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Abstract

Oral drug delivery is the preferred drug administration route, however, many
oral drugs are rejected during in vivo studies. Before an oral drug reaches
the systemic circulation, it is exposed to first pass metabolism which reduces
the amount of active drug reaching its target. The first pass metabolism is a
combination of the gastrointestinal tract which absorbs the drug into the blood
vessels which transport the drug to the liver which metabolizes the drug. In
drug discovery, good prediction of the first pass metabolism can help to select
the best oral drugs and formulations for the subsequent in vivo studies.

To predict the first pass metabolism, three in vitro cell-based tissue models
have been developed throughout this PhD project. The cells are grown on or in
soft hydrogel growth-matrices in 3D-printed inserts which are compatible with
commercial titer plates. To secure in vivo-like growth matrices, a method for
measuring hydrogel stiffness has been developed and employed to characterize
the hydrogel growth-matrices. The Caco-2 cell line, HUVEC cells, and the
HepG2 cell line are used in this project to simulate the small intestinal tissue,
the vascular tissue and the liver tissue, respectively. The 3D-printed inserts
with each their tissue model can easily be connected by assembling the inserts
on top of each other. This allows for investigation of interactions between the
tissues.

The Caco-2 small intestinal tissue model displays drug permeabilities com-
parable to what is previously seen for this cell line. However, the electrical
resistance is closer to that found in vivo then other Caco-2 based models. The
HUVEC vascular endothelial tissue model only serves as a diffusional barrier.
This tissue model can in the future be improved by addition of shear stress
to gain in vivo-like flow resembling the bloodstream. The HepG2 liver tissue
model grows as spheroids in 3D giving the hepatic cells gradients of nutrients
resembling the in vivo liver tissue.

In conclusion, this PhD project covers an in wvitro method for predicting
the first pass metabolism of drugs. Potentially, this method can increase the
success rate of in vivo studies and reduce drug development costs.






Resumé

Orale legemidler er den foretrukne laeegemiddel administrationsvej, men mange
orale laegemidler bliver frasorteret ved in vivo-studier. Fgr et oral leegemid-
del nér det systemiske blodkredslgb, undergar det fgrstepassage-metabolisme,
hvilket reducerer maengden af aktivt leegemiddel, der nar dets mal. Forstepassage-
metabolismen er en kombination af mavetarmsystemet, der absorberer laegemi-
dlet til blodkarrerne, der transporterer leegemidlet til leveren, der nedbryder
legemidlet. I leegemiddeludvikling kan en god forudsigelse af forstepassage-
metabolismen hjzlpe med at udvalge de bedste leegemidler og formuleringer
til efterfelgende in vivo-studier.

For at forudse fgrstepassage-metabolismen er tre in wvitro-cellebaserede
vaevsmodeller blevet udviklet i dette PhD-projekt. Cellerne vokser pa eller i
en blgd hydrogel-vaekstmatrix i 3D-printede holdere, der passer i kommercielle
brgndplader. For at sikre in vivo-lignende vaekst-matricer er en metode til at
karakterisere hydrogel hardhed blevet udviklet og brugt til at male hydrogel-
vaekstmatricer. Caco-2-cellelinjen, HUVEC-celler og HepG2-cellelinjen er brugt
i dette projekt til at simulere tyndtarmsvaev, vaskuleert veev og leverveaev. De
3D-printede holdere med hver sin veevsmodel kan nemt forbindes ved at samle
dem oven pa hinanden. Dette giver mulighed for at undersgge interaktioner
mellem vaevene.

Tyndtarmsmodellen af Caco-2-celler har lsegemiddel-permeabilitet taet op
ad det, der for er set for denne cellelinje. Dog er den elektriske modstand i
den praesenterede model taettere pa det, man ser in vivo end andre Caco-2-
modeller. Den vaskulzere endotelmodel af HUVEC-celler tjener kun som en
diffusionsbarriere. Denne vaevsmodel kan i fremtiden forbedres ved at tilfgje
shear stress for at opna et in vivo-lignende flow, der minder om blodkredslg-
bet. Levermodellen af HepG2-celler vokser som sfaeroider i 3D. Dette giver
hepatocytterne gradienter af nzeringsstoffer som minder om det, man finder i
in vivo levervaev.

Dette PhD-projekt praesenterer en in vitro metode til at forudsige forstepassage-
metabolisme af leegemidler. Denne metode kan potentielt gge succesraten af
in vivo-studier og reducere omkostningerne ved leegemiddeludvikling.
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Chapter 1

Introduction

This introductory chapter provides an overview of the field of oral drug ad-
ministration. The chapter focuses on the oral drug route and how different
tissues affect how much active drug reaches its target.

Drug development is a long and expensive process. The average cost of bring-
ing a new drug to the market is ~$1.8-2.6 billion. ™2 The steps of developing
a new drug include drug discovery, formulation, pre-clinical testing, clinical
trials, and regulatory approval (Figure 1.1).

Popods
%\ﬂ g
0
@% )ﬁf‘ Basic Research Preclinical Development Clinical Trials

& o <
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FDA Filing/Approval

Mutagenecity Ethics Review
Regulatory Review
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Pharmacology Assay Metabolites

In vivo Toxicity

Figure 1.1: Schematic representation of the individual step in drug discovery and
development processes. Reprinted with permission from. %!

Early in drug discovery, a biological target is identified such as a receptor,
protein, or gene. 3 This is followed by development and optimization of drug
formulation and the drug’s target specificity. Pre-clinical testing includes in
vitro cell studies and in vivo animal studies. In vitro studies are used to ob-
tain information about drug absorption and metabolism and drug interactions



affecting metabolism. ! This is collected under the common abbreviation ab-
sorption, distribution, metabolism, and excretion (ADME). Absorption covers
how well a drug is absorbed into the systemic circulation of the body. Distri-
bution covers how the drug is carried to its effector site. Metabolism covers
how certain mechanisms in the body change the drug such as inactivation or
activation. Excretion covers how the drug and its metabolites are removed
from the body.

A good in vitro prediction of ADME helps foresee how a drug will behave
during in vivo studies. However, 90 % of lead drug candidates identified
using in vitro methods fail to reach the market.*5! As, they are rejected in
in vivo studies, clinical trials, and regulatory approval. Currently, ADME
studies are performed with cell cultures modeling single tissues, however, in
vivo tissues affect drugs in synergy. For instance, efficient drug distribution
in systemic circulation leads to a large concentration gradient which favorizes
further absorption and metabolized drugs can be excrete more efficient.

In summary, better modeling of ADME in the pre-clinical phase can help
to identify the best drug candidates for in vivo studies thereby reducing the
overall cost of drug development.

1.1 Drug Delivery

When treating a disease with a drug, the drug must reach its target in its
active form to have the desired effect. There are several ways to administer
drugs depending on the characteristics of the given drug and the target. The
main focus of this chapter is on how drugs get from outside of the body to
systemic circulation and not on how the target is reached once the drug is in
systemic circulation.

The four main groups of drug delivery include enteral (i.e. oral), parenteral
(e.g. intravenous (IV)), mucous membrane (e.g. lungs), and transdermal
delivery (e.g. skin).[ﬁ] The tissues of the gastrointestinal tract are mucosal,
however, this route is excluded from the mucous membrane drug delivery
group. The oral route is excluded from the mucous membrane route because
orally administered drugs go through the harsh gastrointestinal environment
and can be metabolism in the liver before reaching systemic circulation.

The oral drug route is preferred due to its convenience, low costs, safety,
and high patient compliance.”8) When patients are given a drug that has
the same efficacy and side effects orally and IV administrated, they prefer
the oral.[1% Oral administration can be perceived more convenient by the
patient, since they have the possibility to stay at home during the treatment
and can easily continue their jobs compared to IV treatment where they would
need to go to the hospital.'!] The treatment costs can be lowered due to
avoidance of hospitalization, sterile manufacturing, and assistance of trained
personal. 8] This preference of oral drugs has led to that the pharmaceutical
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market is composed of 60 % oral drugs.'2 However, for some drugs such as
macromolecular drugs (e.g. insulin) oral drug delivery can be a challenge due
to their large size.[!> Whereas, for the anabolic steroid testosterone the
challenge is extensive metabolism in the liver.!!5) Hence, there is a need to
gather information to identify why drugs fail in oral delivery and to evaluate
attempts to increase the amount of active drug reaching systemic circulation.

In summary, there is a large market and interest from patients in oral drug
delivery, but there are still major challenges in delivering some drugs orally.
It is of interest to gain information on oral drug delivery and find causes of
and solutions to the challenges.

1.1.1 The Oral Drug Delivery Route

Bioavailability, for a drug administered by a given delivery route, is a measure
of amount of active drug reaching systemic circulation compared to the given
drug dose. '8 For orally administered drugs the first pass metabolism affects
the oral bioavailability. The first pass metabolism is what orally administered
drugs go through before reaching systemic circulation. It can cause some
drugs to have a low bioavailability either by hindering a drug in reaching
circulation or inactivating the drug before it reaches circulation.*” Orally
administered drugs are swallowed and absorbed through the gastrointestinal
tract. The gastrointestinal tract consists of the mouth, esophagus, stomach,
small intestine, colon, and appendix (Figure 1.2A).

AQ B
{ {
5 \8\ . >

P

Figure 1.2: Schematic representation of the oral administration pathway: A) Orally
administered drugs are swallowed and travel to the small intestine. B) The blood
stream carries the drugs to the liver before reaching systemic circulation.

Depending on the drug and the absorption strategy, absorption can be
through different organs. Oral drugs can be absorbed through the stomach, 18!
small intestine, and colon.'¥ However, 90 % of nutrient absorption takes
place in the small intestine and it is the main site of drug absorption. 20
From the gastrointestinal tract drugs travel via the portal vein to the liver
(Figure 1.2B)[U. In the liver the drugs will undergo further metabolism
before reaching systemic circulation. 22
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The Small Intestine

The small intestine consists of three sections duodenum, jejunum, and ileum. [19:23]
The duodenum is short and has fast passage hence low absorption of drugs,
whereas the jejunum is the main place of drug absorption. The jejunum is
especially well-suited for absorption due to its highly active peristalsis. 24 The
small intestine has a large surface area due to a unique anatomy of three types

of structural projections; plicae circulares, villi, and microvilli, these increase
the area three, ten, and 20 times, respectively (Figure 1.3B-D). This results
in a 600 times increase in the absorptive area.

A B Cc D

(

i,

£

Figure 1.3: Schematic representation of the small intestine: A) The digestive system.
B) Plicae circulares. C) Villi-crypt unit with various cell types. D) Enterocytes with
microvilli on top and different kinds of junctions; tight junctions (purple), adherens
junctions (blue), desmosomes (green), gap junctions (yellow), and anchoring junction
(brown).

Enterocytes, which are polarized epithelial cells covering the villi, are the
absorptive cells of the small intestine, however, other types of cells exist in the
villi-crypt unit of the small intestine (Figure 1.3C). 25! Between the villi are the
crypts of Lieberkiihn housing enteric endocrine-cells, stem cells, Paneth cells,
and undifferentiated crypt cells.?*26] On the villi, apart from enterocytes,
goblet cells reside. Goblet cells secrete high-molecular-weight glycoproteins
known as mucins. 2728 Mucins along with bound water, electrolytes, sloughed
epithelial cells, and secreted immunoglobulins make up a protective barrier
known as mucus. The mucus is both a physical and chemical barrier against
luminal substances such as enteric bacteria and environmental and bacterial
toxins. 28] Underneath the mucus are the enterocytes to secure that nothing
that is not supposed to enter the body enters the body.

The enterocytes are tightly bound to each other through junctions (Figure
1.3D). Between the cells are several junction types such as tight junction
(zonula occludens), adherens junction (zonula adhaerens), desmosome (macula
adhaerens), and gap junction. 2939 Of these junctions, the tight junctions
secure the tight barrier of the small intestine (Figure 1.4).13% Tight junctions
consist of multiple proteins one of these is zonula occludens-1 (ZO-1) which is
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used in cell cultures for assessment of membrane integrity by immunostaining
and visualization by fluorescence microscopy. 1.

Nectin

Afadin

-actin_— Z0-1
F-actin 202
Z0-3

Occludin Claudin

Figure 1.4: Cartoon of tight junction associated proteins between enterocytes: In-
cluding junctional adhesion molecules (JAMs) and zonula occludens proteins (ZO).
Modified from. 2]

A drug can be absorbed in several ways depending on the characteris-
tic of the drug (Figure 1.5). Drugs are absorbed across the small intestinal
barrier by either passive or active transport. Lipophilic compounds can use
the passive transcellular route as they can cross the lipid bilayer of the cell
membrane (Figure 1.5A).133] Whereas, hydrophilic drugs can also be passively
diffuse across the cell layer but are restricted to the paracellular route (Figure
1.5B),[3” since hydrophilic molecules cannot be distributed into cell mem-
branes. It is the tight junctions that regulate paracellular passage of ions,
water, and molecules. 34

Active transport routes include carrier mediated transport and transcy-
tosis. In carrier mediated transport, the carriers are situated both at the
apical and basolateral membrane (Figure 1.5C). Peptides, amino acids, and
their drug analogs can be transported by carriers. 35] Tn contrast, proteins and
small nucleotides are transported by transcytosis (Figure 1.5D).[33:36] The first
step in transcytosis is endocytosis, where a material is taken up by the cell into
intracellular vesicles. Endocytosed drugs are either exocytosed basolaterally,
broken down, or recycled through efflux mechanisms (Figure 1.5D-F).
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Figure 1.5: Drawing of transport ways through intestinal epithelial cell barrier: A)
Passive transcellular transport. B) Passive paracellular transport. C) Active carrier
mediated transport. D) Active transcytosis. E) Endocytose resulting in intestinal
metabolism. F) Efflux.

Even though, drugs mainly travel to the liver via the portal vein, the
villi also have lymph drainage.”) The molecular mass and water solubility
determine whether drugs go to the portal vein or the intestinal lymphatic sys-
tem. 3839 Hence, aiming for the lymphatic system in oral drug delivery can be
used to circumvent the metabolism from the liver. Oral testosterone adminis-
tration has been improved by targeting the lymphatic system with a lipophilic
ester of testosterone. !5l Another approach is with liposomal formulations. 40!

In summary, the small intestine is divided into villi-crypt units giving
rise to a small intestinal barrier consisting of a monolayer of tightly bound
epithelial cells. If a drug is successful in reaching the capillaries of the small
intestinal villi they are transported to the liver for further metabolism before
reaching systemic circulation.

The Liver

One of the main functions of the liver is to protect the body against intox-
ication, by ensuring that toxic compounds are inactivated and transformed
to a form in which they can be excreted by the kidneys.[??l The kidneys fil-
ter the blood from metabolic compounds and toxins while maintaining the
body’s fluid status, electrolyte balance, and acid-base balance by reabsorp-
tion. 4142 However, lipid-soluble drugs are able, through back diffusion, to
pass through the tubule cells of the kidneys after glomerular filtration (Figure
1.6). Thereby, lipid-soluble drugs re-enter the body, hence before lipophilic
drugs can be excreted the liver needs to transform them to their water soluble
counterparts. Transformation to water-soluble substrates and inactivation of
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drugs can happen through various processes in the liver such as oxidation by
cytochrome P450 (CYP) enzymes, reduction by flavin enzymes, hydrolyses by
esterases, and conjugations by transferases (e.g. glucuronidation).[22] These
processes take place in the endoplasmic reticulum of the hepatocytes and lead
to either exposure or addition of polar groups. Most CYPs are found in the
liver, however, small amounts are also found in kidneys, lungs, intestinal mu-
cosa, and skin. 224344 Hence, metabolism of drugs can be initiated in the
small intestine before reaching the liver.2925 As drugs reach systemic circu-
lation before being exposed to renal excretion, the kidneys are not included
in the first pass metabolism.

Water soluble Lipid soluble
Filtration ¢ \__ Biliary excretlon.
— : and enterohepatic
. recycling
A
Enzymatic
. conversion to
K
idney water soluble
metabolites
v -
Secretion of
organic acid Backdiffusion
and basic dependent on pH
compounds of the tubulus fluid

v
Excretion in urine

Figure 1.6: Scheme of drug excretion and hepatic transformation of lipid soluble
drugs: Lipid soluble drugs (green lines) are transformed to water soluble drugs(pink
lines) by the liver. Water soluble drugs are either excreted through the kidneys or
through biliary excretion, the latter can result in enterohepatic recycling. Modified
from. 22

The liver is arranged in hexagonal units called lobuli, in such a way that
the hepatocytes are exposed to different levels of oxygen and solutes. [4546] The
gradient comes from how the supply from the hepatic arteriole is placed and
this divides each liver lobule into three zones with different oxygenation levels
(Figure 1.7). In zone I, the hepatocytes closest to the hepatic arteriole receive
the highest concentration of oxygen and solutes. Whereas, zone III is the least
oxygenated. As a result, different enzymes are active in each zone leading to
different processes taking place in each zone. " Processes like fatty acid oxi-
dation and sulfation occurs mostly in zone I with high oxygenation, whereas
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processes like glucuronidation, glutathione transferase, and CYP enzyme ac-
tivity occurs mostly in zone III under less oxygenation. Though metabolism
of drugs helps to avoid toxicity, metabolism of drugs by the liver comes with
a risk of creation of more active and toxic compounds which can lead to liver
injury. (22]

The liver does not only secure drug excretion by preparing drugs for re-
nal excretion but also by biliary excretion. 8 The liver produces bile and it
can excrete drugs via the bile (Figure 1.7). However, drugs that are biliary
excreted often go through reabsorption to some extent this includes drugs
such as mycophenolic acid, 9! warfarin, "% and digoxin. "] This phenomenon
is known as enterohepatic recycling (Figurel.6).

Centrale venule

Zone lll
Zone ||
Zone |

Portal vein

Bile duct

Hepatic arteriole

Figure 1.7: Drawing of liver lobuli with drainage of venous and arterial blood
and bile: Drainage of blood from the portal vein to the hepatic central venule
(blue). Drainage of blood from the hepatic artery to the hepatic central venule (red).
Drainage of bile from hepatocytes to the bile duct (green).

In summary, the liver is responsible for inactivating drugs and making
them water soluble so they can be excreted. The liver is organized in lobuli
which gives the liver hepatocytes different profiles of metabolic enzyme ex-
pression. For a drug to successfully reach systemic circulation it must travel
from the small intestine to the liver and avoid metabolism in the liver.
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1.1.2 The First Pass Metabolism

The effectiveness of a drug depends on how much drug in the active form
reaches its receptor. The body affects drugs thereby influencing the drugs’
effectiveness in several ways such as metabolism or activation. An example
of a drug which is activated by the body is the prodrug valacyclovir which
is administered in its inactive, but orally absorptive, form and is activated in
the body. ??l Valacyclovir is acyclovir modified to be a substrate for an active
transporter. ®3l Once valacyclovir has entered the body it is transformed to its
active form acyclovir that can treat herpes viruses. 2% In contrast, a drug
such as propranolol is highly metabolized and inactivated by the liver.54 The
effect the body has on the drug is called pharmacokinetic.® The focal point
of pharmacokinetics is ADME. Pharmacodynamic is the effect the drug has
on the body. The focus of this thesis is on pharmacokinetic.

A drug can be bound to proteins in blood plasma such as albumin and
globulins. [56] Binding to blood plasma proteins can protect a drug from hepatic
metabolism and renal excretion, however, a bound drug can be hindered in
reaching the desired target site (Figure 1.8).[°7) Albumin tends to bind acidic
and neutral drugs, whereas globulins tend to bind basic drugs.

Excretion
Inactive < / . > Active
metabolites Metgbollsm metabolites

Liver
Therapeutic
effects
Small N
Drug _>intestine $» Unbound -

Protein bound drug

Blood

Figure 1.8: Scheme of the pharmacokinetics of orally administered drugs: Display of
the influences different tissues and processes of the body have on the drug. Modified
from. [57]

Depending on how a drug is metabolized, protein binding either prolongs
or shortens the life time of the drug in the body. For propranolol, which is
highly plasma bound, the binding to plasma proteins increases delivery to the
liver and thereby its metabolism. 5558 Thus, the propranolol metabolism is
flow dependent since it depends on the flow of propranolol to the liver for
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metabolism and not on how much propranolol is albumin bound. Whereas, a
drug like warfarin, which is also highly bound to albumin, is only metabolized
in its unbound state.[3” Therefore, the metabolism of warfarin is flow inde-
pendent, since it depends on the dissociation of the drug from the protein to
which it is bound. Drug-protein binding also affects the absorption by increas-
ing the concentration gradient in the small intestine. A higher concentration
gradient will help absorption in the small intestine, however, highly bound
proteins are less likely to diffuse to the target tissue. 9]

In summary, the small intestine, blood vessel, and liver affect the amount
of active drug reaching systemic circulation, in short, they are responsible for
the first pass metabolism. Pre-clinical pharmacokinetic studies are important
to achieve information on how much drug is needed to reach the therapeutic
window (range of effective drug dose) and which effect each tissue has on the
drug to find potential points of improvement.
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Chapter 2

Hypotheses and Aims

2.1 Hypotheses
The hypotheses of this PhD project were:

i) Inserts for connected cell cultures can be fabricated with 3D printing

ii) A good prediction of the first pass metabolism can be obtained by con-
necting in vitro cell based tissue models

iii) Stiffness characterization of soft cell growth-matrices can be achieved
while the growth matrices are submerged in a relevant buffer

2.2 Aim of the Project

The overall goal of the presented PhD project was to make ADME testing of
new drugs more efficient by increasing the success rate of in vivo studies in
the pre-clinical drug developmental phase. To reach this goal there was three
the project aims:

i) Development of a triple cell culture based tissue model method

ii) Simulate the first pass metabolism with small intestinal cells, vascular
endothelial cells, and liver hepatocytes

iii) Characterize the stiffness of the cell growth matrix
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Chapter 3

Pre-clinical Pharmacokinetic
Modeling

This chapter covers in vitro and in vivo models of the human body including
cell based models and which cell based models were chosen for the presented
PhD project. Moreover, this chapter includes a discussion of current methods
of connecting cell based models and their advantages and shortcomings.

When developing new drugs, studies must be performed to find therapeutic ef-
fects and side effects. Before clinical trials, pre-clinical studies are performed
with the goal of revealing therapeutic effects and side effects. Pre-clinical
studies are performed with the use of models for the human body. Various
models have been obtained and utilized. It was discovered over 2,400 years ago
that animals could be used as a model to study the human body. ®?l Animals
from zebrafish and rodents to pigs and rhesus monkeys have been utilized for
testing of pharmaceuticals. Even transgenic humanized rats, expressing genes
specific for humans, have been explored. [61]

In ex vivo modeling, drug testing is performed directly on specific tissues
from animals by removing the tissues from the animal before studying it. One
such method is the Ussing chamber which is a side-by-side diffusion chamber.
The Ussing chamber allows for testing of transport across a piece of tissue
taken out from an animal.®2l This has been done with porcine and murine
small-intestinal tissue to test drug absorption. 63641 Another method of testing
tissues ex wvivo is with the Franz cell, however, this method is mainly used
for testing of transdermal absorption.[05%6 By testing transport across ez
vivo small-intestinal tissue, all cell types of the small intestine are present.
Whereas, with in vitro it can be difficult to include multiple cell types at the
same time. However, many pathogens are species specific, hence failures from
toxicities not predicted with animal studies can arise in clinical trials causing
a drug candidate to fail.¥/ What is more, animal studies for pre-clinical drug
testing whether in vivo or ex vivo come with considerable ethical concerns and
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considerations.

Some models of the human body avoid the use of animals completely.
In wvitro macro models are good for understanding microbial behavior since
parameters like pH and temperature can be precisely controlled by a com-
puter. 67681 The parallel artificial membrane permeability assay (PAMPA)
utilizes an artificial membrane for evaluating passive permeation of human
skin compounds.[® In silico mathematical and computational models mod-
eling of flow, absorption, distribution, and more have also been explored. [67]

A middle ground between animal studies and completely leaving out cells
is in wvitro cell culture studies with either primary cells from animals, patients
or healthy individuals or immortalized cell lines.["™ Cell studies are used to
predict drug behavior prior to in vivo testing. Cells are initially obtained from
either humans or animals and cultured in the laboratory before drug testing.

In summary, various approaches to modeling of the human body exist.
Good prediction with in vitro models can help select drug candidates and limit
the number of animals needed for animal testing. The focus in the subsequent
sections will be on in wvitro cell based models for absorption, distribution, and
metabolism.

3.1 In Vitro Cell Based Models of Individual
Tissues

3.1.1 Cell Based Small Intestinal Models

Multiple cell based models of the small intestine in vitro have been explored
of these the most broadly used is the Caco-2 cell line.[™57 The Caco-2 cell
line, obtained from a colorectal adenocarcinoma, displays enterocyte-like dif-
ferentiation spontaneously in the absence of inducers. ™7 Caco-2 cells grown
on a permeable filter can be used to determine how and how much of a drug
is transported across a cell layer. The Caco-2 cell line has shown a good cor-
relation with oral absorption data from humans.[™ It is possible to test if a
drug is transported passively if the transport rate from the apical to basolat-
eral side is the same as the transport rate in the opposite direction, the drug
transport must be passive, as the active transport is directional specific. How-
ever, the Caco-2 cell line has some limitations such as low endocytic activity
compared to in vivo intestinal tissue.[™ Other limitations include interlabora-
tory variations, "% lack of mucus, "™ and low expression of metabolic enzymes,
specifically CYP3A4.[200 CYP3A4 is the main CYP enzyme in small intestinal
enterocytes. [78,79]

Other intestinal cell lines include T84, which like Caco-2 originate from hu-
man colorectal adenocarcinoma. T84 cells have shorter microvilli than Caco-2
cells and a higher expression of monocarboxylate transporter 1 (MCT1), a
protein primarily expressed apically in colonocytes. 8% Therefore, T84 cells
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retain their colonic profile more than Caco-2 cells and are thus better suited
for modelling of the colon.

The Madin-Darby Canine Kidney (MDCK) cell line is a non-intestinal
cell line derived from kidney tubules.5” MDCK cell line grow to confluent
monolayers of differentiate cells with tight junctions rapidly (3 to 6 days). [81]
However, a low activity of peptide transports limits the MDCK cell line’s
use when predicting in vivo drug absorption. 2 IPEC-J2 is an epithelial cell
line from porcine jejunum. 33 IPEC-J2 cells spontaneously differentiate to
enterocytes, however, these cells are too tight.

HT29, another colon adenocarcinoma cell line, shows enterocyte behavior
but requires specific inducers and culture condition for differentiation. 34 The
HT29-MTX cell line was created by methotrexate induction of HT29 cells to
differentiate them to goblet-like cells with high mucin expression. %36 Caco-2
and HT29-MTX cells can be co-cultured to obtain the features of both cell
lines. 87 Other cell lines with expression mucins include LS174T and LoVo,
also derived from human colon. ®8 However, LS174T cells have fewer microvilli
than Caco-2 cells, hence a smaller absorptive surface area.

Choice of Small Intestinal Cells

In paper I, the Caco-2 cell line was chosen for the small intestinal model
because of its broad usage (Figure 3.1). Moreover, in this PhD project one
goal was to grow all cells in or on hydrogels. As, Caco-2 cells have been grown
on hydrogels before, 3999 it proved to be a good choice. Though, as mentioned
above, this cell line does not express mucins to the same extend as other cell
lines and metabolic enzymes to the same extend as the small intestinal villi.
Possible improvements to this are discussed below (Section 4.5).

Figure 3.1: Bright-field microscopy image of Caco-2 cells. Scalebar: 100 pm.

Chapter 3. Pre-clinical Pharmacokinetic Modeling 15



3.1.2 Cell Based Endothelial Models

The classical model of endothelium are the human umbilical vein endothelial
cells (HUVEC) which are a primary endothelial cells from the umbilical cord.
HUVEC cells have a limited life span of 10 passages,®) however, they are
very well studied. ®2 To work around this limited life span immortal endothe-
lial cell lines have been created. Such as EaHy926 (CRL-2922) a hybridoma
of an epithelial cells line and HUVEC cells.®3 Other immortalized cell lines
include HMEC-1 and ECV304. 949 The immortal cell lines have some limi-
tations such as induction of vascular cell adhesion molecule 1 (VCAM-1) and
E-selectin which are very low for HMEC-1 cells and undetectable for CRL-
2922 and ECV304, whereas these proteins can be induced in HUVEC cells. [%]
Both are adhesion molecules activated by cytokines and play a role in inflam-
mation. [97:98]

Choice of Endothelial Cells

In this PhD project, both HUVEC cells and the hybridoma CRL-2922 cell
line were utilized for different purposes. In paper II, the CRL-2922 cells were
utilized for visualizing stretching of cell on a thin hydrogel growth-matrix
membrane that could be stretched by changing the water pressure. For this
purpose no expression of functional proteins such as VCAM-1 and E-selectin of
the endothelial cell was needed. But their elongated morphology proved useful,
since stretching of the cells was easily visualized (Figure 3.2). Therefore, the
CRL-2922 cell line was chosen over HUVEC cells for its ease of culturing.
Caco-2 cells were also added to the thin hydrogel growth-matrix but could
not be stretched, instead they moved apart from each other.

Figure 3.2: Bright-field microscopy image of stretching of CRL-2922 cells on a thin
hydrogel growth matrix: A) Non-stretched CRL-2922 cell marked with the white ring.
B) Stretching of the CRL-2922 cell marked with the white ring. Scalebars: 100 pm.

For paper I, HUVEC cells were used as the vascular endothelial tissue
model. Though, in the paper their inducible expression of VCAM-1 and E-
selectin was not utilized. However, depending on which pharmaceuticals might
be tested in the future with the presented method this might become relevant.
For instance, in rheumatoid arthritis (RA) it would be of interest to detect if a
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drug inactivates VCAM-1, since VCAM-1 is known to be overexpressed for RA
patients. 99190 Tn RA treatment, several drugs on the market are inhibitors of
tumor necrosis factor alpha (TNFa), which is a proinflammatory cytokine. 101
These drugs include infliximab, [102] etanercept, 103 and adalimumab. 104 The
result of TNF« inhibition is a lower expression of VCAM-1. Furthermore,
VCAM-1 is also relevant in diseases such as cancer and asthma. 102196 More-
over, the culturing of HUVEC cells in the triple layered tissue model method
shows that it is possible to culture primary cells and not only cell lines with
the method.

In summary, both primary cells and immortal cell lines are available as cell
based endothelial models. Depending on the aim either the primary HUVEC
cells or the hybridoma CRL-2922 cell line was used in this PhD project.

3.1.3 Cell Based Liver Models

Both primary cells and cell lines of hepatic cells are available. Primary hepa-
tocytes can be maintained in culture for a few days while retaining their phe-
notype. 107 Several immortal cell lines exist such as HepG2, Mz-Hep, Chang,
Hep3B, HuFoe-15, PLC/PRF/5, and BC2, these are isolated from human
hepatomas. These cell lines have different expression of various metabolic en-
zymes. Of these HepG2 is one of the most widely used. HepG2 for instance
show many liver-specific functions and conjugating enzymes, however, lack
expression of most CYP enzymes. Hepatic cell lines with non-human origin
also exist such as the murine cell line AML12.[108]

Choice of Hepatic Cells

In paper I, the HepG2 cell line was utilized to grow hepatic spheroids in
the hydrogel growth-matrix. The HepG2 cell lines was chosen because it is
known to be able to form spheroids when cultured in a three dimensional (3D)
environment (Figure 3.3).[1997112] Though, Hep3B cells aggregate faster than
HepG2 cells in a hanging drop setup. 3] However, in the hanging drop setup
the cells are cultured in a drop of cell medium, thus the cells grow without
the mechanical support from a growth matrix. Moreover, the HepG2 cell line
was chosen because it is one of the most widely used hepatic cell lines.
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Figure 3.3: Bright-field microscopy image of growth of HepG2 spheroids in a hy-
drogel growth-matrix over three weeks: A) HepG2 spheroids cultured in the hydrogel
growth-matrix after 5 days. B) HepG2 spheroids cultured in the hydrogel growth-
matrix after 21 days. Scalebars: 500 pm.

Growth of spheroids display gradient of nutrients and gases including oxy-
gen (Figure 3.4).[114’115] In vivo, the liver also has a molecular gradient of
oxygen, as discussed above (Section 1.1). Hence, the consequence of the oxy-
gen gradient could be that different metabolic enzymes were active along the
oxygen gradient. Spheroids have been shown to have an increased CYP activ-
ity, 1™ which also in vivo predominantly takes place in the least oxygenated
area (zone III) of the liver lobuli.[*7]

In summary, the HepG2 cell line was selected because it is well studied and
has previously been grown as 3D spheroids recreating the zones of oxygenation
found in the in wvivo liver tissue.
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Figure 3.4: Molecular gradient characteristics of spheroid cell cultures from various
assays give a concentric arrangement of cell proliferation, viability and the micromilieu
in large spheroids. Reprinted with permission from. 114
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3.2 Connected In Vitro Cell Based Tissue Models

As, discussed above (Section 1.1), the small intestine, the vascular endothe-
lium, and the liver are connected in the first pass metabolism, hence connected
cell cultures are of interest. This section will dive into combination of multiple
cell cultures. Various ways of combining cell cultures have been explored such
as in titer well-plate as a batch growth and by connecting tissue models via
microfluidics. One goal of combining cultures is to obtain better tissue models
by utilizing the advantages of different cell lines. Another goal is to connect
multiple tissue models to obtain the effect from interaction of multiple tissue
models.

3.2.1 Combined Single Tissue Models

Susewind et al. have combined Caco-2 cells with macrophages and dendritic
cells to achieve a better inflammatory model.[® By induction of inflamma-
tion with pro-inflammatory cytokines, this model can be utilized to determine
how microparticles from food or the environment influence inflamed tissue.
Others have combined Caco-2 and HT29 cells with Raji B lymphocytes. 116
When cultured with Raji B cells Caco-2 cells express M cell phenotype. In
vivo M cells are specialized epithelial cells which can transport antigens from
the small intestinal lumen to submucosal lymphoid structures called Peyer’s
patches. 37117 This along with dendritic cells, macrophages, lamina propria
lymphocytes, and intraepithelial enterocytes make up the gut-associated lym-
phoid tissue (GALT) which is connected with the lymph drainage of the villi.
Hence, this co-culture gains a better representation of the in vivo small in-
testinal villi by including GALT. Moreover, implementation of microbiota as
the co-culture element have been presented. 1181211

Other tissues further developed by multiple cell types include the liver
and vascular endothelium. Nonalcoholic steatohepatitis has been modeled by
co-culturing of HepG2, HUVEC, and Kupffer cells (Kupffer cells are resident
macrophages in the liver). 112122l Vascular endothelium models have been im-
proved by co-culturing endothelial cells and smooth muscle cells to include
the smooth muscle of the blood vessel. 123

In summary, modeling of single tissue can be improved by including mul-
tiple cell types in the same model.

3.2.2 Combined Connected Tissue Models

Co-cultures can also be used for investigating tissue interactions. This has
been achieved in batch by culturing multiple cell types in the same culture. 124
Microfluidic system can connect different in vitro tissue models by micrometer-
sized channels with constant perfusion.®”) The benefit of this is a constant
flow and a low number of cells. The flow can mimic the dynamic of bodily
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fluid such as blood flow and shear stress. Combining flow and peristalsis-
like deformation have been shown to induce mucin-2 production from Caco-2
cells. 1251 Multiple combinations of tissues connected via microfluidics have
been published. 126129 The aim of these models was better in vitro prediction
of ADME by including tissue interaction in the models.

Commercial microfluidic systems connecting multiple organs for ADME
testing are available from TissUse GmbH and MatTek Corporation in col-
laboration. Their "MultiOrgan Chip" connects skin and liver obtaining a co-
culture for testing of skin permeability. 3% There is also a version with four
interconnected organs available called "Four Organs-Chip" which connects in-
testine, liver, skin, and kidney. "' These microfluidic devices are, however,
often made in polydimethylsiloxane (PDMS). A problem with PDMS is that
small hydrophobic molecules tend to diffuse into it. 32134 This is a drawback
when for ADME studies. Moreover, PDMS is also permeable to gasses. [139]

Another commercial system, by MIMETAS B.V., is called "OrganoPlate".
The OrganoPlate introduces microfluidic flow to epithelial cell cultures with-
out tubing by a rocking system to ensure medium exchange within the mi-
crofluidic chamber. '3 The OrganoPlate microfluidic chips are fabricated us-
ing dry film resist (DFR), thereby the OrganoPlate avoids PDMS and gain
complete control of gas pressure. !37 Furthermore, the OrganoPlate does not
rely on artificial membranes but have a hydrogel growth-matrix incorporated
for the cells to grow on. Hepatocyte and fibroblast co-cultures have been con-
nected with the OrganoPlate technology to study interactions of these two cell
types. [137]

Tissue models connected via a string have even been publish as a com-
pletely different approach from microfluidics. 138 Connected tissue models in
microfluidics often share the same medium, this can be problematic as differ-
ent cell can need specific culture conditions for optimal growth and differen-
tiation. 239 This has been circumvented by connecting tissue models through
membrane in between them each tissue model can have its own optimized
growth medium. 4% However, cells do not necessarily need the same time for
differentiation. Another problem with microfluidics is to test microparticles
and drug delivery systems which can be in the size range of 400 pm, [141-143]
as microfluidic channels often are in the sizes of a few hundred pm. [120:131]

In summary, connecting different tissue models in vitro allows us to gain
insight processes and ADME testing but the current methods have certain
areas that can be improved. The areas that can be improved include individ-
ual growth conditions of cells, avoidance of PDMS, and testing of larger drug
delivery systems. Moreover, recyclable growth platforms and easy customiza-
tion of the system would allow for cutting costs and designing platform for
specific needs from cell cultures. Moreover, improved in vitro tissue models
can potentially increases successes in animal testing.
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Chapter 4

First Pass Metabolism Model

This chapter includes results of the project presented paper I ‘3D-printed stack-
able titer plate inserts supporting three interconnected tissue models for drug
screening’ and a discussion of these results. The HepG2 based liver model was
developed in collaboration with Andreas Willumsen, whom I supervised during
his special course ‘Entrapment of hepatocytes in hydrogels for 3D cultures’
Results on valacyclovir transport were obtained in collaboration with Chiara
Mazzons.

4.1 Triple Layered Tissue Models

Paper I focuses on the first two aims:
i) Development of a triple cell culture based tissue model method

ii) Simulate the first pass metabolism with small intestinal cells, vascular
endothelial cells, and liver hepatocytes

The method presented in this paper consists of three inserts that can be con-
nected by assembling them on top of each other (Figure 4.1). Each insert
contains 12 wells with a hydrogel growth-matrix for the cells. To fabricate
the inserts, the additive manufacturing (AM) technique known as 3D printing
was utilized. The 3D-printed inserts are compatible with a commercial 12 well
titer plate. The Caco-2 cell line, HUVEC cells, and the HepG2 cell line were
used for tissue models of the small intestine, the vascular endothelium, and
the liver, respectively. All the tissue models consisted of a 3D printed insert
with a hydrogel growth-matrix. Caco-2 and HUVEC cells were cultured on
top of the hydrogel-growth matrix to simulate two dimensional (2D) barrier
tissues. Whereas, HepG2 cells were cultured in the hydrogel growth-matrix
to simulate a 3D solid tissue (Figure 4.1B,C).
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Figure 4.1: Schematic illustrations of triple layered tissue models: A) Individual
tissue-model inserts of Caco-2 cells (blue), HUVEC (yellow), and HepG2 (red) with
hydrogel growth-matrices (pink). The inserts have sampling holes at each level, P1
for sampling under the Caco-2 cells, P2 for sampling under the HUVEC cells, and
P3 for sampling under the HepG2 cells. B) Assembly of triple layered tissue models.
Scalebars: 100 pm. C) Sideview of assembled triple layered tissue models. D) 3D-
printed inserts clamped with rubber bands to the casting device. E) Casting of the
hydrogel growth-matrix into the holes of 3D-printed inserts.

The hydrogel growth-matrix for the HepG2 liver tissue model was 5 mm
in diameter and 4 mm in thickness to resemble a solid tissue. Whereas, the
hydrogel growth-matrix for Caco-2 and HUVEC cells was 5 mm in diameter
but only 1 mm in thickness to allow for faster diffusion. To support this thin
hydrogel, a cross was added to the hole to give the hydrogel growth-matrix
mechanical support so it would not bend under water pressure from the growth
medium. Cells for each tissue model were seeded and cultured individually
under each their optimized conditions and assembled once each tissue model
was fully differentiated. The three 3D-printed inserts were designed in such a
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way that samples of medium or buffer could be taken under each tissue model
while the three inserts were assembled on top of each other (Figure 4.1A).
This allowed for performance of drug transport studies while the three tissue
models were connected. To cast the hydrogel growth-matrix, the 3D-printed
inserts were placed on a casting device with spring loaded pillars to cover
the holes and the 3D-printed inserts were held down by rubber bands (Figure
4.1D). Once assembled, hydrogel solution could be pipetted into the holes
(Figure 4.1E). Once polymerized the casting device and 3D-printed insert
were disassembled and cells could be cultured in the insert.

This chapter focuses on the components, design, and evaluation of the
triple layered tissue models for first pass metabolism modeling.

4.2 3D Printing - Additive Manufacturing

3D printing is additive manufacturing from 3D modeled data. The bene-
fits of include design freedom, high resolution, fabrication of complex ge-
ometries, minimum use of materials, and personal customization. !4 Designs
are normally done using computer-aided design (CAD). Several 3D printing
techniques exist such as stereolithography (SLA), fused deposition modeling
(FDM), inkjet printing, and powder bed fusion (Figure 4.2).144 The focus for
the rest of this section will be on SLA and FDM since these two techniques
have been available for the PhD project.
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Figure 4.2: Schematic representation of 3D printing techniques: A) Fused deposi-
tion modeling, B) inkjet printing, C) Stereolithography, and D) powder bed fusion.
Reprinted with permission from. 145l
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4.2.1 Fused Deposition Modeling and Stereolithography

In FDM printing, a filament of, a thermoplastic polymer, is continuously
pushed out through a heated nozzle to reach a semi-liquid state and the fil-
ament is extruded onto a platform with a lower temperature than the noz-
zle (Figure 4.2A). FDM is typically done with thermoplastic materials such
as polylactic acid (PLA) and acrylonitrile butadiene styrene (ABS).!'*4 The
benefits of FDM are low cost, high speed, and simplicity. However, FDM suf-
fers from weak mechanical properties, a layer-by-layer appearance, a limited
number of thermoplastic materials, and poor surface quality. 146l Especially,
the former is a large drawback for this project since a rough surface finish
would make it difficult to seal for hydrogel casting.

SLA, developed in 1986, is one of the first 3D printing techniques. 147
This technique uses an ultra violet (UV) laser to polymerize layers of a resin
or monomer solution (Figure 4.2C).[144 Since printing takes place in a resin
or monomer basin, the print is covered in unreacted resin/monomer solution
which can be cleaned when printing is finished. The result is a print with a
fine finish in high quality and resolution.

In summary, the resolution of SLA printing is down to 10 um, whereas
with FDM the resolution is 50-200 um.[145] However, SLA printing is rather
slow, expensive, and includes cleaning steps after printing.

4.2.2 Choice of 3D Printers and Printing Material

The Form 2 SLA 3D printer from Formlabs was used to print the inserts for
the first pass metabolism model. The inserts were printed in Dental LT resin.
Dental LT resin is formulated for printing of dental splints and surgical guides
and is rated class ITa biocompatible. '8 Class ITa means that it follows the
requirement given by the European Parliament and Council for this specific
type of medical devices.[149 This class of medical devices are classified as
medium risk and include surgically invasive products.!59 Moreover, medical
devices in this class have been tested and found nontoxic to cell cultures. 1°1]
However, the protocol for post processing presented in paper I differs from the
protocol given by the manufacturer. Since the 3D-printed inserts are larger
and with more corners compared to dental splints and surgical guides a more
thorough post processing was needed.

With the high resolution of an SLA 3D-printer it is possible to make a
tight seal and cast hydrogels into the inserts. However, fabrication of these
inserts using an SLA 3D-printer and special resin is not cheap. Therefore, an
FDM 3D-printer was used for components that did not need to be in contact
with the cells and did not require as high a resolution. This was for things
such as the casting device.
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4.3 Growth Matrices

In vivo tissues have different stiffnesses from very soft such as lung and breast
tissue to very stiff like bone. 2 The plastics used for cell cultures in vitro are
comparable to bone in stiffness but are much stiffer than soft tissues such as the
intestines and the liver. The softness of the growth matrix is important since
in vivo increased stiffness can be pathological, as it is seen in diseases such
as liver cirrhosis, 193154 pulmonary fibrosis, systemic sclerosis, 1%9 and breast
cancer. %2 One way cells can sense the softness of their growth substrate is by
mechanosensing through cell-matrix adhesions such as focal adhesions. [156-158]
Soft growth matrices give rise to more in vivo-like cell morphology such as
polarization of epithelium and neuron branching. 9161 Neuron branching
and epithelial polarization are important steps during developmental phases
of these types of tissues.

In vivo, the extracellular matrix (ECM) is the non-cellular component and
growth matrix within all tissues. !62) Tt provides the essential physical scaffold
and initiates biochemical and biomechanical cues for tissue morphogenesis,
differentiation, and homeostasis. Cells are connected to the ECM by proteins
such as integrins and syndecans. 163164 The ECM consists of two main classes
of molecules; fibrous proteins and proteoglycans. 165 Collagens are the main
fibrous protein group making up 30 % of the total protein mass of multicel-
lular animals. 166 The ECM regulates cell adhesion, provide tensile strength,
support chemotaxis and migration, and direct tissue development.

In cell cultures, cells are grown on plastic dishes or filters coated with
adhesion molecules to help the cells adhere. However, this limits the cultures
to 2D growth, and what is more the plastic is much stiffer than most tissues
in vivo.

Cells cultured in 3D have one more dimension of external mechanical in-
puts and adhesion. This affects integrin ligation, cell contraction, and associ-
ated intracellular signaling. 167168 In addition, the 3D matrix affects diffusion
of effector molecules such as growth factors and enzymes resulting in gradi-
ents. 115 For a synthetic 3D environment there is solely a need to provide an
initial set of cues to achieve a relevant physiological environment, since cells
are able to secrete and incorporated their own ECM into their local microen-
vironment. (119!

In summary, in vivo tissues are softer than plastic cell culture dishes and
flasks. Therefore, a hydrogel was chosen as a soft growth-matrix. Below is
discussed what a gel is and what a hydrogel is and which hydrogel was used
as cell culture growth-matrix.

4.3.1 Gels

A gel is a polymeric solid made of a 3D network of polymer chains joined
at connection sites (Figure 4.3).11%% The connection sites can be chemically

Chapter 4. First Pass Metabolism Model 25



covalent-bonds or physical interactions. Rubber is a polymeric gel and is in a
liquid state before gelation (i.e. cross-linking of branch points) and becomes
solid once gelated. In the gelated state, its shape is maintained, however, it
can be deformed by force but will return to its original shape once the force is
removed. Hence, rubber behaves as an elastic solid. Gels have also been de-
fined to consist of two or more components of which one is a liquid, 17 hence,
cross-linked hydrophilic polymer chains in an aqueous microenvironment. [171]
This definition will be used for hydrogels and elaborated on in the following
sections.

Figure 4.3: Drawing of a polymeric cross-linked gel: The gel consists of polymeric
chains (green) cross-linked at specific points (pink). Modified from. [*6%]

4.3.2 Hydrogels

Where a gel is a polymeric solid, a hydrogel is a swelled polymeric solid, either
of synthetic or natural origin. '7% The polymeric network of a hydrogel is able
to absorb water from 10 % up to thousands of times its own dry weight. 172

Hydrogels can be cross-linked in various ways such self-assembly, 173 an-
ionic gelation,[lm] chemical cross-linking, 1™ and enzymatic protein cross-
linking. 176 Hydrogel-forming polymers compatible with cell cultures include
biopolymers, synthetic polymers, and hybrid polymers. 177l

4.3.3 Choice of Hydrogel

The biopolymer gelatin was utilized for in the presented project due to its
availability, low costs, and the knowledge of this type of hydrogel in the
group. Gelatin is a biopolymer of proteins obtained by denatured collagen. 178
Gelatin is solid at room temperature but liquid at 37 °C.[178179 However,
when cross-linked to a hydrogel, gelatin is a hydrogel at 37 °C as needed for
cell cultures. Gelatin hydrogels have been used as the growth-matrix for hu-
man endothelial, epithelial, fibroblast, glial, and osteoblast cells. 189 These
can attach, spread, and proliferate on and in a gelatin hydrogel.
Transglutaminase can enzymatically cross-link gelatin. 81 Transglutam-
inase catalyzes the covalent bound formation between lysine and glutamine
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yielding a e-(y-glutamyl)lysine cross-link.'$%183] The stiffness of gelatin hy-

drogels is tunable by the gelatin and transglutaminase concentrations, incu-
bation time, temperature, and pH. 109184185 Ag mentioned above, synthetic
3D environments only need to provide an initial set of cues, the gelatin hydro-
gels utilized in this PhD project for the tissue models were not coated with
adhesion molecules.

In summary, hydrogels can be used as artificial ECMs in cell culture and for
this PhD project gelatin hydrogel growth-matrices were chosen as the artificial
ECM of all cell based tissue models presented. In Chapter 5, stiffness and how
to measure stiffness of hydrogels will be discussed.

4.4 Permeability Testing of Cell Based Tissue
Models

Several method are available for assessing a cell monolayers’ confluency and
barrier function including transepithelial /transendothelial electrical resistance
(TEER), 86 hydraulic conductivity (Lp), 8 fluid filtration coefficient (Kj),
and apparent solute permeability (Papp). [188]

L, and K¢ are two fluid flow parameters. L, is a filtration parameter ex-
tensively used to study the vascular permeability. [187:189) L, is the slope of
the relationship between the volume flow and the driving pressure, thus to
measure this parameter there is a need for control of a changing pressure. L
is normalized to the surface area and is an intrinsic property of a tissue. 190
Therefore, L, can be used to compare tissue samples. Whereas, Ky is propor-
tional to Ly but is not an intrinsic property of tissues as it is not normalized
to the area. In the method presented in paper I, there is not implemented a
precise control of pressure.

As the interest in paper I was to measure the first pass metabolism, the
transport of molecules was more important to gain than fluid flow parame-
ters. The transport across a cell layer is not only determined by the fluid flow
as it can be influenced solvent drag/convection, diffusion, and active carri-
ers.[191193] Thege are taken into consideration with the Popp, therefore Py,
was obtained to compare permeabilities of hydrogels and cell layers. Py, is
defined by: 31
app — (dj?é«:ft) = (1;) (4.1)
Where, dQ/dt is the rate of drug permeation, A is the absorption area, F' is
the flux, and Cp is the initial donor concentration.

In addition to Pgy,, TEER measurements were performed to characterize
the Caco-2 monolayers. TEER measurements are based on two electrodes
on either side of a cell monolayer. 186194 The electrodes usually come as two
chopsticks inserted on each side of the monolayer or as a small cup in for
individual cell inserts (Figure 4.4A). The TEER value is a measure of ionic

P
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conductance of the paracellular pathway, thereby the resistance is obtained
through Ohm’s law (Figure 4.4B). The TEER value of cell monolayers is given
in Q cm2. Tt is used to determine the integrity of tight junctions. 94 However,
a downside of TEER measurements is that different equipment tend to give
different TEER values. '%6! In paper I, Caco-2 monolayers with a TEER value
above 300 Q cm™ were deemed tight. This is in accordance with what has
previously been measured on Caco-2 monolayers of soft growth-matrices. (8990

Electrodes

Rut+ReutRem

Figure 4.4: Schematic of TEER measurement with chopstick electrodes: A) Prin-
ciple of chopstick based TEER measurements. B) Electrical diagram of TEER, mea-
surements. Alternating current (Iac) in introduced and the total ohmic resistance
arise from the cell monolayer (TEER) and the cell culture medium (Ryg), growth
matric (RgMm), and electrode medium interface (Rgymr). Modified from. [186]

In paper 1, it is discussed that the TEER value of Caco-2 cells on the hy-
drogel growth-matrix is lower than Caco-2 cells grown on a polyester filter but
that they both are higher than ex vivo small intestinal tissue. As mentioned
above, the benefit of ex vivo tissue is that all cell types of the specific tissue are
present. Since the enterocytes are the cells responsible for the tightness, the
presence of multiple other cells could be the reason for the lower TEER values
of ex vivo tissue compared to cell based in vitro models. As discussed above
(Section 1.1), hydrophilic drugs are restricted to the paracellular route, there-
fore the Caco-2 small intestinal tissue model on the hydrogel growth-matrix
might be more suitable for testing of paracellular transport of hydrophilic
drugs than Caco-2 cells on a polyester filter.

In summary, L, and K characterize the tightness of monolayers by infor-
mation on fluid flow. L, might be interesting to obtain before and after a
drug transport study to evaluate if a drug influences the blood vessel. Py,
and TEER were utilized in paper I to characterize the barrier function of the
tissue models.
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4.4.1 Permeability Coefficients Obtained with the Triple
Layered Cell Based Models

In paper I, three different molecules were utilized as a model compounds to
assess the barrier function of the different tissue models. The three molecules
used to test permeability were; lucifer yellow, furosemide, and valacyclovir
(Figure 4.5).
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Figure 4.5: Drawing of the chemical structures of A) lucifer yellow, B) furosemide,
and C) valacyclovir.

Lucifer Yellow Permeability Studies

Lucifer yellow is a small hydrophilic molecule which crosses a cell layer via the
passive paracellular route (Figure 4.5A).133] The lucifer yellow permeability
was measured for all three tissue models while they were assembled on top
of each other and was used to determine whether tissue models were tight
monolayers. As discussed in paper I, only the Caco-2 based small intestinal
model of the three tissue models could be determined as a tight monolayer.
The lucifer yellow permeability showed that the Caco-2 based small intestinal
model was able to act as a barrier, whereas the HUVEC based endothelial
model was not. Hence, an improvement of the HUVEC based endothelial
model is of interest, a possible improvement of the HUVEC endothelial model
is discussed below (Section 6.2). The hydrogel growth-matrix of the HepG2
based liver model showed very limited lucifer yellow permeability with and
without HepG2 spheroids presented, this point to that the hydrogel growth-
matrix of 4 mm was too thick for lucifer yellow to cross in the time span which
was measured.
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Figure 4.6: Transport of lucifer yellow across Caco-2 monolayers, the hydrogel
growth-matrix, and polyester filters: A) Permeability of lucifer yellow across Caco-
2 cells on the hydrogel growth-matrix (n=9) and Caco-2 cells on polyester filters
(n=15). B) Cumulative transported fraction of lucifer yellow across empty hydrogel
growth-matrices (mean+SD, n=8) and empty polyester filters (mean+SD, n=9).

In paper I, the permeability across Caco-2 cells on the hydrogel growth-
matrix and on the polyester filters was not significantly different (p-value=0.13)
(Figure 4.6A). Though, the average permeability across the hydrogel growth-
matrix was 1.22x10% cm s, whereas it was 4.19x10°7 cm s across the
polyester filters. On the permeability plot (Figure 4.6) it is clear that the av-
erage permeability across the Caco-2 cell monolayers on the hydrogel growth-
matrix is increased by some large measurements and that is has a large stan-
dard deviation. Hence, the permeability of Caco-2 cells on the polyester filters
is more reproducible than for Caco-2 cells on the hydrogel growth-matrices.
The tightness of Caco-2 cells on the hydrogel growth-matrices was supported
by ZO-1 stains which showed expression of ZO-1 indicating tight junctions.

The cumulative transport fraction of lucifer yellow for the 1 mm hydrogel
growth-matrix and the polyester filter might be the same, however, the hydro-
gel growth-matrix displays a delay (Figure 4.6B). This delay of transport could
be improved by either a thinner hydrogel growth-matrix or changing the ma-
terial of the hydrogel growth-matrix. A thinner hydrogel growth-matrix would
lead to problems with keeping the casted shape. As is seen in paper II, thin
gelatin hydrogels are stretchable and stretching lead to cell detachment. 184
Hence, potential solution to this problem could be a hydrogel of a different
material. A third possibility would be to incorporate polyester filter and coat
them with a soft hydrogel. However, in initial test to do so it proved difficult
to glue the filters without glue getting in the pores of the filters.
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Furosemide Permeability Studies

Furosemide, which is a loop diuretic, is a weak acid and a biopharmaceutics
classification system (BCS) class IV drug meaning that it is both poorly sol-
uble and poorly absorbed in the small intestine (Figure 4.5B).119%19] Since
furosemide is a weak acid, it is more soluble at high pH. In paper I, the
furosemide permeability across a Caco-2 monolayer on the hydrogel growth-
matrices was reported as 1.53x10°% cm s! in a pH 7.4 Hank’s balanced salt
solution (HBSS) buffer. This permeability value is in the range of what has
previously been reported for furosemide permeability across Caco-2 monolay-
ers (Table 4.1).

The TEER value of Caco-2 cells grown on the hydrogel growth-matrix was
551 2 cm2, whereas the TEER value of Caco-2 cells grown on the polyester
filters was 1585 € cm™2. This point towards a less tight paracellular barrier of
Caco-2 cells grown on the hydrogel growth-matrix, since the TEER value is
tight junction characterization. As furosemide mainly crosses Caco-2 mono-
layers transcellularly,'9! the less tight paracellular barrier did not seem to
affect the furosemide transport.

Table 4.1: Furosemide permeabilities across Caco-2 monolayers reported in
literature.

Permeability | Buffer Reference
(cm s71)
8.6x10° HBSS buffer
Apical pH: 6.5 [197]
Basolateral pH: 7.4
5.4x107° Buffer not reported
pH not reported [198]
5.1x10° Glucose containing PBS buffer
pH: 5.4 [199]
1.3x10°° DMEM medium with 10 % FBS
[200]
pH: 7.4
6.8x107" HBSS buffer
[201]
pH: 6.8
2.9x107 HBSS buffer
pH: 6.5 (202
1.2x107 PBS buffer containing glucose (109]
pH: 7.2

Table key: Dulbecco’s modified Eagle media (DMEM), fetal bovine serum
(FBS), Hank’s balanced salt solution (HBSS), and phosphate buffered saline
(PBS).
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Valacyclovir Permeability Studies

In contrast to lucifer yellow and furosemide, which are transported passively
across the small intestinal barrier, valacyclovir is transported actively. Vala-
cyclovir is a modified version of the drug acyclovir with improved small in-
testinal absorption by incorporation of L-valine through an ester bond (Figure
4.5C). [52] This addition makes valacyclovir a substrate for the human peptide
transporter 1 (PEPT1) solute carrier.®229] Valacyclovir was not shown to
cross the Caco-2 monolayer on the hydrogel growth-matrix in paper II. This
is believed to be caused by transformation of valacyclovir to acyclovir before it
could be transported. Valacyclovir has been shown to be stable in buffer below
pH 4,52 and the transport study was carried out at pH 7.4. Hence, transport
with valacyclovir could be performed at a lower pH for future studies. On the
other hand, the physiological pH in the small intestine might be higher than 4
as it fluctuates from 4.0 to 7.5 throughout the small intestine. 2% So, a study
below pH 4 is not necessary the best representation of the in vivo situation.

In summary, the Caco-2 cells cultured on the hydrogel growth-matrix dis-
play lucifer yellow and furosemide permeabilities in accordance with what has
been reported for Caco-2 monolayers on polyester membranes. However, the
TEER value is lower than on the polyester filter and the transport was de-
layed. The HUVEC cells on the hydrogel growth-matrix did not display any
barrier function.

4.5 Possible Improvements Tissue Models

The presented Caco-2 based small intestinal model can be improved by includ-
ing more cell types than enterocytes, as the small intestinal tissue includes
several cell types. The lymphatic/immune function, mucus, and metabolic
enzymes are the three main functionalities lacking in the presented Caco-2
based small intestinal model compared to the in vivo small intestinal tissue.

To incorporate mucus in the model, one could imagine adding another 3D-
printed insert on top of the insert with Caco-2 cells. This insert could be with
HT29-MTX, LS174T, or LoVo, thereby obtaining a mucus layer. A mucus
layer on a membrane directly on top of a Caco-2 layer has been seen before
though with a coating of porcine mucins instead of a layer of mucin producing
cells. 21 Another approach may be to use the co-culture of Caco-2 and HT29-
MTX cells. This approach might be more suited, since it avoids another layer
and a further diffusional gradient. Kim et al. saw mucus on a Caco-2 layer by
introduction of shear stress and peristalsis-like movements. 125 If this could
be incorporated that could potentially induce mucus expression in the Caco-2
cells.

Caco-2 cells lack expression of metabolic enzymes, but this can be cir-
cumvented. CYP3A4 expression can be induced by growing Caco-2 cells on
Matrigel® coated filters the presence of vitamin D.[2%Y Caco-2 cells in the
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Caco-2 based small intestinal model also grow on a soft hydrogel growth-
matrix it may be possible to induce expression of CYP3A4.

To model lymphoid tissue better, incorporation of macrophages, dendritic
cells, and lymphocytes could be considered to gain better representation of
the GALT. This will help in absorption modeling for lipophilic drugs, since
these can target lymphatic drainage.

Another approach to improve then first pass metabolism model could be
addition the nonalcoholic steatohepatitis model in the case of developing a
drug for this disease. Moreover, the co-culture of endothelial cells and smooth
muscle cells could be included, as smooth muscle cells are also present in the
underlying the villi in the lamina propria along with capillaries. [205] Though,
in terms of interaction with smooth muscle cells this might be better to model
larger vessels that can be contracted and relaxed.
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Chapter 5

Determination of Growth
Matrix Stiffness

This chapter includes results of the project presented paper Il ‘Characteriza-
tion of thin gelatin-hydrogel membranes with balloon properties for dynamic
tissue engineering’ and a discussion of these results.

Paper II focuses on the third aim:
iii) Characterize the stiffness of the cell growth matrix

The method presented in this paper consists a thin gelatin-hydrogel membrane
in a 3D-printed insert (Figure 5.1A). Once submerged in a buffer, the thin
gelatin-hydrogel membrane could be stretched by stepwise addition of buffer
on top of the membrane (Figure 5.1B). This resulted in equibiaxial stretching
of the membrane, like a balloon. From the stepwise stretching of the membrane
a curve of the pressure of the water column against the stretch ratio could be
obtained (Figure 5.1C). The stiffness of the gelatin-hydrogel membrane was
obtained from the curve. The stretching of the gelatin-hydrogel was shown to
be reversible as removal of buffer from on top of the gelatin-hydrogel membrane
would let it contract (Figure 5.1D).

This chapter focuses on the theory behind stiffness determination of elastic
materials and evaluates the method of equibiaxial stretching based hydrogel
stiffness determination.
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Figure 5.1: Schematic illustrations of the submerged equibiaxial gelatin-hydrogel
membrane stretching method for determination of hydrogel stiffnesses: A) The
gelatin-hydrogel membrane in a 3D-printed insert. B) The gelatin-hydrogel mem-
brane (orange) is submerged in buffer (green) and stepwise stretched by an increas-
ing water column. C) Plot of the pressure of the water column as a function of
the stretch ratio. D) Images of stretching and contraction of the gelatin-hydrogel
membrane. Reprinted with permission from. 184

5.1 Stretchable Materials

5.1.1 What Makes a Material Elastic?

For a material to exhibit elasticity, three requirements must be met; the pres-
ence of long-chain molecules with freely rotating links, weak secondary forces
between the molecules, and interlocking of the molecules at a few places to
create a 3D network. 206

i) Long-chain molecules, with freely rotating links, lead to a greater am-
plitude of vibrations perpendicular to the chain than in the direction of the
chain itself, due to weaker lateral forces between the chains than the primary
valence forces within the chains. 207

ii) The variety of conformations of rubber-like elastics must not be impeded
by the surrounding molecules, thus the secondary forces between the molecules
must be weak. [206]

iii) The interlocking cross-links of molecular chains with permanent pri-
mary chemical bonds are what distinguishes a rubber from a liquid (Figure
4.3). (169] Few linked points along the length of the molecules produce a linked
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network of all molecules, thus the molecules cannot move independently as in
a liquid.

As a result, a rubber-like material will have polymer chains that are curled
up, randomly oriented, and isotropic (i.e. directional independent). 206] How-
ever, when deformed, such as when stretched by a tensile force, the polymeric
chains are stretched and become highly anisotropic (i.e. directional depen-
dent) (Figure 5.2).

B

Figure 5.2: Schematic of the polymer chain organization of elastic materials in:
A) Polymer chains in the natural state. B) Polymer chains in the deformed state.
Modified from. (206!

5.1.2 Stretching of a Rubber

Hydrogels are rubber-like elastic, [208:209 therefore stretching of hydrogels can

give information about their stiffnesses. When a rubber or rubber-like elastic
is stretched, strain (i.e. deformation of the material) is introduced resulting
in a reduction in entropy (i.e. a reduction in the number of allowable the
polymer configurations). The internal forces of the material try to counter
act the strain by increasing the entropy to let the polymer chains to curl
up. Curled up polymer chains reduce the strain and let the material retract.
However, the internal forces or resistance in a continuous material do not
change for large strains, since the polymeric chains in this state are fully
stretched.169:206] Tny ghort, the retractive force is almost solely due to the
tendency of polymer chains in rubbers to return to a less ordered curled up
state. This distinguishes rubbers from ordinary solids as their elasticity is
caused by intermolecular forces.219 The stiffness of a solid material can be
determined from the relationship between the stress introduced and the strain
it results in, this ratio is known as the Young’s modulus. 2] This value can
be obtained by rheological measurements.
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5.2 Rheological Stiffness Measurements
Rheology is the study of flow and deformation of materials. '] Rheology can
be used to determine viscosities of liquids and emulsions and to determine

stiffness and yield stress of solid materials.?'? In rheology, two types of ma-
terial deformations are in focus; tensile stress or shear stress (Figure 5.3).
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Figure 5.3: Schematic of two types of material deformation: A) Tensile deformation
results from a tensile stress introduced into the material. B) Shear deformation

results from a stress introduced transverse into a material fixed to a surface. Modified
from. (211

During tensile stress (o) deformation is introduced by the force (F') acting
on the surface area (Ap) resulting in a tensile strain (&) that is dl/l, of which
[ is the original length and dl is the change as a result of the tensile stress.
From which the Young’s modulus (E) can be obtained:

_ o _ (F/4y)

e (dlD) (5.1)
Hence, Young’s modulus is a measure of a material’s ability to withstand
changes in length under lengthwise tension or compression and is normally
given in pascal. However, tensile stress is not always a viable option strain
introduction as materials rarely come as perfect cubes, hence shear stress can
be utilized.
When a material is exposed to shear stress a shear modulus (G) can be
obtained, as was done in paper I. Shear stress (7) is achieved by fixating the
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strained object to a surface transverse of the force. The tangent angle of
the shear stress (a) gives the shear strain (7). The shear modulus is then a
measure of a material’s ability to withstand transverse force:
« F/A
o2 _ HA) (5.2)
v tan «
The shear modulus and the Yong’s modulus are related to each other
through the following equation:

E=2G(1+v) (5.3)
Where, v is Poisson’s ratio (i.e. the ratio of transverse strain (&¢ransverse)

to the longitudinal strain (€iongitudinal)): [213]
_ Etransverse (5 4)

€longitudinal

Theoretically, isotropic materials have a Poisson’s ratio between -1<v< 0.5. A
Poission’s ratio of ¥=0.5 means that the material is incompressible and when
stretched in the longitudinal axis there is a corresponding shortening of the
transverse axis. Hence, incompressible materials display a volume constant
deformation. A perfectly elastic material has a Poisson’s ratio of v=0.5. A
fully swollen hydrogel behaves as a rubber-like material,2°9) and has a Pois-
son’s ratio close to 0.5.[177:298] Hence, the Young’s modulus of a hydrogel is
given by about three times the shear modulus (Equation 5.3).

In summary, the Young’s modulus can be obtained by measuring the force
applied and change in shape of a cube of hydrogel. However, materials rarely
come as perfect cubes, hence it is necessary to have others ways to intro-
duce stress and measure strain. One method of introducing shear stress is a
rheometer with which viscoelastic materials are often characterized.

5.2.1 Rheometer

Certain materials flow, act like liquids, when observed over time these are
considered viscoelastic. 214 Viscoelastic materials have three properties:

i) When exposed to a step constant strain display decreased stress (stress
relaxation)

ii) When exposed to a step constant stress display increased strain (creep)

iii) Displays a stress-strain phase lag (hysteresis)
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Figure 5.4: Cartoon of the principle of a rheometer: The substrate (red) is placed
in between two parallel plates (green). The top plate oscillates with a given force
thereby applying shear stress resulting in shear strain from which storage and loss
moduli are obtained.

A rheometer introduces shear strain into a viscoelastic material between
two parallel plates (Figure 5.4).[211]In a rheometer one of the two parallel
plates is fixed and the other plate oscillates to introduce shear stress into the
sample. The oscillating shear stress consists of an in-phase and an out-of-
phase shear stress part. Resulting in a complex shear modulus (G) consisting
of two components; the elastic (in-phase) shear storage modulus (G’) and
the viscous (out-of-phase) shear loss modulus (G”).'2 The shear storage
modulus is the energy stored and recovered in cyclic deformation and the
shear loss modulus is the energy dissipated as heat. The shear modulus can
give the Young’s modulus (Equation 5.3), and it can be obtained from the
shear and loss moduli output from a rheometer:

G’ = G?G” (5.5)

These moduli can only be achieved under very small strains therefore a rheome-
ter rely on very small oscillation and precise measurements, hence rheometers
are expensive. 211]

5.3 Rheometer Compared to Equibiaxial
Stretching

As mentioned above, paper II describes a method that was developed to de-
termine the softness of hydrogels in an aqueous environment. Shear stress is
achieved by equibiaxial stretching of the gelatin-hydrogel membrane, similar
to inflating a balloon. %! The stretch ratio is measured for specific pressures.
From the stretch ratio and the corresponding pressure the shear modulus (G)
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can be obtained from which the Young’s modulus can be obtained (Equation
5.3). As the gelatin-hydrogel membrane is submerged in a buffer, swelling
of the hydrogel is secured meaning v=0.5 and precise determination of the
softness given by Young’s modulus.

A rheometer is expensive since it needs to do very precise measurements,
whereas the presented method only relies on very few components that would
usually be in a laboratory. Though, a rheometer has multiple functions, such
as following the gelation, which the equibiaxial stretching method does not
have.

In the equibiaxial stretching method, the gelatin-hydrogel membrane is
submerged in a buffer so it is swollen. Swelling is more difficult to achieved
when using a rheometer. Furthermore, evaporation is more likely to occur in
the rheometer, but it can be avoided by addition of oil around the sample.

In paper II, a 5 % gelation hydrogel membrane was measured, and the
Young’s modulus measured with the equibiaxial stretching method was 350
Pa, whereas with a rheometer it was 780 Pa. Hence, the two methods give
comparable results. The lower Young’s modulus measured with the equibi-
axial stretching method could be due to the swelling of the gelatin-hydrogel
membrane. These measurements, however, are close to the stiffnesses of the
in vivo tissues modeled in the first pass metabolism model. Where, epithelial
tissue have a Young’s modulus of close to 1,000 Pa. 2522161 Moreover, epithe-
lial cell lines have been shown to display epithelial polarization when casted
in hydrogel growth-matrices with a Young’s modulus <400 Pa.[1%% Hence, the
gelatinhydrogel growth-matrix has a stiffness suitable for the tissues models
in paper I.

One can imagine seeding cells on the hydrogel and measure the Young’s
modulus to determine the influence from the cells on the stiffness of the hy-
drogel. This can give information about the nature of the specific cells. This
could be relevant for cell types such as muscle cells to determine how ’strong’
they are. Another goal could be to 'train’ cells such as vascular smooth mus-
cle cells (VSMCs) which can detect mechanical stimulus from pulsatile stretch
and change gene expression as a consequence thereof. 2172181 This influences
cellular functions such as proliferation, apoptosis, and migration.

As mentioned above (Section 3.2), peristalsis-like deformation have led to
expression of mucin-2 from Caco-2 cells.'?®) One could imagine combining
the thin stretchable gelatin-hydrogel membrane from paper II with the Caco-
2 based small intestinal model from paper I. By moving the insert up and
down to create a change in water pressure peristalsis-like movements can be
introduced. This might push the Caco-2 cells to express mucus.

Chapter 5. Determination of Growth Matrix Stiffness 41






Chapter 6

Ongoing Research Project
with the First Pass
Metabolism Model

This chapter is based on preliminary data from ongoing or unfinished projects.
Section 6.1 includes research performed on external stay at the School of
Medicine at Dundee University, United Kingdom. Section 6.2 includes re-
sults obtained by Anna Kathrine Bach Mortensen, whom I supervised during
her master project ‘Rolling capture of monocytes on endothelial layers for
atherosclerosis modelling’

6.1 Transport of Phenformin Measured by
Luciferase

6.1.1 Inhibition of the Gluconeogenesis from Phenformin

To show a drug absorbed through the small intestine having an effect on the
liver compartment, phenformin was used to affect the liver compartment. For
this study the HUVEC based endothelial model was left out to secure that a
higher amount of absorbed phenformin would reach the liver compartment.
Phenformin, like metformin, is a biguanide that can inhibit the gluco-
neogenesis in the liver (Figure 6.1A).219 Both drugs inhibit the respira-
tory chain complex I in the mitochondria leading to activation of adenosine
monophosphate-activated protein kinase (AMPK) and inhibition of the glu-
coneogenesis (Figure 6.1B).[220:221] Phenformin has been shown to be trans-
ported by the human organic cation transport 1 (hOCT1).1??2l Caco-2 cells
have a low expression of this transporter. (7 It has been shown that blocking
of hOCT1 can hinder the activation AMPK by metformin but not by phen-
formin. 229 Hence, the cellular uptake of phenformin is not completely depen-
dent on the hOCT1 transporter as it is for metformin. Therefore, phenformin
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was chosen to try and block the gluconeogenesis of hepatic cells, as it was be-
lieved to have a higher chance to cross the Caco-2 cell monolayer. Phenformin
with a partition coefficient (logP) of -0.83 is more lipophilic than metformin
with a logP of -1.43, as a result metformin is a specific but weak inhibitor of
complex I, whereas phenformin is more potent but less specific. [221,223,224] The
higher lipophilicity could also be the explanation for why the cellular uptake
is not hindered by inhibition of hOCT1, since lipophilic drugs are better at
crossing the lipid bilayer cell membrane than hydrophilic drugs.
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Figure 6.1: Structures of phenformin and metformin and diagram of mechanic
of inhibition of hepatic gluconeogenesis: A) Chemical structure of metformin and
phenformin. B) Phenformin inhibition of the gluconeogenesis.

Figure key: adenosine diphosphate (ADP), adenosine monophosphate (AMP),
adenosine monophosphate-activated protein kinase (AMPK), adenosine triphosphate
(ATP), cyclic adenosine monophosphate (cAMP); fructose-1,6-bisphosphate
(F16BP); fructose-2,6-bisphosphate (F26BP); fructose-1,6-bisphosphatase
(F16BPase); fructose-6-phosphate (F6P); glucose-6-phosphate (G6P), glucose-
6-phosphatase (G6Pase); glucose transporter-2 (GLUT?2); organic cation transporter
1 (OCT1); 6-phosphofructo-2-kinase/fructose-2,6-bisphosphatase 1(PFKFBI1);
protein kinase A (PKA). Reprinted with permission from. [22%)

Glucose-6-phosphatase (G6Pase) is important for providing the body with
glucose during fasting and is mainly found in the liver and the kidneys. 220l Tts
transcription can be inhibited by phenformin that lowers the promoter activ-
ity. 227l During fasting lactate, pyruvate, glycerol, and certain amino acids are
converted to glucose through the gluconeogenic pathway of which a hydrolysis
of glucose-6-phosphate to glucose by G6Pase is the last step before release of
glucose from the liver to circulation (Figure 6.1B). 228] The gluconeogenesis is
upregulated in the liver during fasting and diabetes.

Phenformin has been shown to reduce the G6Pase promoter activity with
a half maximal inhibitory concentration (ICs0) value of 8.7 uM.[?2" To show
this effect a G6Pase promoter luciferase cell line called LLGH replaced the
HepG2 based liver model. 229 To obtain LLGH cells, cells from a rat hepatoma
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cell line were previously transfected with the pGL4-Human G6Pase construct
using the calcium phosphate transfection methodology. By lysing the cells and
mixing the lysate with a luciferase agent it was possible to obtain a relative
amount of G6Pase promoter.

6.1.2 Phenformin Transport Study

The setup of the phenformin study included the Caco-2 small intestinal tissue
model and LLGH cells underneath the Caco-2 cells (Figure 6.2). By changing
the growth conditions, cells can be manipulated to a fasting state this switches
the metabolism from glycolysis to gluconeogenesis. In this study, the growth
conditions for the LLGH cells simulated a fasting state by addition of dex-
amethasone, which is a glucocorticoid, and cyclic adenosine monophosphate
(cAMP). 227 c AMP increases G6Pase expression, (230 and glucocorticoids pro-
mote hepatic gluconeogenesis. 231 The hypothesis of this study was:

Phenformin can cross the Caco-2 monolayer and reach the LLGH cells
underneath to inhibit the gluconeogenesis that would otherwise be upregulated
in the fasting state.

100 M phenformin was added apically to either a Caco-2 monolayer or an
empty hydrogel growth-matrix. As a positive control the same amount of
phenformin was added directly to the LLGH cells. As phenformin reduce
the amount of G6Pase promoter, a reduced luciferase signal corresponds to a
lowered amount of G6Pase promoter.

Hence, the aim was to see a larger drop of the luminescent signal when
phenformin was added to an empty hydrogel growth-matrix than when a Caco-
2 monolayer was present.
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Figure 6.2: Schematic drawing of experimental setup for LLGH luciferase assay
connected with the Caco-2 small intestinal tissue model.

When phenformin was not added G6Pase was expressed and there was
a luminescent signal (Figure 6.3). When phenformin was added directly to
the LLGH cells, basolateral for the Caco-2 cells, there was a drop in lumi-
nescence (Figure 6.3). When phenformin instead was added apically to a
Caco-2 monolayer or an empty hydrogel growth-matrix there was not a drop
in luminescence.
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One could speculate that it would have been better to add dexamethasone
and cAMP after the transport study. Thereby, fasting would not be initiated
before phenformin has a chance to be transported. Since, the transcription of
G6Pase promoter might already be initiated before phenformin could reach
the cells. In short, initiating fasting after the transport study secures that
the measured luminescence is not from G6Pase promoter transcribed before
inhibition of transcription.
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Figure 6.3: LLGH luciferase assay on transported phenformin: Luminescence shown
as normalized to "no drug" sample for each individual of three independent experi-
ments. No drug, n=8; Drug apical, n=8; No Caco-2/drug apical, n=8; Drug basolat-
eral, n="7.

Another explanation can be the diffusional barrier of the hydrogel. The
thickness of the hydrogel growth-matrix, on which the Caco-2 cells are, is 1
mm. However, in vivo the capillaries in the villi are right under the basal mem-
brane of the epithelial cells.[205232) Much thinner hydrogel growth-matrices
would better resemble the connective tissue of the small intestinal villi in vivo.
Furthermore, in vivo there is a larger concentration gradient as the blood ves-
sels beneath the basal membrane transport the absorbed drug quickly via the
blood stream. Whereas, in the model the transported drug passes through
the hydrogel growth-matrix much slower, resulting in a smaller concentration
gradient.

6.2 Shear Stress on Endothelial Cells

In paper I, the HUVEC based endothelial model did not display barrier func-
tion. It was grown in stagnant cell medium which far from the in vivo situa-
tion. In vivo, the vascular endothelial cells are subjected to flow and are able
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to sense flow through a variety of receptors. 233:234 Laminar flow on vascular
endothelial cells affects gene expression of multiple processes; alignment, me-
chanical properties, proliferation, apoptosis, migration, and permeability. (237
Moreover, it has previously been shown that shear stress can lead to alignment
of endothelial cells.[236:237] Therefore, the hypothesis for this study was:

A better morphology of HUVEC cells can be obtained by implementation
of an in vivo-like flow.

To apply flow to the endothelial cells a rotor system, which could fit into
a titer plate, was developed with the thought of potentially being combined
with the HUVEC endothelial model (Figure 6.4). The 3D-printed shear sys-
tem had a Lego Mindstorms® motor attached to revolve a shaft connected
to gears with rotors that would rotate in each well of a titer plate. In this
study, HUVEC cells were exposed to shear for 48 h with the 3D-printed shear
method.

Figure 6.4: Rendering 3D-printed insert a long with gears connected to rotors that
fit in a 24 well titer plate.

As expected, the HUVEC cells displayed dense peripheral bands of F-actin
when not exposed to shear stress (Figure 6.5A). 238 When the endothelial cells
were exposed to shear stress, the F-actin fibers orient parallel to the long axis
of the cell (Figure 6.5B). TNFa induced morphological changes to endothe-
lial cells such as elongation and F-actin reorganization (Figure 6.5C).[239,240]

Thus, what was seen with both TNFa and shear stress was a synergistic effect
(Figure 6.5D).
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Control

TNF-« only Shear and TNF-«

Figure 6.5: Images obtained by confocal microscopy representing of HUVEC cells
exposed to shear and TNFa: A) Control HUVEC cells without shear stress and TNFa
stained for F-actin (green) and nucleus (blue) showing dense peripheral bands (ar-
rowheads). B) HUVEC cells exposed to shear stress displaying stress fibers (arrows).
C) HUVEC cells exposed to TNF« displaying stress fibers (arrows). D) HUVEC cells
exposed to shear stress and TNF« displaying stress fibers (arrows). Scalebars: 100
pm.

The shear stress of the shear system was estimated to ~0.5 dyn cm™

(data not shown), which is substantially lower than the 12-40 dyn cm™ which
previously have been used to introduce shear stress to F-actin reorganiza-
tion. [236-238,241,242] Though, the estimate of ~0.5 dyn cm™ might not be pre-
cise as it was calculated from difference of movement speed of floating cells
in two different planes under flow. Even though, it is not necessary in this
case to increase the shear stress, it would be possible to change the rotor of
the system. If the rotor is designed as a flat disc, as in a rheometer (Section
5.2), the shear stress would increase. Another way could be by increasing the
viscosity of the cell culture medium.
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Chapter 7

Conclusion

In this PhD project, a first pass metabolism method consisting of three cell
based tissue models was presented. Fvaluations of cell permeability and mor-
phology of the tissue models were presented in paper I. A method to evaluate
the stiffness of the growth matrices was presented in paper II.

The first hypothesis for this PhD project was:
i) Inserts for connected cell cultures can be fabricated with 3D printing

The tissue models for the first pass metabolism method were based on 3D-
printed inserts with hydrogel growth-matrices. With the 3D-printed inserts it
proved easy to culture multiple cell types individually and to connect them
once fully differentiated. The cultures can grow as either 2D or 3D cultures
under each their optimized growth conditions. The hydrogel growth-matrices
can be dissolved and the 3D-printed inserts can be reused, however, the hy-
drogel growth-matrices need to be re-casted each time. Due to the casting
of the hydrogel growth-matrices, the method is more time consuming than
commercial titer plate inserts with polyester filters. Nonetheless, the hydrogel
growth-matrix allows for following the growth of cell cultures as it is trans-
parent.

The method is not based on PDMS, and thus there is not a risk of small
hydrophobic molecules diffusing into it. The material of the 3D-printed in-
serts is laborious to get biocompatible and the fabrication is slow. If the
method was to be standardized, it would be of interest to injection mold the
3D-printed inserts. Injection molding will speed up the production and give
the possibility of selecting well characterized biocompatible materials.
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The second hypothesis for this PhD project was:

ii) A good prediction of the first pass metabolism can be obtained by
connecting in vitro cell based tissue models

The design of the connected tissue models allowed for sampling underneath
each tissue model. As a result, it was possible to mimic and follow a drug’s
way from the small intestine to the liver. Thereby, the model displays the
connection of the small intestine, the vascular endothelium, and the liver.
However, the single cell-type based tissue models presented are simple and
lack some functionality. The Caco-2 small intestinal model lacks metabolic
enzymes, mucus, and immune activity. The HUVEC endothelial model did
not display a barrier function. Functional tests of the metabolic activity of
the HepG2 liver model are yet to be performed. However, the method can be
used as a base for more complex tissue models.

The Caco-2 small intestinal tissue model displayed permeabilities both
paracellularly and transcellularly comparable with Caco-2 cells cultured on
polyester filters, even if the electrical resistance was lower. Though, the lower
electrical resistance is closer to the in vivo resistance than the high resistance
of Caco-2 cells on polyester filters. However, the thickness of the hydrogel
growth-matrix acts as a diffusional barrier slowing transport. Hence, the
method would benefit from replacing the gelatin hydrogel growth-matrix with
a hydrogel of a material with a higher permeability.

The third hypothesis for this PhD project was:

iii) Stiffness characterization of soft cell growth-matrices can be achieved
while the growth matrices are submerged in a relevant buffer

The stiffnesses of thin gelatin-hydrogel membranes measured with the equibi-
axial stretching method was close to but slightly lower than that observed with
a rheometer. Hence, the method could be used to determine stiffnesses of soft
hydrogel growth-matrices while submerged in a buffer. Moreover, the method
does not rely on expensive equipment, and thus can be a cheap way to mea-
sure stiffnesses of soft hydrogel growth-matrices. However, the method relies
on laborious analysis of stretching images with image-analysis software and
plotting of graphs where data processing is more automatic with a rheometer.
In addition to stiffness characterization of soft hydrogels, it was possible to
stretch cells with the thin gelatin-hydrogel membrane.
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Current in vitro drug screening methods often rely on single cell-models and are therefore
imprecise in predicting drug absorption, distribution, metabolism, excretion, and toxicity. This
study presents a method to fabricate 3D printed inserts that are compatible with commercially
available titer plates. Hydrogels can be casted into the inserts and cells can be cultured either in
or on the hydrogels. Once individual cell cultures are fully differentiated, the three different cell
cultures are stacked on top of each other for biological experiments. To show the possibilities
of this approach, three tissue models representing the first pass metabolism was used. The three
tissue models are based on gelatin hydrogels and Caco-2, HUVEC, and HepG2 cells to simulate
the small intestine, vascular endothelium, and liver, respectively. The device is simple to
fabricate, user friendly and is, an alternative to microfluidic-based organ on a chip system. The
presented first pass metabolism study allows for gaining information on drug absorption,
distribution, metabolism, and, in the future, excretion in one compact device complying the

micro titer plate format.
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1. Introduction

Oral drug administration is preferred due to low cost and high patient compliance.l'! 60 % of
all drugs are administered orally emphasizing the importance of this administration route.?!
Drug development usually takes 10-15 years and costs up to $1.8 billion in total, *# and
improving the research and the development phases will have the biggest cost reducing effect.[*!
Nearly, 90 % of drugs identified as lead candidates using current in vitro methods, such as
immortalized cell lines and purified tissue sections, fail to reach the market. Furthermore, 50 %
of the drug candidates and/or drug formulations fail due to too low oral bioavailability and/or
hepatic toxicity issues during phase I clinical trials.>~71 Pre-clinical in vitro testing of absorption,
distribution, metabolism, and excretion (ADME) may reduce the number of failures in phase I
clinical trials. Currently, each step of ADME is investigated individually using specialized cell
lines. However, multicellular co-cultures have been developed for preclinical drug screening.
(8] Typically, oral absorption studies are performed in transwell systems with single cell lines
which are designed to model a biological barrier such as the small intestine.”!?]

Microfluidic devices can connect multiple cells types for ADME testing.!'*!4 However,
microfluidic devices are difficult to up-scale because they have a tendency to be rather complex
as they require tubes and pumps. While commercial systems are available, these are also not
necessarily trivial to use.['*!5] Previously, a microfluidic system with multiple connected cell
layers of colon adenocarcinoma cells (Caco-2), human umbilical vein endothelial cells
(HUVEC), and Michigan Cancer Foundation-7 (MCF-7) cells, and hepatocytes on
polycarbonate membranes has been presented.!'3] However, when aiming for ADME testing of
microparticles or drug delivery systems up to 400 um in size,'*'! there is a need for ADME
test systems larger than those supported by microfluidics where channels are normally a few

hundred pm in height.['*142% Furthermore, most reported microfluidics systems are made of
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the polymer polydimethylsiloxane (PDMS). PDMS has many properties suitable for this
application, but small hydrophobic molecules have a tendency to diffuse into PDMS which can
be problematic.[>!-24

In vivo, tissues are very soft.[> Culturing of cells in a softer matrix gives a more in vivo-
like environment for the cell cultures than on hard plastic surfaces, because cells sense the
stiffness of their growth matrix.[?¢! Epithelial cells grown on a soft matrix display organization
and polarity which resembled the phenotype found in vivo.?”) To obtain soft growth matrices,
hydrogels have been utilized to replace the hard polycarbonate or polyester filters used in
microfluidics and transwells. Cells have been cultured both inside and on top of hydrogel
growth-matrices.!?® 33 Transwell inserts contain a rigid membrane, but it can be functionalized
with collagen or other hydrogels to obtain the softer mechanical properties or provide a true 3D
environment.’?34! Caco-2 cells grown on hydrogel growth-matrices have been shown to have
higher paracellular permeability than when grown on polyester filters.*?! This is closer to the
in vivo situation. Gelatin is denatured collagen and when cross-linked by microbial
transglutaminase (mTG), a heat resistant hydrogel can be obtained. >33 This has been done
with cell cultures such as HepG2 hepatocytes,?3”) mesenchymal stem cells,**! and adipose
tissue-derived stromal cells.!’]
The aim of the presented study was to design and test a set of simple-to-use and easy to

fabricate 12 well plate stackable inserts that addresses most of the current limitations of

transwells and microfluidics technology for connected in vitro cell models.

2. Results and Discussion

2.1 Triple Layered Tissue Models
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The design of the triple layered tissue models was inspired by commercially available inserts
for cell culture titer plates. The three layers were designed so that the tissue layers could be
cultured independently of each other and easily assembled before use, e.g. for drug transport

studies.

2.1.1. Principle of the Triple Layered Tissue Models
A completely assembled layered system had in total 36 tissue models (three layers of 12-well
titer plates inserts) organized in 12 independent test sites (Figure 1A). Each well of the three
inserts had a hole where a hydrogel was casted into, resulting in suspended hydrogel growth-
matrices. The suspended hydrogels were utilized as growth matrices for the cell cultures. Cells
grew on the apical side of the hydrogel to model a 2D barrier or inside the gel to achieve a 3D
spheroid culture. The holes for 3D spheroid tissue models were 5 mm in diameter and 4 mm in
depth to support a thick hydrogel resembling a solid tissue. The holes for 2D barrier tissue-
models in each well were 5 mm in diameter and 1 mm in depth to gain a thinner hydrogel. To
support the thin hydrogel, a small cross was lowered 0.5 mm from the edge of the hole to ensure
that the membrane did not bend. This was necessary, since soft and thin gelatin hydrogels have
a tendency to bend which can result in cells detachment.[*?] Critical for drug-transport studies
the inserts were designed to allow for sampling of the medium between each layer (Figure 1C).
This way the drug could be followed all the way through the three tissue models without
disturbing the cell layers. The was also intended to be used for TEER measurements.
3D-printed inserts compatible with cell growth were achieved by 3D printing with
Dental LT resin on a Form 2 3D printer. To obtain compatibility with cell growth, the 3D-
printed inserts were thoroughly cleaned (Experimental Section). The cleaning protocol differed

from the manufacturer’s instructions but ensured good biocompatibility at least for the three
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tested cell lines (Caco-2, HUVEC, and HepG2). It was found that if the 3D printed inserts were
not cleaned probably, biocompatibility issues arose, resulting in cell detachment (Figure S1).
The basic design allowed for cells to be matured and cultured before stacking them
together (Figure 1B). Growing each cell line individually would avoid incompatibilities of
mediums.*!! Stacking tissue models after maturation (Figure 1B-C) in neutral buffer such as
HBSS would minimize impact of different mediums but only sustain shorter tests (hours).
Many organizations of the three insets are possible. Below, we investigate usage of epithelial-
and endothelial-cells and hepatocytes to mimic the first path metabolism of oral drug delivery.

Oher combinations could be endothelial cells, hepatocytes, cancer cells to models drugs injected

[42]

in the blood stream, metabolized in the hepatocytes and killing cancer cells.

Intestinal layer

Vascular layer

P Hepatic layer

H ]
= =]

Figure 1: Schematic illustrations of tissue-model inserts. A) Individual tissue-model inserts with Caco-2 cells in blue, HUVEC

in yellow, and HepG2 in red. Hydrogels are shown in pink. Sampling holes at each level, P1 for sampling under the blue insert,

6
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P2 for sampling under the yellow insert, and P3 for sampling under the red insert. B) Assembly of tissue-model inserts.

Scalebar: 100 um. C) Sideview of assembled tissue-model inserts.

Previously, in vitro microfluidics systems combining cellular barriers and underlying
tissues have been published.['*1443] However, it is difficult to scale microfluidic devices for
high throughput screening applications, whereas a system based on titer plates is scalable. A
microfluidic system with eight parallel intestinal barrier-models has previously been developed
in our laboratory.[** In contrast, the presented method of three 3D-printed inserts allowed for
12 parallel repetitions with three different tissue models in each. Furthermore, the presented
method meets the demand for the possibility of testing microparticles and microfabricated
devices for oral drug delivery that are typically 400 pm or larger. '7'81 This is not possible
with the microfluidic system as these typically have channels in the range of few hundreds pm.
[13.1420] Since, the radius of the smallest well of the presented method was 5 mm, microparticles

and microfabricated devices can be tested with this method (Figure S2A).

2.1.2. Casting of Gelatin Hydrogels into the 3D Printed Compartments

Gelatin hydrogels casted into the 3D-printed inserts were used as growth matrixes for the cells.
We have previously functionalized hanging inserts by dipping the inserts into gelatin/mTG
solution.[*”) However, that resulted in thin and flexible gel which was not desired. Instead, a
casting procedure was developed. The holes were closed by 3D-printed pillars covered by
parafilm (Figure S3A). To ensure a tight seal from the pillars, they were placed upon springs
and the inserts were held down by rubber bands (Figure S3B). Afterwards, hydrogel solution
was pipetted into the holes (Figure S3C). After cross-linking and disassembly of the casting

device, the inserts were placed in a standard twelve well-plate with medium (Figure S3D).
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The gelatin hydrogel did not need coating since cells can secrete their own extracellular
matrix to provide structural support. Therefore, the biopolymeric matrix only needed to provide

an initial support and set of cues for cell adhesion and growth.[*]

2.2. Establishment of an in vitro first pass metabolism model

To demonstrate the principle of the triple layered transport system, the first pass metabolism
was recreated with three different cell lines. The Caco-2 cell line was used to model the small
intestinal barrier. This cell line differentiates spontaneously to polarized enterocyte-like cells
expressing tight junctions, microvilli, and brush border enzymes.[*®) The HUVEC cell line, a
primary non-immortalized cell line of human origin,[*’8] was used to model the vascular
endothelium. HepG2 cells, the most widely used human hepatoma cell line for studying
pharmaco-toxicology,[*”! was used to model the liver. These cell lines requires different
medium and time in order to develop. Caco-2 developed for three weeks in Dulbecco’s
modified Eagle’s medium (DMEM), HUVEC: for two days in endothelial cell growth medium
(ECGM), whereas HepG2 cells were grown for three weeks in Roswell Park Memorial Institute

(RPMI 1640) medium.
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Figure 2: A) Growth of Caco-2 cells on the hydrogel growth-matrix over 20 days. Scalebars: 1000 pm. B) Tight junction (ZO-
1) stain of Caco-2 cells on the hydrogel growth-matrix and polyester filters after 20 days. Scalebars: 50 um. C) TEER value
measurements for Caco-2 cells on the hydrogel growth-matrix (mean+SD, n=16) and on polyester filter (mean+SD, n=8) over

three weeks.

2.2.1. Characterization of the Intestinal Layer of Caco-2 cells

Caco-2 cells grown on the hydrogel growth-matrices became a tight and evenly distributed
monolayer after three weeks of growth (Figure 2A). Caco-2 cells on the hydrogel growth-
matrices, as well as on the polyester filters (transwells), expressed the tight-junction protein
zonula occludens-1 (ZO-1) at the cell-cell borders (Figure 2B). The Caco-2 cells grown on the
hydrogel exhibited a slightly bumpy monolayer, and therefore appeared to have small holes in
the layer, where cells were out of focus. The transepithelial electrical resistance (TEER) value

of Caco-2 cells grown on hydrogel growth-matrices increased over three weeks to a final value
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of 5514248 Q cm (mean+SD, n=16). By contrast, Caco-2 cells grown on polyester filters
reached 1585+159 Q cm (mean+SD, n=8) (Figure 2C). TEER values for Caco-2 cells grown
on soft growth-matrices such as collagen hydrogels have previously been reported in the range
of 400-600 Q cm™2.1343% Hence, the value reported here of 551 Q cm™is in accordance with
what has previously been reported for Caco-2 cells on soft growth-matrices. Caco-2 cells grown
directly on filters, and these are known to have higher TEER values than corresponding cultures
on soft growth-matrices.’!*2] TEER values of Caco-2 cells on filters have been shown to be
from ~3 times to ~12 times higher than in vivo small intestinal resistance that has been reported
to be from 35 - 60 Q cm2.[32331 However, the TEER value is highly dependent on the measuring

equipment used and consequently it is difficult to make a comparison.>4

A C

Dead Top ‘ 9 P Merge Top

Dead Middle Live Middle Merge Middle

Nucleus F-actin Dead Bottom Live Bottom Merge Bottom

Figure 3. A) Bright-field microscopy of HUVEC cells on the hydrogel growth-matrix two days after seeding. Scalebar: 1000
pm. B) F-actin (green) and nucleus (blue) stain of HUVEC cells on the hydrogel growth-matrix. Scalebars 50 pm. C) Stain of
HepG?2 cells grown for 20 days in the hydrogel growth-matrix. The live (green) and dead (red) distributions in the top, middle,

and bottom of the hydrogel. Scalebars: 200 pm.
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2.2.2. Characterization of the Endothelial Layer of HUVEC and the Hepatic Layer of HepG2
cells

HUVEC cells have previously been grown in soft growth-matrices to obtain in vitro vascular
networks.5%%% In the presented study, HUVEC cells were grown on top of a hydrogel growth-
matrix to gain a vascular barrier. HUVEC cells were evenly distributed two days after seeding
on the gelatin hydrogel (Figure 4A). Furthermore, HUVEC cells showed elongated profiles
with clearly visible actin fibers (Figure 4B), which are the characteristics of blood vessel in
vivo. However, the HUVEC cells did not display elongation to the same extent as what was
seen previously under flow.[%¢!

HepG2 cells grown in 3D as spheroids has been shown to have a higher drug sensitivity
than HepG2 cells grown as 2D cell-cultures.’”) Hence, a 3D cell-culture would be better to
detect adverse drug effects than a 2D culture. Therefore, the HepG2 cells were grown in 3D in
the hydrogel growth-matrix in the presented system. Single entrapped HepG2 cells grew to
large hepatic spheroids in the hydrogel growth-matrix over three weeks (Figure S4). The
spheroids were largest close to the top and the bottom surfaces of the hydrogel growth-matrix,
whereas in the middle of the hydrogel growth-matrix single dead hepatocytes were visible
(Figure 3C). The stiffness of the hydrogel growth-matrix utilized for growth of the HepG2 cells
was comparable to an in vivo liver,[*”) which has a Young’s modulus (E) of approximately 300-
600 Pa.[5%3%1 HepG2 spheroids of <200 um took 20 days of culture while spheroids >200 um
took 27 days (Figure S4). Hepatocytes grown for 20 days were thought to be more suitable for
metabolic and toxic studies, since spheroids >200 pm have been shown to have a hypoxic core

due to insufficient oxygen diffusion,[4-6061]

11
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3D cultures have molecular gradients of nutrients and effector molecules, leading to
different phenotypes of the cells located centrally and peripherally in the tissue.*®*] In the
center of the hydrogel growth-matrix the hepatocytes did not grow most likely caused by lack
of oxygen, since oxygen has a relatively low solubility in cell medium whereas gradients of
glucose and amino acids are almost negligible.[*>] However, dead HepG2 cells were also seen
close to the surface, where they were able to access oxygen and nutrients. This phenomenon
was also observed with HepG2 cells entrapped in gelatin hydrogels with nutrient and oxygen
coming from microfluidic channels through the hydrogel.[?*) While Pimentel et al.**! could not
exclude artefacts from the sacrificial molding process, the data presented here suggest that cells

could have died from competition with the large nearby spheroids for nutrients.

2.3. Drug Transport Across the Triple Layered System

2.3.1. Permeability of the Triple Layered Transport System

To assess the barrier function of the different tissue models lucifer yellow was utilized as a
model compound. Cumulative transport fractions and permeability of lucifer yellow were
measured across cell and hydrogel growth-matrices. The empty hydrogel growth-matrix and
the empty polyester filters displayed similar lucifer yellow transport slopes (Figure 4A).
However, the transport across the hydrogel growth-matrix displayed a delay compared to the
polyester filter indicating that the hydrogel growth-matrix acted as a diffusion barrier. This was
probably due to that the hydrogel growth-matrix was 1 mm thick whereas the polyester filter
was 10 pm thick. Confluent monolayers of Caco-2 cells both the hydrogel growth-matrices and
polyester filters displayed a flat cumulative transported fraction slope (Figure 4A). From the
cumulative transported fraction, the permeability of lucifer yellow across the different cell

barriers was calculated. The barrier function of Caco-2 monolayers on the hydrogel growth-

12
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matrix was assessed by TEER measurements and compared to the lucifer yellow permeability.
A TEER value above 300 Q cm™ was determined as a tight layer because the permeability
dropped approximately 14 times with TEER >300 Q cm™ (Figure 4B). Presumably, because at
this TEER value, the Caco-2 cells became a tight monolayer covering the whole hydrogel
growth-matrix. Empty gelatin hydrogels and polyester filters displayed similar high
permeabilities of 3.18x10°+4.74x10 cm s™! (mean+SD, n=8) and 3.90x10743.03x10% cm s°!
(meantSD, n=9), respectively (Figure 4C). The permeability of the polyester filter was
significantly more permeable to lucifer yellow (p-value=0.34x102), as mentioned above due to
the thickness of the hydrogel growth-matrix. Caco-2 cells on hydrogel growth-matrices and
polyester filters showed comparable low permeabilities of 1.22x10+1.30x10® cm s’!

(meantSD, n=8) (for TEER values >300 Q cm?) and 4.19x107+2.77x107 ¢cm s™! (meantSD,

n=15), respectively. The permeability of lucifer yellow across Caco-2 monolayers on hydrogel

growth-matrices and polyester filers was not found to significant (p-value=0.13).

13
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Figure 4: A) Cumulative transported fraction of lucifer yellow across Caco-2 cells on the hydrogel growth-matrix (mean+SD,
n=9), empty hydrogel growth-matrices (mean+SD, n=8), Caco-2 cells on polyester filters (mean+SD, n=15), and empty

polyester filters (mean+SD, n=9). B) Permeability of lucifer yellow versus TEER . C) Permeability of lucifer yellow.

A Confluent HUVEC cell layer did not inhibit the transport of lucifer yellow across the
hydrogel growth-matrix (Figure 5A). The permeability of HUVEC cells on the hydrogel
growth-matrix was 2.09x10°46.20x10% ¢m s*!' (mean+SD, n=7) and the permeability for the
empty gel was also 2.09x1079+9.52x10°° cm s! (mean+SD, n=4) (Figure 5B). This observation

14
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correlated with the non-measurable TEER value over the HUVEC layer. Both observations
showed that the layer was leaky. This may, to some extent, model the fenestrated endothelial
cells in liver sinusoids that ensure rapid transport of toxic compounds in the blood to the
hepatocytes.[®?]

The thicker gelatin hydrogel with entrapped HepG2 cells was a large diffusion barrier
and no transport was observed with or without cells (Figure 5C). The thicker gelatin hydrogel
with entrapped HepG2 cells showed a low lucifer yellow permeability of 1.40x10-%+1.12x10°
cm s! (meantSD, n=9) with cells and 1.15x10°%£1.08x10° ¢m s™! (mean+SD, n=8) without
cells (Figure 5D). Hence, the liver compartment acted as a sponge for drugs that crossed the
two other compartments. The spheroids did not act as a barrier as the difference between empty
hydrogel growth-matrices and hydrogel growth-matrices containing HepG2 spheroids was not

found to be significantly different (p-value=0.65).
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Figure 5: A) Cumulative transported fraction of lucifer yellow across HUVEC cells on the hydrogel growth-matrix (mean+SD,
n=7) and empty hydrogel growth-matrices (mean+SD, n=4). B) Permeability of lucifer yellow across HUVEC cells on the
hydrogel growth-matrix and empty hydrogel growth-matrices. C) Cumulative transported fraction of lucifer yellow across
HepG2 cells on the hydrogel growth-matrix (mean+SD, n=9) and empty hydrogel growth-matrices (meantSD, n=8). D)

Permeability of lucifer yellow across HepG2 cells on the hydrogel growth-matrix and empty hydrogel growth-matrices.

The presented method also allowed for investigation of drug transport in the opposite
direction (from basolateral to apical). For Caco-2 cells, the permeability of lucifer yellow from

the basolateral to apical side was shown to be 2.12x10+5.45x10° cm s™!' (mean+SD, n=11) for
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a not fully confluent Caco-2 layer. Whereas, for HUVEC cells, the permeability of lucifer

yellow from the basolateral to apical side was shown to be 2.00x10°4+4.35x10% c¢m s!

(meantSD, n=17). This allows for, in the future, to simulate an intravenous injection and

thereby to follow the distribution of a drug in the different tissues.

2.3.2. Transport of Furosemide and Valacyclovir Across Intestinal Caco-2 Tissue Model
Furosemide was used as a model drug to show the Caco-2 monolayer as a barrier on the
hydrogel (Figure 6A). Furosemide is a poorly absorbed drug and can be used to compare the
barrier function of the presented method with the in vivo situation. [6]

The permeability of furosemide across the Caco-2 cells on the hydrogel growth-matrix
was 1.53x10%43.34x107 ¢cm s~! (meantSD, n=6), whereas the permeability across the empty
hydrogel growth-matrix was 2.06x10+1.62x10° ¢cm s*' (mean+SD, n=>5) (p-value=5.7x10%)
(Figure 6B). This is in accordance with what Li et al. observed, as they reported a furosemide
permeability of 1.3x10°® cm s across a Caco-2 layer.[® Pade et al. showed a furosemide
permeability of 1.2x1077 ¢m s! at pH 7.2 across Caco-2 cells on filters,[>) and Hilgendorf et
al. showed a furosemide permeability of 2.9x107 cm s! at pH 6.5 across Caco-2 cells on
filters.[®] Nielsen et al. showed a permeability of 8.63x10 cm s*! with an apical pH of 7.4 and
basolateral pH of 6.5, and Rege et al. reported 6.8x10”7 cm s™! with pH 6.8 both apically and
basolaterally.[6®]

The higher permeability of furosemide over the Caco-2 cell layer on the hydrogel
growth-matrix compared to filters reported in literature was consistent with higher lucifer
yellow permeability of cells on gels compared to cell on filter (see above). Another explanation
could be that the Caco-2 cells on the hydrogel growth-matrices do not to express the efflux

pump P-glycoprotein, of which furosemide is a substrate,!*®! to the same extent as Caco-2 cells
17
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on the polyester filter. The lower TEER values (Figure 2C) indicated that the increased
permeability of the Caco-2 cells on the hydrogel growth-matrix was caused by a less tight cell
layer compared to Caco-2 cells on a filter. On the other hand, the permeability of furosemide
across the small intestine rat intestine ex vivo was shown to be 6.36 x 10”7 cm s1,[%°1 or little
more than two fold lower compared to the Caco-2 on the hydrogel growth-matrix. Hence, the
presented setup might be closer to the in vivo situation than Caco-2 cells grown on polyester

filters.
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Figure 6: A: Cumulative transported fraction of furosemide across Caco-2 cells on the hydrogel growth-matrix (mean+SD,
n=4) and empty hydrogel growth-matrices (mean+SD, n=5). B: cells on the hydrogel growth-matrix and empty hydrogel

growth-matrices.

To show that the Caco-2 cell model was tight paracellularly, prodrugs were utilized to
investigate another type of drug transport. Prodrugs are drugs given in inactive forms that can
be activated in the body often with the purpose of improving absorption.[’®! Valacyclovir is a
prodrug derived from acyclovir with incorporation of a valine group making it a substrate for

the hPepT1 transporter of enterocytes in the small intestine.[’!) Transport of valacyclovir and
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acyclovir across an empty hydrogel growth-matrix was 9.80£1.23 %, (meantSD, n=4) and
11.55+0.70 % (meantSD, n=4) over 4 h, respectively. On the hydrogel growth-matrix with a
confluent Caco-2 monolayer, no transport of valacyclovir was detectable due to a fast
conversion to acyclovir resulting in it no longer being a substrate for hPepT1. 83.99+2.39%
(meantSD, n=4) of valacyclovir was degraded to acyclovir in the presence of Caco-2 cells on
the gel over 4 h, whereas only 40.27£2.70% (meantSD, n=4) was converted on top of an empty
gel. Since, Caco-2 cells are known to express carboxylesterases which convert valacyclovir to
acyclovir,l’? this indicates that the Caco-2 cells differentiate to tight monolayers with

expression of metabolic enzymes.

3. Conclusion

We report on a 3D-printed triple interconnected in vitro tissue method, which is cheap and easy
to produce and does not rely on tubes and pumps used in microfluidic systems. The presented
method can support various cell types of both hollow and solid tissues. Each individual cell
culture can mature independently, and subsequently be connected for a transport study. In this
way, medium incompatibility is avoided and each cell line can grow optimally. The method
allows for both observing the cell culture growth with bright-field microscopy and end point
staining and confocal microscopic characterization.

We present a method for simulating the first pass metabolism in vitro. This was done by
observing intestinal drug transport via a blood compartment to a liver compartment with
sampling in each individual compartment. Here, it was shown that the permeability of the
intestinal Caco-2 layer was similar to that observed in vivo but different from that of Caco-2 on

a polystyrene filter. The system is compact and flexible and can be scaled to connect different
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tissue models. The system can be adjusted to the need of lower or higher cells amount, drug,

and signal molecule.

4. Experimental Section

4.1. Materials

Dental LT resin (Dental LT FLDCLO1) was obtained from Formlabs, Inc. (Somerville,
Massachusetts, USA). High-glucose DMEM, trypsin-ethylenediaminetetraacetic acid (EDTA)
solution (0.5 g L'! porcine trypsin and 0.2 g L' EDTA-4Na), ECGM, Penicillin-Streptomycin
(P/S), phosphate-buffered saline (PBS, D8537), RPMI 1640 medium, gelatin, Hoechst 33342
trihydrocloride trihydrate, triton X-100, 4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid
(HEPES), sodium bicarbonate, and bovine serum albumin (BSA) were all obtained from Sigma-
Aldrich (Broendby, Denmark). Non-essential amino acids (NEAA), ZO-1 Rabbit Polyclonal
antibody, Goat anti-Rabbit IgG (H+L) Superclonal Secondary Antibody — Alexa Flour® 488
conjugate, Alexa Flour™ 594 Phalloidin, LIVE/DEAD™ Viability/Cytotoxicity Kit (L3224),
Hank’s Balanced Salt Solution (HBSS (10X), 12 well Transwell® inserts (pore size 0.4 pm)
(Corning), and lucifer yellow (Invitrogen™) was purchased from Thermo Fisher Scientific
(Slangerup, Denmark). Fetal bovine serum (FBS) was obtained from Biowest, SAS (Nuaillé,
France), and T-75 cell culture flasks were purchased from Starstedt (Niimbrecht, Germany).
Human epithelial colon carcinoma (CACO-2 (ECACC 09042001)) cells were acquired from
European Collection of Authenticated Cell Cultures (Salisbury, Great Britain), whereas the
HUVEC cell line was bought from Cell Applications, Inc. (San Diego, California, United
States). Human hepatoma (HepG2) cells were obtained from the European Collection of

Authenticated Cell Cultures (ECACC) through Sigma-Aldrich (Broendby, Denmark).
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Paraformaldehyde (16 %) was purchased from Electron Microscopy Sciences (Pensylvania,
United States). Activa TI tranglutaminase was obtained from Ajinomoto Food Ingredients LLC
(Chicago Illinois, USA). Furosemide (>98% purity) was purchased from Fagron Nordic
(Copenhagen, Denmark), whereas valacyclovir and acyclovir were obtained from TCI Europe

N.V. (Zwijndrecht, Belgium).

4.2. Cell Lines and Growth

Caco-2 cells (passage 40-75) were cultured in T-75 cell culture flasks (Starstedt, Niimbrecht,
Germany) in Dulbecco's DMEM medium with FBS (20 % (v/v)), NEAA (1 % (v/v)), and P/S
(100 U mL"! penicillin and 100 pg mL"! streptomycin). HUVEC cells (passage 3-12) were
cultured in endothelial culture medium FBS (10 % (v/v)), and P/S (100 U mL! penicillin and
100 pg mL! streptomycin). HepG2 cells (passage 100-130) were cultured in RMPI 1640
medium FBS (10 % (v/v)), and P/S (100 U mL! penicillin and 100 ug mL"! streptomycin).
All the cells were cultured at 37°C and 5 % CO> and split with trypsin-EDTA for 5-10 min upon
80-90 % confluency. Once the cells were detached, trypsin-EDTA were inhibited by addition
of cell culture medium, and a sample was taken for counting the cells (counted with

NucleoCounter NC-200).

4.3. Fabrication of 3D-printed inserts

3D designs were drawn using Fusion 360 (version 1.28.2, Autodesk, San Rafael, California,
USA) and print files were exported in STL format and processed in PreForm (version 2.12.0,
Formlabs, Somerville, Massachusetts, USA) (Figure S2). 3D designs were printed on a

Formlabs Form 2 3D printer (Formlabs, Somerville, Massachusetts, USA).
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3D prints for cell cultures were printed in Dental LT resin with a layer thickness of 0.1
mm, and were subsequently cleaned twice in fresh isopropyl alcohol for 1 h and air dried
overnight. The 3D prints were cured in a Formlabs Form Cure UV-oven (Formlabs, Somerville,
Massachusetts, USA) for 2 h at 60 °C, after which the support structures were cut off followed
by submersion in sterile water for a day. Once the prints were dry, a further 15 min cure at
60 °C for sterilization was performed.

Parts for the casting device were printed using a Prusa i3 MK3 3D printed with a 0.4
mm nozzle, a layer height of 0.2 mm and 15 % infill from PLA filament. Small springs were
placed on the pillars on the board and the plugs coated with parafilm were put on the springs

(Figure S3A).

4.4. Casting of Hydrogels and Seeding of Cells

For casting of hydrogel growth-matrices into, the 3D-printed inserts and casting device
were assembled (Figure S3). Once assembled, 30 pL (for Caco-2 and HUVEC inserts) or 100
uL (for HepG2 inserts) of a mixture of gelatin (5 % w/v) and mTG (5 U mL! for Caco-2 and
HUVEC or 2.5 U mL"! for HepG2) was added. The hydrogel growth-matrix was crosslinked
for 1 h at 37 °C. Afterwards, the 3D-printed insert was removed from the casting device. Either
106 cells mL! of HepG2 cells were seeded into the hydrogel growth-matrix while casting, or
Caco-2 and HUVEC cells were seeded on top of the hydrogel growth-matrix after casting.
100,000 Caco-2 cells were seeded onto each hydrogel growth-matrix in the 3D-printed inserts
corresponding to ~155,000 cells cm™, whereas polyester filters were seeded with ~140,000

Caco-2 cells corresponding to ~125,000 cells cm

. Both seedings were within the
recommended density.!”3! The apical medium was changed between 4 and 16 h after seeding.

In the HUVEC inserts, 200,000 HUVEC cells were also seeded onto each hydrogel growth-
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matrix. | mL medium was added on top and below the hydrogel growth-matrix with HepG2
cells. 500 pL was added on top and 1 mL below hydrogel growth-matrices with Caco-2 and
HUVEC cells. The Caco-2 and HepG2 cells were cultured for three weeks with the medium
exchanged two times a week. The HUVEC cells were seeded two days before use.

After use, the gelatin hydrogels could be dissolved by the use of trypsin which then

made it possible to reuse the 3D printed parts without decreasing the performance of the inserts.

4.5. Staining of F-actin, Live/Dead, and ZO-1 Stains
For F-actin staining, samples were washed for 15 min in PBS followed by fixation in 3 % PFA
in PBS for 30 min at room temperature. PFA was aspirated from the samples and the samples
were incubated with 0.05 % Saponin/1 % BSA in PBS for 30 min at room temperature. The
samples were washed three times in PBS and incubated with phalloidin stain (5 pL diluted in
200 pL PBS) for 20 min at room temperature. The samples were washed three times in PBS
and left in PBS.

For ZO-1 staining, cells were washed for 15 min in PBS followed by fixation in 3 %
PFA in PBS for 30 min at room temperature. PFA was aspirated and the samples were incubated
in 3 % BSA in PBS for 15 min at room temperature. Afterwards, the samples were washed three
times in PBS and incubated with 5 pg/mL primary antibody in PBS with 0.1 % Triton X-100
for 1 h at room temperature. This was followed by three washes in PBS. The secondary antibody
in PBS (1:1000) with 0.1 % Triton X-100 was added and incubated for 1 h at room temperature.
The samples were then washed three times in PBS and left in PBS.

For nuclei staining, samples were washed three times with PBS and 1 pg mL-! Hoechst
33342 in PBS was added and incubated for 10 min at room temperature. The samples were then

washed three times in PBS and left in PBS.
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For live/dead staining, the hydrogel growth-matrices were cut out of the 3D-printed
inserts and cut in half length wise. Subsequently, the samples were washed three times in PBS
and stain in 500 pL of a solution with ethidium homodimer-1 (8 nM) and calcein (4 mM) for 1
h at room temperature. The samples were washed in PBS two times and then kept in 200 pL

PBS to keep the hydrogel growth-matrices moisturized.

4.6. Confocal Microscopy F-actin, Live/Dead, and ZO-1 Stains
Confocal micrographs were obtained using a LSM 700 scanning confocal microscope (Carl
Zeiss Microlmaging GmbH, 37081 Gottingen, Germany) with the following objectives; EC
Epiplan-NEOFLUAR 10x/0.25 HD, EC Epiplan-NEOFLUAR 5x/0.13 HD, and EC Epiplan-
NEOFLUAR 10x/0.5 HD. 100 pL of PBS was added around the hydrogel growth-matrices
when performing microscopy to keep them moisturized. The obtained confocal micrographs
were fitted with scalebars and Z-stacks were processed in Fiji by Z-projections of maximum
intensities.l’¥

Phase contrast bright-field micrographs were obtained using a Ziess Primovert
microscope (Carl Zeiss Microlmaging GmbH, 37081 Gottingen, Germany) with the following

objective: Plan-Achromat 4x/0.10. The obtained micrographs were fitted with scalebars in

Fiji.[™

4.7. Transport Studies of, Lucifer Yellow, Furosemide, and Valacyclovir
4.7.1. TEER measurements
An EVOM?2 epithelial Volt/Ohm meter (World Precision Instruments, Sarasota, Florida, USA)

was used to assess the resistance between the apical and the basolateral surfaces on confluent

24



WILEY-VCH

cell monolayers. The resistance of the monolayers was corrected by subtracting the resistance
of an average (n=3) from blank wells without cells:

Rsample — Rpiank = Reeu layer (1)

To normalize the resistance to the area, the area was multiplied by the resistance to obtain
resistance values in Q cm?. The area of the hydrogel growth-matrix was 0.2 cm? and the area
of the commercial 12 well transwell plates was 1.13 cm?. From the TEER study over time, an
average blank was obtained to be 130 Q ¢cm? for conventional transwells and 160 Q cm? for

hydrogel transwells.

4.7.2. Lucifer Yellow Transport

The three 3D-printed inserts were assembled for transport studies with lucifer yellow. Each
compartment had 1 mL of preheated (to 37°C) HBSS transport buffer (HBSS (1X), Sodium
bicarbonate (0.0375 % w/v), HEPES (10 mM), BSA ( 0.05 % w/v, pH 7.4) while the transport
study was performed at 37 °C with 100 rounds per minute (rpm) shaking. 2.25 uM lucifer
yellow was added apically of the tissue model which transport across was investigated. The
transport study was performed for 2 h for Caco-2 and HUVEC cells and 3 h HepG2 cells.
Samples of 50 uL were taken and 50 pL HBSS transport buffer was added every 30 min for
Caco-2 and HUVEC cells and 40 min HepG2 cells. After the transport experiment, the samples
were measured with a TECAN spark plate reader by using an excitation of 428 nm and

measuring emission at 536 nm.

4.7.3. Furosemide Transport through the Caco-2 cells
The three 3D-printed inserts were assembled for transport studies with furosemide. Each

compartment had 1 mL of preheated (to 37°C) HBSS transport buffer while the transport study
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was performed. 0.75 mg mL!' furosemide was added to the apical compartment. The transport
study was performed for 4 h at 37 °C. Samples of 50 uL were taken and 50 pL HBSS transport
buffer every 30 min for the first 2 h and every 60 min for the last 2 h. HPLC analysis was
performed of the samples just after the experiments following a previous established method,!”!
with slight differences. The HPLC analysis was performed on a Shimadzu HPLC system
consisting of a CBM-20A system controller, SIL-20AC HT auto sampler, LC-20AD pump,
DGU-20A5R degassing unit, CTO-20AC column oven, RID-20A refractive index detector, and
SPD-30A photodiode array detector. A Phenomenex Kinetex ® C18 column (100 x 4.6 mm, 5
um) was used, whereas the mobile phase consisted of purified water, methanol and phosphoric
acid in a ratio 0f 49:50:1 v/v/v. The injection volume was 10 pL with a flow rate of 0.7 mL/min
and a temperature of 25 °C. The furosemide content of the samples was identified using UV

detection at a wavelength of 254 nm.

4.7.4 HPLC of valacyclovir and acyclovir

The three 3D-printed inserts were assembled for transport studies with valacyclovir and
acyclovir. Each compartment had 1 mL of preheated (to 37°C) HBSS transport buffer while the
transport study was performed. 0.5 mg mL! valacyclovir was added to the apical compartment.
The transport study was performed for 4 h at 37 °C. Samples of 50 pL were taken and 50 pL
HBSS transport buffer every 30 min for the first 2 h and every 60 min for the last 2 h.
Valacyclovir and acyclovir samples were analyzed using the same HPLC protocol as for
furosemide. However, the mobile phase consisted of PBS at pH 5 and methanol in a ratio of
75:25 v/v."® The injection volume was 10 pL with a flow rate of 0.7 mL min! and a
temperature of 40 °C. The valacyclovir/acyclovir content of samples was identified using UV

detection at a wavelength of 254 nm.
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4.7.5 Calculation of Transport Rates
From transport studies with the triple layered tissue models the cumulative transported fraction
and the permeability were calculated by the following equations. Where, “a” refers to the

compartment above the Caco-2 layer, “b” to the compartment above the HUVEC layer, “c” is

the compart above the HepG2 layer, and “d” is the compartment below the HepG2 layer.

Transport Across the Intestinal layer

The donor concentration for drug transport a to b was calculated by:

CR(E)—fXCR(ti—1)]XV
Cp(t) = Cp(ti—1) L fXVI;( 2l (2)

Where, VR is the receiver volume, Vp is the donor volume, Cr(t) is the receiver concentration

at the timepoint the donor concentration is being determined for, and f is defined by:
—1-Y
f=1-20)
Where, Vs is the sampling volume. The receiver concentration was calculated from the

concentrations in each compartment at a given time:

b(D)IXVR+[c()IXVR+[A(D)]XVR
VR

Ca(t) =1 )

The cumulative transported fraction was calculated from the donor and receiver concentrations

with the following equation:

_1 i [CR(Ek)—fXCRr(tg-1)]XVR,
CTF(t) = 3 X Xie=1 [Cp (tx—1)+Cp(tx)]/2 )

Where, A is the area of the barrier. A linear curve fit of the cumulative transported fraction
gives the permeability coefficient.

The receiver concentration was corrected for calculating basolateral to apical flow:
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Cr(t) = [a(D)] (6)

Transport Across the Endothelial Layer

The donor concentration for drug transport from b to ¢ was calculated by:

Co(t)—fXCo(tim)]XV
Co(©) = Cp(t;) — OO0t (7)

Where Co is the total concentration in the other compartments at a given time calculated by:

a(®O)IXVR+[c(D)]XVR+[d(D)|XVR

Co(t) =" - ®)

The receiver concentration was calculated from the concentrations in the receiving

compartments ¢ and d:

c(®)IxVe+[d(t)]xXVR
Vr

Ca(t) =1 )

The cumulative transported fraction was calculated from the receiver and donor concentration
using equation (5) and the permeability coefficient was obtained from the curve of the
cumulative transported fraction.

The receiver concentration was corrected for calculating basolateral to apical flow:

CR(t) — [a(t)]XVRV';[b(t)]XVR (10)

Transport Across the Hepatic Layer
The donor concentration for drug transport from c to d was calculated by equation (7),

where Co is calculated by:

[a(®)]xVR+[b(D)]XVR+[d(t)]XVR
Vr

COZ

(11)
The receiver concentration was calculated from the concentrations in the receiving

compartment d at a given time:

Cr(t) = [d(D)] (12)
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From the receiver and donor concentration, the cumulative transported fraction was calculated
using equation (5) and the permeability coefficient was obtained from the curve of the

cumulative transported fraction.

4.8. Statistics

The data are presented as number of repetitions (n), meantSD. Calculations were done using
RStudio (Version 1.2.5001, RStudio, Inc.) and Microsoft Excel (Version 15.41, Microsoft
Office, Seattle, Washington). P-values were obtained using a Two sample T-test and

determined significant different when p-value<0.05.
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Supporting Information is available from the Wiley Online Library or from the author.
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Figure S1: Growth of Caco-2 cells over 21 days on hydrogel growth-matrices when the 3D-

printed inserts are not probably cleaned. Scalebars: 1000 um.
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Figure S2: Technical drawing of 3D-printed inserts used for A) Caco-2, B) HUVEC, and C)

HepG2 cells. D: Technical drawing of casting device. E: Technical drawing pillars used as
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plugs for 3D-printed insert for Caco-2 cells. E: Technical drawing pillars used as plugs 3D-

printed insert for HUVEC and HepG2 cells. @: Diameter, R: Radius. Measurements in mm.
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Figure S3: A: Springboard with pillars. B: Transport inserts clamped with rubber bands to the
springboard. C: Casting of hydrogel in transport inserts. D: transport inserts removed from

springboard and placed in a standard well plate.
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Figure S4: Images obtained by confocal microscopy representing growth of hepatic HepG2

spheroids over 6, 13, 20 and 27 days. Scalebars: 50 pm
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1 | INTRODUCTION

Hydrogels are polymeric solids swelled in substantial amounts of
water, either of synthetic or natural origin.[” Hydrogels can be cross-
linked in numerous ways, including enzymatic protein crosslinking,m
jonic gelation,® self-assembly, and chemical crosslinking.!”

In this work, we have utilized an enzymatically crosslinked gela-
tin hydrogel. Gelatin is derived from collagen, which is a major com-
ponent of various connective tissues. Gelatin is denatured collagen
fragments with a broad molecular weight distribution.!®! Gelatin will
structurally transit from a helix structure to a coil at a temperature
around 36°C, thereby phase transition from solid to liquid will
occur.l®”! Cell cultures are normally grown at 37°C, and therefore
the gelatin needs to be crosslink to be utilized as a hydrogel in a cell
culture. The coil formations can be crosslinked by mTransglutami-
nase (MTG) resulting in a gelatin hydrogel that retain the coil struc-
ture of the gelatin at 37°C. mTG crosslinked gelatin hydrogels are
less tightly packed than a hydrogel resulting from cooling of

| Anja Boisen

| Kristoffer Almdal © |

Cell or tissue stretching and strain are present in any in vivo environment, but is difficult to
reproduce in vitro. Here, we describe a simple method for casting a thin (about 500 pm) and soft
(about 0.3 kPa) hydrogel of gelatin and a method for characterizing the mechanical properties of
the hydrogel simply by changing pressure with a water column. The gelatin is crosslinked with
mTransglutaminase and the area of the resulting hydrogel can be increased up 13-fold by
increasing the radial water pressure. This is far beyond physiological stretches observed in vivo.
Actuating the hydrogel with a radial force achieves both information about stiffness, stretchabil-
ity, and contractability, which are relevant properties for tissue engineering purposes. Cells
could be stretched and contracted using the gelatin membrane. Gelatin is a commonly used
polymer for hydrogels in tissue engineering, and the discovered reversible stretching is particu-

larly interesting for organ modeling applications.

biomimetics, gelatin, hydrogels, rheology

dissolved gelatin forming a helix structured hydrogel.’®! However,
gelatin is just one out of many polymers which hydrogels can be
made of. Depending on the type of polymer, the fabrication method,
and the crosslinking method, hydrogels' physical and/or chemical
properties can be tuned to suit various fields such as biomedicine,
soft electronics, sensors, and actuators.[? =%

Hydrogels have a potential use in the field of tissue engineer-
ing. Since the microenvironment of in vivo tissues is mechanically
flexible, cells are exposed to mechanical forces of various durations,
frequencies, and amplitudes.[m This work mainly focuses on
mechanical flexibility in terms of a stretchable and contractible
matrix. We use the term “dynamic surface” for this phenomenon,
which resemble hollow organs for example, the motions of alveoli
in lungs. The mechanical properties of hydrogels are tunable for
example, the Young's modulus (E) and can vary greatly. Hydrogels
have been reported from very soft with E = 1.5 kPal*®! to very stiff
with E > 600 kPa.l* By tuning the stiffness of hydrogel it is possi-
ble to tune them for the specific tissue of interest.

Biopolymers. 2018;e23241.
https://doi.org/10.1002/bip.23241
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Previous publications have presented various approaches to
achieve hydrogels with 2-dimensional (2D) dynamic surface behav-
iors. One approach is to expose cells to equibiaxial stretch by func-
tionalizing hydrogels on top of a stretchable material such as
polydimethylsiloxane (PDMS)13! or stretching coated parafilm or
PDMS.[*"1%] However, permeable hydrogels supported by neither
synthetic materials nor impermeable materials have closer resem-
blance with connective tissue more. Unsupported dynamic cell-laden
hydrogels have been achieved by adding cells in a collagen hydrogel
into a 3-dimensional (3D) printed mesh of a stretchable poly(ethylene
glycol)-alginate-nanoclay hydrogel.?® Other approaches include inte-
gration of magnets that could be used for stretching the hydrogell?*22
or by seeding cells on top of a hydrogel for uniaxial stretch by moving
the ends of the hydrogel apart.?®) However, all these approaches solely
achieve a 2D stretch whereas we aim for achieving a 3D expandable
hydrogel balloon.

Mechanical characterization of hydrogels is not straight forward
due to their low Young's modulus making them difficult to clamp and
most mechanical characterization equipment is optimized for mea-
surements in the range of MPa and GPal?4, Furthermore, hydrogels in
the swollen state have rubbery mechanical behavior, and the Young's
modulus of hydrogels is dependent on the degree of swelling.[2>2¢!
Thus, hydrogels should be fully immersed (completely covered by a
relevant medium) during characterization. Characterizations per-
formed in air rather than liquid typically reduces the swelling due to
evaporation. One approach to ensure the conditions of the hydrogel
is by letting it swell before measuring, ?”!but it can dry during mea-
surements for example, in a rheometer.

One method of mechanical characterization methods preformed
with immersed and fully swelled hydrogels is indentation, where a
probe is pressed into and retracted from the material.”?*! However,
using indentation does not give information about stretchability nor
contractability of the hydrogel. A method of stretching fully
immersed hydrogels using a stainless steel ball has previously been
published.?! By measuring the central displacement caused by the
stainless steel ball to the hydrogel membrane Young's modulus could
be determined. However, by this approach, the force is centered to
the middle of a hydrogel. Here, we present a method of stretching
gelatin hydrogels fully submerged where the pressure comes from a
liquid rather than a solid object causing a close to spherical inflation
of the hydrogel. The stiffness, stretch, contraction, and durability
were characterized. Furthermore, an epithelial and an endothelial cell

line was stretched using the presented method.

2 | MATERIALS AND METHODS

2.1 | 3D printing of gelatin hydrogel membrane
holder

3D designs were drawn using Fusion 360 (version 1.28.2, Autodesk,
San Rafael, California) and print files were exported as STL format and
processed in PreForm (version 2.12.0, Formlabs, Somerville, Massa-
chusetts). The 3D printed holder was designed with a small ring at the
opening tube for the membrane to attach when casted (Supporting

Information Figures S1 and S2). All prints was done using a a Formlabs
Form 2 3D printer (Formlabs).

Prints for demonstration of the stretch principle were printed in
Clear resin (Clear V2 FLGPCLO02, Formlabs) with a layer thickness of
0.1 mm followed by cleaning in isopropanol 2 times for 10 minutes
and ultraviolet (UV) crosslinked for 60 minutes at room temperature.
Prints for cell cultures were printed in Dental SG resin (Dental SG
DGORO1, Formlabs) with a layer thickness of 0.05 mm, and were sub-
sequently cleaned as described above. Support structures were cutoff,
and the structures were UV crosslinked for 60 minutes at 60°C and
autoclaved at 121°C.

2.2 | Casting of expandable hydrogel membrane

For casting expandable hydrogel membranes, 3D prints with a 10 mm
diameter opening were dipped in a solution, if not stated otherwise,
consisting of mTG (5 U/ml; Ajinomoto Activa T1, Hamburg, Germany)
and gelatin (5% [w/v]) (Fluka, 48 723) in phosphate buffered saline
(PBS) (D8537, Sigma, St. Louis, Missouri) and incubated for
30 minutes for cell cultures, and 120 minutes for expansion experi-
ments, both at 37°C (Supporting Information Figure S2). Incidentally,
it has been shown that gelatin film display highest elongation when
crosslinked at 35°C.2%) Stock solution of mTG was made by dissolving
mTG in PBS in final concentration of 15 U/ml. Stock solution of gela-
tin was made by dissolving gelatin in PBS to a final concentration of
7.5% (w/v). For sterilisation purposes, chloroform was added to the
gelatin solution with final concentration of 0.5% [v/v] of the stock
solution. Whereas mTG was sterile filtered using a 0.45 pm filter prior
to use. The solutions were subsequently mixed in ratios giving 5%
gelatin (w/v) and mTG 5 mTG U/ml in final concentrations. The proce-
dure was the same for 2.5% (w/v) and 7.5% (w/v) gelatin membrane,
but with either a 3.75% (w/v) or 11.25% (w/v) stock solution of gela-
tin, respectively.

For calculation of the membrane thickness, 4-membrane samples
were weighed and found to be 45.18 4 3.32 mg (n = 4, mean + SD).

The thickness was calculated from the weight, the radius of the gel

(5 mm), and specific gravity of 5% gelatin (1.012)%!:
Vv
h=—5 (1)

where, h is the thickness, V is the volume, and r is the radius.

2.3 | Rheological measurements

Measurements were performed using a Discovery Hybrid Rheometer
2 (TA instruments, New Castle, Delaware) with a 40 mm parallel plate
and a steel Peltier plate. A mixture of gelatin/mTG (500 ul) was added
to the Peltier plate set at 37°C. When the parallel plate was at the
geometry gap of 250 um, mineral oil (M5310, Sigma) was added
around the plate to avoid evaporation. For investigation of gelation
time, a strain of 1.5% was used with a frequency of 5 Hz. For mea-
surements of oscillation frequency dependence, a logarithmic sweep
was done with a strain of 1.5% with frequencies increasing from 0.02
to 15.92 Hz. For measurements of strain breaking point, a logarithmic
sweep was performed with a frequency of 5 Hz while increasing the
strain from 0.1% to 3000%.



JEPSEN ET AL.

30of8

Shear modulus was calculated by:

62=G%+G" (2)

where, G is the shear modulus, G’ is the storage modulus, and G” is the
loss modulus. Since G” is close to 0 GrG'~360 Pa. A Poisson's ratio of
0.5 was assumed, as the hydrogel is regarded as an incompressible

material. Therefore, the Young's modulus is calculated by:
E=2G(1+) 3)

where, E is Young's modulus, G is the shear modulus, and y is Passion's

ratio giving a Young's modulus of ~1080 Pa.

2.4 | Stretch of fully immersed hydrogels

The hydrogel membranes were placed in a beaker of PBS in a 37°C
heating oven and more PBS (colored with food dye) was added in
steps of 200 pl. Pictures were taken using a Samsung WB32F com-
pact camera. The pictures were subsequently fitted to a circle using a
Plugin for Fiji[3°] (Contact_Angle.jar, version December 7, 2006,
Marco Brugnara) from which the radius and length of the base of the
circle segment was obtained and normalized to a ruler in the beaker
(Supporting Information Figure S5).

From this, the chord length, a, of a circular segment and radius, R,
of the circle were obtained. From this the central angle, 6, was calcu-
lated by

0:25in’1(20—R> (4)

From which the arc length, s, could be calculated bym]:

s=R0O (5)

However, when the circle segment of interest is the majority of

the circle the arc length was calculated by:
s=2zR-R0 (6)
The Equations (5) and (6) gives the arc length of the small circle
segment, which is the stretched length (s). The stretch ratio (A) is
defined as the ratio of s to the original diameter of the gel:

A s
" Original diameter

7)

The stretch ratio and the force acting, calculated from the centi-
meter of water of the water column, on the membrane were fitted

into the following equation for equibiaxial stretching!®?

f:”r Aa,—l_A—(1+2a,)] (8)

Where f is the force per unit undeformed area, A is the stretch
ratio, and p, and a, are constants. The fitting was done in RStudio
(Version 1.0.136, RStudio, Inc., Boston, Massachusetts) using a non-

linear least squares fit.

From the fitted y, and «,, the shear modulus was calculated by!32:
_ Mo
6=t 9)

where, G is the shear modulus. G was inserted in Equation (3) to

obtain the Young's modulus.

The surface area of the spherical cap, was calculated by®3!:

WILEY Bio

Scap = 27RH (10)

where, Sc,p, is the surface area, R is the radius, and H is the height of

the circle segment, which is calculated by

H=R+VRZ-b2 (11)

where, H is the height of the circle segment, R is the radius of the
circle, and b is the radius of the base of the circle segment. When
the circle segment of interest was the majority of the circle, vR2 -b2
is added to R, when the circle segment is the minority VRZ-b? is
subtracted.

When having the surface area from Equation (10) was used to cal-

culated the stretch area ratio with the following equation:

Scap (12)

Stretch arearatio= ——————
Original area

2.5 | Fatigue test and breaking strength of hydrogel
membranes

Hydrogels prepared as described were tested for fatigue by adding
4 ml of PBS and removing and re-adding 1 ml of the solution
100 times. A picture was taken after every 10 pipetting steps.

The breaking strength was defined as the last point at which the
membrane was intact and addition of 200 pl buffer more resulted in

rupture of the membrane.

2.6 | Cell growth on stretchable hydrogel
membranes

Caco-2 cells (ATCC HTB-37, LGC Standards GmbH, Wesel, Germany)
p27-32 were grown in T-75 cell culture flaks (Starstedt, Niimbrecht,
Germany) along with 13 ml of Dulbecco's Modified Eagle's medium
(DMEM) - high glucose (Sigma-Aldrich Denmark A/S Broendby, Den-
mark) with heat inactivated fetal bovine serum (FBS; 20% [v/v]; Bio-
west SAS, Nuaillé, France), non-essential amino acids (1% [v/v]; Gibco,
Fisher Scientific, Slangerup, Denmark), and penicillin-streptomycin
(P/S; 100 U/ml penicillin and 100 pg/ml streptomycin; Sigma-Aldrich
Denmark A/S Broendby, Denmark).

EA.hy926 cells (ATCC CRL-2922, LGC Standards GmbH, Wesel,
Germany) p20-25 were grown in T-75 cell culture flaks (Starstedt,
Nimbrecht, Germany) along with 13 ml of DMEM - high glucose
(Sigma-Aldrich Denmark A/S Broendby) with heat inactivated FBS
(20% [v/v]; Biowest SAS), and P/S (100 U/ml penicillin and 100 pg/ml
streptomycin; Sigma-Aldrich Denmark A/S Broendby).

The cell culture medium was changed every other day and upon
80%-920% confluency, the cells were split. The cells were washed with
PBS followed by incubation with trypsin-ethylenediaminetetraacetic
acid (EDTA) solution (0.5 g/L porcine trypsin and 0.2 g/L EDTA-4Na)
(Sigma-Aldrich Denmark A/S Broendby). Once the cells were
detached, trypsin-EDTA were inhibited by addition of cell culture
medium, and a sample was taken for counting the cells (counted with
NucleoCounter NC-200). The rest of the suspension was collected
and spun for 5 minutes (800 rpm), followed by washing the cells in
PBS and spun again for 5 minutes (800 rpm). The cells were seeded
(50 000 cells in 500 pl) on top of a casted stretchable hydrogel
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membranes with 1 ml cell medium below. The cells were allowed to
adhere to the membrane overnight at 37°C and 5% CO, before
stretching by removal of basolateral medium.

27 |

Microscopy images were captured using a Zeiss Axio Observer Z1

Microscopy on stretch hydrogels

inverted microscope (Carl Zeiss Microlmaging GmbH, 37 081 Gottin-
gen, Germany), using an EC Plan-Neofluar 5x/0.16 Ph1 M27 or a LD
Plan-Neofluar 40x/0.6 Korr M27 objective (Carl Zeiss Microlmaging
GmbH). Initially 1000 pl medium was below the hydrogel membrane.

For stretching and contraction 600 ul was removed and re-added.

2.8 | Scanning electron microscopy on dried stretch
hydrogel membranes

Gelatin membranes in a 3D printed holder (Supporting Information
Figure S1b) were inflated by air and dried for 66 hours before being
mounted for scanning electron microscopy micrographs (SEM). The
samples were scanned using a Hitachi TM3030 tabletop microscope
(Hitachi High-Technologies Europe GmbH, Krefeld, Germany) in low

vacuum mode at 15 kV operating voltage.

2.9 | Statistics

The data are presented as number of repetitions (n), mean & SD.
Calculations were done using RStudio (Version 1.0.136, RStudio,
Inc.) and Microsoft Excel (Version 15.41, Microsoft Office, Seattle,
Washington).

3 | RESULTS AND DISCUSSION

3.1 | Fully immersed Young's modulus
characterization of the gelatin hydrogel membrane

The presented method allows for characterization of a stretched
hydrogels while being fully immersed in a relevant medium, which to
the authors' knowledge has not been previously presented. In the pre-
sented setup a thin gelatin membrane was casted in a 3D printed
holder (Supporting Information Figure S1 and S2). The gelatin mem-
brane attaches to the 3D printed holder during the casting and cross-
linking reaction. Initial test showed that the gelatin membrane was
firmly attached to the edges and did not easily detach when exposed
to water pressure. In fact, overpressure resulted in rupture of the gela-
tin membrane with the remaining gelatin parts sticking to the rim of
the 3D printed holder. We conclude that the gelatin membrane forms
a very robust bond with the 3D printed holder.

The thin gelatin membrane was inflated as a balloon by increasing
the pressure on it with a water column (Figure 1A). The hydrogel
membrane could be stretched as a water column above the membrane
exposed it to an increased pressure (Figure 1A). As the pressure
increased an approximately spheroidal shaped inflated membrane was
created which could be fitted as a circle (Supporting Information
Figure S5). From this, the stretch of the membrane was determined as

a stretch ratio from Equation (7), as described in Materials and

Methods. Data points were plotted as pressure versus stretch ratio
(Figure 1B). We fit both our small and large deformation data with
Equation (8)*? describing inflation in terms of stretch as a result of
increased pressure on a circular balloon-like membranes into a sphe-
roidal shape. For this the hydrogels are assumed as isotropic elastic
solids, hence their strain only depends on stretch on the principal axis
(X, Y, and Z) relative to the “ground state”. We use the term elasticity
as a description of the ability of a material to return to its original
shape after deformation, which in principle can be of any magnitude.

Equation (8) is derived®®?

assuming an incompressible material,
thus, taking the thinning of the film at large deformation into account.
From this fit the shear modulus can be extracted from Equation (9).
The result of fitting is in principle the shear modulus, G, which is valid
at all deformations. We have chosen to convert our numbers into
Young's moduli to facilitate comparison with literature data although
from the point of view of our measurements this conversion is not
needed since we exclusively deal with shear moduli. The Young's
modulus was calculated by inserting the obtained shear modulus in
Equation (3), thereby characterizing the stiffness of a hydrogel while it
was fully immersed.

When stretching a 5% gelatin hydrogel crosslinked for 2 hours
with mTG, there was a lag phase at low pressure (<150 Pa) where the
membrane was stretched only slightly. Above about 200 Pa, the pres-
sure affected the stretching in linear fashion (Figure 2A). This inflation
profile resembles inflation of a balloon where the polymer at a certain
pressure allows inflation and further stretch requiring a smaller
increase in pressure relative to the proportionally larger pressure
increase required during the initial stetching phase.

A 5% gel could be stretched up to 4-fold in the length direction
(increase of the perimeter of the gel). Eventually, the membrane would
burst and the breaking strength was calculated to be 0.49 + 0.09 kPa
(n =9, mean & SD). A 7.5% gelatin hydrogel could be stretched but
did not break even when filling up the test setup completely with
water, hence the breaking strength is >0.89 kPa. (Figure 2A). A 2.5%
membrane could be extended but no measurements were possible as
no water column was formed due to the softness of this membrane
(Supporting Information Figure S3f). Instead, the gel expanded until it
bursted.

The Young's modulus for 5% gelatin hydrogel membranes was
0.35 4+ 0.08 kPa (n = 9, mean + SD), calculated as described above,
whereas for 7.5% membranes, the Young's modulus was 0.75 + 0.31
kPa (n = 5, mean + SD; Figure 2B). A storage modulus of ~0.26 kPa,
corresponding to a Young's modulus of ~0.78 kPa, was measured for
the 5% gelatin hydrogel in a Discovery Hybrid Rheometer 2 (measured
2 hours after it had been crosslinked at 37°C inside the rheometer;
Supporting Information Figure Séa). However, after about 8 hours the
storage modulus settled on ~0.36 kPa (Supporting Information
Figure Sé6a) corresponding to a Young's modulus of ~1.08 kPa. In sum-
mary, the stretch measurement gave a Young's modulus of 0.35 kPa,
whereas measurements with a rheometer gave a higher Young's mod-
ulus of 0.78 kPa.

Previously, measurements of samples of 5% gelatin and compara-
ble amounts of mTG as used here, have shown Young's modulus in
the range of ~6 kPa measured on a Solid Analyzer at 37°C without

having the sample immersed.* Others have shown Young's modulus
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FIGURE1 Schematic of the experimental setup. A, Gelatin hydrogel membrane (gray) in a 3D printed holder (black) was inflated as the pressure
increases from a watercolumn (light gray). B, Corresponding plot of pressure vs stretch ratio. By fitting the data to Equation (8) the Young's

modulus can be extracted

of 12.4 kPa of 5% gelatin hydrogels where the measurements were per-
formed at room temperature.*® The lower modulus measured in the
stretch setup (Figure 2) compared to the rheometer and Solid Analyzer is
believed to be caused by swelling of hydrogels in the immersed state.
Stretching by pressure from a liquid or a gas rather than a
stainless-steel ball allows for functionalization of the hydrogel surface
without disturbing the functionalization when inflating and/or stretch-
ing the surface. The inflation of the hydrogels in the presented setup
does not result in a perfect sphere due to attachment at the rim. This
causes inhomogeneous deformation with equibiaxial stretching at the
pole and planar elongation at the rim.*®! The characteristics of the
inflation resemble the inflation of a balloon, where in the presented

setup the lumen of the hydrogel balloon acts as a dynamic surface.

3.2 | Characteristics of the gelatin hydrogel
membrane

The hydrogel membrane was measured to be 0.58 4+ 0.04 mm (n = 4
mean + SD) thick (Figure 3A). The thickness of the presented hydro-
gel membrane is comparable to the previously published stretchable
hydrogels which range from 0.13 mm®?? to 3 mm.*”! The hydrogel
could be reversibly expanded and contracted (Figure 3B) which is
important if for example, the lung is to be modelled. The gel typically
was destroyed during handling where a pipette easily ruptures
it. Stretch ratios of above 20 times have been published®” for
1-dimensional (1D) stretches. By contrast, we observed stretch ratio

of about 4 for a 5%, however, the area was stretchable up to 13-folds
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(Supporting Information Figure Séb). It is however unclear if 2D
stretching compares to 3D stretching. A 2 to 4-fold stretching in the
length scale and 13-fold stretching in the area is more than sufficient
for modulating tissues (see below). Furthermore, the stretching was
shown to be reversible with gelatin membranes being able to be
stretched and contracted at least 100 times. These tests were done
by pipetting water up and down forcing the gelatin membrane to
oscillate between 2.8 and 3.2 stretch ratio (data not shown).

It was found that the hydrogel was inflatable when adding PBS
(Figure 3B) and 70% (v/v) ethanol (Figure 3C), and when applying an
air pressure (Figure 3C) indicating that the composition of the medium
is not important for the expansion. Expansion of air as well as other
liquids is essential for modelling various tissues like joints, skin, lungs,
heart, intestine, and so forth.

Food dye could diffuse through the hydrogel gel over time. After
16 hours, the dye has diffused completely into the receiving volume
of the beaker. Interestingly, after an overnight incubation, the water
column of the buffer solution decreased to a level where the mem-
brane was only slightly inflated (Figure 3D). This indicates that water
has diffused through the gel into the receiving beaker. It is likely that
this is due to the higher water pressure on the upper side of the gel
due to the applied water column.

Other shapes and sizes of the gelatin hydrogel membranes were
also feasible for example, a larger membrane with a diameter of
18 mm and a 16 x 16 mm square could easily be formed (Supporting
Information Figure S3). Moreover, the membrane inflated with air

T T
5% 7.5%

% Gelatin

Immersed stretch of gelatin hydrogel membrane. A, Pressure as a function of stretch ratio for experiments with individual fits to

Equation (8). B, The corresponding Young's modulus extracted from the immersed stretch experiments
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FIGURE 3 Characteristics of the stretchable gelatin hydrogel. A, Gelatin hydrogel membrane. B, Reversible expansion by addition and removal of
1 ml phosphate buffered saline (PBS) on top of the gelatin membrane in a beaker with PBS. C, Gelatin hydrogel membrane expanded with 1 ml
70% ethanol on top in a beaker with 70% ethanol and membrane expanded by addition of air pressure from a syringe. D, Difussion of blue food
dye from 1 ml PBS food dye mixture thourgh the gelatin hydrogel into a beaker with PBS after 30 minutes and after 16 hours

could be dried in its inflated shape (Supporting Information Figure S4a-c),
and once dried, SEM revealed a smooth surface of the gelatin hydrogel
membrane (Supporting Information Figure S4d.e).

Prior published stretchable hydrogels rely on complicated casting

[20] ;

procedures such as purification of proteins,?”2# 3D printing,?? inte-

gration of magnets,?*?? nanopatterned hydrogels,?*!

[13,14]

nanocomposi-
tion of clay nanosheets, or a mixture of natural and synthetic
polymers.[37] Whereas, the presented method only requires mixing
gelatin and mTG. This reduces time and cost and diminishes the tech-
nical difficulties in when casting stretchable hydrogel. Furthermore,
mTG is non-toxic, biocompatible, and is the most studied enzyme in
protein-based crosslinked hydrogels in tissue engineering.[35] The
mechanical behavior of gelatin crosslinking with mTG is dependent on

the temperature at which the crosslinking is performed.

3.3 | Stretch of cell culture on a gelatin hydrogel
membrane

The gelatin membranes was subsequently used to study stretching of
non-confluent cell layers. Non-confluent cell layer was used to easily
see if cells where stretched and move relative to each other. Caco-2
(an epithelial colorectal adenocarcinoma cell line), a cell line commonly

1391 cells were seeded on the membranes

used for intestine modelling,
in a 3D printed holder placed in a well plate (Supporting Information
Figure S2). Once the Caco-2 cells had attached to the membrane, they
were stretched by changing the water pressure on the outside of the
3D printed membrane holder (Figure 4A). In the initial state, the cell
islands were close to each other (Figure 4B), and by removal of
medium from the basolateral side on the 3D printed holder, the cell
islands were stretched apart (Figure 4C). The cell islands got closer
together again by re-addition of the basolateral medium as the mem-
brane re-contracted (Figure 4D). Observing cell islands being
stretched apart would not be possible when stretching a hydrogel in a
rheometer with a microscope extension, since the cells are on top of

the hydrogel and the rheometer pushes a cylinder onto the sample.

The CRL-2922 human umbilical vein endothelial cell line was used
to show morphological changes to cells when exposed to stretching
of the gelatin membrane. CRL-2922 cells were allowed to attach to
the gelatin membrane and the cells display typical endothelial cell
morphology (Figure 4E) before stretching. Stretching the gelatin mem-
brane resulted in stretching of the adhered endothelial cells
(Figure 4F). This resulted in cells that got further elongated (one exam-
ple is indicated by the black circle) or had one end detached from the
surface (white circle). Cells that did not adhere well to the gelatin from
start did not show stretching. CRL-2922 cells that kept adhering to
the gelatin membrane could be re-contracted when contracting the
gelatin membrane (Figure 4G, black marked cell). Also, cells that got
partly released (white circle) showed contraction when the gelatin
membrane was contracted. Hence, the gelatin membrane can be uti-
lized to investigate individual cell reactions to stretching.

The mechanically stimulated deformation of the membrane is
reversible; thus the membrane setup is suitable for mimicry of dynamic
physiological movements. Moreover, the membrane mimics the extra-
cellular matrix, since gelatin resembles collagen and connective tissue
found in the body.*** In addition, epithelial bending is essential for
lumen morphogenesis,[41] hence the presented method could be appli-
cable for tissue engineering of hollow organs. One lumen morphogenic
pathway is apical constriction by which the epithelial cells undergo api-
cal shrinkage while keeping their volume constant. The apical constric-
tion must be followed by an increase of the height of the cells and/or
basal expansion.*14? By stretching the cells on the presented gelatin
hydrogel, it would be possible to cause both apical constriction and
basal expansion. One such organ is the lung where it has been shown
that apical constriction initiate new branching of lung tissue in chicken
embryos.*® The lung tissue is exposed to cyclic stretch and contraction
with a rate of ~12 cycles/min in humans, as a result of breathing."*!
For rat lungs, a 40% increase in the surface area of the alveolar epithe-
lial basement membrane was found at 100% total lung capacity.[*> The
presented gelatin hydrogel is suitable as an alveolar epithelial basement
membrane substrate, since it can easily be stretched 40% (Figure 2A)
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FIGURE 4 Streching of Caco-2 and CRL-2922 on gelatin hydrogel membrane. A, By removing medium from the outside of the inset with the
membrane the membrane is stretch and by re-adding medium the membrane recontracts. B, Caco-2 cells on gelatin hydrogel membrane after

1 day incubation. Scale bar: 200 pm. C, Caco-2 cells on gelatin hydrogel membrane stretched by removing 600 pl medium basolaterally. Scale bar:
200 pm. D, Caco-2 cells on gelatin hydrogel membrane re-contracted by addition of 600 pl medium basolaterally. Scale bar: 200 pm. E, CRL-2922
cells on gelatin hydrogel membrane after 1 day incubation. Scale bar: 20 pm. F, CRL-2922 cells on gelatin hydrogel membrane stretched by
removing 600 pl medium basolaterally. Scale bar: 20 pm. G, CRL-2922 cells on gelatin hydrogel membrane re-contracted by addition of 600 pl

medium basolaterally. Scale bar: 20 pm

and subsequently contracted with cells attached (Figure 4D). However,
the increase of 40% surface area was achieved by increasing the pressure
transpulmonary pressure from 2 cmH,O (~0.2 kPa) to 25 cmH,O
(~2.5 kPa),**! comparing this to the pressure required to stretch the gela-
tin hydrogel (Figure 2A) the gelatin hydrogel is much softer. On the other
hand, the alveolar epithelial basement membrane is supported by a layer
of epithelial cells, endothelial cells, and elastic fibers making the alveoli
strong.*¢*”] Therefore, the in vivo tissue has more support than then
presented gelatin hydrogel. The gelatin hydrogel can be tuned in strength
by increasing the percentage of gelatin as was shown with 7.5% gelatin
(Figure 2). Normally, a barrier consists of a confluent cell layer. However,
in the current setup it was not possible to change medium without dis-
turbing the cells or rupturing the membrane. Thus, it is not possible to
grow the cells for longer periods. Future studies will involve medium
changes using pumps that gently can control expansion and contraction
during medium changes to minimize stretching cell layer more than what

is physiologically relevant.

4 | CONCLUSION

We present a method of measuring Young's modulus on soft hydro-
gels fully immersed in buffer only by changing the pressure of a water
column on top of the hydrogel. The Young's modulus measurements

from the presented method were lower than that of benchmark tech-
niques most likely caused by the hydrogel being fully immersed during
measurements. We present a soft gelatin hydrogel with a Young's
modulus around 0.35 kPa. The gelatin hydrogel composed of a natural
polymer that is biocompatible and an extracellular matrix was utilized
as a matrix for cells and stretching and contraction of the cells were
done. The surface area of the gelatin hydrogel can be stretched by a
factor of 13, which is beyond what is physiologically relevant. More-
over, the surface of the gelatin hydrogel can be functionalized with

mammalian cell line cells for tissue engineering purposes.
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