheless, outcomes of adipose tissue transfer are unpredictable as grafts are
under high risk to become necrotic over time and their retention rate varies from 10 %
to 90 % [62]. This condition is mainly related to the insufficient nutrient supply in large
tissue defects and the only slowly progressing neovascularization [63]. Hence, the
in vitro development of fatty tissue equivalents is urgently needed to treat defects and
replace lost tissue by designing physiological constructs, which facilitate fast tissue
anastomosis and cell survival. Tissue engineering (TE) describes an interdisciplinary
field, which pursues to construct, repair and replace tissue by combining cells and
biomaterials with specific factors [64].

Adipose tissue interacts with many other organs by endocrine and paracrine signals
and resulting gives rise to or participates in many diseases, like diabetes or Morbus
Crohn [65-67]. Currently, e. g. spheroids are designed to model adipose tissue and
elucidate the mechanism behind the development and heritage of such related
diseases and for the exploration of new potential drugs [68]. However, lifelike adipose
tissue models are thought to deliver predictions that are more reliable and are urgently
needed [67, 69]. Additionally, adipose tissue sequestrates and thus influences the
bioavailable levels of different drugs and may serve in the investigation of safe and

effective drug doses [67].

2.3.1. In vitro vascularization

In vivo most cells are found in a maximum distance of 200 uym to the next blood vessel.

Oxygen, nutrients and waste products are known to be able to diffuse across this
10
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distance between the vasculature and the peripheral tissue. Engineered tissue
constructs, which exceed these dimensions, consequently have to include a supplying
component [70]. The high vascularization level in adipose tissue is considered to be a
key factor in WAT mass and function [71, 72]. Supply systems for adipose TE have to
be permeable and cytocompatible. That is why cellular components are included often

to mimic the native function of blood vessel as good as possible [73].

2.3.2. Cell sources

In contrast to BM-MSCs, ASCs are available in high quantities from adipose tissue,
their harvest shows little donor site morbidity and is cheaper, safer and less invasive
compared to BM aspiration [37]. In contrast to embryonic stem cells, ASCs are less
associated to immune reactions [74] and free of ethical concerns [75].

ASCs’ capacity to undergo adipogenic differentiation is well described [76, 77] and may
be initiated in vitro via the application of adipogenic initiators e. g. GCs, like
dexamethasone (Dex) or hydrocortisone (HC), insulin, isobutylmethylxanthine (IBMX)
and others [44] (see chapter 3 “Adipogenic differentiation”, [55]). ASCs do not only give
rise to MAs [78], but also induce and support the adipogenic differentiation of other
progenitor cell types [79]. ASCs and adipogenic differentiated ASCs (diffASC) were
confirmed to produce ECM components in vitro [80]. Additionally, ASCs have been
demonstrated to take up the position of perivascular cells in vitro and modulate and
support the growth of new vascular structures [81, 82]. Adipose tissue has been
modelled successfully in vitro in two-dimensional (2D) and three-dimensional (3D)
mono- and co-culture attempts, based on ASCs. However, only very few data is
available on the sustainability of formed systems in vitro and the cellular phenotype
therein [83]. In recent publications, MAs are variously defined as preadipocytes
differentiated for five to 14 days in vitro [84, 85], although a further adipogenic
development of cells has been reported at least until day 28 [86, 87].

Directly isolated primary MAs show the great advantage of an already existing
physiological cell functionality. Cells exhibit the characteristic adipogenic cell
morphology, size and metabolic activity as found in native adipose tissue in vivo. MAs
are non-proliferating cells and therefore cannot be expanded following their isolation.
Their rapid dedifferentiation in vitro due to a lack of knowledge on their specific culture

requirements is another major drawback. Starting already few days after isolation, cells
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begin to organize their lipids in several, smaller vacuoles [18, 88, 89], first resulting in
multivacuolar and finally fibroblast-like, dedifferentiated cells [90]. Some very
promising studies have recently been published on their successful culture and
application to build up adipose and full skin tissue models in vitro through the
optimization of media and matrix properties [91-93]. Nonetheless, MAs are still used
very rarely in adipose TE attempts and receive little to no attention [57].

To be able to supply the engineered adipose tissue via a natural system, an EC type
has to be integrated into the in vitro attempt. ECs are present in almost every tissue of
the human body but are less concentrated compared to stromal cells [94]. Endothelial
progenitor cells (EPCs) show the advantage of a high proliferative activity and therefore
the ability to give rise to high proliferative colonies, capable of forming blood vessels
[95]. However, they are relatively rare in the human body and only found to low
percentages e. g. with 0.01 % of circulating mononuclear cells in peripheral blood or in
the BM [96]. A non-invasive source of ECs is the umbilical cord, which is usually
discarded as medical waste. Human umbilical cord ECs (HUVEC) exhibit a relatively
high proliferation capacity and are often used in in vitro attempts [97]. Especially in the
past decade, concerns on the use of HUVECs in TE attempts increased, as
fundamental differences in their behavior compared to adult ECs were revealed [98].
Adult mvECs only show a limited ability to expand, however the cells are still capable
to form capillary-like structures [99] and may be isolated from adult human skin, which
is also available as medical waste from skin tightening surgeries [100]. ECs, as many
other cell types, are known to vary phenotypically depending on their tissue of origin
[101]. In order to modulate the microenvironment specifically, the donor and target
tissue should match at best. Therefore, mvECs derived from human WAT represent
the most appropriate choice when targeting vascularization of adipose tissue

constructs.

2.3.3. Current attempts in adipose tissue engineering

In vivo subcutaneous adipose tissue exhibits a soft viscoelasticity with moduli of about
1 kPa - 2 kPa [102] and it is known that rather soft materials favor adipogenesis and
the maturation of adipocytes [103, 104]. /n vivo conditions are presumed to be best
simulated by the use of natural decellularized matrices, which already exhibit the

appropriate properties like stiffness, pore size, topography and matrix components
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[105]. To mimic these properties, hydrogels based on collagen type |, fibrinogen,
hyaluronic acid, or gelatin have been often used next to the classic tissue culture
polystyrene (TCPS) to set up adipose tissue constructs (reviewed in [106]). However,
adipocyte generation was also successfully performed on stiff materials like
polyethersulfone [107]. Similarly, the successful culture of ECs and the formation of
vascular-like structures are associated to materials with low stiffness [108]. Next to
collagen and fibrin, synthetic scaffolds like polyacrylate have been used successfully
through the functionalization with RGD (Arg-Gly-Asp) [73]. A relatively new material in
the field is represented by bacterial cellulose [109-111]. The material exhibits a natural
porosity, biocompatibility and biodegradability [109, 112] and was shown to support
adipogenic differentiation [113, 114] and stimulate an activated state in ECs [115].
The functionality and sustainability of tissue-engineered constructs highly depends on
the nutritional status of cellular components. Good achievements have been made by
the application of a dynamic system to transport nutrients to and waste products away
from the tissue sites via the flow of a liquid phase [107, 116, 117]. Nevertheless, for
the generation of physiological tissue conditions, a vascular component has to be
integrated into the system. Vascularization still represents one of the key challenges
in TE [118]. According to current attempts, tissue-engineered constructs, may either
be vascularized by implanting them in vivo, whereby the host tissue guides
vascularization of the external constructs, or culture cells in vitro by providing some
support to facilitate the formation of vascular structures [119]. In vitro scaffold-based
strategies, e. g. with natural decellularized matrices [120], or the artificially formed
biorap system [73], provide guiding geometrics and facilitate the arrangement of ECs
in a branched system. De novo angiogenesis on the other hand relies on the intrinsic
formation of vascular structures by the included ECs [121]. Current strategies for
de novo in vitro vascularization include cell seeding, cell sheet and spheroid formation
[122].

In order to facilitate de novo in vitro adipose tissue vascularization the setup of a
functional co-culture consisting of an endothelial and an adipose cell type is an
inevitable prerequisite. Several works have been published on the functional co-culture
of ECs with either adipogenic differentiated MSCs or MAs [123, 124]. Dynamic culture
was shown to not only facilitate tissue nutrition, but also particularly support
characteristic endothelial morphology and the physiological organization of angiogenic

and vasculogenic processes, as it resembles the native conditions of the EC niche
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[125]. Wiesner et al. highlighted the positive effect of dynamic culture conditions on the
parallel seeding and culture of ECs and adipocyte progenitor cells in a decellularized
natural matrix for the generation of large-scale tissue substitutes [126]. Equally, Abbott
et al. reported enhanced adipocyte functionality under dynamic conditions [127].
Furthermore, Aubin et al. and Abbott et al. managed to maintain engineered adipose
tissue in vitro for a long-term period of four weeks including MAs [128] and eleven
weeks based on adipogenic differentiated (diff)ASCs [129], while Bellas et al.
sustained adipose tissue constructs with integrated vascular cells under dynamic

conditions [83].

2.3.4. Current challenges in adipose tissue engineering

Despite the various attempts, in vitro vascularization of adipose tissue is still not
achieved sufficiently. In the setup of a functional co-culture for vascularized adipose
TE, the choice of the co-culture medium plays a fundamental role. Current attempts
mostly use 1:1 mixtures of adipocyte and EC media or are, presumably due to the
higher susceptibility of ECs, completely based on EC media [130-135]. In order to allow
physiological tissue development in in vitro co-culture setups, including adipocyte
generation and vascularization, co-culture conditions, like the used medium have to be
adjusted specifically to the cellular requirements of the integrated cell types.

Media for the culture of mammalian cells are most often composed with a basal
medium including ingredients with low cell specificity. Due to that, basal media are
designed and can be used for a range of different cell types [136]. Depending on the
definition, they include e. g. buffering agents and salts for the osmotic balance and the
maintenance of the membrane potential [137], carbohydrates as main energy source
[138], amino acids for anabolic processes [139] and vitamins as general support of
metabolic and antioxidative pathways [136] (see yellow section in Table 1). On top of
these basic ingredients, most cell types rely on the availability of additional ingredients,
like transport or adhesion proteins for the delivery of hormones and also lipids and
vitamins [138, 140] for the transduction of signals, to store energy or as structural
element [141] (see orange section in Table 1). Hormones, growth factors and cytokines
may therein fulfill general roles in cell proliferation, growth and survival, but may also
act very cell-specifically, promoting differentiation and the maintenance of unique cell

functions [142-144]. In Table 1 cell specificity of the factors generally increases with
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their position in the table from the top to the bottom. Serum is a versatile source of
different factors like proteins, hormones, growth factors, cytokines, lipids, vitamins and
carbohydrates [136]. In consequence, it serves as an adequate supplier for a wide
range of different cell types and is used as universal supplement in many cell- and
tissue culture approaches [136, 142]. Serum containing (SC) media are nevertheless
associated to some fundamental issues concerning the sought application of TE
products as in vitro test systems or clinical implants. First, sera pose the risk of potential
contaminations [145]. Moreover, the composition of sera, independent of their animal
or human origin is not completely identified and may vary from batch to batch [146].

These drawbacks have to be eliminated prior to a possible production of TE products
under good manufacturing practice (GMP)-conform conditions, which is an important

prerequisite for their clinical application.

Table 1: Cell Culture media components and their functions.

Basic constituents included in

Supplemental constituents,

the basal medium

classically delivered by

serum

Component Function

Buffers N

(6. g. NaHCO3) Maintain pH-value [136]
Phenol red Indicator of pH-value [147]
Salts

(e. g. with Na*, K*, Ca2* CF, HCO,’)
Keto acids

(e. g. pyruvate & oxaloacetate)
Non-protein nitrogen compounds
(e. g. urea, purines, creatinine)
Carbohydrates

(e. g. glucose, galactose, fructose)
Amino acids

(e. g. glutamine, methionine)
Vitamins

(e. g. ascorbic acid, biotin)

Trace elements

(e. g. iron, copper, selenium)
Transport-, and adhesion proteins
(e. g. albumin, transferrin, fibronectin)

Hormones
(e. g. insulin, prostaglandins)

Growth factors and cytokines
(e. 9. PDGF, VEGF, ILs, interferons)

Lipids
(e. g. oleic acid, cholesterol)

Osmotic balance and membrane potential [137]

Carbohydrate metabolism, amino acid
metabolism [136]

Cell growth, amino acid metabolism

Energy source [138]

All anabolic processes like growth and
proliferation [139]

Growth and proliferation,
antioxidant [136]

Cell growth,
basic biological processes [139]

Transport of water, salts, FAs, hormones and
vitamins,

cell protection, cell attachment [138, 140]
Various cell-type specific functions including
growth, proliferation, survival, differentiation
adhesion or migration [142]

Various cell-type specific functions including
growth, proliferation, survival, differentiation
adhesion or migration [143, 144]

Signal transduction, energy storage, structure
[141]
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Additionally, robustness and reliability of in vitro test systems substantially depend on
the consistency of the medium composition, as tissue development and homeostasis
strongly rely on the crosstalk between cells [148-150]. Unidentified serum components
might interfere with the underlying cell signaling and influence test outcomes
extensively. The defined setup of engineered vascularized adipose tissue and TE
products in general, is a central challenge to facilitate their actual application as implant
or in vitro test system. Nonetheless, the exclusion of serum is often related to impaired
differentiation, reduced cell adherence and loss of cell-specific features [141]. For this
reason, the replacement of serum with adequate alternatives is sought. Serum
replacement may take place to different levels (see Figure 3). Human serum (HS) may
be used in xeno-free (XF) attempts, in contrast to serum-free (SF) attempts. For the
completely defined setup of cell culture media, Van der Valk et al. provided a general
strategy [141]. Based on a basal medium like Dulbecco's Modified Eagle Medium
(DMEM)/Ham’s F12, supplements are added empirically to optimize a cell culture
medium cell-specifically. According to his pyramid, cell specificity increases starting
rather unspecific with the basal medium and the pre-coating of culture vessels with
adhesion factors over the addition of (un)specific growth factors, hormones and lipids,
over antioxidants (like B-mercaptoethanol or vitamins) up to very cell specific vitamins

like retinoic acid [141].

*eno-free
xeno-free: f enos V}
ree/ serum- Q
(e.9. human free (e.g. human e . . .
serum) platelet lysate) orur-fee Figure 3: Ca.tegorles of cell
ﬁn (e.g. animal- culture media supplements
66 eol derived
ono.frec] platelet (taken from chapter 4 [151]).
serum-free/ lysate)
defined
(known and of
human origin or serum-
recombinant) free/

defined
(known
character)

There are some current attempts addressing defined WAT engineering e. g. by Rajala
etal., who successfully performed an adipogenic differentiation under defined

conditions, however without allocating the efficiency of the differentiation [152].
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To allow for time-dependent investigations in vitro and facilitate host anastomosis after
implantation, engineered adipose tissue constructs have to be sustainable for a long-
term period of at least several weeks. Vascularization represents an important element
for the achievement of tissue maintenance. Huttala et al. managed the setup of a
defined co-culture of ECs and ASCs [153]. However the defined setup of an
adipocyte/EC co-culture has not been addressed till now. Defined media are urgently
needed for the efficient adipogenic differentiation of ASCs and the maintenance of
adipocytes and ECs in mono- and co-culture. An important determining factor, not only
limited to defined cell culture, is the choice of culture matrix, which on the one hand
should support tissue development and maturation but on the other hand should
endure long-term periods without intense degradation.

24. Aim of the study

The aim of this dissertation was the development of novel cell-specifically composed
culture media for the adipogenic differentiation of ASCs, the long-term maintenance of
the received adipocytes and mvECs and the functional co-culture of the different cell
types. In contrast to previous approaches, the media were sought to be developed
completely defined by the exclusion of sera. Furthermore, a novel cellulose-based
material (CBM) was to be evaluated concerning its usability to support the sustainable
maintenance of an adipocyte/EC co-culture under defined conditions. Moreover, the
transfer of an adipose tissue co-culture model to a 3D environment was sought.

Therefore the following hypotheses were evaluated:

(H1) The supplementation with defined media additives facilitates the efficient
adipogenic differentiation of ASCs and the maintenance of the received
adipocytes in SF conditions.

(H2) The maintenance of adipocyte and mvEC characteristics is achieved by the
variation of the concentrations of EGF and HC in co-culture.

(H3) The supplementation with defined media additives facilitates the functional co-
culture of adipocytes and mvECs.

(H4) The CBM supports the defined adipogenic differentiation of ASCs, the defined
maintenance of mvECs and the defined adipocyte/mvEC co-culture.

(H5) A lifelike 3D adipose tissue model can be set up based on co-cultured ASCs

in vitro.
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Summarized, this dissertation provides an approach to transfer vascularized adipose
TE to an advanced level by adjusting its setup to defined conditions. Thereby it was
pursued to accelerate and reinforce the application of engineered adipose tissue

constructs in regenerative medicine and in vitro investigative approaches.

2.5. Structure of the thesis

In the following, the peer-reviewed publications, which constitute the main methodical
and experimental sections of this dissertation, are integrated. The published review
article “Adipose-derived stem cell differentiation as a basic tool for vascularized
adipose tissue engineering” gives some general background on the use of ASCs in the
setup of vascularized WAT in chapter 3 [55]. The published research articles
“‘Completely serum-free and chemically defined adipocyte development and
maintenance” in chapter 4 [151] and “EGF and hydrocortisone as critical factors for the
co-culture of adipogenic differentiated ASCs and endothelial cells” in chapter 5 [87]
address the investigation of H1 and H2, respectively. The articles “Completely defined
co-culture of adipogenic differentiated ASCs and microvascular endothelial cells” in
chapter 6 [154] and “A cellulose-based material for vascularized adipose tissue
engineering” in chapter 7 [155] equally relate to the examination of H3 and H4.
Chapter 8 deals with the analysis of H5 and offers an interrelated summary and
discussion of the complete results. Chapter 9 resumes the main findings and following
chapter 10 provides an outlook towards the next sought steps. Furthermore, the cited
literature is included in chapter 11.
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Abstract

The development of in vitro adipose tissue constructs is highly desired to cope with
the increased demand for substitutes to replace damaged soft tissue after high
graded burns, deformities or tumor removal. To achieve clinically relevant
dimensions, vascularization of soft tissue constructs becomes inevitable but still
poses a challenge. Adipose-derived stem cells (ASCs) represent a promising cell
source for the setup of vascularized fatty tissue constructs as they can be
differentiated into adipocytes and endothelial cells in vitro and are thereby available
in sufficiently high cell numbers.

This review summarizes the currently known characteristics of ASCs and
achievements in adipogenic and endothelial differentiation in vitro. Further, the
interdependency of adipogenesis and angiogenesis based on the crosstalk of
endothelial cells, stem cells and adipocytes is addressed at the molecular level.
Finally, achievements and limitations of current co-culture conditions for the

construction of vascularized adipose tissue are evaluated.
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Abstract

Background aims: In vitro engineered adipose tissue is in great demand to treat lost or
damaged soft tissue or to screen for new drugs, among other applications. However,
today most attempts depend on the use of animal-derived sera. To pave the way for
the application of adipose tissue—engineered products in clinical trials or as reliable
and robust in vitro test systems, sera should be completely excluded from the
production process. In this study, we aimed to develop an in vitro adipose tissue model
in the absence of sera and maintain its function long-term.

Methods: Human adipose tissue—derived stem cells were expanded and characterized
in a xeno- and serum-free environment. Adipogenic differentiation was induced using
a completely defined medium. Developed adipocytes were maintained in a completely
defined maturation medium for additional 28 days. In addition to cell viability and
adherence, adipocyte-specific markers such as perilipin A expression or leptin release
were evaluated.

Results: The defined differentiation medium enhanced cell adherence and lipid
accumulation at a significant level compared with the corresponding negative control.
The defined maturation medium also significantly supported cell adherence and
functional adipocyte maturation during the long-term culture period.

Conclusions: The process described here enables functional adipocyte generation and
maintenance without the addition of unknown or animal-derived constituents, achieving
an important milestone in the introduction of adipose tissue—engineered products into

clinical trials or in vitro screening.
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Abstract

In vitro composed vascularized adipose tissue is and will continue to be in great
demand e.g. for the treatment of extensive high-graded burns or the replacement of
tissue after tumor removal. Up to date, the lack of adequate culture conditions, mainly
a culture medium, decelerates further achievements. In our study, we evaluated the
influence of epidermal growth factor (EGF) and hydrocortisone (HC), often
supplemented in endothelial cell (EC) specific media, on the co-culture of adipogenic
differentiated adipose-derived stem cells (ASCs) and microvascular endothelial cells
(mvECs). In ASCs, EGF and HC are thought to inhibit adipogenic differentiation and
have lipolytic activities. Our results showed that in indirect co-culture for 14 days,
adipogenic differentiated ASCs further incorporated lipids and partly gained an
univacuolar morphology when kept in media with low levels of EGF and HC. In media
with high EGF and HC levels, cells did not incorporate further lipids, on the contrary,
cells without lipid droplets appeared. Glycerol release, to measure lipolysis, also
increased with elevated amounts of EGF and HC in the culture medium. Adipogenic
differentiated ASCs were able to release leptin in all setups. MVECs were functional
and expressed the cell specific markers, CD31 and von Willebrand factor (VWF),
independent of the EGF and HC content as long as further EC specific factors were
present. Taken together, our study demonstrates that adipogenic differentiated ASCs

can be successfully co-cultured with mvECs in a culture medium containing low or no
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amounts of EGF and HC, as long as further endothelial cell and adipocyte specific

factors are available.
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Abstract

Vascularized adipose tissue models are in high demand as alternatives to animal
models to elucidate the mechanisms of widespread diseases, screen for new drugs or
assess drug safety levels. Animal-derived sera such as fetal bovine serum (FBS),
which are commonly used in these models, are associated with ethical concerns, risk
of contaminations and inconsistencies of their composition and impact on cells. In this
study, we developed a serum-free, defined co-culture medium and implemented it in
an adipocyte/endothelial cell (EC) co-culture model.

Human adipose-derived stem cells were differentiated under defined conditions
(diffASCs) and, like human microvascular ECs (mvECs), cultured in a defined co-
culture medium in mono-, indirect or direct co-culture for 14 days. The defined co-
culture medium was superior when compared to mono-culture media and facilitated
the functional maintenance and maturation of diffASCs including perilipin A expression,
lipid accumulation, and also glycerol and leptin release. The medium also allowed
mvEC maintenance, confirmed by the expression of CD31 and von Willebrand factor
(VWF), and by acetylated low-density lipoprotein (acLDL) uptake. Thereby mvECs
showed strong dependence on EC-specific factors. Additionally, mvECs formed
vascular structures in direct co-culture with diffASCs.

The completely defined co-culture system allows for the serum-free culture of
adipocyte/EC co-cultures and thereby represents a valuable and ethically acceptable

tool for the culture and study of vascularized adipose tissue models.
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Abstract

In vitro adipose tissue constructs could on the one side be used as models to screen
for new drugs or elucidate metabolic pathways and on the other side could serve as
tissue implants to treat deep wounds or adipose tissue traumata. The integration of a
vascular component would allow the lasting sustainability of larger constructs but is
currently missing which prevents the actual clinical use of artificial adipose tissue. With
this trial, we sought to evaluate a novel material based on bacterial cellulose (CBM)
concerning its influence on adipogenic differentiation of human adipose-derived stem
cells (ASCs), the maintenance of differentiated adipocytes (diffASCs) and human
microvascular endothelial cells (mvECs) in mono- and co-culture under serum-free,
defined conditions. Defined adipogenic differentiation was slightly supported by CBM
compared to tissue culture polystyrene (TCPS). With regard to the maintenance of
generated adipocytes, CBM and TCPS showed a comparable influence. Compared to
TCPS, the formation of vascular-like structures was significantly supported by CBM in
the mvEC mono-culture. In the co-culture attempt, CBM and TCPS equally facilitated
the development and maintenance of vascular-like structures. Summarizing, CBM
supports engineering of vascular adipose tissue in several respects. CBM does not
only have the potential to speed up the generation of artificial adipose tissue constructs

in future attempts, but also simplify their setup requirements.
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8. Results and Discussion
8.1. Defined adipocyte generation

The application of engineered tissues as implants or in vitro test systems would be
carried forward substantially by methods and materials facilitating their defined setup
in the absence of sera. Consequently, potential contaminations in their clinical
implementation could be reduced markedly [146]. Besides that, the reliability,
robustness and the predictive power of in vitro test systems and models could be
enhanced, generating a powerful tool, which represents the human body more
accurately [136]. The transfer of products to a defined setup is pursued in various fields
of TE. It especially poses a challenge in the differentiation and development of diverse
cell types, as the formation and conversion of cellular and tissue components relies on
a broad range of signals and factors. Within adipogenic differentiation, cellular
commitment is followed by extensive accumulation of lipids in vacuoles [44], which
finally comprise a multiple of the cell’s original volume [15].

As engineered adipose tissue is urgently needed in regenerative medicine and in in
vitro investigations, defined adipogenic differentiation has been addressed in various
attempts before. Hauner et al. generated the earliest available results already in 1989
[156]. In current attempts, Rodriguez et al. and Korner et al. e.g. successfully
performed an adipogenic differentiation with a defined differentiation mix and received
characteristic adipocytes [157, 158]. Today, most studies still include undefined
components in the differentiation process of the cells [159, 160]. In addition, many
defined approaches still include serum or animal-derived components in the cell
expansion phase, which represents a major drawback in terms of their applicability. In
contrast, Rajala ef al. used allogenic HS for the expansion phase and developed a
defined and XF method to differentiate human ASCs adipogenically [152]. The medium
was nevertheless developed for the parallel differentiation of several cell types like
induced pluripotent stem cells. Hence, its composition was not tailored specifically to
ASCs’ requirements and included a wide range of probably non-essential factors. To
minimize costs and variations of a system and to keep an easy transferability to other
applications, defined culture media should consist of as few components as possible.
As a general drawback, the current studies only provide a proof of concept and almost
none of them includes a comparison of the results, generated under the different

defined conditions to classically applied SC attempts. By that, an adequate reference
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to evaluate and classify the results comprehensively is detained. On top, the available
results do not allow to deduce a conclusion on the differentiation rates and the general
efficiency.

With this approach a SF adipogenic differentiation medium, completely defined in its
composition, should be developed. Further, the efficiency of the differentiation was to
be compared to classically used SC attempts to be able to rate them. Based on a well-
established SC medium a SF and defined adipogenic differentiation medium was
developed. Therefore, literature was searched for factors known to generally support
SF cell culture or specifically promote adipogenic differentiation or maintenance.
Based on the found information various combinations were evaluated in preliminary
experiments to find the optimal formulation. Following the selection of the most suitable
formulation, this cell type-tailored defined differentiation medium (Def-Diff) including
differentiation specific factors (DIFF) and the defined supplement A, was proven to
allow for an efficient adipogenic differentiation. Thereby viable adipocytes with a high
rate of cell adherence of about 100 % were generated in contrast to the negative
control (Ctrl-Diff), which only contained the DIFF mix [151]. With about 80 % of the
cells expressing the adipocyte-specific factor perilipin A and released leptin, defined
differentiated cells showed a rate close to the SC positive control (SC-Diff). In a further
analysis the adipogenic proteins CEB/P-a, PPAR-y and adipoQ were demonstrated to
be expressed to an extent close to SC-Diff (Figure 4). The comparable expression of
CEB/P-a and PPAR-y are in line with the high percentage of perilipin A-expressing
cells. These results indicate a comparable initiation of adipogenic differentiation in the

presence of serum and the defined supplement. However, the reduced lipid

SC-Diff Def-Diff Ctrl-Diff

C/EBP-a — E=3 " Figure 4: Protein expression analysis of diffASCs.
DiffASCs, differentiated for 14 days, analyzed for the
expression of the adipogenic proteins C/EBP-a, PPAR-y
and adipoQ via a Western Blot, B-actin is displayed as a

PPAR-y e reference gene; positive control (SC-Diff) containing the

— . differentiation initiators (DIFF) and serum, defined attempt
(Def-Diff) containing DIFF and a defined supplement A,
adipoQ negative control (Ctrl-Diff) containing solely DIFF, n=1.
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B-actin et e
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accumulation in Def-Diff indicates a shortage of available factors, to support de novo
lipogenesis or the FA uptake from the extracellular surrounding.

The high leptin levels and percentage of perilipin A-positive cells in the defined attempt
by that highlight the high differentiation rate compared to the supplement-free Ctrl-Diff,
close to SC-Diff. Nonetheless, the reduced lipid accumulation indicates a retarded
maturation process. Hence, the developed differentiation medium did not keep up with
serum supplementation completely and obviously there were still some serum
components which have not been met in the supplement and have to be addressed in
future attempts. Still, for the first time adipogenic differentiation was performed under
completely defined conditions in vitro with proven efficiency, subsequently to a SF and
XF expansion phase with human primary ASCs. Bottom line, the method represents a
valuable tool in the setup of WAT constructs under defined conditions and may serve
as a reference to rank future outcomes.

As a major limitation, available trials provide no proof of the long-term stability of the
generated adipocytes. It is known that MAs dedifferentiate in vitro in case of
insufficiently adjusted culture conditions [32, 93]. The long-term maintenance of
differentiated preadipocytes has been demonstrated by Fischbach et al. with a
3T3-model for 35 days continuously to the differentiation initiation [161] and
Bellas et al. based on human ASCs for six months [83]. Despite, adipogenic
differentiation of MSCs may also be followed by dedifferentiation in vitro depending on
the composition of the medium and other culture parameters [87, 162]. For the
implementation as in vitro system, tissue sustainability is of substantial importance to
allow for time- and maturation-dependent investigations. Further, the successful
implantation of engineered tissue substitutes heavily depends on an adequate host
anastomosis and long-term implant survival in vivo requires tissue stability of at least
several weeks [63]. So far, no results on the long-term maintenance under defined
conditions are available. With this study, the long-term maintenance of adipocytes,
differentiated under defined conditions, was to be proven via the composition of a
defined maintenance medium (Def-M), including a defined supplement B next to the
maintenance mix (MAIN) for at least 28 days post-differentiation. While the positive
control SC-M included serum instead of supplement B, the negative control (Ctrl-M)
solely included MAIN as supplement. In contrast to Ctrl-M, Def-M was shown to
maintain cell adherence comparably to SC-M, indicating an adequate supplementation

with specific components allowing cell-material junctions. Although lipid accumulation,
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which is an indicator of the developmental state of MAs, were still reduced in the
defined attempt compared to the SC-M, leptin levels showed comparable values and
confirmed a similar level of cell functionality and maturation. Low glycerol levels
highlighted the reduced lipolytic activity of adipocytes in the defined approach. The
equal percentage of perilipin A-expressing cells validates the adequate differentiation
rate, achieved in the defined attempt. Compared to day O (directly after the 14-day
differentiation period) the rate of differentiated adipocytes was decreased independent
of the supplementation with serum or the defined mix in supplement B, apparent in the
reduced rate of perilipin A-expressing cells. Coincidently leptin and lipid levels
increased. Inhibited adipogenesis of ASCs in the presence of MAs has been shown
before and was assigned to the release of angiontensin Il [163]. This effect might be
explained by the self-organized adjustment of a homeostatic equilibrium of
differentiated and dedifferentiated cells and is in accordance with the results received
in this study. As many differentiated cells were present after some days in culture,
dedifferentiation of some diffASCs was presumably induced through a negative
feedback loop.

To test whether the sustainability of adipocytes may continue during an elongated
in vitro culture period, defined adipogenic diffASCs were maintained for additional
14 days in the defined maintenance medium until day 42 post differentiation (day 56
after the start of defined differentiation). Similar to day 28, diffASCs including
incorporated lipid droplets and perilipin A were sustained in Def-M and SC-M (Figure
5). Although the size of lipid vacuoles and the level of accumulated lipids was again
reduced in Def-M with 61.02 (£ 13.79) % compared to the SC-M with 104.25 (+ 26.50)
%, the rate of present adipocytes was still comparable. This was visible through the
ratio of cell nuclei stained with 4, 6-diamidin-2-phenylindol (DAPI) in blue to visible
perilipin A-lined vacuoles in green. Ctrl-M exhibited values of 12.33 (+ 3.13) %.
Furthermore, no significant reduction in the percentage of perilipin A-expressing cells
was observed within the different media between day 28 and day 42 (SC-M: 76.77
(£ 37.32) %, Def-M: 64.94 (+ 22.77) % and Ctrl-M: 28.77 (+ 25.37) %), displaying
maintained adipocyte stability and supporting the thesis of an adjusted balance of cell
ratios.

Concluding, the defined adipogenic differentiation medium enables for the generation

of a functional culture of MAs. Furthermore, the defined maintenance medium
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facilitates the sustainable long-term in vitro culture for at least six weeks. Subsequently,

H1 was positively confirmed.
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Figure 5: Maintained diffASCs on day 56 (42 after differentiation). Perilipin A/DAPI
immunofluorescence staining of diffASCs: perilipin A is shown in green cell nuclei in blue, Oil-red-O
staining, quantitative analysis of perilipin A expressing cells by IF staining, normalized to SC-Diff day
14, quantitative analysis of lipid accumulation by Oil-red-O staining, positive control (SC-M)
containing the maintenance factors (MAIN) and serum, defined attempt (Def-M) containing MAIN
and a defined supplement B, negative control (Ctrl-M) containing solely MAIN; scale bar: 200 pym,

8.2. Functional (defined) adipocyte endothelial cell co-culture

Engineered adipose tissue constructs have to be produced in an appropriate size, in
order to push forward their application in regenerative medicine [23]. The enlargement
of present products inevitably entails the necessity of a vascular system, which allows
for the simultaneous nutrition of internal and peripheral parts of the tissue construct.
Current attempts include the endothelialization of vascular geometries in artificially
produced scaffolds or decellularized tissue pieces [70, 118]. The most physiological
model is nonetheless produced by ECs and their associated cells via the self-organized
de novo formation of capillary-like structures. A fundamental milestone in the setup of
vascularized WAT is the functional co-culture of ECs and adipocytes respectively
ASCs, which in turn heavily relies on the use of an appropriate culture medium. The
medium must meet the requirements of both cell types adequately, which might deviate
considerably. In terms of adipose TE, adipocytes should be enabled to maturate,

secrete hormones and function in terms of lipid and glucose metabolism. ECs should
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also display cell-specific characteristics like the expression of CD31 and vVWF and
function physiologically e. g. detectable by the uptake of acLDL. Since tissue supply
depends on the development and maintenance of a vascular system, the medium
should further facilitate the setup of vascular-like structures via angiogenic processes.
This developmental process substantially benefits from the interplay of adipocytes,
ASCs and ECs (reviewed in [55]). An adequate culture medium thereby should be
designed to support the functionality of the used cell types without covering their
natural crosstalk. Human primary mvECs have been mono-cultured successfully
in vitro by the use of cell type-specific media [73, 92, 164]. In those, ECs were provided
with VEGF and basic fibroblast growth factor (bFGF), as potent mitogens [71, 165-
168], insulin-like growth factor (IGF) for physiological EC metabolism, migration and
vessel formation (reviewed in [169]) ascorbic acid-2-phosphate (A2P) promoting EC
growth [170] and EGF as a potent contributor to cell migration [171]. Specific media
are equally available for adipocytes and include factors supporting lipid metabolism,
lipogenesis and other anabolic processes like insulin, GCs or vitamins like
panthothenate and biotin [93, 158, 163, 172, 173]. Due to the complexity of an
adequate composition, there is currently no adipocyte/EC co-culture medium available.
Currently performed co-culture attempts are therefore mostly based on either the EC
or the adipocyte medium or a simple 1:1 mixture of them [126, 131, 174, 175]. In order
to compose a functional co-culture medium for diffASCs and mvECs in this study, each
factor used in the mono-culture attempt was reviewed previous to its addition. It was
found that the role of GCs like HC and Dex are discussed controversially regarding
their effect on adipocyte and EC functionality. In adipocytes pro- and antilipolytic effects
were detected so far. Thereby a dose-dependent impact has been held responsible
[35]. Equally, the impact of EGF on adipogenic differentiation and adipocyte
functionality is discussed controversially with a reported pro- and anti-adipogenic effect
within differentiation as well as a lipogenic and a lipolytic effect on differentiated
adipocytes [176]. Within this study, the effect of EGF and HC and the general
dependency of mvECs and diffASCs on classically supplemented factors were
evaluated in mono- and co-culture setups [87]. It was confirmed that mvECs depend
on the presence of the cell specific factors VEGF, IGF, bFGF and A2P. It was shown
before, that (diff)ASCs are able to provide several essential EC factors like VEGF,
hepatocyte growth factor (HGF) or bFGF [177]. Despite that, the available levels in the

co-culture attempt were obviously not high enough, since the tissue functionality was
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not yet fully developed. DiffASCs were not affected visibly by the addition of EC-
specific factors. In contrast, the further maturation of diffASCs appeared to profit from
the EC-factors likewise. Nonetheless, as an important result, diffASC maturation was
impaired by the presence of EGF and HC in a dose-dependent manner. These results
are in line with the work of Werner et al. [178], who reported a reduced adipogenic
differentiation of stem cells and Huber et al. who showed an increased lipolytic
behavior of MAs in the presence of EGF and HC [92]. The effect is most likely
associated to a proliferative and anti-adipogenic effect of EGF and high doses of GCs
[35, 179, 180]. MVECs however appeared to be sufficiently supplied with a minimum
available amount of EGF and HC. Based on these results it was concluded that an
adequate adipocyte/EC co-culture medium has to include essential EC factors, like
VEGF and bFGF and has to be reduced in EGF and HC to keep cell functionality.
Accordingly, the maintenance of adipocytes and mvECs can be optimized in co-culture
by the reduction of EGF and HC to 10 % of the original concentration in classical EC
media, which supports H2.

With a view to the sought application of the vascularized adipose tissue construct as
in vitro test system or in vivo implant, the transfer of the co-culture attempt to a defined
system was aimed. Up to date, the development or usage of a defined co-culture
medium for the setup of vascularized adipose tissue was not reported. Therefore,
defined adipocyte/EC co-culture media (CoM) were designed based on the knowledge
gained during the development of the media for defined adipocyte generation (Def-M)
and the composition of an appropriate SC co-culture medium. In the course of this,
cell-specific factors for adipocytes and ECs were combined with pre-evaluated serum
substitutes. After the selection procedure in preliminary experiments, comparable to
the preparatory phase mentioned in chapter 8.1, the media were evaluated in mono-,
indirect and direct co-cultures of diffASCs and mvECs. Therein, ASCs were
differentiated adipogenically under defined conditions for 14 days prior to the co-culture
phase, as described in chapter 4 [151]. Based on CoM, a functional co-culture of
adipocytes and mvECs was achieved under defined conditions for the first time.
Adipocytes exhibited high cell viability, perilipin A expression and lipid accumulation.
Additionally, they increased their leptin release at moderate lipolytic levels (chapter 6
[154]). Simultaneously, mvECs showed the characteristic expression of CD31 and the
ability to take up acLDL. Further, they formed vascular-like structures in co-culture.

Thus, the developed defined medium may be categorized as appropriate to maintain
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and maturate an adipocyte/EC co-culture under defined conditions and thereby led to
the achievement of an important milestone in the development of vascularized adipose
tissue constructs in vitro.

To evaluate the suitability of the defined CoM to maintain the co-culture for an
expanded long-term culture period, additional experiments were performed in which

diffASCs and mvECs were co-cultured for 28 days in total (Figure 6). Comparably to
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Figure 6: DiffASCs and mvECs in defined mono- and direct co-culture on day 14 and 28 on
TCPS. Adipocyte characteristics: quantitative analysis of lipid accumulation, quantitative analysis of
leptin release and quantitative analysis of glycerol release of diffASCs in defined mono- and co-culture;
values of diffASCs immediately after differentiation (day 0) were set as 100 %; n=3.
Perilipin A/CD31/DAPI immunofluorescence staining: specific protein expression of diffASCs and
mvECs in mono- and co-culture on day 28 is shown in green and red, nuclei were stained in blue.
Quantitative analysis of vascularization on day 14 and 28 of mvECs in co-culture: values of vascular-
like structures on day 14 in co-culture were set as 100 %; n=2; *p < 0.05, **p < 0.01, ***p < 0.001,
****n < 0.0001, n.s = non-significant, n.i. = not investigated, scale bar: 200 pm.
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day 14, adipocytes continued to express perilipin A. In addition, despite mono- and
co-cultured attempts showed minimal reductions in their lipid stores
(day 0: 100 (£ 8.1) %, day 14: 204 (£ 159) % and 198 (¢ 18.0) %, day 28:
170 (£ 41.2) % and 149 (x 27.9) % respectively for mono- and co-culture), lipid values
were still found to be around 150 % on day 28 compared to day 0. The co-culture with
ECs has been connected to both, pro- and anti-adipogenic effects on ASCs and MAs
[123, 130, 174, 175]. Wnt 1 and 4 signaling has been held responsible for a shift
towards a perivascular and thereby non-adipogenic cell type in ASCs, which then might
support vascular structures built by ECs [174]. On the other hand, ECs have been
shown to support adipogenic processes [87, 130]. In this study, we detected enhanced
lipid accumulation of diffASCs in indirect contact with mvECs, which however only
became visible in the SC medium [87]. Direct mvECs/diffASCs contact did not result
in enhanced lipid accumulation.

Leptin levels did further increase until day 28 compared to day O in all attempts
(day 0: 100 (+ 47.7) %, day 14: 1608 (+ 543.1) % and 2581 (+ 846.2) %, day 28: 2723
(£ 1484.0) % and 3819 (+ 1888.1) % respectively for mono- and co-culture). In
co-culture this effect was tendentially enhanced, suggesting intensified adipocyte
signaling in the presence of mvECs. The lipolytic rate of diffASCs did not change
substantially between day 14 and 28 independent of the attempt (day 0: 100
(£ 13.8) %, day 14: 224 (+ 46.0) % and 233 (x 44.8) %, day 28: 186.0 (+ 55.9) % and
176 (£ 65.2) % respectively for mono- and co-culture). In brief, the gained results are
best explained by the development of an equilibrium between adipocytes and de- or
non-differentiated ASCs. In summary, it can be concluded, that the defined CoM is also
suitable to maintain functional co-cultures of diffASCs and mvECs during a long-term
period of at least four weeks.

Vasculogenic and angiogenic processes in WAT are known to strongly rely on the
presence of a supportive cell type. Equally, the expansion of adipose tissue by the
proliferation of progenitor cells or the enlargement of existing adipocytes by additional
lipid accumulation depend on the crosstalk with ECs [55]. Adipogenesis and
angiogenesis have to be considered as interconnected processes [148-150].
Adipocytes and ASCs may both function to support the development, maturation and
maintenance of vascular structures via soluble factors, like HGF, VEGF and TGF-3
[132, 135, 181] and direct cell-cell contacts [135, 182]. Thereby the range and

concentration level of released factors may slightly deviate between adipocytes and
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ASCs [183]. In this study, a supporting effect of present (diff)/ASCs on the cell-specific
protein expression and functionality of mvECs was detected under defined conditions
in indirect co-culture (chapter 6 [154]). Obviously, the defined conditions allowed for
the signaling and mutual support of the different cell types through soluble factors.
Furthermore, the setup of vascular structures was facilitated based on the presence of
(diff)ASCs in direct co-culture. As this behavior was not detected in indirect conditions
in either the SC or the defined attempt (chapter 6 [154]), it was concluded, that this
effect is rather based on direct cell-cell contacts or the interaction with produced
extracellular components than the communication via soluble factors. MVECs might
have released PDGF-B for the purpose of perivascular cell recruitment in order to
stabilize formed vascular structures [135, 167, 184, 185]. PDGF-f3, locally immobilized
to surrounding ECM components, might have facilitated mural cell attachment [167].
This is e. g. confirmed by the results of Merfeld-Clauss and his coworkers, who
detected enhanced expression of a-smooth muscle actin, a characteristic protein of
perivascular cells like pericytes and smooth muscle cells, in ASCs following co-culture
with ECs [184, 186]. More evidence is delivered by Rohringer et al., who reported on
the expression of neuron glial antigen 2 (NG2) by ASCs after direct contact to ECs
[135]. As ASCs have been cultured for more than 14 days prior to the addition of
mvECs, they most likely formed an interstitial network consisting of ECM components,
like laminin, fibronectin or collagen type IV [124, 187]. Angiogenic processes are
facilitated through the presence of such ECM components [188-190]. The availability
of compatible binding sites for cell attachment and sequences for the degradation
through matrix metalloproteinases most likely contributed to the enhanced
development and maintenance of vascular-like structures substantially. In short, a
defined adipocyte/EC co-culture medium was developed for the first time, which
supports the maintenance and maturation of functional adipocytes and mvECs.
Additionally, the defined system represents an appropriate platform to facilitate
adipocyte/EC crosstalk, which is the most important prerequisite in the setup of
physiological vascularized adipose tissue constructs in vitro.

Altogether the specific composition of the defined CoM allowed for functional co-culture
of mvECs and (diff)ASCs including the formation of vasculuar-like structures and the
long-term maintenance of the adipogenic and endothelial structures which confirms
H3.
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8.3. Bacterial cellulose for the defined setup of vascular adipose tissue

Next to a suitable cell source and the adjustment of the biochemical surrounding via
the media composition, scaffolds play an important role in the setup of TE products, as
they may provide varying mechanical properties and geometries and may thereby
influence cellular behavior substantially [191]. It was shown before that adipogenic
differentiation is favored by soft biomaterials [103, 104]. The underlying mechanism
was attributed to reduced cell spreading on soft materials, leading to low cell tension
and thereby to the blockage of the Rho/ROCK pathway and connected the Wnt/[3-
catenin signaling pathway [192]. Equally, the enhanced formation of vascular
structures on soft materials was confirmed [108].

Regardless, adipogenic differentiation was also successfully performed on relatively
stiff materials like polyethersulfone [107] or TCPS [174]. Natural materials like collagen
type | or gelatin possess the advantage of included binding sites for the cells. Bacterial
cellulose is a natural biopolymer e. g. synthesized by gluconacetobacter xylinus. With
99 % water it possesses characteristics of a hydrogel. Its modulus was detected at
0.33 mPa [193]. Thereby the material shows higher stiffness compared to native
subcutaneous adipose tissue [103]. Anyway, the material was reported to transfer cells
into a quiescent state, thereby supporting their specific characteristics and
functionalities [115]. Aiming for the long-term culture of developed vascularized
adipose tissue constructs, such an influence could bring substantial benefits in the
physiological maintenance of adipocytes and ECs. Especially when SF defined culture
conditions are sought, reduced cell adherence, impaired differentiation and loss of cell-
specific features are an issue, due to the absence of potential non-identified serum
components [141].

In this trial, the influence of CBM on the defined culture of mvECs was to be
investigated in order to categorize the material with regard to its suitability for the use
in vascularized adipose TE. In the present work, both, CBM and TCPS facilitated the
maintenance of EC characteristics like the expression of CD31 and the capability to
take up acLDL [155]. It was nevertheless remarkable, that mvECs formed vascular-like
structures on CBM in the absence of any supporting cell type at all. The structures
were still present on day 28 of the defined culture attempt. This effect was hardly
detected at all on TCPS. Again, the softer material properties might be held responsible
for this effect [108]. On the other hand, an enhanced matrix formation of mvECs in

consequence to the quietening effect of CBM is feasible [194]. The built ECM
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components might have supported angiogenic processes and the maintenance of
generated structures.

An enhancing effect of nanocellulose on lipid accumulation and adipogenic gene
expression was detected before for adipocytes in a 3D setup [114]. Next to the
material’s effect on vascularization, the influence of CBM on the adipogenic
differentiation of ASCs and the maintenance of functional adipocyte features was to be
evaluated in this study. In preliminary experiments addressing ASC long-term culture,
CBM but not TCPS facilitated the sustainable culture of an intact cell sheet without the

detachment of the culture surface even after 42 days of ASC expansion (Figure 7).

" day 0 7 day 14 7 day 28 7 day 42

CBM

TCPS

Figure 7: ASCs maintained on CBM or TCPS till day 42 post-confluence. Phase contrast
images of ASC cultures in SF and XF MSC growth medium for up to 42 days on either CBM or
TCPS, scale bar: 200 ym, n=3.

By addressing the differentiation and maintenance of adipocytes under defined
conditions, we achieved considerable adipogenic development (chapter 4 [151]).
Despite this, a slight deceleration in lipid accumulation was received and differentiated
adipocytes exhibited a minor reduced maturation level. Based on the gained results,
CBM positively influenced the defined adipogenic differentiation compared to TCPS,
visible through a markedly enhanced leptin release and the intensified expression of
perilipin A. As the molecular basis of cellulose does not indicate the potential of a
biochemically induced enhancement of adipogenic differentiation, it was concluded,
that cell density and the orientation of ASCs in the environment with reduced cell
tension were responsible for this supportive effect, as it was described before in other
attempts [195, 196]. The supporting effect of CBM however was somehow

compensated in the consecutive maintenance phase by TCPS. It is likely that CBM,
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despite its supporting effect on adipogenic differentiation, did not especially favor the
maintenance of diffASCs over TCPS. Furthermore, (diff)ASCs might have secreted
and integrated ECM components in their environment in both attempts equally,
covering the effect of CBM through the additional supportive layer with adipose tissue
specific properties [124]. This would equally explain the comparable extent of vascular-
like structure formation, found in the co-culture attempts on either CBM or TCPS in
contrast to the results in the mono-culture attempt, which clearly indicated a beneficial
effect of CBM. Concluding, H4 is considered to be approved concerning a supporting
effect on defined adipogenic differentiation and defined mvEC maintenance. However,
an additional promotion of adipocyte maintenance and adipocyte/EC co-culture was
not detectable in this study.

8.4. 3D setup of adipose tissue

The native microenvironment of adipose tissue has to be modeled at the best to
facilitate a physiological response of the cellular components [197, 198]. Next to the
provision of essential factors, the presence of associated cell types and a tissue-
specific matrix, the orientation of cells plays a fundamental role. The later mentioned
is substantially affected by the 2D or 3D environment, the cells are exposed to [199,
200]. Additionally, the 3D setup is the prerequisite for the generation of tissue models
and substitutes of relevant size. In this trial, the in vitro system based on human
diffASCs was transferred to a 3D setup to further adjust the microenvironment to native
conditions. As shown in the preceding chapters 5 [87], 6 [154] and 7 [155], mVECs
were integrated into the system with regard to the sought vascularization of the model.
For the evaluation of in vitro models suitability to represent and replace native WAT,
the models were compared to native subcutaneous WAT.

After the integration of human primary ASCs in collagen type | hydrogels and their
differentiation for 14 days, 3D models were either indirectly co-cultured with human
primary mvECs seeded in 2D in a SC medium or mono-cultured in a SC adipocyte
medium as described in chapter 5 [87]. The co-culture was continued for seven days
until day 21 after the 3D arrangement of diffASCs. Co-cultured mvECs thereby equally
built and maintained a dense monolayer and cell sheet integrity as shown in Figure 8.
Furthermore, they kept their ability to take up acLDL. Encapsulated ASCs were viable
after the differentiation process on day 1 and after the co- and mono-culture phase on
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mvEC diffASC/mvEC

Figure 8: MvECs after seven days in
mono- and co-culture with diffASCs in 3D
collagen type | gels. CD31/DAPI
immunofluorescence staining: CD31 shown
in red and cell nuclei stained with DAPI in
blue, acLDL assay: with accumulated acLDL
in green and cell nuclei stained with Hoechst
33342 and displayed in blue, scale bar
200 pym, n=3.
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day 7 and expressed perilipin A (Figure 9). Lipid vacuoles did not reach the diameters
as found in native adipose tissue, however an increase of their volume was received
between day 1 and 7 mainly in the co-culture attempt. The ratio of cells to matrix
volume was lower in the in vitro models compared to native adipose tissue.

To be able to further compare engineered adipose tissue co-culture attempts to native
adipose tissue, gene expression levels of different genes associated to adipogenic

differentiation, FA metabolism, adipocyte functionality and angiogenesis were

FDA/Hoechst33342 Perilipin A

diffASC diffASC/mvEC diffASC diffASC/mvEC

Figure 9: DiffASCs in 3D collagen type | gels after seven days in
mono- and co-culture with mvECs. Left: live/Hoechst 33342 staining of
diffASCs on day 1 and 7 with viable cells stained with fluorescein
diacetate in green and cell nuclei stained with Hoechst33342 in blue.
Right: perilipin A/DAPI immunofluorescence staining of diffASCs on day 1
and 7 in mono- and co-culture and native human subcutaneous adipose
tissue, with perilipin A in green and cell nuclei stained with DAPI in blue,
scale bar 200 ym, n=3.
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analyzed via the available mRNA levels with a Tagman Low Density Array and
compared to the levels found in native adipose tissue.

While levels of adipogenic differentiation and FA metabolism were found to be
consistent with the physiological state in vivo in most cases, genes associated to
adipocyte functionality and angiogenesis were found to deviate occasionally (Figure
10). As seen in the first part of Figure 10, genes involved in adipogenesis, like CEBP-a,
PPAR-y, CEBP- and -6 or IRS-1 and angiotensinogen (AGT) [201, 202] are especially
increased in the mono-culture attempts, while inhibiting genes, like TGF-p2 [203] were
tendentially elevated in co-culture. Taken together, these results indicate an increased
level of adipogenic differentiation in the absence of mvECs. As co-cultures however
exhibit a noticeably increased level of leptin it is to be assumed, that adipogenic
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Figure 10: Gene expression analysis of diffASCs in 3D collagen type | gels after seven days
in mono- and co-culture with mvECs. Gene expression was analyzed for genes associated to
adipogenic differentiation, fatty acid metabolism, adipocyte functionality and angiogenesis based on
the available mRNA and compared to native subcutaneous adipose tissue for diffASCs in mono-
culture and in co-culture with mvECs after seven days in a 3D microenvironment. Expression of genes
was referred to the level of human adipose tissue (=1). Green areas indicate an expression level in
between 50 % and 150 % compared to human adipose tissue respectively, *p < 0,05, n=3.
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differentiation was pushed in an earlier stage and the displayed snapshot on day 7 of
co-culture already shows a state of beginning deregulation, probably initiated by
mvECs. Until day 7, mvECs proliferated and formed a confluent monolayer, which
shares characteristics of a vascular network in terms of cell-cell contacts. Presumably,
mvECs released signals to promote the attraction of mural cells and thereby inhibited
further adipogenic differentiation [167, 182]. AdipoQ is an indicator of low lipid stores
and thereby considered as a promoter of glucose uptake and adipogenic differentiation
[2, 33]. As it is expressed contrary to leptin in mono- and co-cultures, this hypothesis
is supported. The upregulation of the negative regulator of adipogenesis DLK-1 is
attributed to the immature state of diffASCs [204]. Its general upregulation indicates an
immature state in all attempts independent of the presence of ECs.

When looking at genes responsible for FA metabolism, the stated effect of reduced
adipogenic differentiation by mvECs is confirmed as all of the associated genes are
expressed to a higher extent in the mono- compared to the co-culture trials. The
reduced expression might again be induced by mvECs in a deregulation of adipogenic
differentiation towards a homeostatic state of the setting. SREBP-1 is the master
regulator of FA metabolism. ACLY and FAS participate in the generation of FAs [26,
27]. FABP-4, LPL and FATP-1 and -4 play an important role in the uptake of FAs from
the surrounding [28-30]. GLUT-4 facilitates glucose uptake from the extracellular space
[205]. It is remarkable that genes, responsible for the de novo synthesis of FAs like
GLUT-4, are rather expressed compared to those addressing the uptake of FAs like
LPL. Apparently, de novo lipogenesis is the preferred metabolic process in lipid
accumulation taking place in diffASCs in mono- and co-culture in this event.

Next to adipoQ and leptin, adipsin, visfatin, resistin and TNF-a were classified as
indicators of adipocyte functionality. Adipsin is responsible for the suppression of
infectious agents in the innate immune system [206], TNF-a and resistin are equally
linked to inflammatory processes [12, 207]. The low expression of these genes might
be led back to the simplified and sterile environment generated in vitro. Additionally,
the absence of other tissue cell types like macrophages, which play an essential role
in processes within the generation of an immune response, may be responsible for this
condition. The elevated levels of visfatin may be attributed to facilitated glucose uptake
and the adipocyte-mediated initiation of vessel maturation [208]. Both processes are
in accordance to the actual state of the in vitro setup, in which adipose tissue

functionalities are still developing.
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Within angiogenic factors, Ang Il is known to facilitate the loosening of mural cell/EC
contacts and the promotion of proliferation and migration of cells in the presence of
VEGF-A, while Ang | in contrary supports vessel maturation via mural cell attachment
[167, 209]. DiffASCs in co-culture presumably receive paracrine signals from mvECs
and are thereby informed about their presence. Consequently, they might try to attract
them to non-vascularized tissue areas through the release of factors with a
reconstructive function, like Ang Il or VEGF-A. Conclusively, VEGF-D, which is
connected to EC proliferation, is increased in the mono-culture attempt, where
paracrine signaling from mvECs is not available [210]. The intense upregulation of
PAI-1, for which only a few functions are known apart from the support of angiogenesis
[211], is striking. It might be linked to the high available concentration of insulin in vitro
in all attempts [212], or the hypoxic state of diffASCs located in internal areas of the
3D constructs.

This attempt represents a first time comparison of an in vitro engineered 3D adipose
tissue model based on diffASCs and mvECs with native human WAT. In short, the
adipose tissue model exhibits high viability and shares many features and
functionalities with native adipose tissue. Deviating expressed genes are mostly
attributed to the immature state of the diffASCs after three weeks of in vitro culture.
Other differences like in the expression of genes associated to adipose tissue
functionalities are presumably owed to the absence of other cell types or the organoid
network in contrast to the in vivo situation. Future attempts should address the
adjustment of the underlying reasons of the elucidated divergences, like the addition
of other cell types and the setup of direct co-cultures with refined cell ratios, to optimize
the system to a more reliable model of human adipose tissue in vivo. Concluding, H5
is only partially applicable. DiffASCs represent native adipose tissue well in vitro in
terms of differentiation and FA metabolism and partly within the interaction in
angiogenic processes. Nonetheless, the hypothesis cannot be verified completely until
further adjustments like the inclusion of additional cell types, dynamic culture
conditions and an elongation of the culture period are implemented to further optimize

adipocyte functionality and physiological cell-cell interaction.
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9. Conclusion

The use of serum as cell culture supplement is associated to potential contaminations
and the cover up of the cellular response in vitro. However, inadequate
supplementation results in dedifferentiation, loss of cell integrity and apoptosis. In this
thesis, the SF generation and maintenance of adipocytes was aimed. By the addition
of cell-specific factors, a completely defined adipogenic differentiation medium was
developed, which facilitated the differentiation of functional and characteristic
adipocytes based on human primary ASCs. Additionally, another supplementation
allowed for the sustainable maintenance of the generated adipocytes through a long-
term culture period of up to 56 days in total.

To be able to engineer physiological and sustainable adipose tissue constructs of
relevant size, a vascular component has to be integrated into the system. With regard
to the addition of a natural vascular system to adipose tissue models, the functional
co-culture of adipocytes and ECs is an important prerequisite. In this study, the
composition of a suitable co-culture medium for human primary mvECs and diffASCs
was sought. By the optimization of a medium based on adipocyte- and EC-specific
factors, with particular regard to the controversially discussed factors EGF and HC, an
improved co-culture medium was developed. The medium adequately supported the
maturation and maintenance of diffASCs in co-culture without affecting mvEC
behavior.

For the defined setup of vascularized adipose tissue constructs, the development of a
defined co-culture medium for adipocytes and mvECs represented a subsequent
objective of this thesis. Based on the gained experience from the defined adipogenic
differentiation and the adjustment of the SC co-culture medium, a SF and defined
co-culture medium was developed for adipocytes and mvECs. The medium supported
functional adipocyte and mvECs maintenance. Further, the medium facilitated the
formation of interconnected vascular-like structures in the direct co-culture setup of
adipocytes and mvECs. The structures were maintained for up to 28 days.

It is known, that physiological response of primary adipocytes and ECs strongly relies
on their structural environment. Another focus of this study was the examination of the
influence of a novel CBM on the setup of vascularized adipose tissue under defined
conditions. An accelerating effect of CBM on the lipid accumulation during defined

adipogenic differentiation was detected. Moreover, CBM led to the formation and
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stabilization of vascular-like structures by mvECs in the absence of another supportive
cell type. CBM additionally facilitated the defined direct co-culture of mvECs and
diffASCs for 14 days including the formation and maintenance of vascular structures
comparably to TCPS.

To further adjust the in vitro environment to native conditions and receive substitutes
of relevant size, TE attempts have to be transferred to a 3D setup. In a last step, the
establishment of a 3D adipose tissue model in co-culture with mvECs was addressed.
The model’s features, functionalities and gene expression profiles were compared to
native adipose tissue to allow a classification of its imitative power. A functional and
characteristic 3D adipose tissue model was established. The engineered models
altogether showed natural expression levels of adipocyte genes. A partly deviating
expression of differentiation and functionality genes was mainly ascribed to the
immature state of diffASCs and the isolated and artificial in vitro culture setup.

This thesis provides a tool set for the defined setup of vascularized adipose tissue
constructs based on human primary ASCs and human primary mvECs. The results
gained through the adjustments in the structural surrounding by matrix and cell
orientation may be used to further optimize in vitro adipose tissue constructs. With the
developed defined media the entry of corresponding products into the clinical
application as implant and the in vitro application as predictive instrument can be
accelerated considerably. Furthermore, the experiences gained on the development of
defined media in this study may be transferred and adjusted to other tissues and
applications to generally reduce the dependency on (animal-derived) sera in cell

culture.
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10. Outlook

In this thesis, the defined development of functional adipocytes including the
accumulation of lipids, the expression of perilipin A and the release of leptin and
glycerol was performed successfully. Nonetheless, the level of differentiation of SC
attempts was only achieved to 80 % for perilipin A expressing cells and about 50 %
concerning the lipid accumulation. Further investigations have to search for additional,
possibly so far unidentified factors, which support general and cell specific functions.
Following, the set up systems have to be analyzed in comparison to SC attempts with
regard to their reliability, robustness and predictive power. Finally, their validation as
in vitro models has to prove their suitability to mimic native adipose tissue.

The successful long-term culture of adipocytes and the co-culture with mvECs under
defined conditions was shown within this thesis. To further increase the chance of
adequate anastomosis of implants with the host tissue, this long-term culture period
should be further elongated to at least three months. Therefore, a dynamic culture of
the system with a circulating liquid component, transporting nutrients and waste
products shows high potential.

Through the 3D setup of adipose tissue models, tissue substitutes close to native
tissue were engineered. The 3D arrangement under defined conditions promises to
combine the advantages of both attempts and might underline its superior features. In
future attempts, the procedure could further be transferred to an additive
manufacturing process to allow its production with high throughput techniques.

The beneficial influence of CBM on the defined adipogenic differentiation and
vascularization under defined conditions were demonstrated in this trial. Thereby the
suitability of CBM for the setup of vascularized adipose tissue was highlighted. The
application of CBM in 3D setups would be highly desirable. Future attempts have to
address the modification of CBM to facilitate its application in individual free-form
attempts. Furthermore, CBM could be modified concerning its stiffness and binding
sites, to resemble adipose tissue ECM more naturally.

Substantial de novo vascularization was achieved in this thesis in mono- and co-culture
attempts under defined conditions for the first time. With regard to the setup of enlarged
tissue constructs, de novo vascularization might not be sufficient to supply all
peripheral tissue areas adequately before cell death occurs, caused by nutrient
deficiency. Therefore, the combination of de novo vascularization with predefined

vascular geometries for the larger vessels are conceivable. This combined approach
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would also allow for an appropriate connection to the dynamic flow of a bioreactor.
Furthermore, the miniaturization of this dynamic system to a fat-on-a-chip model would
allow scaling up the number of investigated variables in in vitro approaches.

As a further adjustment to mimic native adipose tissue, additional cell types, like
macrophages have to be integrated into the construct to be able to recreate tissue

specific processes, like adipose tissue inflammation.

45



11. References

1.

(1]
(2]
(3]
(4]

(3]
(6]
[7]
[8]

[9]

[10]
[11]
[12]

[13]

[14]

[15]

[16]

[17]
(18]
[19]
(20]
[21]

[22]

(23]
(24]

(25]

References

Hauner H., Secretory factors from human adipose tissue and their functional role, Proc Nutr
Soc (2005) 64(2) 163-169.

Coelho M., Oliveira T., Fernandes R., Biochemistry of adipose tissue: an endocrine organ,
Arch. Med. Sci. (2013) 9(2) 191-200.

Pond C.M., The Evolution of Mammalian Adipose Tissue, in: M.E. Symonds (Ed.), Adipose
Tissue Biology, Springer2017.

Hauner H., Bosy-Westphal A., Miuller M.J., Definition - Klassifikation -
Untersuchungsmethoden, in: A. Wirth, H. Hauner (Eds.), Adipositas: Atiologie,
Folgekrankheiten, Diagnostik, Therapie, Springer, Berlin Heidelberg, 2013, pp. 1-23.
Wronska A., Kmiec Z., Structural and biochemical characteristics of various white adipose
tissue depots, Acta Physiol (2012) 205(2) 194-208.

Smahel J., Adipose tissue in plastic surgery, Ann. Plast. Surg. (1986) 16(5) 444-453.
Avram A.S., Avram M.M., James W.D., Subcutaneous fat in normal and diseased states:
2. Anatomy and physiology of white and brown adipose tissue, J. Am. Acad. Dermatol.
(2005) 53(4) 671-683.

Xue Y., Lim S., Brakenhielm E., Cao Y., Adipose angiogenesis: quantitative methods to
study microvessel growth, regression and remodeling in vivo, Nat. Protoc. (2010) 5(5) 912-
20.

Xue Y., Xing Z., Bolstad A.l., Dyke T.E., Mustafa K., Co-culture of human bone marrow
stromal cells with endothelial cells alters gene expression profiles, Int. J. Artif. Organs
(2013) 36(9) 650-62.

Frayn K., Karpe F., Fielding B., Macdonald |., Coppack S., Integrative physiology of human
adipose tissue, Int. J. Obesity (2003) 27(8) 875-888.

Mohamed-Ali V., Pinkney J., Coppack S., Adipose tissue as an endocrine and paracrine
organ, Int. J. Obes. Relat. Metab. Disord. (1998) 22(12) 1145-58.

KlIdting N., Stumvoll M., Bliher M., Biologie des viszeralen Fetts, Internist (Berl.) (2007)
48(2) 126-133.

Mathieu P., Poirier P., Pibarot P., Lemieux |., Després J.-P., Visceral obesity: the link
among inflammation, hypertension, and cardiovascular disease, Hypertension (2009) 53(4)
577-584.

Tracy L.E., Minasian R.A., Caterson E., Extracellular matrix and dermal fibroblast function
in the healing wound, Adv. Wound Care (2016) 5(3) 119-136.

Jernas M., Palming J., Sjoholm K., Jennische E., Svensson P.-A., Gabrielsson B.G., Levin
M., Sjogren A., Rudemo M., Lystig T.C., Separation of human adipocytes by size:
hypertrophic fat cells display distinct gene expression, FASEB J (2006) 20(9) 1540-1542.
Tordjman J., Histology of adipose tissue, in: J.-P. Bastard, B. Féve (Eds.), Physiology and
Physiopathology of Adipose Tissue, Springer, Paris Heidelberg New York Dordrecht
London, 2013, pp. 67-75.

Hausman G., Richardson R., Cellular and vascular development in immature rat adipose
tissue, J. Lipid Res. (1983) 24(5) 522-532.

Pierleoni C., Verdenelli F., Castellucci M., Cinti S., Fibronectins and basal lamina molecules
expression in human subcutaneous white adipose tissue, Eur J Histochem. (1998) 42(3)
183-188.

Trayhurn P., Adipocyte biology, Obes. Rev. (2007) 8 Suppl 1: 41-4.

Cawthorn W.P., Scheller E.L., MacDougald O.A., Adipose tissue stem cells meet
preadipocyte commitment: going back to the future, J. Lipid Res. (2012) 53(2) 227-246.
Pavelka M., Roth J., Brown Adipose Tissue, Functional Ultrastructure, Springer2010, pp.
292-293.

Blanchette-Mackie E.J., Dwyer N.K., Barber T., Coxey R.A., Takeda T., Rondinone C.,
Theodorakis J., Greenberg A., Londos C., Perilipin is located on the surface layer of
intracellular lipid droplets in adipocytes, J. Lipid Res. (1995) 36(6) 1211-1226.

Flynn L., Woodhouse K.A., Adipose tissue engineering with cells in engineered matrices,
Organogenesis (2008) 4(4) 228-235.

Rutkowski J.M., Stern J.H., Scherer P.E., The cell biology of fat expansion, J Cell Biol
(2015) 208(5) 501-512.

Loffler G., Lipogenese und Lipolyse — Bildung und Verwertung der Fettspeicher, in: P.C.
Heinrich, Midller, Matthias, Graeve, Lutz (Ed.), Loffler/Petrides Biochemie und
Pathobiochemie, Springer, Berlin Heidelberg, 2014, pp. 257-278.

46



11. References

(26]

[27]
(28]

(29]

(30]

[31]

[32]

(33]
(34]
(35]

[36]

[37]

[38]
[39]
[40]
[41]
[42]
[43]

[44]

[45]

[46]

[47]
[48]
[49]

[50]

Elshourbagy N.A., Near J.C., Kmetz P.J., Wells T.N.C., Groot P.H.E., Saxty B.A., Hughes
S.A., Franklin M., Gloger 1.S., Cloning and expression of a human ATP-citrate lyase cDNA,
Eur. J. Biochem. (1992) 204(2) 491-499.

Eberle D., Hegarty B., Bossard P., Ferre P., Foufelle F., SREBP transcription factors:
master regulators of lipid homeostasis, Biochimie (2004) 86(11) 839-48.

Gargiulo C.E., Stuhlsatz-Krouper S.M., Schaffer J.E., Localization of adipocyte long-chain
fatty acyl-CoA synthetase at the plasma membrane, J Lipid Res (1999) 40(5) 881-92.

Roh C., Roduit R., Thorens B., Fried S., Kandror K.V., Lipoprotein lipase and leptin are
accumulated in different secretory compartments in rat adipocytes, J Biol Chem (2001)
276(38) 35990-4.

Wiczer B.M., Lobo S., Bernlohr D.A., FATP1 and FATP4 mediate long-chain fatty acid-
induced activation of AMP-activated protein kinase in adipocytes, FASEB J (2008) 22(1
Supplement) 644.1-644.1.

Tansey J., Sztalryd C., Hlavin E., Kimmel A., Londos C., The central role of perilipin a in
lipid metabolism and adipocyte lipolysis, I[UBMB Life (2004) 56(7) 379-385.

Wei S., Duarte M.S., Zan L., Du M., Jiang Z., Guan L., Chen J., Hausman G.J., Dodson
M.V., Cellular and Molecular Implications of Mature Adipocyte Dedifferentiation, J
Genomics. (2013) 1 5-12.

Nedvidkova J., Smitka K., Kopsky V., Hainer V., Adiponectin, an adipocyte-derived protein,
Physiol. Res. (2005) 54(2) 133.

Gesta S., Kahn C.R., White Adipose Tissue, in: M.E. Symonds (Ed.), Adipose Tissue
Biology2017, pp. 149-201.

Peckett A.J., Wright D.C., Riddell M.C., The effects of glucocorticoids on adipose tissue
lipid metabolism, Metabolism (2011) 60(11) 1500-10.

Dominici M., Le Blanc K., Mueller 1., Slaper-Cortenbach I., Marini F., Krause D., Deans R.,
Keating A., Prockop D., Horwitz E., Minimal criteria for defining multipotent mesenchymal
stromal cells. The International Society for Cellular Therapy position statement,
Cytotherapy (2006) 8(4) 315-7.

Baer P.C., Geiger H., Adipose-derived mesenchymal stromal/stem cells: tissue
localization, characterization, and heterogeneity, Stem Cells Int. (2012) 2012 812693.
Kovacic J.C., Boehm M., Resident vascular progenitor cells: an emerging role for non-
terminally differentiated vessel-resident cells in vascular biology, Stem Cell Res (2009) 2(1)
2-15.

Tallone T., Realini C., Bohmler A., Kornfeld C., Vassalli G., Moccetti T., Bardelli S., Soldati
G., Adult human adipose tissue contains several types of multipotent cells, J. Cardiovasc.
Transl. Res. (2011) 4(2) 200-10.

Mendel T.A., Clabough E.B., Kao D.S., Demidova-Rice T.N., Durham J.T., Zotter B.C.,
Seaman S.A., Cronk S.M., Rakoczy E.P., Katz A.J., Pericytes derived from adipose-
derived stem cells protect against retinal vasculopathy, PLoS One (2013) 8(5) e65691.
Caplan A.l., All MSCs are pericytes?, Cell stem cell (2008) 3(3) 229-230.

Attwell D., Mishra A., Hall C.N., O’Farrell F.M., Dalkara T., What is a pericyte?, J. Cereb.
Blood Flow Metab. (2016) 36(2) 451-455.

Rosen E.D., Walkey C.J., Puigserver P., Spiegelman B.M., Transcriptional regulation of
adipogenesis, Genes Dev. (2000) 14.

Moreno-Navarrete J., Fernandez-Real J., Adipocyte Differentiation, in: M.E. Symonds
(Ed.), Adipose Tissue Biology, Springer2017, pp. 69-91.

Miki H., Yamauchi T., Suzuki R., Komeda K., Tsuchida A., Kubota N., Terauchi Y., Kamon
J., Kaburagi Y., Matsui J., Essential role of insulin receptor substrate 1 (IRS-1) and IRS-2
in adipocyte differentiation, Mol. Cell. Biol. (2001) 21(7) 2521-2532.

Mitterberger M.C., Lechner S., Mattesich M., Kaiser A., Probst D., Wenger N., Pierer G.,
Zwerschke W., DLK1 (PREF1) is a negative regulator of adipogenesis in
CD105+/CD90+/CD34+/CD31-/FABP4- adipose-derived stromal cells from subcutaneous
abdominal fat pats of adult women, Stem cell Res. (2012) 9(1) 35-48.

Aird W.C., Phenotypic heterogeneity of the endothelium: |. Structure, function, and
mechanisms, Circ. Res. (2007) 100(2) 158-73.

Kern P., Knedler A., Eckel R., Isolation and culture of microvascular endothelium from
human adipose tissue, J. Clin. Invest. (1983) 71(6) 1822.

Bazzoni G., Dejana E., Endothelial cell-to-cell junctions: molecular organization and role in
vascular homeostasis, Physiol. Rev. (2004) 84(3) 869-901.

Newman P.J., The biology of PECAM-1, J. Clin. Invest. (1997) 99(1) 3.

47



11. References

[51]

[52]

(53]

[54]

[59]
[56]

[57]

(58]

[59]

[60]

[61]

[62]

[63]

[64]

[65]

[66]

[67]

[68]

[69]
[70]
[71]
[72]

[73]

Kumar N.M., Gilula N.B., The gap junction communication channel, Cell (1996) 84(3) 381-
388.

Brandes R.P., Schmitz-Winnenthal F.-H., Félétou M., Gédecke A., Huang P.L., Vanhoutte
P.M., Fleming I, Busse R., An endothelium-derived hyperpolarizing factor distinct from NO
and prostacyclin is a major endothelium-dependent vasodilator in resistance vessels of
wild-type and endothelial NO synthase knockout mice, Proc Natl Acad Sci U S A. (2000)
97(17) 9747-9752.

Sumpio B.E., Riley J.T., Dardik A., Cells in focus: endothelial cell, Int J Biochem Cell Biol
(2002) 34(12) 1508-12.

Theilmeier G., Michiels C., Spaepen E., Vreys |., Collen D., Vermylen J., Hoylaerts M.F .,
Endothelial von Willebrand factor recruits platelets to atherosclerosis-prone sites in
response to hypercholesterolemia, Blood (2002) 99(12) 4486-4493.

Volz A.C., Huber B., Kluger P.J., Adipose-derived stem cell differentiation as a basic tool
for vascularized adipose tissue engineering, Differentiation (2016). 92(1-2):52-64.
Joussen A., Kirchhof B., Gottstein C., Molekulare Mechanismen der Vaskulogenese und
Angiogenese, Der Ophthalmologe (2003) 100(4) 284-291.

Brett E., Chung N., Leavitt W.T., Momeni A., Longaker M.T., Wan D.C., A Review of Cell-
Based Strategies for Soft Tissue Reconstruction, Tissue Eng Part B Rev (2017) 23(4) 336-
346.

Coleman S.R., Structural fat grafting: more than a permanent filler, Plast. Reconstr. Surg.
(2006) 118(3S) 108-120.

Serra-Renom J.M., Serra-Mestre J.M., Martinez L., D’Andrea F., Endoscopic
reconstruction of partial mastectomy defects using latissimus dorsi muscle flap without
causing scars on the back, Aesthetic Plast. Surg. (2013) 37(5) 941-949.

Yoshimura K., Sato K., Aoi N., Kurita M., Hirohi T., Harii K., Cell-assisted lipotransfer for
cosmetic breast augmentation: supportive use of adipose-derived stem/stromal cells,
Aesthetic Plast. Surg. (2008) 32(1) 48-55.

Dolderer J.H., Medved F., Haas R.M., Siegel-Axel D.l., Schiller S.M., Schaller H.E.,
Angiogenese und Vaskularisation beim Tissue Engineering von Fettgewebe, Handchir.
Mikrochir. Plast. Chir. (2013) 45(02) 99-107.

Yu N.-Z., Huang J.-Z., Zhang H., Wang Y., Wang X.-J., Zhao R., Bai M., Long X., A
systemic review of autologous fat grafting survival rate and related severe complications,
Chin. Med. J. (2015) 128(9) 1245.

Baranski J.D., Chaturvedi R.R., Stevens K.R., Eyckmans J., Carvalho B., Solorzano R.D.,
Yang M.T., Miller J.S., Bhatia S.N., Chen C.S., Geometric control of vascular networks to
enhance engineered tissue integration and function, Proc Natl Acad Sci U S A. (2013)
110(19) 7586-7591.

Gomes M.E., Reis R.L., Tissue engineering: key elements and some trends, Macromol.
Biosci. (2004) 9(4) 737-42.

Xu H., Barnes G.T., Yang Q., Tan G., Yang D., Chou C.J., Sole J., Nichols A., Ross J.S.,
Tartaglia L.A., Chronic inflammation in fat plays a crucial role in the development of obesity-
related insulin resistance, J Clin Invest. (2003) 112(12) 1821-1830.

Peyrin-Biroulet L., Chamaillard M., Gonzalez F., Beclin E., Decourcelle C., Antunes L., Gay
J., Neut C., Colombel J.F., Desreumaux P., Mesenteric fat in Crohn's disease: a
pathogenetic hallmark or an innocent bystander?, Gut (2007) 56(4) 577-83.

Bickel M.H., The role of adipose tissue in the distribution and storage of drugs, in: E. Jucker
(Ed.), Progress in Drug Research / Fortschritte der Arzneimittelforschung / Progrés des
recherches pharmaceutiques, Birkhduser Basel, Basel, 1984, pp. 273-303.

Klingelhutz A.J., Gourronc F.A., Chaly A., Wadkins D.A., Burand A.J., Markan K.R., Idiga
S.0., Wu M., Potthoff M.J., Ankrum J.A., Scaffold-free generation of uniform adipose
spheroids for metabolism research and drug discovery, Sci. Rep. (2018) 8(1) 523.
Nawrocki A.R., Scherer P.E., Keynote review: the adipocyte as a drug discovery target,
Drug Discov. Today (2005) 10(18) 1219-30.

Jain R.K,, Au P., Tam J., Duda D.G., Fukumura D., Engineering vascularized tissue, Nat.
Biotechnol. (2005) 23(7) 821-3.

Cao Y., Adipose tissue angiogenesis as a therapeutic target for obesity and metabolic
diseases, Nat. Rev. Drug Discov. (2010) 9(2) 107-15.

Smith M.M., Minson C.T., Obesity and adipokines: effects on sympathetic overactivity, J
Physiol. (2012) 590(8) 1787-1801.

Huber B., Engelhardt S., Meyer W., Kriiger H., Wenz A., Schénhaar V., Tovar G., Kluger
P., Borchers K., Blood-Vessel Mimicking Structures by Stereolithographic Fabrication of

48



11. References

[74]
[75]

[76]

[77]

(78]

[79]

(80]

[81]

[82]

[83]
[84]
[85]

[86]

[87]

[88]

[89]

[90]

[91]

[92]

[93]
[94]
[95]

[96]

Small Porous Tubes Using Cytocompatible Polyacrylate Elastomers, Biofunctionalization
and Endothelialization, J Funct Biomater. (2016) 7(2) 11.

Frese L., Dijkman P.E., Hoerstrup S.P., Adipose tissue-derived stem cells in regenerative
medicine, Transfus Med Hemother. (2016) 43(4) 268-274.

Mazo M., Gavira J.J., Pelacho B., Prosper F., Adipose-derived stem cells for myocardial
infarction, J. Cardiovasc. Transl. Res. (2011) 4(2) 145-53.

Zuk P.A., Zhu M., Mizuno H., Huang J., Futrell JJW., Katz A.J., Benhaim P., Lorenz H.P.,
Hedrick M.H., Multilineage cells from human adipose tissue: implications for cell-based
therapies, Tissue Eng. (2001) 7(2) 211-228.

Guilak F., Lott K.E., Awad H.A., Cao Q., Hicok K.C., Fermor B., Gimble J.M., Clonal
analysis of the differentiation potential of human adipose-derived adult stem cells, J. Cell.
Physiol. (2006) 206(1) 229-237.

Suga H., Eto H., Aoi N., Kato H., Araki J., Doi K., Higashino T., Yoshimura K., Adipose
tissue remodeling under ischemia: death of adipocytes and activation of stem/progenitor
cells, Plast. Reconstr. Surg. (2010) 126(6) 1911-1923.

Tsuji W., Inamoto T., Yamashiro H., Ueno T., Kato H., Kimura Y., Tabata Y., Toi M.,
Adipogenesis induced by human adipose tissue—derived stem cells, Tissue Eng Part A
(2008) 15(1) 83-93.

Vallée M., Cété J.F., Fradette J., Adipose-tissue engineering: Taking advantage of the
properties of human adipose-derived stem/stromal cells, Pathol. Biol. (2009) 57(4) 309-
317.

Holnthoner W., Hohenegger K., Husa A.M., Muehleder S., Meinl A., Peterbauer-Scherb A.,
Adipose-derived stem cells induce vascular tube formation of outgrowth endothelial cells
in a fibrin matrix, J. Tissue Eng. Regen. Med. (2015) 9(2) 127-136.

Xie Q., Xie J., Zhong J., Cun X,, Lin S., Lin Y., Cai X., Hypoxia enhances angiogenesis in
an adipose-derived stromal cell/lendothelial cell co-culture 3D gel model, Cell Prolif. (2016)
49(2) 236-45.

Bellas E., Marra K.G., Kaplan D.L., Sustainable three-dimensional tissue model of human
adipose tissue, Tissue Eng Part C Methods (2013) 19(10) 745-54.

Arimochi H., Sasaki Y., Kitamura A., Yasutomo K., Differentiation of preadipocytes and
mature adipocytes requires PSMB8, Sci. Rep. (2016) 6:26791.

Baker N.A., Muir L.A.,, Lumeng C.N., O'Rourke R.W., Differentiation and Metabolic
Interrogation of Human Adipocytes, Methods Mol Biol (2017) 1566: 61-76.

Furno D.L., Graziano A.C., Caggia S., Perrotta R.E., Tarico M.S., Giuffrida R., Cardile V.,
Decrease of apoptosis markers during adipogenic differentiation of mesenchymal stem
cells from human adipose tissue, Apoptosis (2013) 18(5) 578-588.

Volz A.-C., Huber B., Schwandt A.M., Kluger P.J., EGF and hydrocortisone as critical
factors for the co-culture of adipogenic differentiated ASCs and endothelial cells,
Differentiation (2017) 95: 21-30.

Sugihara H., Yonemitsu N., Miyabara S., Yun K., Primary cultures of unilocular fat cells:
characteristics of growth in vitro and changes in differentiation properties, Differentiation
(1986) 31(1) 42-49.

Shigematsu M., Watanabe H., Sugihara H., Proliferation and differentiation of unilocular fat
cells in the bone marrow, Cell Struct. Funct. (2001) 24(2) 89-100.

Tholpady S.S., Aojanepong C., LIull R., Jeong J.H., Mason A.C., Futrell J.W., Ogle R.C.,
Katz A.J., The cellular plasticity of human adipocytes, Ann. Plast. Surg. (2005) 54(6) 651-
6.

Huber B., Borchers K., Tovar G.E., Kluger P.J., Methacrylated gelatin and mature
adipocytes are promising components for adipose tissue engineering, J. Biomater. Appl.
(2015) 30(6) 699-710.

Huber B., Czaja A.M., Kluger P.J., Influence of epidermal growth factor (EGF) and
hydrocortisone on the co-culture of mature adipocytes and endothelial cells for
vascularized adipose tissue engineering, Cell Biol Int (2016) 40(5) 569-78.

Huber B., Kluger P.J., Decelerating Mature Adipocyte Dedifferentiation by Media
Composition, Tissue Eng Part C Methods (2015) 21(12) 1237-45.

Aird W.C., 3 - Endothelium A2 - Kitchens, Craig S, in: C.M. Kessler, B.A. Konkle (Eds.),
Consultative Hemostasis and Thrombosis Saunders, Philadelphia, 2013, pp. 33-41.

Khoo C.P., Pozzilli P., Alison M.R., Endothelial progenitor cells and their potential
therapeutic applications, Regen. Med. (2008) 3(6) 863-76.

Khan S.S., Solomon M.A., McCoy J.P., Detection of circulating endothelial cells and
endothelial progenitor cells by flow cytometry, Cytometry B: Clin Cytom. (2005) 64(1) 1-8.

49



11. References

[97]

(98]

[99]

[100]

[101]

[102]

[103]

[104]

[105]

[106]

[107]

[108]

[109]

[110]

[111]

[112]

[113]

[114]

[115]

[116]

[117]

Jaffe E.A., Nachman R.L., Becker C.G., Minick C.R., Culture of human endothelial cells
derived from umbilical veins. Identification by morphologic and immunologic criteria, J. Clin.
Invest. (1973) 52(11) 2745.

O’Donnell J., Mille-Baker B., Laffan M., Human umbilical vein endothelial cells differ from
other endothelial cells in failing to express ABO blood group antigens, J. Vasc. Res. (2000)
37(6) 540-547.

Baldwin J., Antille M., Bonda U., De-Juan-Pardo E.M., Khosrotehrani K., lvanovski S., In
vitro pre-vascularisation of tissue-engineered constructs a co-culture perspective, Vasc
Cell (2014) 6(1) 13.

Davison P., Bensch K., Karasek M., Isolation and long-term serial cultivation of endothelial
cells from the microvessels of the adult human dermis, In Vitro (1983) 19(12) 937-945.
Chi J.T., Chang H.Y., Haraldsen G., Jahnsen F.L., Troyanskaya O.G., Chang D.S., Wang
Z., Rockson S.G., van de Rijn M., Botstein D., Brown P.O., Endothelial cell diversity
revealed by global expression profiling, Proc Natl Acad Sci U S A (2003) 100(19) 10623-8.
Alkhouli N., Mansfield J., Green E., Bell J., Knight B., Liversedge N., Tham J.C., Welbourn
R., Shore A.C., Kos K., The mechanical properties of human adipose tissues and their
relationships to the structure and composition of the extracellular matrix, Am J Physiol
Endocrinol Metab. (2013) 305(12) E1427-E1435.

Young D.A., Choi Y.S., Engler A.J., Christman K.L., Stimulation of adipogenesis of adult
adipose-derived stem cells using substrates that mimic the stiffness of adipose tissue,
Biomaterials (2013) 34(34) 8581-8588.

Guilak F., Cohen D.M., Estes B.T., Gimble J.M., Liedtke W., Chen C.S., Control of stem
cell fate by physical interactions with the extracellular matrix, Cell Stem Cell (2009) 5(1)
17-26.

Pati F., Jang J., Ha D.H., Won Kim S., Rhie J.W., Shim J.H., Kim D.H., Cho D.W., Printing
three-dimensional tissue analogues with decellularized extracellular matrix bioink, Nat
Commun (2014) 5:(3935).

O’Halloran N., Courtney D., Kerin M.J., Lowery A.J., Adipose-derived stem cells in novel
approaches to breast reconstruction: their suitability for tissue engineering and oncological
safety, Breast cancer: basic and clinical research (2017) 11 1178223417726777.

Gerlach J.C., Lin Y.-C., Brayfield C.A., Minteer D.M., Li H., Rubin J.P., Marra K.G,,
Adipogenesis of human adipose-derived stem cells within three-dimensional hollow fiber-
based bioreactors, Tissue Eng Part C, Methods (2012) 18(1) 54-61.

Sieminski A., Hebbel R., Gooch K., The relative magnitudes of endothelial force generation
and matrix stiffness modulate capillary morphogenesis in vitro, Exp. Cell Res. (2004) 297(2)
574-584.

Rajwade J., Paknikar K., Kumbhar J., Applications of bacterial cellulose and its composites
in biomedicine, Appl. Microbiol. Biotechnol. (2015) 99(6) 2491-2511.

Kucinska-Lipka J., Gubanska ., Janik H., Bacterial cellulose in the field of wound healing
and regenerative medicine of skin: recent trends and future prospectives, Polym. Bull.
(2015) 72(9) 2399-2419.

Petersen N., Gatenholm P., Bacterial cellulose-based materials and medical devices:
current state and perspectives, Appl. Microbiol. Biotechnol. (2011) 91(5) 1277.

Ullah M.\W., Ul-Islam M., Khan S., Kim Y., Park J.K., Structural and physico-mechanical
characterization of bio-cellulose produced by a cell-free system, Carbohydr. Polym. (2016)
136: 908-916.

Krontiras P., Gatenholm P., Hagg D.A., Adipogenic differentiation of stem cells in three-
dimensional porous bacterial nanocellulose scaffolds, J Biomed Mater Res Part B: Appl
Biomat. (2015) 103(1) 195-203.

Henriksson |., Gatenholm P., Hagg D., Increased lipid accumulation and adipogenic gene
expression of adipocytes in 3D bioprinted nanocellulose scaffolds, Biofabrication (2017)
9(1) 015022.

Feil G., Horres R., Schulte J., Mack A.F., Petzoldt S., Arnold C., Meng C., Jost L., Boxleitner
J., Kiessling-Wolf N., Bacterial cellulose shifts transcriptome and proteome of cultured
endothelial cells towards native differentiation, Mol. Cell. Proteomics (2017) 16(9) 1563-
1577.

Yu C., Kornmuller A., Brown C., Hoare T., Flynn L.E., Decellularized adipose tissue
microcarriers as a dynamic culture platform for human adipose-derived stem/stromal cell
expansion, Biomaterials (2017) 120: 66-80.

Gugerell A., Neumann A., Kober J., Tammaro L., Hoch E., Schnabelrauch M., Kamolz L.,
Kasper C., Keck M., Adipose-derived stem cells cultivated on electrospun I-lactide/glycolide

50



11. References

[118]
[119]

[120]

[121]

[122]

[123]

[124]

[125]

[126]

[127]

[128]

[129]

[130]

[131]

[132]

[133]

[134]

[135]

[136]
[137]

[138]
[139]

copolymer fleece and gelatin hydrogels under flow conditions—aiming physiological reality
in hypodermis tissue engineering, Burns (2015) 41(1) 163-171.

Novosel E.C., Kleinhans C., Kluger P.J., Vascularization is the key challenge in tissue
engineering, Adv Drug Deliv Rev (2011) 63(4-5) 300-11.

Rouwkema J., Rivron N.C., van Blitterswijk C.A., Vascularization in tissue engineering,
Trends Biotechnol. (2008) 26(8) 434-441.

Baptista P.M., Siddiqui M.M., Lozier G., Rodriguez S.R., Atala A., Soker S., The use of
whole organ decellularization for the generation of a vascularized liver organoid,
Hepatology (2011) 53(2) 604-617.

Nomi M., Miyake H., Sugita Y., Fujisawa M., Soker S., Role of growth factors and
endothelial cells in therapeutic angiogenesis and tissue engineering, Curr. Stem Cell Res.
Ther. (2006) 1(3) 333-343.

Laschke M.W., Menger M.D., Prevascularization in tissue engineering: current concepts
and future directions, Biotechnol. Adv. (2016) 34(2) 112-121.

Aoki S., Toda S., Sakemi T., Sugihara H., Coculture of endothelial cells and mature
adipocytes actively promotes immature preadipocyte development in vitro, Cell Struct
Funct (2003) 28(1) 55-60.

Sorrell J.M., Baber M.A., Traktuev D.O., March K.L., Caplan A.l., The creation of an in vitro
adipose tissue that contains a vascular-adipocyte complex, Biomaterials (2011) 32(36)
9667-76.

Kim S., Chung M., Ahn J., Lee S., Jeon N.L., Interstitial flow regulates the angiogenic
response and phenotype of endothelial cells in a 3D culture model, Lab Chip (2016) 16(21)
4189-4199.

Wiesner M., Werner K., Reboredo J., Ruecker C., Bauer-Kreisel P., Walles H., Blunk T.,
Large-Scale Vascularized Adipose Tissue Engineered In Vitro using Decellularized Porcine
Jejunal Segments in a Custom-Made Bioreactor System, Proceedings in Tissue Eng Part
A, 2015, pp. 155-156.

Abbott R.D., Raja W.K., Wang R.Y., Stinson J.A., Glettig D.L., Burke K.A., Kaplan D.L.,
Long term perfusion system supporting adipogenesis, Methods (2015) 84(Suppl.) 84-89.
Abbott R.D., Borowsky F.E., Alonzo C.A., Zieba A., Georgakoudi |., Kaplan D.L., Variability
in responses observed in human white adipose tissue models, J. Tissue Eng. Regen. Med.
(2017).

Aubin K., Safoine M., Proulx M., Audet-Casgrain M.-A., Cété J.-F., Tétu F.-A., Roy A,
Fradette J., Characterization of in vitro engineered human adipose tissues: Relevant
adipokine secretion and impact of TNF-a, PLoS One (2015) 10(9) e0137612.

Yao R., Du Y., Zhang R,, Lin F., Luan J., A biomimetic physiological model for human
adipose tissue by adipocytes and endothelial cell cocultures with spatially controlled
distribution, Biomed. Mater. (2013) 8(4) 045005.

Aubin K., Vincent C., Proulx M., Mayrand D., Fradette J., Creating capillary networks within
human engineered tissues: impact of adipocytes and their secretory products, Acta
Biomater. (2015) 11: 333-45.

Arnal-Pastor M., Martinez-Ramos C., Vallés-Lluch A., Pradas M.M., Influence of scaffold
morphology on co-cultures of human endothelial and adipose tissue-derived stem cells, J
Biomed Mater Res A. (2016) 104(6) 1523-1533.

Kang J.H., Gimble J.M., Kaplan D.L., In vitro 3D model for human vascularized adipose
tissue, Tissue Eng Part A (2009) 15(8) 2227-36.

Yao R., Zhang R., Lin F. Luan J., Biomimetic injectable HUVEC-
adipocytes/collagen/alginate microsphere co-cultures for adipose tissue engineering,
Biotechnol. Bioeng. (2013) 110(5) 1430-43.

Rohringer S., Hofbauer P., Schneider K.H., Husa A.-M., Feichtinger G., Peterbauer-Scherb
A., Redl H., Holnthoner W., Mechanisms of vasculogenesis in 3D fibrin matrices mediated
by the interaction of adipose-derived stem cells and endothelial cells, Angiogenesis (2014)
17(4) 921-933.

Gstraunthaler G., Lindl T., Zell-und Gewebekultur, Springer, Berlin Heidelberg, 2013, pp.
69-99.

Eagle H., Nutrition needs of mammalian cells in tissue culture, Science (1955) 122(3168)
501-14.

Arora M., Cell Culture Media: A Review, Materials and Methods (2013) 3:(175).

Howorth P.J., The physiological assessment of acid-base balance, Br. J. Dis. Chest (1975)
69(2) 75-102.

51



11. References

[140]

[141]

[142]

[143]
[144]

[145]

[146]
[147]
[148]
[149]

[150]

[151]

[152]

[153]

[154]

[155]

[156]

[157]

[158]

[159]

[160]

Keenan J., Pearson D., Clynes M., The role of recombinant proteins in the development of
serum-free media, Cytotechnology (2006) 50(1-3) 49-56.

van der Valk J., Brunner D., De Smet K., Fex Svenningsen A., Honegger P., Knudsen L.E.,
Lindl T., Noraberg J., Price A., Scarino M.L., Gstraunthaler G., Optimization of chemically
defined cell culture media--replacing fetal bovine serum in mammalian in vitro methods,
Toxicol In Vitro (2010) 24(4) 1053-63.

Gstraunthaler G., Alternatives to the use of fetal bovine serum: serum-free cell culture,
Altex (2003) 20(4) 275-81.

Cooper G., Signaling molecules and their receptors, Sinauer, Boston, 2000.

Friedman W., Growth Factors A2, in: G.J. Siegel, R.W. Albers, D.L. Price (Eds.), Basic
Neurochemistry Academic Press, New York, 2012, pp. 546-557.

Mannello F., Tonti G.A., Concise Review: No Breakthroughs for Human Mesenchymal and
Embryonic Stem Cell Culture: Conditioned Medium, Feeder Layer, or Feeder-Free;
Medium with Fetal Calf Serum, Human Serum, or Enriched Plasma; Serum-Free, Serum
Replacement Nonconditioned Medium, or Ad Hoc Formula? All That Glitters Is Not Gold!,
Stem Cells (2007) 25(7) 1603-1609.

Gstraunthaler G., LindI T., van der Valk J., A plea to reduce or replace fetal bovine serum
in cell culture media, Cytotechnology (2013) 65(5) 791-793.

Heby O., Emanuelsson H., Role of the polyamines in germ cell differentiation and in early
embryonic development, Med. Biol. (1981) 59(5-6) 417-22.

Sorrell J.M., Vascular Adipose Complex, in: Y. Cao (Ed.), Angiogenesis in adipose tissue,
Springer, New York Heidelberg Dordrecht London, 2013, pp. 53-77.

Cao Y., Angiogenesis modulates adipogenesis and obesity, J. Clin. Invest. (2007) 117(9)
2362-8.

Cao Y., Brakenhielm E., Leptin, Adiponectin, and Other Adipokines in Regulation of
Adipose Tissue Angiogenesis, in: Y. Cao (Ed.), Angiogenesis in Adipose Tissue, Springer,
New York Heidelberg Dordrecht London, 2013, pp. 187-231.

Volz A.C., Kluger P.J., Completely serum-free and chemically defined adipocyte
development and maintenance, Cytotherapy (2018) 20(4):576-588.

Rajala K., Lindroos B., Hussein S.M., Lappalainen R.S., Pekkanen-Mattila M., Inzunza J.,
Rozell B., Miettinen S., Narkilahti S., Kerkela E., Aalto-Setala K., Otonkoski T., Suuronen
R., Hovatta O., Skottman H., A defined and xeno-free culture method enabling the
establishment of clinical-grade human embryonic, induced pluripotent and adipose stem
cells, PLoS One (2010) 5(4) e10246.

Huttala O., Vuorenpaa H., Toimela T., Uoctila J., Kuokkanen H., Ylikomi T., Sarkanen J.-R.,
Heinonen T., Human vascular model with defined stimulation medium-a characterization
study, ALTEX (2015) 32(2) 125-36.

Volz A.-C., Hack L., Atzinger F.B., Kluger P.J., Completely defined co-culture of adipogenic
differentiated adipose-derived stem cells and microvascular endothelial cells, ALTEX
(2018) 35(4):464-476.

Volz A.C., Hack L., Kluger P.J., A cellulose-based material for vascularized adipose tissue
engineering, J. Biomed. Mater. Res. B Appl. Biomater. (2018) Epub ahead of print.
Hauner H., Entenmann G., Wabitsch M., Gaillard D., Ailhaud G., Negrel R., Pfeiffer E.,
Promoting effect of glucocorticoids on the differentiation of human adipocyte precursor cells
cultured in a chemically defined medium, J Clin Invest. (1989) 84(5) 1663-1670.
Rodriguez A.M., Elabd C., Delteil F., Astier J., Vernochet C., Saint-Marc P., Guesnet J.,
Guezennec A., Amri E.Z., Dani C., Ailhaud G., Adipocyte differentiation of multipotent cells
established from human adipose tissue, Biochem Biophys Res Commun (2004) 315(2)
255-63.

Korner A., Wabitsch M., Seidel B., Fischer-Posovszky P., Berthold A., Stumvoll M., Bluher
M., Kratzsch J., Kiess W., Adiponectin expression in humans is dependent on
differentiation of adipocytes and down-regulated by humoral serum components of high
molecular weight, Biochem Biophys Res Commun (2005) 337(2) 540-50.

Genser-Nir M., Daniliuc S., Tevrovsky M., Brill R.H., Miropolski Y.-Y., Fiorentini D., A Novel
Set of Serum-Free, Xeno-Free Differentiation Media for Adipogenesis, Osteogenesis and
Chondrogenesis of Human Mesenchymal Stem Cells from Various Tissue Sources,
Cytotherapy (2016) 18(6).

Chase L.G., Yang S., Zachar V., Yang Z., Lakshmipathy U., Bradford J., Boucher S.E.,
Vemuri M.C., Development and characterization of a clinically compliant xeno-free culture
medium in good manufacturing practice for human multipotent mesenchymal stem cells,
Stem cells translational medicine (2012) 1(10) 750-758.

52



11. References

[161]

[162]

[163]

[164]

[165]

[166]

[167]

[168]

[169]
[170]

[171]

[172]

[173]

[174]

[175]

[176]

[177]

[178]

[179]

[180]

Fischbach C., Spruld T., Weiser B., Neubauer M., Becker C., Hacker M., Gopferich A.,
Blunk T., Generation of mature fat pads in vitro and in vivo utilizing 3-D long-term culture
of 3T3-L1 preadipocytes, Exp. Cell Res. (2004) 300(1) 54-64.

Ullah M., Stich S., Notter M., Eucker J., Sittinger M., Ringe J., Transdifferentiation of
mesenchymal stem cells-derived adipogenic-differentiated cells into osteogenic-or
chondrogenic-differentiated cells proceeds via dedifferentiation and have a correlation with
cell cycle arresting and driving genes, Differentiation (2013) 85(3) 78-90.

Janke J., Engeli S., Gorzelniak K., Luft F.C., Sharma A.M., Mature adipocytes inhibit in
vitro differentiation of human preadipocytes via angiotensin type 1 receptors, Diabetes
(2002) 51(6) 1699-707.

Radakovic D., Reboredo J., Helm M., Weigel T., Schirlein S., Kupczyk E., Leyh R., Walles
H., Hansmann J., A multilayered electrospun graft as vascular access for hemodialysis,
PLoS One (2017) 12(10) e0185916.

Augustin H.G., Koh G.Y., Thurston G., Alitalo K., Control of vascular morphogenesis and
homeostasis through the angiopoietin-Tie system, Nat. Rev. Mol. Cell Biol. (2009) 10(3)
165-77.

Fagiani E., Christofori G., Angiopoietins in angiogenesis, Cancer Lett. (2013) 328(1) 18-
26.

Gaengel K., Genove G., Armulik A., Betsholtz C., Endothelial-mural cell signaling in
vascular development and angiogenesis, Arterioscler. Thromb. Vasc. Biol. (2009) 29(5)
630-8.

Marra K.G., Defail A.J., Clavijo-Alvarez J.A., Badylak S.F., Taieb A., Schipper B., Bennett
J., Rubin J.P., FGF-2 enhances vascularization for adipose tissue engineering, Plast.
Reconstr. Surg. (2008) 121(4) 1153-64.

Bach L.A., Endothelial cells and the IGF system, J Mol Endocrinol (2015) 54(1) R1-13.
Ulrich-Merzenich G., Zeitler H., Panek D., Bokemeyer D., Vetter H., Vitamin C promotes
human endothelial cell growth via the ERK-signaling pathway, Eur. J. Nutr. (2007) 46(2)
87-94.

Mawatari M., Kohno K., Mizoguchi H., Matsuda T., Asoh K., Van Damme J., Welgus H.G.,
Kuwano M., Effects of tumor necrosis factor and epidermal growth factor on cell
morphology, cell surface receptors, and the production of tissue inhibitor of
metalloproteinases and IL-6 in human microvascular endothelial cells, J Immunol (1989)
143(5) 1619-27.

Bés-Houtmann S., Roche R., Hoareau L., Gonthier M.-P., Festy F., Caillens H., Gasque
P., Lefebvre d’Hellencourt C., Cesari M., Presence of functional TLR2 and TLR4 on human
adipocytes, Histochem. Cell Biol. (2007) 127(2) 131-137.

Kern S., Eichler H., Stoeve J., Kliter H., Bieback K., Comparative analysis of mesenchymal
stem cells from bone marrow, umbilical cord blood, or adipose tissue, Stem Cells (2006)
24(5) 1294-1301.

Rajashekhar G., Roell W., Traktuev D., Merfeld-Clauss S., MacDougald O., March K.,
Clauss M., Adipogenesis of Adipose Stromal Cells is Reduced by Endothelial Cell Co-
cultivation: Role for Wnt-signaling, FASEB J (2008) 22(Suppl 1).

Choi J.H., Gimble J.M., Vunjak-Novakovic G., Kaplan D.L., Effects of hyperinsulinemia on
lipolytic function of three-dimensional adipocyte/endothelial co-cultures, Tissue Eng Part C
Methods (2010) 16(5) 1157-65.

Adachi H., Kurachi H., Homma H., Adachi K., Imai T., Morishige K., Matsuzawa Y., Miyake
A., Epidermal growth factor promotes adipogenesis of 3T3-L1 cell in vitro, Endocrinology
(1994) 135(5) 1824-30.

Rehman J., Traktuev D., Li J., Merfeld-Clauss S., Temm-Grove C.J., Bovenkerk J.E., Pell
C.L., Johnstone B.H., Considine R.V., March K.L., Secretion of angiogenic and
antiapoptotic factors by human adipose stromal cells, Circulation (2004) 109(10) 1292-8.
Werner K.J., Adipose Tissue Engineering-In vitro Development of a subcutaneous fat layer
and a vascularized adipose tissue construct utilizing extracellular matrix structures,
University of Wiirzburg, Wirzburg, 2014.

Hauner H., Rohrig K., Petruschke T., Effects of epidermal growth factor (EGF), platelet-
derived growth factor (PDGF) and fibroblast growth factor (FGF) on human adipocyte
development and function, Eur. J. Clin. Invest. (1995) 25(2) 90-96.

Hebert T.L., Wu X,, Yu G., Goh B.C., Halvorsen Y.D., Wang Z., Moro C., Gimble J.M.,
Culture effects of epidermal growth factor (EGF) and basic fibroblast growth factor (bFGF)
on cryopreserved human adipose-derived stromal/stem cell proliferation and adipogenesis,
J. Tissue Eng. Regen. Med. (2009) 3(7) 553-61.

53



11. References

[181]

[182]

[183]

[184]

[185]

[186]

[187]

[188]

[189]

[190]

[191]

[192]

[193]

[194]
[195]

[196]

[197]

[198]

[199]

[200]
[201]

[202]

Lin S., Xie J., Gong T., Shi S., Zhang T., Fu N., Lin Y., Smad signal pathway regulates
angiogenesis via endothelial cell in an adipose-derived stromal cell/endothelial cell co-
culture, 3D gel model, Mol. Cell. Biochem. (2016) 412(1-2) 281-288.

Cai X., Xie J., Yao Y., Cun X,, Lin S, Tian T., Zhu B, Lin Y., Angiogenesis in a 3D model
containing adipose tissue stem cells and endothelial cells is mediated by canonical Wnt
signaling, Bone research (2017) 5: 17048.

Rittig K., Dolderer J., Balletshofer B., Machann J., Schick F., Meile T., Kiiper M., Stock U.,
Staiger H., Machicao F., The secretion pattern of perivascular fat cells is different from that
of subcutaneous and visceral fat cells, Diabetologia (2012) 55(5) 1514-25.

Merfeld-Clauss S., Gollahalli N., March K.L., Traktuev D.O., Adipose tissue progenitor cells
directly interact with endothelial cells to induce vascular network formation, Tissue Eng Part
A (2010) 16(9) 2953-66.

Cun X, Xie J., Lin S., Fu N., Deng S., Xie Q., Zhong J., Lin Y., Gene profile of soluble
growth factors involved in angiogenesis, in an adipose-derived stromal cell/endothelial cell
co-culture, 3D gel model, Cell Prolif. (2015) 48(4) 405-412.

Merfeld-Clauss S., Lupov I.P., Lu H., Feng D., Compton-Craig P., March K.L., Traktuev
D.O., Adipose Stromal Cells Differentiate Along a Smooth Muscle Lineage Pathway Upon
Endothelial Cell Contact via Induction of Activin ANovelty and Significance, Circul. Res.
(2014) 115(9) 800-809.

Kubo Y., Kaidzu S., Nakajima I., Takenouchi K., Nakamura F., Organization of extracellular
matrix components during differentiation of adipocytes in long-term culture, In Vitro Cell
Dev Biol Anim (2000) 36(1) 38-44.

Estrach S., Cailleteau L., Franco C.A., Gerhardt H., Stefani C., Lemichez E., Gagnoux-
Palacios L., Meneguzzi G., Mettouchi A., Laminin-Binding Integrins Induce Dll4 Expression
and Notch Signaling in Endothelial CellsNovelty and Significance, Circul. Res. (2011)
109(2) 172-182.

Kim S., Bakre M., Yin H., Varner J.A., Inhibition of endothelial cell survival and
angiogenesis by protein kinase A, The Journal of clinical investigation (2002) 110(7) 933.
Bahramsoltani M., Slosarek |., Spiegelaere W., Plendl J., Angiogenesis and collagen type
IV expression in different endothelial cell culture systems, Anat. Histol. Embryol. (2014)
43(2) 103-115.

Wells R.G., The role of matrix stiffness in regulating cell behavior, Hepatology (2008) 47(4)
1394-1400.

Zhang T., Lin S., Shao X., Shi S., Zhang Q., Xue C., Lin Y., Zhu B., Cai X., Regulating
osteogenesis and adipogenesis in adipose-derived stem cells by controlling underlying
substrate stiffness, J. Cell. Physiol. (2018) 233(4) 3418-28.

Backdahl H., Esguerra M., Delbro D., Risberg B., Gatenholm P., Engineering microporosity
in bacterial cellulose scaffolds, J. Tissue Eng. Regen. Med. (2008) 2(6) 320-330.

Folkman J., Haudenschild C., Angiogenesis in vitro, Nature (1980) 288(5791) 551-556.
Brown C.F., Yan J., Han T.T.Y., Marecak D.M., Amsden B.G., Flynn L.E., Effect of
decellularized adipose tissue particle size and cell density on adipose-derived stem cell
proliferation and adipogenic differentiation in composite methacrylated chondroitin
sulphate hydrogels, Biomed Mat. (2015) 10(4) 045010.

McBeath R., Pirone D.M., Nelson C.M., Bhadriraju K., Chen C.S., Cell shape, cytoskeletal
tension, and RhoA regulate stem cell lineage commitment, Dev. Cell (2004) 6(4) 483-495.
Ruiz-Ojeda F.J., Rupérez A.l., Gomez-Llorente C., Gil A., Aguilera C.M., Cell models and
their application for studying adipogenic differentiation in relation to obesity: a review, Int.
J. Mol. Sci. (2016) 17(7) 1040.

Poulos S.P., Dodson M.V., Hausman G.J., Cell line models for differentiation:
preadipocytes and adipocytes, Exp. Biol. Med. (2010) 235(10) 1185-93.

Emont M.P., Yu H., Jun H., Hong X., Maganti N., Stegemann J.P., Wu J., Using a 3D
culture system to differentiate visceral adipocytes in vitro, Endocrinology (2015) 156(12)
4761-68.

Kokai L.E., Marra K.G., Kershaw E.E., Three-Dimensional Adipocyte Culture: The Next
Frontier for Adipocyte Biology Discovery, Endocrinology (2015) 156(12) 4375-4376.
Ntambi J.M., Young-Cheul K., Adipocyte differentiation and gene expression, J Nutr (2000)
130(12) 3122-26.

Rosen E.D., Spiegelman B.M., Molecular regulation of adipogenesis, Annu Rev Cell Dev
Biol (2000) 16: 145-71.

54



11. References

[203]

[204]

[205]

[206]

[207]

[208]
[209]

[210]

[211]

[212]

Choy L., Derynck R., Transforming growth factor-beta inhibits adipocyte differentiation by
Smad3 interacting with CCAAT/enhancer-binding protein (C/EBP) and repressing C/EBP
transactivation function, J Biol Chem (2003) 278(11) 9609-19.

Wang Y., Hudak C., Sul H.S., Role of preadipocyte factor 1 in adipocyte differentiation,
Clin. Lipidol. (2010) 5(1) 109-115.

Chang L., Chiang S.-H., Saltiel A.R., Insulin Signaling and the Regulation of Glucose
Transport, Mol. Med. (2004) 10(7-12) 65-71.

Van Harmelen V., Reynisdottir S., Cianflone K., Degerman E., Hoffstedt J., Nilsell K.,
Sniderman A., Arner P., Mechanisms involved in the regulation of free fatty acid release
from isolated human fat cells by acylation-stimulating protein and insulin, J Biol Chem
(1999) 274(26) 18243-51.

Hirai S., Kim Y.l., Goto T., Kang M.S., Yoshimura M., Obata A., Yu R., Kawada T., Inhibitory
effect of naringenin chalcone on inflammatory changes in the interaction between
adipocytes and macrophages, Life Sci (2007) 81(16) 1272-9.

Adeghate E., Visfatin: structure, function and relation to diabetes mellitus and other
dysfunctions, Curr. Med. Chem. (2008) 15(18) 1851-62.

Carmeliet P., Jain R.K., Angiogenesis in cancer and other diseases, Nature (2000)
407(6801) 249-257.

Leppanen V.M., Jeltsch M., Anisimov A., Tvorogov D., Aho K., Kalkkinen N., Toivanen P.,
Yla-Herttuala S., Ballmer-Hofer K., Alitalo K., Structural determinants of vascular
endothelial growth factor-D receptor binding and specificity, Blood (2011) 117(5) 1507-15.
Fitzpatrick T.E., Graham C.H., Stimulation of plasminogen activator inhibitor-1 expression
in immortalized human trophoblast cells cultured under low levels of oxygen, Exp. Cell Res.
(1998) 245(1) 155-162.

Sakamoto T., Woodcock-Mitchell J., Marutsuka K., Mitchell J.J., Sobel B.E., Fuijii S., TNF-
a and insulin, alone and synergistically, induce plasminogen activator inhibitor-1 expression
in adipocytes, American Journal of Physiology-Cell Physiology (1999) 276(6) 1391-1397.

95



12. Danksagung

12. Danksagung

Ein besonders herzliches Dankeschon geht an meine Betreuerin und Gutachterin
Prof. Dr. Petra Kluger. Danke fir die zahlreichen Diskussionen, Ratschlage, dein
Vertrauen und dein stets offenes Ohr.

Ein besonderer Dank geht an meinen Betreuer und Gutachter Prof. Dr. Lutz Graeve
von der Universitat Hohenheim. Vielen Dank fur die Unterstitzung und die
Denkanstdlle wahrend meiner Dissertation. Ebenso mdchte ich mich herzlich bei
Prof. Dr. Jan Frank in der Rolle als Mitglied der Prifungskommission bedanken.
Gleichermalen gilt mein Dank dem Leiter des Reutlingen Research Institutes
Prof. Dr. Bernd Thomas, dem Dekan der Fakultdt Angewandte Chemie
Prof. Dr. Guinther Lorenz sowie dem Kanzler Dr. Jens Schroéder und dem Prasident
Prof. Dr. Hendrik Brumme, die mir die Durchfihrung meiner Arbeit an der Hochschule
Reutlingen ermoglichten.

Ein besonderer Dank geht an das gesamte Team der Hochschule Reutlingen, das
wesentlich zum Gelingen dieser Arbeit beigetragen hat. Hierbei danke ich speziell den
Mitgliedern der Arbeitsgruppe “Smart Biomaterials”, im besonderen Ursula Csacsko,
Svenja Nellinger und Kiriaki Athanasopulu fur ihre grofRartige Unterstutzung.
AuRerdem geht ein groRes Dankeschon an Ann-Kathrin Sippel. Unsere Dialoge
haben mich trotz der unterschiedlichen Fachgebiete oft weitergebracht.

Ich bedanke mich beim Bundesministerium fur Bildung und Forschung (BMBF) fur die
Forderung des Projekts AdipoDiff. Ein grofer Dank geht an die Partner im Projekt.
Insbesondere mochte ich mich bei Dr. Lothar Steeb von der Firma PELOBiotech flr
die vielen Ideen und Diskussionen zur Medienentwicklung bedanken. Innerhalb der
ehemaligen Firma Xellutec gilt mein Dank besonders Dr. Julia Schulte und
Dr. Gerhard Feil, die mich hervorragend in der Auseinandersetzung mit dem Material
Cellulose unterstutzt haben.

Weiterhin geht ein herzlicher Dank an die Co-Autoren der gemeinsamen
Veroffentlichungen, Dr. Birgit Huber, Alina Schwandt, Larissa Hack und Franziska
Atzinger fur die fruchtbare, professionelle und oft auch sehr spalige Zusammenarbeit!
Allen Mitgliedern der Abteilung Zell- und Tissue Engineering, des Fraunhofer Instituts
fur Grenzflachen- und Bioverfahrenstechnik mochte ich herzlich fur die produktive

wissenschaftliche Zusammenarbeit danken.

56



12. Danksagung

Zu guter Letzt bedanke ich mich ganz besonders bei meiner Familie und meinen
Freunden. Ohne eure Weisheiten, euren moralischem Beistand und eure kulinarischen

Finessen ware diese Arbeit nicht moglich gewesen. Vielen herzlichen Dank fur eure
uneingeschrankte Unterstitzung!!

57



	Abbreviations. iii
	Table of figures v
	1. Summary / Zusammenfassung 1
	2. Introduction 5
	3. Adipose-derived stem cell differentiation as a basic tool for vascularized adipose tissue engineering 19
	4. Completely serum-free and chemically defined adipocyte development and maintenance 20
	5. EGF and hydrocortisone as critical factors for the co-culture of adipogenic differentiated ASCs and endothelial cells. 21
	6. Completely defined co-culture of adipogenic differentiated adipose-derived stem cells and microvascular endothelial cells 23
	7. A cellulose-based material for vascularized adipose tissue engineering 24
	8. Results and Discussion 25
	9. Conclusion 42
	10. Outlook 44
	11. References 46
	12. Danksagung 56
	Abbreviations
	Table of figures
	1. Summary / Zusammenfassung
	1.1. Summary
	1.2. Zusammenfassung

	2. Introduction
	2.1. Human adipose tissue
	2.1.1. Categories, location and structure
	2.1.2. Functions

	2.2. Cells of human adipose tissue
	2.2.1. Adipocytes
	2.2.2. Adipose-derived stem cells
	2.2.3. Endothelial cells

	2.3. Adipose tissue engineering
	2.3.1. In vitro vascularization
	2.3.2. Cell sources
	2.3.3. Current attempts in adipose tissue engineering
	2.3.4. Current challenges in adipose tissue engineering

	2.4. Aim of the study
	2.5. Structure of the thesis

	3. Adipose-derived stem cell differentiation as a basic tool for vascularized adipose tissue engineering
	4. Completely serum-free and chemically defined adipocyte development and maintenance
	5. EGF and hydrocortisone as critical factors for the co-culture of adipogenic differentiated ASCs and endothelial cells.
	6. Completely defined co-culture of adipogenic differentiated adipose-derived stem cells and microvascular endothelial cells
	7. A cellulose-based material for vascularized adipose tissue engineering
	8. Results and Discussion
	8.1. Defined adipocyte generation
	8.2. Functional (defined) adipocyte endothelial cell co-culture
	8.3. Bacterial cellulose for the defined setup of vascular adipose tissue
	8.4. 3D setup of adipose tissue

	9. Conclusion
	10. Outlook
	11. References
	12. Danksagung

