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ABSTRACT

Young cancer patients have limited options for fertility treatment when facing gonadotoxic treatment. One
promising fertility treatment for young cancer patients is the cryopreservation of immature ovarian follicles
followed by maturation and subsequent reimplantation. However, preantral ovarian follicles currently have
lower post-thaw success rates compared to mature oocytes and embryos. Previous research suggests that
damage to vital intercellular connections, Transzonal Projections (TZPs), occurs during the cryopreservation
process and may account for the observed lower post-thaw success rate in this tissue. It is likely that
cryoprotective agent (CPA) equilibration is the cryopreservation step during which TZP damage occurs.
Constructing a biologically relevant model of CPA equilibration and the associated damage may allow for
improved protocols as measured by increased post-thaw success rates. Agent-based models are a promising
technique to capture steps in the cryopreservation process, such as CPA equilibration. In this thesis, I
conducted a series of experiments with typical CPAs and nonpermeating solutes at different temperatures
using preantral ovarian follicles from a non-human primate (Rhesus monkeys) to measure TZP damage. In
these experiments, I also estimated relevant permeability parameters within the tissue. I found that the
majority of TZP damage was likely the result of mechanical forces that occurred during the cell volume
reduction phase of CPA equilibration. Furthermore, through these experiments, I demonstrate that for this
tissue type, parameters collected either during monolayer or single-cell experiments can be used to construct
full tissue models. Using the derived experimental parameters and available literature values, I constructed
and validated a 3-D agent-based model to capture CPA equilibration in preantral ovarian follicles. My agent-
based model utilizes parallel computing on an average desktop computer and allows for the rapid design and
testing of CPA equilibration protocols. The model I constructed can account for both mechanical and toxic
damage. Importantly, my model accurately captures the experimental damage to TZPs in the majority of
simulations. Lastly, I propose several theoretically improved cryopreservation protocols for preantral ovarian
follicles. The research presented in this thesis demonstrates that agent-based models can be utilized to
capture steps in the cryopreservation in silico and represents a non-invasive, less costly means to test and

improve CPA equilibration protocols.
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1 GENERAL INTRODUCTION

1.1 Chapter Overview

This first chapter provides an overview of the cryopreservation process, followed by a discussion of cryopreservation-
induced damage. After providing the broad strokes, this chapter focuses on explaining cryopreservation-
induced damage in terms of two key components: the mass transport of water and so-called cryoprotective
agents into and out of cells and the methods by which samples are cooled and rewarmed. In particular, special
attention is paid to the method of cooling known as vitrification. Vitrification has become the predominant
method in preserving numerous samples, including reproductive tissues, which are the focus of the work in
this thesis. After explaining the principles of cryopreservation, this chapter contains a section summarizing
the valuable work done to capture and improve cryopreservation using quantitative models. A section fol-
lows this explaining how agent-based modeling could be an essential tool for constructing these quantitative
models, as well as a brief overview of agent-based modeling in general. Having introduced cryopreservation
and associated modeling, this chapter then briefly introduces preantral ovarian follicles, which is the focus of
the modeling in this thesis. Lastly, this chapter outlines the purpose and objectives of this thesis and gives

a general guide to the structure of the thesis as a whole.

1.2 Cryopreservation: an overview

Cryopreservation, a branch of cryobiology, is the body of techniques used to slow or suspend life at cold
temperatures [152]. The primary goal of cryopreservation is to preserve a biological sample by reducing
metabolic activity while limiting the destruction of the physical integrity, function, and viability of the

sample. Biological systems remain intact at extremely low temperatures, but they are susceptible to the



cryopreservation process that gets them there [70].

In general, the process of cryopreservation has four sequential steps. First, samples must be selected,
isolated, and equilibrated in their holding media. The initial physiological condition of cells and tissues
appears to affect the cryopreservation process [16]. Many cryopreservation protocols begin by selecting tissues
and cells that meet some metric, indicating their likelihood of being usable post-thaw. For example, selection
criteria may involve only including oocytes that are both symmetric and have a centrally located nucleus
[185]. There is an ongoing question of how to identify features for selecting tissues and cells, particularly
oocytes, that will survive cryopreservation and/or maturation [16, 90, 204, 210]. Researchers are making
progress in understanding which oocytes and embryos to use for fertility treatment; for example, Yanez et
al. have shown that non-invasibly-determined mechanical properties of the zygote can predict outcomes in

embryos. [90, 204, 210].

The second step is equilibrating chemical cryoprotectants (cryoprotective agents, or CPAs) into the se-
lected biological sample. Since most cryoprotectant equilibration protocols involve the addition of hyper-
osmotic media that permeate the cells, this part of the equilibration process is often referred to as loading
cryoprotectants. The majority of samples require the addition of CPAs, which serve to protect the sample
during cooling and warming through a variety of actions. While all of the exact protective effects of CPAs
are not fully understood, cryoprotectants appear to serve many functions, including depressing the freezing
point, balancing osmotic forces, reducing relative salt concentrations, and reducing the formation of intracel-
lular ice. Additionally, cryoprotectants shield lipids from free radicals, stabilize membranes, alter membrane

phase transitions, and perform many other possibly essential functions [61, 163, 213, 216].

There are many cryoprotective agents available; however, molecules with a high permeability to the cells
within a given sample, so-called permeating CPAs, are favoured. Examples of the most commonly used
CPAs are ethylene glycol (EG), dimethyl sulfoxide (DMSO), 1,2-propanediol (PEG), or glycerol (GLY).
Additionally, some simple sugars such as trehalose or sucrose can function as CPAs and be used externally
or loaded directly into the cell [145, 177, 218]. However, while CPAs offer protective effects during the
cryopreservation process, they also exhibit varying degrees of cytotoxicity. Experiments show that this

toxicity is cell-type, concentration, and time-dependent [51].



Consequently, successful cryopreservation protocols require that the cryoprotectants provide greater pro-
tection than they do toxicity related damage. Determining the appropriate type and concentration of CPA
for a given sample often requires an extensive experimentation process. The ability to model protocols in sil-
ico is increasingly valuable in determining potential CPA equilibration protocols or in optimizing preexisting

ones [25, 173].

The third step, once CPAs are equilibrated, is that the sample must be cooled. This cooling process is
where the biological sample must pass through the aqueous solution liquid-solid phase transition and face
the danger of hypothermic damage [70, 203]. The primary sources of hypothermic damage to the sample are
the formation of intracellular ice and the damage acquired from the osmotic effects of concentrating solutes
as ice forms within the sample. [70, 138]. During cooling, under certain conditions, water can experience
a meta-stable phase transition where the water transitions into an amorphous solid, or glass, a process
called vitrification: within a vitrified region, there is no ice crystal formation. If the solute concentration
is high enough within the sample, and the cooling rate is fast enough, an entire sample may be vitrified.
In such a sample, ice crystallization cannot be observed, even under electron microscopy. This whole-
sample vitrification allows one to avoid many forms of hypothermic damage, but at a potential cost, as toxic

concentrations of CPA must be added to the sample to achieve full sample vitrification.

While increasing solute concentrations causes the still liquid portions of the sample to supercool, some of
the intercellular and intracellular spaces may become vitrified during slower cooling, and this leads to some
confusion in the terminology. Cryobiologists use the term vitrification specifically to mean whole sample
vitrification and sometimes synonymously for rapid cooling. Vitrification and rapid cooling are not necessarily
the same thing. Vitrification merely requires a cooling rate faster than the critical cooling rate, a rate at
which a solution becomes an amorphous glass. This rate is fast enough that substantial crystalization cannot
occur before the reduction in thermal energy (cooling) makes crystalization no longer possible; however,
practically, this rate is relatively rapid in comparison to the rate of other cooling methods. The different
cooling protocols, with intracellular ice formation or vitrification, are generally classified into the broad
categories of slow cooling and rapid cooling. For clarity, in the rest of this thesis, the two general types

of cooling protocols are vitrification, which strictly means whole sample vitrification, and non-vitrification



cooling.

Lastly, the biological sample must be returned to its physiologically normal state, rewarmed, and usually
equilibrated in media free of CPAs. In rewarming, also called thawing, the solution phase transition is
approached again but from the other side. Since the energy in the system increases, the potential for
microscopic, less dangerous ice crystals to form larger more dangerous aggregate ice crystals emerges; this
detrimental process is called recrystallization. For vitrified samples, the warming rate for a sample should be
significantly higher than the cooling rate to avoid recrystallization or devitrification, which is the spontaneous
formation of ice in a vitrified sample. Even in non-vitrification cooling, there is a risk of additional damage
from recrystallization, thus in both virtrification and non-vitrification methods, warming rates must usually
be higher than the cooling rate used [70, 102, 203]. In addition to rewarming, the CPAs must be washed
from the sample while managing the osmotic forces as concentrations within the cell interiors and exteriors

change.

1.3 Cryopreservation induced damage

During the cryopreservation process, biological samples experience damage from the changing thermal and
solution conditions. Damage at the cellular level during cryopreservation has been explored over the last
several decades and is broadly understood. Firstly, cryopreservation damage results from the disequilibrium
of chemical potential induced by adding CPAs to the sample. Briefly, the addition of permeating CPAs causes
the cells to first rapidly lose water and then subsequently swell as CPAs pass through the plasma membrane
and exert osmotic forces on the cell until a new equilibrium is reached [68, 69, 139]. The cells also experience
a change in chemical potential as the solution temperature is changed. During these processes, cell chemistry
disruption can trigger oxidative agents [123], apoptosis and necrosis [31, 208], membrane phase transitions
[73, 217], or other forms of damage or damaging events [100, 127, 152, 199]. As previously mentioned, CPAs
can induce cytotoxicity damage that varies widely by cell type, species, concentration, temperature, and
duration of exposure [11, 29, 62].

In non-vitrification cooling, there is a balance between cytotoxicity damage exerted by CPAs and damage

induced by ice formation. For example, if the concentration of CPA is high, and the cooling rate is sufficiently



low, then the intracellular concentration of solutes increases, reducing the likelihood of intracellular ice
formation. Intracellular ice formation is correlated with low cell survival and is a chief form of damage in non-
vitrification protocols [138, 152]. Additionally, extracellular ice formation increases the solute concentration
around and within cells leading to large osmotic gradients. This extreme osmotic pressure can damage
cells until low temperatures prevent transport or chemical activity [136]. The freeze concentration prevents
intercellular ice formation and leads cells to dehydration or internal supercooling [70, 160]. The concentration
of internal solutes also offsets the damage non-permeating salts do in the absence of CPAs; especially as these
concentrations become very high during freeze concentration [136]. If the cooling rate and solute concentration
are not correctly adjusted, cells may experience lethal intercellular ice. Extracellular ice can also damage the

extracellular matrix on cell exteriors [220].

In the case of vitrification protocols, a very high concentration of CPA is used to avoid all ice formation.
This amount of CPA is almost always toxic, and the equilibration with this high concentration leads to
extreme osmotic forces on the cells. Fortunately, CPA toxicity does cease when temperatures are low enough
that chemical kinetics are virtually non-existent, but upon rewarming, it reemerges. In fact, there is a higher
risk of ice nucleation damage on rewarming, although this form of damage is still present in non-vitrification
protocols. The advantages of rapid cooling and even more rapid rewarming encourage the use of rates that
are as rapid as possible; unfortunately, the larger the volume, the more challenging rapid temperature changes
become. In practice, these cooling and warming rate challenges can be overcome by high CPA concentrations,
and because of this, most of the damage occurs during vitrification when the initial high concentrations of
solutes and CPAs are added or by chilling injury [63]. Additionally, under some conditions, the integrity of
tissues is damaged from the thermal stresses of vitrification forming macroscopic cracks, known as fractures

[153, 158].

At the tissue level, another form of damage occurs namely mechanical or toxic damage to the intercellular
connections and tissue structural elements [17, 37, 111, 147]. This type of damage can destroy essential
connections between cells and disrupt tissue-level morphology. I hypothesize that this type of tissue damage
is caused in large part due to the nonhomogeneous shrinking and swelling of volume change during CPA

equilibration and the corresponding strain that this places on intercellular connections, as further elaborated



on in Chapter 2. CPAs may also have a chemical effect on cellular connectivity [12].

1.4 Mass Transport

During the CPA equilibration step of tissue cryopreservation, mass transport is governed by diffusion in the
interstitial space and either channel-regulated transport through the plasma membrane, diffusion through
the plasma membrane or some combination of channel-regulated and diffusive transport. In general, CPAs
diffuse through the sample solution until they reach the cell or tissue boundary, at which point permeable
CPAs begin to pass through the plasma membrane, and cryobiologists label these CPAs as permeating. On
the cellular level, all CPAs induce an osmotic gradient causing cells to undergo volumetric changes. Initially,
the higher solute concentration outside of the cell causes water to leave via osmosis, which results in rapid
cell shrinking. Simultaneously, the low concentration of solute inside the cell causes membrane-permeable
CPAs to move into the cell. However, the plasma membrane is less permeable to CPAs than water, and as
a result, the CPAs move more slowly into the cell. After the initial loss of water, water moves back in with
the increasing intercellular CPA concentration; this concurrent movement of water and CPA swells the cell
to a new equilibrium volume larger than the original volume. This shrink-swell process can occur once or
repeatedly during protocols utilizing stepwise addition of increasingly higher concentrations of CPA.
Several different mathematical models capture CPA equilibration. Compared to the earlier Kedem-
Ketchalsky model [112], the two-parameter model captures CPA equilibration with a set of coupled ordinary
differential equations [116]. The permeability of water and CPA and the initial conditions for water volume
and CPA concentration entirely inform these equations [25, 28, 110, 116, 219]. The “two-parameter” equation

in the multisolute form can be written as
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These coupled equations describe the change in intercellular volume of water V;, and moles of the n'" solute,
Sn. The parameters which affect the movement of solute and water into and out of the cell include the
membrane water peremability L, frequently referred to in the literature as the hydraulic conductivity, A
which is the surface area of the cell exterior, R which is the gas constant, and 7" which is the temperature
of the cell and immediately surrounding solution. Additionally, M¢ is the total osmolality of the permeating
solutes exterior to the cell whereas M, is the total osmolality of all the non-permeating solutes exterior to the
cell. M} is the internal osmolality of nonpermeating solutes and Zf‘%ﬁ”syl is the total internal osmolality of
all k permeating solutes. Note that these equations are formulated in terms of osmolality which is equivalent
to the difference in chemical potential, and that the difference in chemical potential is what ultimately drives
the movement of water and solute. The §,, term is a conversion factor from molarity to osmolality for a
given solute. The §,, term is temperature dependent. In the % equation P, is the permeability of the nth
solute. On the time scale and concentration scales relevant to CPA equilibration, most salts are considered
non-permeating [25].

Bound within the cell is a fraction of osmotically inactive water. If a cell behaves as an ideal osmometer,

then a linear fit of the Boyle-van 't Hoff relationship allows the determination of the osmotically active and

inactive portion of the water volume [24, 139, 156]. This Boyle-van 't Hoff equation is given by

K:(l—b)@—i—ﬁ
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where V is cell volume, Vj is the isotonic volume, Vj, is the osmotically inactive volume of water, m is the
isosmotic osmolality, and 7 is the osmolality at the point where the cell volume is V. Exposing a cell to
various concentrations of non-permeating solutes informs the Boyle-van ’t Hoff plot. Using linear regression,

it is possible to determine the osmotically inactive fraction water.

1.5 Vitrification

A primary goal of cryopreservation protocols is to limit the amount of intracellular ice formation. Eliminating
all ice formation is achieved via vitrification (generally, but not necessarily, rapid cooling). Vitrification occurs

by reducing the energy of water molecules in a sample before ice crystallization can occur. If a liquid is cooled



to the glass transition temperature before significant crystallization can occur, the liquid will vitrify and no
longer have the thermal energy required for ice nucleation. In pure water, this requires cooling rates on the
order of 107 °C/min [203], which is impossible with the volumes of water necessary to hold biological tissue
samples. However, as solute concentration increases in a liquid, it becomes easier to transition to the glass
phases, since the unstable supercooled region (between the melting transition Ty, and the heterogeneous ice
nucleation transition 7Tj,) can either be avoided or reached at a higher temperature, as demonstrated in the
phase diagram in Figure 1.1 (below). CPAs can also have solute specific effects that aid achieving the glass

transition, including increasing viscosity, as well as thermodynamically stabilizing the glass state [63].
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Figure 1.1: Phase diagram showing glass transition. The black arrowed path is a typical single step
vitrification protocol. Ty is the glass transition 7i, is the heterogeneous ice nucleation region and Ty,

is the temperature of melting, between 7}, and T, a liquid is said to be supercooled.

Increasing the concentration of CPAs can lower the critical cooling rate required to achieve vitrification.
The critical cooling rate is the minimum cooling rate for the liquid fraction of a given solution to reach the
glass transition without significant crystallization. The glass transition is the semi-stable phase transition
line for an amorphous, vitrified, solid, shown in Figure 1.1 with the label T,. The exact way in which a given

solute lowers the critical cooling rate depends on the solutes involved. In vitrification protocols, CPAs can



protect cells from hypothermic damage and function to increase solution viscosity, stabilize the amorphous
(vitrified) state, and in some cases, interrupt or block ice nucleation events. Practically, this leads to a protocol
that requires minimizing the osmotic and cytotoxicity damage incurred from high concentrations of CPAs.
The larger the volume of the sample, the slower it can be cooled, and thus the higher the concentration
of CPAs needed to achieve whole sample vitrification. A prime example of this challenge is whole-organ
cryopreservation, where the limitations of CPA equilibration and its concomitant toxicity are a critical hurdle
to successful organ banking [75].

While non-vitrification cooling is a viable means of cryopreservation, vitrification has proven advantages.
Vitrification allows for high survival rates as compared to fresh tissue, requires no specialized slow freezer
equipment, and is more time-efficient, especially in a clinical setting [84, 115, 183, 184]. As such, at least

with respect to the cryopreservation of reproductive tissues, vitrification has become the preferred method.

1.6 Modeling in cryopreservation

Modeling in cryopreservation research involves pairing observed phenomena with fundamental equations from
biology, chemistry, and physics. To date, cryopreservation modeling has been instrumental in understanding
the underlying biophysics and chemistry of why different protocols work for different biological samples.
Modeling in cryobiology has widely been used for the rational design and optimization of cryopreservation
protocols [51, 105, 109, 121].

Quantitative models of cooling cells date back to as early as the 1960s with the work of Peter Mazur [135].
In later work, Mazur proposed a set of ordinary differential equations that describes the mass transport of
water and solutes through, into, and out of cells during cooling in the presence of ice with temperature de-
pendency [136]. Mazur, Leibo, and Chu further proposed a heuristic model of the survival of cells dependent
on the concentration of CPA and cooling rate known as the two-factor hypothesis, or “inverted U” [137]. At
Cryo2017, in Heifei, China, Benson proposed expanding this heuristic by including extremely rapid vitrifi-
cation cooling rates, which may avoid CPA toxicity, solution injury, and intracellular ice formation, possibly
naming it the “inverted N” [85].

During CPA equilibration, classical water and solute transport models exist, such as the Kedem-Katchalsky



model or the two-parameter model [116], that accurately describe the movement of solutes and water using
several measurable variables. In these models, mass transport is a function of the difference in chemical
potentials across the cell’s plasma membrane and the cell-type dependent permeabilities to those solutes.
These transport models have been essential for understanding CPA and freezing induced osmotic changes
in cells and tissues [219]. Using transport models is essential to designing protocols that avoid exceeding

osmotic limits and cytotoxic damage because they allow damage to be controlled and predicted.

Models of the nucleation of ice have been crucial for designing protocols that minimize ice damage or
avoid it altogether [9], despite a somewhat heated debate to this day over the exact underlying mechanics
[3, 70, 106, 144]. All of these models capture essential damage to varying degrees. While intracellular ice
formation modeling is a valuable part of understanding non-vitrification cooling, employing protocols that

rely on vitrification avoids this type of damage during cooling [63].

Vitrification protocols avoid the damage that occurs during ice formation; however, in order to do this
successfully, these protocols require the addition of far higher CPA concentrations. These high concentrations
are necessary because they lower the critical cooling rate, and higher cooling rates (e.g.,> 10 °C/min ) are
challenging to achieve in practice for tissues, as mentioned previously in Section 1.3 and Section 1.5. This
protocol decision then shifts the focus of damage models away from ice nucleation and toward toxicity and
osmotic damage during CPA equilibration. For example, models such as the toxicity cost function model by
Benson et al. [29], the hamster pancreatic islet model by Benson et al. [27] or the triphasic model by Abazari
et al. [1] focus much more on the transport and corresponding toxicity of CPAs. Despite this, ice formation
model utilization occurs in informing rewarming. During rewarming, the sample risks devitrification, and
researchers have constructed several models for understanding and avoiding any ice formation during this

process [34, 104, 214].

Modeling not only speeds up the search of vast parameter spaces but by applying models to already
existing data models can also generate hypotheses for testing; in the case of this thesis, I demonstrate a
model built on single-cell parameters that can be used to model heterogeneous tissue consisting of individual
cells. Tissue modeling that can scale upwards from single-cell parameters would be especially beneficial since

so much data has already been collected on single cells. Additionally, parameters for modeling input are
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significantly easier to measure for single-cells isolated from tissue than to measure those same parameters in
tissue, e.g., microscopy measurements of volume are far more accessible in an isolated, single cell, than in the

interior of a tissue.

1.7 A Brief Overview of Agent-Based Modeling

Agent-based modeling has emerged as a relatively new and powerful, technique for simulating tissues in silico
[131, 176, 196]. Agent-based tissue modeling conceptually builds on treating cells as agents operating under
a set of rules that are unique to each cell type, e.g., all red blood cells behave the same way in response
to a stimulus. These rules can be specified based on the type of agent (i.e., red blood cell vs. white blood
cell), location within the simulation environment (i.e., located in high vs. low oxygen concentration areas)
or conditional situations (i.e., a white blood cell is attached to another cell in the environment). This form
of modeling allows for specific knowledge about the cell types and environmental conditions to be accounted
for in the model and scales up to larger volumes (i.e., tissues). As such, agent-based models can potentially
capture tissue-scale effects such as cell-to-cell connections, ice formation, environmental interactions, tissue
scale mass transport like that from vessels and bulk sources, and cell scale effects like apoptosis, necrosis,
localized volume change, and membrane phase transitions [23, 66, 72, 77, 124]. Agent-based modeling is of
particular interest in cryobiology because most current models do not capture both scales of effects.

The idea of agent-based modeling traces its roots to von Neumann machines. Dr. John von Neumann
was interested in the idea of machines that could replicate new machines. Theoretical modeling of such
devices led conceptually to cellular automata models. These models define cellular automata as fixed agents
on a grid, or lattice, that operate under a given set of agent-type or lattice-location rules. These cellular
automata can have multiple states; for example, they could have the state on or off or the state black, red, or
green. The area around a particular agent is called its neighbourhood. Neighborhoods are primarily defined
by spatial proximity, usually, but not always they consist of adjacent agents. In general, neighborhoods
determine the distance of interactions between agents or between agents and environmental features. Figure
1.2 presents an example of a cellular automata model as well as an Agent-Based model. The most famous

cellular automata model is John Conway’s “Game of Life” [20]. Cellular Automata models have been used
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to study how systems evolve solely based on varying their initial conditions while under a fixed set of rules

20, 38).
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Figure 1.2: This figure shows the subtle difference between a Cellular Automata model (top) and
an Agent-Based model (bottom). The V squares show a Von Neumann neighborhood while the M
squares show a Moore neighborhood. Note that the movement and replication of agent-based agents

can be lattice independent and can happen anywhere in real space.

Cellular automata models lend themselves to simulating interactions of discrete objects intuitively, and
they have applications across many fields [14, 20, 21, 150, 200]. They have been used extensively in multiple
subfields of biology as they are an excellent tool for modeling agents that replicate; however, discrete grids,
where automata can only be at fixed locations, limit these models [6, 21]. This subtle distinction between
fixed agents and fixed neighborhoods vs. agents that move through time and space is the usual definitional

difference between Cellular Automata and Agent-Based Models; however the literature varies slightly on the
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exact terminology [21, 44].

The ability for agents and neighborhoods to evolve from their original location in time and space allows
for agent-based models to capture diverse, emergent, and complex processes [6, 131]. A simple example that
highlights agent-based modeling at work is the addition of a spatial component to population modeling; a
more thorough review of agent-based population modeling can be found in the text by Grow and Van Bavel
[79]. In this example, when two animal “agents” meet, they have some chance of mating and producing
offspring, eating each other or any number of preprogrammed actions, a stochastic process that can only
occur when animals are in proximity. This process can then probabilistically adjust the “state” of pregnancy.
The model operates in a virtual environment that can include the actual topography and relevant features of
a particular animal’s environment, i.e., agents being attracted to food or repelled by natural boundaries. This
model captures population dynamics in a more nuanced way that takes into account spatial and temporal
conditions that a more traditional differential equation model lacks; however, it is more computationally costly
and requires more experimentation to determine these extra parameters. As computational capability grows,
agent-based models have become increasingly sophisticated. Agent-based models whose base agent unit is a
cell are sometimes refered to as cell-based models; although, this terminology is not always clear. However,
cells are hardly the limit for agent-based models, with some going to even smaller and more computational

numerous agents such as molecules [6, 32, 49, 154, 176, 187].

While agent-based modeling can be a powerful tool for modeling cell interactions and tissues, it does
have limitations. An imperfect understanding of the biomechanisms leads to flawed model assumptions. It
can be challenging to extrapolate mechanisms down to the cell agent-level from complex emergent tissue-
level behaviors that appear in experiments. Such extrapolation is already a defining problem of cell biology
and makes the top-down construction of agent-based models challenging [6, 77]. Additionally, stochastic
or emergent behavior is often sensitive to perturbations in parameters, which makes fitting difficult and
requires experiments with high precision of measurement data [77]. The only way to construct useful agent
based models is the virtuous cycle of pairing benchtop experiments with simulation based hypotheses testing.

[74, 83].
Another drawback of agent-based modeling is the difficulty in using traditional mathematical modeling
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analysis [6, 77, 140, 176]. While traditional equations and algorithms often govern discrete agents, the emer-
gent system behavior from discrete units is not necessarily easily understood in the traditional frameworks
of parameter sensitivity analysis or bifurcation analysis [6]. Researchers are often left using statistical meth-
ods to analyze their model in much the same way a more traditional biologist might analyze a sample [6].
This analysis often involves computing the output for a given model numerous times to conduct a statistical
comparison. Repeated full-scale simulations lead to a high computation cost. Despite the availability of
parallelization in agent-based modeling, computation time and memory usage can expand non-linearly with
the number of agents implemented [6, 191]. The nature of agent-based modeling can also make these mod-
els difficult to run in a distributed environment, compounding the computational cost [6, 77, 191]. While
these drawbacks generally apply to agent-based models, a more detailed discussion about the benefits and
detriments of agent-based modeling, specifically in cryobiology, is given in Chapter 3.

The rational development and optimization of cryopreservation protocols for tissues requires many dif-
ferent factors to be accounted for, and doing this solely by laboratory experiment is time-consuming and
resource-intensive (i.e., use of massive factorial experiments). Agent-based modeling offers an excellent ver-
tical translation of models, that is, these models lend themselves to readily simulating lab-bench phenomena
from first principles for testing hypothesis [6, 140]. As such, in silico experiments using agent-based models
can take preexisting knowledge within the field and begin to elucidate new experiments and critical pa-
rameters in designing and improving cryopreservation protocols. Repeatedly refining and interpreting these
models with data from new experiments produces a greater understanding of the underlying fundamental

cryobiology involved and can inform improvements in clinical settings.

1.8 Preantral Ovarian Follicles

Mammals are born with all or much of their supply of oocytes, and each oocyte has the potential to develop
from a single follicle [202]. The follicles begin as primary follicles and progress through several stages of
development until a sufficiently developed oocyte begins to form a separation from its surrounding cumulus
cells, known as the antrum, and finally, a mature oocyte is developed within the antrum and eventually

released from the ovarian tissue, see Figure 1.3. This process is primarily controlled and regulated via
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hormonal signaling [98]. During the maturation of an oocyte, known as folliculogenesis, the follicle contains
only a few basic cell types consisting of the oocyte, granulosa cells, cumulus cells, and a few surrounding theca
cells. Together the granulosa cells and oocyte are contained within a basement membrane called the basal
lamina. The development and maturation of an oocyte depend heavily on the surrounding granulosa cells
and their connections to the oocyte via specialized cytoplasmic extensions known as transzonal projections,

TZPs [13, 60].
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Figure 1.3: Chart showing the development (left to right) of a typical ovarian follicle and oocyte from
primordial to antral. Bottom row shows the change in oocyte size through development and relative

size between secondary stage oocyte and its surrounding granulosa cells.

Follicular development is classified based on size, the formation of the basal lamina, the appearance of
the zona pellucida, the presence of the antrum, and the number of layers of cumulus cells surrounding the
oocyte. While any stage follicle before the formation of the antrum (primordial, primary, and secondary)
is considered preantral, for simplicity, in this thesis, preantral follicles shall refer to secondary stage follicles
unless otherwise specified. Secondary stage follicles develop from primary follicles, have not yet formed an

antrum, and are follicles with 2-4 layers of granulosa cells surrounding the zona pellucida while a theca layer
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surrounds the basal lamina [47, 211]. Secondary stage follicles have become a target for cryopreservation with
recent success occurring in mice [81], humans [162, 198], sheep [40], pigs [33], cats [134, 155] and non-human

primates [184].

The primary interest in cryopreserving preantral ovarian follicles is the ability to restore fertility, particu-
larly in young cancer patients. Loss of fertility is a common side effect of many cancer treatments, including
radiation and chemotherapy [194]. While there are many challenges associated with preserving preantral folli-
cles, including in vitro maturation, this treatment offers many potential benefits over the current alternatives
[165, 166, 175, 182]. Current fertility preservation treatment options include the cryopreservation of embryos,
mature oocytes and experimentally, the cryopreservation and subsequent autologous transplantation of strips

of ovarian tissue.

These methods each have drawbacks. Cryopreserving embryos involves legal and ethical issues and requires
delays for conception via either sperm donor or partner [58, 141, 192]. Preserving mature oocytes usually
requires ovarian stimulation, which can delay cancer treatment by weeks and may cause adverse reactions in
some oncology patients [39, 118, 186]. Reimplantation of mature tissue or cortical strips increases the risk of
reimplantation of cancerous cells, and fertility only lasts for a limited time post-transplant [39, 114, 181]. Of
these treatment options, only reimplantation and maturation of immature ovarian follicles are available to

prepubertal cancer patients, and both are still considered experimental treatments in North America [174].

Additionally, preservation of mature oocytes is not a viable option for prepubertal patients, and the
only technique currently available to them requires the preservation of ovarian tissues followed by in witro
maturation or autologous transplant of cortical strips followed by in witro fertilization (IVF) [114, 148].
Prepubertal individuals are a growing group of patients needing fertility preservation as the rates of successful

treatment of childhood cancers increase [114].

In contrast to the above existing treatments, the removal, preservation, and subsequent in vitro maturation
of immature ovarian follicles offers a possibly better alternative. Increasing successful post-thaw maturation of
preantral ovarian follicles to similar rates for mature oocytes would likely render immature oocyte preservation
the main treatment route for oncology patients. As mentioned previously, cryopreservation and maturation

of immature ovarian follicles eliminate the legal and ethical issues of embryo cryopreservation. It removes the
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need for and risks of ovarian stimulation, and it avoids the possibility of reimplantation of cancerous cells from
cortical strips. The treatment is available to both pre- and postpubertal women. The procedure requires less
time, less expensive drugs, less patient monitoring, and lower risks [114, 178]. However, the cryopreservation
and maturation of immature follicles are still challenging in humans and model mammal species. While
live births have occurred from in vitro matured oocytes [88], these live births were from non-cryopreserved
tissue. Cryopreservation damages preantral ovarian follicles and makes their maturation less likely than that
of fresh tissue [45, 178]. Therefore, it is critical to make improvements to the cryopreservation process and
understand the source of this cryo-induced damage.

Previously, tissue and cell models have increased the success of cryopreservation protocols [51, 105, 109,
157]. This thesis describes a novel agent-based model employed to develop such an improved cryopreservation
protocol. This protocol could potentially increase not just the number of follicles intact post-thaw, but their

success during in vitro maturation by improving the survival of cell-to-cell connections.

1.9 Purpose and Objectives

This thesis aims to demonstrate that 3D agent-based models of CPA equilibration can accurately capture
tissue level damage and mass transport in preantral ovarian follicles. My specific objectives are to develop,

employ, and fit a 3D agent-based model of CPA equilibration to experimental data that accurately captures:
1. Intercellular connections, particularly those associated with transzonal projections and the basement.
2. Accurate mass transport of water and CPA(s) into and out of the cells.

3. Intercellular connections within the tissue and the associated movement of cells.

1.10 Thesis Structure

This thesis comprises four chapters. Chapter 1: General Introduction covers a brief overview of cryop-
reservation and its associated modeling with an emphasis on vitrification and CPA equilibration as well as

basic oocyte and follicle anatomy. Chapter 2: Experimental Determination of Model Parameters
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covers experimental data and analysis to determine modeling parameters for an agent-based model of pre-
antral ovarian follicles with data was collected from rhesus monkeys (Macaca mulatta), a model non-human
primate species. This chapter also covers the importance of cryopreservation for fertility treatment and jus-
tifies the use of non-human primates as a model study species. Chapter 3: A 3D Agent-Based Model
explains in detail all model components, how they fit and work together, as well as a brief but thorough
overview of PhysiCell, the software underlying the agent-based model employed in this thesis. This chapter
also discusses the advantages and disadvantages of the model as well as some of the computational and
numerical challenges encountered. Chapter 4: General Discussion summarizes and explores the results
of both the experiment and the corresponding model, challenges faced in this type of experimentation and
modeling, and also discusses additional considerations for preantral ovarian follicle models. This chapter

includes a discussion of future directions for this work.
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2 EXPERIMENTAL DETERMINATION OF MODEL PARAMETERS

2.1 Chapter Overview

This chapter presents the two experiments performed in rhesus monkey tissue to determine model-relevant
parameters for agent-based modeling of secondary stage preantral ovarian follicles. The first experiment
measured the permeability parameters for cells within intact follicles as these parameters have not been
previously measured. The second experiment measured the intactness of TZPs after experiencing various CPA
or non-permeating solute equilibration treatments. This chapter is organized roughly into an an experimental

introduction, hypotheses, methods and material, results, discussion, and a conclusion section.

2.2 Introduction

Many cancer treatments are gonadotoxic and severely reduce the chance of reproduction post-cancer [114,
174]. Recent increases in post-cancer treatment survival rates for female patients, particularly young patients,
have highlighted the need to improve post-cancer fertility treatments outcomes [56, 114, 182]. Currently,
there are several options to preserve a patient’s reproductive cells and thereby their fertility until remission.
These options include the cryopreservation of embryos, mature oocytes, ovarian cortical strips, immature
ovarian follicles, and the collection of multiple ovarian cell types for the development of artificial ovaries
[57, 92, 114, 128, 171].

Of current fertility preservation treatment options, only embryo and mature oocyte cryopreservation are
non-experimental and considered frontline fertility preservation treatments [80, 114]. While both embryo
and mature oocyte cryopreservation have relatively high success rates [87], they are associated with several

drawbacks. The cryopreservation of embryos and mature oocytes can delay cancer treatment since ovarian
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stimulation is required. Ovarian stimulation may present additional risks to cancer patients as some types
of cancer can be aggravated by the treatment and patients are more likely to experience negative side effects
[161]. There is also the risk that patients will experience ovarian hyperstimulation syndrome, a rare but
potentially fatal complication [39, 53, 188]. Furthermore, embryo and mature oocyte cryopreservation are
not always viable treatment options for all cancer patients as they require patients to be post-pubertal.
Embryo cryopreservation is additionally restrictive in that patients require a sexual partner or sperm donor.
The aforementioned treatment options and in particular, embryo cryopreservation, come with a suite of legal
and ethical issues; for example, Italy legally banned embryo cryopreservation between 2004 and 2009 due to

ethical concerns [58, 64, 67].

Embryo and mature oocyte cryopreservation are not possible in prepubertal patients due to the absence
of mature reproductive tissues. Fertility preservation treatment for prepubertal patients requires imma-
ture reproductive tissues to be surgically extracted, preserved, and matured in vitro [182]. One treatment
option currently being tested involves dissecting a patient’s ovaries and cryopreserving them as cortical
strips—approximately 1 mm x 1 mm x 10 mm strips of the ovarian cortex. Once a patient is cancer-free,
the cortical piece can be warmed and autologously transplanted; this both restores the patient’s endocrine
function and provides a return of fertility via oocyte removal from the transplanted tissue in conjunction
with IVF [129, 181]. While autologous transplantation is an increasingly viable option and has the ability to
restore endocrine function, there is a risk of reintroducing cancerous cells into the patient with some types
of cancer [36]. Additional risks include ischemic damage to the tissue during reimplantation and time limits
on the reproductive window as the tissue eventually fails to function, lasting on average only 26.9 months
[181]. Alternative treatment options for prepubertal patients involve the collection, cryopreservation and in
vitro maturation (IVM) of immature oocytes. IVM can be performed either before or after cryopreservation;
however, recent studies suggest that cryopreserving before IVM leads to better or equal outcomes [113, 178].
Regardless of the order of IVM and cryopreservation, when a patient is ready to have children, the mature

oocytes can undergo IVF and be reimplanted into the patient.

Preservation of earlier stage follicles has been proposed as the first-line method for oocyte cryopreservation

in all patients due to its numerous advantages [82]. To wit, IVM of immature oocytes after cryopreserva-
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tion eliminates the risk of reintroducing cancerous cells, avoids the logistical, ethical, and legal issues of
cryopreserved embryos, is available to all patients, removes the need to delay treatment risk, and avoids the
risks associated with ovarian stimulation. Despite the benefits of IVM, successful post-thaw recovery and
maturation of ovarian follicles in humans are limited [113, 182]. Improvements in IVM post-thaw recovery
could make this treatment a mainstay of fertility preservation and offer prepubescent patients another viable

alternative.

In addition to challenges improving post-thaw survival, preserving reproductive tissues requires the main-
tenance of complex morphological structures. Tissue level damage occurring during cryopreservation may
prevent oocyte maturation even if the oocyte and surrounding cumulus cells survive vitrification. A known
location of tissue-level damage in preantral ovarian follicles is the transzonal projections (TZPs), as first
discussed in Section 1.8. As highlighted in the 2013 review by Brambillasca et al. [35], in a number of stud-
ies, researchers demonstrate that damage occurs to TZPs during cryopreservation in a variety of different
mammalian species. There are several possible causes of TZP damage, including excessive mechanical forces
and CPA toxicity. These sensitive structural connections are essential for cell development, and damage to

them may explain in part the reduction in the maturation of vitrified vs. fresh ovarian follicles.

Improving post-thaw survival and maturation can be accomplished by optimizing cryopreservation models
to minimize damage [85, 107]. As discussed in Section 3.3, mathematical models have been successfully used
to improve cryopreserved cells and tissues’ survival and recovery. However, to date, none of the models com-
monly used in cryopreservation account for intercellular connections. Given that damage to the intercellular
connections is a possible culprit in poor post-thaw recovery and maturation outcomes, a mathematical model
that includes this feature could prove critical. For such a model to be useful, it must include parameters that

accurately account for processes in which damage accrues during cryopreservation.

Modeling in cryopreservation is often divided into separate models for each of the three steps of cryop-
reservation - CPA (cryoprotective agent) equilibration, sample cooling, and sample rewarming. Briefly, as
discussed in Chapter 1, CPA equilibration is where cryoprotective agents are added in an attempt to mini-
mize ice formation and other forms of damage that occur during cryopreservation. A substantial amount of

damage accrued during cryopreservation occurs during CPA equilibration [27, 63]. Thus, CPA equilibration
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is a critical step in modeling and minimizing damage.

Existing CPA equilibration models work under the paradigm that maintaining cell volumes between
specific volume limits will improve samples’ survival and viability by reducing membrane damage due to
osmotic forces. In tissues, these rapid osmotic changes in cells during CPA equilibration distort morphological
structures and apply atypical forces to the tissue’s various connections [25, 111]. While previous tissue models
exist [1, 27], to my knowledge, this thesis is the first time cell-to-cell connection forces have been included
with cell-to-cell mass transport in a cryobiological tissue model. Additionally, while toxicity from CPAs
affects the cells [85], CPAs in tissues may also disrupt tissue components chemically. For example, a mixture
of ethylene glycol, dimethyl sulfoxide, and sucrose was shown to damage TZPs and disrupt microtubules in
germinal vesicle (GV) stage ovarian follicles from rhesus monkeys [193].

In individual cells, CPA equilibration is governed largely by osmosis and results in volumetric changes
that can be modeled using the “two-parameter” (2P) model that describes the motion of osmotically active
water volume into and out of a cell and the movement of permeating solutes (i.e. CPA’s) [116]. In this model,
salts, ions, and non-permeating CPAs are assumed to remain outside the cell during the CPA equilibration
process; while so called permeating CPAs pass through the membrane into the cell interior. Note that this

2P model can be easily extended to multiple solutes as
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In this equation, as mentioned in Chapter 1, L, corresponds to the permeability parameter for water also
known as the hydraulic conductivity, and P j represents a given solute’s permeability, and we note that these
parameters are also temperature dependent. In fact, this temperature dependence almost always follows an

Arrhenius relationship given by
Ly = Ly exp(—E./RT —Tp). (2.2)
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In this equation L, and Ty are the reference water permeability and reference absolute temperature. L is
the hydraulic conductivity at absolute temperature 7', R is the gas constant and F, is the activation energy.
The activation energy may be determined by a linear regression of In(L,) vs 1000/RT [146]. The same
relationship exists for Py exchanged with L.

Using the 2P model requires knowing the amount of free water in the cell, also known as, the osmotically
active fraction. The Boyle-van ‘t Hoff equation gives the relationship between a ratio of volumes and the
osmotically active water fraction of a cell. In many cells, this equation describes a linear relationship, and a
so-called Boyle-van ‘t Hoff plot yields easy extrapolation of the osmotically active fraction of the cell at the

intercept indicating the “osmotically inactive volume”, b. The Boyle-van ‘t Hoff equation is

Vo _aop™ 4y, (2.3)
Vo T

where V' is cell volume, Vj is the isotonic volume, b is the non-osmotically active fraction of water, 7 is the
isosmotic osmolality, and 7 is the osmolality at the point where the cell volume is V.

Additionally, in practice, cells and tissues are equilibrated with CPAs by either adding a CPA to the media
the sample sits in or by placing the sample into a new media containing CPA. This process can be done in a
single step, multiple steps or with a continuous flow to achieve the final desired concentration of CPA [221].
The way in which CPAs, ions and salts move through the media and through the interstitial spaces during
the equlibration process alters the osmotic response of the sample; in many cases this movement external to
the tissue is largely the result of diffusion [27]. Diffusion in cell suspensions and in tissues has previously
been modeled in a number of different ways, often relying on continuum approaches with phenomenological
diffusion constants [7]. I model diffusion using BioFVM, a built in diffusion solver within the PhysiCell
software [72], more details of how this model captures diffusion are given in Chapter 3.

The osmotic response of cells in tissues puts stresses and strains not just on cellular components but on
the vital tissue level connections between cells. To fully account for the mechanical damages incurred during
CPA equilibration and freezing in tissues, models should also describe the state of these tissue connections.
In modeling ovarian follicles, I represent the connections between cells as springs extending directly from one

membrane to the next, along the shortest path between cells (Figure 2.1).
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Figure 2.1: This figure shows how the mechanical forces within the tissue are approximated with
a combination of permeability parameters and spring constants. Kpasement, KGranulosa, and krzp are
relative spring constants for springs which simulate the forces between granulosa cells and the basement
membrane, between granulosa cells and between granulosa cells and the oocyte, respectively. The color
of the parameters match the color of the cell type to which they correspond.

The springs are then described by Hooke’s Law parameters [89]. The spring connections that extend
between the oocyte and granulosa represent the connections of the TZPs and they simulate the forces expe-
rience by their biological counterpart including breaking when they are stretched too far. The TZP score is a
measure of the intactness of the connections between the granulosa cells and oocyte; this score is determined
by measuring the fluorescence of stained F-actin in the space immediately adjacent and exterior to the oocyte,
a space traversed by the TZP filaments predominantly made of F-actin. Lastly, tissue CPA equilibration
models should include parameters that describe the CPA toxicity. Toxicity cost functions can be used as a
proxy for toxicity damage; this cost function has specific toxicity rate parameters defined for a given cell.
The model does not include toxicity damage to intercellular connections or to other structural features such
as the basement membrane. Also not accounted for in this model is the extracellular matrix, ECM; instead,

the model lumps any ECM forces into the general treatment of connections.

Model parameters must be determined via experimentation since they are considered CPA-, species-,

and tissue-dependent. Permeability parameters have been measured for either mature oocytes or preantral
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denuded oocytes in humans [91, 190], sheep [5, 54], bovine [59, 133], mice [59, 91, 117], and rarely non-human
primates [108, 179, 215]. While measurements of oocyte permeability values have been taken in denuded
oocytes, to my knowledge, there are no published measurements of oocyte CPA permeability within intact
follicles. Obtaining sufficient tissue to measure these parameters in humans is difficult and costly. Thus, it is
typical to use model species to obtain biologically relevant parameters when human tissues are unavailable.
Given the similarity between non-human primate reproduction and human reproduction, non-human primates
are considered one of the best model species for reproductive tissues [108, 180, 189].

In collaboration with colleagues from the Oregon Science and Health University (OSHU), we conducted
experiments on secondary preantral ovarian follicles in adult female rhesus monkeys (Macaca mulatta) to
determine model parameters. Non-human primates exhibit the same basic follicular structure and cell types
as human reproductive tissue, and as such it is expected that only some membrane-specific parameters
change between humans and non-human primate ovarian follicle tissue; this implies conservation of underlying
cryopreservation relevant mechanisms and easily adjusting the parameters and their associated predictions
using future human tissue measurements.

In order to verify that oocyte permeability parameters within follicles match those of denuded oocytes, we
exposed secondary stage ovarian follicles to different treatments of permeating and non-permeating cryopro-
tectants (addition). These treatments include hyper- and hypoosmotic concentrations of PBS at different
temperatures as well as treatments with 1M sucrose, 15% Ethylene glycol (EG), 15% glycerol (GLY) and a
mixture of 15% EG with 15% GLY all at room temperature. The non-PBS treatments were exposed to the
additional treatment of being equilibrated back to holding media (HM) (removal). We looked at volumetric
changes of the whole follicle as well as the oocyte. Additionally, we measured the TZP score after these

treatments to correlate volume change with TZP score.

2.3 Hypothesis

I hypothesized that secondary stage primate ovarian follicles experienced damage during cryopreservation
due to mechanical forces during CPA equilibration. Based on this, I predicted that the differential shrinking

of the whole follicle volume compared to the oocyte volume would mechanically damage the connections
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between granulosa cells and the oocyte; this implied that exposure to increased concentrations of non-
permeating solutes would correspond with increased damage to TZPs and greater distances between the
oocyte and granulosa cell layers. I predicted the same trend would exist for permeating solutes; however,
permeating solutes would do less overall damage at approximately the same osmolality. Additionally, the
effect of temperature on TZPs would be an increase in damage corresponding to an increase in temperature.
Additionally, I hypothesized that oocytes within follicles would exhibit the same osmotic response as those
that have been denuded; therefore, interfollicular oocytes would have the same permeability parameters as

denuded immature oocytes previously measured in the literature.

2.4 Materials and Methods

All reagents were purchased from Sigma (St. Louis, MO, USA) unless otherwise noted. Experiments were
conducted by Dr. Mary Zelinski, Dr. Alison Ting and Jessica Stanley in Portland, OR. Once data was

collected, I measured volumes of collected images and performed all statistical analyses.

2.4.1 Animals and Tissue Collection

Three adult female rhesus monkeys (Macaca mulatta) were housed and cared for at the Oregon National
Primate Research Center (ONPRC) for this study. At ONPRC, individuals are paired and held in cages
placed in a room with temperature and light regulation. Individuals had unrestricted access to water and
were fed Purina monkey chow (Ralston-Purina, Richmond, IN, USA) twice, daily. In addition to the standard
diet, individuals were also provided with fresh fruit and/or vegetables once daily. Animal use and care at
the Oregon National Primate Research Center (ONPRC) followed the National Institutes of Health (NTH)
Guide for the Care and Use of Laboratory Animals. ONPRC Animal Care and Use Committee approved all
animal use protocols.

For all individuals (n = 3), ovarian tissue was collected via necropsy or laparoscopically (total n = 152)
within the first few days of the menstruation. Once the ovarian tissue was extracted from the individuals,
they were processed in 3-(N-morpholino) propanesulfonic acid (MOPS)-buffered tissue holding media (HM;

CooperSurgical Inc., Trumbull, CT, USA) supplemented with 15% (v/v) serum protein substitute (SPS,
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CooperSurgical Inc.) and 29 mg/ml of the antioxidant L-ascorbic acid 2-phosphate sesquimagnesium salt
hydrate (ascorbic acid phosphate) at 37 °C. Specifically, ovaries were sliced with a Stadie-Riggs tissue slicer
(Thomas Scientific, Swedesboro, NJ, USA) into corticol slices which were then incubated to maintain viability
during the experiment. The 3 x 3 mm? corticol ovarian slices were incubated in HM with 5% CO2 at 37 °C
until they were needed for the experiments.

Prior to experimentation, follicles were manually dissected out of the incubated ovarian slices under a
dissecting microscope using a 25-gauge needle. Secondary stage preantral ovarian follicles with a diameter
between 120-250 pm were then selected manually; this size range corresponds to secondary stage-ovarian
follicles with 3 to 4 layers of granulosa cells. Follicles were then treated with collagenase and washed in
HM. A second round of selection occurred to remove any follicles with abnormalities following the criteria
described in Xu et al. [207]. Briefly, follicles were selected based on having at least three layers of granulosa
cells with no clear antral cavity, an intact basement membrane with attached stroma, and a visible, centrally
located, oocyte. Standard petri dishes were prepared containing a minimum of 3 follicles held briefly in

holding media to equilibrate until the experiments (described below) were conducted.

2.4.2 Experimental Design

All experiments conducted were completed across three days, such that all ovarian follicles used in a day
were from one individual.

Follicles were randomly assigned to one of fifteen treatment groups to measure whole follicle and oocyte
volumetric change. Treatment groups consisted of eight different solutions of solutes dissolved in HM, and
these are 0.5x Phosphate Buffered Saline (PBS), 1xPBS, 2xPBS, 5xPBS, 1 M Sucrose, 15% w/w Glycerol
(GLY), 15% w/w Ethylene Glycol (EG) and 15% w/w EG mixed with 15% w/w GLY. Each PBS solution
was further separated into one of three different temperature groups (37 °C, 22 °C, 4 °C). All non-PBS
treatments were conducted at 22 °C and 37 °C. All PBS treatment groups were equilibrated in HM at the
appropriate temperature before further experimentation took place. The osmolality of each solution was

measured each day of experimentation to ensure the correct concentration had been prepared.

For efficiency, multiple follicles were grouped in dishes and exposed to treatment simultaneously; equi-
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libration was achieved by quickly substituting holding media in the dish with the appropriate treatment
solution. Follicles were exposed to the treatment solution for 5 minutes, which is enough time for a complete
reduction to the smallest cell volume and partial volume recovery based on previous literature data [108, 179].
After exposure to treatment, (n = 127) follicles in each CPA treatment group were processed to measure
damage to TZPs (see below for description), and the remaining follicles (n = 23) were returned back to

holding media. Follicles exposed to non-permeating treatments were not equilibrated back to holding media.

2.4.3 Volumetric Change and Fitting Permeability Parameters

Inverted microscopes (Olympus CK 40) with attached digital cameras (Olympus DP11) captured photomi-
crographs every five seconds immediately before treatment and throughout the duration of the experiment (a
change from holding media to treatment solution and back). Camera 1 captured exposure at 37 °C, camera
2 at 4 °C, and camera 3 at 22 °C. Each image collected throughout the experiment was labeled with the
date, treatment type, and animal. Due to the variability of follicles collected from ovaries and decreasing
viability with time after removal, sample sizes are unbalanced. Measurements of follicles that moved out of
frame during the experiment were discarded.

Images were analyzed by hand circling the exterior follicle boundary and oocyte boundary using Fiji’s
circle tool [169]. The area of this circle was then calculated using the built-in measure feature. Volumes were
calculated based on the assumption of spherical follicles and spherical oocytes. Permeabily parameters were
estimated using a grid search to minimize the sum of square differences. For oocytes whose initial volume
was missing, an initial value was estimated assuming the data fit the two-parameter model. Parameters were

averaged within treatments. The code was written in Wolfram Mathematica [201].

2.4.4 Experiment 2 - Damage to TZPs

After exposure to solution treatments, a portion of follicles (n = 150) were removed from solution treatment
and stained with phalloidin. This staining has been shown to highlight TZPs [60]. These follicles were then
fixed and examined under a fluorescent confocal microscope. The best z-slice image was selected from each

follicle based on contrast, noise, and visibility of the oocyte. From this best z-slice multiple measurements of
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the fluorescence in a 1-pixel thick circle around the zona pellucida, the region spanned by TZPs were taken.
Those images that contained a large amount of noise or unusual florescence were reanalyzed using a higher
threshold. Once an image was measured, all of the measurements for a particular image were averaged into a
TZP score. This score was then normalized to the 1xPBS average score; again, 1xPBS served as the control.
This process was performed on follicles removed after 5 min of exposure to loading treatments (n = 127)
and for follicles that were equilibrated back to holding median (n = 23). This is similar to the methodology

demonstrated by El-Hayek et al. in 2018 [60].

2.4.5 Statistical Analysis of TZP score

For each treatment, TZP scores were normalized to the average TZP score for the 1xPBS at 22 °C this
normalization assumes that the control treatment had little to no damage to TZPs and makes the normalized
TZP score a fraction of intact TZPs. The 1xPBS treatment has osmolality very similar to holding media and
normal physiological conditions and therefore was considered a control; there was no measurable change in

oocyte or follicular volume when follicles are equilibrated to 1xPBS.

Data for 1M Sucrose was only obtained from Animal B so this treatment group was excluded from

statistical tests that had an animal effect, or where n = 3 was of insufficient statistical power.

A type III analysis of variance (ANOVA) was performed due to the unbalanced treatment groups, to
determine if the solution, individual, or temperature had an effect on normalized TZP score; solution and
temperature were tested for mixed effects. Post-hoc analysis and pairwise comparison tests were conducted
to determine which, if any, specific treatments had statistically significant effects. A pairwise comparison
Tukey test was conducted between “loading” and “unloading” groups to see if there was additional damage
when follicles were equilibrated back to holding media. Finally, a Shipiro-Wilks test was also performed for
normality but the normalized TZP scores failed this test with a p < .05 (p = 0.03962). While normality
of residuals is an assumption of ANOVA they are relatively robust and still viable, see Glass et al. [76].
All analysis was performed using the R programming language (Version 4.0.3) in the RStudio environment

(RStudio: Integrated Development for R. RStudio, PBC, Boston, MA, Version 1.4.1103).
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2.4.6 Analysis of Circularity

While performing image analysis, a high degree of non-spherical shrinkage was noted in the confocal imagery.
Correlation was tested between circularity and TZP score in the z-stack image. In this case, circularity
is defined as 27r/p, where p is the measured perimeter and r is the radius of an equivalent disk. Oocyte
circularity was calculated by isolating the image of the oocyte from the confocal images mentioned above;
in this process, a boundary was drawn around the oocyte with the exterior cleared, then thresholding and
binary transformation of the image was performed in Fiji [169]. In some images missing sections of the oocyte
boundary were manually filled in. Once a binary oocyte boundary was isolated, it was processed through

Mathematica’s “ComponentMeasures” function [201].

2.5 Results

In general, TZP damage oocured in all CPA equilibration treatments. Volumetric measurments of oocytes

were used to estimate the permeability parameters.

2.5.1 Volumetric change and model parameters

A Dunnett test was performed to compare the maximum change in measured whole follicle area against the
control treatment in each temperature regime. This test shows that there was no statistically significant
difference between the 1xPBS control group and the maximum change in the whole follicle area of any
treatments regardless of temperature, see Appendix A. Thus, no further analysis of whole follicle volume
change was performed.

Conversely, volumetric changes in the interiorly located oocyte were more prominent. Hyperosmotic
non-permeating treatment induced shrinking in the oocyte; whilst hypoosmotic treatments lead to oocyte
swelling. Data to construct a Boyle van ‘t Hoff plot were limited, therefore a literature value was used for
fitting. The osmotically inactive fraction, V;, for immature oocytes is estimated most recently from previous
literature value as 0.288 + .0366 [108]. In simulation, this value was rounded to 0.29.

Table 2.1 summarizes the results of estimating the permeability parameters for the oocytes. No oocyte
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volume data were obtained for solutions containing 1 M sucrose. Since TZP score only showed a significant
effect of temperature for treatment in 0.5xPBS, oocytes were only fit for permeability parameters at 22 °C.

Table 2.1: Table shows estimated permeability parameters at 22 °C for oocytes located within
preantral ovarian follicles where n is the number of oocytes.

Treatment L, (pm/ sec) P, (pm/ sec /atm) n
PBS 0.013 £ 0.00 N/A 1
EG 0.014 = 0.007 0.077 £+ 0.038 2
GLY 0.007 + 0.002 0.107 £ 0.018 3

EG with GLY ~0.005 & 0.004 Ps ¢ = 0.7980.776, P, cry = 1.150.621 3

TZP Score Results

A comparison of the animal control groups shows a statistically significant difference between animal A and
the other two animals, with animal A having an abnormally low TZP score for the 1xPBS control treatment;
therefore, data from animal A were excluded from further TZP analysis. This data removal included TZP
scores from permeating CPAs at 37 °C.

A comparison between the equilibration and removal of EG, GLY and EG with GLY showed no statistically
significant differences in TZP score. There were not enough data to determine if damage in 1 M sucrose was
significantly different between treatment and returning the follicles to holding media.

A statistically significant effect of treatment was observed on normalized TZP score (Type III ANOVA,
F(1,7) = 3.6216, p = 0.0049). A statistically significant effect of animal was not found (p > 0.05). Further
analysis of treatment looked at permeating CPAs and control, and within non-permeating treatments sepa-
rately due to the differences in osmotic response between the two groups as well as due to PBS treatments
being performed at multiple temperatures.

Within the non-permeating treatment groups (PBS and sucrose), PBS concentration had a significant
effect (TYPE III ANOVA, F(1,3) = 5.8061, p = 0.0019) and temperature had a significant effect (TYPE III
ANOVA, F(1,2) = 4.4027, p = 0.01793); however, there was no statistically significant interaction between

temperature and treatment, see Figure 2.2. Post-hoc Dunnett test (see Tables 2.2-2.4) within each PBS
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Figure 2.2: Box plot of the mean normalized TZP scores for each PBS treatment, the different colors
correspond to different temperatures.

temperature group showed a statistically significant effect between control and all other treatment groups at
22 °C (p < 0.05). Sucrose was only compared against PBS at 22 °C, since TZP data were only available at
this temperature. At 37 °C and 4 °C there was no statistically significant difference between the control and
any of the other treatment groups; it is worth noting that a pairwise comparison test showed that at 37 °C
there was a small statistically significant difference between the control group and 5xPBS (Tukey method
post hoc, t(45) = 2.672, p = 0.0495). The mean TZP scores at 22 °C for 0.5xPBS, 1xPBS, 2xPBS, 5xPBS
and 1M Sucrose was 0.3677 4+ 0.08, 1.00 £ 0.22, 0.3677 4 0.13, 0.0896 + 0.06, and 0.2221 4+ 0.21, respectively.
At 37 °C the mean TZP score for 0.5xPBS, 1xPBS, 2xPBS, and 5xPBS was 1.0965 + 0.23, 0.8680 + 0.26,
0.3194+ 0.17 and 0.1235 4 0.10, respectively. At 4 °C the mean TZP score for 0.5xPBS, 1xPBS, 2xPBS, and
5xPBS was 0.9688 + 0.30, 0.7275 + 0.22, 0.6646 4+ 0.18 and 0.2574+ 0.10, respectively. See Tables 2.2-2.5

for a summary of these results.
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Table 2.2: Mean normalized TZP score for non-permeating addition treatments at 22 °C as well as
the Dunnett test p-value. A * indicates a statistically significant difference from the treatment control
(1xPBS at 22 °C). The sample size n is the number of follicles.

Treatment  Mean Normalized TZP Score n molality molarity  pyynpett Test p-value
(mmol/kg)  (mol/L)
0.5xPBS 0.3677 £ 0.08 6 187 0.1861 0.0121*
1xPBS 1.00 + 0.22 6 323 0.3206 X
2xPBS 0.3677 £ 0.13 6 643 0.6346 0.0121*
5xPBS 0.0896 + 0.06 4 1600 1.551 0.0007*
1 M Sucrose 0.2221 £ 0.21 3 X 1 0.0114*

Table 2.3: Mean normalized TZP score for non-permeating addition treatments at 37 °C as well as
the Dunnett test p-value. A * indicates a statistically significant difference from the treatment control
(1xPBS at 37 °C). The sample size n is the number of follicles.

Treatment Mean Normalized TZP Score n molality molarity  pyynpett Test p-value
(mmol/kg)  (mol/L)
0.5xPBS 1.0965 £ 0.23 6 187 0.1861 0.7781
1xPBS 0.8680 + 0.26 6 323 0.3206 X
2xPBS 0.3194 £+ 0.17 6 643 0.6346 0.1791
5xPBS 0.1235 4+ 0.10 4 1600 1.551 0.0853

Table 2.4: Mean normalized TZP score for non-permeating addition treatments at 4 °C as well as
the Dunnett test p-value. A * indicates a statistically significant difference from the treatment control
(1xPBS at 4 °C). The sample size n is the number of follicles.

Treatment Mean Normalized TZP Score n molality molarity  pyynpett Test p-value
(mmol/kg)  (mol/L)
0.5xPBS 0.9688 + 0.30 5 187 0.1861 0.8446
1xPBS 0.7275 + 0.22 2 323 0.3206 X
2xPBS 0.6646 + 0.18 3 643 0.6346 0.9968
5xPBS 0.2574 £ 0.10 4 1600 1.551 0.5034
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Table 2.5: Mean normalized TZP score for permeating addition treatments at 22 °C as well as the
Dunnett test p-value. A * indicates a statistically significant difference from the treatment control
(1xPBS at 22 °C). The sample size n is the number of follicles.

molality molarity

Treatment Mean Normalized TZP Score n Dunnett Test p-value
(mmol/kg)  (mol/L)
15% GLY 0.2341 4+ 0.09 6 2158 2.2 0.0368*
15% EG 0.3605 £ 0.09 5 2503 1.868 0.0248*
15% GLY & 15% EG 0.3926 + 0.16 8 4788 4.04 0.0080*
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Table 2.6: Pairwise comparison of temperature within PBS treatment groups (Tukey). Statistically
significant groups are marked with *.

0.5xPBS

comparison  estimate  SE df t-ratio p-value

37°C-4°C 024395 027 45 0.905 0.6399
37°C-22°C 0.72875 0.249 45 2924 0.0146*

4°C-22°C 048479 0.27 45 1.799  0.1816

1xPBS (control)

comparison  estimate  SE df t-ratio p-value

37°C-4°C 0.25673 0.359 45 0.716  0.7553
37°C-22°C -0.132 0.249 45 -0.53  0.8572

4°C-22°C -0.38873 0.359 45 -1.084 0.5286

2xPBS

comparison  estimate  SE df t-ratio p-value

37°C-4°C -0.22893 0.312 45 -0.733  0.7452
37°C-22°C -0.04826 0.249 45 -0.194 0.9795

4°C-22°C 0.18067 0.312 45 0.579  0.8322

5xPBS

comparison  estimate SE  df t-ratio p-value

37°C-4°C -0.01761 0.312 45 -0.056 0.9982
37°C-22°C -0.02424 0.307 45 -0.079  0.9966

4°C-22°C -0.00663 0.321 45 -0.021  0.9998
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Post-hoc analysis of PBS treatments by pairwise comparison shows that for the control concentration,
1xPBS, there was no statistically significant effect of temperature. For 2xPBS as well as 5xPBS there was
no significant difference between different temperatures. Surprisingly, in hypoosmotic media, 0.5xPBS, there
was no statistically significant difference between 37 °C and 4 °C or 22 °C and 4 °C but there was a significant
difference between 22 °C and 37 °C (Tukey method post-hoc, t(45) = 2.924, p = 0.0146) see Table 2.6.

Dunnett test comparisons between permeating CPAs and control show TZP scores for all CPA treatments
are significantly different than control, see Table 2.5. Pairwise comparison shows that EG, GLY and EG with
GLY were not significantly different from each other in TZP score (p > 0.05), see Table 2.7. The mean
TZP scores at 22 °C for EG, GLY and EG with GLY was 0.3605 + 0.09, 0.2341 4+ 0.09 and 0.3926 + 0.16,
respectively.

Table 2.7: Results of pairwise comparison of permeating treatments using Tukey test. No significant
differences were found in the normalized mean TZP scores between permeating cryoprotectants.

comparison estimate  SE df t-ratio p-value

EG-EG & GLY  -0.1291 0.148 15 -0.873 0.6651
EG-GLY 0.0833 0.155 15 0.538  0.8542

EG & GLY - GLY  0.2124 0.139 15 1.532  0.3046

Correlation was tested between circularity and TZP score, since inverse correlation was weak within PBS
treatments (Kendall rank correlation coefficient, z = 0.959, p = 0.3374, 7 = —0.0866) as well as stronger but
still weak within permeability treatments (Kendall rank correlation coefficient, z = —2.0405, p = 0.0413, 7 =

—0.3184) no further tests were performed.

2.6 Discussion

This chapter’s experiments provide evidence that TZP damage is largely the result of CPA equilibration and
provides several of the parameters necessary to inform a mathematical model of preantral ovarian follicles. 1

review these results and also suggests a number of further experiments.

Non-human primate (NHP) oocyte and ovarian follicle data in the cryopreservation literature is very
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limited. NHPs all exhibit very similar reproductive systems both anatomically and chemically to that of
humans, yet only three studies provide volumetric data in response to CPAs for NHPs; those three studies
were conducted on rhesus monkey (Macaca mulatta) [179], cynomolgus monkey (Macaca fascicularis) [215]
and rhesus monkey (Macaca mulatta) [108]. This is the only study so far directly linking TZP damage to
volumetric response in non-human primates, however a very recent publication by Kawai and Shimada shows
very osmotically active solutions damage these connections in mouse ovarian tissue [111]. This recent study
supports our current results, that is, a connection between volume change and damage to the connections
between oocytes and granulosa within a follicle. This combined with the lack of additional damage seen
during equilibration back to holding media suggests that the damage to TZPs is mechanical and a result of
loss of volume; if the damage was the result of toxicity, which is usually exposure time-dependent, I would
expect to see further damage with the increased duration of exposure during equilibration back to holding
media. While the data on hypoosmotic treatments indicate that exposure to 0.5xPBS results in damage,
which could be from swelling; the fact that this damage was only observed at 22 °C but not at 4 °C or
37 °C suggests this may be an artifact of noise in the data. If this is the case, then I anticipate further

experimentation to support the results that substantial TZP damage does not occur in hypoosmotic media.

The estimated Ly, for PBS at 22 °C was 0.013 pm/s/atm in my study, this is in relatively good alignment
with the results previously reported by Karlsson et al. for immature denuded rhesus monkey oocytes of
an estimated L, for PBS of 0.0135pm/s/atm at 23.5 °C [108]. Similarly, the estimated volumetric data
parameters for oocytes within follicles are in relatively good agreement for previously reported permeability
values for EG with my study having shown an L, and P; value of 0.014 pm/s/atm and 0.077 pm/s at 22 °C,
respectively, with the studies by Karlsson et al. giving an L,, and P value of 0.0167 pm/s/atm and 0.12 pm/s
at 23.5 °C, respectively, in immature oocytes from rhesus monkeys [108]. However, due to the difficulty of
obtaining these measurements the permeability parameters were estimated with small sample sizes and large

error, this puts these measurements in question and further studies should be done to verify these parameters.

There was disagreement between our measurements of glycerol permeability and those previously pub-
lished. In this experiment, I estimated a relatively high, non-zero permeability for glycerol. It was previously

shown that glycerol was largely impermeable to immature oocytes in non-human primates [179, 215]. Pre-
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vious studies of non-human primate oocytes have found glycerol to be both damaging and impermeable
[179, 215] causing a response more similar to that of non-permeating solutes. My estimated permeability
parameter measurments came from a small sample size and exhibited a relatively large standard error; this
suggests that previously determined values in the literature may be more accurate. Additionally, glycerol
was reported to almost always cause non-spherical shrinkage of the oocyte and lasting deformation, thought
possibly to be due to damage of the F-actin by glycerination [215]. Alternatively, in my data, when calcu-
lating circularity for glycerol treatments, only 3 of the 6 oocytes exibited circularity less than 0.8; this value
corresponds to half of the oocytes remaining relatively circular and suggests that glycerol may not always
cause non-spherical shrinkage. Unfortunately, since circularity could not be measured at the same time as
volume change, my measurement of volumetric change may be capturing non-spherical shrinkage, which can
be misinterpreted as volume loss due to permeation of glycerol. Importantly, the closeness of the ethylene
glycol and PBS permeability parameters, even with small sample sizes and high error, suggests that experi-
mental data collected from cell suspensions, of which there is a great deal, may be used to inform tissue level

models; however, more experimentation needs to be done.

Unexpectedly, in the case of the mixture of ethylene glycol with glycerol I observed a significant increase
in permeability of both glycerol and ethylene glycol. In fact, I was unable to locate any study of oocyte
or follicle volume response to mixtures of CPA, even though such mixtures are commonly used [2, 41,
120, 143, 158]. T was additionally unable to find any previous study where the multisolute two-parameter
model with more than one permeating solute had been fit to experimental data. If mixtures of CPAs alter
permeability characteristics, particularly increasing permeability while not substantially increasing damage,
it could open new possibilities for cryopreservation. Another explanation for the estimation of the unusually
high permeability parameters is that the volumetric measurements captured non-spherical, also referred
to as non-isotropic, shrinkage. Given that it is difficult to visualize the entire oocyte membrane during
the complete duration of the volume experiment and that glycerol has been shown previously, and in our
work, to frequently cause aspherical shrinkage it is possible I was not accurately capturing the volumetric
change. In this experimental set up there was no way to screen for oocytes that shrink non-spherically

as prescreening can potentially alter the TZP score. Prescreening is commonly performed in experiments
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with denuded or mature oocytes, but this does not always succeed in preventing non-spherical shrinkage as
noted in previous studies [108, 179]. Given the incredibly high permeability parameters, small sample size,
and high variability in measurements, it seems unlikely that these estimated parameters are accurate, and
further experimentation is needed. Indeed this offers a potential explanation for why the mean TZP score
for this highly concentrated treatment was in line with the other permeating CPA treatments despite the
higher osmolality of this solution. Alternatively, the suspiciously large estimated permeability for EG and
GLY could indicate that the multisolute two-parameter model (Equation (2.1)) might not extend to multiple
solutes as well as previously thought, or that the combination of EG and GLY may have some unanticipated

effect that is ultimately protective toward TZPs (i.e. makes them more flexible).

To my knowledge, no studies have attempted to measure whole secondary stage follicle volume change.
However, a similar experiment with primordial follicles showed that change in whole follicle volume, when
exposed to 1.0 mol/L EG, was about 27% [5], corresponding to a change in radius of about 10%. Note that
additionally primordial follicles only have a single layer of flattened granulosa cells [197]. This amount of
change in a larger structure with 3 to 4 layers of granulosa cells combined with the high variability of the
data would likely be too small a change to be statistically significant with the experimental design used in the
present study, but it seems likely that the whole secondary stage follicle volume change is relatively small. It
is also possible that a longer duration of exposure is needed to capture the complete volume loss in the whole
follicle, despite a very rapid predicted equilibration of granulosa cells. The previously mentioned experiment
in primordial follicles required 5 minutes for complete volume reduction of a tissue with fewer granulosa layers
than the secondary stage ovarian follicles observed in this study. It is additionally possible that the granulosa
cells can compensate for the osmotic changes in the oocyte by stretching or deforming to some degree while
remaining tightly attached to their neighbouring cells, thus dampening the amount of whole follicle volume
change. Regardless of the amount of change in whole follicle volume, oocytes are visibly shrinking away
from the granulosa cell layers that surround them. There are several possibilities for how some TZPs remain
intact. These possibilities include gaps occurring between the granulosa cell layers that cannot be seen by
light microscopy, TZPs may be highly elastic or become so during equilibration, there may be deformation of

the basal lamina, there could be unequal forces on the TZPS, or there could be deformation of the granulosa
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cells themselves.

When follicles that had been exposed to permeating CPAs were equilibrated back to holding media there
was no statistically significant change in mean TZP score. This suggests that the volume reduction that occurs
during CPA equilibration coincides with the measured damage and that volume increase is not contributing

a significant increased damage.

Post-hoc analysis from the data set shows a non-statistically significant difference between 0.5xPBS and
1xPBS at room temperature, see Table 2.6; however, it does not show this in other temperature regimes
suggesting that this is anomalous. Individual variation in TZP score between follicles and oocytes even within
the same animal can be quite high; for example, the standard error in the 1xPBS was £+ 0.281 on a mean
of 0.90, this makes the analysis of reproductive tissue very difficult. Distinguishing the effects of treatments
can be obscured by this naturally occurring variation. Extensive variation, both between individuals and
even within the same individuals tissue, has been previously reported, but varies by species [22]. This large
variation reported in these tissues may be partially explained by subpopulations of follicles due to anatomical
differences that occur during development. Irving-Rodgers et al. found evidence that follicles may exhibit
significant differences in their basal lamina, including alterations in the connectivity with the outer most
granulosa cells; differences in the connectivity between the cells and the basement membrane could affect
the overall “stiffness” of the tissue [94]. Irving-Rodgers et al. defined some follicles as “loopy” in which
the basal lamina has actually looped into the follicle altering the shape and attachment of basal granulosa
[93, 94]. Further studies that elicit better understanding of intra- and inter-animal variation of reproductive
tissues have big implications for both cryobiology and reproductive medicine; currently, it proves a significant
challenge that requires larger sample sizes and numbers of animals which can be particularly difficult to come

by in primate and human studies.

This study involves equilibration of follicles in solution for 5 minutes, and due to the relatively slow
equilibration of primate oocytes as compared to other model species such as mice, this equilibration does not
have time to fully equilibrate to a maximum volume within the five minutes of experiment [108]. The reason
for this partial equilibration in experiment is that the tissue is somewhat time sensitive and has a limited

duration of viability outside of the ovaries [159]. Karlsson et al. measured the final equilibration volume
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as taking more than 10 minutes in the presence of typical CPAs in both mature and immature denuded
oocytes [108]. However, despite the lack of a complete expansion to the final cell volumes, it is still possible
to estimate the L, and Ps and to estimate the final volume as long as we have an accurate measure of the
initial rapid change in volume. Determining this accurately in tissue is complicated by not having any way
to determine when the CPA has been transported through the volume of media and granulosa cell layers
to reach the oocyte exterior, in some data sets there appeared to be a delay before osmotic volume change
occurred. In other data sets the volume change occurred rapidly. The differences between data sets made the
initial oocyte volume measurment difficult. I accounted for these difficulties by either estimating the initial
volume using the two-parameter equation or by assuming that the treatment reached the oocyte at the first

time step where volume change was measured immediately afterwards.

As mentioned, I was unable to account for non-spherical shrinkage (also referred to as non-isotropic in
some literature [215]) of the oocyte due to difficulty in visualizing the complete oocyte during the entire
equilibration. It is extremely difficult to obtain volumetric measurements within this particular tissue type.
The whole follicle exterior appears to exhibit very little shrinkage or swelling, likely due to tight bonds
between the granulosa cell layers and to the basement membrane, the basal lamina. Granulosa cells, being
too small to be seen under methods that do not require fixation, cannot be visualized experiencing volume
change during the equilibration process. The oocyte is partially obscured by these granulosa layers and as
cryoprotectant penetrates the tissue, the cells darken making visibility of the oocyte increasingly difficult,
often rendering the oocyte temporarily or permanently invisible to the inverted microscope. Preferentially
staining the oocyte to increase visibility would have required microinjection which is impossible to do without
risking mechanical changes to the follicle via the syringe. Additionally, dyes may alter the osmotic response
of the oocyte and some dyes can travel from the oocyte through the transzonal projections into the granulosa
cells preventing selective staining [17]. Future studies may be able to take advantage of clever use of new

staining techniques but would require extensive additional experimentation.

Future studies could be conducted with apparatus that can detect live changes in the volume of granulosa
cells; although this presents many technical challenges due to the small size of granulosa cells, about 10 pm

in diameter. It would also be very useful from a modeling perspective to test several different concentrations
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of a particular CPA to determine the concentration dependence on TZP damage. It is possible that the
shrinkage of whole follicles occurs on a time scale much longer than that of the oocyte and longer duration
equilibration may result in further TZP damage, although this seems unlikely based on the evidence that
the volume loss in the oocyte is the predominant cause of TZP damage. Further studies could be conducted
to examine the peculiar results encountered with a mixture of EG and GLY; the permeabilities of so-called
multisolute solutions require further experimental validation to ensure the accuracy of the two-parameter
model, as well as determine how such mixtures may offer protective effects on the TZPs.

The volumetic experiment provides evidence that permeability parameters from denuded oocytes can
be used in tissue modeling; and that possibly tissue modeling in general can use permeability parameters
determined from individual cells; however, this seems to contradict the findings of Higgins and Karlsson [86]
when they compared two different cell types in both monolayers and cell suspensions. The data allow for
the construction of a new cryobiologically relevant model that captures the mechanical intercellular forces
induced by the osmotic effects of CPA equilibration. This is the first study that can be used to correlate
the measured damage in transzonal projections with specific equilibration protocols. Additionally, this study
provides evidence that damage to TZPs during equilibration is mechanical damage and occurs only during
the“loading” of CPAs, and not during “unloading”. Combining data from this chapter with the model
developed in Chapter 3 will allow us to predict methods of improved CPA equilibration that minimizes

damage to the vital TZPs.

2.7 Conclusion

This study provides evidence that damage in this tissue type is mechanical in nature and establishes that
permeability parameters from cell suspension data can be used in tissue modeling. This means that tissue
models can be constructed from already existing literature values and fit to experimental data of damage
to intercellular connections. In the next chapter I will construct such a model that specifically focuses on
this tissue type and simulates in silico the results of this experiment for an average preantral ovarian follicle.
Since this model has been constructed based on data from rhesus monkeys it should be possible to adapt it

“off the shelf” for human tissues, which can be used to inform clinical models with further experimentation.

42



3 A 3D AGENT-BASED MODEL

3.1 Chapter Overview

This chapter presents a more detailed summary of cryopreservation modeling, agent-based modeling, and an
introduction to the model I constructed. The following section then goes through all the model’s components,
followed by a roadmap for the model’s construction and an overview of the final 3D preantral ovarian follicle
model. After this is an exploration of the model with numerical testing and parameter fitting using the
experimentally determined TZP score from Chapter 2. Following this section are simulations approximating
the experimental data from chapter 2, some simulation data exploring the importance of having working mass
transport and mechanics, and a presentation of a hypothetical equilibration to and from 15% (w/w) Ethylene
glycol. Following this, the chapter explores the model more in-depth with some parameter sensitivity testing.
After sensitivity testing, I present some simulations of hypothetical improved equilibration protocols. There
is then a discussion of the model covering its advantages and drawbacks. Finally, the chapter ends in a
concluding section to highlight what was covered, discuss the ramifications of the model, and give future

directions.

3.2 Introduction

Modeling can be used to design cryopreservation protocols with improved post-thaw success rates [26, 107].
These models often focus on accurately capturing one of three parts of the cryopreservation process: cry-
oprotectant agent (CPA) equilibration, cooling/ice formation, and warming. In regard to models of CPA
equilibration, significant progress has been made in understanding and accurately capturing the mass trans-

port in single-cells in suspension. More recently, models of CPA equilibration have been extended to capture
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mass transport in whole tissues [1, 27, 48] in an attempt to improve the storage of tissues for transplantation.
There are several approaches to capturing mass transport in whole tissues which include but are not limited

to; continuum models, network dynamic models, and cell-based transport models.

Continuum models are a class of models prominently featured in the tissue transport literature [8, 25, 96].
In continuum models, the tissue is usually treated as homogeneous, neglecting spatial variation in structure
and transport parameters. Continuum models are governed by a system of partial differential equations
(PDE) and associated boundary conditions. Compared to the agent-based approaches introduced in Chapter
1, continuum models are usually computationally less expensive in both memory and time-to-compute [168,
176]. Additionally, continuum models are well understood, and are widely found in scientific literature

[168, 176, 205].

In cryobiology there has been a wide diversity of continuum models, most using the model based on
Fick’s law of diffusion [173], but other more sophisticated models include a triphasic (water, CPA, and solid
fraction) articular cartilage model [1], and a one-dimensional porous media model [209]. Treating the tissue
of interest as homogeneous makes model implementation simpler but loses critical cell-level details (i.e. cell-
type specific toxicity) that may be important to understand cryopreservation related damage. To reach this
level of detail, other mass transport models have been implemented including “network dynamics” models,
[65, 65, 170], cell-based transport models [27], and other ad-hoc approaches [125] to try to capture details at

an individual cell level features.

Agent-based modeling is a promising modeling approach new to cryobiology that can accurately capture
transport as well as cell-level features. Agent-based modeling has been successfully demonstrated in cancer
research [103], population ecology [79], economics [4], and molecular biology [78, 176]. Agent-based models
can capture cell-level changes in mass transport, heat transfer, singling pathways including necrosis and
apoptosis, intercellular connections, toxicity, and even morphological changes. Agent-based models represent
a new paradigm in capturing cell-oriented effects that permeate through tissues during the cryopreservation

process [72].

In biological settings, the agents of an agent-based model behave autonomously, mimicking the responses of

cells (or other biological units) to external and internal stimuli. Analogous to signaling pathways, the virtual
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cell can detect changes in the environment and other agents, and analogous to other biological processes
these agents have “states” and can alter their behaviour based on time, size, or proximity. The interaction
between cell agents, their neighbors, and defined boundaries within the environment can be used to simulate
intercellular and inter-tissue connections. Features such as vascular structure, availability of oxygen, or
other substances can be simulated within the digital environment; this environment can vary to fit tissue
morphology as well as temporal alterations. The placement or packing of cells can be used to simulate
the interstitial spaces of non-homogeneous tissues or differently shaped tissue boundaries. The variety and
flexibility of this modeling approach combined with increasing access to higher speed and higher memory
computing has led to a large increase in the number of publications on agent-based models as well as the

development of many different software platforms for running such simulations [154, 176].

A similar technique to agent-based modeling has been previously utilized in a cryobiological model by
Benson et al. [27]. The Benson et al. model took advantage of the spherical geometry in hamster islets of
Langerhans to capture mass transport at the cell-to-cell, cell-to-interstitium, and interstitial levels. However,
to my knowledge the vast array of agent-based modeling tools is just begining to be applied to cryopreserva-
tion. Beyond my own work, Jennings et al. of Newcastle University presented a poster at Cryo2019 [101] on
CryoDynaMo an extension of BioDynaMo which utilizes agent-based modeling for predicting cooling and in-
tercellular ice formation. Additionlly, Jennings et al. presented futher on this modeling platform at Cryo2020
[122]. However, to my knowledge they have not yet published any peer reviewed results. A feature that
is insufficiently addressed in previous cryobiological models is merging the increasing understanding of cry-
opreservation relevant mass transport with the biophysics of intercellular connections. Several papers have
demonstrated that the process of cryopreservation alters tissue structures and produces strain and stress on

tissue connections during equilibration and cooling [15, 17, 111, 130].

The model presented in this chapter is concerned with capaturing the fist and last step in any cryopreser-
vation protocol: the equilibration of cryoprotectants (CPAs). Cryoprotectants are a necessary component
of cryopreservation, and are predominantly small, lightweight molecules that, when added to tissue or cell
suspensions, permeate through the cells and surrounding fluid [151, 203]. The equilibration of CPAs typically

involves the rapid movement of water out of cells as permeating CPAs move into the cell interior more slowly;
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this happens on a time scale of minutes and is affected by the concentration of salts and other ions in the
interior of the cells and in the cryopreservation media [70, 112]. Most cells, when exposed to the typically
used concentrations of CPAs, behave as osmometers and respond immediately to the change in external so-
lute concentration without osmoregulation. As such, the difference in permeability between water and CPAs
most commonly results in an initial rapid volume loss as water flows out of cells and a slower recovery of
volume as CPAs enter bringing a return of water to the cells interior; eventually, a new larger cell volume
is reached at equilibrium [70, 116]. The permeability of water and CPAs varies across species and cell type
[151]. In tissues comprised of heterogeneous cell types (i.e. ovarian tissue), the rate of equilibration can vary
widely between the different cell types and can be exacerbated by large differences in the isosmotic volume
of the cells. In particular this model attempts to capture the effects of CPA equlibration; namely, the change
in cell volumes, the accumulation of cryoprotectant chemical toxicity, and the resultant forces induced by

changing osmotic gradients.

This chapter examines the hypothesis that the differences in rates of change of volume for different cell
types within a tissue can result in significant damage as intercellular connections must compress or stretch
to accommodate changes to the sizes of cells. To wit, evidence of this is in the preservation of ovarian
tissues; Kawai and Shimada [111], Navarro-Costa et al. [147] and Bus et al. [37] have shown that in mouse
and bovine species respectively, damage occurs to the vital connections between oocytes and granulosa cells.
Additionally, evidence presented in Chapter 2 describes damage to transzonal connections (TZPs) during
CPA equilibration in non-human primates. Damage to TZPs may be a significant source for the lower post-
cryopreservation survival and fertility of ovarian tissues in mammalian species and may be of importance to

the cryopreservation of preantral ovarian follicles.

As introduced and discussed in Chapter 1, the cryopreservation of preantral ovarian follicles, is increasingly
being studied as a potential fertility treatment. This tissue type has particular importance in providing a
fertility option in juvenile cancer patients who are lacking mature oocytes or the ability to generate embryos
and receiving gonadotoxic cancer treatments. This tissue may also serve as a treatment for patients that

cannot undergo ovarian stimulation.
In order to design improved cryopreservation protocols for preantral ovarian follicles, and demonstrate
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the utility of agent-based modeling in cryobiology, in this chapter I test the hypothesis that differential rates
of change at the cell level, modeled via agent based modeling techniques, can explain observed damage to key
mechanical connections within tissues. In this chapter I implement and inform a model of preantral secondary
stage ovarian follicles with data from rhesus monkeys. The similarities between non-human primates, humans,
and other mammalian tissues mean that this model should be easily adapted across species. Additionally,
because this agent-based model uses cells as the agents, these models can be constructed using already
determined single-cell parameters as supported in Chapter 2. The model built within the PhysiCell framework
[72] consists of a finite volume diffusion solver paired with a custom cell level volume calculation using the
cryobiologically relevant multisolute two-parameter equation. Cells were created in silico within a virtual
cartesian microenvironment of uniform cubic voxels. Dirichlect boundary conditions simulate the addition or
removal of CPAs and salts. I approximate intercellular connections as springs governed by Hooke’s law and
fit for three spring constant parameters. Additionally, a toxicity cost function is calculated as described by

Benson et al. [29], and a novel mechanical damage score is implemented.

3.3 Mathematical Model

This section provides a detailed explanation of the components of my model as well as the underlying

assumptions.

3.3.1 Assumptions

The model I constructed takes advantage of several features that make preantral ovarian follicles a “simple”
tissue to capture using agent-based modeling. First, the tissue is relatively spherically symmetrical and has
a centrally located oocyte. Second, oocytes themselves are spherical, and are surrounded by densely packed
granulosa cells that are “cuboidal” and generally rounded in shape (Figure 3.1). As such, the geometry
of the follicle is convenient to approximate within a Cartesian space. Third, theca cells can be excluded
from the model as they are not essential for in vitro maturation (IVM) [206, 212]. Additionally, since theca
cells are sparse and connected to the exterior of the basal lamina, they are assumed to have little effect

on the intercellular forces within the follicle interior. The interior within the basal lamina which includes
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the granulosa cells and oocyte, often called the cumulus oocyte complex, is considered the essential unit for
cryopreservation [164] thus the focus of this model. Fourth, there are no blood vessels that enter the basal
lamina, so tissue vasculature can be excluded from the model. Finally, a preantral follicle has relatively few
cells, on the order of thousands, which makes the simulation with cell-agents computationally less expensive

in comparison to larger tissues.

Granulosa Cells Oocyte

TZPs

Basal Lamina
(basement membrane)

Figure 3.1: A labeled 2D cross section of a preantral ovarian follicle. Image is a Z-slice from a
confocal microscopy imaging where F-actin has been stained green. Oocyte is ~ 115 pm in diameter.

3.3.2 PhysiCell: selection and comparison

The model I constructed is based on a pre-existing computational framework and software called PhysiCell
[72] which allowed me to reduce construction and testing time. There are a tremendous number of software
platforms for agent-based modeling due to the wide variety of models and their idiosyncratic needs [176, 191].
I used several criteria for selecting a software platform.

1) The software had to be open source. It is vital to peer review that large scale modeling and code-based
research projects be open so that a complete understanding of the research can be reached. Proprietary
code is difficult to analyze and can make reproducing results unduly expensive. Additionally, open-source
platforms tend to be modifiable and extensible.

2) The software had to be able to run on a desktop computer. While I did have access to high performance

computing resources on campus, part of the goal of my project was to develop modelling that is widely
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accessible.

3) The platform needed to be parallelizable. Parallelization is essential for this research once the proof-
of-concept model is developed as even thousands of cells can take computing time from hours to days based
on the level of parallelization that is available and the sophistication of the model. Additionally, I hope to
create a model that will be extended to the modelling of larger tissues.

4) The platform needed to be somewhat future proof, i.e. be in relatively high use, with support and
updates as techniques and technology improve. It is important that the code base developed be useful in
modelling for as long a time as possible and that the code, at least in general, be transferable to other systems
and platforms down the line.

Based on this criteria PhysiCell was chosen. This project used PhysiCell verion 1.6 written in C++11

and compiled with g++ version 9.

Mass Transport

PhysiCell relies on a finite volume method diffusion solver which utilizes a fixed diffusion rate and uniform
cartesian lattice for any given substance as detailed in Ghaffarizadeh et al. [72]. The finite volume solver
PhysiCell utilizes called BioFVM [71], solves the transport PDEs by breaking the space into a discrete, three-
dimensional, finite uniform grid and solving the diffusion numerically in each of these grid spaces. Each cube
within the grid is referred to as a voxel. These voxels provide the microenvironment in which the cells exist
and can be activated as sources and sinks of up to 124 substances.

In practice, BioFVM solves for the diffusion across each voxel through a combination of operator splitting
and a Thomas algorithm approach. Details on how this is coded can be found in the supplementary material
of the paper by Ghaffarizadeh et al [71].

Specifically, in my model, the outermost voxels in a sphere around the tissue are set to be an infinite
source of the treatment solution at a defined concentration (i.e. Dirichlet nodes), and diffusivity is assumed
to be constant for each solute in PhysiCell. In order to accommodate expansion of tissue during hypoosmotic
treatments the diffusion of solutes from the Dirichlet boundary conditions to the edge of the tissue is ~ 36 pm

(Figure 3.2).
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Dirichlet Boundary

‘ 100 ym
0 days, 0 hours, 0 minutes, and 2.2517 seconds

Figure 3.2: A 2D cross section of the simulated ovarian follicle. Region containing voxels set to

Dirichlet conditions (initial boundary conditions) are indicated in blue.

To my knowledge, the exact CPA diffusivity parameters have not been determined for ovarian follicles, so
I adapt parameters from previous work from Benson et al. [27], Maroudas et al. [132], and Page et al. [149]
who modeled diffusion in similarly sized tissues and theoretical volumes. By default, PhysiCell implements

the following reaction diffusion equation,

0 .
P =DV~ Mo+ 5(p" —p) — Up+ > (@ — xk)Wi[Sk(pf, — p) — Ukp) in Q. (3.1)

ot cells k
This equation is discretized across a Cartesian mesh with domain 2 and boundary 9€2. In this equation p is
the vector of chemical concentrations, p* is the vector of saturation densities, t is time, d(x) is the Dirac delta
function, xy is the kth cell’s position with volume Wy, . Additionally, D is the diffusivity vector, and A is the
decay vector, and both of these remain constant throughout the domain. Lastly, S and U are the bulk supply
rate and uptake function, respectively, and these can have different values in each voxel. The summation
term that utilizes a Dirac delta function represents the built in cell uptake and secretion for the kth cell
and is not used by my model; instead, I utilized custom uptake code paired with the two-parameter mass
transport equation as described immediately below. In this equation, vector-vector products are Hadamard

products and multiplied element-wise[72].
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The uptake terms for cells in Equation 3.1 are not formulated to match what has become the standard
transport model in cryobiological applications, the two-parameter model. To have the cell agents interact
with the solute diffusion, I implement custom code in the PhysiCell package to model transport across the

cell boundary with the generalized multisolute “two-parameter” (2P) [116, 219] model as given by:
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Again, in this set of coupled equations L, corresponds to the permeability parameter for water also known as
the hydraulic conductivity, and P; ;, represents the permeability of solute k. The ELV% term is the total
internal osmolality of all k£ permeating solutes, where d,, is the conversion fractor for molarity to osmolality
for a given solute term. The remaining parameters are described in Table 3.1, Table 3.2, Table 3.4, and Table

3.3.
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Table 3.1: Table of state parameters.

Parameter Symbol Parameter Name Units
krzp spring constant for granulosa to oocyte attachment kg /s?
KBasement spring constant for granulosa to basement membrane attachment ke/ 2
kGranulosa spring constant for granulosa to granulosa attachment kg/s?
T Temperature K
S moles of solute mol
% water flux nm/s
a8 solute flux mol/pm? /s
M external osmolality of permeating solutes osmol/kg
M external osmolality of nonpermeating solutes osmol/kg
M internal osmolality of permeating solutes osmol/kg
M} intenral osmolalaity of nonpermeating solutes osmol/kg
s external concentration of permeating solutes mol/kg
ce external concentration of nonpermeating solutes mol/kg
cl Internal concentration of permeating solutes mol/kg
c intenral concentration of nonpermeating solutes mol/kg
Az displacement of spring pm
v velocity nm/s
k spring constant s2
m mass kg
a acceleration nm/s?
F force kg pm /s>
t time S
krel = km relative spring constant kg/s?
rest length of spring nm
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Table 3.2: Table of cell specific parameters.

Cell Type Parameter Symbol Parameter Name Value Units
Vo initial volume 817283 pm3
%8 osmotically inactive fraction 0.29 unitless
Oocyte
Ry initial radius 58 pm
A surface area of an oocyte 42273.3 pm?
o initial volume 523.6 pm?
18 osmotically inactive fraction 0.2 unitless
Granulosa
Ry initial radius ) pm
A surface area of a granulosa cell 314.159 pm?

The multisolute two parameter model (Eq. 3.2) is solved for each simulated time step using a second
order Adams-Bashforth method [18], initialized with a forward Euler step. For reference, the second order

Adams-Bashforth method is

3 1
Ynt+1 = Yn + ihf(tna yn) - §hf(tn—1a yn—l)a (3'3)

which is a numerical solution with step size h to the initial value problem

y' = f(t,y) with y(to) = yo. (3.4)

This method is explicit and thus not always stable, however it has a relatively low computational cost and

requires less custom code compared to the implicit second-order Adams-Moulton [95].

This formulation of the 2P model in PhysiCell requires osmolality values from the exterior of the cells;
however, the built-in diffusion solver calculates values in molarity. This leads to a mismatch of units between
the diffusion solver and the 2P model. In order to overcome this hurdle, I used a different form of the 2P

model where I calculate the movement of water using approximated molar fractions. This formulation is
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Table 3.3: Table of additional cell and system parameters used in my model.

Parameter Symbol Parameter Name Value Units
D diffusivity of CPA in tissue 530 pm/s?
D diffusivity of Salt in tissue 510 nm/s?
dx,dy,dz Voxel dimensions 10,10,10 pm
dt time step size 0.1 S
omp_num_threads number of processors used 8 unitless
R gas constant 0.08205 x 1073 J/molK
Vo partial molar volume of water 0.018068 1/mol
Vo partial molar volume of NaCl 0.0271 1/mol
Ve partial molar volume of EG 0.05577 1/mol
Vary partial molar volume of GLY 0.07368 1/mol

given by the set of equations:

w T (e e e)’
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w T S )
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i
J?i o cw
=,
Yoo (et tay)

dV. 1 x®
— Y — L ART | — 1 - .
a At (V Og(:v))

w w

(3.5)

The parameters for this set of equations are described above in Table 3.1 and Table 3.3; note that in this

formulation the L, and P; permeability parameters can be different than in other formulations of the 2P

model. The 2P model requires that L, and P be known for each cell type, and these parameters have been

established for many cell types, however these values have been predominantly determined in cell suspensions

or isolations and not within tissues [86, 172]. The experiment in Chapter 2 provided evidence that parameters

measured in isolated cells can apply within tissues, at least for oocytes. However, to my knowledge, previous

literature does not provide transport parameters for CPAs in granulosa cells in any mammalian species. The
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Table 3.4: Table of cell specific permeability parameters.

Cell Type Parameter EG Values GLY Values PBS Values Units

L, 0.0167 0.007 0.0135 pm/s/atm
Oocyte
Py 0.12 0.107 N/A pm/s
L, 0.0029 0.0029 0.0114 pm/s/atm
Granulosa,
P, 0.0345 0.0345 nm/s
Cell Type Parameter EG & GLY Values Units
L, 0.0053 pm/s/atm
Oocyte P, pc 0.798 nm/s
P cry 1.15 nm/s
L, 0.0029 pm/s/atm
Granulosa P, kg 0.0345 nm/s
Ps.cry 0.0345 nm/s

permeability of water and CPAs in granulosa cells likely follows a similar shrink-swell pattern seen in most
cells; there is evidence of this in primordial follicles, which contain one layer of flattened granulosa cells,
exhibit this shrink-swell [5]. Additionally, granulosa cells have been shown to exhibit mRNA indicating the
presence of several types of aquaporins; aquaporins are the main pathway for the transport of water and
a number of typical CPAs [167]. In my model I approximated the permeability parameters of granulosa
cells as adherent endothelial cells [68]. Adherent endothelial cells are small, roughly spherical cells that have
had their CPA permeability parameters measured and have been shown to be chemically and physiological
similar to granulosa cells [10, 19]. Additionally, adherent endothelial cell CPA permeability parameters have
been measured in monolayers [68] which could potentially have different permeability parameters than those
measurements made in cell suspenions [86] despite evidence to the contrary for denuded oocytes from Chapter
2. Parameters measured in monolayers, if they are different than cell suspensions, are likely to be closer to
their values within tissue [86]. However, there is a possible significant difference in adherent endothelial cells

and granulosa cells permeability to glycerol. Amorim et al. [5] showed that in ovine primordial follicles the
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Table 3.5: Table of simulation concentrations.

Solute Dirichlet Boundary Concentration  Units
0.5xPBS 0.1861 mol /1
1xPBS 0.3206 mol/1
2xPBS 0.6346 mol/1
5xPBS 1.551 mol/1

HM (holding media) 0.2534 mol/1
15% (w/w) EG 2.2 mol/1
15% (w/w) GLY 1.868 mol/1

granulosa cells appear to be relatively permeable to glycerol as compared to the adherent endothelial cells
in Fry et al. [68]. This difference suggests that granulosa cells could have a permeability to glycerol that
is more similar to that of other common CPAs but the exact value is unknown; because of this, I used the
same permeability values for ethylene glycol and glycerol in granulosa cells. Table 3.4 above contains all the

experimental permeability parameters used in this model.

The interstitial (i.e. reaction-diffusion) and transmembrane transport (i.e. 2P model) models are coupled
together via a reaction term in the diffusion code using custom code I wrote in PhysiCell to communicate the
uptake and secretion between the diffusion solver and our custom two-parameter model. This is performed
by assuming a conservation of mass between the voxels containing a granulosa cell or between the multiple
voxels contained within the granulosa cell. In this model I assume that salts are impermeable on the time
scale of CPA equilibration; this has been demonstrated as a reasonable assumption in oocytes as well as other

cell types [27, 50, 70, 108].

Since this model contains two cells of very different size — granulosa cells are approximately 10 um in
diameter, and the oocyte is on the order of 100 pm in diameter, the larger oocyte cell type is considered to
be made of multiple voxels (voxel rasterization), whereas the granulosa cell is approximately the same size of
a single voxel. The voxel size is uniform and set to be just a little larger than a granulosa so that on average

a single granulosa is contained within a single voxel. A granulosa cell is said to be located in the voxel whose
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center is closest to that of the cell center (lattice-free, center based agents). Alternatively, the oocyte is said
to be located in all the voxels contained within its boundary. In order to offset the effects of having multiple
cells whose edges may be in the same voxel, external concentrations are averaged. While, cell boundaries
may not fall exactly within one voxel, and granulosa cells could in theory occupy the same voxel, the amount
of uptake (or secretion) per voxel in a single time step is thought to be sufficiently small that should multiple
cells be considered part of the same voxel the error is still relatively small. Mass is always conserved; i.e.
cells whose centers are in the same voxel would equally split the uptake of that voxel. Error due to how
much of the voxel is occupied by a cell is partially accounted for in the model by multiplying the uptake in
an occupied voxel by the fraction of cell volume to that voxel’s volume. The oocyte’s uptake is averaged over
all the voxels contained within its cell boundary. The uptake in the ith voxel, U;, is approximated with the

following equation:

S =S,/ Vi if granulosa cell,

S>> (=S/N)/V; if oocyte cell .

Where S,, is the number of moles uptaken by the nth cell, NV is the number of voxels within the oocyte, S is
the number of moles uptaken by the oocyte and V; is the volume of the ith voxel. For a granulosa cell, the ith
voxel contains all the nth cells; for an oocyte N cells are contained within the oocyte boundary. Secretion is

treated as a negative uptake.

Lastly, it is important to note that, while cells do change in volume, a standard assumption in the 2P
model is that the surface area of the cell remains constant. This constant surface area is somewhat debated
in the literature but is the standard approach previous models have used [27, 108, 116]. While it is relatively
straightforward in theory to adapt a changing cell surface area in this model, the correct formulation is
difficult to determine, particularly as spherical cells are only an approximation of the true cell shapes. As
seen in microscopy images, like that in Figure 3.1, granulosa cells are only roughly spherical during CPA

equilibration.
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3.3.3 Mechanics

For the purpose of mechanics, I assumed that cells are connected to all of their immediate neighbours. In this
case, this assumption results in roughly hexagonal neighborhoods [97]. The granulosa cell neighbourhood is
assigned by connecting granulosa cells that are within 2 granulosa cell radii of each other, as measured along
a path directly from the center of a granulosa cell to center of its potential granulosa neighbour. The oocyte
neighbourhood is similar but instead of a neighbourhood distance extending 2 granulosa cell radii from the
oocyte center, neighbours are located a distance that extends from the oocyte center outward a length of
the oocyte radius plus 10 pm (the initial diameter of a granulosa cell). Any granulosa whose center falls
within the oocyte’s neighbourhood distance is connected to the oocyte. For clarity, in an ideal hexagonal

neighbourhood of same sized rigid spheres, an interiorly located sphere would have 12 neighbours [46].

Cells located on the exterior of the follicle received a spring force directly outward from the center of
the tissue such that the spring was attached to outermost point of the cell membrane (plasma membrane);
the spring approximated the basement membrane (basal lamina), while all other connections were springs
attached to neighbouring cells and extend directly along the shortest path between neighbouring cell centers.
The cell-to-cell connections are approximated as an ideal frictionless springs governed by Hooke’s law [89]. In
order to account for the mass term in force calculations, I used a relative spring constant which contains the
mass term (Equation 3.6, below). In order to account for the significant difference in mass between the oocyte
and its neighbours without a mass term, the oocyte spring force was only applied to the oocyte’s neighbours.
Using a relative spring constant assumed a constant mass. While this is not biologically true, I assumed the
change in mass would impact the force negligibly relative to the spring constant. The relative spring constants
are krzp, KGranulosa, a0d KBasement and correspond to the connection between the granulosa cells and the
oocyte, the connection from granulosa-to-granulosa and the connection between the outermost granulosa and
the basement membrane, respectively. The spring force is assumed constant during a simulation time step;
this allows the relative spring constant to be translated directly into a per-time-step velocity as follows, where

Az is the distance the spring has been displaced from its rest length:
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F=ma (Newton’s Second Law),

= —kAx (Hooke’s Law),
(3.7)
a=—kAx/m,
a = —kyq Az, where ko = k/m and m is assumed constant.
Assuming constant acceleration over the time step, dt, since
dv
a=—
dt
Up+41 = Up, + adt at the n + 1 step then becomes (3.8)
dv
Un+1 = Up + kraAzdt (from vy, 41 = v, + Edt)'

Figure 3.3 shows a schematic of the spring set up.

Oocyt (0]
Lp ocy e, P ocyte
A

TZP Breakage Distance

o
....................

L Granulosa P Granulosa
P s

I(Basement kGranqusa

Figure 3.3: Schematic shows three springs with their corresponding spring constants. The wavy
green line represents the basement membrane of the follicle. Red spheres are granulosa cells and the
large blue spheres is the oocyte. The color of the parameters match the color of the cell type to which
they correspond.

The basement membrane springs and granulosa-to-granulosa springs remained intact regardless of their

displacement length but those between the granulosa cells and the oocyte were allowed to break. The

granulosa-to-oocyte springs represent the TZPs and therefore had a fixed breakage distance set to 10 pm
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which corresponded to both the isosmotic diameter of an average granulosa cell and the initial diameter of
all granulosa cells in my model. Additionally, this breakage distance aligned with the TZP lengths measured
in antral follicles by Baena and Terasaki [13]. By definition, the distance between two cell membranes, € is

given by

€= |[|x2 —x1|| =71 — 1o, (3.9)

where 7 and zo are the location of two neighbouring cells and r; and ro are the corresponding radii. The
spring rest-length, z, is set equal to epsilon at time ¢ = 0. The z, value can never be less than —0.2 pm,
the allowed cell overlap. This overlap represents approximately 20% of a granulosa cell’s initial diameter.
When € is larger than x, the spring force is an attactive force between the two cells attached to the sring.
Conversely, when ¢ is smaller than x, the force is repulsive. If € is equal to z, than the spring force is 0,
since this corresponds to no displacement of the spring from rest. Allowing the cells to overlap was a more
realistic way to approximate compressible cell morphology. By adjusting the both the stiffness of the spring
via the spring constant, and the amount of cell-to-cell overlap, different types of intercellular connectivity

can be approximated.

In order to compare damage in TZPs between my model and experimental data, I computed a model
TZP score. The model TZP score is the total number of intact TZP springs (granulosa-to-oocyte springs) at
a given time divided by the initial number of TZP springs, where the initial number of TZP springs is equal

to the number of granulosa cell neighbors the oocyte has at the start of a given simulation.

During simulation the position of the cells changes continuously (Figure 3.4). However, despite being

continuous, this movement seems to grow smaller in magnitude as the cell volume reaches equilibrium.

It is important to note that while a cartesian mesh (lattice) is used for calculating diffusion and simulating
the environment, this model is considered “lattice free” since agents do not need to fully occupy a particular
voxel and in fact, can overlap or stretch over multiple voxels. While lattice-free modeling can complicate

mass transport calculations it is vital for the accurate modeling of cellular motion.
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Figure 3.4: Change in position of a granulosa cell during an hour long simulation equilibrating in
15% ethylene glycol. (a) Shows x-coordinate, (b) y- coordinate, and (c¢) z-coordinate of the granulosa
cell.

3.3.4 Toxicity Model

A significant portion of the cell damage that happens during CPA equilibration is the result of CPA toxicity.
Previous work by Benson et al. [30] and Higgins et al. [85] has shown that the toxicity damage done by
cryoprotective agents is concentration and time dependent and can be estimated with a toxicity cost function.
This function relates a cell’s history to accumulated damage due to CPA induced toxicity. The toxicity cost

function is given as

ty
Jiox = Cépa dt. (3.10)
0
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In this function the toxicity cost, Jiox, is dependent on the accumulated toxicity induced by the intracellular
CPA concentration,Ccpa (t), over time t = 0 to t = ty. Ccpa is the intracellular CPA concentration. While
the toxicity parameters have not been measured for primate oocytes or granulosa cells, « = 1.6 has been
shown to approximate the damage well in plated endothelial cells [51]. Thus I used this value as a placeholder
until toxicity measurements can be made in this tissue type. By including a toxicity function my model could
account for CPA toxicity as well as mechanical damage to TZPs when designing and simulating improved

CPA equilibration protocols.

3.4 Testing and Construction of the Model: A road map for future

agent-based models

Agent-based models of tissues are complex and involve multiple discrete components that can be built and
tested individually before being combined into a single model. This modularity gives agent-based models a
great deal of flexibility in customization but requires extensive testing of each piece before final implemen-
tation. In my model, I have constructed an “average” preantral ovarian follicle with 3-4 layers of granulosa
cells. Theca cells and any tissue elements that would be outside of the follicles basal membrane are not
included.

The first component of the model that I constructed was a single oocyte utlizing basic, built-in diffusion
and with volume change governed by the 2P model. This oocyte was constructed using the parameters from
Karlsson et al. for denuded oocytes from rhesus monkeys [108] and my model was able to match Karlsson et
al.’s published results for a single denuded immature oocyte (data not shown). The oocyte constructed in
this model was also tested with human metaphase IT oocyte parameters (data not shown) [146].

After validating the 2P volume model with just a single cell, custom mechanics were constructed for the
tissue. While PhysiCell does have built in cell-to-cell interactions, the default neighbour function assumes a
general homogeneity of cell size in the tissue and takes advantage of adjacent mechanical voxels to determine
these neighbors. Since the cell types in follicles are extremely different in size (i.e. oocyte vs granulosa)

and PhysiCell assigns neighbours assuming similar sized cells a custom neighbour function was implemented.
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This custom neighbour function required changing the core code of PhysiCell to add custom vectors to the

cell-agent objects. I also constructed a custom velocity function that used these custom neighbours.

Note that PhysiCell is designed to update cell velocities at each time step, not cell forces, in order to
simplify calculation, the assumption is made that during each time step the force remains constant (see
equation 8). Since simulating many thousands of cells is computationally demanding and can make finding
errors slow and difficult, I constructed a toy model to test the mechanics function. This toy model consists of
a single oocyte and four granulosa cells lying along orthogonal axes such that all adjacent cells are neighbors

(Figure 3.5). The implementation of the intercellular springs was tested using this toy model.

¢

%
twmgwmw

¢

Figure 3.5: This set of 5 cells (1 oocyte in blue and 4 granulosa cells in red) serves to test the
neighbourhoods and spring connections between cells. Cells are not to scale.

One difficulty in using Hooke’s law with a custom velocity function was accounting for the resting length
of the springs. I opted to modify the core code of PhysiCell by adding a vector to store the initial distance
between a cell and its neighbors and setting this distance to be the rest length. These modifications do make
the initial set up phase of a given simulation significantly slower as they require looping through every cell
and comparing it to every other cell to ascertain their relative positions. However, after this initial set up,
velocity calculations and neighbour comparisons may be handled with some degree of parallelization which

is quite rapid, since it is only restricted in speed by the number of neighbours attached to a given cell.

Next, I developed code to link the diffusion solver and two-parameter model for multiple cell types with
multiple simultaneous permeating solutes. The 2P model was initially coded to be solved with a forward-

Euler method, but I converted the 2P model to using an Adams-Bashforth second order method for increased
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accuracy. Initially the 2P model handled only one permeating CPA, and this was rewritten as a vector version
to simultaneously handle multiple CPAs and non-permeating treatments. Initial versions of the linked code
between the diffusion solver and the 2P model were overly complex and difficult to parallelize. Eventually,
I coded a simple mass balance between the 2P uptake and the voxel(s) containing the cell, with an error
correction for volume differences between the voxel and cell (Equation 3.6).

Lastly, all of the model components were tested together in a 2D version of the follicle. This 2D model
was a single cross section of the tissue and comprised of approximately 150 cells. The 2D model was relatively
computationally slow due to a lack of consistent parallelization and the fact that the model relied on several
large add-on arrays that made scaling difficult and did not correctly account for the 3D voxel uptake. As
such, I further modified the core code of PhysiCell to allow additional new vectors to be attached to cell-agent
objects, as well as to allow for complete parallelization of every custom function except for populating the
vectors listing neighborhoods and the initial rest lengths of simulated intercellular connections. This allowed

for a scaling of the 2D model into the fully functional 3D model.

3.5 Overview of 3D model

PhysiCell takes advantage of the fact that, within a single time step, computing the cell’s state can be done in
parallel as long as the information from the previous time step is fixed and stored. Almost all of the custom
code I added to PhysiCell takes advantage of this parallelization by storing state values, and in some cases
previous time step state values, as part of the cell object. Within each time step multiple states are being
calculated by functions that must pass information between themselves before the final state for cell at that
time is calculated. For example when calculating the amount of volume change that occurs in a cell, the
volume state calculation requires determining the exterior concentration of solutes from the diffusion model,
modifying the cell volume model and then passing that information back to the diffusion model before finally
updating both the cell volume and the diffusion model. Because the code is trying to solve all of the different
agent and microenvironment states before updating their new values its important that careful consideration

be given to the order in which functions run. Figure 3.6 shows a schematic of the code run order.
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Figure 3.6: Flow chart of code run order. It is important to note that while each state is calculated
in parallel, some states must be done before others (i.e. toxicity is calculated after volume).
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In each simulation, the microenvironment is created first. This microenvironment is the virtual volume
containing the tissue as well as surrounding media and boundary conditions. The microenvironment is a
discretized space in which the simulation occurs and represents the simulation domain. The default dis-
cretization for PhysiCell assumes that voxels, the 3D cubes that make up a single discrete unit, are the same
volume as all the simulated cells. In preantral ovarian follicles the default is not a valid assumption due to

the large heterogeneity of size between different cell types and this is corrected for in my uptake code.

After, creating the microenvironment, cell-agents are created in the “set-up tissue” step. The cells are
created using a custom cell definition that has all of the cell initial conditions already set. First, an oocyte is
created and placed in the center of the simulation domain. Second, a spheroid of granulosa cells is created.
The granulosa spheroid uses face-centered close-cubic packing to assign the position of cells. However, in
order to simulate the compressibility of cells, a slightly smaller radius than the actual cell radius was used for
this positioning; this means the cells initially are placed with a small amount of overlap simulating the dense
compressed packing of real tissues. The granulosa spheroid code is a modified version of previously published
hanging drop spheroid code for simulating tumor necrosis [72]. The spheroid code here was modified to

contain a void in the central region where the oocyte has been placed (Figure 3.7).

After placing the cells, the neighbors are found and stored in memory along with the membrane-to-
membrane initial distance between each neighbor; as previously mentioned, these distances serve as the
spring rest length since all simulations are assumed to begin with tissue at an osmotic and mechanical
equilibrium. Similarly, the cells attached to the basement membrane (basal lamina) are added to the basal

lamina vector list. This is the only step where PhysiCell is forced to go through all of the cells in series.

During a simulation, after the set-up has completed, the main loop of the simulation begins (Figure 3.6).
Briefly, this loop steps forward in time by the smallest defined dt until the simulation ends. During this main
loop all the parallel cell functions run, followed by the cell and microenvironment state update functions.
Data, such as the cell position and volume can be exported at any of these time steps. Additionally, PhysiCell

has several prebuilt data visualization mechanisms that can be run during this loop.

In more detail, the functions that are called during the main loop are run in the following order: First,

BioF'VM handles the diffusion of solutes among voxels, then all the cell states are calculated, then corrections
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Figure 3.7: An exterior view of the simulated follicle (drawn using Wolfram Research, Inc., Mathe-
matica, Version 12.3, Champaign, IL (2021)).

to the diffusion values are calculated and, finally, all the cell and microenvironment states are updated with
these new calculated values. Cell states are determined in the following order: First, the mean concentration
at the oocyte cell boundary is used to calculate the oocyte volume change and to update the toxicity cost
function. Next, the velocities granulosa cells attached to the oocyte (TZP springs) are computed, and then
the state change from the volume uptake is passed to the diffusion solver. Next, the same state calculations as
done are done for the granulosa cells except here instead of TZP spring induced velocities the velocities from
the granulosa-to-granulosa and granulosa-to-basement membrane springs are calculated instead. PhysiCell
does allow for the calculation of diffusion, mechanics, and volume change to occur on slightly different time

scales. However, there is no evidence to suggest that mass transport or cell movement happen on very
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different time scales in the CPA equlibration of preantral ovarian follicles; so in the present model, all of the

functions are run at each time step to simplify analysis and modeling.

3.6 Numerical Testing

Since agent-based models are often computationally expensive, even with parallelization, the development
of accurate solvers and the correct selection of time and spatial step size is important. The core code of
PhysiCell has been shown to be stable with second order convergence in time, and with satisfactory accuracy
at time steps as large as 0.01 minutes [72]. The core code additionally has been shown to converge with
spatial steps (dz) as low as 5pm and as high as 40 pm. Since granulosa cells are ~ 10 um in diameter this
model conveniently uses a resolution dz that has been tested and shown to converge. The core code of
PhysiCell can utilize multiple different time steps, for example diffusion can be updated every 0.01 seconds,
while the cell mechanics is updated every 0.5 seconds.

In order to simplify the computation, I fixed all of the time steps in my code to a single time-step
throughout all of the coded functions. I then ran multiple simulations of the whole follicle with dt at 0.01,
0.02, 0.04, 0.08, 0.1, 0.2, 0.4, 0.8 and 1.0 seconds the latter of which is slightly larger than the 0.1 minute
time step shown to be accurate and stable in Ghaffarizadeh et al. [72]. In each simulation I compared oocyte
volume as a proxy for measuring the error in my code. I assume that dt = 0.01 s yields the true solution
of V(dt), the oocyte volume for a given dt, since the volume change of oocytes during model construction
aligned with the literature data when using this dt. As such, the error in the volume can be computed as the
mean absolute error (MAE):

SV (0.01) — V(dt)|

Err(dt) = - , (3.11)

where n is the number of simulated data points for a given dt. Results are presented in Table 3.6.

Here, it is clear to see that error remains extremely small and does not increase substantially under
dt = 1.0s. Futher, when cell volumes are plotted over time at these various time steps, the volume curves
all show substantial overlap (Figure 3.8). In previous iterations of my model convergence held below 0.2
seconds, therefore 0.1 seconds was used as the time step; however, with the current code it may be possible

for future simulations to use large time steps as the number of cell-agents demands.
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Figure 3.8: Normalized oocyte volume over time for different values of dt in seconds.

However, since rounding errors are a known issue in the current version of velocity calculations (Section
3.3) and this error increase as dt decreases (due to the multiplication of vector magnitudes much less than
1), there likely exists some optimal dt for the velocity function. Development of a velocity function without
this numeric instability is already underway. The current velocity function results in a TZP score variation

less than 1% at dt = 0.1. I did not attempt to adjust the dt further based on spring velocities.

3.7 Parameter Fitting

Using permeability parameters established in previous literature [68, 108, 215] and Chapter 2, I experimen-
tally fit the model to determine three spring constants (kpasement; KGranulosa; and krzp) and their associate
simulated TZP score to the experimentally determined mean TZP score as defined in Chapter 2 Section 2.4.
As this would require a large computational time, an exhaustive search of all the possible parameters for all
three spring constants was not possible. Instead, I searched smaller candidate regions of the parameter space
with likely values. Based on the current parameter fitting, there are different spring parameters for single
CPA treatments, multisolute treatments and nonpermeating treatments.

More specifically, fitting was done in multiple stages where two of the three spring parameters were held

constant while the third was varied. Using a least sum of squares to fit spring parameters produced kGranulosa,
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Table 3.6: Mean absolute error in oocyte volume calculated for different values of dt.

dt (s) Mean Absolute Error

0.01 0.0000000
0.02 0.0000483
0.04 0.0001316
0.08 0.0002568
0.1 0.0003077
0.2 0.0002802
0.4 0.0002781
0.8 0.0003536

1 0.0003864

krzp and kpasement Values at 22 °C with exposure to permeating CPAs of 0.3, 0.05 and 0.6, respectively. A
similar procedure was used to fit spring constants for the nonpermeating solution treatments, this produced
kGranulosa, kTzp and kpasement values of 0.4, 0.045 and 0.6, respectively, at 22 °C. Non-permeating solution
fitting followed the assumtion that 0.5xPBS did not contribute significantly to TZP damage. This is a
reasonable assumption despite this group showing damage in Chapter 2 since results were likely anomalous as
0.5xPBS did not show significantly more damage than control at either 37 °C or 4 °C. The multisolute mixture
of ethylene glycol (EG) and glycerol (GLY) were simulated using the permeating CPA spring constants. The
multisolute treatment was not included in fitting for the spring constants due to a high uncertainty in the
multisolute permeability parameters. Upon fitting for the spring constants, the goodness of fit was assessed
with an R-squared test, these results are presented below in Table 3.7.

Table 3.7: Results of R-squared for spring constant fitting. Note that for the nonpermeating spring
fit, 0.5xPBS was given the same experimental TZP Score as 1xPBS.

R2
Permeating Spring Fit 0.516

Nonpermeating Spring Fit  0.959
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3.8 Simulation of Experimental Data

Using the fitted spring parameter values, I ran 300 second long simulated treatments of preantral ovarian
follicles with my model. I simulated all of the room temperature protocols for ethylene glycol (EG), PBS,
and glycerol (GLY) from the experiments in Chapter 2. Only room temperature treatments were simulated
since the experimental results presented in Chapter 2 showed no statistically significant difference on TZP
score for temperature. Additionally, previous literature did not report non-human primate permeability
values for PBS near temperatures of 37 °C or 4 °C. In these simulations, I used published values for the
oocyte hydraulic conductivity and solute permeability of PBS and ethylene glycol due to the small sample
size and large variance in my experimental volumetric data [108]. I did however use the experimentally
determined oocyte permeability values for glycerol from the experiments presented in Chapter 2. Again,
granulosa permeability parameters were adopted from parameters for adherent endothelial cells based on the

work presented by Fry and Higgins [68]. These parameters are listed above in Table 3.4.

The results of all the simulations using CPA equilibration data from Chapter 2 are presented in Figures
3.10-3.13; in each of these figures, I have included a grey dashed line in the plot of TZP score vs time
showing the experimental TZP score as determined from the equilibration experiments in Chapter 2. In
order to highlight typical granulosa cell volumetric change throughout the tissue, the normalized volume
is presented from four sample granulosa cells along the simulation’s y-axis. Each sample granulosa cell is
from a different granulosa cell layer moving from the most inward granulosa cell layer to most exterior, these
granulosa are labeled (Figure 3.9). Figure 3.9 shows all the labeled volumes that can appear in the simulation
volume plots in this chapter. Additionally, many of the simulation figures in this chapter show the mean
TZP distance which I have defined as the average distance between the innermost surface of the innermost
granulosa cells and the exterior surface of the oocyte; this length corresponds approximately to the distance

that TZPs span.

Simulation of treatment in 15% (w/w) ethylene glycol showed a rapid shrink and then slower swell of
both granulosa cell volume and oocyte volume. The granulosa cell volume change was more rapid than the

oocyte. The whole follicle volume shrank and then swelled following the oocyte and granulosa cell response.
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Figure 3.9: A 2D cross section of the simulated ovarian follicle that lies in the x-y plane(axis not
shown). Sample granulosa cells, oocyte and whose follicle are marked in color.

However, the whole follicle volume reduction was much less than that of the cells having ended at a volume
about 90% that of the initial volume. I observed that the delay in response between granulosa cell layers
was small but detectable. The preantral ovarian follicle shrank symmetrically in the simulation, but the fit
spring parameters substantially underestimated the experimental TZP score. The TZP breakage was based
on the distance between the granulosa cell layers and the oocyte, with breakage predominantly ceasing once

the minimum oocyte volume was reached. These results are shown in Figure 3.10.

Simulation of treatment in 15% (w/w) glycerol also showed a rapid shrink of both granulosa cell volume
and oocyte volume however, the volume increase of the oocyte was slower than for the granulosa cells due to
the permeabily of the oocyte to the treatment being lower than for the granulosa cells. Whole follicle volume
showed a similar response to treatment in ethylene glycol. The TZP breakage in the glycerol simulation
oocured at about the same rate as initial decrease in volume, and the majority of breakage stopped when the

oocyte reached its minimal volume; the minimum oocyte volume also corresponded closely to the maximum
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Figure 3.10: Simulation results for equilibration in 15% (w/w) ethylene glycol. (a) Shows the
normalized change in volume for the whole follicle, oocyte and 4 test granulosa cells from each layer
along the positive y-axis. (b) Shows the TZP distance and the mean TZP score where the dotted grey
line is the associated experimental value for fitting mean TZP score under the same conditions.

mean TZP distance. The simulated TZP score was substanially higher than the experimental mean TZP
score. Simulation results are shown in Figure 3.11.

In this simulation the oocyte lost much less volume than in other simulations and began to return to
isosmotic volume. The mean TZP distance remained relatively small. Using the experimentally determined
permeability parameters from chapter 2, resulted in a much higher TZP score than the coresponding exper-
imental results from the same chapter. Figure 3.12 shows results from a simulation of the combination of
these two cryoprotectants using the spring constants found for permeating cryoprotectants.

The following simulations (Figures 3.13—3.16) represent equilibrations in varying concentrations of non-

permeating solute. The nonpermeating solute used here was PBS. Equilibration with sucrose was not simu-
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Figure 3.11: Simulation results for equilibration in 15% (w/w) glycerol. (a) Shows the normalized

change in volume for the whole follicle, oocyte and 4 test granulosa cells from each layer along the

positive y-axis. (b) Shows the TZP distance and the mean TZP score where the dotted grey line is
the associated experimental value for fitting mean TZP score under the same conditions.
lated due to a lack of permeability parameters at the correct temperature.

In simulated treatment with 0.5xPBS the granulosa cells and oocyte swelled as predicted by the 2P
model. The granulosa cells reached a maximum volume between 100 and 200 seconds in to the simulation.
The maximum granulosa cell volume was slighly less than about 1.3 times the initial cell volume. The oocyte
was still continuing to gain volume at the end of 300 seconds. The whole follicle volume increased slighly
(less than 10%) and then decreased a very small amount. Additionally, this hypoosmotic media treatment
simulation resulted in little to no damage to TZPs. The simulation results can be seen in Figure 3.13.

Simulated treatment with 1xPBS resulted in a fairly rapid shrinkage of the granulosa cells to between

80% and 85% of their original volume in less than 100 seconds afterwhich the granulosa cells remained at
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Figure 3.12: Simulation results for equilibration in a mixture of 15%et (w/w) glycerol and 15%et
(w/w) ethylene glycol. (a) Shows the normalized change in volume for the whole follicle, oocyte and
4 test granulosa cells from each layer along the positive y-axis. (b) Shows the TZP distance and the
mean TZP score where the dotted grey line is the associated experimental value for fitting mean TZP

score under the same conditions.

this volume. The oocyte was still shrinking at 300 seconds, but had reached between 85% and 90% of the
oocyte’s original volume. Despite 1xPBS being the control, this treatment showed simulated volume change
due to the difference between 1xPBS and holding media used in the experiment as presented in Chapter
2. TZP score is contiuning down at the end of 300 seconds but is only slightly below 0.9 at the end of the

simulation. Simulation results are shown in Figure 3.14

Simulated treatment in 2xPBS resulted in the whole follicle, oocyte, and granulosa cells reducing in
volume to a minimum value and remaining there. The whole follicle shrank about 5% at a rate slower than

that of either the oocyte or the granulosa cells. The oocyte reached a minimum volume slightly less than
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Figure 3.13: Simulation results for equilibration in 0.5xPBS. (a) Shows the normalized change in
volume for the whole follicle, oocyte and 4 test granulosa cells from each layer along the positive y-axis.
(b) Shows the TZP distance and the mean TZP score where the dotted grey line is the associated
experimental value for fitting mean TZP score under the same conditions. Note that the green dashed
line indicates the likely anomalously low mean TZP score from experiment at this temperature (see
Chapter 2); spring constants were fitted using the value at the grey dotted line.

60% of its initial volume between 100 and 200 seconds into the simulation. The granulosa cells reached a
minimum volume between 50% and 55% of their initial volume in less than 60 seconds. The difference in
volume response between the different layers of granulosa cells was very small but detectable. The mean TZP
distance grew rapidly, shrank slightly at around 60 seconds then continued increasing till approximately the
same time that the oocyte volume reached its minimum. Similarly, TZP score decreased until the maximum
mean TZP distance was reached. The simulated TZP score was slightly higher than the experimental TZP

score used for fitting.
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Figure 3.14: Simulation results for equilibration in 1xPBS. (a) Shows the normalized change in
volume for the whole follicle, oocyte and 4 test granulosa cells from each layer along the positive y-
axis. (b) Shows the TZP distance and the mean TZP score where the dotted grey line is the associated
experimental value for fitting mean TZP score under the same conditions.

7



0.9 \\
0.8 \
0.94 07 =
£ 06 = oocyte
g 051, . . . .
o — losa A
g 0.8 00 25 50 75 100 granulosa
he] = granulosa B
(0]
N granulosa C
©
g 071 = granulosa D
o
z — whole foliicle
0.6 1
0.5

0 100 200 300
Time (sec)
(a)

7 1.0

6
— 0.8
€
2
g —
c
gs 3
a a8
& o4
N o
[
c
3
= 0.6

4

3

04
0 100 200 300
Time (sec)
(b)

Figure 3.15: Simulation results for equilibration in 2xPBS. (a) Shows the normalized change in
volume for the whole follicle, oocyte and 4 test granulosa cells from each layer along the positive y-
axis. (b) Shows the TZP distance and the mean TZP score where the dotted grey line is the associated
experimental value for fitting mean TZP score under the same conditions.
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Simulated treatment of the follicle in 5xPBS produced a very rapid shrink in oocyte and granulosa cell
volume. The oocyte reached a minimum volume of about 40% that of its initial volume in less than 60
seconds. The granulosa cells reached a minimum volume between 35% and 40% of their initial volume in less
than 30 seconds. The whole follicle volume also rapidly shrank about 10% and then swelled slightly. The
mean TZP distance exceeded the TZP breakage distance of 10 pm rapidly resulting in all of the TZPs being
broken. The TZP score was slightly lower than the non-zero mean experimental TZP score. Results of this

simulation are in Figure 3.16.
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Figure 3.16: Simulation results for equilibration in 5xPBS. (a) Shows the normalized change in
volume for the whole follicle, oocyte and 4 test granulosa cells from each layer along the positive y-
axis. (b) Shows the TZP distance and the mean TZP score where the dotted grey line is the associated
experimental value for fitting mean TZP score under the same conditions.

Additionally, T used the toxicity parameter determined by Davidson et al. [51] and the toxicity cost

function first presented by Benson et al. [30], to simulate accumulated toxicity induced by equilibration in
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15% ethylene glycol. The accumulated toxicity increased steadily throughout the simulation and resulted
in higher toxicity in the smaller volume of the granulosa cells than in the oocyte. The results are shown in

Figure 3.17.
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Figure 3.17: Time lapse cross section showing increasing toxicity (darkening color) in cells with time.

3.9 Further Modeling

In order to demonstrate why it is vital to include granulosa cells in modeling damage to TZPs, I simulated
ethylene glycol equilibration with the granulosa cell uptake activated and deactivated as well as the gran-
ulosa mechanics activated and deactivated. The effect that granulosa cell uptake had on TZP score was
small but detectable; deactivation of granulosa cell uptake appeared to very minutely lower the TZP score.
Alternatively, deactivating granulosa cell mechanics, which involves deactivating the spring attachments to

the basement membrane, the TZP springs, and the granulosa-to-granulosa springs resulted in a drastically
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lower TZP score. The effects of these activations/deactivations are shown in Figure 3.18. In this tissue, the
activation or deactivation of these features does not appear to alter the volume change despite altering the

TZP score.
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Figure 3.18: Changes in TZP score during equilibration in 15% ethylene glycol while activat-
ing/deactivating tissue mechanics as well as activating/deactivating tissue uptake.

In the experimental data collected and described in Chapter 2 it was highlighted that CPA equilibration
resulted in all of the damage done to TZPs. In order to verify that this was the case in my model, 1
performed a simulated equilibration in 15% (w/w) ethylene glycol for 1200 seconds and then back to holding
media concentration for an additional 1200 seconds. As shown in Figure 3.19, it is clear that TZP score
decreased during the CPA equilibration and remained relatively constant while equilibrating back to holding
media. The mean TZP distance increased as the oocyte shrank and then became negatively valued as the
oocyte swelled into the granulosa cell layers. The swelled oocyte then began to push the granulosa cells
outward. A number of granulosa cells in this simulation were pushed outside the basement membrane and

“broke away” from the follicle.
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Figure 3.19: Simulation of equilibration to Ethylene Glycol followed by equilibration in holding
media. (a) Shows the normalized change in volume for the whole follicle, oocyte and 4 test granulosa
cells from each layer along the positive y-axis. (b) Shows the mean TZP distance and TZP score, with
a grey dashed line showing the expected TZP score from experiments.
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3.10 Sensitivity of Parameters

To determine the sensitivity of the model to the permeability parameters I tested the model with hypothetical
solutions of “high”, “low” and “normal” permeabilities for granulosa cells and the oocyte cell. The “normal”
permeabilities are those used for simulating ethylene glycol while high permeabilities are double the typical

literature values for ethylene glycol and the low permeabilities are half, these are given exactly in Table 3.8.

Table 3.8: The different permeability parameters that were tested to assess sensitivity. P was varied
from typical ethylene glycol values by doubling (high) and halving (low) the value.

Cell Type Parameter Symbol Normal EG Value High Value Low Value Units

Ly, 0.0167 pm/s/atm
Oocyte
P, 0.12 0.24 0.06 pm/s
L, 0.0029 nm/s/atm
Granulosa
P 0.0345 0.069 0.01725 pm/s

Permeability sensitivity tests showed that the volume change of the oocyte and granulosa cells were
independent of each other (i.e., all “low” oocyte permeabiliy volume curves overlap regardless of what the
permeability of the granulosa cells are). TZP score depended on both the permeability of the oocytes as
well as the permeability of the granulosa cells. Oocyte permeability had a larger effect on TZP score than
granulosa cell permeability. Higher permeabilities for both granulosa cells and oocyte correlated with higher
TZP scores. The following figure (Figure 3.20) shows the oocyte volume, a sample granulosa cell volume, and
TZP score during the permeability sensitivity testing. Additionally, the final TZP scores for each of these
sensitivity to permeability tests are presented in Table 3.9.

Increased permeability corresponded to a higher TZP score and decreased permeability corresponded with
a decrease in TZP score. Changes in oocyte permeability had a stronger effect on TZP score values than did
changes in granulosa cell permeability.

I also tested how sensitive my model was to variation in the spring constants. I measure the sensitivity
as change in TZP score produced when the spring constants are altered. I performed several simulated

equilibrations in 15% ethylene glycol, where two of the spring constants were held constant while the third
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Figure 3.20: The oocyte and granulosa cell volume response and TZP score during equilibration in
15% ethylene glycol while Py is halved (low), doubled (high) or remains the same (normal) for the
granulosa cells and/or the oocyte. (a) Shows the oocyte volume response. (b) Shows granulosa cell
volume response. (c¢) Shows change in TZP score.
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Table 3.9: Table shows the TZP score of varying (or not varying) the solute permeability for the
oocyte and/or granulosa cells up and down by 50%.

Granulosa

normal Ps High P, Low F;

normal Ps 0.19 0.27 0.03
Oocyte | High P 0.31 0.39 0.27
Low Py 0.03 0.19 0.00

was varied relative to the fitted values. TZP score increased non-linearly with decreasing kGranulosa- Similarly,
TZP score increased with decreasing kpasement- 1TZP score decreased with decreasing krzp. Changes in krzp
of 0.01 were on the same order as changes in the other two spring constants by 0.1. The results of these tests
are presented in Table 3.10.

Phenomenological parameters such as overlap distance, neighbor radius and spring breakage distance are
more difficult to test for sensitivity, because they alter the initial geometric conditions and initial neighbor-
hoods of the tissue. Additionally, these parameters have cross effects with the spring constant parameters.
A real cell can compress and stretch but that movement is captured in the TZP score by both the cell over-
lap and the spring constants. Additionally, real tissue connections in ovarian follicles are not necessarily to
adjacent neighbors [13, 60]. TZP connections are actually more akin to complex “spaghetti”-like networks
[13] (Figure 3.21). My model can only approximate these complex structures, and testing the sensitivity of
these parameters is difficult to isolate and partially reflected in the sensitivity of the spring constants. As

such, I did not test for sensitivity in regards to these other phenomenological parameters.

p—

4 Cumulus cell bodies (3)

\

]
]
i

Figure 3.21: Reconstructed TZPs from electron micrographs. Figure used under Creative Commons
licence from Baena and Teraski [13].
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Table 3.10: TZP score varies as spring constants are varied form the fitted parameters. The dark
band indicates the fitted spring constants. In each case, two spring constants were held fixed at the
fitted value while the third was varied.

Va'ry kGranulosa

kGranulosa kBasement kTZP TZP Score

0.1 0.60 0.05 0.44

0.2 0.29
S e

0.4 0.03

0.5 0.0

0.6 0.0

0.7 0.0

Vary kBasement

0.3 0.3 0.05 0.28
0.4 0.25

0.5 0.22

0.7 0.15

0.8 0.00

0.9 0.00

Vary krzp

0.3 0.6 0.02 0.00
0.03 0.00

0.04 0.03

0.06 0.27

0.07 0.31

0.08 0.38
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3.11 Theoretically Improved Protocols

Based on the simulations presented previously in this chapter, several different methods may be used for
improving CPA equilibration by reducing TZP damage while maintain osmotic tolerance limits and reducing
toxicity. One possible and standard method to find an improved protocol is to utilize multi-step equilibration.
This can be done by adding CPAs in progressively higher concentrations. Varying the number and size of steps
during equilibration results in different volumetric excursions between the granulosa and oocyte cells. Step-
wise addition (equilibrating in increasing concentrations of CPAs) and step-wise CPA removal are common
techniques in cryobiology [30, 99, 119, 195]. My simulations show that this method can be used to reduce
damage to intercellular connections. I show examples of a 2-step CPA equilibration (Figure 3.22) where
15% ethylene glycol is reached in two 300 second steps; the first step is to half of the final concentration
and the second step is to the final concentration. Additionally, I provide an example of a 4-step CPA
equilibration where 15% ethylene glycol is reached in four steps of 300 seconds (Figure 3.23); in each step
CPA concentration is increased by 1/4 of the final concentration. In the 2-step CPA equilibration TZP score
did not substantially decrease after the first step which resulted in a TZP score of 0.50. In the 4-step CPA

equilibration TZP score only decreased by less than 0.02 after the first step and the final TZP score was 0.74.

3.12 Discussion

The results presented in this chapter demonstrate that my model can capture the volumetric change and in
some cases the TZP score for an average preantral ovarian follicle during hyperosmotic CPA equilibration.
Using, these simulations I am able to generate hypothetical CPA equilibration protocols that can be used
to reduce damage done to ovarian follicles via osmotic and/or mechanical damage and may additionally
be able to minimize toxicity damage. In addition, as permeability and mechanical parameters are refined
experimentally, theoretical model predictions can be improved.

Specifically, the simulations in this chapter suggest that minimizing the volume change of the oocyte is
essential for minimizing the damage done to TZPs. Simulations in Section 3.8 and Section 3.10 show that

TZP score, a proxy for TZP damage, is mostly highly correlated with the amount and rate of oocyte volume
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Figure 3.22: Simulation of 2-step CPA equilibration. (a) Shows the normalized change in volumes
while (b) shows the mean TZP distance and TZP score.

change, and that TZP score decrese largely stops once the oocyte reaches its minimum volume. TZP damage
apears to be highly influenced by oocyte volume however simulations show that capturing TZP damage
during different protocols is not as straightforward as focusing solely on the oocyte. Accurate capture of
TZP damage requires an understanding of the way in which granulosa cell layers move relative to the oocyte
(Section 3.9) as well as the amount of volumetric change they experience. While granulosa cell movement is
difficult to capture experimentally (Chapter 2), simulations suggest that TZPs are extremely sensitive to the
connections between granulosa cells and the basal lamina, as well as between granulosa cells and the oocyte
(Section 3.10).

A number of numeric issues emerged during the creation of my model that have been resolved or are in
the process of being resolved. First, there is a slight variation of the TZP score between runs of less than 1%

this is due to a rounding issue in the force calculation. Second, because custom variables in PhysiCell are
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Figure 3.23: Simulation of 4-step CPA equilibration. (a) Shows the normalized change in volumes
while (b) shows the mean TZP distance and TZP score.

not vectors it was difficult to track the initial distances between a cell and its neighbours. This meant either
using an average rest-length, a rest length of zero where the cells are assumed to be just touching initially
(i.e. no rest length), or modification to the core code of PhysiCell. While excluding a rest-length for each
neighbour produced a workable model, the continuous oscillations of the springs contributed a fair amount
of error to the movement of the cells. This highlights the fact that the springs in this model are undamped
thus there will always be some motion of the cells. As mentioned earlier in this chapter the motion of the
granulosa cells does seem to decrease as cell volume equilibrates. Third, during the setup phase of the tissue
the neighbourhoods are assigned by code that runs through all the cells in order. However, since serially
looping through all the cells is only done once, it does not create a significant computational bottleneck.
Future versions of the code could be designed with a non-serial set-up phase but even testing with over

20,000 cells, far more than any preantral follicle, the set-up time is still relatively short (on the order of about
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1-2 minutes on an average specification desktop computer).

Additionally, while the effect of granulosa cell uptake is relatively small within a small tissue like preantral
ovarian follicles (Figure 3.18), the effect of cellular uptake on larger tissues scales with the size of the tissue
(data now shown). This suggests that accounting for cell level mass transport is more significant the larger the
tissue being modeled. While, this model does not account for other mass transport effects such as tortuosity
as in Benson et al. [27], it is possible that these sorts of features may be an important addition to larger tissue
models. Further testing on larger tissues could also indicate that a lumped tissue diffusivity term is sufficient
to accurately capture these features with enough fidelity to make the model useful. With all modeling, there

is a trade-off between computational resources and accuracy.

There are several imporant observations I made while fitting the spring constants. When fitting the spring
parameters during any of the simulations, I observed that the majority of TZP breakage occurred before or
at the minimum oocyte volume. I also oberseved a very rapid breakage during permeating CPA equilibration
and a slightly slower but steady breakage for non-permeating solution exposure till the minimum oocyte
volume was reached. If I set the kryzp spring constant to a value that was too low relative to the basement
membrane spring constant, all the TZPs broke within the first few seconds of simulation; alternatively if
the inverse was true, hardly any TZPs broke resulting in a TZP score that was too high. My model was
particularly sensitive to the ratio between the spring constants with the TZP springs being the most sensitive

by about an order of magnitude (see sensitivity testing below).

Addtionally, during experimental fitting it became clear that the appropriate spring constants to use for
fitting varied between follicles exposed to a single permeating cryoprotectant, multiple cryoprotectants or
solely equilibrated with non-permeating salts/solutes. Addtionally, CPA spring constants fit far more poorly
than the constants for non-permeating solutes. While surprising, there are a number of possible physiological
reasons why this may be the case. First, since spring constants are phenomenological parameters describing
what is actually a complex network of connections, it may be appropriate to have case-specific parameters.
Second, previous work by Songsasen et al., Younis et al. and Karlsson et al. [108, 179, 215] has shown that
non-spherical /non-symmetrical shrinkage occurs frquently in non-human primate oocytes during exposure

to hypertonic, nonpermeating solutions as well as CPAs which may confound our experimental data; one
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drawback of my model is that it lacks the ability to capture this non-spherical volume change. In Karlsson
et al. [108] immature non-human primate oocytes showed greater non-spherical shrinkage when exposed to
PBS than when exposed to ethylene glycol, however these sample sizes were very small. This non-spherical
shrinkage in tissue may be caused by non-uniformity in the TZP connection strengths which my model cannot
capture. Interestingly, Younis et al. was able to remove the occurrence of non-spherical shrinkage by pre-
treating oocytes using EGTA [215], a calcium chelator. Addtionally, the error in fitting CPA spring constants
could be the result of my findings that glycerol was permeable. This finding is contrary to what Songsasen
et al. and Younis et al. found [179, 215] and my sample size was small with high variability and could
have been confounded by nonspherical shrinkage as elbaorated on in Chapter 2. My CPA spring constants
are extremely sensitive to the permeability values for either GLY or EG so any error in these values could

potentially explain the poor fit. It will be essential in further work to examine these values more closely.

Fitting the combination of ethylene glycol and glycerol proved impossible in my my model. The extremely
high permeability values I determined in my experiment resulted in substantially less damage than expected.
One possible explanation for this could be non-spherical shrinkage in the estimation of these permeability
values or it could be some kind of “toxic” effect of the CPA mixture directly on the connections that is not
being accounted for in my model. Younis et al. showed that EGTA altered the cytoplasmic extensions that
are part of cumulus-oocyte connections [215]. In this study Younis et al. also showed that glycerol affects
F-actin networks, which can disrupt or alter multiple different components of the tissue, including TZPs and
the cytoskeleton, and can affect “more stable” and “less stable” F-actin networks differently. This could in
part explain the unusual results for the combination of ethylene glycol and glycerol, if there is a physical
change occurring to the tissue elasticity. It is also possible, but unlikely, that a mixture of ethylene glycol

and glycerol together have a dramatic effect on the oocytes permeability as measured in Chapter 2.

Despite the above mentioned possible shortcomings in fitting spring constants, for equilibration with a
single CPA or PBS, the values align well with qualitative observations from the experiment in Chapter 2,
and my model is able to be fit to the experimental data. Qualitatively, it makes sense that long string-like
TZPs are likely to be “weaker/less stiff” connections than the shorter gap junctions between granulosa cells

or the firm connections between granulosa cells and the basement membrane. In fact, Irving-Rodgers et al.
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[93] showed that in some follicles the basement membrane envelops the outermost layer of granulosa cells,
which would surely result in a very strong/stiff connection. Additionally, while the whole follicle does shrink
due to osmotic and spring forces, in simulations that shrinkage is within the statistically non-significant
range of whole follicle volume changes seen in Chapter 2. Furthermore, the spring forces do not result in
any significant gaps between granulosa cell layers, something that has not been observed in the experimental

data or previous literature.

Since computational resources have thus far been limited to desktop computing, it may be possible that
there exists a set of spring constants that appropriately fit all of the data for permeating, non-permeating
and multisolute treatments, and this region of parameter space is located in an unsearched region; however,
this seems very unlikely in the case of treatment with both ethylene glycol and glycerol, whose TZP score
was extremely high given the amount of volume change induced by such a high concentration of solutes. My

lab has secured access to an on campus high performance computing and plans to test this in the near future.

The most substantial drawback of this model was my the failure to closely fit CPA predicted TZP scores.
As previously, mentioned when discussing the inabilty to fit this data. There are a number of possible causes
for why my model could not capture a simulated TZP score that was close to the experimental TZP score.
One possibility is that the breakage distance is incorrect and should also be included as a fitting parameter.
Another possibility as mentioned above is that the permeability values for glycerol may be incorrect, and this
seems a likely explanation. Unfortunately, it is extremely difficult to measure these values inside tissue which
is likely why such parameters have not been measured before within follicles. This particular drawback can

likely be resolved with further experimentation and only minor refinement of the model.

Another drawack was the inability to capture multisolute equilirations expected TZP score. To date, no
reports of multisolute transport parameters exist for any cell-type in the literature and this makes comparison
for these values difficult as only theoretical values exist. While, the TZP score was higher than expected in
experiment, the simulated TZP score suggested very little damage to TZPs would occur which is not what

was observed.

One drawback in my model was the inability to capture morphological changes at the individual cell level,

particularly non-spherical shrinkage of the oocyte; cell-level morphological changes may be responsible for
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some of the damage that intercellular connections experience not just in oocytes but in other tissues. As
shown in Chapter 2, I observed and measured non-spherical shrinkage of the oocyte. Granulosa cells may
also experience deformation or non-spherical shrinkage, there is some prelimiminary observational evidence
of this in the confocal imagery taken for the experiments in Chapter 2 but it is not conclusive. To address

this, currently, the developers of PhysiCell have been beta testing different cell morphologies.

A possible issue with the model presented in this thesis is that there are several estimated parameters that
have not been directly measured experimentally. The breakage distance, cell overlap distance and cell packing
are all first order approximations and have not been directly measured. Similar to changes in morphology,
its unclear exactly how much of the tissue elasticity is the result of elasticity in the cellular membrane,
cellular structure or the intercellular connections themselves. While these parameters are only first order
approximations, they may be sufficient for the purpose of improving preantral equilibration protocols. The
estimation of compressibility of granulosa cells, and thus overlap distance, likely has a small effect on TZP
score given that TZP damage seems to occur when strain is applied to connections that are stretching as
opposed to compressing. The cell overlap distance and the closely related cell packing will effect the size of
a cell’s neighbourhood slightly but given that this packing regime is similar to ones used previously, this too
is likely a small effect. Alternatively the breakage distance could have a very significant effect on the TZP
score, but since this term is used both to establish the connections as well as determine where they break it

is difficult to analyze.

Another potential drawback that could be corrected in my model is the inability to capture the large
variability between individual follicles. Given how much follicles vary in the size, and distribution of cells,
it is likely that using a “mean” follicle is not the most accurate approach possible. A stochastically varied
set of cell sizes, connection lengths and spring constants could possibly capture this variability. However, a
stochastic agent based model would significantly increase the complexity of the model and require knowledge
of the statistical distribution of physical cell parameters. Unfortunately, to my knowledge, much of the
data for this is not currently available in the literature, particularly for primate preantral ovarian follicles.
However, this level of accuracy may not be required, if future equilibration protocols designed with my current

model produce improved CPA equilibration survival rates, it would demonstrate that this model is sufficient
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for its intended purpose.

Despite these drawbacks I have provided evidence in favour of my initial hypothesis that I could capture
the damage to intercellular connections by agent-based model, particularly for non-permeating solutes. Future
work could be directed to using models, such as the model presented in this thesis, to simulate and compare
new cryopreservation protocols. Furthermore, the results of both experimental and simulated equilibration
in the multisolute cocktail of ethylene glycol and glycerol suggest that further experimentation should be
done on multisolute solutions as they may provide either a protective effect to TZPs, either by altering
elasticity, by increase the permeability of the oocyte to CPAs, or some other unknown mechanism. Finally,
the model presented here can be further developed to include heat transfer for changing temperatures,
morphological changes, stochasticity of cell sizes and connection strengths, as well as more detailed mass
transport features such as tortuosity/diffusion channels and changing rates of diffusivity; these improvements
would allow for the simulation of larger tissues with higher accuracy and the ultimate goal of simulating an
entire cryopreservation protocol from start to finish. This model in its current state may also be applied to a
number of other cryobiologically relevant tissues such as islets of Langerhans, ovarian slices and early-stage

embryos.

3.13 Conclusion

Overall I have shown that agent-based modeling is a promising method for modeling preantral ovarian follicles.
My current model has the potential to optimize CPA equilibration for toxicity, osmotic tollerance limits and
TZP score. A variety of improved equilibration protocols can be rapidly tested and then experimentally
verified. With each experimental verification, the model can be further refined making the new iteration
better than the previous. This virtuous cycle is one of the reasons that modern computational modeling
holds so much promise for improving cryopreservation.

More generally, results presented in this chapter also show that agent-based modeling can be used to
produce cryobiologically relevant tissue simulations. This model has the ability to be modified to capture
damage in ovarian cortical tissue slices as well as other tissues types. Additionally, if one added stochasticity

to my model predictions based on the variability in experimental data via statistically relevant individual
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variation could be made. Furthermore, agent-based models can be combined with continuum models to
produce hybrid models [43, 52] where the speed of continuum models can be combined with the tissue and

cell level accuracy of an agent-based model.
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4 GENERAL DISCUSSION

In this thesis I present an experiment informed agent-based model of a secondary stage ovarian follicle.
The model simulates the changing size and intercellular forces experienced during the osmotic event caused by
CPA equilibration. This model can be used to generate further hypotheses to improve the CPA equilibration
of this tissue by minimizing damage to transzonal projections, maintain osmotic tolerance limits and minimize
toxicity. Additionally, this model serves as a proof-of-concept for increasingly sophisticated agent-based tissue

models to be used in the rational design of cryopreservation protocols.

In chapter one, I presented a brief overview of cryopreservation and vitrification in terms of theory and
practice; additionally, I relayed the basics of agent-based modelling and ovarian follicle anatomy. Agent-based
models in cryobiology can significantly improve and help inform new cryopreservation protocols, not just of
this vital reproductive tissue but for tissues in general. Agent-based modeling offers a scalable way to adapt
previously determined cell parameters to increasingly larger tissue models; these parameters are reasonably
available in the literature and are easier to experimentally measure than cells in situ. The cryopreservation
of tissues has tremendous implications for a wide range of fields and is increasingly the focus of research in
cryobiology.

In chapter two, I described the experiment used to inform this model and its analysis. This experiment
suggests that, at least in part, damage to critical transzonal projections (TZPs) arises from the differences
in mass transport between heterogeneous cells. This damage may be exacerbated by the comparatively tight
bonds between a secondary stage follicles basement membrane and the interior granulosa cells as well as
tight granulosa-to-granulosa bonds. This damage does not appear to be the result of the often observed non-
isotropic shrinkage of oocytes; but this effect can likely result in noise in tissue volumetric data. I have also
described an experimental procedure that can be used to quantify damage to TZPs from CPA equilibration

experiments.
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While obtaining volumetric data from this experiment proved difficult it did result in data that suggest
that mechanical damage of TZPs occurs specifically during the initial shrinking of CPA equilibration. This
shrinkage is known to be the result of rapid water movement out of the cell [136]. Future experiments could
be done to quantify whether the rate of this shrinkage alters TZP damage. Further experiments could also be
done to expand this data set and explore the counterintuitive results presented the a so-called CPA cocktail
of EG and glycerol. Additionally, further experiments could be done to validate the accuracy of or model

and use it to optimize a CPA equilibration protocol.

The experimental results show that it is likely that denuded oocytes have the same volume response as
those in tissue, which suggests that previous experimental data, may be used to inform agent-based models.
As mentioned in Chapter 1, one of the great potential promises of agent-based modeling may be its ability
to use experimental data from single cell or cell suspension experiments that already exist in the literature

and apply them to tissue models.

In the third chapter I describe the mathematical model and how PhysiCell software [72] can be adapted
to model CPA equilibration, and in particular tissues with large size differences between cell-types. The
ability to modify this open-source software allows for the development of tools that can be applied to many
different tissue types and different aspects of the cryopreservation process. In my model I first show that we
can recreate the mass transport data for immature non-human primate oocytes reported in the literature by
Karlsson et al. [108]. Then I demonstrate how a combination of experimental data, previous literature data
and astute estimates can inform a novel tissue model. This model is then fit for parameters that can be used
to estimate the aforementioned TZP damage. Additionally, I explore the sensitivity and convergence of the
model revealing some of its limitations. Lastly, I make predictions for an optimized CPA equilibration that

minimizes TZP damage.

As this model is used to develop future hypotheses, more data will in turn be collected to refine the model.
This virtuous cycle of refining computational models followed by ever better experimental hypothesis testing
allows for marked improvements in the design of cryopreservation protocols in general. Future versions of
this model can be expanded to run with a stochastically generated sets of cells and intercellular connections

to see if such a model can capture some of the large individual variation typically associated with this
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tissue type and the corresponding variation in TZP scores. The model can also be expanded to handle
changing temperature conditions and possibly morphological changes. The model could be validated with
the measurement intercellular forces using techniques such as atomic force microscopy [42, 126, 142]. Tt is
also limited by the lack of any granulosa cell permeability parameters in the literature, although careful
experimentation with Coulter counters may amend this in the future.

I hope this thesis and the work it contains serves as a starting point for an increased use of agent-based
modeling in cryopreservation and cryobiology in general. This type of model is an invaluable tool for studying
and understanding complex systems, generating new hypothesis and experiments, and improving the clinical

preservation of tissues.
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APPENDIX A

Table AO0: This figure shows the mean max volume change of whole follicle volume as well as the
Dunnett test p-value comparing the 1xPBS control for each respective temperature. No max change
in whole follicle volume differed significantly from control.

Non-permeating Addition Treaments at 22 °C

Treatment Mean Max Volume Change n  molality (mmol/kg) molarity (mol/L) Dunnett Test p-value
0.5xPBS 0.1379617 + 0.02739728 3 187 0.1861 0.9967
1xPBS 0.08215886 + 0.01532878 3 323 0.3206 X
2xPBS 0.1337449 + 0.04931207 6 643 0.6346 0.9946
5xPBS 0.2810633 + 0.08843819 5 1600 1.551 0.1581
1 M Sucrose 0.2432459 + 0.05724232 7 X 1 0.2824
Non-permeating Addition Treaments at 37 °C
Treatment Mean Max Volume Change n  molality (mmol/kg) molarity (mol/L) Dunnett Test p-value
0.5xPBS 0.06303601 £ 0.005084989 3 187 0.1861 1.0000
1xPBS 0.07171233 £ 0.01654794 6 323 0.3206 X
2xPBS 0.1369124 £ 0.03761273 6 643 0.6346 0.6091
5xPBS 0.1611896 + 0.04309305 6 1600 1.551 0.2839
1 M Sucrose 0.181057 &+ 0.02719241 7 X 1 0.1049
Non-permeating Addition Treaments at 4 °C
Treatment Mean Max Volume Change n  molality (mmol/kg) molarity (mol/L) Dunnett Test p-value
0.5xPBS 0.1045653 + 0.01889196 11 187 0.1861 0.2838
1xPBS 0.05141731 £ 0.02191832 10 323 0.3206 X
2xPBS 0.1080699 =+ 0.02499451 11 643 0.6346 0.2374
5xPBS 0.1167223 £ 0.04577974 5 1600 1.551 0.2987
Permeating Addition Treatments at 22 °C
Treatment Mean Max Volume Change n  molality (mmol/kg) molarity (mol/L) Dunnett Test p-value
15% GLY 0.2733577 £+ 0.06020668 6 2158 2.2 0.1629
15% EG 0.2206745 + 0.03328571 11 2503 1.868 0.3723
15% GLY & 15% EG 0.2469055 £ 0.06542084 8 4788 4.04 0.2456
Permeating Removal Treatments at 22 °C
Treatment Mean Max Volume Change n  molality (mmol/kg) molarity (mol/L) Dunnett Test p-value
15% GLY to HM 0.1738507 &+ 0.03128415 6 2158 2.2 0.8365
15% EG to HM 0.1017561 £ 5 2503 1.868 1.0000
15% GLY & 15% EG to HM 0.1745486 + 0.02811197 8 4788 4.04 0.8003
Permeating Addition Treatments at 37 °C
Treatment Mean Max Volume Change n  molality (mmol/kg) molarity (mol/L) Dunnett Test p-value
15% GLY 0.1728163 £+ 0.03590019 6 2158 2.2 0.1796
15% EG 0.1722034 + 0.05148093 4 2503 1.868 0.2796
15% GLY & 15% EG 0.2120962 + 0.03010522 3 4788 4.04 0.0994
Non-permeating Removal Treaments at 22 °C
Treatment Mean Max Volume Change n  molality (mmol/kg) molarity (mol/L) Dunnett Test p-value
1 M Sucrose to HM 0.09434567 £+ 0.02323709 6 X 1 1.0000
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