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Summary

This thesis investigates the potential for monitoring current and historic blood serum con-
centrations of amino acids via transdermal extraction using phenylalanine as a case study.
This work furthers the field of non-invasive monitoring of amino acid disorders which have
several advantages over invasive methods such as blood tests. In this thesis we derive mod-
els to simulate blood serum concentrations, the formation of the skin reservoir and, finally,

transdermal extraction of amino acids under an applied electric field.

Chapter 1 concerns itself with the biological background and sets up motivation of the thesis
by discussing amino acids, associated amino acid disorders, the overarching clinical problem,
skin structure and transdermal extraction methods. Chapter 2 then considers mathematical

techniques utilised throughout the thesis.

Chapter 3 formulates a model for the distribution of phenylalanine in blood serum. One
compartment and two compartment approaches are considered in both a fasting state and a
non-fasting state. We consider if these have a noticeable effect on the blood serum concen-

tration of phenylalanine.

Having obtained a model for the distribution of phenylalanine in blood serum, chapter 4
models the formation of reservoirs of amino acids in the skin. Prior work has identified
the existence of such a reservoir, but its formation has not been addressed. The models
developed consider the effect of the removal of outer layers of skin, the stratum disjunctum,
and production of amino acids in the skin. Unknown parameters are estimated by comparing
the model to in vivo and in vitro data.

Chapter 5 and 6 are concerned with transdermal extraction under an applied electric field.
Chapter 5 formulates the velocity induced by applying an electric field across a charged
interface. Chapter 6 utilises these results for modelling extraction of compounds through the

skin under an applied electric field.
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Chapter 1

Background

The aim of this chapter is to introduce the key biological concepts behind the thesis. We begin
by introducing amino acids and associated amino acids disorders, focusing on the amino acid
phenylalanine and the associated amino acid disorder, phenylketonuria. Having considered
amino acid disorders, we then discuss the current clinical problems associated with monitoring
these disorders. The main clinical problem revolves around having to use invasive methods,
such as blood tests, to monitor such conditions. Due to problems associated with invasive
sampling methods, prior work has proposed that an alternative to invasive sampling is non-
invasive sampling through the skin, called transdermal extraction [1, 2]. Mathematically
modelling transdermal extraction is the primary goal of this thesis, hence, once the clinical
problem has been discussed, the skin and the transdermal extraction methods, such as passive

diffusion and reverse iontophoresis, are considered.

The chapter is concluded with an overview of the structure of the thesis.

1.1 Amino Acids

The primary function of amino acids in the body is to form proteins. Proteins are polymer
chains comprised of over 50 amino acids linked by peptide chains [3]. Proteins are incredibly
important in the human body and perform a variety of tasks essential to life, such as being
the building blocks of body tissue, forming antibodies that help prevent disease and infection
as well as being a major source of energy [4]. Due to the multitude of roles proteins play in

the body, the human body is approximately 20% protein by weight [4].



Forming proteins is not the only biologically important role amino acids play in the body.
Amino acids also perform other roles such as acting as chemical messengers, either as neuro-

transmitters or hormones, and playing an essential role in metabolism [3].

1.1.1 Phenylalanine

Phenylalanine is an example of an amino acid [5]. From the structure of phenylalanine shown
in Figure 1-1 it is clear that phenylalanine has an aromatic ring, which allows it to absorb
UV radiation. Due to this, phenylalanine is useful in skin protection and an important
part of the natural moisturising factor (NMF) that controls skin hydration [5]. Additionally,
phenylalanine’s primary metabolite is tyrosine which is important in melanin synthesis [6];

melanin is important in protecting the body from UV radiation.

Figure 1-1: Structure of Phenylalanine. The chemical formula for this compound is
CgH11NO7 with an aromatic ring on the far left of the structure. Taken from [7].

Phenylalanine is taken into the body either by food intake, as it is present in meat, fish, dairy
products, nuts and aspartame, an artificial sweetener, or by the decomposition of proteins in
both the skin and general body muscle [8]. As an amino acid, phenylalanine is hydrophilic

and hence it is distributed evenly throughout total body water [9].

There are several ways that phenylalanine is eliminated from the body which can be broadly
split into metabolism and excretion. The metabolic pathways for phenylalanine are shown in
Figure 1-2. Route 1 represents hydroxylation of phenylalanine into tyrosine, a reaction that
is catalysed by the enzyme phenylalanine hydroxylase (PAH). This step is the rate limiting
part of the conversion of phenylalanine into carbon dioxide and water and is responsible for

approximately 75% of phenylalanine clearance [6] in the body.

The second route identified for metabolism is transamination into phenylpyruvate, which
is then metabolised into other compounds. Other metabolic routes exist, but these are

considered to be negligible in comparison to hydroxylation and transamination [10].



Figure 1-2: Metabolic pathways of phenylalanine. Route 1 represents hydroxylation of
phenylalanine into tyrosine and responsible for approximately 75% of phenylalanine clear-
ance in the body. Route 2 represents transamination into phenylpyruvate which is another
important metabolic process, especially in patients with phenylketonuria. Taken from [10].

Removal of phenylalanine from the body also occurs via the formation of muscle. Correspond-
ingly, muscle degradation can also generate phenylalanine. Typically serum phenylalanine
concentration in a healthy patient in a fasting state is between 0.057-0.060mM [10], and is
expected to be higher than this if food intake is considered [11].

1.2 Amino Acid Disorders

Amino acids, such as phenylalanine, are very important in biological processes [3]. Metabolism
is a key process in biological systems either involved in building up new compounds, an-
abolism, or breaking down organic matter, catabolism. Enzymes are proteins that catalyse
metabolic reactions with almost all metabolic processes in the body requiring enzymes to

achieve rates fast enough to sustain life [12].

Modern biochemical genetics has shown how proteins with specific structural and metabolic
properties are synthesised from genetic information [13]. Genetic information is stored in
chromosomes in cell nuclei encoded in DNA. Mutations in DNA can alter the structure of

a protein which can have several effects on the protein formed. The exact effect can vary



from affecting the function of the protein to the rate of synthesis depending upon the part of
the protein effected [13]. In enzymes, this can lead to reduced metabolism of an amino acid

which, depending on severity, can cause a variety of medical complications [13].

We consider the most frequent of amino acid disorders, phenylketonuria, which inhibits the

metabolism of phenylalanine.

1.2.1 Phenylketonuria (PKU)

Phenylketonuria (PKU) is the most frequent of inherited amino acid disorders and affects 1
in 10,000 people [14]. This particular disorder affects the PAH enzyme, limiting its ability
to metabolise phenylalanine and, depending on the severity of the condition, can lead to
a significant increase in blood serum concentration of phenylalanine. This is a problem as
phenylalanine is transported from the blood into the brain along with other large, neutral
amino acids (LNAAs) via LNAA type 1 transporter [15]. Phenylalanine has the highest
binding affinity to this transporter, thus will be selected for transport preferentially over
other compounds [15]. Hence, higher levels of phenylalanine increasingly limits the transport
of other LNAAs transported into the brain via LNAA type 1 transporter. Limiting the
transport of these compounds causes a decrease in cerebral protein synthesis (CPS) which

has been shown to be very important in cognitive development [15].

In short, phenylketonuria can cause mental health problems ranging from severe retardation
to minor 1Q loss [15], hence it is important to begin treatment of this condition as soon as
possible. Due to this, in combination with its prevalence, phenylketonuria is tested for about
a week after birth via a blood test with the sample taken from the heel of the foot [16].
Phenylalanine levels and the ratio of phenylalanine/tyrosine are tested using this sample
and PKU is diagnosed if systemic levels of phenylalanine are above 0.12-0.13mM with a

phenylalanine:tyrosine ratio of 2 or greater [16].

One of the considerations while doing this test is that 2% of positive PKU tests are a result
of a BH4 metabolism disorder, which needs to be treated very differently from PKU. For this
reason, PKU confirmation tests are done after the initial blood sample [16].

Once PKU has been identified, phenylalanine levels are then monitored at intervals through-
out the patient’s life. Phenylalanine levels are also monitored closely in pregnant women as

elevated phenylalanine levels in the mother can damage the unborn child [8].

The severity of the condition can be identified via a tolerance test, which is repeated through-

10



out childhood to get progressive measurements. This classification provides guidelines to the
amount of phenylalanine that should be in the patients diet. These different classifications

are detailed below and are relative to the bodyweight of the patient [16].
Classical PKU Phenylalanine tolerance less than 20mg/kg/day.
Moderate PKU Phenylalanine tolerance of 20-25mg/kg/day.

Mild PKU Phenylalanine tolerance of 25-50mg/kg/day.

Mild hyperphenylanemia (HPA) Phenylalanine tolerance of greater than 50mg/kg/day.

In this case a special diet is not required.

There has also been work into classifying PKU based on the results of genetic tests. Currently
over 500 different PAH mutations have been identified [16] and several databases exist which
predict the type of PKU a patient has based on their genotype combination. In this, different
allele mutations are given a mutation score of 1, 2, 4 or 8, with 1 being a severely inhibiting
mutation and 8 being a mildly inhibiting mutation [16]. The scores for the two relevant alleles
are then added together to give the assigned phenotypic effect of mutant PAH alleles score
(AV score) which can then be used to predict the severity of PKU [16].

There are some discrepancies in the genetic method, making tolerance tests still important
[17]. Additionally, recent papers have suggested that tolerance for adult patients is affected
by BMI and gender. A higher BMI results in a lower phenylalanine tolerance and women
typically have a lower tolerance than men [17]. This difference is likely due to BMI affecting
the volume of distribution for phenylalanine. Phenylalanine is hydrophilic [9] and hence
distributes itself throughout total body water. Total body water is normally considered to be
about 57% in a man at ideal body weight, but can decrease significantly, as low as 45%, with
higher BMIs. However, the reduction in tolerance has only been tested on a very small scale
[17], so follow up needs to be investigated before the effect of this result on phenylalanine

tolerance can be confirmed.

1.3 The Clinical Problem

Patients with amino acid disorders often have serum concentrations monitored via blood
samples which is an invasive procedure [10]. Invasive procedures have several drawbacks such

as risk of infection, patient discomfort and the requirement for trained personnel to administer

11



[18]. Finding a non-invasive method, such as transdermal extraction, would eliminate all of

these problems and allow tests to be administered more conveniently.

Due to the prevalence of amino acid disorders, especially PKU, there has been research into
finding blood serum concentrations of amino acids, like phenylalanine, via transdermal extrac-
tion [1, 2]. In vivo research has indicated that there is a significant reservoir of phenylalanine
in the epidermis which takes over 4 hours to completely clear before systemic levels can be
measured [1]. This is due to phenylalanine being formed in the skin as part of the natural
moisturising factor (NMF) which is discussed in more detail in section 1.4.2. Mathematically
modelling how this skin reservoir is formed and extracted based on historic systemic levels

would potentially allow PKU severity to be assessed using a short sampling time on the skin.

The goal of this thesis is to attempt to form mathematical models for the formation and
extraction of skin reservoirs of amino acids using phenylalanine as a case study. In later

chapters we will extend the model to also consider other amino acids, such as tyrosine.

1.4 The Skin

Clearly, a critical element in transdermal extraction is the skin itself. In this section, we
detail the main properties of the skin, starting by considering the overall structure before

focusing on the epidermis as this layer is the main barrier to transport through the skin.

1.4.1 Overall structure

Although skin samples vary between patients and areas of the body - scalp skin has a greater
density of hair follicles than skin from the palm etc - the main features of the skin remain
the same. Figure 1-3 shows a cross section of human skin sub-divided into 3 distinct layers,

the epidermis, the dermis and subcutaneous tissue.

Subcutaneous tissue is a layer of fat and muscle that varies significantly between patients

and is primarily used for insulation from heat and shock [20].

The dermis is comprised of connective tissue between the subcutaneous tissue and the epider-
mis. The dermis is primarily concerned with regulating body temperature, supplying oxygen
and nutrients to the epidermis and removing toxins from the epidermis [18]. It is also helpful

in shielding the body from stress and strain [18].

12



Figure 1-3: Cross section of human skin. Taken from [19].

The outermost layer is the epidermis which is comprised of several layers of keratinocytes
whose primary function is to provide a barrier between the body and invading pathogens
[18]. The outermost layer of the epidermis is called the stratum corneum and can range from
10-40pm thick in a brick and mortar type arrangement with keratinocytes in the final stage
of terminal differentiation, called cornoecytes, forming the bricks and a mixture of lipids

forming the mortar [18].

It has been previously shown that, due to this special architecture, for all but small, highly
lipophilic molecules, the stratum corneum is the rate-limiting layer for the transport of com-
pounds through the skin [21].

1.4.2 Epidermis

When examining chemical reservoirs in the stratum corneum, it is prudent to consider the
whole epidermis and the processes involved in forming the stratum corneum. This then allows
an understanding to be developed as to where these compounds come from. It is also worth

noting that there is no blood flow through the epidermis.

The structure of the epidermis is shown in Figure 1-4 [22]. The deepest layer is called the
stratum basale or basal layer and from here cells, known as keratinocytes, migrate upwards
through the layers undergoing a process called cornification [22] until they are eventually
shed from the surface of the skin by a process called desquamation [22]. The stratum basale

is a base layer of skin stem cells that generate other cells by asymmetric division [22]. The

13



new cells cease to divide and start moving towards the surface of the skin.

Figure 1-4: Cross section of human epidermis. Taken from [22].

From the stratum basale, cells enter the stratum spinosum or spinous layer. In this layer,
the keratinocytes become connected by desmosomes [22]. Desmosomes are cell structures
specialised for cell to cell adhesion [23] and connect the cells in the stratum spinosum together,
giving rise to the name spinuous layer as the cells appear to be spiky and connected via small

tendrils.

Above the stratum spinosum lies the stratum granulosum or granular layer in which ker-
atinocytes begin to lose their nuclei and intracellular lipids are released into the extracellular
space to start forming the lipid matrix between cells [22]. This lipid matrix makes the stra-
tum corneum quite impermeable and could potentially trap materials, limiting the transport

of compounds both into out and out of the body.
In this layer, cells also start to become more rigid with intermediate keratinocyte rods re-

inforcing the cell structure [24]. This process culminates in the stratum corneum with cells

becoming very rigid and developing a cornified envelope, making transport between cells and

14



the intercellular space difficult. In this, cells remain tightly linked by corneodesmosomes
which are desmosomes integrated into the cornified layer around cells [22]. Water content in
this layer is also reduced significantly [24] which could lead to an increase in concentration

of other compounds.

In the stratum corneum, or cornified layer, not only do cells become more rigid with a
very impermeable lipid matrix, but the natural moisturising factor (NMF) is also formed.
This is due to decomposition of a protein called filaggrin and corneodesmosomes between
cells into smaller amino acids which form the NMF [2, 22]. These amino acids keep the skin
hydrated despite exposure to external conditions by drawing in moisture from the surrounding

environment.

One of the amino acids formed in the NMF is phenylalanine, which is part of the reason that

skin reservoirs of phenylalanine are larger than would normally be expected [2].

The upper layer of the stratum corneum is sometimes split into a separate layer called the
stratum disjunctum [25]. This is a partially detached layer of the stratum corneum about to

be removed via desquamation.

1.5 Physiologically Based Pharmacokinetic Modelling

Pharmacokinetics is a branch of pharmacy that studies the movement of compounds in the
body. Physiologically based pharmacokinetic modelling (PBPK) is a sub-branch of pharma-
cokinetics that utilises mathematical modelling techniques such as enzyme kinetics [26]. This
is commonly used to describe the exact progression of drugs, toxins, nutrients and hormones
between different body areas. The body areas are usually split into different compartments
with movement of compounds between these compartments based on factors such as lipholic-
ity, molecule size and charge. For example, a highly lipophilic molecule will be found in

higher concentrations in fatty tissues than non-fatty tissues.

A prime example of a use of PBPK modelling comes when considering digoxin, a drug used
to treat heart failure [27]. Digoxin has been used for over 200 years, yet digitalis poisoning,
which is caused by toxic build up of digoxin, remains one of the most common causes of drug-
related hospitalisation [27]. This problem is an example of one that can severely reduced by
the application of PBPK modelling, which can identify if a dose, or series of doses, will cause

a toxic build up in the body.
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When considering amino acid reservoirs in the skin, it will be necessary to consider movement
of amino acids from the blood to the inner layers of the skin, the epidermis, and then into
the stratum corneum. This will require consideration of PBPK techniques, especially when

dealing with metabolism of amino acids in the body.

1.6 Dermal Extraction Routes

Movement of compounds through the skin can occur via several routes as demonstrated in

Figure 1-5. These routes can be broadly split into [28]:

Intercellular route - Transport through torturous pathways through the lipid matrix sur-

rounding corneocytes.

Intracellular route - Transport via penetration alternating through corneocytes and lipid

matrix.

Transappendageal route - Transport via appendages such as hair follicles.

Figure 1-5: Diagram of extraction routes through the stratum corneum. (a) represents the
appendageal route, (b) the intracellular route and (c) the intercellular route. Modified from
[29].

It is generally accepted that, due to the cornified envelope around cells in the stratum
corneum, the main route of transport for all but small, hydrophilic molecules, like water,
is the intercellular pathway [30]. Due to appendages covering approximately 0.1% of the
total skin surface area, this route is generally considered to be insignificant in transdermal
penetration [31]. However, recent work using scanning electrochemical microscopy and laser
scanning confocal microscopy has suggested that the appendageal pathway dominates trans-
port through the skin [32].

Prior work into flow through the skin has identified an empirically derived ‘reflection factor’

which decreases the flux of larger molecules through the skin [33]. An alternative approach
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is to use the Potts and Guy equation [34]

logso(kpems ™) = —6.36(20.18) — 6.0(2£0.6)x10"3MW + 0.74(20.07)logsokow ,

which expresses the permeability coefficient, kp, of a compound in terms of its molecular
weight, MW, and its octanol-water partition coefficient, Kow. Higher permeability coeffi-
cients correspond to more transport through the stratum corneum and, from the expression,
larger molecules therefore have less transport through the stratum corneum. The Potts and
Guy equation also links transport rates to the hydrophilic nature of the compound consid-
ered with more hydrophilic compounds, corresponding to a lower Kow, also having slower

transport through the stratum corneum.

Work into hindered transport through capillaries in membranes also suggests that the larger
a molecule is in comparison to the tube, the more restricted its flow through that capillary
is [35]. This concept is investigated in more detail in chapter 6, but again suggests that the

flow of large compounds will be restricted through small tubes.

1.7 Extraction Methods

This section briefly discusses passive diffusion and reverse iontophoresis through the skin.

These concepts are more fully explored in later chapters.

1.7.1 Passive Diffusion

The simplest skin transport mechanism is passive diffusion, the movement of substance from
an area of high concentration to one of lower concentration down a concentration gradient.

This allows compounds to be either extracted or inserted into the skin.

To extract compounds transdermally via passive diffusion, areas of skin are cleaned before
being put into contact with a buffer solution either by dipping the skin in, in the case of a
finger, or attaching a chamber to the skin. The concentration gradient of amino acids and
other compounds between the skin and the buffer causes movement of these compounds from

within the skin to the buffer, for extraction, or vice-versa, for delivery.

When considering passive diffusion path length is an important factor, especially as the skin
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has a very complex organisation, and has been previously considered in transdermal drug
delivery [23]. As mentioned in section 1.6, there are also several different routes through the

skin each with different diffusion rates and path lengths.

Although passive diffusion is cheap and easy to use, it does have some drawbacks such as
speed with prior research into the extraction of amino acids suggesting it takes several hours
for a steady state to be reached [1, 2]. These issues make methods to enhance the amount

transported a current area of interest in drug delivery and non-invasive skin sampling [21].

1.7.2 Reverse iontophoresis

Iontophoresis is a method of transdermal drug delivery that works via application of a small
electric current to the skin [21]. This method has been used since the early 20th century [36]
in order to treat certain disorders of the eye [37] and skin [38]. Iontophoresis is now used
for treatment of Parkinsons disease and migraine pain [39] as well as having applications in
paediatric medicine [18] as problems with invasive methods, highlighted in section 1.3, are

often magnified in young children.

More recently, iontophoresis has been applied in reverse in order to extract compounds
through the skin; this technique is called reverse iontophoresis. Reverse iontophoresis is
the subject of current research [21] due to its potential to monitor compounds in the body
non-invasively. The GlucoWatch used reverse iontophoresis to continuously monitor blood
glucose levels in patients with diabetes and was trialled in the USA in 2002 [40]. Unfortu-

nately, this product did not make it to widespread distribution due to costs.

Although iontophoresis and reverse iontophoresis are effectively the same process applied in
opposite directions, prior research has shown that the flow rate for compounds into the skin
can be different to that of compounds out of the skin under an applied current [33]. This is

due to the skin being electrically asymmetric.

Reverse iontophoresis works by applying two oppositely charged electrodes to the skin and
putting a constant DC current between them. This enhances the transport of compounds
through the skin by two means. Firstly, ions move towards the oppositely charged electrode,
called electro-migration, and, secondly, bulk solvent flow through the skin carries both ions
and uncharged compounds through the skin, electro-osmosis. Under physiological conditions,
electro-osmosis occurs towards the cathode. Both mechanisms are well documented transport
phenomena [21, 33, 32, 41] and are displayed in Figure 1-6 [21].
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Figure 1-6: Reverse iontophoresis in diagrammatic form. Route (1) represents passive diffu-
sion which occurs in equal amounts to each compartment. Route (2) represents electro-
migration with positively charge compounds going towards the cathode and negatively
charged compounds towards the anode. Route (3) shows electro-migration into the cath-
ode compartment. Taken from [21].

In the case of phenylalanine, which is an uncharged molecule, we primarily focus on electro-
osmotic flow. Experimental work has also shown that phenylalanine is mostly collected in
the cathode compartment as would be expected from electro-osmotic flow [2].The role of

electro-osmostic flow in transdermal iontophoresis has been previously investigated [33].

1.8 Thesis Structure

The aim of this thesis is to model the skin and systemic disposition of amino acids and
investigate the potential for these compounds to be monitored via transdermal extraction
methods using phenylalanine as a case study. The thesis starts by introducing the core
mathematical techniques used through the thesis before moving on to model phenylalanine
distribution through the body.

Chapter 2 details the key mathematical techniques used throughout the thesis including

methods to solve and analyse ordinary and partial differential equations. This section also

details propagation of error, parameter estimation and Bessel functions.
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Chapters 3 to 6 each follow a similar structure. Firstly, the objective of the chapter is
introduced and a breakdown of key parameters is given as a reference for the rest of the
chapter. Having done this, key background concepts for the chapter will be introduced
before moving on to form appropriate models for that section and analyse them. Each of

these chapters is then completed with a summary.

Chapter 3 considers phenylalanine concentrations in the blood. Firstly prior serum models for
phenylalanine are assessed before presenting several new approaches for the systemic profile
of phenylalanine. A final model for use throughout the report is then chosen from these. This

chapter also considers the effect of food intake on serum concentrations of phenylalanine.

Chapter 4 moves on to consider time-dependent profiles of phenylalanine through the stratum
corneum based on the profiles found in chapter 3 in order to get an idea of the effect of blood
concentrations on the skin reservoir. Parameter estimations are obtained using in vivo data
[2].

Electro-osmotic flow is a complex topic which is critical to understanding the extraction of un-
charged compounds from the skin. Hence, chapter 5 gives detailed theory into electro-osmotic
flow dynamics using the Navier-Stokes equations, surface chemistry and micro-capillary the-
ories. This chapter aims to find the electro-osmotic flow velocity during reverse iontophoresis

in terms of known properties of the system.

Chapter 6 builds on the work presented in chapter 5 and forms a time-dependent system for
extraction of uncharged compounds from the skin using both passive diffusion and reverse
iontophoresis. Extraction is considered to occur through hair follicles and the intercellular
space separately. Results from in vitro extraction of mannitol [42, 43] are used to estimate
parameters such as the surface of the skin covered by pores. These results are then analysed
and the model changed accordingly to incorporate hindrance effects. Other potential changes,

including changes in skin resistance under an applied electric field, are also considered.
The final chapter then summarises the results presented in the thesis and suggests further

experimental work to validate the model structures presented and giving possible methods

to further improve the model based on the results of these experiments.

20



Chapter 2

Mathematical Techniques

In order to model the formation and extraction of chemical reservoirs from the skin, a variety
of mathematical techniques are used to analyse ordinary and partial differential equations,
estimate parameters and calculate error in calculated parameters. The objective of this
chapter is to detail these methods for use in later chapters and introduce the concept of

Bessel functions.

2.1 Steady State Analysis

2.1.1 Stability

For the n-dimensional system

d

‘&? —f(x) x[R", f[R", t[R n [N,

the steady state, x %$uch that f(x5= 0, is said to be asymptotically stable if there exists
some [ 0 such that if ||x(0) —x} < Fhen x(t) — x“hs t - oo. This occurs if all

eigenvalues, A, of the Jacobian matrix

of;
an

Jij (x)'=
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where eigenvalues are roots of the characteristic polynomial

det|d — Al =0,

have negative real parts.

2.1.2 Resilience

Resilience measures the asymptotic rate of return to a stable steady state, or the asymptotic
rate of departure from an unstable steady state, after a small perturbation [44]. There are
several different methods for measuring resilience with the most frequently used being based
on the eigenvalues of the system near the steady state considered. In line with the problems
encountered in this thesis, we consider the case where eigenvalues are real and distinct. For
this case, consider the linear system/the linearisation of a non-linear system near the steady
state where J CRM™" x [RM", n [Nland t (Rt

dx
T Jx x(0) = xo. (2.1)

This system has an exact solution given by

X = Xoe‘]t,
or
x = c1eMlvy + ceMlv, + c3eMlvg + ., (2.2)
where A1 are real and distinct eigenvalues of J with corresponding eigenvectors vi _ n.

Assuming, without loss of generality, that A1 has the largest real part of all eigenvalues, then
the return time to x™hfter a perturbation is dominated by this component. This can be

shown by rearranging equation (2.2):
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—A1t

e X =C1vy + Czeo‘z_)\l)tvz + Cge()\3_)‘l)tV3 + ... (2.3)

A1 has the largest real part of all the eigenvalues of A, hence [Kl= n, k [N, k B 1, Ax—A1 < 0.

Considering the limit as t — oo of equation (2.3), it is clear that

lim e Mx v,

to oo

hence for large time, the system’s decay rate will be approximately equal to A; and x will be

proportional to v1[44].

Considering the decay rate at large t, the time taken for x to reduce by a factor of Y, is
Yy Re(r;) and is known as the return time. The resilience of the system is defined as the

reciprocal of the return time:

Resilience = —Re(Ay).

For the system to be stable, the real part of all eigenvalues must be less than zero, hence
if resilience is less than zero then the system is unstable [44]. The larger the resilience, the
faster the system returns to the steady state after a perturbation. For complex or repeated

eigenvalues, there are alternative methods for calculating resilience discussed in [45, 46].

Resilience is used to measure the long term effect of a perturbation on the system, but ignores

short term transient behaviour.

2.1.3 Reactivity

Reactivity is a measure of instability and used to investigate the behaviour of the system

immediately after a perturbation [44].
If a system is reactive, then some small perturbations from the equilibrium will initially grow

in magnitude. If the system is not reactive then no small perturbations from the steady state

will initially grow in magnitude. This is demonstrated graphically in Figure 2-1.
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Figure 2-1: Demonstration of the difference between a reactive and an unreactive function.
The system described by Aj is unreactive and tends immediately to the steady state, whereas
the system described by Ay is reactive and increases in magnitude before tending back to the
steady state. Both systems start after a perturbation from a stable equilibrium. Modified
from [44].

Reactivity is a transient behaviour in the system; it is possible for a system to be both reactive
and stable.

Reactivity is defined as the maximum amplification rate, over all initial perturbations, im-

mediately following the perturbation [44]. Like resilience, considering the linear system or

linearisation of a non linear system

means that

mw

1 d

Reactivity = max = +— [l , (2.4)
Ixtigo x| dt T

which is the maximum proportional increase in the system state.
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Expanding the differential term on the right hand side of the above equation results in:

i ¢ ¢
d”X” . XT dX/dt + dx/dt TX
a2l |
xT IJ +JT7 x
2|[x||

(2.5)

i ¢
Given that 'J + 37 is the Hermitian part of J, H(J), and combining equations (2.4) and
(2.5) results in:

| d||x||'"‘ xIH @)%
TR A S

(2.6)

The expression on the right hand side of equation (2.6) is known as the Rayleigh quotient
and the maximum value of this term over all possible initial conditions, xg, will give the
reactivity of the system [44]. By Rayleigh’s principle [47] this expression is maximised when
Xp is equal to the eigenvector, vi, corresponding to the largest eigenvalue of H(J), A1(H(J)).
Using this in equation (2.6) and recognising that H(J)vy = A1 (H(J))v1 results in:

VIH (J) v

vlTvl

_ MHE@WVIv_ MH@)[al

vivi [[vall

=M(HQ)).

Reactivity =

Hence, reactivity is determined by the largest eigenvalue of the Hermitian matrix of A. As
the Hermitian matrix is real and symmetric by definition, the eigenvalues of H(A) will be

real with orthogonal eigenvectors.

If reactivity is greater than zero, then the system will be reactive and some perturbations
will initially increase in magnitude with higher reactivities causing a more pronounced effect
[44]. If the reactivity is less than zero, the system is unreactive and an inital perturbation

from the steady state will not increase in magnitude.

25



2.1.4 Amplification envelope

Reactivity quantifies the initial response of the system to a perturbation from the steady
state and resilience the long-term asymptotic response. In a resilient and reactive system,
neither property quantifies the behaviour of the system between the initial perturbation and
behaviour as t —» oo. This is normally quantified by considering the amplification envelope
[44] and from this the maximal possible amplification of the perturbation and how long this

takes to occur.

The amplification envelope, p(t), is defined as the maximum possible amplification at time
t = 0 after a perturbation, x(0) = xo, to the asymptotically stable equilibrium at x = 0 to

the linear, or linearisation of the non-linear, system given in equation (2.1) [44]. Hence:

[Ix(0ll

t) = max :
IIxoll20 |[Xol|

Considering that x(t) = xe’t is the solution for x(t) in the linearised system, p(t) can be

rewritten as

Jt
Xp€

p(t) = max M,
lIxollE0  ||x0l|

which is the definition of the Euclidean norm of the exponential matrix, eJt.
From this definition of the amplification envelope, it is possible to find the largest possible

amplification of a perturbation, pmax, and the time at which maximum amplification is

achieved, tmax. This is done by considering

Pmax = T{lfg‘i p(t)7 (2-7)

and tmax being the time, t, at which this maximum is achieved.
We used the MATLAB function ‘expm()’ to find the exponential matrix via the Padé ap-

proximation and ‘norm()’ to find the largest singular value of the resulting matrix and hence

the matrix norm following [44].
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2.2 Parameter estimation - Gauss-Newton Algorithm

In mathematical modelling, it is not uncommon for some parameters to be completely un-
known. Regression analysis is a branch of statistics that can estimate the value of unknown
parameters. As most of the parameter estimation problems in this thesis involve non-linear
regression, it is necessary to consider an iterative approximation method to find the best
parameter estimate. In this case, we consider the Gauss-Newton method [48] in order to
find parameters that minimise the sum of squares between the predicted results and the

experimentally obtained data.
In general, the Gauss-Newton algorithm [48] takes m functions, often called residuals, r =

(ri, r2,.., rm)and n variables B = (B1, B2, ...Bn) with N < m and iteratively selects 3 to

minimise the sum of squares:

sB) = ri®). (2.8)

Given an initial estimate, B = B°, and the Jacobian matrix, J

or;j L

Jij: E )

i O, m], j O, n]

the method proceeds to estimate [ iteratively using

RS =P —(3TI)TNITr(R), (2.9)

where S is the iteration number.

In this thesis, the Gauss-Newton algorithm is used to find parameters for input into a model
function y = f(X,3) that minimises the sum of squares to data points (Xj,yi). To do this,
the residuals are selected to be [48]:

ri =vyi — f(xi,B).
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Considering that

o ! - OF (x5, B) |

- P ,ml, ] , nj,
5 o mm), § O
the iterative formula in equation (2.9) can be rewritten in terms of the Jacobian of f with

respect to B, J¢:

BS*t = B°+ (3¢ Ir) N { r(BS).

Over iterations, B° should tend to some limit, Boo, resulting in an approximation of the

unknown parameter set that minimises the sum of squares given in equation (2.8).

2.2.1 Goodness of Fit

Having obtained parameter estimates using the Gauss-Newton algorithm, it is then prudent
to consider the goodness of fit of the predicted data to real data. In linear regression, it is
common to use a coefficient of determination, R?, test to see how well the model fits experi-
mental data. Prior work has shown that this approach is not appropriate when considering
non-linear regression [49]. As this thesis mainly deals with non-linear regression problems,

alternative methods were considered.

As an alternative, we consider the standard error of the estimate, 0, which is defined as

Pn
2
2 i:l(yi - fl)
— =il 2.10
¢ (2.10)
where yj is the predicted measurement and fj is the corresponding expected measurement
at data point i. N is the number of measurements considered [50]. The standard error
represents the average distance at that observed values are from the predicted line. Hence,
the lower the standard error the better the model fits the predicted results.
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2.3 Propagation of Error

In biological systems, there is usually a significant amount of variation between individuals.
Hence parameters for biological systems are usually expressed as a value % the standard
deviation based on the spread of results. If we have some parameter, y, which is linked to
other parameters, Xj, i [, n| by

y=f(x), x=(X1,X2,...,Xn),

where each X; has corresponding standard deviation 0 and f(X) is a linear or non-linear
function. In order to find the standard deviation in the calculated parameter y, oy, we

combine the standard deviations of X; [51]:

2.4 Continuity Equations

A continuity equation describes the movement of some quantity, for example energy, mass or
charge, through a system. These equations can deal with both quantities that are conserved
and quantities that are not conserved in a system. These equations are very useful in math-
ematical modelling and see frequent application in fluid dynamics, population dynamics and

biological systems. The general form of a conservation equation is

"C(X;t"z't) + Iy, 2, t) = F(x,y,2,1) (2.11)
for the operator
Tr
0 0 0
EI &, a,& )

where C(X,Y,z,1) is the concentration of interest based on position, (X,y,z), and time, t.

f(X,y,z,t) represents the rate of formation and decay of the quantity of interest in the
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system and J(X,Y,z,t) represents the flux. If the quantity considered is conserved in the

system, then f(X,y, z,t) is equal to zero.

Selection of the flux changes the behaviour of the system. In the next two sections we consider

the selection of flux to represent a diffusion and advection-diffusion based system.

2.5 Diffusion Partial Differential Equation

Mathematically, diffusion can be derived from the continuity equation, given in section 2.4,
combined with Fick’s first law, which states that materials move from a high concentration

to a lower concentration with a magnitude proportional to the concentration gradient [52].

Considering Fick’s first law, the flux in a diffusion only system is given by

J(x,y,z,t) = —=D(x,y,z,t) [C(K,y,z,1), (2.12)

where D(X,Y, z, 1) is the diffusion coefficient. Hence, using equation (2.11), diffusion is mod-

elled via:

ac(x,’gil’z't) — LM(x,y,2,1) [CK,y,z,1)) = F(x,y,2,1).

Considering the quantity of interest to be conserved in the system, f(X,y,z,t) = 0, with
constant diffusion coefficients, D(X,y, z,t) = (Dx, Dy, DZ)T, in one spatial dimension, X, as

has been done previously for skin models [52], results in:

aC(x,t) D 9°C(x,t)
it ax?

2.6 Advection-Diffusion Partial Differential Equation

Advection-diffusion equations are commonly found partial differential equations that describe

the distribution of physical quantities, such as particles or energy, in a system where diffu-
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sion and advection are occurring. Flux due to advection and diffusion is usually considered
to be additive with advection flux being directly proportional to the velocity of advection,
v(X,Y,z,t). Considering the continuity equation in equation (2.11), the flux in a diffusion

system given in equation (2.12) and the flux due to advection results in:

J(x,y,z,t) = =D(x,y,z,t) [C(K,y,z,t) + v(X,Y,z,t)C(X,Y,z,t). (2.13)

Combining equations (2.11) and (2.13) hence results in the advection-diffusion equation:

aC(X,a?t/,Z,t) B m(x'y’z’t) I:CIk,y,Z,t) - V(X,y,Z,t)C(X,y, th)) = f(X,y,z,t).

Considering v(X,Y, z,t) and D(X,y, z,t) to be constant in X, y and z directions

v = (Vx, Wy, V)T, (2.14)

D = (Dx, Dy, D)7, (2.15)
the advection-diffusion equation in 3 spatial dimensions can be written as

W+V. [Ck,y,z,t)= LD L[CK,y,zt)) +F(X,y,z,1t), (2.16)

with the 1 spatial dimension, X, form being:

0C(x,t) n 0C(x,t)

y 02C(x, 1)
ot ox

=D
X 9x2

+F(x,1). (2.17)
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2.6.1 Generalised Integral Transform Technique

The Generalised Integral Transform Technique (GITT) is a method of exactly solving ad-
vection diffusion equations [53] of the form given in equation (2.16) with non-homogeneous

boundary conditions and initial condition:

C(x,y,2,0) = Co(X,Y,2). (2.18)

The method presented in [53] solves these equations via a series of steps:
1. Homogenise the boundary conditions.
2. Reduce the advection-diffusion equation to a diffusion equation via substitution.
3. Implement the GITT to solve the resulting diffusion equation.

4. Transform back to find the analytical solution for the original equation.

Homogenising Boundary Conditions

In order to homogenise the boundary conditions, we consider the substitution for C(X,y, z, t)

C(x,y,z,t) = M(x,y,z,t) + F(X,y,2,1), (2.19)

where F (X, Y, z, 1) is any function that satisfies the original boundary conditions of C(X,Y, z, t)
and M(X,Y,z,t) is the new variable of interest. Using this substitution, equation (2.16)

becomes

aM(Xa:/Zt) +v. [MIx,y,z,t) = (D [MIx,y,z,t)) + G(X,Y,z,t), (2.20)

where G(X,Y,z,t) combines f(X,Yy,z,t) and all terms containing F (X,y, z,t). For simplicity
when considering time-independent boundary conditions, F(X,y,z,t) is normally taken as

the steady state solution to equation (2.16) and hence G(X, Y, z,t) contains no terms related
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to F(X,y,z,t). The new initial condition for M(X,y, z,t) is given by:

M(x,y,2,0) = Co(X,Y,2) — F(X,Y,2,0).

The boundary conditions for equation (2.20) are homogeneous as F(X,Y,z,t) satisfies the

boundary conditions on equation (2.16).

Reducing to Diffusion Equation

We now have a diffusion advection equation with homogeneous boundary conditions. The
next stage in finding an exact solution for C(X, Yy, z,t) is to reduce the problem to a diffusion

equation which can then be solved using GITT.

Consider the substitution

M(X,y,z,t) =0(X,Y,z,t) exp(p1X + p2y + P3z + t(q1 + d2 + 03)), (2.21)

where pj, Qi, i [, 3] are currently undefined constants. Using (2.20) this substitution results

in:

00(x,vy,z,t
(a);) +8(x,y,2) [(a1 + 02 +d3)
+ p1(—Dxp1 + Vx) + p2(—Dyp2 + Vvy) + p3(—Dzps + V)]

008(x,y,z,t 220(x,y,z,t
+ (—2Dxp1 +Vx)4( Y 7) - I:)x—( y )

X ox?2
90(x,y,z,t 920(x,y, z,t (2.22)
+ (—=2Dyp2 + Vy)(a);/) - Dy<ay);)
08(x,y,z,t 020(x,y,z,t
+(22Dzp3 + ) P2 p OBV,
G(x,Y,z,t)

" exp(p1X + p2y + psz + t(q1 + G2 + G3))°

The advection terms from equation (2.22) can be eliminated by selecting the constants
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U L SR | AP -
pl - 2DX7 p2 - 2Dy7 p3 - 2D27 ql - 4DX7 q2 4Dy’ 4Dz’
which reduces equation (2.22) to
00(x,y,z,t) G(x,y,z,t)
BY2Y gk, y, 2, 1) + , 2.23
ot y.2.) exp(p1X + P2y + psz + t(d1 + 42 + 03)) (2.23)
with initial condition on 8(X,Y, z,t)
B(x,y,2,0) = 200Y:2) =F(x,y,2,0) (2.24)

exp(p1X + p2y + psz)

and homogeneous boundary conditions.

GITT

The original partial differential equation for C(X, Y, z, t) has now been reduced to the diffusion
equation presented in equation (2.23) with homogeneous boundary conditions and initial
condition given in equation (2.24). In order to find an exact solution for C(X,y,z,t), we
solve the diffusion equation given in equation (2.23) using GITT to find an exact solution for

B(x,y,z,1).

To implement the GITT method, we select an eigenvalue problem

(X, Y, 2)) + H2W(X, Y, 2) = 0,

with the operator

92 92 92
23 Dxgz + Dyale + Dz, (2.25)

and the same type of boundary conditions as those found for 6(X,y, z,t). Solving this eigen-

value problem yields non-trivial solutions for certain values, eigenvalues, of p = W;j, i 1], o0)
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with corresponding normalised, linearly independent eigenvectors Yi(X,Y, ).

Using the orthogonality property of eigenvectors, the integral-transform pair for GITT over

the space the system is considered in, V, can be derived as:

Z
Bi(t) =  Wi(x,y,2)8(X,y,z,t)dV, (Transform)
\Y
X _
0(x,y,z,t) = Pi(X,y,2)6i(t). (Inverse)
i=1

Applying this transformation to equation (2.23) reduces the partial differential equation to

an infinite series of decoupled ordinary differential equations of the form:

where

G(x,y,2)
X,V¥,2
v exp(p1X + P2y + Ppsz + t(qy + G2 + G3))

with initial conditions:

_ _ Co(x,y,2) —F(X,y,2,0)
I( ) 1 v lI"I( y ) eXp(p]_X + p2y + p32)

Hence the solution for 6;(t)

Z, 1
Bi(t) = exp(—p2t) i+ i Gi(t) exp(pit)dt

and use the inverse transform to obtain:

> Z il

Oxy.zt)= Wi(x,y,z) exp(it) fi+ , Cilhexp(Rit)dt
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Using equations (2.19) and (2.21), we know that

C(X,Y,Z,t) = 0(X,Y,Z,t) exp(p1X + P2y + p3z + t(qs + g2 + 03)) + F(X,Y, 2, t),l

2 2
VX WY o VyZ vZ ooy &
:ex, ,Z,t - FX! izit!
xy.ztexp 55 +95, * 95, "t >, "D, TaD, TFOYZY
(2.26)

hence we have obtained the solution to the diffusion advection equation presented in equation

(2.16) with a spatially dependent initial condition and non-homogeneous boundary conditions.

Solution in 1D

Most advection-diffusion equations through the skin are considered to only vary in one spatial
dimension, X, in domain ). The GITT can be applied to a one-dimensional advection diffusion

equation with constant diffusion coefficient and velocity of advection

aC(x, 1) Dc’)ZC(x,t)Jr aC(x, 1)

at X"ax2 VX ax

= f(x,1). (2.27)

under non-homogeneous boundary conditions and initial condition:

C(x,0) = Co(x).

Using GITT, the resulting solution is

il
B VxX Vg
Cout) =B(x texp 3 —t 2 +F(xt), (2.28)
where
> Zy l
B(x,t) =  Yi(x)exp(uft) i+ . Gi(t) exp(pit)dt
i=1
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G(x)
X)——F————~dV,
0 exp(pX -+ qt)
11
G(X) = === —Vx [FIK; 1) + Dx C2EIx,t) +f(x,1),

V v2

P=o, 9= Tip

and F (X, t) is any function that solves the boundary conditions of equation (2.27). Finally,
Mi and Y;(X) are determined by the eigenvalue problem formed during the GITT.

2.6.2 Numerical Solutions

In some cases, obtaining an exact solution to an advection diffusion equation, or indeed
most systems represented by partial differential equations, is very complex. Examples of
situations where this occurs can include a spatial or time dependent velocity or a non-constant
diffusion coefficient. When this occurs numerical solutions are often used to view non-steady
state behaviour. This section briefly runs through the method of lines for solving systems
represented by partial differential equations with one spatial dimension, X, and one time

dimension, t, numerically.

The main aim of the method of lines is to replace the spatial derivatives in the partial
differential equation with algebraic approximations [54]. Doing this will reduce the partial
differential equation to a series of time-dependent ordinary differential equations which can

then be solved using numerical methods such as the Runge-Kutta method [54].

To apply the method of lines, the 1D space the problem is considered over, [a,b] a < b,
is split into a grid with n points and spacing between points h = ®~3/,. We then define
ui(t) = C(a+ih,t), i LI, ...,N] to be the value of the variable of interest at each grid point.
Hence, using the finite difference method [54]
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oC ~ Uir1 Uiz (2.29)
0x x=a+ih 2h ,
and:
) ocf o]
0-C X x=a+i) 90X x=a—i) _ Uj+1 — 2Uj + Uj—1
Fva = h = h2 . (2.30)
X® "x=a+ih

Higher order terms can be found in the same manner. Applying the approximations given in
equations (2.29) and (2.30) to a partial differential equation system will reduce the partial
differential equation to a system of ordinary differential equations. By construction, Ug and
Un+1 will be outside the defined range [a,b]. This problem is solved by considering the
boundary conditions present at X = a, corresponding to Ug, and X = b, corresponding to
Un+1- This method generally allows Up and Up+1 to be expressed in terms of known grid

points and constants.

2.7 Laplace Transform

If f(t) is fully defined and locally integrable over t [0, oo), then the Laplace transform of

A~

f(t), L{f(t)}(s) = F(s), is defined as [55]:

f(s)=  exp(—st)f(t)dt. (2.31)

One of the key reasons for considering the Laplace transform is that it transforms linear inte-
gral and ordinary differential equations into polynomial equations [55]. Polynomial equations
are usually easier to solve and the resulting solution to the original system can be found by
applying the inverse transform. The inverse Laplace transform is complex to apply hence,
in practice, it is more convenient to decompose the function being inverse transformed into
functions with known inverse transforms. The inverse transform is then found by inspection

[55].
In the case of partial differential equations in one spatial dimension and time, applying

the Laplace transform can reduce the system to an ordinary differential equation, which is

generally easier to solve. The solution to the partial differential equation can then be obtained
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by inverse transforming the solution to the ordinary differential equation.

2.8 Bessel Functions
Bessel functions, Jn(X), are standard solutions to the differential equation [56]

xzdz—y(x) + x==(X) 4+ (x> — n?) =
2 X y(x) =0, (2.32)

for arbitrary complex number n, also called the order of the function. Depending on the
properties of the initial condition, y(X = 0), and n, Bessel functions can have radically

different behaviour.

In this thesis, the Bessel functions encountered are modified Bessel functions of the first kind,

In(X), which correspond to Bessel differential equations of the form

X227 00 + X (%) = (X2 + n?)y(x) = 0, (2.33)

with no singularity at the origin, X = 0 [56]. Modified Bessel functions of the first kind are
defined by the contour integral

il

|
! x(t+1) t~"1dt, (2.34)

Ih(X) = — exp 5t

where the contour integral encloses the origin and moves in an anticlockwise direction [56].
A sketch of the behaviour of these functions for the integers n = [0, 4] given in Figure 2-2

with In(X) - oo as X — oo. Figure 2-3 considers Ih(X) exp(—X) over the same range of n.
From this, it is clear that '”(X)/|m(x) - 1las X - oo for m,n [N.
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Figure 2-2: Behaviour of modified Bessel functions for x [0, 4].

2.9 Chapter Summary

This chapter has detailed several useful mathematical methods including steady state and
stability analysis, parameter estimation using the Gauss-Newton algorithm, propagation of

error, methods of evaluating advection diffusion equations and has defined Bessel functions.

These techniques will be used throughout the thesis. The next chapter moves on to consider

models of amino acids in the blood serum.
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Figure 2-3: Using the same line colours as Figure 2-2, this figure shows that modified Bessel
functions of the first kind are very different close to X = 0, but come closer together as
X — ©o,
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Chapter 3

Systemic Profile of Phenylalanine

3.1 Chapter Objective

The objective of this chapter is to mathematically model the systemic distribution of phenylalanine
with food intake. To do this, we first consider the biological background for metabolism and
input of amino acids into the body before moving on to consider a fasting state model of
phenylalanine. Fasting state blood serum phenylalanine has been previously modelled as a
single compartment model [10] and does not consider that the metabolism of this compound
primarily occurs in the liver [57]. We consider both a single-compartment model and a two-
compartment model that includes the effect of liver only metabolism and compare the models

before incorporating food intake.

As art of the comparison between the single-compartment and two-compartment approach,
we consider resilience and reactivity, detailed in sections 2.1.2 and 2.1.3, in order to measure
the response of both systems to a perturbation. Differences in this behaviour may indicate

differences in system dynamics once food intake is introduced.

3.2 Parameter Summary

Table 3.1 summarises all the parameters and variables used in this chapter with their def-
initions and, where appropriate, values and standard deviations for reference through this
chapter. Due to the incredibly diverse nature of humans around the world, we consider a man

of average height at ideal body weight with a balanced diet to calculate phenylalanine dose
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into the body. Human diversity is considered later in this chapter. This table is designed to

be used for reference.
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3.3 Background Biology

When considering systemic disposition of amino acids, it is important to consider several
biological concepts. Firstly, one of the primary methods of removal of amino acids in the
body is via metabolism. Modelling metabolic processes, or enzyme kinetics, mathematically

has been researched extensively and we begin by considering this.
Many amino acids, like phenylalanine, are taken into the body via food intake, so the Bateman

function is then considered as a method of mathematically modelling the input of amino acids
into the body via food intake and how this then distributes through the body.

3.3.1 Enzyme Kinetics

Enzymes are large biological molecules whose sole purpose is to catalyse reactions [64]. En-
zyme kinetics deals with the rates of enzyme-catalysed reactions [64] and is important to
consider when trying to model phenylalanine concentrations in the body as metabolism of

phenylalanine into its metabolites is governed by enzymes.

The first general rate equation for reactions involving enzymes was developed by Henri in
1903 [64]. This method accounted for the rate of a reaction, v, being directly proportional
to the concentration of the reactant, referred to as substrate, but increasing in a non-linear
manner tending to a maximum rate as the concentration of substrate was increased.

The derivation of the Henri equation has several assumptions [64], namely that:

1. The enzyme is a catalyst, which means it remains unchanged after the reaction has

occurred.
2. The enzyme and substrate react rapidly to form an enzyme substrate complex.

3. Only a single substrate and single enzyme-substrate complex are involved and these

break down directly into one product and one enzyme.

4. The reaction from enzyme + substrate into enzyme-substrate complex is at equilibrium,

this is called the quasi-equilibrium assumption.

5. The substrate concentration is much greater than that of the enzyme, hence formation
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of the enzyme-substrate complex does not affect the substrate concentration.

6. The rate limiting part of the reaction is the breakdown of the enzyme-substrate complex

into enzyme and product.
7. The reverse reaction is considered to be insignificant.

These assumptions result in the chemical equation given in equation (3.1). In this, the
enzyme, E, and substrate, S, combine at rate K1 to form an enzyme substrate complex, ES,
which then either dissociates at rate K—1 back into enzyme and substrate, or reacts at rate

ko to form the product, Pr, and the original enzyme.

k]_ k2
E+S ES =< E+Pr (3.1)
k—1

By consideration of the law of mass action and using the quasi-steady state assumption, it is

then possible to derive the Michaelis-Menten equation [64]:

Viml[S]

Ks +[S]’

In the Michaelis-Menten equation, the rate of reaction, v, is given in terms of the maximum
rate of reaction, Vi, the concentration of the substrate, [S], and the dissociation constant
of the enzyme-substrate complex, Kg, which is related to the rate of reactions given in the

chemical equation in equation (3.1) by:

This approach was used to consider the transamination pathway for phenylalanine metabolism

in the body. The metabolic pathways of phenylalanine are shown in section 1.1.1.

The Michaelis-Menten equation is a fundamental part of enzyme kinetics and the method of

formulating this equation can also be used to consider more complex problems.

Previous research has modelled the metabolism of phenylalanine into tyrosine via hydroxyla-

tion using a two-site ordered binding model [10, 64]. The base reaction for a two-site ordered
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binding model is shown in equation (3.2).

Ka Km kp
E+S SE+S SES-2E+Pr (3.2)

In this equation the dissociation constant of activation is given as Ky and the dissociation
constant of the substrate-catalytic site complex, SES, is given by Kp,. The two stage process
in equation (3.2) represents activation of the enzyme by the substrate by having one molecule
of the substrate bind to the enzyme first, which then produces a complex that acts as a

catalyst for the substrate to product reaction.

Using the same method as before [64], it can then be shown that

Vim

VvV =
Km KmKa '’
I+6 + 6

which is used to show the rate of reaction in a two-site ordered binding model.

3.3.2 Bateman Model for Food Intake

The Bateman function has been previously used to model food absorption from the stomach
to systemic circulation [11]. It represents food intake, neglecting any clearance or metabolic
effects in the body. Considering a dose of amount a into the stomach, we assume that

1. Rate of uptake to the systemic circulation, K3, is constant over time, t.

2. The only removal of the compound from the stomach is into the systemic circulation.

3. The compound instantaneously distributes evenly throughout the volume of distribu-

tion, V, which in the case of phenylalanine is total body water.

Using these assumptions, the systemic concentration at time t, C(t), is governed by

dC . a, it
FTARAVAC N
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which has solution

a ¥ )
C(t)=Co+, 1—e ket |

based on an initial concentration in systemic circulation, Cg, which is shown in Figure 3-1.

Co+a/V

co 7

Blood Concentration (mM)

Time (Hours)

Figure 3-1: Behaviour of a Bateman function modelling the absorption of a single dose from
the stomach to the blood with the dose given at time zero.

For a repeated dose with a fixed dosing interval, T, this model can be expanded to

1 X
7(1:) = —ks ane—ka(t—nT)H (t _ nT) _ Vkge—kgt anekgnr H (t _ n'l'),
n=1 n=1

where N is the number of doses and H(t) is the Heaviside step function. The first dose is
considered to be at t = 0. Figure 3-2 shows the time dependent solution to the multiple dose

case for a fixed dose applied at three evenly spaced intervals.

Total body water

The Bateman function highlights the importance of volume of distribution in understanding
drug concentrations in the body. As discussed in section 1.1.1, phenylalanine is hydrophilic
and hence distributes itself throughout total body water (TBW) [11]. TBW percentage varies

between individuals and over time for a given individual. An average man of ideal bodyweight
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Co+3a/vV

COo+2a/lv

Co+a/v

Blood Concentration (mM)

co

Time (Hours)

Figure 3-2: Expected behaviour of a sum of Bateman functions modelling the absorption of
three doses of equal amount and spacing from the stomach to the blood with the first dose
given at time zero.

has an estimated TBW percentage of 57% [59].

Obesity can reduce TBW percentage to as low as 45% [17]. Tolerance to phenylalanine is
measured in mg/kg of total body weight. As a consequence a large increase in weight from
a patient suffering from PKU would increase their bodyweight, but decrease their tolerance
relative to their bodyweight as their volume of distribution does not increase proportionately
to total weight [17]. Due to this, significant changes in a patient’s physiology can change the
treatment needed to manage a chronic illness. This suggests that phenylalanine tolerance

should be regularly assessed and should not rely on childhood data.

Blood composition

Blood circulates oxygen and other nutrients through the body as well as removing waste
compounds such as carbon dioxide. Blood is comprised of a yellowish liquid called plasma,
55% by volume, in which billions of cells are suspended [59]. Plasma is approximately 92%
water with the other 8% comprising a variety of substances vital to the body including the
clotting protein fibrinogen [59]. Blood serum is the blood plasma without fibrinogen and is

approximately 90% water by volume [59].

In a fasting state, blood serum concentration of phenylalanine is between 0.055-0.060mM in

a normal person, increasing in excess of 1.2mM in a patient with classical PKU [10].
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3.3.3 The Human Body

The human body and dietary intake of phenylalanine is important to consider when calcu-

lating the increase in concentration of phenylalanine in blood serum.

Considering a range of prior studies amalgamated in [65] it is clear that body weight, height
and body mass index vary significantly between countries, ethnic backgrounds, gender and
age. Considering a trial person as a man at average height for the UK, 177.8cm [61], at ideal
body weight, calculated using the Miller Formula to be 70.5kg [62], resulting in a total body
water volume of 40L. Considering a balanced diet results in a daily phenylalanine intake of

approximately 137mg of phenylalanine per kg of body weight [58].

Variations in body weight and phenylalanine intake only contribute to serum concentration
in a non-fasting state. When considering the non-fasting state, we begin by considering this

trial person and then expand the results to consider a range.

3.3.4 Phenylalanine in Skeletal Muscle

In the human body, a major store of phenylalanine is in skeletal muscle [10, 66]. Hence
formation of this muscle removes phenylalanine from systemic circulation and its breakdown

releases phenylalanine back into systemic circulation [10].

In a fasting state, muscular breakdown in the body exceeds formation. This leads to the
release of phenylalanine into systemic circulation which has been previously considered to be

at a constant rate calculated from phenylalanine present in skeletal muscle [10].

3.4 Fasting State Model for Phenylalanine

A loading test in a pharmaceutical sense involves giving a patient a large dose of a compound
and observing the rate of decay of this compound over a period of time. PKU has been
previously identified and classified via loading tests of patients in a fasting state [16]. A
fasting state is used as phenylalanine is present in lots of foods, hence eating during the
loading test would introduce more phenylalanine into the system making it harder to classify
PKU. It has been previously suggested that the only significant factors that replenish the
plasma pool of phenylalanine are food intake and the breakdown of proteins in the body [10].

In a fasting state, delivery of phenylalanine via food intake can be ignored hence the only
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method of intake is via natural protein degradation.

In this section, we consider modelling phenylalanine concentration in a fasting state. First,
a single compartment model from previous literature [10] is considered before splitting this
model into two compartments to more realistically model the metabolism of phenylalanine
in the body as metabolism of this compound primarily occurs in the liver [67]. These two

models are then compared.

3.4.1 Single compartment model

Several mathematical models have been developed to explore underlying processes that im-
pact on systemic phenylalanine levels [10, 11]. The model presented in [10] considers systemic
phenylalanine levels of a patient in a fasting state via a single compartment model with rate
of change of phenylalanine concentration, P (t), in the blood given as a sum of the rate of

hydroxylation, Vp aoH, transamination, VrraNns, and natural protein degradation, VNpD:

dP

- —VpAH — VTRANS + VNPD-

Hydroxylation is assumed to follow a two-site ordered binding process [10], transamination
a single site binding process and natural protein degradation is assumed to be at a constant

rate. This results in

dP vhp2 VP

At~ P24 KmP +KmKa P +Kyp

+vnpp = T(P), (3.3)

where constants are defined in table 3.2 and include parameter estimates based on experi-
mental work published for non-PKU suffering patients [10]. Based on the constants in table

3.2, P is in mM and t is in hours.

The concentrations predicted from this model, including steady state and half life, were
found to be comparable to experimental data [10]. PKU suffering patients were investigated
by changing VP, effectively limiting the maximum rate of phenylalanine metabolism in the

body. The result of this over a ten hour period is shown in Figure 3-3.

Consideration of the B route in Figure 3-3 also showed that transamination has a very small

effect compared to hydroxylation. However, as shown by case D and previous research [9], the
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Table 3.2: Table of constants in systemic phenylalanine model obtained from [10]. Standard
deviation is given for Ky but was not available for other parameters.

Constant Symbol Value
Maximum rate of hydroxylation VAS 0.90mMh*?
Maximum rate of transamination Al 0.063mM1h?
Natural protein degradation VNPD 0.012mM1h?t
Kinetic constant for PAH activation Ka 0.54mM
Dissociation constant for PAH Km 0.51mM
Dissociation constant for transamination Kt 1.37%0.14mM

Figure 3-3: Model for blood phenylalanine levels over a 10 hour period. A represents a healthy
patient, B represents the effect of removing the transamination pathway, C represents a 50%
effective PAH enzyme and D represents a 0% effective PAH enzyme. Taken from [10].

transamination pathway is important in patients with classic PKU and needs to be considered
in tests that measure phenylalanine levels in response to treatments such as BH4 response
tests [9]. Beyond confirming the steady states were consistent with experimentally obtained

results, previous published work did not analyse the model in detail [10].

3.4.2 Analysis of the single compartment model

Figure 3-4 reproduces data from [10], shown in Figure 3-3, but additionally considers the
impact of activation of phenylalanine hydroxylase on phenylalanine concentrations. Without
activation, Kg = 0, the hydroxylation term in equation (3.3) reduces from a two-site ordered

binding equation to a single site binding process resulting in:
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dP VPP VP

dt . P+Kyn P+K7

+ VNPD- (3.4)

Figure 3-4 shows that the effect of this is that stable levels of phenylalanine are significantly
lowered, which suggests that activation is an important component in phenylalanine dynam-

ics; in some previous studies it has been omitted [11].

o
©

|4
©

Normal patient
No activation
Moderate PKU
Severe PKU

No transamination

o
3

o
)

Blood Concentration (mM)
[=} [=}
= o

o
w

0.2

0.1

10

Time (Hours)

Figure 3-4: Plot of blood phenylalanine levels over time in a fasting state. Initial
phenylalanine concentrations are set at I1mM to simulate a loading test and be in line with
the previous model [10]. The red line represents classical PKU, the green line moderate PKU,
the blue line a normal person, the black line a normal person with no transamination pathway
and purple the effect of the activation term in the activity of PAH.

Steady state analysis of equation (3.3)

Under physiological conditions, all parameters and variables given in equation (3.3) must be

greater than 0. Hence under physiological conditions:

VEPKm (P +2Ka)?  VIKg
(P2 + KmP 4+ KaKm)® (P +Kr)?

fiip) =— < 0. (3.5)

As TY{P) < 0, this means that f(P) is a decreasing function on [0, c0) with f(0) = vNpp >0
and f(P) — vnpp — Ve —V/h as P - oo,
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Hence equation (3.3) has a globally asymptotically stable positive steady state P ™f V[ +
VP > vnpp, which is biologically realistic regardless of severity of PKU, while f(P) > 0 and
P(t) » oo ast - oo if V] + VP <vypp, which is not.

In order to find the globally asymptotic steady state, we consider

Vhp @ vIp ™

0=FPH=- - VNP
(P P2+ KmP (4 KmKa  PL+ Ky | VNPD

which can be re-arranged to create the cubic

oP B4 BP Py v P53, =0, (3.6)

with coefficients:

a; = Vnpp — Vi — Vi,
B1 = [Km + Krlvnpp — KTV — KmV,,
V1 = [KmKr + KmKa]vnpp — KmKaV,,

01 = KmKaKtvnpp > 0.

Solving equation (3.6) we obtain 3 roots Pk';'k =1, 2,3 where

-1 A Ll
PrL —— =0k 2
K= 3q B+Uk+qu , ,2,3},
s
— 5 ,

Ao = B2 — 301y1,
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Al = QBf —901B1y1 + 270%5,

and

up=1, u;=

Using the parameters given in table 3.2 for a patient without PKU results in

o .1 O 1
P 0.057 £ 0.006
P szﬁ — 8 -1.30+0.15 XmM,

P4 —0.064 £ 0.07

with one positive steady state, Pll;'as expected. Figure 3-5 demonstrates that decreasing VnF; ,

corresponding to increasing severity of PKU, causes P]_QO increase, as expected.

In Figure 3-6 we show the dependence of Pl%n VP and vypp with other parameters fixed
from table 3.2.

Beyond considering the existence and stability of the steady states in the model, it is also
interesting to examine the rate at which the steady state is approached and the nature of that
approach. To do this we employ the following measures: resilience which measures the rate
of return to the steady state following a small perturbation; and reactivity which measures
if the initial perturbation grows in magnitude. The methods for calculating these measures

are discussed in sections 2.1.2 and 2.1.3 respectively.

Resilience The single compartment model linearises using

to:

dp
5t = FPOD.
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Figure 3-5: Using the parameters for all but V.5 given in table 3.2, the effect of PKU on the
steady state P]_QS shown. Severity of PKU is represented by changing V/; with more severe
cases being reflected by this parameter decreasing.
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Figure 3-6: The shaded area on the plot shows the conditions under which a positive, stable
steady state exists. For the parameters considered in table 3.2, all patients are in the shaded
area.

Hence, for the single compartment model:

Resilience = —F{P !
VP (KmP{ = 2KmKay) N Vo Kt
(P14 KmP{ - KmKa)? * (P{+Kr)?'
>0 [P=o. (3.7)

In Figure 3-7 we show how resilience depends upon V5. For low values of V", which corre-
spond to a severe PKU scenario, resilience increases non-linearly with V> as demonstrated
by Figure 3-8. The initial non-linearity is likely due to metabolism via transamination, rep-
resented by the transamination term in equation (3.7), dominating overall metabolism and
hence the return to the steady state at low values of VnF; . In the real world, this means that,
as patients with PKU have a lower V> compared to the rest of the population, patients with
PKU will take longer to return to a steady state concentration of phenylalanine after a per-
turbation than a normal patient. This is especially concerning when considering food intake

and raises the question as to whether it is better to have a large dose of phenylalanine once
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a day or a continuous infusion and whether this preference changes with severity of PKU.

Figure 3-7: Graph showing the effect of V| on the resilience of the fasting state model. The
dotted line represents V> in a non-PKU suffering patient.

Figure 3-9 considers the rate of change of resilience with respect to Vb, oRy Ve - As expected,
this function started with a non-linear increase with V/ and tended to a constant as V/, - oo.
This would result in the non-linear to linear behaviour demonstrated by resilience in Figures
3-7 and 3-8.

Figure 3-9 also suggests that a small increase in V.. close to 0 can have a large effect on
resilience. Hence strategies to improve V.5 by a small amount in PKU suffering patients

would be very effective.

Reactivity For a single compartment model,

Reactivity = —Resilience < 0,

and we will not observe a reactive system. This means that any small perturbation from the

steady state will return to that steady state monotonically.
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Figure 3-8: Zoomed in version of figure 3-7 to demonstrate the initial non-linearity. The
black line on the plot is linear for comparison.

Figure 3-9: Graph showing the effect of V,\ on rate of change of resilience with respect to
VP
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3.4.3 Two-compartment model

In the single-compartment model, metabolism is considered to happen throughout the whole
blood serum compartment [10, 11]. In reality it has been shown that metabolism of phenylalanine
in humans occurs primarily in the liver [67] and so we extend the model to a two compartment

structure.

We split the single compartment model into systemic, where no metabolism occurs, and liver
compartments, where metabolism occurs, and compare the behaviour of this to the single

compartment model.

Model formation

Figure 3-10: Two compartment model diagram.

We split the body into two compartments, the systemic and liver compartment, as shown in
Figure 3-10. The systemic compartment has concentration of phenylalanine, Pg(t), over a
fixed volume, Vs, with intake via natural protein degradation at rate Vvypp, influx from the

liver compartment at rate Koyt and outflow into the liver compartment at rate Ky .

The liver compartment has a concentration of phenylalanine, Pi(t), over a fixed volume, Vj,
with intake via natural protein degradation at rate vypp, influx from the systemic compart-
ment at rate Ky and outflow into the systemic compartment at rate Koyt. Metabolism of
phenylalanine occurs in the liver via hydroxylation and transamination. The mechanisms
for transamination and hydroxylation are the same in both the one compartment and two

compartment models using adjusted model parameters described below.

Using the conservation principle, the rate of change of amount of phenylalanine in the sys-

temic, As(t), and liver compartment, Aj(t), with respect to time under constant volume
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assumption for both compartments is given by

dA

dts = —KinAs + KouTAl + VNpPDVs,
dA, VA VI P
— =kinAs — k Al — ! V| — ! Vi +vV V.
i INAs — KouTA| P2+ Ko P1 + Koy Ka I B+ Ko, I +VnPDVI

As the volumes of both compartments are assumed to be constant, this results in the following

system of differential equations for concentration of phenylalanine

% = —kinPs + akouTP1 + VNpPD, (3.8)
% = ékINPS —KoutPi — = Kr:/,aniI.PJf KoK P?/JTTIIZIT, +VvnpD, (3.9
where:
_ Vi
Vs
Parameters

Most of the parameters for this model were found exactly from previous literature or adapted

from the one compartment systemic model.
Firstly, the dissociation constants of hydroxylation and transamination metabolism are prop-

erties of the enzyme and the same for both the one compartment and two compartment
model[10], hence:

Km, = Km = 0.51mM, Kg, = Ka = 0.54mM, Ky, = Ky = 1.37 0.14mM.

It is known that the average adult has 4.85%0.15L of blood in the body [59] of which 55% is
serum [59], hence there is 2.67%0.08L of serum in the body. As phenylalanine is measured in

blood serum this means that:
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Vs 4+ V| = 2670 & 80ml.

It is also known that, on average, the liver contains 12.5% [60] of the blood in the body, hence
Vs = 2336.25 + 66ml, V| = 333.75 = 10ml and a1 = 7.

Blood flow into the liver is equal to blood flow out of the liver and is known to be 9.940.9x10*mlh™t
[63]. Rate of influx and outflow of phenylalanine concentration in the liver was calculated

from this. Compensating for the volume change between the two compartments gives:

9.9x10% _
Kin = o 4244 4.0h71,
Vs
9x104
kour = 9\’; 0% _ 997+ 2801,
|

As natural protein degradation occurs in both compartments, VNpp remains unchanged from
the one compartment model at 0.012mMh™. Published values for V' and V] are obtained by
considering the initial rate of metabolism after a loading test based on metabolism occurring
throughout systemic circulation. When considering metabolism to occur in the liver, we
adjust the maximum rates of hydroxylation and transamination based on the volume change

to obtain:

P Vi P

Vo, = ——V, | V
m V| + Vs mi

Vi = c—— V.
m V|+VS my

Using the volumes obtained earlier in the section, the maximum rate of metabolism for
hydroxylation and transamination in the liver compartment are 8 times higher than in the

single compartment model

Vi, = 0.504 +0.018mMh™" and Vj, [C0,7.2)mMh~,

where VnF;I depends on the severity of PKU.

Using these parameters, the model behaviour for non-PKU, moderate PKU and classic PKU

patients is shown in Figure 3-11 for the two compartment model. This shows that both the
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systemic and liver concentrations decrease over time towards a steady state. The rate of
decrease is lower in patients with severe PKU compared to those without PKU. The systemic
and the liver compartment have very similar concentrations in each case with the systemic

concentration being slightly higher than the liver throughout.

Non-PKU Systemic
0.7 Non-PKU Liver
Moderate Systemic
Moderate Liver B
— PKU Systemic
05 PKU Liver

Phenylalanine Concentration (mM)

Time (hours)

Figure 3-11: Two compartment model for blood serum phenylalanine concentration using
parameters obtained from the literature or adapted from the one compartment model.

Steady state analysis

At steady state, equations (3.8) and (3.9) become:

0 = —kinPs + akoutP1 + VNPD (310)
= —kinPs + KinP1 + VNpPD,

0 = LkinPs — koutP Vim,PY VmP1 (3.11)
= — - - - % .
VP P? Vi P
= kOUT Ps — kOUT P| - | - M + VNPD-

P2+ KmPi+KmKa P+ K,
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Substituting for Ps into equation (3.11), we determine that:

VP p2 VTP| o+1
h(P'):_P2+K n;,' I - 4 VNPD =
| my |+ Km|Ka| Pl + KT| a

The steady state for P; is determined by the cubic equation

0(2P|3 + B2P|2 + V2P + 82 =0,

where:

a+1
o = ( )VNPD—VnF;,—V.;aX,,
oa+1
B2 = (Km, + K, ( vnpp — K1, Vi, — Km Vi,
a+1
y2 = (Km|KT| + Km|Ka|) wVNPD - Km|Ka|Vr:1—|,

5 — (a+1)

Km Ka K1,VNPD-

As with the single compartment model, since 8 > 0 and provided 02 < 0, at least one
positive non-trivial steady state exists for P| with:

VNPD
Kin

Ps =P+ > 0.

Moreover, h(Py) is monotonically decreasing for P} = 0 since:

VP PIKm, (P + 2K VK
h%PI):_ m 1 m.( | a.) _ T

m

(P? + KmP1 + KmKa)?2 (P + Kr)?’

<0.

Since h(0) > 0 and given that h(P)) is monotonically decreasing for P} = 0, as all parameters
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in h{P)) are positive. This means that h'{P|) < 0 [P} = 0. Considering that h(P)) is

monotonically decreasing combined with

. P, a+1 P
P}linooh(Pl):E - a VNPD — Vm|+Vm| ’
a+1i

P T
= a VNPD_Vm:_le

Then provided, as in the single compartment case, VNpp < Vi + V, the single non-trivial
steady state exists. Figure 3-12 demonstrates this behaviour using the parameters obtained

in section 3.4.3 for a normal patient.

Figure 3-12: Rate of change of P| against Pj. One crossing point exists showing the location
of the steady state.

Using the parameters given in section 3.4.3 for a normal patient only one physiologically

realistic - real and non-negative - steady state, PSlexists at

—

1 - 1 - '

]

prL PE&T_ 00569 00070
P=  0.0566 0.0070

with the liver concentration being slightly lower than the systemic concentration. The sys-
temic concentration is comparable to that obtained experimentally [10]. For a patient with
classic PKU, Vrﬁ, = 0, only one physiologically realistic steady state exists at PSD= P|':':

0.32mM, which is also comparable to experimentally obtained results [10].
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Stability of the steady state As the system is two-dimensional, we use the Routh-
Hurwitz criterion to evaluate the stability of steady states of the system. The Jacobian

matrix is:
o v 1
—kin kout v
J(P'jf': @k K VK, _Vrﬁl(KmlqulZKleal)Pl'j\
MV RO Rk )P (P P e Ky )
Now

VKT Vb (K P 2K Ky ) P 0 for Pi=0
] ' \P2 1 va = \4'2 or | =Y,
PI + KTI PI + Km|P| + Kml Kal

tr(J) = —kin — Kout —

and
VP (km, P 2Km, Ka, ) PH
det(J):k”\]kOUT‘FklN;ﬁ% kINim:_'Z(] ] A "! _kINkOUT,
q— TI P KmIP +Km|Ka|
KinV K kKinVm, (K 2Km Ka, ) P-
:iIN o 1‘1;}2‘1‘ IN m (K, Py 4 2K, all L'>0 for P =0.
Pll:l+ KTI P + KmIP q— Kml Kal

Hence the steady state is locally stable.

Resilience Resilience in the two compartment model is determined using the characteristic

equation

0 = det(J — Al),
=N +BsA+Vs,

where J is the Jacobian matrix, A is an eigenvalue with constants:
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Bz = —trd =0,
y3 = detd = 0.

Resilience is defined by considering the eigenvalue of J with the largest real part, A1(J). In

Figure 3-13 shows the resilience over the normally found range of Vrﬁ.-

Figure 3-13: Resilience as a function of Vrﬁ. over a physiologically expected range. Vrﬁ. in a
patient without PKU is 7.2umolml*h,

The behaviour of resilience suggests that patients with classic PKU, corresponding to very
low Vrﬁl, take longer to reach the steady state after a perturbation than normal patients.

This behaviour is the same as the single compartment model.
Reactivity The Hermitian matrix for the two compartment model is:

O kOUT\\,%"'klN\\/T? 1
_ A+AT _ 8 —kin - 2

H3) = 25

Vs

\% .
kout v +Kin v Vi Ky Vi, (Kmy P 2Km, Ka, )Py

F’ll:1KT|>2 ('DIEZ]H(”HqulelKal)2

—kout — (
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with eigenvalues given by the characteristic equation

N+ BsA+ys =0,

where

Vfll KTI ¢ 1+ Vrﬁl (Kmlplq— 2KmIKaI) F,:II:I

Bs = kin + KouT + i

“’2 I \P2 )
IDII:]"_ KTI le+ Kmlplq Kml Kal
-1 ., V 5
Ya=— kiuto5 — 2KouTKIN +FKINSS
4 _TUTVe V)2 '
+kin Vi K - \i/rﬁ' (Kim P 2Kim Kay) By .

\Z A7
I:)IE]—i_ KTl ? I:)IEZ]"i_ Kmlpll:l+ Kml Kal 2

Figure 3-14 shows how these eigenvalues vary with an:. and indicate that the two compartment

model is not reactive as the largest eigenvalue of the Hermitian matrix is negative.

Figure 3-14: Reactivity, calculated by considering the largest eigenvalue of the Hermitian
matrix of J.
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3.4.4 Comparison of the one and two compartment systemic model

The derivation of the relationship between V,\ and Vn‘?. ensures that both the single com-
partment and two compartment approach attain equivalent steady states as show in Figures
3-15 and 3-16. Figure 3-15 also shows that the behaviour of both models under loading tests
produce similar decay patterns. This is likely due to the transport between the stomach and
the systemic system in the two compartment model being rapid and hence well mirrored by

the single compartment system.

Both models also have the same conditions for a steady state to exist, namely:

P T
Vm +Vm > VNPD-

However, there are some noticeable differences between these two models. In the single
compartment model, resilience is linearly related to V,F at large times whereas the two com-
partment model tends asymptotically to a limit. This effect is only noticeable at large values
of V& and is similar for both models over physiologically realistic ranges, so is unlikely to
have a clinical effect. Over the range of V& found in humans with and without PKU, the
single compartment model has much higher resilience. This means that the single compart-
ment model will return to the steady state faster after a small perturbation. From a clinical
standpoint, this means that considering metabolism throughout the body, rather than in the
just the liver, may lead to the model predicting faster declines of systemic phenylalanine

concentration than are actually observed.
Reactivity is not observed in either the one or two-compartment models. Hence, neither

model predicts that any perturbation will initially increase in magnitude before returning

the steady state.

3.5 Intake of food into the systemic model

The models presented up until this point have only considered patients in a fasting state to
allow comparisons to loading tests. Since we are interested in build up and maintenance of

phenylalanine levels over time, we extend the work to consider regular food intake.
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Figure 3-15: Comparison between the one and two compartment models.

11 T T I
One compartment systemic
Two compartment systemic
1 Two compartment liver H

[
©

o
©

0.7

0.6

Phenylalanine Concentration (mM)

o
o

0.4

1 1 1 1 1 1 1 1 1
0 10 20 30 40 50 60 70 80 90 100
Time (hours)

Figure 3-16: Comparison between the one and two compartment models.
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3.5.1 Previous food intake model using the Bateman function for food
intake

Previous work [11] considered blood serum phenylalanine levels in patients not in a fasting
state using the Bateman function for food intake from the stomach. The structure of this

model is shown in Figure 3-17.

Figure 3-17: Structure of a systemic phenylalanine model that includes food intake of 3 meals
per day. Adapted from [11] by removing the model label and changing the parameter labels
to be consistent with this work.

The resulting differential equation governing concentration of phenylalanine in the blood,

P (t), with a single dose of amount a is given by

dP . a _k3t _ _ k5

where the dose is considered to be evenly distributed throughout total body water calculated
using body weight, b, multiplied by percentage water, ¢. First order rate constants were used
to model rate of resorption from the stomach, k3, and rate of phenylalanine conversion into
tyrosine, Kg4, with rate of protein synthesis, Ks, considered as a zero-order term. This has

exact solution [11]:

ak _ o ks T :
3 ek4t_e kat _‘_75 ek4t_1

P(t) = Poe ket 4 — ">
(0 = Poe 4§ s — ka) cka

A constant input rate from the stomach, a;, was also considered for multiple doses resulting

in the model equation:
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dP = ac _ks

The solution in both cases exhibits non-oscillatory behaviour increasing monotonically to the
steady state, and an increase in the steady state blood concentration compared to a fasting

state model.

The model presented in [11] was able to mimic data from a selection of classic PKU sufferers
and presented a good method for dealing with food intake throughout the day. Moreover, it
raised the need to consider protein synthesis in a non-fasting state model as well as confirming

that the volume of distribution for phenylalanine was over total body water.

However, the model did not include the transamination and hydroxylation pathway seper-
ately, and considered both as a single stage process, ignoring the activation behaviour of the

hydroxylation pathway.

3.5.2 Food intake systemic model - Single compartment

To model phenylalanine concentration in blood serum in a non-fasting state, the single com-
partment fasting state model in section 3.4.2 was extended to include food intake via a
Bateman function. This is displayed diagrammatically in Figure 3-18. The volume of distri-
bution for phenylalanine, V , was considered to be total body water volume. This resulted in

the modified model equation:

Figure 3-18: Structure of single compartment systemic phenylalanine model that includes
food intake. The stomach compartment is listed but the concentration not modelled. This
is similar to the model given in Figure 3-17 [11], but additionally includes the activation
behaviour of the hydroxylation pathway.
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)

dP (YAK A 1 R

— = — v —kse™® ane®""H(t —n1). 3.12
dt ~ 11 Kp g KgKa g Kp TYNPDT TGS T G (t—n7).  (3.12)

To demonstrate the model behaviour we assume that 3 meals are consumed equally spaced

over 24 hours. The first order absorption rate from the stomach was ks = 1h™* [11].

As discussed in section 3.3.3, we consider a European man at average height and ideal body
weight [58, 61, 62] initially and then extend this to a range later in this chapter. For an
individual of 70.5kg we take TBW=40L, and assume that 137mg of phenylalanine per kg of

bodyweight is consumed at each meal, corresponding to a total 9612mg/day.

Figure 3-19 shows the model behaviour under these conditions using all other model param-
eters from table 3.2.

3.5

Non-PKU
PKU

N
«

N

15

Blood Concentration (mM)

i

0.5

0 1
0 10 20 30 40 50 60 70
Time (Hours)

Figure 3-19: Numerical solution of the single compartment systemic model with food intake
for patients with classic and no PKU.

Whilst a patient without PKU maintains stable phenylalanine concentrations within a small

window, [0.069, 0.182)mM, the PKU suffering patient has an unbounded increase in phenylalanine

concentration under these conditions.

This behaviour is supported by considering food intake at an average rate over time, 0.0558mMh*

under the current diet, and evaluating equation (3.12) with the food intake term replaced
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with constant infusion rate ac

dat - v ac, 3.13
dt 1_|_Kpim+% 1+%+ NPD + ac ( )

as P (t) - oo when V/}, = 0, corresponding to severe PKU. This results in

lim — = —Vrﬁ —Vr;]r + VNPD + A,

= —0-—0.063 + 0.012 4 0.0558 > 0,

indicating unbound growth. Unbound growth is unlikely to be observed in a realistic scenario
and this level of overdosing would lead to serious medical complications such as nerve damage

and seizures [68].

Recommendations propose that classic PKU sufferers should maintain intake below 20mgkgtday™,
equivalent to 8.12uMh™. This intake gives rise to a positive steady state of 0.6428mM, and
is still far higher than that for fasting state patient behaviour. The difference between the
reduced diet behaviour and the normal diet behaviour in a PKU suffering patient is shown

in Figure 3-20.

3.5.3 Food intake model - Two compartment

Incorporating food intake into the two compartment model gives rise to the system:

dP Vv X
- :_kINPS+kOUTPI7I+VNPD+£ke_kt ane""H (t — nt),
dt Vs Vs he1
dP, Vs Vi PP Vi, Pi
P kNPsYS —kourP; — | L LS TRVATS
T INPs ouTPi P2+ KomP) + KmKay P14+ Ko, NPD

The two-compartment system is also represented diagrammatically in Figure 3-21. Vg repre-
sents the volume of distribution in serum, ie total body water volume, V, minus the volume

of blood in the liver, V|. Figure 3-22 shows the time profile for phenylalanine concentration
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Figure 3-20: Effect of phenylalanine concentration on a rate of change of phenylalanine
concentration in a patient with PKU with normal and reduced phenylalanine intake. This
model uses equation (3.13).

Figure 3-21: Diagrammatic model of food intake in a two compartment model.
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using parameters given in table 3.1
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Figure 3-22: Numerical solution of the two compartment systemic model with food intake
for patients with classic and no PKU.

Using the two compartment model for food intake results in non-PKU suffering patients hav-
ing an phenylalanine concentration in the blood in the range [0.075mM, 0.255mM] with liver
concentration being just below this. Patients suffering from classic PKU have phenylalanine
concentration in both the blood and liver increasing unbounded, much like the single com-
partment model for food intake in section 3.5.2. Using the recommended dosage for a PKU
patient, the steady state for PKU suffering patients was found to be 0.598mM for the blood
and slightly lower for the liver.

The minima and maxima for the two compartment model for non-PKU patients is higher

than for the single compartment model and the steady state lower for patients suffering from

PKU under recommended food intake, although both show similar behaviour.

3.5.4 Varying food intake

Up until this point, food intake was considered based on a trial man at average height and
ideal bodyweight with a balanced diet resulting in a total body water volume of 40L and a
daily intake of 9658mg/day. This corresponds to an intake of 241 mg/L of total body water.

Figure 3-23 considers a range of intakes per L of total body water, namely 50, 150, 250 and
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350 mg/L, using the single compartment food intake model. This demonstrates that a greater
intake of phenylalanine per litre of total body water causes larger oscillations, as would be
expected. Figure 3-23 also demonstrates that lower phenylalanine intakes in patients with
PKU leads to a steady state being reached but this takes a very long time. Additionally, it
is worth noting that 50mg/L of bodyweight corresponds to 28mg/kg of bodyweight which is

just above the recommended maximum intake of 20mg/kg for a severe PKU suffering patient.

Figure 3-23: Numerical solution of the single compartment model for both PKU suffering
and non-PKU suffering patients under a variety of food intakes.

3.6 Chapter Summary

The objective of this chapter was to model the systemic distribution of phenylalanine in
the body for later input into a model for distribution of phenylalanine in the skin. Fasting
state and food intake models for both PKU suffering and non-PKU suffering patients were

considered as well as single compartment and multiple compartment approaches to the body.

79



For the fasting state model, in line with prior work [10], phenylalanine was considered to
be generated via natural protein degradation at a constant rate and metabolised via two
pathways, transamination and hydroxylation. Hydroxylation is catalysed by phenylalanine
hydroxylase, the enzyme altered by PKU, and transamination is catalysed by phenylalanine
transaminase, which is unaffected by PKU. Prior work [10] considered the hydroxylation
pathway to operate via a two site ordered binding model in order to model the activation of
phenylalanine hydroxylase. We considered the effect of the activation term on the model and
found that it was significant when considering the dynamics of phenylalanine. Having done
this, we also considered the effect of the transamination route and showed that it was not

significant for normal patients, but became more significant with increasing severity of PKU.

Having investigated the terms in the fasting state model, the existence and behaviour of
steady states were considered. For a physiologically realistic stable steady state to exist the
creation of phenylalanine must be less than its removal, VNpp < Vrﬁ +Vn-r, , which, considering
realistic parameters, is true for all normal and PKU suffering patients and again demonstrates

the importance of the transamination term for severe PKU patients where Vn': - 0.

As we intended to add food intake into the model, resilience and reactivity of the fasting
state model was considered. This showed that a perturbation to the system at steady state
did not initially increase in magnitude, but returned monotonically to the steady state. The
rate of return was approximately linearly dependent on V> with higher V" causing a faster

rate of return.

The final consideration for the fasting state model was to consider the effect of liver-only
metabolism on the system as phenylalanine hydroxylase is only active in the liver [67]. This
was modelled using a time dependent two-compartment approach. Both the one and two
compartment approach had almost identical behaviour in the fasting state under a loading

test and identical steady state conditions. Neither model demonstrated reactive behaviour.

Both the one and two compartment approach were considered when adding food intake. Food
intake was considered by adding a Bateman function to the systemic compartment in order
to compensate for movement of phenylalanine from the stomach to the blood [11]. For test
purposes, phenylalanine intake was initially based upon a UK male at average height and
bodyweight with a balanced diet [58, 61, 62] having 3 evenly spaced meals with equal doses
of phenylalanine. In this case, Figures 3-19 and 3-22 both show an unbounded increase in
serum phenylalanine concentration for PKU patients with food intake of 137mg/kg of body

weight per meal and oscillatory behaviour for non-PKU suffering patients.

Figure 3-23 considers a range of food intakes and, critically, shows that a controlled diet in
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patients with PKU does not cause an unbounded increase in serum phenylalanine concentra-

tions.

There is currently no experimental work measuring systemic phenylalanine concentration in
non-fasting patients to compare the results of either model to, hence it is difficult to say
which is most appropriate for use. The only visible difference between the one and two
compartment approach for the trial patient is the magnitude of oscillation under food intake.
The magnitude change is small, changing from 0.133mM to 0.188mM in the case of a normal
patient, hence we decide to use the one compartment model to model blood phenylalanine
concentration in later chapters as adding the additional complexity of the two compartment

does not make it much more accurate.

The model could be improved by investigating the effect of food intake on protein degra-
dation and synthesis, as this could change the value of vypp. Previous work on modelling
phenylalanine in a non-fasting state [11] suggested that protein synthesis outweighed degra-
dation and caused an overall drop in systemic phenylalanine levels, rather than an increase in
the fasting state [10]. However, the non-fasting model selected parameters to fit a very spe-
cific set of data, so in order to get a better parameter prediction, consideration of background

theory into protein formation and catabolism is required.
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Chapter 4

Stratum Corneum Profile of

Phenylalanine

4.1 Chapter Objective

Based on the work into systemic concentration of amino acids, specifically phenylalanine, we
now consider the distribution of phenylalanine in the skin. The objective of this section will
be to produce a time and spatially dependent profile of phenylalanine in the skin based on
systemic concentration in a non-fasting state. We consider the effect that different systemic
levels have on phenylalanine concentration in the skin and if variation from food intake has

a noticeable effect on the skin reservoir.

In this chapter, we also investigate the effect of considering the stratum corneum to be
split into the stratum corneum and stratum disjunctum. The stratum disjunctum represents
layers of the stratum corneum that have started to separate from the lipid matrix. We test
the validity of the model by comparing the predictions to in vivo and in vitro data. We also

use the model to consider another, similar amino acid, tyrosine.

4.2 Parameter Summary

Table 4.1 summarises all the parameters and variables used in this chapter with their defi-

nitions and, where appropriate, values and ranges found in the literature. Where possible,
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standard deviations are used however this is not given for many parameters. Parameters listed

with source 'R’ are found using regression analysis. This table is designed for reference.
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4.3 Background Biology

Prior work has shown that the rate limiting step for movement of all but small, highly
lipophilic compounds through the skin is the stratum corneum [1, 2, 52]. Amino acids are
not small, highly lipophilic compounds hence the stratum corneum is the rate limiting barrier
to transport. In this section, we split the epidermis, described in section 1.4.2, into the viable
epidermis, stratum corneum and stratum disjunctum and investigate the structure of each
compartment including its unit cell, the packing fraction - the volume fraction occupied by
corneocytes - and the velocity of cell movement. As discussed in section 1.4.2, there is no

blood flow through the epidermis.

We also consider prior in vivo work into amino acid profiles through the stratum corneum.

4.3.1 Stratum Corneum

The stratum corneum is the outermost layer of the skin and is 10-40pm thick [18]. Figure
4-1 shows the stratum corneum in a brick and mortar type arrangement of corneocytes,
forming the bricks, and an extended lipid bilayer structure, or lipid matrix, forming the
mortar [18, 73].

Figure 4-1: Brick and mortar arrangement of the stratum corneum. The measurements shown
are: corneocyte length, Iy, corneocyte depth, |, and intercellular space channel size, lps. We
consider corneocytes to have equal length and width, lx = ly.

Corneocytes are keratinocyte cells in their final stage of cell differentiation. In the corneocyte
stage, the cell has no nucleus or cytoplasmic organelles and are considered to be biologically
"dead’ [22]. Corneocytes have a rigid outer layer and are interlocked via protein chains
called corneodesmosomes. The permeability of corneocytes within intact stratum corneum is

unknown with opinions varying between completely impermeable to highly permeable [73].

The lipid matrix between corneocytes is composed primarily of fatty acids, cholesterol and
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sphingolipids [73]. These lipids form the skin natural moisturising factor which is important

in maintaining the barrier properties of the skin and is key in the skin healing process [2].

The Unit Cell

Packing fraction in the stratum corneum was calculated by considering the dimensions of
corneocytes and intercellular channels in a unit cell of the stratum corneum, shown in Figure
4-1, found in the literature [71]:

Using these values, stratum corneum corneocyte volume, Vi, is 12804221.7um® and the
corresponding intercellular space volume around that corneocyte, Vs, is 1172457x10um?3.
Using Figure 4-1, we obtained the packing fraction of cells in the intercellular space by
dividing the volume of a single corneocyte by the volume of a unit cell in this structure given
by (Ix + lps)(ly + lps)(Iz + lps). The packing fraction of cells is hence 0.92+0.23.

Cell Velocity

The stratum corneum is known to fully replenish every two weeks [69] with cells being pushed
towards the surface of the skin by the formation of new cells. Using this replenishment rate
and knowing stratum corneum depth is between 10-40pm, the velocity of the movement of
skin towards the surface through the stratum corneum, v, can be calculated to be in the
range 0.83-8.27x10™ms™.

4.3.2 Stratum Disjunctum

Cells are removed from the surface of the skin via a process called desquamation [74]. This
process is still poorly understood [74] and can be affected by pathogens in the skin. This
process occurs in the top few layers of the stratum corneum, known as the stratum disjunctum

[75].
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The stratum disjunctum has a similar structure to the stratum corneum. The main difference
is that corneodesmosomes break down in this layer, resulting in whole cells being removed

from this layer non-uniformly.

4.3.3 Viable Epidermis

The viable epidermis consists of the stratum basale, stratum spinosum and stratum granulo-
sum. Although this is not the rate limiting band for transport through the viable epidermis
for amino acids - the concentration in this compartment is still important to consider as it
governs flow of compounds into the stratum corneum. These layers are described in more

detail in section 1.4.2.

The Unit Cell

The structure of the viable epidermis varies through the skin. As the majority of the viable
epidermis is the stratum spinosum, with the exact fraction depending on the area of the body
considered, we consider this layer as a basis for the viable epidermis unit cell. In the stratum
spinosum, keratinocytes are idealised as hexagonal prisms arranged in a hexagonal lattice
with columns aligned vertically [72], as shown in Figure 4-2, with dimensions found in the
literature [72]:

Iside - 12.4[.111’1,

Iheight = 23Hm,

Using these dimensions, it is clear that the volume of the unit cell, Vo, is 1.19x1014m3.
As each viable epidermis cell transitions into a single stratum corneum cell, the change from
hexagonal structure to a brick and mortar type array is not considered to have any additional

effects.

Velocity of Cells

As the volume of the stratum corneum is considered to be constant, the number of cells

leaving the stratum corneum must be equal to the number of cells entering. It is known that
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Figure 4-2: Viable epidermis unit cells organised in a lattice of hexagonal prisms, left, and a
single unit cell consisting of one cell surrounded by intercellular space, right. The intercellular
space is of thickness '»/, on all sides.

the number of cells pushed into the stratum disjunctum from the stratum corneum over a

lem?, or 10*m?, surface area per second is

1074 v
Loss/second = ——.——,
Asc hsc

where Asc and hgc are, respectively, the cross sectional area and height of the stratum

corneum unit cell in m2. Influx of cells behaves in much the same way

1074 v

Ave hyg’

Gain/second =

where Ayvg and hyg are, respectively, the cross sectional area and height of the viable
epidermis unit cell. Equating gain and loss and rearranging, we obtain the velocity of cells

in the viable epidermis based on the velocity of corneocytes in the stratum corneum:

Avehve \Z
Ve = V= V.
® 7 Aschsc V3 + V4
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4.3.4 Potts and Guy Model

The Potts and Guy correlation presents a method of determining the diffusion coefficient, D,

of compounds through the stratum corneum [34]

logyo(Kpems ™) = —6.36(20.18) — 6.0(20.6)x10"*MW + 0.74(20.07)logyokow,  (4.1)

where MW is the molecular weight of the compound considered, kow is the octanol/water
partition coefficient of the compound. kp is the permeability coefficient based on the path

length through the skin, 8, and the stratum corneum/water partition coefficient Km:

The path length through the stratum corneum intercellular space, 9, is known to be in the
range [500,880]pum [76] and the the stratum corneum/water partition coefficient, km, was

approximated using the octanol/water partition coefficient.

Phenylalanine The molecular weight of phenylalanine is 165.18 [70] and log;gkow = —1.43
[77]. Using the Potts and Guy correlation, the diffusion coefficient of phenylalanine in the

stratum corneum intercellular space, D1, is in the range [1.29,14.5]x105m?s™?.

Tyrosine The molecular weight of tyrosine is 181.19 [70] and logygkow = —2.26 [77]. Using
the Potts and Guy correlation, the diffusion coefficient of tyrosine in the stratum corneum

intercellular space, Dy, is in the range [3.55,23.6]x10m?sL.

4.3.5 In Vivo Results

Previous work in vivo into transdermal extraction of amino acids using reverse iontophoresis
and passive diffusion [2] has shown that there is a large reservoir of amino acids in the stratum
corneum. This reservoir can take over 4 hours to clear and it is suggested that there is limited

transport of amino acids from the viable epidermis to the stratum corneum over this time
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period [1]. This makes it impractical to directly assess systemic concentrations of amino acids

via transdermal extraction.

In vitro [1] and in vivo [2] experiments used tape stripping to assess reservoirs of amino
acids in the skin. Tape stripping involves applying a length of tape to a fixed area of skin to
remove exterior layers of the stratum corneum. The depth of the stratum corneum removed
is calculated by weighing the amount extracted, using the area considered and the density of
skin, 1gem™ [2]. The content of the sample is then assessed via a variety of methods. The
results of tape stripping through the stratum corneum in vivo [2], shown in Figure 4-3, also
suggested that amino acid levels through the stratum corneum have a non-constant spatial
distribution. There appear to be concentration peaks within the stratum corneum rather

than on its boundaries.

Figure 4-3: Experimental results for the spatial distribution of amino acids through human
stratum corneum in vivo [2]. These results consider the top 75% of the stratum corneum
which determined by measuring transepidermal water loss (TEWL) starting at the surface of
the skin corresponding to SC depth = 0. Each different symbol represents a different patient.
Taken from [2].

Reservoirs of amino acids obtained in [2] were larger than anticipated due to the production of

amino acids, such as phenylalanine, in the skin [2]. This production is due to the irreversible
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breakdown of proteins, such as filaggrin, to form the natural moisturising factor (NMF) in
the skin [2]. NMF is important for maintaining the barrier properties of the skin and is key
in the skin’s healing process [78]. Due to the importance of NMF and future transdermal
extraction methods, mathematically modelling amino acid distribution through the stratum

corneum would be very useful.

Prior mathematical modelling work into amino acids is largely focussed on systemic distribu-
tions considering dosing via vectors such as food intake [15] and IV bolus [10]. Metabolism
is considered using a variety of enzyme kinetic techniques [64] such as Michaelis-Menten and
two site ordered binding models [10] depending on the enzyme considered. There are also
mathematical models of amino acids in other organs in the body such as the brain [15]. This
particular example uses a three compartment approach with one compartment modelling
sytemic levels and the other two focussed on bound and unbound amino acid in the brain.
However, prior mathematical modelling work into concentrations of amino acids through the
skin is limited. Chapter 3 addresses previous approaches to modelling phenylalanine concen-
trations in blood serum as well as new approaches to modelling blood serum phenylalanine

concentrations with food intake.

Mathematical modelling of compounds within the stratum corneum is primarily concerned
with transdermal delivery of various drugs [52, 73, 33| rather than establishing the formation
of the chemical reservoir. Changes in the architecture of the skin are generally considered
negligible over the time period considered for extraction experiments. Passive delivery and
extraction through the stratum corneum has hence been considered using diffusion models

based on Fick’s first and second laws [52].

Fick’s first law states that the diffusive flux, J(x, t), of concentration, C(x, t), is proportional
to the concentration gradient in the spatial domain, x, going from areas of high concentration

to areas of low concentration [52]:

J(x,t) = —D [CIK, t).

Fick’s second law applies Fick’s first law to the mass conservation equation to obtain:

6C(§>;,t) — (D [T, 1)) = 0. (4.2)

Fick’s law has been utilised directly by considering a uniform membrane in one spatial di-
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mension in order to model diffusion of drugs through the stratum corneum [79, 80].

Movement of compounds in the stratum corneum has also been modelled using discrete
methods [81]. In this, the stratum corneum lipid matrix is modelled via nodes. Transport
between nodes was modelled to be either linearly dependent on the concentration difference
between adjacent nodes or to have diffusivity increased in areas of high concentration to
represent membrane damage [81]. Both mechanisms showed Fick-like diffusion and came up

with various drug delivery theories which are not discussed here.

More complex mathematical models consider the architecture of the brick and mortar struc-
ture demonstrated in Figure 4-1. [73] considers a uniform brick and mortar structure with the
compound of interest allowed to move between corneocytes and the intercellular space with
the aim of assessing how permeable corneocytes are in relation to the lipid matrix. This work
suggested that corneocytes are 1000 times less permeable than the lipid matrix and hence
most transport occurs along the intercellular route. Other work into the effect of the brick
and mortar structure has also suggested that the change in path length and tortousity of the
lipid route has a significant effect on the diffusion coefficient through the stratum corneum

[52].

In contrast, recent work by Wang et al. has considered movement of compounds through the
skin with varying levels of permeability of stratum corneum cells, ranging from impermeable
to transparent [82]. The approach presented compares a diffusion based model in two spatial
dimensions at steady state to measured extraction fluxes through human skin for water,
ethanol, nicotinamide and testosterone. Based on these results, it is suggested that there is
significant transport through the intracellular route straight through the stratum corneum
and that corneocytes are highly permeable to these compounds [82]. However, experimental
work into extraction flux using mercuric chloride through porcine skin has suggested that
stratum corneum cells are highly impermeable [83]. This discrepancy could potentially be due
to the theoretical work by Wang et al. neglecting appendageal pathways through the stratum
corneum [82] which have been shown to be very important during extraction experiments [32]
and could explain the straight through pathway theorised by Wang et al. Permeability and
extraction of compounds through the stratum corneum is discussed further in chapters 5 and
6.

The effect of movement and desquamation of corneocytes and production of compounds in the
stratum corneum layer on skin reservoirs have, to date, not been considered. Additionally,
peaks in concentration within the skin reservoir have not been predicted in prior models.
The Potts and Guy model, discussed in section 4.3.4 also suggests that the the effective

diffusion coefficient of large molecules through the stratum corneum is less than that for
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small molecules. Hence, for large compounds, such as amino acids, movement through the
stratum corneum will be slow and movement processes in the skin may have a significant

impact on the stratum corneum distribution.

4.4 Model Formation

In order to model skin reservoirs of amino acids, we begin by setting up a linked model
structure for systemic and skin concentrations of amino acids and parameters for our case
study compound, phenylalanine. We first address assumptions that hold throughout the
model then address specific assumptions for corneocytes and the intercellular space. In order

to form the linked model, it is assumed that:

1. Amino acids in the blood are instantaneously evenly distributed through the whole
compartment, hence systemic concentration only varies in time. This follows the model

presented in chapter 3.

2. Phenylalanine gets into the skin both from the blood and production in the skin. Pro-
duction of amino acids in the stratum corneum has been suggested in prior experimental
work [1, 2].

3. As there is limited experimental work into amino acids the viable epidermis and this
layer is not the rate limiting barrier to transport through the skin, we consider the viable
epidermis to be spatially uniform and in dynamic equilibrium with the systemic com-
partment. This assumption also means that the viable epidermis cells and intercellular

cells are considered to have equal concentrations of phenylalanine.

4. The skin is considered to be replenished at the same rate as it is removed, hence the

volume of each compartment is constant.

5. The stratum corneum is considered to vary with time and one spatial dimension, depth
through the skin X.

6. The stratum corneum is considered to be at a constant depth L and split into the
stratum corneum (SC), x (8, L], and stratum disjunctum (SD) x []0,d]. x =0

represents the surface of the skin.

7. Corneocytes in the stratum corneum and stratum disjunctum are completely imperme-
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10.

11.

able to amino acids because amino acids are large and mostly hydrophilic and has been

suggested in prior work [73].

Corneocytes moving through the stratum corneum are in the final stages in terminal
differentiation. Hence breakdown of filaggrin and other proteins to form amino acids
will occur in the deeper layers of the stratum corneum and be at a far reduced rate at
the surface of the skin as filaggrin becomes depleted. In order to simplify the model,
we initially assume that this production rate of amino acids is constant in the stratum

corneum and zero in the stratum disjunction.

Removal of cells and compounds from the skin only occurs in the stratum disjunctum,
being the layers closest to the skin surface. Although it is possible that removal occurs in
deeper layers of the stratum corneum, this is considered to be negligible. The stratum
disjunctum occupies the top few cell layers of the stratum corneum [75], distance d,
based on where amino acid concentrations in skin begin to decrease in prior experimental
work [1, 2].

The outer layer of the skin is considered to be completely replenished every 2 weeks
[69].

Cell packing fraction is considered to be constant in the stratum corneum and viable
epidermis. As whole cells are lost from the SD, the volume fraction occupied by cells

is considered to be non-constant in this layer, altering the packing fraction.

Given this, concentration of amino acid in each compartment is denoted:

Systemic Cq(t), ¥ 0.

Viable epidermis Cy(t) = C4(t), & 0.

Stratum corneum corneocytes Cz(X,t), x [{d,L] 0% 0.

Stratum corneum intercellular space Cs(X,t), x [{d, L] 0.

Stratum disjunctum intercellular space Cs(x,t), x [J0,d] 3 0.

Stratum disjunctum corneocytes Cg(t), (I 0.
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Each compartment has corresponding volume Vj, i [, 6] which is considered to be constant.

Using these assumptions and definitions results in the schematic diagram given in Figure 4-4.

Figure 4-4: Schematic diagram of the overall model. The viable epidermis and systemic
compartments are considered to be in dynamic equilibrium. X is a spatial variable where
X = 0 represents the surface of the skin and t is time.

Parameters in the system, using phenylalanine as a trial compound, are given in table 4.1.
These parameters are derived from published sources where possible and discussed in more
detail in section 4.3. Unknown parameters were calculated using least square regression
analysis on in vivo data. The Gauss-Newton method for numerically solving least squares

regression problems is detailed in section 2.2.
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Having established a linked model, governing equations are now formed for concentration in
the blood serum and stratum corneum. The viable epidermis is considered to be in dynamic

equilibrium with the blood serum at all times.

4.4.1 Phenylalanine in the Blood

For phenylalanine in the blood, we use the single compartment model presented in chapter 3
in a non-fasting state. Food intake is considered via a Bateman function. It is assumed that
the viable epidermis rapidly reaches a dynamic equilibrium with the systemic compartment
and that the volume of the viable epidermis in comparison to the blood is small. Hence we
do not consider there to be a significant drop in blood serum concentration due to movement

into the viable epidermis.

As cells and intercellular space are considered separately in the outer layers of the skin, it
is important to mention that, as the viable epidermis is considered to be spatially invariant
at constant unit cell volume, V2, the volume occupied by cells is equal to peV2, where pe
is the packing fraction in the viable epidermis, and intercellular space volume in the viable

epidermis is (1 — pe)V2.

4.4.2 Corneocyte Model

Figure 4-5 gives a graphical representation of the corneocyte model. As whole cells are
removed from the stratum disjunctum, we consider the concentration in corneocytes in this

compartment to be spatially invariant. For cells, we additionally assume that:
1. As corneocytes are considered to be impermeable to amino acids and fixed in the lipid
matrix, movement of amino acids in corneocytes is only due to movement of the cells
towards the surface of the skin at velocity v = 0.

2. Corneocytes are removed from the stratum disjunctum at a constant rate A.

Using the assumptions given, the governing equation for C3(X, t) is

oCs
ot

(X, 1) —v%(x,t) =ky, x [d,L], OEO, (4.3)
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Figure 4-5: Graphical representation of the model for amino acid concentration in corneocytes
in the skin. In this the SC compartment is considered as a spatially dependent model and
the SD as a compartment with flux in based on flux out of the SC.

and for Cs(t) is:

%(t) — ACs(t) + "Ce'édt) x C,d], [Tk 0. (4.4)

As the volume of the SD is constant, the influx of cells into this compartment per unit time,

/4, must equal the outflow of corneocytes per unit time, A, hence:

dCs

dbs v _ Vv
at V7

(1) = 5(Cs(d. ) = Cs(1)), x L0 d] , [F=0. (4.5)

Flux out of the viable epidermis must be equal to the flux into the SC on the boundary
between these two layers, X = L. As movement across this boundary on both sides is solely

due to advection, this results in the boundary condition:

VC3(L,t) = veCy(t). [EEO. (4.6)

As we consider there to be a constant number of cells in the stratum cornem, we can relate
the velocity of cell movement in the stratum corneum to the velocity in the viable epidermis

via
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Vo
V3 + V4

vV =av, (4.7)

Ve:

with the derivation shown in detail in section 4.3.3. Equation (4.6) and (4.7) hence yield the

boundary condition:

Cs(L,t) = aCxy(t).

The problem is fully specified by introducing arbitrary constant initial conditions:

C3(X, 0) = C351 X E@’ L]’
C5(0) = CSS-

4.4.3 Intercellular Space Model

Figure 4-6 gives a graphical representation of the proposed intercellular space model. For

intercellular space, we additionally assume that:
1. As amino acids are not fixed in corneocytes in the intercellular space, amino acids can
move through diffusion, with diffusion coefficient D1, as well as with overall movement
of the skin towards the surface at velocity v > 0.
2. Diffusion in the SD is complex due to non-uniform removal of intercellular space which
tape stripping does not take into consideration. Hence, diffusion in the stratum corneum

is grouped with removal into a single, linear term.

The flux in the SC is due to diffusion, with diffusion coefficient D1 and advection at velocity

v > 0. Hence the governing equation for C4(X, t) is

aC, 02c, oCs,_ ..
W(X, t) Dlw(x, t) VaT(X, t) — k3, X m, L], E& 0, (48)

and for Cg(X, t) is given
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Figure 4-6: Graphical representation of the model for amino acid concentration in the in-
tercellular space in skin. The SC and SD are considered to be linked spatially dependent
compartments.

0Cs 0Cs

W(x,t) ~Voax (X, t) = =y(X)Ce(x,t), x [J0,d], OEEO0, (4.9)

where y(X) is a spatially dependent removal rate from the stratum disjunctum. We consider
Y(X) to be spatially dependent as layers of the SD closer to the surface are removed with

greater frequency than the deeper layers. For simplicity, we consider a linear function

y(x) =o(d—x), x [a,d],

where 0 > 0.

Providing conservation over the SC-viable epidermis boundary at X = L gives the boundary

condition

aC
Dla—x“(L, t) + vCs(L, 1) = veCa(t), [FE0,

hence, using equation (4.7):

Ca(t) = Ca(L,t) = B(aCy(t) — Ca(L, 1)),
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B=—. (4.10)

As we consider the structure of the skin to remain unchanged over the SC-SD boundary, the

concentration of amino acid on this boundary is considered to be equal in the SC and SD:

Ca(d,t) = Co(d,t), [EEO0. (4.11)

In order to conserve the amount of amino acid in the system, the flux must be equal from

both sides of the boundary between the SC and SD giving the final boundary condition:

%(d,t) _0, [Eeo0. (4.12)

We consider an arbitrary constant initial condition in the SC
C4(X, 0) =Cys, X m, L] & 0, (4.13)

and a decaying initial condition based on y in the SD:

R
Co(X,0) = Cose™ » vIX — Coeem 020+ o [0 d], [E2 0. (4.14)

In order to fulfil the boundary condition in equation (4.11) Cgs = Cas.

4.4.4 Total Concentration Model

In vivo [2] and in vitro [1] experiments give the concentration of amino acid through a tape
stripped layer of the skin at n discrete intervals Xj, i [, n], from the surface of the skin to
75% of the way through the stratum corneum, hence 0 < Xj < 0.75L. The point at which 75%
of the outer layer of the skin had been extracted was determined by TEWL measurements
[10].
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To compare the model results at steady state to in vivo and in vitro data, we first changed
the experimental results to show average concentration in each layer, rather than amount
through the layer, by dividing the amount obtained per unit area by the thickness of the
layer and considering these discrete points to occur in the middle of the layer considered. The
model results were compared to this using a continuous concentration curve, T (X, ), which
incorporates both corneocytes and the intercellular space based on the unknown parameter

set © = (Ko, k3, 0). We initially assume ky = k3 to reduce the number of unknown parameters.

Under these assumptions

C
T(x Q) = pCstk, Q) + (1 —p)Citk, @), x Co,d], (4.15)

pCstk, Q) + (1 —p)Catk, ), x [(d,L],
where p is the packing fraction of the stratum corneum.

The Gauss-Newton algorithm for minimising the least squares approximation [48], detailed in
section 2.2, was employed to obtain estimates for unknown parameters in €2 based on results
obtained in vivo for phenylalanine [2].

4.5 Model analysis - Time Dependent and Steady State Solu-

tions

4.5.1 Corneocyte Model
Time Dependent

Taking the Laplace transform, discussed in section 2.7, of equation (4.3)

where:
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Ca(x,8) =  Ca(x, ) exp(—st)dt. (4.16)

This has solution

where

. . Cis ko
€a=—-0Cr+ — + =,
a 2+ S + S

is found by consideration of the boundary condition in equation (4.6). Inverse transforming

using standard transforms yields the solution

8 L—X
SCo+kot, if t< .
C3(x,t):Sk2(L_X) o Ly x[dL. (4.17)

L—x
aCs t—T , if t=

For x [0, d], we consider the solution to equation (4.5):

8
—At —At L—d
S (1 — e M)(Cas — Akp) + kot + Csee ™A if t<——
Cs(t) = il ~ _ ., (418)
ZF Ca— g (N5 gty 4 ke(L —d) +y(t) if t= L-d y d,
Z, il
y(t) = Csse ™ + Aae™ G t- (Lvd) eMdt.

v

As Cy(t) is not yet defined, solutions presented in equations (4.17) and (4.18) are presented

graphically in section 4.9 when considering variable concentrations in the viable epidermis.
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Steady State

As replenishment of the outer layers of the skin occur continuously from birth, it’s important

to explore steady state solutions at a constant concentration in the viable epidermis, C}:!

Cik) = aCt M, x [(d,L]. (4.19)

Vv

ka(L —d)

A typical steady state profile is shown in Figure 4-7 and shows that there is a linear increase
in concentration through the stratum corneum with the stratum disjunctum levelling off at
a constant concentration. Equations (4.19) and (4.20) demonstrate that the steady state is
linearly dependent on the selection of ky with ko = 0 giving a constant profile based on viable

epidermis concentration.

Figure 4-7: Demonstration of the steady state behaviour of concentration of phenylalanine
in corneocytes using ko = 0.14mmolm=3s" as a trial value with all other parameters given in
table 4.1.

As all parameters must be greater than or equal to 0, considering equations (4.17) and (4.19)
parameters shifts change where the viable epidermis concentration starts to influence the SC

and the position of the steady state but not the general behaviour of the model.
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4.5.2 Intercellular Space Model

Time Dependent

This is determined using the GITT method, detailed in section 2.6.1, by making the substi-

tution

M (x,t) = Ca(x, t) + F(x), (4.21)
into equation (4.8) where:
ks(L —x)  ksD e
f(x) = " +— 1l—e P2 + aCay(t).

Equation (4.8) becomes

oM 9°M oM 0Cy

with homogeneous boundary conditions formed from equations (4.11) and (4.12)

M oM
ax (DO +BM(LY = —=(d, ) =0,

and initial condition from equation (4.13):

M (x, 0) = aC,(0) — F(X).

Using the substitution

M (x,t) = 6(x, t) exp(px + qt),

106



with p = 55~ and q = %, we obtain the diffusion equation

#_p o -a o
ot 1ox2 ~ exp(px —qt) ot

=0, x [(d,L],

with homogeneous boundary conditions

il
00 v 00 v
and initial condition:
8(x,0) = 220 =TX0) =g )

exp(pX + qt)

To solve the diffusion equation, we apply the GITT by considering an eigenvalue problem

with the same kind of boundary conditions specified for 8(X, t)

2

200+ H9(x) =0,
9. —V'ﬂl_—d(pd—V d) =0
&()‘5‘ B 2D, (p()—&() TDl(P()—,

which only has non-trivial solutions for certain values of p = j, i [, oo], eigenvalues, with

the corresponding solutions, @j(X), being eigenfunctions with the orthogonality property

VA L
; 0i(X)@j (x)dx = N;djj,

where Nj is the normalisation integral and 0jj is the Kronecker delta function. Solving the

diffusion equation results in

@i(X) = Ajsin(HiX) + Bj cos(HiX),
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where Aj and Bj are determined by the boundary conditions. For ease, Wi is set to ™/,

i [0, 00). This results in the normalised eigenfunctions, (f)i

~ A sin(4jX) + Bj cos(;X T
Gi(x) = .Sln(|..h )\"/N_ i (i ), Wi = T
1

AL TV Bv. V2
' 2Dssi  2Dssipi 4DPsipi’
—v
Bi = 2D15S;j ' q

\
Si= Hi+B-— D, cos(MiL) — M sin(yiL),

with normalisation constant:

. il . il
sin(MiL) cos(MiL) +ﬁ sinz(u-L)+B—i2 (L—d)+ sin(piL) cos(piL)
- ! 2

Ni==—- (L—d)—
! (L= Wi Mi Mi

Using the orthogonality property of eigenfunctions, the integral transform pair is derived as

0i(t) = 0i(X)8(x,t)dx, (Transform)

G(X,t):_ 0i(X)0i(t), (Inverse)

and applying this to the governing equation for 8 yields a infinite system of decoupled ordinary

differential equations

where
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= ~ % —a 6C2
d ¢ exp(px + qt) ot

with initial conditions

Z ka(L=X) _ kgD T
_ _ - = — %871 (1—e b1 )
9.('[ = 0) = fl = (pi(X) v _\\:)2( ( V2t dX,
and hence solution:
. Z, .
6i(t) = exp(—pft) fi+  Gi(1)exp(uft)de
0
We now have an expression for 0(X, t)
X ° Z¢ ’
0(x, )= gi()exp(—Kt) fi(x)+  Gi(T)exp(—pfT)dT ,
i=1 0
which can be used to find Ca(X, t) exactly:
il
— 2¢ ka(L —
Ca(%, ) = B(x, thexp 22’)" - VD L Kl v X)
1 §b (4.22)

kle —v(x—d)
+ 2 l1—e D1 +0aCy(t), x [d, L], @OEo.

In order to obtain an exact solution to the concentration of amino acigs in the SD intercellular
d
space, Cg(X, t), we first consider the substitution Q(X,t) = Cg(X, t)e x V9% which reduces the

governing equation, given in (4.9), to

Q¢ —VvQx =0,

with initial condition
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Q(x,0) = Ces, x [0,d],

and boundary condition:

Q(d, t) = Ce(d, t) = Ca(d, V).

We consider the Laplace transform of this equation where L{Q(x, t)}(s) is given by Q(X,s)

dx Y \;

dQ _g _ —Ces

and solve using the integrating factor eV

A

Css s(x—d)
+ Cpe

O
Il
|

where:

¢ = L{Ca(d, O)}(s) — % (4.23)

Hence applying the inverse Laplace transform where H(t) is the unit step function

d—x‘IT + X" d—x‘IT
we obtain
_ s -
Co(xt) = CesH(t)+Ca dt—3=% H ¢4 X
am .Y Y (4.24)
d—x Rdyx ‘

—CesH t——_= e x¥¥ xC0d, =0,
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which is based on the solution to the SC intercellular space, C4(X,t). Again due to Cy(t)
not being defined yet, equations (4.22) and (4.24) are demonstrated graphically in section 4.9

when dealing with variable concentrations in the viable epidermis.

Steady State

At a constant concentration in the viable epidermis, CZ';'the steady state levels are

chk) = kS("V_ X) 4 k\";zD (1—e 5 ") +yCh' x [1d,L], (4.25)

and:

CHk) = CHll)eav 0¥ —2dx+d?) -y 1 d). (4.26)

A typical profile is shown in Figure 4-8. This shows that, similarly to the corneocyte model,
the stratum corneum concentration is linear with respect to production through the skin with
ko = 0 giving a constant profile. The concentration decays non-linearly in the stratum dis-
junctum and is equal to the concentration in the stratum corneum on the boundary between
the two layers, X = d. It noticeable that the decay never results in zero concentration at the

skin surface.

4.6 Model Analysis - Parameter estimation

Having obtained exact solutions for each compartment, we now look to establish unknown
parameters from in vivo data in human skin [2]. Many parameters in the model can be
derived from published literature sources as shown in table 4.1. The unknown parameters
are the production rate of phenylalanine in the stratum corneum cells, Ky, intercellular space,
k3, and the removal rate in the stratum disjunctum, . The goodness of fit of the predicted

results is then assessed using standard error of the estimate, S, detailed in section 2.2.1
It is currently unknown if tape stripping analyses the contents of the intercellular space or

the whole outer layer of the skin. We propose that if cells in the stratum corneum are

almost impermeable to amino acids [73], then tape stripping only samples the intercellular
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Figure 4-8: Demonstration of the steady state behaviour of concentration of phenylalanine
in the intercellular space using k3 = 0.14mmolm=3s" and 0 = 1.54m™s? as trial values with
all other parameters given in table 4.1.

space. Experimental work sampling amino acid concentrations through the skin works by
weighing the amount of skin stripped and then converting this into a depth through the skin
by considering the skin to be at a constant density of lgem™ and comparing this to the
surface area sampled [1, 2]. This method ignores such effects as partially desquamated layers

of skin which can lead to thinner depths measured than have actually been extracted.

As cells take up 90% of the skin, the majority of the sample obtained from the tape strip will
consist of cells which, if impermeable, should have a consistent behaviour from the start of
the stratum corneum, at X = L, to the surface of the skin, at X = 0. For example, if an amino
acid is produced by breakdown of proteins inside a cell and not broken down further within
the cell each individual cell would be expected to have more of that particular amino acid
inside it at the surface of the skin than at the boundary between the stratum corneum and
viable epidermis. Due to depth calculated being linearly dependent on weight extracted, this
increase would be expected to be reflected in the tape stripping results with minor variation

due to 10% of the layer being occupied by intercellular space.

A least square regression analysis, more specifically using the Gauss-Newton method detailed
in section 2.2, was used to approximate the unknown parameters based on in vivo data [2] and
the steady state equations given in equations (4.19), (4.20), (4.25) and (4.26). We consider
tape stripping results from 8 patients from the top 75% of the stratum corneum/stratum
disjunctum. Due to the limited data available for each patient, ko and k3 were initially con-

sidered to be equal, reducing the number of parameters that required estimation. The results
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Table 4.2: Parameters used with equal production in corneocytes and the intercellular space,
ko = ks = k.

Patient | L(um) | d(um) | k(mmolm3s7t) [ o(m?s?) | v(x10 M ms™?) | S(x10°mmolm®)
1 9.3 4.0 0.018 2.21x10™8 0.77 5.96
2 11.0 2.5 0.010 1.93x10%° 0.91 4.05
3 11.3 3.5 0.010 6.95x10%® 0.93 3.89
4 10.0 3.5 0.009 132.61 0.83 3.08
5 10.0 3.2 0.014 507.53 0.83 5.41
6 10.0 5.0 0.023 23.28 0.83 6.34
7 14.7 4.5 0.017 556.22 1.22 6.11
8 16.0 7.0 0.022 28.68 1.32 6.38

of the regression analysis are shown in Figure 4-9 with the specific parameters calculated for
each patient given in table 4.2. It is noticeable that the range of values predicted for o is

quite large as is the standard error of the estimate.

Considering Figure 4-3, which shows the results of in vivo experiments in human skin, there
is a clear increase in all the amino acids from the viable epidermis, reaching a peak and then
decay towards zero at the surface of the skin [2] which is also reflected in in vitro experiments
[1]. Considering Figure 4-9, it is clear that this peak is not reflected when considering
significant production in the corneocytes. Significant production in corneocytes results in a
very small concentration drop towards the surface of the skin. The behaviour observed in
Figure 4-9 closely resembles that observed for the steady state for cells in Figure 4-7 which

is expected as corneocytes comprise over 90% of the stratum corneum.

Production in cells causing unrealistic behaviour near the surface of the skin suggests that

either:

1. The production of amino acids in cells is eclipsed by production in the intercellular

space.

2. Concentration of amino acids is not assessed in cells during tape stripping.
We consider both approaches in the following two subsections. In both cases, due to the
parameters being patient specific, each patient was considered separately and the resulting
estimates used to establish a range.
The thickness of the stratum corneum, L, and stratum disjunctum, d, varied between patients.

L was calculated using that the deepest point considered in each patient was 75% of the way

through the SC [2] and d was approximated by considering the location of the 'peak’ result
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Figure 4-9: The results of regression analysed 0, k» and k3 with ko = kg for each patient
entered into the phenylalanine concentration model, red line, compared to in vivo data,
blue dots. The dotted line represents the estimated final depth through the skin, L, for
each patient. Based on in vivo results, shown in Figure 4-3, concentration should decrease
significantly through the stratum disjunctum. The parameters used to generate this figure
are given in table 4.1.
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Table 4.3: Parameters used with zero production in corneocytes.

Patient | L(um) | d(um) | ka(mmolm3s?) | o(m™s?) | v(x10ms?) | S (x103mmolm™3)
1 9.3 4.0 0.166 0.631 0.77 3.08
2 11.0 2.5 0.076 3.621 0.91 1.68
3 11.3 3.9 0.087 1.781 0.93 1.33
4 10.0 3.9 0.071 0.588 0.83 1.97
) 10.0 3.2 0.125 3.402 0.83 1.19
6 10.0 5.0 0.244 0.962 0.83 1.99
7 14.7 4.5 0.139 1.238 1.22 2.08
8 16.0 7.0 0.221 0.766 1.32 2.34

in each case.

4.6.1 Zero Cell Production

If we consider production in corneocytes, Kz, to be equal to zero and production in the
intercellular space, K3, to be variable then performing regression analysis results in the plots

given in Figure 4-10 and the k3 values given in table 4.3.

At zero production, the corneocytes have a very limited effect on the model - this does open
the possibility for very limited production in cells which could be approximated from the
concentration gradient in in vivo data. In some cases, such as patient 1 and 4, the decline
in amino acid concentration observed experimentally is greater than predicted close to the

boundary of the skin, X = 0.

Comparing the standard error of the estimate given in tables 4.2 and 4.3, it is clear that
regression analysis using a model with zero production in cells better fits the observed data

than using equal production in cells and the intercellular space for all 8 patients considered.

4.6.2 Tape Stripping only Assesses the Intercellular Space

The parameters found for each patient using the intercellular space only are given in table 4.4
with the resulting distributions given in Figure 4-11. Additionally, comparing the k3 values
in table 4.3 and table 4.4 the difference between the values obtained is negligible. Indeed,
figures 4-10 and 4-11 are also very similar. Comparing the standard error of the estimate
between the two models, it is clear that not including cells results in a model that fits the

experimental results slightly better. Hence, we do not consider cells to contribute to tape
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Figure 4-10: The results of regression analysed k3 and 0 for each patient entered into the
phenylalanine concentration model, red line, compared to in vivo data, blue dots. The dotted
line represents the estimated final depth through the skin, L, for each patient.
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Table 4.4: Table of parameters for individual patients considering intercellular space only.

Patient | L(um) | d(um) | ka(mmolm3s?) | a(m™s?) | v(x10ms?) | S(x103mmolm™3)
1 9.3 4.0 0.163 0.633 0.77 2.95
2 11.0 2.5 0.080 3.289 0.91 1.51
3 11.3 3.9 0.091 1.688 0.93 1.15
4 10.0 3.9 0.076 0.578 0.83 1.79
) 10.0 3.2 0.129 3.246 0.83 1.04
6 10.0 5.0 0.249 0.954 0.83 1.91
7 14.7 4.5 0.143 1.197 1.22 1.94
8 16.0 7.0 0.225 0.756 1.32 2.28

stripping results for the remainder of this chapter.

The standard error of the estimate in table 4.4 is of a similar magnitude for each patient and

represents some scatter around the model prediction and those observed experimentally.

Using this data, we obtain a value of -0.43 for the Pearson coefficient between k and ¢, which
suggests low negative correlation [84] between the two parameters with the exact distribution
shown in Figure 4-12. Production and decay in the stratum corneum should be completely
independent. However, it is difficult to draw any firm conclusions on correlation from a
dataset of 8 patients, so more experimental data would be useful to draw a full conclusion

from.

The depth of the stratum disjunctum is affected by the amount/thoroughness of washing the
skin. It is also likely that the decay rate, g, is based on the amount of washing of the skin,
hence we consider the correlation between 0 and %\ for each patient. Figure 4-13 and the
Pearson coefficient of -0.694 suggests that there is a moderate to strong negative correlation
between 0 and %, . This supports the implication that more skin washing, and hence a

smaller stratum disjunctum, leads to a lower decay rate.

4.7 Comparison without the Stratum Disjunctum

Motivation for the inclusion of the stratum disjunctum came from consideration of experi-
mental data [1, 2]. To determine the effect of this additional compartment, we now consider
a model system where this compartment is not included. For the intercellular space the

governing equation is
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Figure 4-11: The results of regression analysed k3 and 0 for each patient entered into the
phenylalanine concentration model, red line, compared to in vivo data, blue dots. The dotted
line represents the estimated final depth through the skin, L, for each patient.
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Figure 4-12: Plot of production rate against decay rate for each patient with corresponding
SD depth labelled on each point.

Figure 4-13: Plot of the correlation between % and o.
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aC, 02c, oCs,_ ..
W(X,t) Dlw(x, t) VaT(X, t) — k2, X I:[]], L], IEZO

with initial condition:

C4(X, 0) = C4S(X).

The boundary condition at the stratum corneum, viable epidermis boundary, X = L, remains

as a flux conservation condition

"aCX‘*(L,n = B(aCy(t) — Ca(L, 1)), [0,

and we consider the boundary condition on the surface of the skin, X = 0, to be a sink:

C4(0,t) =0, [OEo0. (4.27)
The corresponding steady state
bl
Cid)=c1 1—exp %’X - kflx, x [0, L], (4.28)
where €1 is a positive constant:
¢ =yCr+ kj—? + kf/—"

Equation (4.28) has a stationary point, Xs, at

. _D, clvzﬂ_Dl.¢C2@+1+Lv’
STV kD T v ' kD D

hence as ky increases, the position of the stationary point decreases. As ko — oo
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D L’
X » —In 14— | 4.29
s>yt + D (4.29)

which, using parameters given in table 4.1, results in Xs = L as demonstrated in Figure 4-14.
Clearly not including removal effects in stratum disjunctum does not reflect the behaviour
observed in vivo as shown by Figure 4-3 as, using physiological parameters, the peak occurs

close to the viable epidermis boundary.

Figure 4-14: Demonstration of the concentration profile through the stratum corneum with
a zero concentration initial condition on the surface of the skin.

4.8 Comparison with Tyrosine

If we expect our model to describe amino acid distribution in the skin in general terms,
then we might expect y(X) to be independent of a particular amino acid. To explore this,
we consider in vivo data for tyrosine [2] from the same patients using the same model for
the SC and SD and a constant concentration C, = 0.075mmoldm™2 in the viable epidermis
compartment. We fix g, v d and L to the parameters given in table 4.4 for each patient and
the diffusion coefficient for tyrosine, Dy, is set to 3.71x10"m?s™? using the Potts and Guy
correlation [34], described in section 4.3.4. All other parameters are independent of molecule
and hence given in table 4.1 with regression analysis performed to find the production rate

of tyrosine in the intercellular space, Ky.

Figure 4-15 shows the resulting total plots for tyrosine with the corresponding production
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Table 4.5: Production rate in stratum corneum intercellular space for tyrosine.

Patient | ks(mmolm3s7) [ S(x10°mmolm™)
1 0.395 6.81
2 0.262 4.87
3 0.293 3.83
4 0.243 5.67
5 0.294 1.12
6 0.596 5.48
7 0.281 3.40
8 0.454 4.05

Table 4.6: List of ranges and trial parameters.

Parameter Set value Variable range
L 20pm [10,40]pm
d 6m [0,20]pm
ko Ommolm=>h? [ [0,900]mmolm=h?
ks 504mmolm=>h? | [0,900)mmolm>h?
o 5544m™Th? [2088,11700] *hT

rates given in table 4.5. These plots match the experimental data well, suggesting that the

model formation is valid for a variety of amino acids.

4.9 Effect of Parameter Variation on Total Amount in the
Skin

For most of the previous sections, we have used trial parameters based on ranges found in the
literature. Here we investigate the effect of varying some key parameters on the total amount
of phenylalanine in the stratum corneum in a fasting state. We consider the depth of the
stratum corneum, L, the depth of the stratum disjunctum, d, the production of phenylalanine
in cells, ko, in the intercellular space, k3 and the decay rate in the stratum disjunctum, o.
To do this, we fix all other variables to the values given in table 4.6 and alter the parameter

considered over the range given in table 4.6.
Total amount in the skin is found by considering the integral of equation (4.15) with respect

to X at steady state given in equations (4.19), (4.20), (4.25) and (4.26). Due to the exp(x?)

term in equation (4.26), the integral is found numerically.
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Figure 4-15: The results of regression analysed Kk for each patient inputted into the tyrosine
concentration model, red line, with fixed 0 based on the phenylalanine regression analysis
compared to in vivo data, blue dots. The dotted line represents the estimated final depth
through the skin, L, for each patient.
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4.9.1 Varying Stratum Corneum Depth

Figure 4-16 indicates that the relationship between L and the total amount in the stratum
corneum is approximately linear. This is to be expected as increasing the depth of the stratum

corneum effectively increases the depth which phenylalanine is sampled over.

Figure 4-16: Effect of varying stratum corneum depth, L, on the total amount of
phenylalanine in the stratum corneum per unit area.

4.9.2 Varying Stratum Disjunctum Depth

Varying stratum disjunctum depth has a non-linear effect on total amount of amino acid in
the stratum corneum. As demonstrated by Figure 4-17, the thinner the stratum disjunctum,
the more amino acid is in the stratum corneum. This is because removal effects are considered

to not start until the stratum disjunctum has been reached.

4.9.3 Varying Production in Corneocytes and the Intercellular Space

Figures 4-18 and 4-19 demonstrate, respectively, that production in cells and intercellular
space has a linear effect on amount of phenylalanine in the stratum corneum. As cells occupy
90% of the stratum corneum - it is unsurprising that changes in ky have a much larger effect

than changing Kj.
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Figure 4-17: Effect of varying the stratum disjunctum depth, d, on the total amount of
phenylalanine in the stratum corneum per unit area. L is fixed at 20um. The dotted line
indicates the value of d given in table 4.6.

Figure 4-18: Effect of varying production of phenylalanine in stratum corneum cells, ky, on
the total amount of phenylalanine in the stratum corneum per unit area. ko = 0 in table 4.6.
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Figure 4-19: Effect of varying production of phenylalanine in stratum corneum intercellular
space, K3, on the total amount of phenylalanine in the stratum corneum per unit area. The
dotted line indicates the value of d given in table 4.6.

4.9.4 Varying Stratum Disjunctum Decay Rate in the Intercellular Space

Figure 4-20 demonstrates that varying the decay rate of phenylalanine in the stratum disjunc-
tum intercellular space has a non-linear effect on the amount of phenylalanine in the stratum
corneum. Increasing decay rates causes a smaller total amount in the stratum corneum with
changes having less effect at high rates than low rates. The change to total concentration is
relatively small as the decay rate only affects the concentration in the stratum disjunctum

intercellular space.

Figure 4-20: Effect of varying decay rate of phenylalanine in stratum disjunctum intercellular
space, K3, on the total amount of phenylalanine in the stratum corneum per unit area. The
dotted line indicates the value of d given in table 4.6.
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4.10 Model analysis - Non-fasting state

Having obtained estimates for the unknown parameters in human skin, the concentration
of phenylalanine through corneocytes and intercellular space was considered in a non-fasting
state. Using the trial parameters listed in table 4.1, the plot given in Figure 4-21 was produced
for phenylalanine concentration within stratum corneum corneocytes with ko = 0. This plot
is very similar to that produced in the systemic compartment in a non-fasting state as shown

in chapter 3 when scaled by the volume ratio a.

Figure 4-21: Amino acid concentration profiles in SD (left) and SC (right) corneocytes under
a variable viable epidermis concentration.

Figure 4-22 shows the non-fasting state behaviour for the intercellular space over a period of
one month, 672 hours, as this is double the time taken to fully replenish the stratum corneum
[69]. Variation in the viable epidermis concentration has an unnoticeable effect on skin
concentrations. Hence, we conclude that production dominates the amount of phenylalanine
in the SC and SD intercellular space. Comparing Figures 4-21 and 4-22, and remembering
that cells occupy nine times more volume than the intercellular space, it is clear that there
is significantly more phenylalanine in the intercellular space than in corneocytes. This also
suggests that phenylalanine concentration in the stratum corneum and stratum disjunctum

is dominated by production.

As the impact of systemic concentration of phenylalanine is almost unnoticeable under re-
alistic concentration ranges, this also means that changes in systemic concentration due to

phenylketonuria are unlikely to have a large impact on the skin reservoir.

It is also noticeable that the concentration profile is almost flat through the stratum corneum
intercellular space. This is not due to the movement of amino acids from the viable epidermis,
but is instead due to phenylalanine being allowed to spread through the compartment via dif-
fusion. Additionally, by construction of removal in the stratum disjunctum, the concentration

will never hit zero at X = 0.
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Figure 4-22: Amino acid concentration through the intercellular space in a non-fasting state.
The effect of varying viable epidermis concentration on the concentration of amino acids in
the intercellular space is unnoticeable.

Table 4.7: Parameters used when performing regression analysis on porcine skin.

Parameter Definition Range Value used
L Depth of the stratum corneum [21, 26]pum 24um
d Depth of the stratum disjunctum 3, 6.25]pum -
v Velocity of advection [1.74, 2.15]x10 M ms™ | 1.98x10 ms™?
cl Steady state plasma concentration [0.066, 0.074]mM 0.070mM

4.11 Model Analysis - In Vitro Porcine Skin

Having considered in vivo data for human skin, we consider in vitro data for pig skin. Pig
skin is different from human skin and will, hence, have different parameters, such as the
depth of the stratum corneum. We consider the structure of the stratum corneum to remain

the same with the new model parameters given in table 4.7.

Performing least squares regression analysis on the 6 sets of pig data results in the plots
given in Figure 4-23 with corresponding k» and 0 for each pig given in table 4.8. Pigs do not
wash as much as humans, which results in much less removal of amino acids from the outer
layer of the skin. The model seems to predict in vitro data well with some scatter, which is
measured using standard error of the estimate, S, in table 4.8, in all but pig 2 where there is

a significant drop in amino acids concentration deep within the stratum corneum.
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Table 4.8: Parameters obtained from regression analysis for each pig.

Patient | k3 (mmolm3s71) | o (ms?) [ S(mmolm™3)
1 0.027 2.78 616
2 0.024 6.71 817
3 0.050 3.79 325
4 0.024 1.76 400
) 0.027 0.36 606
6 0.021 0.65 319

Figure 4-23: Individual regression analysis on each pig.
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4.12 Chapter Summary

A simple, generic model for amino acid concentration through the SC and SD has been
developed. This model builds on prior in vitro and in vivo [1, 2] experimental work into the
formation of reservoirs of amino acids in the skin. The model results are directly compared to
in vivo [1] and in vitro [2] work and matches well for intercellular space amounts of the amino
acids phenylalanine and tyrosine. The model suggests that the production of phenylalanine
in the stratum corneum is in the range [0.08,0.25]mmolm3s™ for humans and that the decay
in the stratum disjunctum can be modelled using a linear profile with decay constant in the
range [0.58,3.25]m™ st The ranges on these parameters are large and an improvement to the
results would involve considering a larger sample size in order to get an accurate mean and

standard deviation for these parameters.

The results of the model were also strengthened by considering in vivo tyrosine data from
the same patients as the phenylalanine data was obtained from [1]. Regression analysis on

tyrosine produced similar decay rates.

The model presented suggests that analysis of historic systemic concentrations of amino acids
via consideration of the skin reservoir alone is not possible as production of amino acids in the
skin significantly eclipses movement from deeper in the body. However, it may be possible to
find systemic concentrations by considering extraction of the stratum corneum reservoir and

the viable epidermis simultaneously. This is investigated in later chapters.

In order to check the validity of this model for specific amino acids, parameters such as
production rate in the skin and the decay constant need to be verified experimentally. The
same decay rate seems to produce reasonable results for both phenylalanine and tyrosine
decay in the stratum disjunctum, which makes the parameter selection more valid. However,
there is significant variation between patients which is likely due to some patients experiencing

a much more rapid drop on the surface of the skin than others.

Varying the removal rate of the amino acid from the stratum disjunctum intercellular space, 0,
is a possible way of modelling different levels of washing with larger removal rates representing
more washing. Indeed pigs, who wash less than humans, experience a less steep decay rate
through the stratum corneum and a definitive non-zero concentration on the surface of the
skin. Unfortunately, due to the large range and small number of patients and pigs observed

it is not possible to draw any firm conclusions from these results.

Considering the steady state concentrations and exact solution for the stratum corneum in-

tercellular space, equations (4.22) and (4.25), a reduced amount of diffusion in the stratum
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corneum intercellular space would significantly increase the spatial variation of amino acid
in the stratum corneum. By extension this would also increase the spatial variation in the
stratum disjunctum and increase the time taken to reach the steady state. This is impor-
tant as it suggests that viable epidermis variations will be more obvious when considering

compounds with limited diffusion in the stratum corneum.

Opinions vary on whether cells in the stratum corneum are permeable or impermeable [73].
In this chapter we assumed that the cells were completely impermeable. Prior work into drug
diffusivity into SC corneocytes has suggested that this movement, if it exists, is very small,
even for lipophilic compounds [73]. Hence having impermeable cells is a reasonable assump-
tion, especially as considering permeable cells would introduce more unknown parameters

into the system which would need to be estimated experimentally.

Prior work [73] has suggested that the diffusion coefficient may vary through the skin, however
incorporating this increases the complexity of the model. It is reasonable to assume the
rate as a constant initially, especially as the solution profiles seem to match those obtained

experimentally.
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Chapter 5

Electro-osmotic Flow Dynamics

5.1 Chapter Objective

In this chapter, we consider the movement of uncharged compounds through channels under
an applied electric field. As the compounds considered, like phenylalanine, are uncharged
[70], the primary mechanisms of transport are passive diffusion and electro-osmotic flow. The
objective of this chapter is to combine prior work into surface chemistry and electro-osmosis

in order to fully describe solvent flows through a channel in the skin.

This chapter uses known theory from micro-fluids to find electro-osmotic velocity in terms
of known constants, properties of the fluid, applied field and zeta potential on the channel
walls. We then use surface chemistry in order to express the zeta potential in terms of the
surface charge density and compare several approaches for finding the surface charge density
including consideration of the ionic charge density in the fluid through the channel and using

streaming potential.

The novelty of this chapter is combining theory from different disciplines, namely classical
Navier-Stokes from fluid dynamics, electric potential theory and surface chemistry theory, to
obtain the electro-osmotic flow velocity through skin in terms of measurable quantities. We
present the general theory and apply it to different geometries. Following unrealistically high

predicted velocities, the theory is then further modified using surface chemistry.
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5.2 Parameters

This section lists the parameters used in this chapter for reference. As this chapter mostly
develops theory into electro-osmotic flow, most of the parameters are either unspecified or
are dependent upon values such as the bulk concentration of the ionic salt, g, which varies

between cases. For these parameters, values are dealt with in the text.

Additionally, most known parameters are universal constants and are hence known to a high

degree of accuracy.
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5.3 Introduction to Electro-Osmotic Flow

Electro-osmotic flow is an electrokinetic phenomenon where an externally applied electric field
interacts with an electric double layer to cause bulk flow of a liquid [88]. Electro-osmotic flow
was first observed by Reuss in 1809 who observed water migration through porous clay under
an externally applied field [89]. Since this time, electro-osmotic flow has become a critical
technology in a variety of fields ranging from transdermal delivery [21, 33, 87] to integrated

micro- and nanofluidic systems [88, 89, 90].

An electric double layer is a layer of non-zero net charge that forms near the interface between
two mediums [88] - for cases of interest in this thesis, this is a solid-liquid interface. In this
case, the electric double layer is formed by the adsorption or desorption of ions by the
surface which causes ions in the fluid to re-arrange to compensate for the charge imbalance
and maintain overall electro-neutrality [88]. The effect caused by the double layer exhibits

approximately exponentially decay in potential with distance from the interface.

When an electric field, with electric potential @, is applied parallel to the surface, the surplus
of positive or negative charges in the fluid, depending on the charge on the surface, results in
a net body force on the fluid towards the oppositely charged diode [89]. For example, Figure
5-1 represents an excess of negative charges in the fluid moving towards the positively charged
cathode. The electro-osmotic flow velocity generated is directly proportional to the electric
field applied [33] based on some mobility constant e that can be found experimentally or
derived from theory. The mobility constant is a property of the system considered and is
based on the electric potential generated by the charge on the surface, {. Here we focus on

direct current (DC) electro-osmotic flow.

Far away from the double layer, the velocity of electro-osmotic flow is considered to be con-
stant and is largely independent of channel size [88]. This behaviour, combined with the ease
of application and the ability to perform precise, nano-scale fluid handling via manipulation
of external voltages, has made electro-osmotic flow key in micro-fluid and nano-fluid systems
(88, 89].

Transdermal iontophoresis and reverse iontophoresis utilises electro-osmotic effects in order
to enhance extraction of compounds through the skin. There has been significant research
into this field using in vitro experiments [1], in vivo experiments [2] as well as mathemati-
cal modelling [21, 33]. Approaches to transdermal iontophoresis are very varied and, when
considering the flow of charged species, electro-osmotic effects are frequently ignored [36, 91].
The amino acid phenylalanine is uncharged, hence the primary movement mechanism through

the skin under reverse iontophoresis is electro-osmotic flow.
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Figure 5-1: Depiction of the electric double layer created by a single surface. In this Ex
represents the electric field applied between the anode and cathode, Vgo the electro-osmotic
velocity with mobility Heo. The thickness of the electric double layer (EDL) is quantified
using the Debye length, Ap. The shear plane measures the point where charged particles
can start to move with the potential, ), at this point defined as the zeta potential, {. The
potential on the shear plane, psi, is different to the potential applied across the membrane,

(0
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When considering electro-osmotic flow through skin, consistent with fluid dynamics, flux is
considered to be proportional to the electric field applied [33, 87] with the proportionality
constant determined experimentally. In pharmacy, a common approach is to consider that
all flows are linear combinations of all the forces involved in the system [33]. That is that
the volume flux, Jy, and current density, I, in a system under an applied potential, [q, hnd

pressure, [P lgradient are

Jy = L1 [P Lyp(— L))

i =Ly [P Lap(— L)l

where Ljj are properties of the system considered called Onsager coefficients. The Onsager
coeflicient associated with electro-osmotic flow is L1 with the electro-osmotic flow velocity
determined by Jy|pgq- L12 is determined either experimentally or by using mathematical

models.

One example of mathematical modelling is called the limiting law theory. This theory con-
siders the force balance between viscous fluid forces and the electrical volume force [33] in the
case of a thin double layer. This results in a constant velocity and corresponding Onsager

coefficient

L1y = 104 F18(=Zm)Cm Frrg -

4nL 2 '

where F is the Faraday constant, ro the pore radius, zy is the sign of the charge on the
pore, Cny, is the concentration of the compound of interest, N is the dynamic viscosity of the
solvent, L is the membrane thickness and Ap = K™! is the Debye length. As the Debye
length is inversely proportional to the root of the ionic salt concentration, the limiting law
suggests that electro-osmotic flow velocity will decrease with a greater concentration of ionic

salt, which is not observed experimentally [33].

There have been several expansions to limiting law theory which produce more realistic results
such as the Manning ‘lattice’ model. In this model, the pore is considered to be a single
channel between two rectangular planes which are separated by ro [92]. These rectangles
are lattices containing evenly distributed fixed point charges which are considered not to

have electrostatic interactions with mobile ions flowing through the pore. This leads to the
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alternative statement of the Onsager coefficient [93]

Fré(—zm)C _ Kro
1040 m)%m _ Klo
Ly = 10 ETTI G(y), with vy 5
l'ﬂ
G(y) =< coth(y)— < ,
r
K=A C7m+9,

where A is an experimentally derived constant and C is the concentration of co-ions in the
membrane. Other, more complex expansions, such as the Hildreth ‘plate’ model [94], exist but
are not considered in this chapter. None of these approaches consider fluid dynamics concepts,
such as the Navier-Stokes equations, and make large assumptions about the system, although
the proposed end result can give good approximations when based on experimentally derived

constants [33].

In this chapter, we attempt to model electro-osmotic flow from base micro-fluid, surface chem-
istry and electromagnetic concepts for use in a reverse iontophoresis model for amino acids
in the next chapter. We begin by introducing key background concepts, such as the Navier-
Stokes equations and the Poisson-Boltzmann equation, before developing electro-osmotic flow

models.

5.4 Navier-Stoke Equations

The Navier-Stoke equations describe the motion of a viscous fluid based on pressure, density
and temperature [95]. The full Navier-Stokes equation is, as yet, unsolved analytically and
is an area of significant interest in fluid dynamics [95]. Generally, several assumptions are
applied to the Navier-Stokes equation to make the system analytically solvable, or numerical
methods are used. In this chapter, we consider fluid in the skin to be at a constant viscosity, n
and mass density, pm. Hence the fluid flow obeys the incompressible Navier-Stokes equation
[95]

v

Pm( 5t (x,1) + v(x,1). (X, 1)) = — [Pk, t) + n Cxdx, t) + f(x, 1),
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where v is the fluid velocity, P (x,t) is the pressure and f(x,t) represents an applied body
force to the fluid at spatial location x and time t. For electro-osmotic flow the applied body

force is created by the applied electric field.

In order to find the electro-osmotic flow velocity, we reduce the full Navier-Stokes equation

into a more manageable form by assuming that:
1. The solvent is incompressible.

2. The fluid has a low Reynolds number [96] - hence inertia forces are negligible compared

to viscous forces.
3. The fluid velocity reaches steady state quickly.

4. In line with prior work, we consider the induced electro-osmotic pressure to be negligible
[97].

5. There is no pressure gradient in the system.
Under these assumptions, and noting that the body force under an applied electric field is

equal to the local electric charge density, pe(x) multiplied by the applied field, E(x), the

Navier-Stokes equation reduces to:

N Cxdx) + pe(x)E(x) = 0. (5.1)

5.5 Poisson-Boltzmann Equation

The Poisson-Boltzmann equation is a mean field theory that aims to describe the distribution
of electrochemical potential, the total chemical and electrical potential, in a solution next to

a charged surface under the assumptions [88, 98]:

1. Tons are point charges, hence ion size effects are ignored. Although valid far away from

the surface, this theory breaks down close to the surface.

2. The surface is uniformly charged.
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3. Non-Coulombic interactions, being any interaction not between static electric charges

such as the interaction between hydrogen shells in water, are ignored.

4. Each ion only interacts with the average electrostatic field of all its neighbours rather

than its individual neighbours. This is called a mean field approximation.

5. The ions in solution are considered as a continuous charge distribution which ignores

the discrete nature of ions.

6. The permittivity of the medium, [F [Wllg] is constant.

Under these assumptions, the electric potential distribution, Y(x) can be described using the

Poisson equation [98§]

[2q) — —PeX) (5.2)

based on the local electric charge density, pe(x), the permittivity of free space, [g] and the
relative permittivity of the fluid, [yl The local electric charge density is found by considering

the sum of charges at each point - which is found by summing the concentration, Cj, of each

individual ion species, i = 1, ..., N, multiplied by the charge on that ion
X
Pe(x) = Nae  (—1)"zjci(x), (5.3)
i=1

where zj is the corresponding valence of ionic species i and n is 1 for negatively charged species
and 2 for positively charged species. The Boltzmann equation can be used to calculate the

local ion concentration [88]

—W;(x) T

T (5.4)

ci(x) = ¢ exp

based on the temperature, T, the Boltzmann constant, Kg, and the work required to move
an ion closer to the surface from an infinitely far distance, Wj(x). It is assumed that the only

forces acting are electrical in nature, hence [88]:
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Wi(x) = (—1)"ziew(x). (5.5)

Combining equations (5.2)-(5.5) with the specific surface geometry and ionic species present
in the fluid gives the Poisson-Boltzmann equation. Despite the large number of assump-
tions associated with Poisson-Boltzmann theory, the behaviour of the electric double layer
is described well [88]. For aqueous solutions, predictions are good for monovalent salt con-
centrations below 0.2M and potentials below 50-80mV [88] where monovalent salts are salts

consisting of ions with a valency of 1 such as NaCl.

5.6 Boundary Behaviour

Key to understanding electro-osmotic flow is the boundary effects caused on the interface
between the fluid flowing through a channel and the channel walls. This section details key

concepts in defining the behaviour at this interface.

5.6.1 Zeta Potential

When considering fluid flow along charged surfaces, ions binding to the surface can cause the
shear plane, where ions begin to move in the fluid - shown in Figure 5-1, to be away from
the interface between the surface and the fluid. The potential exerted by the surface at a
distance from the surface interface where ions start to move is called the zeta potential, {
[88]. The zeta potential plays a very important role in electro-kinetic phenomena such as

electro-osmotic flow.

5.6.2 Surface Charge Density

Surface charge density, 0, measures the electric charge per unit area on a surface. Gauss’ law
states that net electric flux through a closed surface is equal to the net electric charge within
that surface multiplied by ¥ {98]. Hence, if there is a overall charge on a surface, an electric

field will be generated away from that surface. This electric field drives electro-osmotic flow.

If the system is electro-neutral, the charge density on the surface will be mirrored by a net

charge density in the fluid. The region away from the charged surface in which a charge
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imbalance, and hence an electric field, exists is called the electric double layer with the

properties of this double layer affecting the velocity of electro-osmotic flow.

5.6.3 Debye Length

The Debye length is the characteristic length of the electric double layer [33, 88, 89] . The
Debye length measures how far an electrostatic effect persists into a solution with the electric
potential decreasing by a factor of 1/exp(1) every Debye length. Generally, it is assumed
that if the channel in question is much wider than the Debye length, then effects that take
place in the double layer can be considered to be negligible. The Debye length, A is given by

" iGkaT
A=klt= XEBL
K 2Nae2cg

with why this expression comes about derived through section 5.7.

5.6.4 Streaming Potential

A common method in characterising zeta potential in a system with a well defined geometry
involves measuring the streaming potential. When a pressure difference, [P_lis applied to
fluid flowing through a channel, the liquid drags some of the charge attached to the double
layer with it. This process causes accumulation of ions at the ends of the channel - resulting

in a potential difference called the streaming potential, [TU]88].

Streaming potential has been previously considered when dealing with microfluids and porous

membranes [88, 87, 99] and resulted in the relation

v U1 —0oA lp(Kro)
[P nke li(Krg)

where I (Krg) are modified Bessel functions of order n, described in section 2.8, and Ke is the
pore conductivity. In a binary 1-1 electrolyte, one ion to one cation in the salt such as NaCl,

the pore conductivity is given by [90]
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b 2 b ﬂ,
D.—D_- 2Fc M? o? lo(Kr 2N lo(kr
Ko — Ky 1— 2% 1 o(Kro) _ lo(Kro)

D+ + D— [LaNaksT ro n li(kro) ro li(kro)

where the bulk conductivity, Ky, is

= 2B =D), (5.6

D+ and D- are, respectively, the ionic diffusion coefficients for the cation and anion, R is the
ideal gas constant, T is temperature and rg is the channel radius. If the channel radius, ro,
is much greater than the Debye length, then Ke - Ky [90]. Additionally, considering section
2.8, I2(Krg) = l1(Krg), hence the streaming potential can be expressed as:

U1 —oA
V _— F[I— m. (5-7)

5.6.5 Stern Theory

As shown in section 5.5, Poisson-Boltzmann theory has several strong assumptions which can
introduce inaccuracies when describing the electric double layer. However, the inaccuracies
introduced tend to cancel each other out, for example including non-Coloumbic forces leads
to an increased ionic concentration at the surface and a corresponding decrease in surface
potential whereas taking the finite ion size into account reduces the ionic concentration and

the surface and causes an increased surface potential [88].

One extension to Poisson-Boltzmann theory is called Stern theory. In this theory, the electric
double layer is divided into two parts, the Stern layer, close to the surface, and an outer part
where Poisson-Boltzmann theory holds [88]. The Stern layer is considered to end when the

potential is equal to the zeta potential.

The simplest way to consider the Stern Layer involves considering ions to have a finite size
with the layer of ions closest to the surface being fixed. The distance between the surface
and the center of the ion, d, marks the boundary between the Stern Layer and the outer
layer, called the outer Helmholtz plane. By definition, at 8 the potential is equal to the zeta
potential and is demonstrated graphically in figure 5-2. More complex versions of the Stern
Layer exist [88], but we do not consider them as it is currently not possible to get a greater

level of detail in the skin.

145



Figure 5-2: Demonstration of the Stern Layer on a positively charged surface. Modified from
[88].

5.7 Application

Having established the base theory behind electro-osmotic flow, we now apply this theory
to different channel geometries to calculate the electro-osmotic flow velocity. We consider
the electro-osmotic flow velocity in both the parallel plate (one-dimensional) and cylindrical
(two-dimensional) case. The goal in both cases is to express the electro-osmotic flow velocity
in terms of known properties of the system and the surface charge density which can then
be calculated using experimental work into streaming potential. The theory for streaming
potential is detailed in section 5.6.4 and it’s application to find electro-osmotic flow velocity

in shown in section 5.8.

In both the parallel plate and cylindrical geometries, the derivation of the velocity in terms

of surface charge density is split into three distinct stages, namely:

1. Starting from the incompressible Navier-Stokes equations, detailed in section 5.4, ex-

press electro-osmotic flow velocity in terms of double layer potential.
2. Express the double layer potential, and hence velocity, in terms of the zeta potential.

3. Express the zeta potential in terms of surface charge density, leading to an expression

for velocity in terms of surface charge density and known parameters for the system.
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How these steps were achieved for the parallel plate and cylindrical cases under the assump-

tions given in section 5.7.1 are expanded on in sections 5.7.2 and 5.7.3 respectively.

5.7.1 Assumptions

In both the parallel plate and cylindrical case, there are consistent assumptions. In the

channel, we assume that:
1. Channel walls are identical with constant surface charge density at all points.
2. Charge density and channel dimensions are constant along the channel, the X direction.
3. There are either no or negligible effects created at each end of the channel.
In order to calculate the velocity of electro-osmotic flow, we first consider the Navier-Stokes
equation for fluid flow in an electric field, given in equation (5.1), and the Poisson equation,
given in equation 5.8, under the additional assumptions:

1. The electric field applied is constant.

2. The concentration of ions with respect to time is constant throughout the system and

uniformly distributed in X.
3. The channel walls have a no-slip boundary condition.

4. The electric current is primarily carried by the salt NaCl - the most prevalent electrolyte

in skin as demonstrated by the composition of PBS buffer solutions [18].

5. Ions are point charges, hence we consider the Stern layer to have zero size and the

surface potential on the channel walls to be equal to the zeta potential.
Under these assumptions, the velocity can be expressed as a function of the potential created
in the double layer. We then express the potential created in the double layer in terms of the

zeta potential under the assumptions:

1. The system is electro-neutral - this makes the overall system stable and means we don’t

have a net overall charge created. This is in line with prior research [33].
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2. The potential created by the electric double layer, Y, is small (< 25mV).

This results in an expression for electro-osmotic velocity where the only unknown is the
zeta potential. We then move on to express the zeta potential in terms of the surface charge
density. There are several approaches for modelling surface charge density based on streaming

potential which we address later in the chapter.

Additional assumptions in each case are given in the appropriate section.

5.7.2 Parallel Plate Approach

The parallel plate approach considers two parallel plates separated by distance 2rg as demon-
strated in Figure 5-3. In order to model electro-osmosis in this case, we consider the effect
of one plate in 'y []0, o], i.e. between the surface and the center of the channel, and assume

the behaviour is mirrored by the second plate.

Figure 5-3: Graphical representation of electro-osmotic flow between two parallel plates. Like
skin at physiological pH, the channel walls are considered to be negatively charged. In order
to maintain electro-neutrality, this is reflected by more positively charged ions in the channel,
hence the predominant flow direction is towards the cathode. If the membrane was positively
charged the flow direction would be reversed. L represents the length of the channel.

For the parallel plate case, the steps given in section 5.7 are achieved as follows:

1. Express electro-osmotic flow velocity in terms of double layer potential:
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(a) This section was started by considering the incompressible Navier-Stokes equations

with body force due to an applied electric field, as detailed in section 5.4.

(b) Using the Poisson equation, detailed in section 5.5, charge density was then linked

to double layer potential.

(¢c) The expression for charge density in terms of double layer potential was then
substituted into the body force term in the incompressible Navier-Stokes equation.
Solving the resulting ODE gave an expression for electro-osmotic flow velocity in

terms of double layer potential.

2. Express the double layer potential in terms of zeta potential:

(a) Using the Poisson-Boltzmann equation, detailed in section 5.5, an ODE for double

layer potential was found.

(b) Solving the ODE for double layer potential using boundary conditions on the par-
allel plate case, an expression for double layer potential in terms of zeta potential

was found.

(¢) Combining the expression obtained for double layer potential in terms of zeta
potential with the results from step 1 expressed the electro-osmotic flow velocity
in terms of zeta potential.

3. Express the zeta potential in terms of surface charge density:

(a) Assuming that the system was electro-neutral, it was possible to link the charge

density in the fluid to the surface charge density.

(b) Using the Poisson equation, detailed in section 5.5, an expression was found for
surface charge density in terms of the double layer potential which, using the
results of step 2, could be expressed in terms of zeta potential.

(c) It was then possible to combine the relation between surface charge density and
zeta potential with the result of step 2 in order to express the electro-osmotic flow

velocity in terms of known properties of the system and the surface charge density.

We now move on to expand these steps in the following sections.
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Expressing velocity in terms of the double layer potential

In order to find the velocity of electro-osmotic flow in terms of double layer potential, we
consider the fluid flow through the channel given in figure 5-3 using the incompressible Navier-

Stokes equations [96] discussed in section 5.4:

N C2xdx) + pe(x)E(x) = 0.

As discussed in section 5.5, the Poisson [96] equation links the net charge density to the
dielectric permittivity of the fluid, [3= [lg] and the double layer potential, Y(x), which,

under the constant charge density on the surface assumption, only varies in the y direction:

pely) = ~ oY ). (5.8)

As the only non-zero component of velocity occurs in the X-direction and only varies in the
y direction, vx(y), the applied field is considered to be constant and to only act in the X

direction, Ex, hence fluid velocity is governed by

d?vy d2y
WTW(Y) m@dyﬁ()’)Ex =0, (5.9)

which is an ODE with boundary conditions given by:

1. The no slip assumption on the channel wall (shear plane) means that vyx(0) = 0 and,
as we consider ions to be point charges, potential on the shear boundary, Y(0), is equal

to the zeta potential, .

2. As demonstrated by figure 5-3, the velocity in the middle of the channel is maximal,
hence dVx/ dy(ro) = 0. The potential is also at a minimum in the center of the channel,
hence 9%/ gy (rg) = 0.

Integrating equation (5.9) twice with respect to y and applying these boundary conditions

gives
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(Wy) =0, (5.10)

which is the electro-osmotic flow velocity in terms of the zeta potential and electric potential

caused by the double layer.

Expressing the double layer potential in terms of the zeta potential

The next stage in expressing the electro-osmotic velocity in terms of known constants is to
express Y(y) in terms of {. This was done by constructing an ordinary differential equation
for Y(y) using the Poisson equation, given in equation (5.8) and explained in section 5.5. To
express Pe(Y) in terms of Y(y), we use the Boltzmann equation given in equation (5.4) in
section 5.5 [88]. Using the Boltzmann equation, the local ion concentration for ionic species

i, Cj, in one spatial dimension Y is given by

—Wi(y) T

ci(y) = C? exp

where c? is the bulk concentration of ion i in the solvent, i.e. where the work done by the
field is equal to zero, Kg is the Boltzmann constant, T is temperature and W;(y) is the work

exerted by the field on ion i at distance y.

As we have assumed that the predominant ions are sodium, i = 1 charge +e€, and chlorine,
i = 2 charge -e, the work exerted by the field on these ions is Wj(y) = [ely) where e is the
elementary charge. In order to calculate charge density at a point, we take the sum of the

charge on each ionic species at that point, hence in this system:

Pe(y) = Nae(c2(y) — ca(y)). (5.12)

It is assumed that concentration of ions is measured in moles, hence to obtain charge we
multiply concentration by the number of ions in 1 mol, Avogadro’s number, Na, and the

charge on each ion, e. Combining equations (5.11) and (5.12) results in

K —ey(y) 'n'n

ksT ’

ey(y)
KT

Pe(y) = Na& cQexp —§ exp
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and, as the bulk concentration of ions is equal to the bulk concentration of the salt due to

NaCl being monovalent, ¢ = ¢3 = co:

M 1 M
ew(y) ~OWY) L oNLecesinn YY)

Pely) = ato e G TOP ey T

(5.13)

Substituting into (5.8) gives the Poisson-Boltzmann equation for this geometry:

1
4>y . e(y)
(lok 5 (y) = 2Naecosinh - =

Assuming that the potential created by the electric double layer is small, the sinh(eljJB(¥)) term

can be considered to be approximately equal to eli;# we obtain the ODE

d2y

Bz = K2W(y), (5.14)
where
s
K = 2@'}%‘3;;, (5.15)

and K~} = Ap is the Debye length described in section 5.6.3 [88]. Solving equation (5.14)

results in the expression for the potential through the double layer

W(y) = aexp(—Ky) + Bexp(Ky), (5.16)

where a and B are constants determined by the boundary conditions. Using that Y(0) =
and that solution is bounded as y — oo, we get that a = { and B = 0 and therefore can

replace Y(Y) in equation (5.10) to express velocity as

Wl Ex

Vx (Y) = n

(1 = exp(=ky)),

152



and results in the velocity profile given in figure 5-4 which shows that far away from the

electric double layer, the velocity generated by a single plate tends towards a constant

_ TWiolEx

VX: r]

(5.17)

which is in-line with prior theory [96]. Permittivity of free space, [g] is a known constant, the
relative permittivity [al, and dynamic viscosity, I, are based on the fluid considered, which
can be found in the literature for many types of fluids and the electric field, Ex, is a property
of the field applied to the skin. The zeta potential, {, is unknown, but can be found in terms
of known parameters using results from surface chemistry [88] and the electro-neutrality

assumption, which is addressed in the next section.

Figure 5-4: Demonstration velocity profile formed in the electric double layer in the one
dimensional case.

Finding the zeta potential

Equation (5.17) gives the velocity due to electro-osmosis based on known constants, the
permittivity of free space, [g] properties of the solvent, [, and n, properties of the field
applied across the membrane, Eyx, and the zeta potential, {, on the channel walls. This
section considers how to find the zeta potential in terms of surface charge which is then

investigated later in the chapter.
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As the system is assumed to be electro-neutral and the charge considered to be split evenly
between the two plates, the surface charge density on the channel walls, 0, can be related to

the net charge density in the solvent [88]:

ro d2L|J
= — L dy,
0= Lol oy
which, by integrating, becomes:
- 1
d d
=

dy Y=ro dy y:()

As we have assumed that the velocity in the center of the channel, y = rg, is maximised and
that the channel is symmetric around the center, the electric potential of the double layer

will tend towards a minima at this point

o
dy y=ro

hence:

0= —IIJIEH : (5.18)

Under the low potential assumption Y(y) is given in equation (5.16). Differentiation of

equation (5.16) combined with equation (5.18) results in
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since K1 = Ap which matches prior theory into surface chemistry [88]. So, we have shown
that the zeta potential can be linked to the surface charge density in this case. Hence, we

obtain the velocity equation

v(y) = (1 — exp(—Ky)), (5.19)

which in a thin double layer becomes

_ —0Ey
K

where K is given in equation (5.15). Equation 5.19 gives the electro-osmotic flow velocity
through the channel in terms of properties of the solvent, universal constants, properties of
the applied field and the surface charge density. The only current unknown is the surface

charge density. We discuss methods of finding surface charge density later in this chapter.

5.7.3 Cylindrical Approach

In the previous section, we calculated the velocity of electro-osmosis by considering the chan-
nel through the skin as being sandwiched between two parallel plates. This had several issues
when calculating Y(y) and neglects the effects of curved walls. A more accurate scenario is
to consider channels through the skin as being cylindrical, as depicted in figure 5-5. In this
case, in addition to the assumptions listed in section 5.7.1, we also assume that the system

is radially and axially symmetric.

For the cylindrical case, the steps given in section 5.7 are achieved as follows:

1. Express electro-osmotic flow velocity in terms of double layer potential:

(a) This section was started by considering the incompressible Navier-Stokes equations

with body force due to an applied electric field, as detailed in section 5.4.

(b) The Poisson-Boltzmann equation, detailed in section 5.5, was used to find an

expression for the net charge density in terms of the double layer potential.

(¢) The expression for net charge density in terms of double layer potential was com-
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Figure 5-5: Graphical representation of the cylindrical reverse iontophoresis model. This
model is considered to be radially symmetric and uniform in X. The length of the tube is L.

bined with the incompressible Navier-Stokes equation to form a differential equa-
tion for velocity of electro-osmotic flow in terms of the double layer potential.
As the double layer potential was an unknown function at this point it was not

possible to solve the differential equation formed at this stage.
2. Express the double layer potential in terms of zeta potential:

(a) Using the Poisson-Boltzmann equation, an ODE for the double layer potential was
found and solved using boundary conditions on the system to give an expression
for double layer potential in terms of zeta potential.

(b) The expression for the double layer potential in terms of zeta potential was com-
bined with the results of step 1 in order to obtain a differential equation for electro-

osmotic flow velocity in terms of zeta potential.

(c) The resulting differential equation for the electro-osmotic flow velocity was solved

in order to give the electro-osmotic flow velocity in terms of the zeta potential.

3. Express the zeta potential in terms of surface charge density:

(a) Assuming that the system was electro-neutral, it was possible to link the charge

density in the fluid to the surface charge density.
(b) Using the Poisson equation, detailed in section 5.5, an expression was found for

surface charge density in terms of the double layer potential which, using the

results of step 2, could be expressed in terms of zeta potential.
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(c) It was then possible to combine the relation between surface charge density and
zeta potential with the result of step 2 in order to express the electro-osmotic flow

velocity in terms of known properties of the system and the surface charge density.

We now move on to expand these steps in the following sections.

Expressing velocity in terms of the double layer potential

Electro-osmotic flow velocity is governed by the Navier-Stokes equation for an incompressible

flow under the assumptions of constant pressure, low Reynolds number and steady state

N C2xdx) + pe(x)E(x) = 0,
which, in a radially symmetric system which is uniform in X, becomes:

1d dv'IT

r]FE ra(r) = —pe(r)Ex. (5.20)

In order to express, Pe(r) in terms of ¢, we first need to express pe(r) in terms of Y(r). Using

the Poisson equation, given in equation (5.2), in a radially symmetric system, results in:

dy __pe(r)
rar o™ T e 20

If we now consider the definition of net charge density based on the ion concentration and
Boltzmann equation, as discussed in section 5.5, the resulting Poisson-Boltzman equation

that links net charge density to the electric potential is

ey(r) |

Pe(r) = —2Ngzecpsinh kT

which, under the low potential assumption, becomes:
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—2N,e?
Pe(r) = ki;otli(r) (5.22)

Combining equations (5.20) and (5.22) gives an ODE for electro-osmotic velocity based on
Y(r):

1d rdv(r)ﬂ  2Nge?coExy(r)
rar "ar N keT

. (5.23)

Expressing double layer potential in terms of the zeta potential

We now look to express Y(r) in terms of { potential for substitution into equation (5.23).
Solving the resulting ODE will then give an expression of velocity in terms of zeta potential.
Combing equations (5.21) and (5.22) gives the ODE:

|
g~ 5,
Car ra = KY(r). (5.24)

Using the substitution o = Kr, we can rewrite equation (5.24) in the form

d? d
0?3 () + oS (@) — a?u(e) =0,

which is a zero order Bessel equation and hence, as there is no singularity in Y(r) at r = 0, the
solution is given as a constant, 3, multiplied by a zero order modified Bessel function of the
first kind, lo(Kr). Bessel functions are detailed further in section 2.8. Using this definition,

the potential in the electric double layer is:

Y(r) = Blo(kr).

Using the boundary condition displayed in figure 5-5 at the edge of the cylinder, Y(rp) = ¢, it
is possible to calculate B which gives the distribution of electric potential in a cylinder based

on the zeta potential
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(5.25)

which matches prior work [96]. Using the Navier-Stokes equation given in equation (5.20)
with velocity only acting in the X direction and only varying in the r direction, pe in equation
(5.22) and the electric potential given in equation (5.25), we now find the ODE for velocity

based on the zeta potential

|
1d _dv L 5
- rg(r) = —Lwllgk“(

|0(Kr)
r]rdr

|0(K|’o)

Xy

with corresponding boundary conditions based the no-slip condition on the channel walls and

that velocity is maximised in the center of the tube:

d7v
dar',_,

v(ro) = ~0.

Using standard identities for integrating Bessel functions [100], namely

Z
ulo(u)du = uly(u), (5.26)
and
Z
I1(u)du = —lg(u), (5.27)
the velocity is found to be
y— —WlelEx | lo(kr) K (5.28)
a ) lo(kro) ‘

which not only matches prior theory [96] but, in the case of a thin electric double layer, the
velocity reduces to be exactly the same as that found in the 1D case, in equation (5.17). In

the non-thin case, the velocity profile is shown in figure 5-6.
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Figure 5-6: Plot of how velocity varies with distance in a radial direction from the center of
the cylinder in the non-thin double layer case. Velocity reaches a maxima in the middle of
the channel.

Finding the zeta potential

Having found the velocity profile based on the zeta potential, we now attempt to find the zeta
potential based on the surface charge density. This starts in much the same way as in the
one dimensional case, where we use the electro-neutrality assumption to say that the surface

charge density on the channel walls is matched by the net charge density in the fluid

z z

OdA == - pedV1
A \%

where A is the surface area and V the volume. Under the assumption that the charge is

distributed evenly across the channel walls and the channel is uniform with respect to X

Zo
mhLo = —2nL  pe(r)dr,
0

and using the definition of pe(r) under a low potential in equation (5.22)
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/o
1 2N ec
0= — 2rNgeco——dr = —2- 0

= rydr
ro kBT kBT o l“ '
0

which can be combined with equation (5.25), which gives the electric potential in terms of a

Bessel function, to give the integral:

2Ne2col 2

a 0

= —— ri r)dr. 2

o kBTrolo(Kro) O(K) (5 9)
0

Using the identities for the integrals of Bessel functions given in equations (5.26) and (5.27)
[100] and the substitution a = Kr, we can solve (5.29) to give:

o @HKM(KI’O)_

|0(KI’0)

Hence, the electro-osmotic velocity in the cylindrical case is:

—0ExIo(Kr lo(Kr

v(r) = ~95xlolKro) - _ Jo(kr) (5.30)
nkl1(Kro) lo(Kro)

As demonstrated in section 2.8, modified Bessel functions of the first kind are monotonically

increasing with the ratio between two modified Bessel functions of the first kind tending to

one as Krg — oo. Hence, considering a thin double layer, in which ro >> k™1, and the

velocity away from the double layer, r = rg, results in

o _OEX
V= K (5.31)

which is the same as the one-dimensional case. Hence, calculating electro-osmotic flow in a
cylinder and as a one dimensional channel only has a significant difference when considering
effects close to the double layer or in the case where the tube radius is close to the size of the
double layer. This is demonstrated in figure 5-7 for variation through the tube. Figure 5-8
shows the difference in velocity in the center of the tube as rp increases and demonstrates

that the difference between the approaches tends to zero as the channel becomes much larger
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than the Debye length.

Figure 5-7: Comparison of the electro-osmotic velocity predicted in the 1D system (blue) and
cylindrical system (red) for a variety of tube sizes.

Figure 5-8: This figure demonstrates the difference between the cylindrical velocity and the
1D velocity in the center of a channel of radius rg. As is observed in figure 5-7, the 1D velocity
is greater than the cylindrical velocity when rg is comparable to A with this reversing as the
channel gets larger.

5.8 Surface Charge Density Calculation

Having established the electro-osmotic flow velocity in terms of known parameters and the
surface charge density for both the parallel plate and cylindrical channel geometries, we now

consider methods for finding the surface charge density.
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5.8.1 Average Charge Concentration in the Fluid

Surface charge in the channel is caused by a surface absorbing unequal charges of positive
and negative ions from the surrounding fluid. In order to maintain an electro-neutral system,
this surface charge must be exactly matched by an opposite charge within the fluid, the net
charge density. Hence we have that the sum of charge through the fluid volume, V, is equal

to the sum of charge over the channel surface, S:

z YA

pedV =—  adsS.
\ S

Prior work has investigated finding the average charge concentration in the fluid, d, in the
channel based on the bulk concentration of the ionic solvent and experimentally derived

parameters [87]. By definition

z
dc = dv,
°~ NaeV Pe
hence by the electro-neutrality assumption:
z
O = 1 odS
© T NgeV g

It is assumed that the surface charge density is uniform at the channel and tube walls, hence

0 = —Ngzergde,

for the parallel plate case and

_ Nae r()é(;
= 72 ,

for the cylindrical case. Using equations (5.19) and (5.30) we obtain the velocities of electro-

osmotic flow for the non-thin parallel plate and cylinder case respectively
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NaeroacEx

V= T(l — exp(—Ky)),
_ NaergdcExlo(Kro) 1— lo(Kr) i 5.32
v(r) = 2nkl1 (Kro) lo(Kro) 532

Having established expressions for velocity in terms of channel dimensions and ionic charge
concentration in the solvent for both the parallel plate and cylindrical channel cases, we now
consider how to calculate ionic concentration based on the bulk electrolyte concentration.
There are two approaches for this, the first, named the Donnan approach [87], considers
a low bulk electrolyte concentration and hence ignores saturation effects. The second, the
adsorption isotherm approach, considers the ionic concentration when saturation effects begin

to become significant.

Donnan Approach

The Donnan approach links the average charge concentration in the fluid to the bulk elec-
trolyte concentration [87] using the Nernst-Planck equation in a strong, 1-1 electrolyte solu-

tion where electro-migration dominates the flow of ions. The result of this was that

60 == CO%, (533)

where Cp is the bulk concentration of the salt and

o _D+ 1_1'IT
- Dot ot

where D4 and D—_ are the aqueous diffusion coefficient of the cation and anions respectively,
in this case Na* and CI, and tY and t¥ are the transport numbers of the cation in the
membrane and water. All of these parameters can be found in the literature and are given
in tables 5.1 and 5.2.

Hence, 8 at a bulk electrolyte concentration of 133mM is 39mM which corresponds to a

surface charge density of 18.78 mCm™ at a channel radius of 20nm.
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Table 5.2: Table of parameters for calculating the ionic charge concentration using the Donan

approach.
Parameter Value Definition Reference
D+ 1.344x10™cm?s™? Aqueous diffusion coefficient of Na™ [85]
D_ 2.032x10°cm?st Aqueous diffusion coefficient of CI° [85]
tM 0.62 Transport number of Na™ in the membrane 87]
tY 0.50 Transport number of Na™ in water [87]

The calculated value for d; is 10 times larger than would be expected for a corresponding
KCI solution [87]. This is likely due to saturation of ions in the channel walls, especially for
a 133mM solution as saturation is achieved far before this in a corresponding KCI solution

[87], hence we consider the adsorption isotherm approach.

Adsorption Isotherm Approach

The Donnan approach is valid when saturation of ionic charge in the channel walls is not a
limiting factor. When this saturation does become a factor, the adsorption isotherm approach

is used [87] which gives

bCo

60 = Umax

based on the maximum charge concentration, dmax, and an adsorption constant, b. For the
salt KCI, dmax is predicted to be 2.8mM and b to be 0.17mM™ by using electromotive force
measurements [87]. As this adsorption is based on the ability of the channel walls to absorb
Cl', NaCl is likely to give a similar result. At low concentrations, equations (5.33) and (5.34)
should be equivalent. For low cg, 1 +bcy — 1, hence comparing equations (5.33) and (5.34)

results in

0
Omaxh = *ﬁ, (5.35)

which suggests that dmaxh = 0.294 for sodium chloride. Without specific experiments into
streaming potential through human skin with sodium chloride, as has been performed for

potassium chloride, it is not possible to separate dmax and b without experimental data.
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Analysis

If we consider the electro-osmotic velocity given in equation (5.32) with & given by the
adsorption isotherm approach in equation (5.34) then the complete expression for electro-

osmotic flow velocity is given by

|
: (5.36)

=

_ Na€dmaxroEx |0(K7) bco 1— lo(Kr)
2nK 1 (%) 1+ beo lo(Kro)

v(r)

where:

s
2N,Coe?

(Wloks T’

Estimates for intercellular pore radius in the literature vary from 0.5nm [101] to 20nm [87]
with hair follicles having a pore radii varying between 50pum and 200pm depending on body
location and inter-person variability [102]. Using parameters from the literature given in
table 5.1, the Debye length at human body temperature is approximately 0.8nm. Hence for

all but the smallest pore radii

Na€dmaxoEx 1

v(r) - o 07 K, (5.37)

which is proportional to pore radii, rg, as demonstrated in figure 5-9, and is contrary to prior
work into electro-osmotic flow effects in nano- and micro- fluid systems [88]. The difference in
pore diameter will result in a minimum velocity difference of order 103 between hair follicles
and intercellular space. Considering an applied field of 1V through a hair follicle results in

an electro-osmotic flow velocity of order 10?ms™

- which, considering L is approximately
20pum [18], would mean that compounds would travel completely through hair follicles in the

stratum corneum in a fraction of a second.
Additionally, the zeta potential predicted in hair follicles becomes of the order of 5V which
is much greater than the 25mV and hence violates the small potential assumption on the

electric double layer.

This suggests that using & to find surface charge density, and hence electro-osmotic flow
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Figure 5-9: Demonstrating the dependence of electro-osmotic flow velocity on pore diameter.

velocity, is unsuitable when moving from nano-scale pore radii to micro-scale pore radii as
the resulting velocity scales linearly with pore size. Due to this, we propose that the limiting
law on ionic concentration in the solvent should instead be a limiting law on the surface

charge density as the limit is due to saturation of charge within the pore walls.

5.8.2 Modifications to Surface Charge Modelling

As identified in the previous section, the velocity of electro-osmotic flow through hair follicles
is very large due to an extremely large surface charge resulting in a zeta potential of approx-
imately 5V, far above the limit of 25mV previously suggested in theory. We showed that,
in this case, v was dependant on pore size, contradicting prior nano- and micro-fluid work
[88]. This is unrealistic suggesting that the theory needs to be modified when considering

micro-channels.

We consider three different approaches to calculating surface charge density that will stop
the velocity scaling linearly with pore radius. We begin by considering the simplest case by

having surface charge density linearly dependent on the bulk concentration of the fluid

0 = Acy, (5.38)

where A is a constant based on the system considered. The second approach, in line with
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other micro-fluid theory [90], extends this relation to impose a limit on charge absorbed by
the tube surfaces. This is reflected by limiting the surface charge density using the adsorption

isotherm approach

bo’CO

0 = Omax

where Omax is the maximum possible surface charge and by is the adsorption constant. Pre-
vious research into streaming potential in the skin has been used to identify ionic charge
concentration in the fluid under the assumption that this is limited rather than the surface
charge density [90] and additionally suggested that a more accurate approach would be to

use a Freundlich isotherm of the form

(5.40)

in order to account for chloride ions adsorption into the pore wall with a quasi-normal dis-
tribution of binding energies [90]. For the purpose of estimating parameters, we consider the

double layer to be thin.

Putting the velocity given in equation (5.30) in terms of the surface charge in the linear

approach gives

v — ACoEX |0(KI’0)

. , 5.41
Kn 11(Krp) (5:41)
the adsorption isotherm approach gives
v — Exlo(kro) lomaxboCO’ (5.42)
Kﬂll(Kro) 1+ bgCo
and in the Freundlich isotherm case gives

knli(krg) "1+ bgcl '
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Table 5.3: Table summarising streaming potential results from prior work [87]. We also
consider Debye length based on the bulk concentration Cp.

co(mM) | v(nV/Pa) | A(nm)
1 -85.9 9.54
5 -36.1 4.27
10 -20.5 3.02
50 -3.48 1.35
100 -2.26 0.95

all of which, for ro >> A, are independent of pore size as would be expected.

Parameter Estimation

In order to estimate A, Omax, bg and n for our three approaches, prior work into streaming
potential through human skin was considered [87]. Details of streaming potential are given

in section 5.6.4 and the experimental results summarised in table 5.3.

As a first approximation, we consider the pore size to be much larger than the Debye length
and use the expression for streaming potential and conductivity in equations (5.7) and (5.6)

respectively to give

2ACcoA3
V= A (5.44)
nlelw(D™ — D7)
in the linear case, detailed in equation (5.38),
20max A beC
V= LA (5.45)
Nlwd(D* — D7) 1+hbsCo
for the adsorption isotherm case, detailed in equation (5.39), and

V= . ,
NlolW(D* = D7) 1+ bgcp

in the Freundlich isotherm case, detailed in equation (5.40).
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We use equations (5.44), (5.45) and (5.46) in combination with the results in table 5.3 to ob-
tain estimates for A, bg, Omax and N focusing around the results obtained at higher ¢g values
due to the Debye length being smaller and compare the results. Figure 5-10 plots the pre-
dicted streaming potential using A = 4.16x10"8m3mol™? for the linear case, 0 = 2.97mCm™
and b = 0.0016molm™ for the adsorption isotherm approach and Omax = 14.2mCm™2, b =
0.0066molm™ and n = 0.167 for the Freundlich isotherm.

Figure 5-10: Comparison of the three different approaches to modelling surface charge density
compared to experimental data. Due to the limited number of points and potentially high
variability it is difficult to say which approach is most suitable.

All three approaches predict similar surface charge densities at high concentrations, but differ
significantly at low concentrations with the Freundlich approach seeming to mirror the data
closest. It is worth noting that at low concentrations, the Debye length increases which could
make the thin double layer assumption invalid and the small sample size makes it difficult to
identify experimental error. To validate these predicted parameters, more experimental work

is required.
As the bulk salt concentration of the PBS buffer used in iontophoresis experiments for

phenylalanine is 133mM [1, 2], issues at low concentrations are not key to this research.

At 133mM, the streaming potentials, and corresponding surface charge predicted for each of
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Table 5.4: Comparison of the streaming potential and surface charge density predicted by
each of the three approaches at 133mM.

Approach Streaming Potential (nV/Pa) | 0 (UCm™?)
Linear -1.98 553
Adsorption Isotherm -1.87 521
Freundlich Isotherm -0.76 208

the three approaches are given in table 5.4.

The sample size used to predict these measurements is very small, hence doing a full statistical
analysis is not appropriate. We instead consider the surface charge density at bulk NaCl
concentration of 133mM to be in the range [208,521]uCm™ with a mean of 427uCm™.

5.9 Chapter Summary

In this chapter we have presented methods of predicting the electro-osmotic flow velocity in
both a 1D and cylindrical channel using a combination of surface chemistry, electromagnetism
and fluid dynamics in a thin and non-thin double layer. As the amino acids we are considering
are uncharged, we do not consider electro-migration. The overall objective of the chapter was
to present the electro-osmotic velocity in terms of parameters that could be found or derived

from the literature.

In both the 1D and cylindrical cases, the derivation of flow velocity started by considering the
incompressible Navier-Stokes equations under an applied body determined by the external
electric field. Doing this allows the velocity of electro-osmosis to be calculated in terms of

the double layer potential.

Considering the potential using a mean field approximation, the Poisson-Boltzmann equation
then links the double layer potential to the zeta potential which allows the electro-osmotic

flow velocity to be expressed in terms of the zeta potential and position in the tube.

Having obtained this, we then moved on to consider finding the zeta potential in terms of
surface charge by using the Poisson-Boltzmann equation and considering the system to be

electro-neutral. This led to respective velocity equations for the 1D and cylindrical system of

v(y) = (1 = exp(=Ky)), (5.47)
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. —O'Exlo(Kro) _ |0(Kr)
V(I’) o nKll(Kro) |0(KI’0)

: (5.48)

which were compared in figure 5-7. Comparison suggests that velocity increases away from
the channel walls, reaching a maxima in the center of the channel and that the difference
between the two approaches decreases as the pore size becomes much greater than the Debye

length. Indeed, in the case of a thin double layer, both models result in

v= 9 (5.49)
K|

which is the Helmholtz result [90]. Considering the case of a thin electric double layer, it is
possible to find all parameters except surface charge directly from the literature and consid-
eration of the field applied to the channel. In order to approximate surface charge density,
we considered several approaches starting with calculating the average charge concentration
in the fluid and using the electro-neutrality assumption, as has been considered in previous
work [87]. Average charge concentration in the fluid was considered to be based on the bulk
concentration of the ionic salt which saturates as bulk concentration tends to infinity. We
showed that this approach results in an electro-osmotic velocity that is directly proportional
to the pore radius, violating prior work into nano- and micro-fluids [88]. Hence this approach
is not appropriate for considering both nano-channels through the intercellular space and

micro-channels through the hair follicles.

It was then proposed, again in line with prior surface chemistry work [90], that this limiting
effect was instead on the surface charge density directly. This meant that velocity did not
scale directly with pore radius making this approach appropriate for both nano- and micro-
fluid systems. We considered three different approaches to the behaviour of surface charge
based on the bulk concentration of the ionic salt namely linear, adsorption isotherm and
Freundlich isotherm and compared these approaches to experimental results for streaming
potential in the case of a thin double layer [87]. Due to the limited data available, it was
not possible to say which was the best approach out of these three, although prior literature
favours the Freundlich approach [90]. At 133mM this lead to a range of [208,521]uCm™2 for
surface charge density. More experimental work into streaming potential through human skin
would help verify which of these approaches was most suitable and provide more data points
for better estimation of parameters, especially for the Freundlich isotherm approach which

attempts to estimate 3 unknown parameters from 5 data points.

Overall we have combined information from several fields in order to find a working theory
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and parameters for electro-osmotic flow velocity through human skin based on the applied
field and known properties of fluid. More experimental work would be required to validate
some of these parameters, especially those associated with surface charge density over a range

of ionic salts and concentrations.

In the next chapter, we will use the theories on electro-osmotic velocity to model and test

fluid flows through the skin under an electric current.
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Chapter 6

Reverse Iontophoresis

6.1 Chapter Objective

In the previous chapters we have established models for blood serum concentration and skin
distribution of amino acids, specifically phenylalanine. We have also presented electro-osmotic

flow in terms of known or derived parameters.

The objective of this chapter is to combine all of this work into an extraction model for
phenylalanine under both passive extraction and extraction via reverse iontophoresis. An
initial model is formed and compared to in vitro and in vivo prior work [1, 2, 42]. We also
consider in vivo extraction of phenylalanine from patients with phenylketonuria (PKU) to
assess the possibility of identifying higher systemic levels of phenylalanine via transdermal
extraction [103].

This chapter then considers extensions to the initial model and proposes future avenues of

theoretical and supporting experimental development.

6.2 Parameters

Table 6.1 lists the key parameters for extraction through the skin as a reference for this
chapter. As hair follicles have been previously identified as a potential extraction route,
table 6.2 details the density, shaft diameter and orifice diameter of hair follicles at various

body sites.
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6.3 Background Information

6.3.1 Reverse Iontophoresis

Iontophoresis is the enhanced delivery of compounds through the skin via the application of
a small electric current. This technique has been used since the early 20th century to treat
various disorders, as detailed in chapter 1 [36]. Reverse iontophoresis is iontophoresis applied
in reverse so instead of delivering compounds through the skin, the focus is extraction of

compounds already in the skin [21].

As we have detailed basic reverse iontophoresis principles and its application potential in
chapter 1, this section focusses on prior mathematical modelling techniques for reverse ion-
tophoresis. As the focus of this thesis is large, uncharged compounds, we tend to focus around

papers that consider electro-osmotic flow.

Prior work suggests that for small ions, electro-migration dominates flux through the skin
[33]. Hence, when modelling extraction of small ions through the skin, electro-osmotic flow
effects are frequently considered negligible [21, 36, 38, 107]. Interestingly, work into electro-
migration suggests that the electro-migration flux is proportional to the electric field applied
[36, 91]. As shown in chapter 5, electro-osmotic velocity is also proportional to the electric
field applied. By definition, electric field strength is equal to the potential gradient in the
system so fixing the voltage would make the system easier to model, especially considering
previous work has shown that skin resistance changes over time based on voltage applied
[91, 105]. However, due to the dangers of high currents to living creatures, current is fixed in
many in vivo and in Vitro reverse iontophoresis experiments [1, 2]. Noticeably, it is rare that
voltage is measured in these experiments, which could contribute significantly to the error

observed in these experiments and the time taken to achieve steady state.

Considering electro-osmotic transport through skin, the most prevalent approaches appear
to be either experimentally considering permeability of individual compounds through the

stratum corneum [42] where permeability, P, is defined as:

p_ _J0AS

e (6.1)

where J(X) is the flux at spatial co-ordinate X, where X = 0 represents the skin surface, Ag is
the surface area of skin considered and Cs is the source concentration. JX) represents the

steady state flux hence J50) is the steady state flux at the skin surface. Another approach
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is to consider the Nernst-Planck flux

_DiZiF

N; =
: RT

¢i Lo+ Dj Lci 4 v,

where Nj is the flux density, Dj the diffusion coefficient, zj the valence of species i, F is the
Faraday constant, R is the gas constant, T is the temperature and v is the electro-osmotic
flow velocity. The electro-osmotic flow velocity is then calculated using Onsager coefficients,

as discussed in chapter 5.

The permeability approach is an empirically calculated value, whereas the Nernst-Plank
equation is based on theoretical work. There are advantages and disadvantages to both
approaches. The theoretical approach is based on validated theories and hence can model real
life with significant confidence, but generally requires a deep understanding of the mechanisms
driving the system which can be very complex or not fully known. An empirical approach
is must faster and allows complicated models to be simulated via a more simple mechanism

which can be especially useful if the simplified results are then used in another model.

6.3.2 Hair Follicles

One of the routes of extraction through skin samples is considered to be through appendages,
such as hair follicles, through the skin. Although appendage routes only cover approximately
0.1% of the skin surface it has been suggested that they play a critical role in extraction
(32, 102].

Figure 6-1 demonstrates a hair follicle penetrating through the epidermis and bypassing the
tortuous lipid matrix that is the stratum corneum. The body of the hair follicle in this case
is called the shaft and the pore containing it the orifice. The shaft and orifice have different
diameters in different sites as demonstrated in table 6.2 and it is considered that transport

through the hair follicle route will occur in the orifice space not occupied by the hair shaft.

Noticeably, in the pharmaceutical case, there is not much consideration of area fraction of
the skin utilised in transport or the split between intercellular, intracellular and hair follicle
extraction. Indeed, for the most part hair follicles seem to be ignored in theoretical treatment
of the skin with flow considered to occur through pores with sizes estimated between 0.675nm
and 20nm, which ignores micro-fluid flows that would occur through hair follicles through

the stratum corneum [33, 87, 91].
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Figure 6-1: Cross section of human skin showing a hair follicle through the stratum corneum.
As an initial approximation, the hair follicle is considered to be uniform through the epider-
mis. Taken from [19].

Prior experimental work using scanning electrochemical microscopy (SCEM) has identified
that there is significant flux of large, uncharged compounds - specifically acetaminophen
- through hair follicles through the stratum corneum with almost no transport observed
through the intercellular space over the time period considered [32]. As hair follicles occupy
a very small fraction of the skin surface area and are a much less tortuous pathway than
the intercellular route, it is important to consider this extraction route separately. Even
though the experiment considering acetaminophen extraction showed no flux through the
intercellular space, it is important to note that acetaminophen does not occur naturally
in the skin, steady state was considered to be reached after 30 minutes of extraction and
identified some penetration into the intercellular space [32]. This might mean that the time
considered was not sufficient for the acetaminophen to fully penetrate the intercellular space

route.

6.3.3 Hindrance Modelling

Hindered transport models have been previously utilised to characterise flows through cap-
illaries in channels through porous membranes [35]. Hindered transport theory includes
inter-particle and particle-wall interactions. These interactions become of concern in trans-

port systems where the channel is comparable to the size of the particle. Curvature effects
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are also considered which are of concern in both small and large channels. The general form

for flux in this case is analogous to the Nernst-Planck expression

. il s

ziFcj
Nj =1 —HD; ;_\)T'Im [c1+Wvg

where T is the tortuosity of the system, H and W represent the hindrance factors for dif-
fusion and advection respectively and are based on the radius of the channel. Tortuosity
characterises the curvature and interconnectedness of the pore space and is used to relate
transport properties of the porous structure to its microscopic structure [108]. Tortuosity is
often empirically measured and is commonly estimated to be the length of the curve divided
by the the distance between the ends of it [109]. Prior work has derived expressions for H
and W empirically [110]

HAch= (1 — Apf(1 — 2.144A 5 2.089A T 0.0948\),

W (Ach= (1 = A0R(2 — (1 = AD?)(1 — ;2\2:.— 0.163A3),

r
A 22,
p

where rp is the radius of the pore and rpa is the radius of the particle of interest. Clearly
if rp >> rpa then A5~ 0 causing H and W to tend to 1. In the case of an uncharged
compound, like phenylalanine, in one spatial dimension the hindered transport flux would be

of the form

aci
Ni=1t —HD;j— +Wvg; ,
i i 5% + i

which further reduces to
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when the pore size is much larger than the particle size. Along its largest axis, a molecule

of phenylalanine has length of order 1

01%m hence can be considered small compared to the

pore size for all but the smallest estimates of pore size through the intercellular space.

6.4 Initial Model

In order to construct an initial model for reverse iontophoresis through the skin we consider

flow through both the interceullar space and hair follicles as demonstrated graphically in

Figure 6-2. In order to model the flow, we make several assumptions, namely:

1.

10.

All channels are perfectly cylindrical.

. The electric field applied is constant and uniform in X.

The intercellular and hair follicle routes are completely separate.

. In line with prior theory, we consider cells as highly impermeable at the voltages used

in reverse iontophoresis [73]. If the voltage were significantly higher, cells would begin

to become permeable due to electroporation.

. The system is initially considered to only vary in one spatial dimension and time. To do

this, the intercellular space route is considered in one spatial dimension, X, with path
length equal to the path length of the torturous route through the skin. Although this
will not affect the initial concentrations, it will change the surface area considered by
the ratio of the path length to the actual distance travelled through the skin.
Tortuous path effects are initially considered to be negligible.

The electric double layer described in chapter 5 is considered to be thin.

We initially consider the skin to follow the circuit diagram given in figure 6-3 where
R1, R2 and R3 are constant. It has been previously shown that skin resistance changes
with time and voltage applied [105], but not the effect under constant current.

Electro-osmotic velocity and diffusion coefficients are constant through the skin.

Hair follicles are considered to be unchanged from the viable epidermis to the stratum
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corneumnl.

Figure 6-2: Schematic diagram of the initial model. Ci(X,t), i [, 3] represents concentration
in each compartment with X = 0 representing the surface of the skin with depth through
the skin increasing with X. The hair follicle is considered to be unchanged through the
stratum corneum and viable epidermis whereas the intercellular route is split with boundary
conditions at X = L1 given later. Later in the chapter L1 is extended to the path length of
the intercellular route, hence Ly 8 Lj.

Figure 6-2 does not give a velocity of electro-osmotic flow through the intercellular viable
epidermis because the skin is initially modelled according to the circuit diagram given in
Figure 6-3. As the resistance through the stratum corneum, R; is much larger than through
the intercellular space, Ry, for low frequency AC or DC currents [106], the potential drop over
the viable epidermis will be negligible compared to that over the stratum corneum. Hence,
as velocity of electro-osmotic flow is proportional to the potential gradient, the velocity of

electro-osmosis in the viable epidermis intercellular pathway is considered to be negligible.
The resistivity of the stratum corneum has been previously found to be 8x10*Sm™. This

value, in combination with L; and Ohm’s law [98], will be used to calculate the voltage

across the stratum corneum in the case of constant current density.
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Figure 6-3: Initial circuit diagram through the skin. Although there are much more complex
effects through the skin, this is sufficient to demonstrate why electro-osmotic flow does not
occur through the intercellular space in the viable epidermis. Resistance of each layer is
found by considering the resistivity of the layer multiplied by it’s length. As this is a parallel
circuit, the potential difference across each route will be the same.
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6.4.1 Model Formation

The model schematic shown in figure 6-2 results in the following system of governing equations

where V1 and V3 are non-zero in the case with iontophoresis and zero in the passive case

oCi, . 0%Cy . 9Cy,_ ..
W(X, t) DW(X, t) VlaT(X, t) — O, X I:m, Ll], IE O, (62)
0C; 0°C,
Bt (x,t) — DTXZ (x,t) =0, x [4,Lp], OO0, (6.3)
oCs, . . 0%Cy . 9Cs,_ .

with corresponding cross sectional surface areas A1, Az and Az respectively. We consider the
intercellular pathway through the stratum corneum and viable epidermis to occupy the same
physical surface area, A, but are required to scale this due to the change in porosity between
the two compartments. Porosity measures the fraction of space not occupied by objects in
a material and can be calculated by multiplying the surface area occupied by pores by the

tortuosity of the path

Al = TlA, (6.5)

Ar = A, (6.6)

where T and Tz are the tortuosity factors of the stratum corneum and viable epidermis

respectively:
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The boundary conditions are based on the cathode compartment on the skin surface, X = 0,

being a sink

C1(0,t) = C3(0,t) =0, [EE0, (6.7)

on the amount on the stratum corneum/viable epidermis boundary, X = Lj, being equal
when scaled by partition coefficient, K, to represent the material changes between the stratum

corneum and viable epidermis

Ci(L1,t) = kCa(Ly, 1) (6.8)

and flux conservation over the stratum corneum/viable epidermis boundary, X = Lj:

1 1
A1 D%(Ll,t)ﬁ-VCl(Ll,t) =Ay D%(Ll,w s i3 0.

Hence, using equations (6.5) and (6.6), we obtain:

il il
oC oC
T1 DTX:L(L:L, t) + VC]_(Ll, t) =T DTXZ(LlI t) ’ [t % 0. (69)

The final boundary condition is found by considering the donor (anode) compartment as a

source, X = Ly or L3 for the intercellular and hair follicle routes respectively:

Ca(La, t) = C3(Ls,t) = Cs, [EE0. (6.10)

We also consider initial conditions based on previously calculated steady state profiles, given

in chapter 3 in the stratum corneum and viable epidermis:

s T _ T -
29 05 e Y0072y ) L x T
C1(x,0) = >¢ ¢ 11 ¢, (611
koD — —d L
Foy(x) + 205 | gy, TWOZD T by
V¢ Dsc Lsc
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_ kp(Lsc —y(x))

g(X) - Vc + qJCSl
Ca(x,0) =Cs, x [y, Ly], (6.12)
8 _ | _ 1
% "(Ls\fd) +yCs exp %(XZ —2dx +d?) , x C[0,d],
C C 1-[1-[
Ca(x,0) = _ k(Lsc —X) . szsc | — exp —V(y(x) —d) +yCs, x [T, Lscl,
g Ve V¢ DSC
) CS! X m—SCI L3]1
(6.13)
where
_ Lsc
y(x) = Tlx'

is a correction based on the path length as the initial conditions calculated previously are
based on the physical depth of the stratum corneum, Lsc, and not adjusted for the length of
the intercellular pathway. Kp is the production rate of amino acid in the stratum corneum, d
is the depth of the stratum disjunctum, V¢ is the velocity of cells towards the surface of the
skin, Dgc is the diffusion coefficient in the stratum corneum using the Potts and Guy model
[34], Y is the volume ratio between the stratum corneum and viable epidermis and y is a
removal constant for amino acid in the stratum disjunctum. The values for these parameters

are given in table 6.1 and discussed in more detail in chapter 3.

From our previous work into electro-osmosis theory, given in chapter 5, we know that the
velocity of electro-osmosis, vj, i [[1,3], is based on the Debye length, A = K™, dynamic
viscosity of the fluid, n, and the electric field in the X direction through route i, Eyj,

OExi
R , 6.14
Vi nK ( )

where the = depends upon the definition of the flow direction. The electric field, Eyi, is

considered uniform and constant during the course of the experiment
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(6.15)

where AQ is the potential difference applied and 0 is considered to follow the adsorption

isotherm approach detailed in section 5.8.2

bco
1+ bCo ’

0 = Omax

where Omax is the maximum surface charge density and b is the absorption coefficient.

6.4.2 Model Analysis

In order to analyse steady state behaviour, we consider the steady state solutions, Cij(X,t) =
Ci'a_('x), i [1,2,3], of equations (6.2), (6.3) and (6.4) under the corresponding boundary

conditions in the passive case where vi =v3 =10

Cholx) = Cs— kéiz)liz Ly X oL (6.16)

k5(X — Ll) + L,

Cspix) = Cs Lok —L) X [y, L], (6.17)
X
Caplx) = CSL—S, x [0, Lg], (6.18)
where:
5=
T

In the reverse iontophoresis case at steady state, Ci(X,t) = C{x), i [1,2,3], where v; 8 0
and v3 8 0:
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C(x)=C 1-— , X ,L1], (6.19
1?) SD(l—eXp(;\%Ll))+kV15(L2—L1) P D I:[I] 1] ( )

kdvi(x —L3) + D(1— exp(%“l))

C X = C ]
2rtX) *D(1- exp(=&E1)) + kdvy (Lo — Ly)

X lj\:ﬂ_l, Lz], (6.20)

c§3x>—-csi{j:z§?;€§:1, x [0, La]. (6.21)

Consideration of equations (6.17) and (6.20) show that the profiles for CZRX) and CJ{x)
are both linear with respect to X. At steady state, C1(X,t) and Cz(X,t) are both linear
in the passive case and based on a constant multiplied by 1 — exp (TV*/p) in the reverse
iontophoresis case. This behaviour is demonstrated for the passive case and varying values

of vj in Figure 6-4.

When measuring experimental results of extraction through the stratum corneum, the mea-
sured quantity is usually based on flux at the skin surface, X = 0. In the passive case, the

flux is described by

%uﬁ_—DM%gU,iEmZ%

hence using equations (6.16) and (6.18) we obtain the passive flux at steady state at the skin

surface for the intercellular stratum corneum

DkCq
J = — .22
lﬁo) L + k6(L2 - L]_) ’ (6 )
and hair follicle routes:
DC
J3(0) = — L:. (6.23)

For iontophoretic extraction, the flux is described by
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Figure 6-4: Demonstration of the profile obtained for Ci(x,t) and Cz(X,t) at steady state
with no electro-osmosis and varying velocities. As velocity increases out of the skin, the
gradient at X = 0 increases which will increase flux out the skin.
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—ViCir, 1 [1,2,3],

which, combined with equations (6.19) and (6.21), leads to the reverse iontophoretic flux at

steady state

J1rl0) = — KDV.Cs : (6.24)
D(1 — exp(={)) + kvid(La — L)
Csvs
) = — = e (6.25)

for the intercellular route and hair follicle route respectively at the skin surface.
In the time dependent case, numerical solutions, specifically the method of lines described

in section 2.6.2, are utilised as they offer greater insight into the extraction profile than the

analytical solution.

6.4.3 Application to Experimental Work

In order to analyse the results of this model, we compare the model predictions with real

data in the following scenarios:

In vitro passive mannitol permeability at steady state in abdominal skin [111].

In vitro iontophoretic mannitol permeability at steady state in mixed skin samples [42].

In vivo passive and iontophoretic phenylalanine flux at steady state [2].

In vivo passive and iontophoretic phenylalanine flux at non-steady state [2].

In vivo iontophoretic extraction of phenylalanine in patients with PKU [103].
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Passive mannitol permeability in abdominal skin

The aim of this section is to consider in vitro passive diffusion of mannitol through abdominal
skin [43] which considers extraction for hair and intercellular extraction separately. Hence,
we use these results to check our predictions for hair follicle extraction predictions and obtain

estimates for intercellular surface area.

Using the definition of permeability in equation (6.1) in combination with equations (6.22)
and (6.23), the permeability for the intercellular space, P1p, and hair follicle route, P3p, are
found to be:

DTKA
P, = 2
= Lkt Lod(l—K)’ (6.26)
DA
Py = DR, (6:27

A is currently unknown whereas Az is known based on body site considered [102] as shown
in table 6.2.

In vitro [43] results for abdominal skin attempt to split the permeability of mannitol through
the hair follicle and intercellular route by considering extraction through two stacked skin
samples. Using the results for intercellular permeability in the passive case combined with
equation (6.26), we attempt to predict the area fraction, A, of the skin sample utilised by the
intercellular route. The in vitro results for hair follicles are then compared to the predictions
obtained using equation (6.27). The parameters values used are listed in table 6.1 with the

skin site considered being abdominal skin for hair follicle density in 6.2.

The results for area fraction occupied by the intercellular space in abdominal skin and the
comparison of predicted and in vitro hair follicle permeability are summarised in table 6.3.
These results initially suggests that the predicted permeability due to the hair follicles is far
higher than the permeability measured experimentally. It also suggests that the area fraction

used by the intercellular route is very small compared to the surface area of the skin exposed.

Comparing the permeability measured in this experiment with other in vitro data [42], the
permeability found in abdominal skin in this experiment is of order 10%-10* lower compared to
other in vitro sources [42]. This may be due to the diffusion area considered being 0.126cm?
[43] and the hair follicle density in abdominal skin being 6cm™ [102]. Hence it is entirely
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Table 6.3: Result summary for initial model applied to in vitro mannitol permeability through

abdominal skin [43]. Area fraction quoted is with respect to the whole skin surface.

In vitro Prediction | Equation

Intercellular space permeability (ms™) | 3.13%1.76x10™! - -
Area fraction used with IC route - 5.95+4.56x107 (6.26)
Hair follicle permeability (ms™) 2.73+0.94x1071% | 2.35+2.14x107° (6.27)

possible that hair follicles were not present in the 3 samples considered for this part of the

experiment and did not contribute to transport.

Due to this result, we consider the case where all of the extraction in this experiment occurred
through the intercellular space. Considering this case, the predicted area fraction occupied
by the intercellular pathway is 11.1%8.53x10™, which is again very small compared to the

surface area of skin considered.

In vitro mannitol permeability under iontophoresis

There has been some work into mannitol extraction from the skin under a variety of con-
stant potential differences [42]. Here we compare the predicted extraction results with those
obtained experimentally. Similar to the previous section, extraction results are recorded by
considering permeability which is linked to flux in the passive case for intercellular space and
hair follicles via equations (6.26) and (6.27) respectively. When an electric field is applied,
the permeability of the intercellular space, P1r, and hair follicle, P3r, routes are determined
using flux through the skin under an applied field. At steady state at the skin surface, these
fluxes are given by equations (6.24) and (6.25) which, in combination with the definition of

permeability in equation (6.1), gives:

Py, = KDv1As (6.28)
" D(1— exp(2E)) + kvid(Ly — Ly)’ '
V3A3
Pgp=— >3 6.29
3r 1— eXp(_VSLS) ( )

The location for the skin is obtained from is not stated for in vitro mannitol extraction, with
the acceptable range of starting permeabilities being between 3x10°ms™? and 3x107ms™.
Hence, we consider the mean area fraction occupied by hair follicles for this experiment to

be the mean of all sites considered by prior work given in table 6.2 [102] which corresponds
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Table 6.4: Result summary for initial model applied to in vitro mannitol permeability under
iontophoresis[42]. Corresponding equations to calculate predicted values are also given in the
table.

Permeability In vitro Samples Prediction Equation
Passive (ms™) | 1.07%1.79x107° 12 2.87+3.09x107® | (6.26)(6.27)
125mV (ms™) | 2.55+4.32x107° 4 2.97+3.09x10 | (6.28)(6.29)
250mV (ms?) | 1.69%2.18x107° 3 3.09+3.32x108 | (6.28)(6.29)
1000mV (ms?) | 7.54+6.19x10° 5 3.76+4.06x108 | (6.28)(6.29)

to a skin surface area fraction of 2.7x103. Using this skin surface area in combination with
equation (6.27) and the parameters given in table 6.1 results in a passive permeability of
2.87+3.09x108ms ™.

Electro-osmotic flow velocity is calculated using equation (6.14) based on the potential dif-

ference across the skin.

The predicted results using the parameters given in table 6.1 are compared to in vitro man-
nitol extraction results under passive and iontophoretic extraction [42] in table 6.4. It is clear
that, similar to the passive case, the hair follicle route dominates the extraction profile with
the predicted results being 10 times higher than those predicted experimentally. This is again
likely due to the variability in hair follicle size between different sites. We also notice a drop
in average permeability between 125mV and 250mV which is likely an error due to different

pieces of skin and a low sample size.

Steady state phenylalanine extraction in vivo

Having established a prediction for the fraction of the skin surface utilised by the intercellular
route and having identified the need for skin site considered to be known to reduce hair follicle
variability, we now consider the extraction profile obtained for phenylalanine at steady state
and compare it to in vivo data [2]. Samples are taken from 4 subjects ventral forearm skin for
both passive extraction and under a constant applied current density of 0.3mAcm™. Unlike
the previous cases, the area from which the skin is taken is known so the area utilised by the

hair follicle pathway can be estimated with a higher degree of accuracy from table 6.2.

Instead of considering permeability, these in vivo results directly consider flux at the surface
of the skin. Hence, equations (6.22) and (6.23) are used for the passive case and equations
(6.24) and (6.25) are used for the iontophoretic case. As the area the flux is considered over
in the experiment is the surface area of the skin exposed, it is necessary to multiply all fluxes

by the area fraction that route occupies.
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Table 6.5: Result summary for initial model applied to in vivo phenylalanine flux at steady
state [2].

Flux In vitro Prediction
Passive total (molm?s™) 8.3x1010 [ 5.93+5.40x1010
Passive through hair (molm?s™) - 5.92+5.40x1071°
Passive through intercellular space (molm?s™) - 1.79+1.42x1077?
Reverse iontophoresis total (molm2s™?) 2x107° 1.58+1.71x107°
Reverse iontophoresis hair (molm2s?) - 1.58+1.71x107
Reverse iontophoresis intercellular space (molm2st) - 2.52+2.70x1071?

Electro-osmotic flow velocity is directly proportional to electric field strength which is, in
turn, directly proportional to the potential difference across the membrane. Considering the
resistance of the skin to remain constant throughout the experiment and using Ohm’s law
[98], V = IR, we obtain estimates for the voltage applied based on the parameters given
in table 6.1. Hence, using equation (6.14) we obtain predictions for the electro-osmotic flow
velocity, vi = 3.18 £ 1.06x10 ®ms™ and vz = 3.10 = 1.03x10 ™ °ms™.

The results for the steady state are given in table 6.5. These results show that both passive
and iontophoretic phenylalanine extraction fluxes are comparable between the predicted and
experimentally obtained results. Additionally, transport in both cases is again dominated by

the hair follicle pathway.

Time dependent phenylalanine extraction in vivo

For non-steady state flux measurements, we use numerical solutions to the model system pre-
sented in section 6.4.1. Figure 6-5 compares the experimentally obtained flux of phenylalanine
in vivo [2] with that predicted by the model in 30 minute intervals under both passive and
iontophoretic extraction. The parameters used are those presented in table 6.1 with a fixed
current of 0.3mA/cm?. In both cases, the model results show the steady state is being
achieved far faster than is observed experimentally. The steady state displayed in Figure 6-5
is the same as predicted in table 6.5 with units changed to match in vivo extraction results
[2].

By contrast, Figure 6-6 considers having a zero initial condition in the stratum corneum hair

follicles

Cox.0) = x H0 Lscl, (6.30)

CS1 X II[LSCl L3]1
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Figure 6-5: Comparison between in vivo (yellow) and predicted (blue) extraction profiles in
the passive (left) and iontophoretic (right) case.

as the rapid transport through this route could mean that no phenylalanine is stored here
naturally. This again demonstrates a rapidly obtained steady state and suggests little inter-

ference from the intercellular route.

Phenylketonuria

Prior experimental work into phenylalanine extraction through human skin has suggested
that there is a measurable difference in observed extraction fluxes of phenylalanine with
higher systemic concentrations causing higher extraction fluxes as demonstrated in Figure

6-7 [103]. These fluxes were obtained through ventral forearm skin.

Considering the flux expressions in equations (6.22), (6.23), (6.24) and (6.25) the model
predicts the steady state extraction flux to be linear with respect to systemic concentration.
Figure 6-8 considers the extraction flux through forearm skin with systemic concentrations
corresponding to a non-PKU suffering patient, with Cs = 0.057mM, and a PKU suffering
patient, with Cs = 0.6mM. The parameters used are given in table 6.1 under an applied
current of 0.3mA/cm2 which is converted into a electro-osmotic velocity using Ohm’s law

and equation (6.14).
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Figure 6-6: Comparison between in vivo (yellow) and predicted (blue) extraction profiles
in the passive (left) and iontophoretic (right) case with a zero initial condition in the hair
follicles.

Comparing Figures 6-5 and 6-8 demonstrates that the initial model predicts a significant
difference in extracted phenylalanine concentrations between patients with and without PKU.
However, comparing Figures 6-7 and 6-8 it is suggested that the predicted flux reaches a
steady state faster than expected and that the steady state reached is higher than would be

expected.

6.4.4 Summary of Initial Model Findings

The initial model suggests that the hair follicle route is vitally important in determining
the permeability of skin, as has been demonstrated in prior experimental work [32]. Due
to the importance of hair follicle routes, and the variability in hair follicle density and size
over the body, we have demonstrated that predicting results from passive or iontophoretic
extraction without knowledge of the exact body site considered is very difficult. In the case
of phenylalanine extraction from ventral forearm skin, both the passive and iontophoretic
extraction cases are predicted well by the model at steady state, but appear to reach the
steady state faster than expected, as demonstrated by Figure 6-5. As a very small proportion
of the intercellular space it utilised in transport, this also means that only a fraction of the

skin reservoir is extracted.
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Figure 6-7: (A) - Plasma phenylalanine concentrations in the PKU suffering patients and
control patients over the 6 hour extraction period. (B) - Phenylalanine concentration ob-
tained in the extracted solution. As the extraction area was lem?, the units are equivalent
to nmolem™h™t. Taken from [103]. In both A and B, different symbols represent different
patients with PKU systemic concentrations ranging from 200-1000uM and the patients below
this representing the control group.
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Figure 6-8: Passive (left) and iontophoretic (right) extraction profiles of phenylalanine in
patients with phenylketonuria with a non-zero initial condition, given in equation (6.13) in
the hair follicle stratum corneum.
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Considering the initial model system, it should also be possible to tell significant differences
between systemic concentrations of phenylalanine after a relatively short period of time. This
is especially relevant when considering that prior work has shown that, at steady state, a pa-
tient suffering from PKU will have 10 times the systemic concentration of phenylalanine than
a patient not suffering from PKU. Considering equations (6.22)-(6.25), the model predicts
that the flux extracted at steady state is directly proportional to Cs, hence the 10-fold in-
crease in Cg in patients suffering from PKU is reflected by a 10-fold increase in extraction

profile.

For iontophoresis, prior in vitro work into extraction with zero concentration of phenylalanine
in the subdermal compartment suggests that porcine stratum corneum is fully analysed within
the first two hours of extraction [1]. If this behaviour holds true for human skin, then we
would expect the model to predict a greater amount of the skin reservoir to be extracted at

a slower rate than it suggests.

In order to tackle this discrepancy, hindered transport theory, explained in section 6.3.3, is

considered for flux through the porous intercellular space.

6.5 Model Adaptation Including Hindrance Effects

The previous section, and prior work into acetaminophen extraction [32], has suggested that
the majority of transdermal extraction occurs through hair follicles. However, the extraction
of the skin reservoir still proves complex with the initial model predicting the skin reservoir

emptying far faster than would be expected.

This section applies hindrance modelling techniques that have been used previously in capil-
lary flow through porous membranes to model flow through the stratum corneum intercellular
space as described in section 6.3.3 [110, 112].

6.5.1 Model Alterations

As the hair follicle route is considered to be directly through the skin, we do not consider hin-
drance modelling for flows through this route. The stratum corneum and the viable epidermis
however, as demonstrated in chapter 4, have torturous pathways. Hindered transport has
been described in section 6.3.3 and, under the assumption that the radius of the phenylalanine

molecule is not comparable to the pore size which, considering the size of phenylalanine is of
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the order of 10"1%m [5], holds for all but the smallest estimates of pore size, results in scaling
the flux by the tortuosity of the pathway. Applying this to the governing equations for the
intercellular space, presented in equations (6.2) and (6.3) for the initial model, results in the

new governing equations:

il
0C; 0%C; _ 9Cy
W—'—Tl DW V]_W —O, X E[I], L]_], E&O,
ll
aC, 92C, "
3t + T Diax2 =0, x [, Ly, OEo.

The sink, source and concentration boundary conditions, given in equations (6.7), (6.10) and
(6.8) respectively, for the initial model still hold for the hindered model. However, due to the

tortuous modification, the flux condition given in equation (6.9) at X = L1 becomes:

T
ac aC
12 D—axl(Ll,t)+vC1(Ll,t) :TZZD—aXZ(Ll,t), 0.

with the initial conditions for the intercellular space remaining unchanged from the initial
model system, given in equations (6.11) and (6.12). For the hair follicles, we consider both
the zero initial condition, given in equation (6.30), and a non-zero initial condition, given in

equation (6.13).

6.5.2 Steady State Solution

The steady state for the hair follicle route remains unchanged in both the passive and ion-
tophoretic case, given in equations (6.18) and (6.21) respectively. For the intercellular space

route however

kCs
Clpqx) - Ly + k62(L2 _ Ll)x’ X E[D’ L1]1

5%k (x — L1) + Ly
pu— L
CZI%\}X) Cs L + k52(L2 _ Ll)’ X EC"—L 2]1
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are the passive steady state concentrations with corresponding steady state flux

I5t0) = Ly +kd2(Ly — Ly)’

at the surface of the skin. In the iontophoretic case

CskD -V x.ﬂ‘IT

1
= 1 —exp . x L0, Ly,
D(1 — exp(=4E1)) + kvy82(Lp — Lyg) D 1

Cirix) =

kd2v1(x — L1) + D(1 — exp(™&52))
D(1 —exp(=94E2)) + kd2vy (L, — L)’

Ciix) = Cs x [y, Ly],

with corresponding steady state flux

CskDT]_Vl

JH0) = — ,
1r0) D(1 — exp(=A51)) + kv182(L, — Ly)

at the surface of the skin.

6.5.3 In Vivo time dependent

The initial model, and prior experimental work into acetaminophen extraction through human
skin [32], suggest that the majority of extraction, especially at steady state, is through hair
follicles. Thus we focus on the non-steady state in vivo case [2] as the skin site used in this
experiment is known and the modifications will not affect the steady state position of hair
follicle extraction. In the same manner as the initial model, we consider numerical solutions

for non-steady state behaviour using the method of lines detailed in section 2.6.2.

Figures 6-9, 6-10, 6-11 and 6-12 consider the extraction profiles generated when using the
initial condition for hair given in equation (6.13) over a range of fractions of the intercellular
space utilised. The range considered is between 0 and the volume fraction of the skin occupied
by the intercellular space, p = 0.084. From these results, it is clear that the model predicts
that a very small fraction of the intercellular space is utilised in extraction - approximately

10% of the intercellular area available which translates to 0.84% of the total skin surface area.

202



Figure 6-9: Hindrance model with the whole of the intercellular space fraction utilised in
transport. These show both model (blue) and in vivo experimental data [2] (yellow) in the
passive (left) and iontophoretic (right) case. The hair follicle is considered to have the same
initial concentration as the stratum corneum intercellular space given in equation (6.13).
Parameters are calculated using table 6.1.
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Figure 6-10: Hindrance model with 50% of the intercellular space fraction utilised in trans-
port. These show both model (blue) and in vivo experimental data [2] (yellow) in the passive
(left) and iontophoretic (right) case. The hair follicle is considered to have the same initial
concentration as the stratum corneum intercellular space given in equation (6.13). Parame-
ters are calculated using table 6.1.

204



Figure 6-11: Hindrance model with 25% of the intercellular space fraction utilised in trans-
port. These show both model (blue) and in vivo experimental data [2] (yellow) in the passive
(left) and iontophoretic (right) case. The hair follicle is considered to have the same initial
concentration as the stratum corneum intercellular space given in equation (6.13). Parame-
ters are calculated using table 6.1.
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Figure 6-12: Hindrance model with 10% of the intercellular space fraction utilised in trans-
port. These show both model (blue) and in vivo experimental data [2] (yellow) in the passive
(left) and iontophoretic (right) case. The hair follicle is considered to have the same initial
concentration as the stratum corneum intercellular space given in equation (6.13). Parame-
ters are calculated using table 6.1.
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Figures 6-13, 6-14, 6-15 and 6-16 consider the extraction profile generated when using a zero
initial condition in hair follicles, as given in equation (6.30). Both passive and iontophoretic
extraction are considered for a range of intercellular space utilised. Similarly to using a non-
zero initial condition in the hair follicle, the model predicts a small fraction of the intercellular

space is used in extraction - approximately 10-25% of the area available.

Figure 6-13: Hindrance model with the whole of the intercellular space fraction utilised in
transport. These show both model (blue) and in vivo experimental data [2] (yellow) in the
passive (left) and iontophoretic (right) case. The hair follicleis considered to initially have
no phenylalanine in the stratum corneum part, given in equation (6.30). Parameters are
calculated using table 6.1.

Considering the PKU case for the non-zero initial condition in hair follicles, demonstrated
in Figure 6-17 for a utilised volume fraction of 0.1p of the SC, and zero initial condition for
hair follicles, demonstrated in Figure 6-18 for a utilised surface area of 0.25p, it is clear that
higher concentrations of systemic phenylalanine cause an observable difference in extraction
profiles. Similarly to the initial model, however, the steady state predicted is still higher than
expected from Figure 6-7 [103].

As shown in chapter 3, the skin reservoir is not noticeably affected by PKU. Hence the change

in amount extracted from the reservoir is small compared to the change in amount extracted

from deeper levels of the skin.
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Figure 6-14: Hindrance model with 50% of the intercellular space fraction utilised in trans-
port. These show both model (blue) and in vivo experimental data [2] (yellow) in the pas-
sive (left) and iontophoretic (right) case. The hair follicle is considered to initially have
no phenylalanine in the stratum corneum part, given in equation (6.30). Parameters are
calculated using table 6.1.
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Figure 6-15: Hindrance model with 25% of the intercellular space fraction utilised in trans-
port. These show both model (blue) and in vivo experimental data [2] (yellow) in the pas-
sive (left) and iontophoretic (right) case. The hair follicle is considered to initially have
no phenylalanine in the stratum corneum part, given in equation (6.30). Parameters are
calculated using table 6.1.
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Figure 6-16: Hindrance model with 10% of the intercellular space fraction utilised in trans-
port. These show both model (blue) and in vivo experimental data [2] (yellow) in the pas-
sive (left) and iontophoretic (right) case. The hair follicle is considered to initially have
no phenylalanine in the stratum corneum part, given in equation (6.30). Parameters are
calculated using table 6.1.
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Figure 6-17: Hindrance model with 10% of the intercellular space fraction utilised in trans-
port. The hair follicle is considered to have the same initial concentration as the stratum
corneum intercellular space given in equation (6.13). Parameters are calculated using table
6.1. The concentration of systemic phenylalanine corresponds to a patient with PKU at
Cs = 0.6mM. Both passive, left, and iontophoretic, right, cases are considered.
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Figure 6-18: Hindrance model with 25% the intercellular space fraction utilised in transport.
The hair follicle is considered to initially have no phenylalanine in the stratum corneum part,
given in equation (6.30). Parameters are calculated using table 6.1. The concentration of
systemic phenylalanine corresponds to a patient with PKU at Cs = 0.6mM. Both passive,
left, and iontophoretic, right, cases are considered.
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6.5.4 Summary for Hindrance Model

Similarly to the initial model system, the hindered transport approach again suggests that the
majority of steady state extraction occurs through the appendageal route. The incorporation
of hindrance transport methods to the intercellular route increases the time taken for the
initial amount in the stratum corneum to be extracted in both the iontophoretic and passive
case and agrees well with previous experimental results when the fraction of the intercellular
space utilised is considered to be 10-25% of the total volume occupied by the intercellular

space.

Additionally, utilising the hindered transport does not significantly affect the steady state
profile obtained for PKU patients in the initial model. As suggested by chapter 4, PKU does
not significantly affect the skin reservoir of amino acid. Hence, it should still be possible to

get indicators of PKU from a short sample time.

There are still several issues with the model however. Firstly, due to the formation of the
model, it is never possible to fully assess the skin reservoir of amino acid unless the whole
volume fraction is considered to contribute towards extraction which, in turn, results in an
extremely high initial profile. Secondly, as the hair follicle route dominates transport at
steady state and similarly to the initial model, the steady state flux for PKU patients is
higher than that observed experimentally - albeit in a very small sample size. Finally, and
perhaps most critically, the error bars associated with the model are very large - especially

in iontophoresis due to the variability in skin resistance and hence voltage applied.

As mentioned previously, the reverse iontophoresis experiments considered are at a constant
current of 0.3mAcm™ [1, 2, 103] which, combined with skin resistivity [106], results in an
applied potential of 3.54%1.14V. The resistivity of skin has been shown to change under
applied fields of greater than 250mV with the amount of change dependent upon the voltage
applied [105]. This voltage drop would affect the electro-osmotic velocity and could explain

the differences observed in iontophoretic extraction profiles.

Due to the large error bars and the absence of data as to how the resistance of the skin behaves
under a constant current, it is impractical to attempt to further extend the model before more
experiments that measure key parameters, such as voltage during reverse iontophoresis, have

been performed.
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6.6 Chapter Summary

In this chapter, we started by constructing an initial model for the extraction of large, un-
charged compounds via passive diffusion and reverse iontophoresis. In the initial model, the
intercellular and hair follicle pathways are split and modelled separately using partial differ-
ential equations. Initial conditions are based on the profiles obtained in chapter 4 and the
electro-osmotic velocity on the results of chapter 5. Comparing the predictions of the model
to prior in vitro [43, 42] and in vivo [1] experimental data for mannitol and phenylalanine sug-
gests that the hair follicle route dominates transport of large, uncharged compounds through
the skin. Considering the difference in hair follicle density in different sites in the body
[102], this makes it critically important to record the area of skin considered in extraction

experiments.

Hair follicles in prior work have been considered to negligibly contribute to flux through the
stratum corneum [33, 87, 91]. Hence the suggestion, using the mathematical model presented
here and prior work into identifying pathways through the skin under an applied electric field
using scanning electrochemical microscopy [32], is a key result. As the hair follicle pathway
rapidly obtains steady state, this result suggests that it is possible to detect systemic concen-

trations of large, uncharged compounds, like phenylalanine, directly via reverse iontophoresis.

When considering extraction in the non-steady state case, Figures 6-5 and 6-6 demonstrate
that the initial model predicts the steady state flux to be achieved quicker than has been
observed experimentally and, due to the very small fraction of the intercellular route utilised,

not assess much of the reservoir in the skin.

Having identified this issue, we move on to modify the initial model by considering hindered
transport methods through the stratum corneum. As the hair follicle pathway is considered to
have a radius that is large in comparison to the phenylalanine molecule and is straight through
the stratum corneum, hindrance modelling has no effect on this pathway. The intercellular

route, however, is tortuous and hence affected by hindrance effects.

Applying hindrance effects to the model significantly slows down the transport of compounds
through the intercellular pathway and, considering Figures 6-9 to 6-16 which compare model
predictions to in vivo data [2], suggests that 10-25% of the intercellular route is utilised during
extraction. This results in more of the skin reservoir being extracted and a greater time to

achieve steady state.

In both the initial model and the hindered model, the effect of increased systemic concen-

trations of phenylalanine, corresponding to a patient with PKU, is investigated. Figures 6-8,
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6-17 and 6-18 show that both models predict a noticeably increased flux of phenylalanine
from patients with higher systemic concentrations of phenylalanine. This result has also
been suggested in prior in vivo work [103]. However the predicted flux at steady state in the
case of a patient with phenylketonuria is higher than has been observed experimentally in the
reverse iontophoresis case. There currently does not exist any data on passive phenylalanine

extraction in PKU patients.

Although the hindered model approach gives a good prediction for passive and iontophoretic
extraction there are still several issues with this approach. Firstly, we assume that the pore
radius of the intercellular space route is large compared to both the Debye length and the
radius of the phenylalanine molecule. This assumption is not valid for the smallest pore
radius predicted by prior work, being 0.5nm [101] compared to a Debye length of 0.83nm
and a molecule radius of order 10l nm. Additionally, prior work into skin resistance under a
constant voltage has suggested that skin resistance changes over time when a voltage of over
250mV is applied [105]. Due to the dangers of high current in the body, reverse iontophoresis
experiments tend to fix current rather than voltage with the current selected resulting in an
initial voltage of over 250mV. To date, there has not been any experimental work into skin

resistance changes under a constant current.

6.6.1 Variable Resistance

Prior in vitro work has identified that skin resistance decreases when exposed to a constant
voltage of over 250mV [105]. This work has also suggested that the change in skin resistance
is based on voltage applied with greater voltages causing a lower final resistance. Ohm’s law
means that a drop in resistance at fixed voltage results in a proportional increase in current.
Equations (6.14) and (6.15) show that electro-osmotic flow velocity is directly proportional to
the potential difference over the membrane, hence at a fixed voltage changes in skin resistance

should have no effect on electro-osmotic flow velocity.

In the case of in vivo phenylalanine extraction under reverse iontophoresis, the current den-
sity applied across the skin is constant at 0.3mAcm™ rather than the voltage [2]. Using
the resistivity given in table 6.1 the resistance of the stratum corneum is calculated to be
11.8+3.8kQcm? which corresponds to a starting voltage of 3.54%1.14V. This means that the
voltage applied across the stratum corneum is greater than 250mV hence prior work has
suggested that there will be a change in skin resistance over the course of experiments using
this constant current density [105]. As the current density is fixed, a drop in resistance will

cause a corresponding drop in voltage, leading to a decrease in electro-osmotic flow velocity.
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Currently, there are no experiments that have looked at skin resistance changes under a
constant current. Producing a circuit diagram to model the decreasing resistance under a

constant current is very complex and requires the introduction of many unknown variables.

Considering a constant voltage, as has been done in prior in vitro work into resistance changes
through the skin [103], we propose that resistance, R, decays exponentially at rate, Tp from

it’s start point, Rp, and finishes at a non-zero fraction, pg, of this initial value:

R(t) = psRo + (1 — pf)Ro exp(—Tot). (6.31)

Figure 6-19 takes the results from prior in vivo resistance work under a constant voltage
[103] and compares them to the results of equation (6.31) with Tp considering to correspond
to a half life of 10 minutes hence Tog = ¥10x60 = 6.67x103s1. This seems to be a good fit for

resistance behaviour under a constant voltage.

More experimental work would be required to ascertain if this relation holds for a constant
current and to find estimates for corresponding decay rates and end resistance. Alternatively

recording voltage during iontophoretic experiments would be very useful.

Due to the large error bars present in the hindered model and the uncertainty surrounding
both pore size in the intercellular space and resistance changes in the skin under a constant
current, further changes are not made to the hindered model at this stage. However, this
section and chapter 5 set up theory that can be used in the case of a pore radius comparable to
the molecule size and Debye length respectively. The model proposed for resistance changes
in the skin under a constant voltage using prior in vitro work [105] might be used as a basis

when considering skin resistance changes under a constant applied current.
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Figure 6-19: Comparing the resistance changes predicted by equation (6.31) with in vivo
data [105]. Filled in, yellow circles represent an applied constant voltage of 250mV, clear,
pink triangles 500mV, clear, blue squares 750mV, filled, red triangles 1000mV, filled, green
squares 1500mV and clear, purple circles 2000mV.
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Chapter 7

Summary and Future Work

The aim of this thesis was to investigate the formation and extraction of reservoirs of amino
acids in the stratum corneum, using phenylalanine as a case study, to assess the potential for
non-invasive monitoring of amino acid concentrations in blood serum. The clinical applica-
tion of this would be to allow monitoring of amino acid disorders, such as phenylketonuria,
via non-invasive methods. Non-invasive methods are preferred to invasive methods as they
avoid several issues such as risk of infection and the need for trained personnel to administer
[18]. The non-invasive method focussed on was transdermal extraction which utilises passive
diffusion through the skin and can be enhanced by the application of an electric field, called
reverse iontophoresis. Extraction of amino acids via this method has been considered exper-
imentally both in vitro [1] and in vivo [2]. We use this data to test the mathematical models

proposed and predict unknown parameters.
In order to investigate this topic, the thesis addresses 3 distinct components namely:
1. Blood serum concentrations of amino acids, specially phenylalanine, under food intake.
2. Skin reservoir formation based on blood serum concentrations.
3. Extraction of phenylalanine via reverse iontophoresis.
Having addressed background biological theory and mathematical techniques required to pur-
sue these goals in chapters 1 and 2, chapter 3 addresses blood serum concentrations. The
aim of chapter 3 was to extend previous fasting state models of phenylalanine concentration

in blood serum to include the effect of metabolism only occurring in the liver and adding

food intake effects. This chapter suggested that there were only minor differences between
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including liver only metabolism and having metabolism occur throughout the body. One of
the differences highlighted was that the resilience of a two-compartment system was much
less than the single-compartment system meaning that the single-compartment system would
return to a steady state faster after a perturbation. However, this did seem to have a signif-
icant effect when considering perturbations due to food intake. Clinically, this means that,
although including a second compartment is more physiologically realistic, it does not change
the dynamics of the system enough to warrant the additional model complexity and error

that this introduces.

Considering food intake into the system was done via a Bateman function. This suggested
that fluctuations due to food intake into the body caused visible changes in both PKU
suffering and non-PKU suffering patients. As would be expected from discrete doses, food
intake causes periodic oscillations in blood serum concentration. These fluctuations reinforce
the need for phenylalanine tolerance tests via blood sample to be performed in a fasting state.
If systemic concentrations have a noticeable impact on the skin reservoir, these fluctuations

should also have a noticeable effect on the reservoir.

Having established a baseline model for blood serum concentrations of phenylalanine, chapter
4 moved on to consider the skin reservoir of amino acids based on the blood serum concentra-
tion profile established in chapter 3. To date, mathematical models have not considered the
formation of reservoirs of amino acids in the skin, primarily focussing on extraction methods.
Considering prior work has suggested that corneocytes are impermeable [73], we proposed a
model for the stratum corneum that splits corneocytes and the intercellular space into two

compartments, further stratified into the stratum corneum and stratum disjunctum.

Modelling the skin reservoir highlighted several interesting results. Firstly, when tape strip-
ping, the depth each strip is considered to analyse is based on the mass of skin removed
[1, 2]. Hence, a similar number of corneocytes should be present for the same depth assessed
through the stratum corneum. If corneocytes are impermeable and contribute significantly to
amino acid levels in the stratum corneum, then the decrease observed in vitro [1] and in vivo
[2] in amino acid concentration near the surface of the skin, namely the stratum disjunctum,
should not occur. Based on this, our model suggests that most of the amino acid found in

the stratum corneum is in the intercellular space.

We also suggest that modelling removal of compounds from the stratum disjunctum intercellu-
lar space can be modelled using a linear removal term and verify this approach by considering
in vivo phenylalanine and tyrosine data [2]. However, chapter 4 also suggests that the sys-
temic concentration has an unnoticeable effect on phenylalanine and tyrosine concentrations

in the stratum corneum, with production eclipsing movement from the blood serum.
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Production in the stratum corneum dominating the formation of the skin reservoir sug-
gests that assessing historic phenylalanine concentrations via direct consideration of the skin
reservoir is not possible. However, recent in vivo work suggests that variations in serum
phenylalanine levels are detectable via reverse iontophoresis [103]. Combined with the re-
sults of chapter 4, this suggests that there is significant flux of phenylalanine from the sys-
temic compartment through the stratum corneum during reverse iontophoresis. Chapter 5
and 6 investigate this experimental result mathematically by considering electro-osmotic flow

through the stratum corneum.

As phenylalanine is an uncharged compound, flux through the stratum corneum under an
applied field is governed by electro-osmotic flow and passive diffusion. The main objec-
tive of chapter 5 was to combine previous work into fluid dynamics, surface chemistry and
electromagnetism to form an expression for electro-osmotic flow velocity in terms of known
parameters in different system geometries. Although the theories proposed in the chapter
are not new, they have not been previously utilised in skin models and are combined in a
novel way to determine electro-osmotic flow velocity in the skin. Using streaming poten-
tial data [87] we obtain predictions for surface charge density based on the concentration of
ionic solvent in the fluid, allowing us to predict electro-osmotic flow velocity based on known

properties of the skin, applied field and fluid.

Chapter 6 then aimed to use the results of chapter 5 to form a model for extraction of un-
charged compounds through reverse iontophoresis. The initial reservoir in the skin was based
on the model results from chapter 4. Prior modelling work through the stratum corneum
tends to ignore the effect of appendageal transport [33, 87, 91]. However, experimental work
using scanning electrochemical microscopy has suggested that appendageal transport is the
primary extraction route for compounds through the skin [32]. This was investigated by

considering intercellular and hair follicle routes separately.

The main result of chapter 6 is to suggest, using mathematical models, that hair follicles are
indeed critical to extraction of compounds through the skin with this route becoming fully
established very quickly. It is further suggested that the contribution to flux through the
stratum corneum from the intercellular space at steady state is completely eclipsed by hair
follicles. However, consideration of the intercellular route is still important when looking at

reservoir extraction.

The results presented by chapters 5 and 6 develop the field of transdermal monitoring sig-
nificantly. The formulation of electro-osmotic flow velocity from fundamental principles of
electromagnetism, fluid dynamics and surface chemistry predicts that hair follicles are the

primary extraction route through the skin. This explains the large variation observed in
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experiments where the origin of skin samples is often not stated. Clinically, this result also
suggests that direct monitoring of amino acid disorders via transdermal extraction is possible,

particularly in areas of the skin where there are lots of hair follicles.

7.1 Future Work

One of the biggest limitations encountered in this thesis was the amount of experimental
data available. Small sample sizes and human variability lead to large standard deviations,
making it difficult to draw solid conclusions from the model results. The first instance of this
occurs in chapter 3 where it is not possible to compare non-fasting state model results to real

data. Experiments measuring these properties would validate model predictions.

The quantity of experimental data becomes a more pressing issue when considering extraction
through the skin. In this case, the small data set and the variability in parameters such as

voltage causes the standard deviation to be comparable to the size of the result measured.

Although human variability is always going to be an issue, there are several experiments that
can be done to decrease the error measured. Firstly, it has been established by this thesis,
and prior work in both reverse iontophoresis [33] and micro-fluids [89], that electro-osmotic
flow velocity is directly proportional to the electric field applied. By definition, in a uniform
electric field the field strength is equal to the voltage applied across the membrane divided by
the path length and voltage is equal to current multiplied by resistance, Ohm’s law [98]. Due
to the harmful effect of high currents on the human body most experimental work into reverse
iontophoresis uses a constant current of 0.3mA/cm? [1, 2, 103]. Skin resistance is highly
variable which means that this constant current can result in an applied voltage of anywhere
between 2-5V, resulting in a large range of electro-osmotic flow velocities. Measuring voltage
throughout the experiment would allow a better prediction of electro-osmotic flow velocity

and significantly reduce modelling error.

On this note, prior research has also shown that voltages of over 250mV cause changes
in skin resistance with the change observed based on voltage applied [105]. To date, this
phenomenon has not been investigated under a constant current. Doing so would allow
models to be developed of this voltage change to be applied to electro-osmotic flow rates and

could contribute to the decrease in flux over time.

Recording the site from which skin is taken would also help to reduce error as hair follicle

density varies between different locations in the body [102]. Chapter 6 and [32] also suggest
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that hair follicles are the primary extraction route through the skin making this differentiation

critical.

Having performed these experiments and compared the results to the model structure pre-
sented in this thesis, there are several modifications that could potentially improve the model
presented. Firstly, having a time varying velocity based on the time varying voltage would
result in a reduction in flux over time. This could be similar to the structure presented in

section 6.6.1 or different depending on the experimental results.

One of the other limitations is that the pores through the stratum corneum are considered
to be large, with respect to both the Debye length and molecule size, resulting in a con-
stant electro-osmotic flow velocity. For the 133mM NaCl solution used in the extraction
experiments considered, the Debye length is 0.83nm. Hence, this assumption is valid for hair
follicles which are micro-channels, but predictions for pore sizes in the intercellular space
vary between 0.5nm [101] and 20nm [87]. Hence this assumption will not be valid if pore
sizes are on the lower end of this spectrum. We have presented theory for modifying the
electro-osmotic flow velocity accordingly in chapter 5 and empirical relations for hindrance
based on a pore size comparable to molecule size in chapter 6. These modifications will slow

down flow through the intercellular space and, thus, also slow reservoir extraction.

Applying these modifications may also mean that more of the skin reservoir is predicted to
be extracted during reverse iontophoresis. In the current model proposal, the whole reservoir
is not analysed as the results predicted using the full reservoir have a far too high initial
extraction flux. The other potential reason for this could also be due to some of the compound

being trapped in the skin.

Overall, the models proposed by this thesis identify significant changes to the field of math-
ematically modelling transdermal extraction which reflect recent experimental developments
[32, 103]. Clinically, this also identifies the potential for non-invasive monitoring of amino
acids, specifically phenylalanine, via reverse iontophoresis. The next stage in this research
is to perform experiments to validate predicted parameters and reduce the error associated

with several parameters, such as voltage, by direct measurement.

222



Bibliography

1]

C.C. Bouissou, J.P. Sylvestre, RH Guy, and MB Delgado-Charro. Reverse iontophoresis
of amino acids: Identification and seperation of stratum corneum and subdermal sources
in vitro. Pharmaceutical Research, 26:2630-2638, 2009.

J.P. Sylvestre, C.C. Bouissou, R.H. Guy, and M.B. Delgado-Charro. Extraction and
quantification of amino acids in human stratum corneum in vivo. British Journal of
Dermatology, 163:458-465, 2010.

T. McKee and J.R. McKee. Biochemistry: The Molecular Basis of Life. McGraw-Hill,
3 edition, 2003.

R.A. Freitas Jr. Nanomedicine, Volume 1: Basic Capabilities. Landes Bioscience, 1999.

B.G. Carvalho, L.J. Raniero, A.A. Martin, and P.P. Favero. Phenylalanine ab initio
models for the simulation of skin natural moisturizing factor. Spectrochimica Acta Part
A: Molecular and Biomolecular Spectroscopy, 106:73-79, 2013.

R.R. Lenke amd H.L. Levy. Maternal phenylketonuria and hyperphenylalaninemia. An
international survey on the outcome of treated and untreated pregnancies. The New
England Journal of Medicine, 303:1202-1208, 1980.

NEUROtiker. Image of phenylalanine molecule. Available online from
http://commons.wikimedia.org/wiki/File:L-Phenylalanine_ DJR.png, Accessed 2014.

R.A. Williams, C.D.S. Mamotte, and J.R. Burnett. Phenylketonuria: An inborn error
of phenylalanine metabolism. Clinical Biochemistry Reviews, 29:31-41, 2008.

M. Bik-Multanowski and J.J Pietrzyk. Blood phenylalanine clearance and BHa-
responsiveness in classic phenylketonuria. Molecular Genetics and Metabolism, 103:399—

223



[12]

[13]

[14]

[17]

400, 2011.

S. Kaufman. A model of human phenylalanine metabolism in normal subjects and
in phenylketonuric patients. Proceedings of the National Academy of Sciences USA,
96:3160-3164, 1999.

U. Langenbeck, J. Zschocke, U. Wendel, and V. Honig. Modelling the phenylalanine
blood level response during treatment of phenylketonuria. Journal of Inherited
Metabolic Disorders, 24:805-814, 2001.

J.M. Berg, J.L. Tymoczko, and L. Stryer. Biochemistry. W H Freeman, 5 edition, 2002.

W.E. Nelson, V.C. Vaughan, and R.J. McKay. Textbook of Pediatrics. W.B. Saunders
Company, 9 edition, 1969.

J.F. Guest, J.J. Bai, R.R. Taylor, E. Sladkevicius, P.J. Lee, and R.H. Lachmann. Costs

and outcomes over 36 years of patients with phenylketonuria who do and do not remain
on a phenylalanine restricted diet. Journal of Intellectual Disability Research, 57:567—
579, 2013.

M.J. de Groot, M. Hoeksma, D.J. Reijngoud, H-W. de Valk, A.M.J. Paans, P.J.J.

Sauer, and F.J. van Spronsen. Phenylketonuria: reduced tyrosine brain influx relates
to reduced cerebral protein synthesis. Journal of Rare Diseases, 8:1-9, 2013.

N. Blau, J.B. Hennermann, U. Langenbeck, and U. Lichter-Konecki. Diagnosis, clas-
sification, and genetics of phenylketonuria and tetrahydrobiopterin (BH4) deficiencies.
Molecular Genetics and Metabolism, 104:52—-S9, 2011.

E.L. MacLeod, S.T. Gleason, S.C. van Calcar, and D.M. Ney. Reassessment of
phenylalanine tolerance in adults with phenylketonuria is needed as body mass changes.

Molecular Genetics and Metabolism, 23:331-337, 2009.

A. Djabri. lontophoresis in paediatric medicine: Non-invasive drug delivery and mon-
itoring applications. PhD thesis, University of Bath, 2009.

A. Williams. Transdermal and Topical Drug Delivery. Pharmaceutical Press, 2003.

S.I. Yum and J. Roe. Capillarly blood sampling for self-monitoring of blood glucose.
Diabetes Technology and Therapeutics, 1:29-37, 1999.

224



[21]

[22]

23]

[24]

[30]

[31]

B. Leboulanger, M. Fathi, R.H. Guy, and M.B. Delgado-Charro. Reverse iontophoresis
as a noninvasive tool for lithium monitoring and pharmacokinetic profiling. Pharma-
ceutical Research, 21:1214-1222, 2004.

L. Eckhart, S. Lippens, E. Tschachler, and W. Declercq. Cell death by cornification.
Biochimca et biophysica acta, 12:3471-80, 2013.

K.J. Green and J.C.R. Jones. Desmosomes and hemidesmosomes: Structure and func-
tion of molecular components. The FASEB journal : O [cial publication of the Feder-
ation of American Societies for Experimental Biology, 10:871-881, 1996.

L. Norlén and A. Al-Amoudi. Stratum corneum keratin structure, function, and for-
mation: The cubic rod-packing and membrance templating model. The Journal of
Investigative Dermatology, 123:715-732, 2004.

N. Dragicevic and H.I. Maibach. Modification of the stratum corneum. Springer Berlin,
2015.

T.N. Tozer and M. Rowland. Introduction to Pharmacokinetics and Pharmacodynamics:
The Quantitative Basis of Drug Therapy. Lippincott Williams & Wilkins, 1st edition,
2006.

W.J. Jusko and S.J. Szefler. Pharmacokinetic design of digoxin dosage regimens in
relation to renal function. The Journal of Clinical Pharmacology, 14:525-535, 1974.

J. Hadgraft. Skin, the final frontier. International Journal of Pharmaceutics, 224:1-18,
2001.

K.W. Ng and W.M. Lau. Skin deep: The basics of human skin structure and drug
penetration. In D.N. Maibach, editor, Percutaneous Penetration Enhancers Chemi-
cal Methods in Penetration EnhacementL Drug Manipulation Strategies and Vehicle
E [ecks, pages 3—11. Springer, 2015.

H. Schaefer and T.E. Redelmeier. Skin Barrier: Principles of Percutaneous Absorption.
Karger, 1996.

J.C. Keister and G.B. Kasting. The use of transient diffusion to investigate transport
pathways through the skin. Journal of Controlled Release, 4:111-117, 1986.

225



[32]

33]

[37]

[38]

[39]

[43]

0.D. Uitto and H.S. White. Electroosmotic pore transport in human skin. Pharma-
ceutical Research, 20:646-652, 2003.

M.J. Pikal. The role of electroosmotic flow in transdermal iontophoresis. Advanced
Drug Delivery Reviews, 9:201-237, 1992.

A. Bunge and R. Cleek. A new method for estimating dermal absorption from chemical
exposure: 2. Effect of molecular weight and octanol-water partitioning. Pharmaceutical
Research, 12:88-95, 1995.

M.A. Membrino. Transdermal delivery of therapetuic compounds by iontophoresis. PhD
thesis, University of Florida, 2002.

J.C. Keister. Ionic mass transport through a homogeneous membrane in the presence
of a uniform electric field. Journal of Membrane Science, 29:155-167, 1986.

S. Duke-Elder. Iontophoresis in the foundation of ophthalmology. CV Mosby, 7:507—
514, 1960.

J.M. Hill, L.P. Gangarosa, and N.H. Park. Iontophoretic application of antiviral
chemotherapeutic agents. Annals New York Academy of Sciences, 284:604—612, 2006.

R.H. Guy. Current status and future prospects of transdermal drug delivery. Pharma-
ceutical Research, 13:1765-1769, 1996.

S. Garg, R. Potts, N. Ackerman, S. Fermi, J. Tamada, and H. Chase. Correlation of
finger stick blood glucose measurements with GlucoWatch biographer glucose results
in young subjects with type 1 diabetes. Diabetes Care, 22:1708-1714, 1999.

A. Kim, P.G. Green, G. Rao, and R.H. Guy. Convective solvent flow across the skin
during iontophoresis. Pharmaceutical Research, 10:1315-1320, 1993.

S.M. Sims, W.I. Higuchi, and V. Srinivasan. Skin alteration and convective solvent flow
effects during iontophoresis: I. Neutral solute transport across human skin. Interna-
tional Journal of Pharmaceutics, 69:109-121, 1991.

E.A. Essa, M.C. Bonner, and B.W. Barry. Human skin sandwich for assessing shunt

route penetration during passive and iontophoretic drug and liposome delivery. Journal
of Pharmacy and Pharmacology, 54:1481-1490, 2002.

226



[44]

[45]

[53]

[55]

[56]

M.G. Neubert and H. Caswell. Alternatives to resilience for measuring the responses
of ecological systems to perturbations. Ecology, 78:653—-665, 1997.

B.C. Patten and M. Witkamp. Systems anaylsis of 134-cesium kinetics in terrestrial
microsystems. Ecology, 48:813-824, 1967.

D.L. DeAngelis. Energy flow, nutrient cycling, and ecosystem resilience. Ecology,
61:764-771, 1980.

R.A. Horn and C.R. Johnson. Matrix Analysis. Cambridge University Press, 1985.

A. Bjorck. Numerical methods for least squares problems. SIAM, 1996.

A.N. Spiess and N. Neumeyer. An evaluation of r? as an inadequate measure for non-
linear models in pharmacological and biochemical research: A monte carlo approach.

BMC Pharmacology, 10:1-11, 2010.

R.E. McAuliffe. Standard Error of Estimate, volume 8:1 of Wiley Encyclopedia of
Management. Wiley, 2015.

H.H. Ku. Notes on the use of propagation of error formulas. Journal of Research of the
National Burea of Standards, 70C:263-273, 1966.

A. Couto, R. Fernandes, M. Natalia, S.Cordeiro, S.S Reis, R.T. Ribeiro, and A.M. Pes-
soa. Dermic diffusion and stratum corneum: A state of the art review of mathematical
models. Journal of Controlled Release, 2013.

J. Perez Guerroero, L Pimentel, T. Skaggs, and M. van Genuchten. Analytical solution
of the advection-diffusion transport equation using a change-of-variable and integral
transform technique. International Jounral of Heat and Mass Transfer, 52:3297-3304,

20009.

W.E. Schiesser and G.W. Griffiths. A Compendium of Partial Dilerential Equation
Models: Method of Lines Analysis with Matlab. Cambridge University Press, 20009.

L.C. Evans. Partial Di[erential Equations. American Mathematical Society, 2 edition,
2010.

G. Arfken. Mathematical Techniques for Physicists. Academic Press, 3 edition, 1985.

227



[57]

[58]

[66]

[67]

D. Kowlessur, B.A. Citron, and S. Kaufman. Recombinant human phenylalanine hy-
droxylase: Novel regulatory and structural properties. Archives of Biochemistry and
Biophysics, 333:85-95, 1996.

Important basics food charts. Available online from
apjcn.nhri.org.tw/server /info/books-phds/books/foodfacts/html/data/data2e.html.
Accessed: 2014-06-25.

J.E. Hall and A.C. Guyton. Guyton and Hall Textbook of Medical Physiology. Saun-
ders/Elsevier, 2011.

I. Arias, A. Wolkoff, J. Boyer, D. Shafritz, N. Fausto, H. Alter, and D. Cohen. The
Liver:Biology and Pathobiology. Wiley-Blackwell, 5 edition, 2009.

A. Moody. Chapter 10: Adult anthropometric measures, overweight and obesity. In
R. Craig and J. Mindell, editors, Health Survey for England - 2012. Health and Social

Care Information Centre, 2012.

M.P. Pai and F.P. Paloucek. The origin of the ’ideal’ body weight equations. The
Annals of Pharmacotherapy, 34:1066-1069, 2000.

E.L. Dobson, G.F. Warner, C.R. Finney, and M.E. Johnston. The measurement of liver
circulation by means of the colloid disappearance rate: I. Liver blood flow in normal
young men. Circulation, 7:690-695, 1953.

ILH. Segel. Enzyme Kinetics. Wiley-interscience, 1975.

J.L. Launer and T. Harris. Weight, height and body mass index distributions in geo-
graphically and ethnically diverse samples of older persons. Age and Ageing, 25:300-306,
1996.

M.H. Vendelbo, A.B. Mgller, B. Christensen, B. Nellemann, B.F.F. Clasen, K.S. Nair,
J.O.L. Jgrgensen, N. Jessen, and N. Mgller. Fasting increases human skeletal muscle
net phenylalanine release and this is associated with decreased mtor signaling. PL0S
One, 9:1-8, 2014.

U. Lichter-Konecki, C.M. Hipke, and D.S. Konecki. Human phenylalanine hydroxy-
lase gene expression in kidney and other non-hepatic tissues. Molecular Genetics and
Metabolism, 67:308-316, 1999.

228



[68]

[69]

[70]

[71]

[72]

[73]

(78]

S.D. Ehrlich. Phenylalanine. Available online from
http://umm.edu/Health/Medical/AltMed/Supplement /Phenylalanine, 2015.

Y. Paulley, B. Delgado-Charro, and J. White. Modelling formation of a drug reservoir
in the stratum corneum and its impact on drug monitoring using reverse iontophoresis.
Computational and Mathematical Methods in Medicine, 11:353-368, 2010.

E. Bolton, Y. Wang, P.A. Thiessen, and S.H. Bryant. PubChem: Integrated Platform
of Small Molecules and Biological Activities. Chapter 12 IN Annual Reports in Com-
putational Chemistry, volume 4. American Chemical Society, Washington, DC, 2008.

G. Charambopoulou, P. Karamertzanis, E. Kikkinides, A. Stubos, N. Kanellopoulos,
and A. Papaioannou. A study on structural and diffsuion properties of porcine stratum
corneum based on very small angle neutron scattering data. Pharmaceutical Research,
17:1085-91, 2000.

J. Nitsche and G. Kasting. A microscopic multiphase diffusion model of viable epidermis
permeability. Biophysical Journal, 104:2307-2320, 2013.

M. Heisig, R. Lieckfeldt, G. Wittum, G. Mazurkevich, and G. Lee. Non steady-state
descriptions of drug permeation through stratum corneum. I. The biphasic brick-and-
mortar model. Pharmaceutical Research, 13:421-426, 1996.

S.M. Jackson, M.L. Williams, and K.R. Feingold. Pathobiology of stratum corneum.
The Western Journal of Medicine, 158:279-285, 1993.

M. Fartasch, J. Teal, and G.K. Menon. Mode of action of glycolic acid on human
stratum corneum: ultrastructural and functional evaluation of the epidermal barrier.
Archives of Dermatological Research, 289:404-409, 1997.

R. Potts and R. Guy. Predicting skin permeability. Pharmaceutical Research, 9:663—
669, 1992.

P. Green, R. Hinz, A. Kim, C. Cullander, G. Yamane, F. Szoka, and R. Guy. Transder-
mal iontophoresis of amino acids and peptides in vitro. Journal of Controlled Release,

21:187-190, 1992.

M. Robinson, M. Visscher, A. LaRuffa, and R. Wickett. Natural moisturizing factors
(NMF) in the stratum corneum (SC). I. Effects of lipid extraction and soaking. Journal

229



[80]

[83]

[84]

[85]

[86]

[87]

[33]

[89]

of Cosmetic Science, 61:13-22, 2010.

M. Ochalek, H. Podhaisky, H.H. Ruettinger, J. Wohlrab, and R.H.H. Neubert. SC lipid
model membranes designed for studying impact of ceramide species on drug diffusion
and permeation - Part II: Diffusion and permeation of model drugs. European Journal
of Pharmacuetics and Biopharmaceutics, 82:360-366, 2012.

M. Ochalek, R.H.H. Neubert, and J. Wohlrab. SC lipid model membranes designed for
studying impact of ceramide species on drug diffusion and permeation - Part III: Influ-
ence of penetration enhancer on diffusion and permeation of model drugs. Internation
Journal of Pharmaceutics, 436:206-213, 2012.

P. Schumm. A network model of successive partitioning-limited solute diffusion through
the stratum corneum. Journal of Theoretical Biology, 262:471-477, 2010.

T.F. Wang, G.B. Kasting, and J.M. Nitsche. A multiphase microscopic diffusion model
for stratum corneum permeability. i. formulation, solution and illustrative results for
representative compounds. Journal of Pharmaceutical Sciences, 95:620-648, 2006.

N.A. Monteiro-Riviere, A.O. Inman, and J.E. Riviere. Identification of the pathway of
iontophoretic drug delivery: Light and ultrastructural studies using mercuric chloride

in pigs. Pharmaceutical Research, 11:251-256, 1994.

M.M. Mukaka. Statistics corner: A guide to appropriate use of correlation coefficient
in medical research. Malawi Medical Journal, 24:69-71, 2012.

W.M. Haynes. Handbook of chemistry and physics. CRC Press, 93 edition, 2013.

C. Malmberg and A. Maryott. Dielectric constant of water from 0° to 100%. Journal
of Research of the National Bureau of Standards, 56:2641-2648, 1956.

V. Aguilella, K. Kontturi, L. Murtomaki, and P. Ramirez. Estimation of the pore size
and charge density in human cadaver skin. Journal of Controlled Release, 32:249-257,

1994.

H. Butt, K. Graf, and M. Kappl. Physics and Chemistry of Interfaces. Wiley-VCH, 2
edition, 2008.

G. Karniadakis, A. Beskok, and N. Aluru. Microflows and Nanoflows. Springer, 1

230



[92]

[100]

edition, 2005.

J.A Manzanares and P. Ramirez et al. Pore conductivity and streaming potential in
charged capillary tubes with concentration dependent pore wall charge. Journal of
non-equilibrium thermodynamics, 16:255-265, 1991.

T. Gratieri and Y.N. Kalia. Mathematical models to describe iontophoretic transport
in vitro and in vivo and the effect of current application on the skin barrier. Advanced
Drug Delivery Reviews, 65:315-329, 2013.

M.J. Pikal. Transport mechanisms in iontophoresis. I. A theoretical model for the effect
of electroosmotic flow on flux enhancement in transdermal iontophoresis. Pharmaceu-
tical Research, 7:118-126, 1990.

G.S. Manning. Model for electroosmosis in fixed charge systems. Journal of Physical
Chemistry, 46:4976-4980, 1967.

D. Hildreth. Electrokinetic flow in fine capillary channels. Journal of Physical Chem-
istry, 74:2006-2015, 1970.

G.K. Batchelor. An Introduction to Fluid Dynamics. Cambridge University Press, 1
edition, 2000.

S. Ghosal. Fluid mechanics of electroosmotic flow and its effect on band broadening in
capillary electrophoresis. Electrophoresis, 25:214—-228, 2004.

M. Pikal. Transport mechanisms in iontophoresis. I. A theoretical model for the effect of
electroosmotic flow on flux enhancement in transdermal iontophoresis. Pharmaceutical

Research, 7:118-126, 1990.

P.A. Tipler and G. Mosca. Physics for scientists and engineers. Freeman, 6 edition,
2008.

K. Kontturi, A. Savonen, and M. Vuoristo. Study of adsorption and ion-exchange
properties of some porous membranes. Acta Chemica Scandinavica, 48:1-11, 1994.

A.D. Poularikas. The Handbook of Formulas and Tables for Signal Processing. CRC
Press, 1999.

231



[101]

[102]

[103]

[104]

[105]

[106]

107]

[108]

[109]

[110]

[111]

Y. Itoh, A. Shimazu, Y.Sadzuka, T. Sonobe, and S. Itai. Novel method for stratum
corneum pore size determination using positron annihilation lifetime spectroscopy. In-

ternational Journal of Pharmaceutics, 358:91-95, 2008.

U. Blume-Peytavi et al. Variations of hair follicle size and distribution in different body
sites. Journal of Investigative Dermatology, 122:14-19, 2004.

N. Longo, S.K. Li, G. Yan, R.P. Kochambilli, K. Papangkorn, D. Berglund, A.H.
Ghanem, C.L. Ashurst, S.L. Ernst, M. Pasquali, and W.I. Higuchi. Noninvasive mea-
surement of phenylalanine by iontophoretic extraction in patients with phenylketonuria.
Journal of Inherited Metabolic Disorders, 30:910-915, 2007.

J.S. Sandby-Moller, T. Poulsen, and H.C. Wulf. Epidermal thickness at different body
sites: Relationship to age, gender, pigmentation, blood content, skin type and smoking
habits. Acta Dermato Venereologica, 83:410-413, 2003.

H. Inada, A.H. Ghanem, and W.I. Higuchi. Studies on the effects of applied voltage and
duration on human epidermal membrane alteration/recovery and the resultant effects
upon iontophoresis. Pharmaceutical Research, 11:687-697, 1993.

T. Yamamoto and Y. Yamamoto. Dielectric constant and resistivity of epidermal stra-
tum corneum. Medical and Biological Engineering, 14:494-500, 1976.

G. Kasting and J. Keister. Application of electrodiffusion theory for a homogeneous
membrane to iontophoretic transport through skin. Journal of Controlled Release,
8:195-210, 1988.

M.J. Keohler, T. Vogel, P. Elsner, K. Konig, R. Biickle, and M. Kaatz. In vivo mea-
surement of the human epidermal thickness in different localizations by multiphoton

laser tomography. Skin Research and Technology, 16:259-264, 2010.

N. Epstein. On tortuosity and the tortuosity factor in flow and diffusion through porous
media. Chemical Engineering Science, 44:777-779, 1989.

J.L. Anderson and J.A. Quinn. Restricted transport in small pores: A model for steric
exclusion and hindered particle motion. Biophysics Journal, 14:130-150, 1974.

B.W. Barry and S.L. Bennett. Effect of penetration enhancers on the permeation of

mannitol, hydrocortisone and progesterone through human skin. Journal of Pharmacy

232



and Pharmacology, 39:535-546, 1986.

[112] C.J. Gommes, A.J. Bons, S. Blacher, J.H. Dunsmuir, and A.H. Tsou. Practical meth-
ods for measuring the tortuosity of porous materials from binary or gray-tone tomo-
graphic reconstructions. American Institute of Chemical Engineers Journal, 55:2000—
2012, 2009.

233



