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Abstract: Cholesterol regulation is an important aspect of human health. In this work we bring
together and extend two recent mathematical models describing cholesterol biosynthesis and
lipoprotein endocytosis to create an integrated model of lipoprotein metabolism in the context
of a single hepatocyte. The integrated model includes a description of low density lipoprotein (LDL)
receptor and cholesterol synthesis, delipidation of very low density lipoproteins (VLDLs) to LDLs and
subsequent lipoprotein endocytosis. Model analysis shows that cholesterol biosynthesis produces
the majority of intracellular cholesterol. The availability of free receptors does not greatly effect
the concentration of intracellular cholesterol, but has a detrimental effect on extracellular VLDL
and LDL levels. We test our model by considering its ability to reproduce the known biology of
Familial Hypercholesterolaemia and statin therapy. In each case the model reproduces the known
biological behaviour. Quantitative differences in response to statin therapy are discussed in the
context of the need to extend the work to a more in vivo setting via the incorporation of more dietary
lipoprotein related processes and the need for further testing and parameterisation of in silico models
of lipoprotein metabolism.

Keywords: ordinary differential equation; SREBP-2

1. Introduction

Cholesterol is an intrinsic part of living cells. Every cell in the human body requires cholesterol in
order to produce and maintain a healthy cell membrane. The formation of hormones and of bile acids
that assist in the digestion of food, depend on cholesterol. Myelin, which covers nerve axioms to assist
the conduction of electrical impulses, facilitating movement, vision, taste and the processing of sensory
input is 20%, by weight, cholesterol [1]. This makes cholesterol vital for our nervous system and for
memory and learning to take place. All cells have the ability to produce and regulate cholesterol,
but the liver is primarily responsible for the metabolism of dietary cholesterol and is the only organ
that can remove it from the body via the formation of bile.

Despite being such an important part of cellular health, irregular control of cholesterol homeostasis
in hepatocytes (liver cells) can cause the liver to poorly process dietary cholesterol. This in turn can
lead to high levels of circulating plasma cholesterol, which is widely known to be a major risk factor
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for a large number of cardiac diseases, for example coronary artery disease (CAD), cardiovascular
disease (CVD) and coronary heart disease (CHD). The chance of developing CAD, CVD or CHD is
determined by risk factors, some of which are modifiable. Modifiable risk factors include body weight,
blood pressure and blood lipid levels, which are all influenced by exercise levels, smoking and diet.
Non-modifiable risk factors include genetic predisposition, age, gender and ethnicity [2]. Whilst we
may not be able to control these factors, the effects are sometimes modifiable with pharmaceutical
interventions such as statins.

Dietary or exogenous cholesterol however, accounts for merely 20% of the body’s cholesterol.
The other 80%, endogenous cholesterol, is produced mainly by hepatocytes, but also by cells in
the central nervous system and reproductive organs [3]. Each cell is subject to the cholesterol
biosynthesis cascade initiated by 3-hydroxy-3-methyl-glutaryl-coenzyme A reductase (HMGCR).
This signalling pathway cues the change in rate of production or inhibition of cholesterol in response to
declining or increasing cellular cholesterol levels. In this case the transcription factor, sterol regulatory
element-binding protein 2 (SREBP-2), is blocked from upregulating mRNA transcription of the HMGCR
gene when cellular levels of cholesterol are high, but is free to upregulate transcription when levels are
low. This allows the cell to change the rate of cholesterol production according to its needs.

Fats and cholesterol from a normal diet enter the blood stream, through the stomach, having been
packed into carrier molecules known as a lipoproteins. Lipids are insoluble and must thus be
packed into particles in order to be transported around the body. Lipoproteins are surrounded
by phospholipids and apolipoproteins. As well as surrounding lipoprotein molecules, apolipoproteins
play a vital role in the binding of lipoproteins to receptors on cell surfaces for removal from circulation.
They also act as activators for lipolytic enzymes involved in metabolism.

There are five main classes of lipoprotein: chylomicrons, very low density lipoproteins (VLDL),
intermediate density lipoprotein (IDL), low density lipoprotein (LDL) and high density lipoprotein
(HDL). They are classed due to their varying triglyceride, cholesterol and apolipoprotein contents.
Lipoproteins continuously exchange lipids and proteins with cells and other lipoproteins leading to a
reduction in lipid content as the particles vary from being chylomicrons, to chylomicron remnants,
VLDL, IDL and subsequently LDL particles.

Carrying fats as an energy source through the blood stream to cells in need, lipoproteins eventually
end up in the liver where they are removed from circulation by a process known as receptor mediated
endocytosis (RME). The rate of lipoprotein uptake is regulated by the number of available free receptors
on the cell surface. Receptors are synthesised by the cell. Newly synthesised receptors are placed on
the surface of the cell where they collect in clathrin coated pits. Apolipoproteins attach the lipoprotein
to the receptor, after which the clathrin pit encloses around the lipoprotein and pinches off forming
endocytotic vesicles which are internalised. Empty pits may also undergo this process. Following
internalisation, the clathrin coating is shed and vesicles merge together to form larger endosomes
within which the lipoprotein dissociates from the receptor. Some receptors are removed at this point
and recycled to the cell surface. The endosomes then combine with lysosomes within the cell and the
contents are degraded by lysosomal enzyme hydrolysis releasing amino acids and cholesterol for use
in cellular metabolism [4].

Receptors, once synthesised or recycled, insert randomly on the cell surface before diffusing into
clathrin coated pits. The concentration of receptors in the pits determine how many lipoproteins
can bind and be internalised at any one time. LDL receptor (LDLR) synthesis is governed by
SREBP-2. When intracellular cholesterol concentrations are low transcription of LDLR is upregulated,
increasing the uptake of lipoproteins. Similarly high levels of cholesterol lead to downregulation of
LDLR synthesis, decreasing lipoprotein endocytosis. In high cholesterol concentrations, receptor and
cholesterol synthesis is inhibited. RME is the target of drugs, used in cardiovascular therapy, known as
statins which inhibit cholesterol biosynthesis and up-regulate receptor synthesis, thus increasing the
amount of lipoproteins cleared from the circulation.



Processes 2018, 6, 134 3of 34

Dysregulated cholesterol biosynthesis and lipoprotein metabolism can lead to a number of health
conditions. Dyslipidemia, raised levels of LDL in blood plasma and/or reduced levels of high density
lipoprotein (HDL), is a major health issue throughout the world [5], which has been linked to increases
in dietary fat and sugar intake and sedimentary lifestyles. Hypercholesterolemia, elevated levels of
cholesterol in blood plasma, has been linked to cardiovascular and pulmonary inflammation [6] and
the overloading of macrophages with cholesterol in vitro has been shown to initiate immune responses.
In contrast, unduly lowering the biosynthetic production of cholesterol levels, such as more recently
shown via pathogenic infections which may lead to sepsis, can have dramatic adverse results [7,8].

There exists a growing literature on the mathematical modelling of lipoprotein metabolism as
recently reviewed in [9]. Such models have generally been formulated using the theory of linear and
nonlinear ordinary differential equations and parameterised and tested, to varying degrees, against
the experimental literature. The mathematical models reviewed in [9] were tested for their ability to
correctly predict the response of each to statin therapy. They found that only a small proportion of
models within the literature correctly predicted the well known effect of statins on increasing LDL
uptake from the circulation.

In contrast there are few mathematical models of cholesterol biosynthesis. Those that do exist
vary in the size of the mathematical models formulated (number of variables and parameters) and
complexity. In [10] the authors derived, parameterised and analysed a three variable nonlinear
ordinary differential equation (ODE) model of cholesterol biosynthesis via the HMGCR pathway.
They demonstrated that whilst the system only exhibited one steady-state, three types of behaviour
were possible; monotic, damped and oscillatory. A more recent ODE model of the mevalonate pathway
has been formulated and analysed in detail by [11]. This model describes cholesterol biosynthesis via
the HMGCR and squalene synthase pathways, demonstrates the effect of the cholesterol-SREBP-2
feedback on the network’s temporal responses, whilst more localised positive feedbacks within the
network ensure cholesterol levels remained tightly bound should any products within the pathway be
adversely increased or decreased.

Limited work has focused on integrating molecular scale cholesterol synthesis with lipoprotein
endocytosis and LDLR synthesis. One exception is that of the unpublished work of [12],
which integrated a description of LDL endocytosis [13] with that of cholesterol biosynthesis [10].
This was favourably evaluated by [9] in assessing how well the model reproduced the known cellular
response to statins, but no mathematical or computational analysis of the model was undertaken.

In this work we present a model of integrated cholesterol biosynthesis, which includes a
description of SREBP-2 regulation by cholesterol (as detailed in [14]), a full description of VLDL
and LDL uptake (as detailed in [15]) coupled with a description of receptor biosynthesis. The work
provides a full account of model formulation, analysis and testing thereof. We are motivated by
the following considerations. Firstly, we wish to develop a well-informed integrated mathematical
model of the core exogenous and endogenous cholesterol pathways within a hepatocyte. We wish
to evaluate whether a simplified model formulated in an in vitro context can capture the known in
vivo biological response of the system in respect of Familial Hypercholesterolaemia and statin therapy,
without having to complicate the model by accounting for other in vivo aspects (for instance HDL,
chylomicron remnants, VLDL hepatocyte recycling). Secondly, we wish to consider how rates of VLDL
to LDL delipidation coupled with competition between the two particles for cell membrane level
receptors may affect intracellular cholesterol levels. High levels of circulating LDL is an indicator of
risk in a number cardiovascular diseases and one of the main sources of circulating LDL is delipidation.
Because of this we have included VLDL to LDL delipidation in this model in order to explore it’s effects
without the complication of a full description of dietary lipoprotein metabolism. Finally, we wish to
evaluate any differences that the assumption of a continuum of receptors on the surface of a cell has
(as per [15]) versus that of discrete description of receptors bound by differing numbers of VLDL and
LDL particles (as per [13]).
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Our paper is organised as follows. In Section 1.1 we discuss the main biological features included
in our integrated mathematical model before presenting an ODE model of the system in Section 2.1.
Details of the model parameterisation are discussed in Section 2.4, which is followed by numerical
simulations of the governing system of equations in Section 3.1. Results of computational and
mathematical model analysis are presented in Section 3.2, before we investigate the effect of different
classes of FH on extracellular levels of LDL and intracellular cholesterol levels. The effect of varying
levels of statin therapy are investigated in Section 3.4 before we summarise and discuss our findings in
Section 4.

Whilst our model has been formulated and parameterised in an in vitro context, the extrapolation
to an in vivo setting is not considerably different given hepatocytes will be surrounded by lipoproteins
within the liver. We thus wish to test how well this extrapolation works by testing the model against
known in vivo outcomes in respect of Familial Hypercholesterolaemia and response to statin therapy.

1.1. Cholesterol Biosynthesis and Lipoprotein Metabolism

Our work here couples the endocytosis model of VLDL and LDL metabolism in an hepatocyte
described in [15] with the description of cholesterol biosynthesis detailed in [10] and extends it with
descriptions of LDLR synthesis, VLDL uptake and VLDL to LDL delipidation. An overview of the
main processes included in our model is given in Figure 1 with further details on the exact mechanisms
provided in Figure 2.
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Figure 1. An overview of the main features included in our integrated mathematical model of
cholesterol and receptor biosynthesis coupled with lipoprotein (VLDL and LDL) endocytosis.

While the model described in this work extends previous descriptions of in vitro lipoprotein
endocytosis, it has not been formulated with a specific in vitro cell experiment in mind, as was the
case in [15]. Instead it seeks to describe relevant processes at the subcellular and extracellular scale,
which can be found both in vitro and in vivo, thus providing a means of extrapolating between the
two. We assume concentrations of VLDL and LDL are fed to hepatocytes in a controlled manner,
thereby describing the basic mechanisms of cholesterol synthesis and LDL and VLDL metabolism
without the added complexity of describing other dietary lipoprotein metabolism.

These two models have been individually parameterised, analysed and their behaviour tested
against published in vitro experimental data as detailed in each publication [10,15]. The integrated
model consists of three main compartments: (i) the cell nucleus in which genetic regulation of HMGCR
and LDLR occurs; (ii) the cell cytoplasm surrounded by the cell membrane in which all processes
related to VLDL and LDL binding and breakdown, cell receptor and cholesterol regulation take
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place; and (iii) the extracellular space around the cell containing sources of VLDL and LDL, as shown
in Figure 2. Whilst full details on each of the mathematical models can be found in each of the
respective references, we provide here a summary of the main processes incorporated into the model
for completeness, along with descriptions of the additional processes required for an integrated model.
To ensure these mechanisms are clear in the context of the mathematical formulation presented in
Section 2.1, we define the respective model variables as each mechanism is discussed. Parameter values
associated with each process are detailed in Figure 2 and Table 1.

Nucleus Intracellular Space Cell Membrane Extracellular Space
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Figure 2. Our integrated model of cholesterol biosynthesis and lipoprotein endocytosis in a hepatocyte.
Transcription of HMGCR and LDLR mRNA (at rates yi,,,, and pr, respectively) by SREBP-2 (1., Kmr),
leads to the synthesis of HMGCR (y;), LDLR (yi;) and cholesterol (j.), which negatively regulates
SREBP-2 (k). In the extracellular space, VLDL delipidates to LDL () and each bind /unbind to LDLR
on the cell surface (wy, ®—», &, «_r). Finally VLDL and LDL occupied receptor pits are endocytosed
(Bv, BL) as well as empty ones (Bg), cholesterol extracted from internalised lipoproteins (7, and )
and receptors recycled in the intracellular space (f, 7,). Here mj, represents HMGCR mRNA, m, LDLR
mRNA, H HMGCR, R; receptors in the internal store, ¢ intracellular cholesterol and ¢ degradation of
the respective entity.

At the genetic level SREBP-2 transcribes the HMGCR gene to produce HMGCR mRNA, HMGCR
and cholesterol (at rates fi,,;;,, fij, and fi. respectively) as described in [10]. Our integrated model also
requires a description of LDLR synthesis as a result of SREBP-2 transcription which is described by the
following biochemical equation

GxsS 2= 5, s M — 5 R, (1)
K—mr
where unbound free LDLR gene is represented by G,, free SREBP-2 is represented by S and Sy,
represents SREBP-2 bound to the LDLR gene. Once SREBP-2 and the LDLR gene become bound
transcription of LDLR mRNA, M, is upregulated and accordingly, translation of the mRNA to create
receptors, Rj occurs. These are placed in the internal receptor store of the cell, assumed to be in the
cell cytoplasm.

The reaction rate constants of &, represent SREBP-2 binding to the LDLR free gene, whilst &_,,
represents the reaction rate of SREBP-2 unbinding from the LDLR gene. Here x, is the number of
binding sites on the LDLR gene SREBP-2 binds to. The rate of transcription of mRNA responsible for
receptor synthesis is i, and i, is the rate of translation of LDLR from LDLR mRNA.
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The incorporated mechanisms of VLDL and LDL endocytosis and their respective dynamics
at the cellular level are as follows. LDL particles in the medium surrounding the cell (denoted
Ig) bind to free receptors (7r) in clathrin pits on the cell surface at rate &; and unbind at rate & ;.
In binding, LDL particles effectively bind to one receptor, but can occlude up to m; surrounding
receptors. The bound receptor and LDL (Irp) and the free and occluded receptors in the pit are then
internalised (at rate B1) to become internalised vesicles (I).

Internalised vesicles and their contents subsequently break down whereby the cholesterol ¢
contained within the LDL particles is added to the internal cholesterol pool of the cell (91 ), where it is
esterified for other cellular processes at a rate proportional to it’s concentration (J;). A proportion f of
the free receptors in the vesicle are placed in the cells internal cell store, ready for recycling back to the
cell surface (7;). The rest are degraded.

VLDL particle binding, internalisation and subsequent breakdown are governed by a similar series
of processes represented by variables denoted with T instead of I, for example T for the concentration
of extracellular VLDL and &, for binding of VLDL to receptors. Pits consisting of P empty receptors
(no LDL or VLDL bound) may also be internalised fBy.

Further to these processes, VLDL supply to the serum and VLDL to LDL delipidation is

described by

Xov
w Ve Lg, 2)

where @ is a constant supply of VLDL to the serum and {, is the respective reaction rate constant
of delipidation.

2. Materials and Methods

2.1. Mathematical Formulation

Applying the Law of Mass Action to those mechanisms described in Section 1.1 coupled with
the models of [10,15] leads to the system of Equations (3)—(20), that integrate cholesterol and receptor
biosynthesis with lipoprotein metabolism metabolism.

Biosynthesis of cholesterol and LDLR via SREBP-2 are described by

% = (R_mnSeh — %S n), ®
% = (R_mrSpr — K55 Gy), @
% = (xpR_yunSpn — XpRynS " G + XrK_urSpy — X Kur§7 §r — KT + K_cCp), ©
% = (=R yunSpn + RnS"Gn), ©
dz = (—RemsBpy + Kmr73r), ”
% =y — 4k, i

where the time dependent variables represent concentrations of each of the respective entities detailed
in Figure 2, such that §j, is the concentration of free HMGCR gene, g, that of LDLR gene, 5 is free
unbound SREBP-2, 55, is SREBP-2 bound to the HMGCR gene, 5, is SREBP-2 bound to the LDLR gene,
1y, is the concentration of HMGCR mRNA, 77, is that of LDLR mRNA and / is HMGCR. We note that
x¢ is the number of binding sites for cholesterol to bind to SREBP-2, x, is the number of binding sites
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on the LDLR gene for SREBP to bind to and x;, is the number of binding sites on the HMGCR gene to
which SREBP binds.

The mechanisms of LDL and VLDL endocytosis and the subsequent processing of cholesterol and
receptors, is given by the following

dl, - -
Wd—; = —ECLT’flE +a_rlrp +W(X7ﬂ75), (11)
dl, - - .
% = arfflg—a_plrg — PLlrs, (12)
dp - -
i Brlrs — YLl1, (13)
i5
W% = —WFf0p + & o0rp + W(—Xolt + @), (14)
do -
dI;B = Eévffﬁg — &_yORrB — BuORB, (15)
do -
7; = BoOrp — Vo0, (16)
dr _ - _ _ _
T; = YT — P‘B(ﬂ_’f‘-J — 1Bl — ml&LlE?f + my&_plgp — My BoORE — mv&vﬁgf’f
+Mmylk —»ORB, (17)
dr = N5 T NN
diI = [y — Y7+ Pf/ﬂof}’ + f(my + ;) BLIrp + f(my + 1iy) BoORB, (18)
= RYMLly + R + fich — Bl + (xR o8y — xeReTS), (19)
dc
dfb = (ReT*5 — K_cTp), (20)

where the concentration of free LDL surrounding the cell is I, Igp is receptor bound LDL, [] is
internalised LDL, 7 is free VLDL surrounding the cell, Gp is receptor bound VLDL, 7 is internalised
VLDL, 7 rare free unbound receptors, 7; are internalised receptors, ¢ is cholesterol and ¢ is the SREBP-2
cholesterol bound complex.

Equations (3)-(9) and (20) describe the synthesis of HMGCR mRNA and LDLR mRNA via
SREBP-2 as regulated by cholesterol (Equation (19)). Equation (10) describes the production of
HMGCR from HMGCR mRNA while production of LDLR, which are assumed to automatically join
the internal receptor store, is accounted for in equation (18). Equations (11)—-(20) are essentially those as
detailed in [15] with the addition of the respective genetic synthesis terms describing cholesterol
and LDLR production. Equations (11) and (14) detail the association of extracellular LDL and
VLDL, respectively, to receptors and VLDL to LDL delipidation with a constant source of VLDL.
Equations (12) and (15) describe bound LDL and VLDL formation, unbinding and internalisation,
respectively, whilst Equations (13) and (16) detail the internalisation of LDL and VLDL bound pits and
their respective breakdown. Equations (17) and (18) describe free and internalised receptor dynamics,
whilst Equations (19) and (20) detail endogenous and exogenous cholesterol regulation, the latter the
effect of cholesterol binding /unbinding to free SREBP-2.

The scaling parameters | and W are ratios representing the difference in volume between the
compartments in which the reactions take place. The nucleus of the cell constitutes approximately
10% [16] of the volume of the total cell and thus we set | = 0.1. We assume the volume
surrounding the cell is considerably greater than that of the cell, which from Jackson et al. [17] gives
W a2 1.5 x 10%. This accounts for the proportional concentrations between the three compartments:
serum, cell and nucleus.
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Many of the initial conditions are set equal to zero in order to help understand if the overall

system response is in agreement with the known biological behaviour and are given by

2.2. Model Reduction

8n(0) = Zno,  r(0) = &no, 5(0) = _ph(o) =0, (0
= My, Ti_’lr(O) = 7”_170/ h(O
0 B

(21)

Our model consists of 18 coupled linear and non-linear ODEs. We now seek to reduce the number
of equations by application of the quasi-steady state approximation and conservation laws as detailed
in Appendix A. This reduces the number of equations to 12 such that

dmh ﬁ:nh N
M _ ; _ — StTins (22)
dt 1 + (Kmh(lz(()KC)xc) > h "
drm, Fomr 5
o _ i — Sty 23
J af KW(1+(KcC)xC)>xr mr My (23)
50
dh oo -
7 Pt — onh, (24)
di _ _
WTf = —ECLT’flE +a_rlrp + WXo0E, (25)
dl - _ _ .
dliB = arfflg —a&_rlrp — BLIrB, (26)
dl; _ .
i Brlr — Yil1, (27)
W‘%E = —RPf0 + R_oOrp — WiulE + Wa, (28)
do _
= RoffOE — A_yORp — PulRs, (29)
do ~
7; = BoOrB — 7100L, (30)
di_’f o = p _ ?fZ_RB o oL
E = 'y,rl—P,B()Tf —mlﬁL 7_’fo—7_’f —mlchlErf+mlzx,LlRB
- 7rORB
— 1My Py <_ f - ) - mvavﬁEff + my&_yORB, (31)
Tfo— Ty
dr 7
7; = i, ’)/ﬂ’]—l—Pf‘Boi’f +fmlﬁLlRB <1+ i >
Tro =Ty
. 1_’f
+fmvﬁvvRB 14 - — |, (32)
Ffo— Ty
% = R{LL + R Go0) + fich — dec, (33)
with the initial conditions
iy (0) = iy, 11,(0) = 10, h(0) =ho, Tg(0) = Iko,
Irp(0) =0, [;(0)=0, og(0)=70gy, org(0)=0, (34)
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2.3. Non-Dimensionalisation

The model was non-dimensionalised according to the following rescalings

-y _ _ o _ - -
t=5— -, My = Sommy, My = Somy, h =350h, I =Igolg,
m

Irp = lpolrp, 11 = Ilpol;, O = Opove, OrB = OFoURB, 01 = UEoUI, (35)

where c7 = 1.89 x 10! molecules/mL and sy = 8.21 x 10'® molecules/mL are the total concentrations
of cholesterol and SREBP-2 in a hepatocyte [12,18], respectively. Substituting these rescalings into
Equations (22)—(34) leads to

% _ Hmh - émhmhr (36)
1+ (k14 (£)%))
]d;rtlr _ Hmr T 5mrmr, (37)
1+ (s (14 (£)%))
dh
5 = Hwtn = Oph, (38)
dl
WTf = —[XLTflE + lX_LlRB + WXUPUUEI (39)
dl
T = wprglp — a-ilrs — Bulrs, (40)
iy
i Brlre — Ll1, (1)
dditE = —of fUE + a—yUrp — WxoUE + Ww, (42)
do
dI:B = Wyl fUEF — &_yURB — BvURB, (43)
do
dTI = BuyURB — Y001, (44)
dr m r¢lrB
7{ = "1+ ?ll <_ABL 1f_ re _“LlErf +“_LZRB>
m T'fURB
_'307}’ + 197” <_ﬁvlf—rf — QyUETf + leURB> , (45)
v
T e e
m r
+HFE2 (1 + —L ) Byorg + prmy, (46)
19.0 1-— T’f
d
d—i = RCLhOIU'l"yLl[ + Rf;hglo-v’)’vvl + ‘uch - 5CC’ (47)

with the initial conditions

my(0) = myy, mp(0) =mp, h(0)=ho, Ig(0)=1,
Irp(0) =0, 1;(0)=0, wvp(0)=wvgy, ovrp(0)=0, (48)
v1(0) =0, 7rp(0)=rs, 71(0)=0 and ¢(0)=0.

All non-dimensional parameters in terms of dimensional ones and their values are shown in
Table 2.
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2.4. Parameter Estimation

We have utilised parameterisations detailed in [10,15] to inform each of the models, respectively.
Table 1 details each dimensional parameter, their value and source. Non-dimensional parameter values
and their definitions (in terms of dimensional ones) are given in Table 2.

In the case of the additional reactions involving LDLR synthesis (LDLR transcription, translation,
mRNA degradation and the dissociation of SREBP-2 for the LDLR gene) these were determined in
a similar manner to that detailed in [10] with further details provided in Appendix B. The rates of
VLDL and LDL delipidation and the source of extracellular VLDL were calculated as also shown in
Appendix B.

Initially the integrated model was informed with the parameter values detailed in [10,15] and
derived in Appendix B. A local sensitivity analysis was then used to determine which parameters
required variation such that the integrated model reproduced known intracellular cholesterol
concentrations [12]. Where adjustments to parameter values determined in [10,15] where made,
this is detailed in Table 1 (denoted “This study" along with either the citing of [10,15]) and Appendix B.

Table 1. Dimensional model parameters. Molec. denotes molecules, r receptors and conc. concentration.

Parameter  Description Dimensional Value Units Reference
T Rate of HMGCR mRNA transcription. 5.17 x 10° % [19,20]
o Rate of receptor mRNA transcription. 4.56 x 10° molec. [19,21]

i Rate of HMGCR translation. 332x10°2 1 [20,22]

7, Rate of cholesterol production. 2.16 x 10° 1 [23-25]

i, Rate of receptor translation. 5.10 x 107! 1 [26]
O Rate of HMGCR mRNA degradation. 4.48 x 107> 1 [27]
Omr Rate of receptor mRNA degradation. 448 x107° 1 [28]

o, Rate of HMGCR degradation. 6.42 x 107> 1 [29]

O¢ Rate of cholesterol degradation. 1.20 x 107* 1 This study.
Ko SREBP-HMGCR gene binding affinity. 8.21 x 101° % This study.

®e Cholesterol-SREBP-2 dissociation constant. 8.91 x 10'8 mr‘r"lfc‘ This study.
Kmr LDLR gene-SREBP-2 dissociation constant. 8.21 x 10'¢ % This study.

wy, Rate of LDL-receptor binding. 6.66 x 10717 T—]; [30]
W Rate of LDL-receptor unbinding. 5.90 x 1074 % [30]

Xy Rate of VLDL-receptor binding. 932 x 10716 ‘r“—]; [15,17,31]
Ay Rate of VLDL-receptor unbinding. 295 x 1074 % [15,17]

EL Rate of LDL internalisation. 2.70 x 1073 % [30,32,33]

Ev Rate of VLDL internalisation. 2.70 x 1073 % [15]

Bo Rate of free receptor internalisation. 0 “:(';,i;: [34]

YL Rate of LDL to cholesterol conversion. 333 %1073 % [33]

Yo Rate of VLDL to cholesterol conversion. 333 %1073 % [15]

Y, Rate of receptor recycling. 1.00 x 1072 % [30]

Xo Rate of VLDL-LDL delipidation. 8.7 x 1070 1 [35]

M; Receptors covered by bound LDL. 1 [32]

My Receptors covered by bound VLDL. 2 [15]

P Number of receptors per pit. 180 [15]

f Fraction of receptors recycled. 0.7 [36]
Rehol Average cholesterol content per LDL. 3400 [37]
R&ho! Average cholesterol content per VLDL. 3100 [17]

] Nucleus to cell ratio. 0.1 [16]

W Cell medium to cell volume ratio. 1.50 x 103 [15]

Xe Molec. of cholesterol to inactivate SREBP-2. 4 [12]

Xy Number of binding sites for SREBP-2 on HMGCR gene. 3 [12]
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Parameter  Description Dimensional Value Units Reference

Xy Number of binding sites for SREBP-2 on receptor gene. 1 [12]

w Influx of extracellular VLDL. 6 x 107 molec./mL This study.
MMy Initial HMGCR mRNA conc. 3.0 x 10° molec./mL  This study [10]
iy Initial LDLR mRNA conc. 5.0 x 10° molec./mL [38]

o Initial HMGCR conc. 9.04 x 101 molec./mL  This study/[10]
Tro Initial extracellular LDL conc. 1.17 x 1013 molec./mL [15,17]

TEo Initial extracellular VLDL conc. 2.95 x 1012 molec./mL [15,17]
Tfo Initial unbound receptor conc. 3.27 x 1013 molec./mL [15,30]

Table 2. Table of non-dimensional parameters including their definition and value.

Parameter Description Definition Non-Dimensional Value
Hmh Rate of HMGCR mRNA transcription. % 1.406 x 10~7
Wmr Rate of receptor mRNA transcription. {%—"}‘;“ 1.240 x 10°¢

1y Rate of HMGCR translation. B 7.4011 x 102
Hr Rate of receptor translation. {:;io 2.876 x 107
He Rate of cholesterol synthesis. g " 2.099 x 10°
Knth HMGCR DNA-SREBP-2binding affinity. B 1
Kmr Receptor DNA-SREBP-2binding affinity. E’g’ 1
Ke SREBP-Cholesterol dissociation constant. % 4714 x 1071
O Rate of HMGCR mRNA degradation. %’:Z 1
Omr Rate of receptor mRNA degradation. %”;’ 1
o Rate of HMGCR degradation. Xi ’,’h 1.433
O Rate of cholesterol degradation. g:“ 2.679
oy Rate of receptor-LDL binding. Eg’j? 4.846 x 10!
a_p Rate of receptor-LDL unbinding. %’nﬁ 1.317 x 10!
Xy Rate of receptor-VLDL binding. %"3’ 6.782 x 107
Xy Rate of receptor-VLDL unbinding. %’/‘x 6.585
Br Rate of LDL internalisation. ;,, :h 6.027 x 10!
Bo Rate of VLDL internalisation. g m 6.027 x 10!
Bo Rate of empty pit internalisation. Pii’zf?l 0
YL Rate of LDL-cholesterol conversion. % 7.440 x 101
Yo Rate of VLDL-cholesterol conversion. 57 m 7.440 x 101
Yr Rate of receptor recycling. g " 2.232 x 107
Xo Rate of VLDL-LDL breakdown. ZX”:’ 1.94 x 1071
w Influx of extracellular VLDL. ﬁ 4.540 x 1071
/] Ratio of initial free receptors to initial extracellular LDL. % 2.786
9y Ratio of initial free receptors to initial extracellular VLDL. % 1.105 x 101
o Bl il ovollr LOL inaelie o
o Tl oliil e VLDL o oinaclie 7
0o Ratio of extracellular VLDL to LDL concentration. % 2521 x 1071
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Table 2. Cont.

Parameter Description Definition Non-Dimensional Value
Mo Initial HMGCR mRNA concentration. WE—ZD 3.65 x10~8
My Initial LDLR mRNA concentration. Wé—"]" 6.09 x10~8
hy Initial HMGCR concentration. % 1.10 x 1075
UEQ Initial extracellular VLDL concentration % 1
Tfo Initial free receptor concentration. % 0.999
3. Results

3.1. Numerical Simulations

The system of Equations (36)—(48), parameterised with Table 1, was solved using the Matlab stiff
differential equation solver ODE15s, given the stiffness coefficient of the system was determined to be
A = 143,451. A plot of the simulation is shown in Figure 3. We have re-dimensionalised time on the
horizontal axis and run the system for approximately 175 h (until steady state) to capture the whole
range of behaviours exhibited.

The solutions in Figure 3 show initially (up to 10 h) HMGCR and receptor mRNA increase
in response to the initially low cholesterol levels which leads to an increase in HMGCR, internal
receptors and cholesterol. VLDL and LDL bind rapidly to free receptors, however VLDL molecules
bind more rapidly than LDL due to their greater binding affinity. The rapid binding of lipoproteins
leads to an increase in bound LDL and VLDL and hence internalised LDL and VLDL increase.
Intracellular cholesterol concentrations increase as cholesterol is extracted from the internalised
lipoproteins, and receptors are stored internally and recycled to the cell surface. As intracellular
cholesterol concentrations increase, the negative feedbacks from SREBP-2 inhibit HMGCR and LDLR
mRNA transcription and hence less HMGCR and LDLR are synthesised. This decrease activates the
feedforward/feedback mechanisms and the cell exhibits transient oscillatory type behaviour as a result
of the system dynamics.

After this initial period, the molecular components of the system settle to a stable steady-state
whilst the longer timescale events of VLDL and LDL endocytosis continue to occur. Eventually each
component of this part of the system settles down to a non-zero stable steady-state, a result of the
constant influx of VLDL to the system; extracellular VLDL settle before that of extracellular LDL given
delipidation and an increased receptor-molecule binding affinity for VLDL than LDL. Internalised
receptors tend to a non-zero steady state as the cell is constantly producing receptors to keep in the
internal store ready for insertion onto the cell surface.

The concentration of intracellular cholesterol increases initially as a result of the biosynthesis
cascade with cholesterol extracted from internalised VLDL and LDL having a significantly less impact
on cholesterol levels after the first 10 h.

3.2. Model Analysis

3.2.1. Steady-State Analysis

Given the occurrence of negative and positive feedbacks (genetic and whole cell scale) within
the system, we undertook a steady-state analysis of Equations (36)-(48) to understand how many
biologically feasible steady-states it may exhibit; more than one real, positive steady-state may indicate
more complex underlying system dynamics which have not been previously elucidated experimentally.
This analysis was conducted in the absence (w = 0) and presence (w # 0) of a source of VLDL particles.
In the case of w = 0 we obtained the expected result that all of the extracellular lipoproteins are
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internalised and esterified, leading to an abundance of free receptors on the cell surface and LDLR and
cholesterol being produced via their respective biosynthetic pathways
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pemym \ 4
01,0
% 5mh 1+ Kinh 1+ ﬁcc
m
h
m;‘ Hmr
4
h* Omr <1+Kmr(l+%) >
* *
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E 1
* op
RB 0
I
= 0 : (49)
E 0
ok
R*B 0
v
I 0
r
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*
T p/ 1]
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'Yr(l_f*)
Heppmmy
L 5]155 .

where the * notation indicates steady-state. This result was also verified numerically.
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Figure 3. Numerical simulation of Equations (36)—(48). Initially mRNA levels increase in response
to zero cholesterol in the system, which leads to an increase in HMGCR and internal receptor levels.
VLDL and LDL bind to receptors and are internalised where cholesterol is extracted. The increase in
HMGCR and extraction of cholesterol from internalised lipoproteins cause intracellular cholesterol
concentrations to increase. Damped oscillations can be seen as HMGCR mRNA responds to changing
cholesterol concentrations and the receptor mechanism responds accordingly. Following this initial
transient behaviour, the molecular and cholesterol parts of the system settle to a relatively stable
steady-state whilst VLDL and LDL continues to be extracted from the extracellular environment until a
final steady-state is reached.
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In the case of w # 0 the system of equations could only be reduced to the four state system of

(15 )ori + oo Weo = o0 (1= Cacw ) + 551 )

BL

My (a—v + Bo) “v) Hrtmr f2(c*)
+ ooy (1 e TPy B BrfmeJ22C ), 50

8, 11 ( Bo Bo Sunr G0)
—’yrrl—i-g 1+ f* pv(Ww—'vaI)+f 11+ f* YoU]

/] 1-— ¥ % 1-— F
LBt f2(€) (51)
57”1}’
. m . —75 a_
Yt + JPU(WW — Y007 ) 71[* —(a—p+BL) + —
19[ 1-— T’f ﬁL

mo o TTF (a—o+Bo) | ao
+7 0 - + - 0/ 52

1907'0 I(l—r}k- ﬁv ﬁv ( )
REhOIUva(Ww —Y007) + Rgzh()lo'v')’vv? + Vcﬂhgn(zshfl(c ) —dcc* =0, (53)

h9mh
where ,
fl(c) = Xc Xh
1+ (k1 () 7))
and
1
fa(c)

S )

This system was then solved numerically in Maple (Version 2016.2) informed by the parameter
values given in Table 2. Only one steady-state was determined and the values obtained were found to
concur with the steady-states obtained in Figure 3.

3.2.2. Sensitivity analysis

Sensitivity analysis was conducted to determine how the output of our model can be apportioned
to the varying sources of input. We conducted local sensitivity analysis, varying each parameter
100-fold above and below its initial value, whilst keeping all the other variables constant as shown
in Table 2. We quantitatively measured, primarily, the effect of mechanisms on the steady state
intracellular cholesterol concentrations whilst also looking for significant variations in key elements of
the system, for example extracellular LDL levels which are an indicator of risk in CVD. What follows
is a summary of our findings with more details provided in Appendix C.

Sensitivity analysis of our fully integrated model demonstrated that the respective components
(cholesterol biosynthesis and endocytosis) reproduced similar effects on intracellular cholesterol
levels as they did when considered in isolation. For instance the integrated model shows the same
competition effect between LDL and VLDL for LDLR as detailed in [13,15]; a result of VLDL having
a greater receptor binding affinity than LDL. Likewise, this behaviour can be exacerbated by the
number of receptors occluded by a bound lipoprotein and by the rate of receptor synthesis. However,
where there are limited binding sites on the cell surface, smaller LDL particles are able to bind in spaces
that larger VLDL are unable to. We found that variation in parameters affecting LDLR synthesis does
not greatly affect cholesterol levels.

We found that biosynthesis of cholesterol has a greater effect on cellular cholesterol levels than
the uptake of extracellular lipoproteins, which agrees with the known biology [3]. The concentration
of free LDLR does not greatly affect intracellular cholesterol levels, but does have a much greater
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effect on the concentration of extracellular LDL and VLDL, both of which are major risk factors for
health conditions such as CVD. Therefore we know the receptor mechanism plays an important role in
lipoprotein clearance which agrees with experimental evidence [39].

The amount of cholesterol within an LDL or VLDL molecule (th"l, R¢M!) was found to have
very little effect on intracellular cholesterol levels. However, when RlChOZ and Rff")l were increased,
the concentration of HMGCR mRNA and LDLR mRNA were reduced. For 10-fold increased cholesterol
in VLDL, HMGCR mRNA was reduced by nearly 20% and receptor mRNA reduced by around
5%. To induce similar levels of mRNA reduction, the cholesterol content of LDL needs to be
increased 100-fold. This is due to the increased amount of cholesterol being brought in to the cell
via receptor mediated endocytosis and shows very tight genetic regulatory control of intracellular
cholesterol concentrations.

We have also found for certain values that parameters linked with cholesterol and receptor
biosynthesis (4, #ns Per Kt Omis Winrs Br, ], X5 and x¢) can produce damped periodic behaviour;
the damping a result of the difference in the volumes of the cell nucleus and cytoplasm.

Sensitivity analysis of the VLDL-LDL delipidation parameter, x,, provided some interesting
results. Increasing the rate of delipidation results in a 40% decrease in extracellular VLDL
concentrations, but a 450% increase in extracellular LDL concentrations. Conversely, however, a 10-fold
decrease in the delipidation rate produces around an 8% increase in extracellular VLDL concentrations
but, significantly, nearly a 90% decrease in extracellular LDL concentrations. Furthermore, there is no
other significant changes in the rest of the system due to the perturbation of x,. Our model would
suggest, then, that delipidation of VLDL to LDL would be a good candidate as a target for LDL
reduction therapies.

3.3. Investigating Familial Hypercholesterolaemia (FH)

In this section we investigate whether our model is able to reproduce the known effects of the
disease Familial Hypercholesterolaemia (FH), the aetiology of which is well known. By altering specific
model parameters we can quantitatively represent the effect of genetic mutations on extracellular
VLDL and LDL levels.

FH is a genetic disorder, primarily of the LDL receptor gene and is characterised by high levels of
circulating LDL cholesterol. In certain populations (including French and Canadians) 1 in 67 people
suffer FH, with an increased risk of heart disease 20 times greater than non-sufferers [40]. Furthermore,
almost all people with FH will require plasma cholesterol-lowering drugs.

The gene pertaining to the LDL receptor is located on chromosome 19 and a number of mutations
have been identified in the DNA of individuals affected by this disorder [41]. Hobbs et al. [42]
identified five categories of LDL receptor defects, which are listed in Table 3 with a description of the
biological traits and parameters in our model that are affected. We will model each case by multiplying
each relevant parameter by 0, 0.2, 0.4 and 1. We are unable to model type II since our model does not,
with the exception of the nucleus and cytoplasm, sub-compartmentalise the cell.

Table 3. Familial hypercholesterolaemia class types and their relation to parameters in our model.

Class Description Parameter Affected
I LDLR not synthesised. Hmr
II LDLR not transported to the golgi apparatus.
I LDL-LDLR binding ineffective. ap
v Bound LDL not internalised properly. BL

\% Receptors not recycled effectively. f
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3.3.1. Class I FH

Let us first consider Class I where LDL receptors are not synthesised. In this case the associated
parameter is p,,, which we vary in order to investigate the model response. The results illustrated
in Figure A1l show how the inhibition of receptor synthesis prolongs uptake of extracellular LDL,
which would equate to higher circulating plasma LDL levels.

As expected, with p,,r = 0, receptor numbers deplete and lipoproteins are unable to be
internalised. Levels of extracellular VLDL increase because of continuous influx, as do LDL as
VLDL are broken down into LDL. This increase in extracellular LDL concentration biologically would
increase the risk of health problems. When varying i, successively we find that even a small increase
in the number of receptors synthesised decreases the levels of extracellular LDL and VLDL. For instance
increasing the value from 0 to 20% of normal function halves the concentration of circulating VLDL and
LDL. Increasing the value from 0 to 40% of normal function decreases the concentration of circulating
VLDL and LDL by 80-90%, respectively.

3.3.2. Class III FH

We now consider Class III where binding of LDL and receptors is ineffective. In this case the
associated parameter is «; (LDL receptor binding), which we vary in order to investigate the model
response. The results are illustrated in Figure A2 and show that the amount of extracellular LDL
is affected significantly by the inability of LDL to bind to LDLR on the cell surface. We can see
that increasing LDL-LDLR binding from 0 to just 20% of normal function decreases extracellular
LDL concentrations by 67%. Subsequently restoring normal function reduces extracellular LDL
concentrations by nearly 97%.

3.3.3. Class IV FH

Here LDL bound to receptors on the cell surface are not internalised properly. In this case we vary
the associated parameter, §; and investigate the model response. The results illustrated in Figure A3
demonstrate the concentration of extracellular LDL is significantly affected if §; = 0, but is only
marginally altered if f; is increased. There is also a significant difference between the amount of
bound LDL when B; = 0 and when f; is increased, however this does not appear to significantly affect
extracellular VLDL concentrations. Aside from when ; = 0, the system is fairly robust to changes in
the internalisation rate of bound LDL particles.

3.3.4. Class V FH

Finally we consider Class V where LDL receptors are not recycled effectively. To investigate
this case we vary the associated parameter f. The results in Figure A4 show the number of free and
internalised receptors declines significantly for reduced receptor recycling which causes an increase
in extracellular concentrations of LDL and VLDL. However the number of bound and internalised
VLDL is not affected as significantly as the number of bound and internalised LDL. This is because
VLDL have a greater binding affinity and so are more successful in binding competition. We also see a
reduction by more than half in both free and internalised receptor concentrations between the usual
value f = 0.7 and altered values f < 0.7.

3.3.5. Individual Class FH Summary

Having explored the effects of different classes of FH, we have found that Class I has the greatest
effect on extracellular LDL and Class IV the least.

The lack of variation in intracellular cholesterol, HMGCR mRNA and HMGCR levels suggest
that despite the effects of FH, the cell is able to maintain intracellular cholesterol levels genetically.
This makes sense as without this control the concentration of cholesterol may decline to cytotoxic
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levels and the cell perish. However we know that humans are able to survive with FH indicating their
cells do not perish.
We now wish to simulate the effects of being afflicted with a combination of all four cases.

3.3.6. Combined FH

We used Latin Hypercube Sampling [43], to consider the possible outcomes for a range of
combined effects of FH Class types I, IlI, IV and V. Latin Hypercube Sampling generates a sample of
plausible collections of parameter values from a multidimensional distribution. The method takes
the midpoint of each quartile for parameters selected and randomly samples the combination of the
effects of the four FH class types. In this case this leads to the four hypothetical combined FH cases
detailed below.

FH Combined Case 1—(62.5% of ptmyr, 12.5% of ay,87.5% of Br,87.5% of f),
FH Combined Case 2—(87.5% of ptyr, 62.5% of ay,37.5% of Br,12.5% of f),
FH Combined Case 3—(12.5% of pyy, 37.5% of ay,62.5% of Br,37.5% of f),
FH Combined Case 4—(37.5% of ptmy, 87.5% of ay,12.5% of Br,62.5% of f).

Figure 4 provides a summary of the effects of each of the combined cases of FH on HMGCR mRNA,
HMGCR, LDLR mRNA, extracellular LDL and VLDL and cellular cholesterol levels. For completeness
full model results are provided in Appendix E . These lead to a disruption in receptor production,
free receptors, extracellular levels of VLDL and LDL and the binding and internalisation of VLDL and
LDL that we would expect to see as a result of the disease. Our model shows that despite lipoprotein
uptake being significantly reduced, the cell will keep intracellular cholesterol levels within a tightly
controlled range as a result of genetic regulation via the SREBP-2 cholesterol feedback. This feedback
ensures the cell responds to low levels of cholesterol by upregulating cholesterol biosynthesis, allowing
it to produce around 80% of the cholesterol the cell needs, in spite of disruptions to receptor function.
Whilst direct comparison with experimental values of intracellular cholesterol is not possible due to a
lack of reported values in the literature, we postulate here that this effect could be tested experimentally
via a series of VLDL and LDL uptake experiments. For populations of cells each affected by the different
FH classes, the relative difference in the uptake of the lipoproteins could be compared to that of a
control group of cells, in order to discern the differences detailed here.

From these model results we can infer the increased susceptibility to CVD events, as a result of
FH leading to increased plasma LDL levels concurs with the known biology. Furthermore, we can see
from the samplings taken, Case 3 leads to the greatest rise in plasma LDL levels, due to low receptor
synthesis and recycling combined with that of low LDL receptor binding affinity.

3.4. Modelling Statin Therapy

We can also consider if our model produces the known biological response to statins, globally the
most commonly used pharmaceutical treatment for lowering plasma cholesterol levels. These drugs
competitively bind to HMGCR preventing binding with HMGCoA and so inhibiting cholesterol
biosynthesis. This reduces intracellular cholesterol concentrations thereby up-regulating receptor
synthesis which clears more lipoproteins from the circulation. In this model, the effect of taking statins
can be modelled by modifying the transcription of HMGCR mRNA, #,,;,. We here show the numerical
results for an idealised statin that instantaneously halts transcription of HMGCR mRNA, for 11 doses
over a period of 7 days such that

0, for approx. 9h45m+n x14h45m <t <23h+n x 14 h45m,
Pk =) 1.406 x 1077, otherwise,

where 1 is the number of dosage periods. Although this is a dramatic change in p,,, it is sufficient to
show that the model replicates the expected dynamical behaviour. We have run the model to steady
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state and begun our simulation from that point. At time t =9 h 45 m we set y,,;, = 0 for the equivalent
of approximately 13 h. Dosing in this way, the solutions give a 17.6% reduction in extracellular LDL.
No further discernible differences in extracellular LDL levels were perceived after this period.

FH combined sample 1

10 . . 2 10 FH combined sample 2

FH cormbined sample 3
FH combined sample 4

—+—— Original model

a0 100 150 0 a0 100 150
2 time (hours) time (hours)

HMGCR mRNA
o =] i
D E
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o —
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[mm] =] E
|
Extracellular LDL
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0 1 f ok 1 1
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Figure 4. Familial Hypercholesterolaemia combined effects on HMGCR mRNA, HMGCR, LDLR
mRNA, extracellular LDL and VLDL and cellular cholesterol levels. Results for all model variables are
given in Appendix E.

It is indicated that in general statins cause a 25%-55% decrease in LDL-cholesterol [44]. We were
able to achieve a 25% reduction in extracellular concentrations by setting the rate of receptor mRNA
transcription St = 0.3 X py,, with the same 11 doses over 7 days. The solutions in Figure 5
show that upon receiving a statin dose, levels of HMGCR mRNA and HMGCR decline to zero as
transcription is inhibited. Solutions for all model variables are provided in Appendix F. Due to
the lack of biosynthesis, cholesterol levels also decline dramatically which in turn up-regulates the
transcription of receptor mRNA; a response by the cell to bring more cholesterol in to maintain healthy
levels. Subsequently we see a rise in internal receptor levels and hence free receptors on the cell
surface. Extracellular LDL and VLDL decrease as they bind to the abundant free receptors and are
endocytosed. We see that with each statin dose extracellular LDL concentrations gradually decline for
7 days until they level out at a 25% decrease. Whilst of the same order of magnitude as that observed
clinically we believe differences are a result of the short term duration of our statin application versus
the longer term scale of measurements taken in patients (e.g. weeks or months). Furthermore, our
model does not contain a detailed description of other elements of lipoprotein metabolism, for instance
chylomicrons, or that of VLDL production by the hepatocyte. LDL levels are also directly linked to
those of VLDL at present, whereas in vivo it is known they do not vary as much as other lipoproteins
postprandially [45].

After 168 h (7 days) we allow p,,, to return to its steady-state value of 1.406 x 10~7. In doing so
concentrations of each of the two biosynthesis pathways (cholesterol and LDLR) exhibit periodic
overshoot type behaviour as the system returns to its pre-stimulus steady-state; a result of the
homoclinic Hopf bifurication behaviour that the cholesterol biosynthesis pathway exhibits [10].
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Those entities directly affected by this change, for example receptor synthesis, also exhibit such
behaviour, but this is dampened in the case of bound VLDL and LDL and considerably more so in the
case of their extracellular levels.
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Figure 5. A simulation showing the effect of statin therapy on our integrated model of cholesterol
metabolism. Here 11 doses are applied over a seven day period starting at approximately ¢t = 10 h.
The inhibition of HMGCR mRNA transcription subsequently decreases HMGCR and cholesterol
biosynthesis which up-regulates receptor mRNA transcription and receptor synthesis, which leads to a
reduction in extracellular LDL and VLDL levels. A complete set of model solutions are provided in
Appendix F.

4. Discussion and Conclusions

In this paper we have formulated, solved and analysed a nonlinear deterministic ODE model
describing the key mechanisms of hepatocyte endocytosis of VLDL and LDL coupled with a description
of cholesterol and receptor biosynthesis via the HMGCR pathway.

Parameterised with data from the relevant literature, the model was solved using the Matlab
stiff differential equation solver ODE15s. Solutions showed the system synthesising cholesterol
and receptors in response to mRNA transcription and translation of each entity, and uptake of
extracellular VLDL and LDL as a result of receptor synthesis and the extraction of cholesterol from
internalised lipoproteins.

Sensitivity analysis showed that the model qualitatively reproduced the known biology of
lipoprotein uptake and receptor and cholesterol regulation [17,30,33]. It highlighted the competition
effect between LDL and VLDL when binding to free receptors on the cell surface. VLDL have a greater
binding affinity than LDL and so are removed from the lipoprotein rich medium faster than LDL.
However, we found that when receptor numbers were reduced, LDL particles are able to bind in
spaces that VLDL are not able to, given their differences in sizes, and thus extracellular LDL levels
decrease faster than VLDL ones. We found the concentration of free receptors on the cell surface
for lipoproteins to bind to have little effect on intracellular cholesterol levels but greatly impacted
concentrations of extracellular LDL and VLDL which is a major risk factor for health problems such
as CVD. Sensitivity analysis also demonstrated that periodic behaviour exhibited by the cholesterol
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biosynthesis system [12] becomes damped as the signal dissipates from transcription in the cell nucleus
to translation in the cell cytoplasm.

Our work has highlighted that small changes in the rate of VLDL to LDL delipidation had
significant effects on extracellular LDL concentrations but not the rest of the system. Hence this process
could be a good candidate target for LDL reductive therapies. While modelling processes in this way
is helpful to identifying possible new methods of treatments, the enzymes responsible for this reaction
(lipoprotein lipase, hepatic lipase and cholesteryl ester transfer protein) have dual functions which are
not represented by our model, so it is hard to predict the full extent of including this change without
further work.

Our model demonstrates that cholesterol biosynthesis is the dominant source of cholesterol for the
cell. Thus any major disruption of this pathway is likely to have a detrimental effect on human health.
Thus whilst any therapy targeted at reducing intracellular cholesterol, such as statins, will favourably
decrease plasma levels of circulating lipoproteins in time, our model results suggest the counteracting
of any decrease in intracellular cholesterol is limited by the number of receptors available on the cell
surface (a function of the cell size and receptor internationalisation and recycling) and their rate of
internalisation. Hence in cases where cholesterol biosynthesis is compromised we speculate it will be
difficult to supplement intracellular cholesterol levels via increases in plasma cholesterol levels alone.

Although the mathematical formulation of lipoprotein endocytosis used here assumes the
surface of the cell is covered in a continuum of LDLR [15], the main outcome of the model
(total cholesterol content) does not greatly differ to that of [12] in respect of predicting each class
of Familial Hypercholesterolaemia and statin therapy. We, however, note the differences between each
of [13,15] at the lower level detail of receptor occupancy levels and rate of lipoprotein uptake require
further investigation.

We have been able to explore the effects of the genetic disease Familial Hypercholesterolaemia
and statins using our integrated model of cholesterol metabolism. We found that Case I FH has the
greatest effect on extracellular LDL concentrations and Case IV the least. The effects of combined
cases were shown to affect receptor mRNA, free and internalised receptor levels and the extracellular
concentrations of LDL and VLDL. We also found the model replicates the qualitative effects of statins
very closely.

Quantitatively the model produced a 25% reduction in extracellular LDL levels for repeated
statin dosing over a seven day period when the receptor mRNA transcription rate was decreased by
70%. Whilst our the model was able to reproduce the clinically reported lower bound of extracellular
LDL reductions following statin therapy, we believe improvement in this result could be made by
including a more thorough description of in vivo lipoprotein metabolism (e.g., chylomicrons, HDL)
and longer dosing periods. Thus we believe further model extensions coupled with clinically informed
parameterisation of this work are required to fully capture the quantitative regulation of lipoproteins
and their responses to statin therapy.

In conclusion, our work has demonstrated that mathematical modelling can provide a useful
tool for understanding the cellular (lipoprotein endocytosis) and subcellular (biosynthesis and genetic
regulation of cholesterol and receptors) processes that occur during lipoprotein metabolism. Whilst the
level of abstraction of our mathematical model is quite high, this work demonstrates that such
simplifications of a complex system can still reproduce the known biology of disease states and
therapeutic interventions. Future work and extensions to the model presented here is thus needed to
consider the effect of other aspects of the overall system, occurring at the subcellular and tissue level.
There thus remains scope for further testing and application of such models and their extension to
contexts that include a description of other dietary lipoproteins.
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Appendix A. Model Reduction

Equations (3)-(20) were reduced as follows. We first observe that the total number of genes with
a cell remains constant whether bound to SREBP-2 or otherwise. Adding Equations (3) and (6) for
HMGCR synthesis, and (4) and (6) for LDLR synthesis, respectively, and integrating with respect to
time leads to

Sn+5m =238 and gr+35, = Zr- (A1)
The total amount of SREBP-2 in a cell is also constant such that
§+3y, + 5+ =So x5+, (A2)

since 3y, + 5, K 5+ Cp.

We further reduce the system by assuming DNA-transcription factor binding is rapid in
comparison to the reaction events in the cell [10,46] and so reaches a steady state faster than the
rest of the system. This rapid equilibrium approximation applied to Equation (6) leads to

- SnoS™"
Spp ~ B (A3)
0+ Ky

1
% _ [ Emh \ ¥
Where Kmh — (W) .

Applying the same approximation to Equation (7) leads to

_ grogxr
N — A4
Spr 5% + Kﬁ{r ( )
_ 1
where K, = (% o
Substitution of result (A3) into Equation (8) gives
dmy _ fpundnoS™"
I = S04 R OmnTmip, (5.19a)
mh
and similarly for result (A4) into Equation (9) we find
dmr ]/_lmrgr()s_xr N
— = ) . 5.20
I df 5+ K ity (5:20a)
We can substitute both results (A3) and (A4) into Equation (5) to give, after cancelling,
% =k_c(50 — §) — k.5 (5.16d)

Finally we assume that cholesterol-SREBP-2binding is rapid in comparison to other reaction
events in the cell [10] such that
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which upon rearranging yields

. K&s So
~ ——— = —, Ab
T O ey (A9)
N
with K. = (%) .
Using result (A5) we can express Equation (5.19a) in terms of c such that
. P . (5.19b)
drf T
(T
with I, = fmn8no-
Similarly for (5.20a) we have,
dﬁ”lr _ .1’_[;;17 5 7
] — Oy Ty, (5.20b)

50

with 73, = fimr&ro-

Following the work in Tindall et al. [15] we seek to define the number of bound and occluded
receptors. Quantities of 171; , are dependent on the average occupancy of surface receptors. In high
levels of extracellular LDL and VLDL, average occupancy will be high and free receptors will be
low, hence fewer free receptors will be internalised with each pit and 7, ,, will have a small value.
Intuitively then, in low concentrations of extracellular LDL and VLDL, 7, , will have a larger value.
To simplify, we can assume the total number of receptors is approximately constant over shorter
time-scales, such as that of pit internalisation, then we can say the total number of receptors on the cell
surface is

7y +T¢ = mylrp + moOrp + 5 = T, (A6)

where 7}, represents bound receptors.
We can also assume, as pits are internalised, a fraction of all receptors are internalised also,
given by

7y + 75 = mylrp + myOrp + 11y (T )IRp + 111y (Ff) ORp- (A7)

We assume the contribution of free receptor internalised with each particle is divided equitably
between all bound particles, that is 1 (7) = mT(7¢) and 11y (7f) = m,T(7f) with T(7s) being the
total density of free receptors. We can find T(7¢) by calculating the difference between Equations(A6)
and (A7) giving

T(7f) = — i N — (A8)
P g + movgs Tro—Tf

where , since the number of internalised receptors is small, a suitable value for 7 is 7 0
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Appendix B. Parameter Estimation

my—Initial value of receptor mRNA: Rudling et al. (2002) [38] details copy numbers of mRNA found
in human liver cells under basal conditions. We take a value of 48 copies of receptor mRNA per cell,
i.e. per 10~ mL which gives 48 molecules/10~? mL = 4.8x10'° molecules/ml. This value was then
refined using sensitivity analysis to give m,o = 5.0 x 10° molecules/mL.

fimr —Rate of receptor mRNA transcription: As for fi,;, one human LDLR mRNA transcript is
5265 bases long [21]. To transcribe one molecule of LDLR mRNA, from one gene, at a rate of 12 bases

per second, takes
5265 bases

————— =438.75s.
12 bases/s °

So per gene we have 1/438.75 s = 2.28 x 10~3 molecules/s. There are two genes in a liver cell so
4.56 x 1072 LDLR mRNA molecules are synthesised per cell per second. With a cell volume equal to
10~? mL this gives 4.56x1073 molecules/s / 1x107? mL giving i,y = 4.56 x 10° molecules/mL/s.

fir—Rate of receptor translation: Soutar and Knight (1990) [19] tell us a human LDLR mRNA
transcript contains 839 amino acids. For one ribosome to transcribe one molecule of LDLR
protein, from one LDLR mRNA, at 6 amino acids per second, it takes 839 amino acids / 6 amino
acids/s = 139.83 s. Then per ribosome this gives

1 molecule

= -3
139835~ 12x10 molecules/s.

The coding region of LDLR mRNA is 839 amino acids x 3 = 2517 nucleotides long, and a
ribosome can attach every 35 nucleotides, so we have 71.91 ribosomes per mRNA molecule. Finally,
7.15%x 1073 molecules/s/ribosome x 71.91 ribosomes gives ji, = 0.51 molecules/s.

omr—NRate of receptor nRNA degradation: In the absence of further details we assume the rate
of receptor mRNA degradation is equivalent to that HMGCR mRNA degradation and so take
Smr = 4.48 X 107° /s.

&mr—Dissociation of SREBP-2 for receptor gene: Yang and Swartz (2011) [47] quantify DNA binding
affinities to other transcription factors at 54.2 nmol. We convert this value into units of molecules/mL
by the use of Avogadro’s constant, such that

100 x 10~ moles
1000 mL

x (6.022 x 10?® molecules/mol) = 3.26 x 10'3 molecules/mL,

as an estimate we took K, = O(10'®). This value was then refined using sensitivity analysis to give
®mr = 8.21 x 101® molecules/mL.

w—Rate of VLDL synthesis: We estimated a value for the rate of VLDL synthesis as
@ = 6.00 x 107 particles/mL/s. This value was derived by a local sensitivity analysis such that model
reproduced known intracellular cholesterol concentrations.

xr—Number of binding sites on LDLR gene for SREBP-2: The number of binding sites on the
receptor gene available to SREBP-2 [12] is taken as being 1.

Appendix C. Sensitivity Analysis

Results of the local sensitivity analysis of Equations (36)-(48) showing the relative percentage
change from steady-state as each parameter was varied 100-fold below and above the values indicated
in Table 2. Here “mRNA H" is HMGCR mRNA, “LE" is extracellular LDL, “LRB" is receptor bound
LDL, “LI" is intenalised LDL, “VE" is extracellular VLDL, “VRB" is receptor bound VLDL, “VI" is
internalised VLDL, “RF" is free receptors and “RI" is internalised receptors. Green indicates a less than
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10% change from the steady-state value found when the model was solved using the values in Table 2,
yellow greater than 10% but less than 50% and pink greater than 50%.

Percent in
Para__ Value |mRNAH  |mRNALDLR [HMGR LE Lre Ju VE vRE vi RF R Cholesterol
Mmh 141605 -14.59 0.00 63.48 790.00 74021 741.92] 6.15 0.00 0.00 -5.79 0.00) 51.85|
1.41E-06 -14.54 0.00 3227 38.43 3812 3822 0.30 0.00 0.00 -0.30 0.00) 2.70)
1.416-07 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 .00 0.00) 0.00)
1.41E-08 179.17 0.00 -40.10 -5.54 -551 -5.52 -0.04 0.00 0.00 0.04 0.00) -0.39)
1.416-08 243.25 0.00 3654 -5.88 -5.85 -5.87 -0.05 0.00 0.00 0.05 0.00) -0.42]
Wh 7.416+04 43.70 0.00 B6.68 81333 760.77 762.53 £.33 0.00 0.00 -5.95 0.00) 53.27]
7.416+03 37.02 0.00 3219 3930 3898 39.08 0.31 0.00 0.00 -031 0.00) 2.7§|
7.41E+02 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00)
7.41E+01 -48.08 0.00 -43.00 -5.54 -5.51 -5.53 -0.04 0.00 0.00 0.04 0.00) -0.39)
7.41E+00 11031 0.00 -54.29 -5.88 -5.85 -5.87 -0.05 0.00 0.00 0.05 0.00) -0.42)
Hmr 124804 -BBE8  9300.00 162 -39.23 -23.96 -23.98] -19.18 114 114 2515 9900.00) -0.53
1.24E-05 -B8.00 300,00 176 -36.86 -22.44 -22.45| -17.74 106 106 22.85 500.00) -0.51]
1.246-06 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00)
1.246-07 -45.36 -90.00 220 1335446 31437 314.24)  1085.45 -63.48 -63.47 -96.92 -30.00) -38.95
1.246-08 -34.64 -99.00 106 1885576 -58.38 -58.40|  1613.23 -96.24 -96.24 -99.78 -99.00) -93.78]
Hr 2.87e+08 -53.04 0.00 019 -39.23 -23.96 -23.98] -19.18 114 114 2515 9500.00) -0.53
2.87E+08 -18.04 0.00 0.43 -36.86 -22.44 -22.4| 17.74 106 106 2285 900.00) -0.51]
2.876+07 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 .00 0.00) 0.00)
2.B7E+06 150.02 0.00 195 13367.47 314.64 314.50|  1085.58 -63.48 -63.48 -96.92 -90.00) -38.94]
2.B7E+05 1959 0.00 224 1887166 -58.36 -58.37)  1613.25 -96.24 -96.24 -99.78 -99.00) -93.77]
He | 2.10e+07 -50.40 0.00 -98.12 869.15 809.66 81151 6.76 0.00 0.00 -6.33 0.00) 56.66|
2106406 -35.63 0.00 -B6.47 4232 4197 42.08 0.33 0.00 0.00 -0.33 0.00) 2.97]
2106405 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00)
2.106+04 4199 0.00 41368 -5.55 -5.52 -5.54 -0.04 0.00 0.00 0.04 0.00) -0.39)
2.106+03 -18.98 0.00 487.28 -5.89 -5.86 -5.88 -0.05 0.00 0.00 0.05 0.00) -0.42]

Percent difference in

Para Value mRNA H mMRNA LDLR |HMGR LE LRB L VE VRB Vi RF RI Cholesterol

w 1.50E+04| 64.45 -0.02 -9.58 15043.45 3461.80 3460.55 1622.10 220.54 220.56 -81.39 -0.02 430.68|
1.50E+03 108.51 -0.02 1147 14329.49 3323.55 3322.44) 118144 204.15 204.17 -76.27 -0.02f 406.55]
1.50E+02 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00]
1.50E+01 136.40 0.00 311 -99.34 -99.19 -99.19| -91.41 -89.45 -89.45 22.80 0.00] -50.09]
1.50E+00 -4.43 0.00 254 -99.99 -99.99 -99.99| -99.15 -98.94 -58.94 25.14 0.00] -59.00)]

Xh 3.00E+02 62.47 0.00 -64.37 -5.83 -5.80 -5.82 -0.05 0.00 0.00 0.05 0.00f -0.41]
3.00E+01 161.29 0.00 -49.10 -5.47 -5.44 -5.46 -0.04 0.00 0.00 0.04 0.00] -0.39]
3.00E+00 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00f 0.00|
3.00E-01 33.14 0.00 170.75 5238.03 3704.46 3709.08 39.61 -0.63 -0.63 -28.82 -0.01] 250.42
3.00E-02 -1.72 -0.01 436.04 7241.67 4615.96 4620.45| 54.10 -1.11 -112 -35.83 -0.01 309.32

Xc 4.00E+02 19.26 0.00 42,02 1031.05 949.25 95137 801 -0.01 -0.01 742 0.00f 66.29|
4,00E+01 170.34 0.00 5047 397.91 383.91 384.86) 310 0.01 0.01 -3.00 0.00] 27.03
4.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00]
4.00E-01 200.24 -10.45 18.58 539 229 2.28| 285 -0.17 -0.17 -2.94 -10.45 -0.01]
4.00E-02 304.02 -30.18 37.08 19.30 6.39 6.38| 1136 -0.68 -0.68 -10.81 -30.18 -0.24]

Xr 1.00E+02 122.24 -0.72 3.60 7474.77 4688.87 4693.25| 56.50 -1.16 -1.16 -36.84 -0.73) 313.70|
1.00E+01 143.86 -0.06 379 6672.82 4374.36 4378.94 50.07 -0.97 -0.97 -34.01 -0.06| 293.75
1.00E+00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00|
1.00E-01 226.69 0.00 -0.02 -5.58 -5.55 -5.57 -0.04 0.00 0.00 0.04 0.00f -0.39]
1.00E-02 29.61 0.00 -0.97 -5.86 -5.83 -5.85 -0.05 0.00 0.00 0.05 0.00] -0.41]
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Percent difference in

Para Value mRNA H mRNA LDLR |HMGR LE LRB u VE VRB Vi RF RI Cholesterol
my 2.00E+02 54.57 0.00 2,61 18829.28 -43.45 -43.47| 1554.10 54.94 -54.94 -95.70 0.00] -91.61]
2.00E+01 27.55 0.00 0.50 1225245 468.43 468.23 926.62 52.74 -52.74 -95.40 0.00] -19.02
2.00E+00 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00f 0.00|
2.00E-01 300.96 0.00 292 -36.26 -22.06 -22.07| -17.39 1.04 104 22.30 0.00] -0.50|
2.00E-02 -32.32 0.00 141 -38.63 -23.57 -23.58| -18.81 112 112 24.55 0.00] -0.52]
f 7.00E+01| 1961486.40 -89.19 258554236.41 2980.92 232.01 -88.13 654.77 -25.53 -97.34 6368.88 17221463.13) -79.62]
7.00E+00| 2166716.10 -78.87 262317013.75 257212 2225.65 830.47| 620.35% 425.43 11017 6368 .88 90066830.82 150.11
7.00E-01 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00} 0.00|
7.00E-02 136.80 0.00 -3.41 2203.53 718.10 718.35 158.52 -8.22 -8.22 -64.50 -67.74] 39.73
7.00E-03 23.35 0.00 -3.56 2871.97 782.24 782.40 20129 -10.58 -10.58 -70.32 -69.79 41.54§
Rl 3.40E+05 218.79 -0.11 -23.98 1045 10.36 10.38] 011 0.00 0.00 -0.11 -0.11 721.20|
3.40E+04 -6.15 0.00 -0.35 0.16 0.16 0.16| 0.00 0.00 0.00 0.00 0.00f 59.01f
3.40E+03 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00]
3.40E+02 -10.68 0.00 134 -0.01 -0.01 -0.01 0.00 0.00 0.00 0.00 0.00f -5.89|
3.40E+01 245.86 0.00 2.65 -0.02 -0.02 -0.02 0.00 0.00 0.00 0.00 0.00} -6.48|
Ru[hm 3.10E+05 61.72 -81.43 38.20 4461.50 419.50 419.35| 51032 -30.48 -30.48 -88.61 -81.43 6430.31
3.10E+04 269.08 -0.19 -15.01 139 133 1.34] 0.06 0.00 0.00 -0.06 -0.19| 841.11]
3.10E+03 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00]
3.10E+02 119.35 0.00 2.90 -0.11 -0.11 -0.11 0.00 0.00 0.00 0.00 0.00] -84.11]
3.10E+01 147.91 0.00 339 -0.12 -0.12 -0.12 0.00 0.00 0.00 0.00 0.00] -52.52]
J 100E+01 207151.59 -22.70  56866311.27 66.46 53.26 53.35 850 -0.16 -0.16 -7.98 -22.7§| 1552.54/
1.00E+00| 17.14 -0.01 2137197 214 212 213 0.02 0.00 0.00 -0.02 -0.01 1.06|
1.00E-01 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00f 0.00|
1.00E-02 233.21 0.00 -12.81 -0.23 -0.22 -0.22 0.00 0.00 0.00 0.00 0.00] -0.02|
1.00E-03 56.01 0.00 -14.09 -0.25 -0.25 -0.25 0.00 0.00 0.00 0.00 0.00] -0.02]

Percent difference in

Para Value mRNA H mRNA LDLR |HMGR LE LRB L VE VRB Vi RF RI Cholesterol
v 7.44E+03 -31.69 0.00 -0.38 0.00 0.00 0.00 0.00 0.00 -89.00 0.00 0.00] 0.00]
7.44E+02 -30.38 0.00 -0.36 0.00 0.00 0.00| 0.00 0.00 -90.00 0.00 0.00f 0.00|
7.44E+01 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00|
7.44E+00 -5.47 0.00 0.34 0.00 0.00 0.00] 0.00 0.00 500,00 0.00 0.00f 0.00|
7.44E-01 -61.78 0.00 -0.65 0.00 0.00 0.00 0.00 0.00 9500.38 0.00 0.00] 0.00|
'Y{ 2.23E+04 13.95 0.00 0.73 -0.02 -0.02 0.00 0.00 0.00 0.00 -99.00| 0.00|
2.23E+03 -67.51 0.00 -0.73 -0.02 -0.02 0.00 0.00 0.00 0.00 -60.00| 0.00]
2.23E+02 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00f 0.00|
2.23E+01 -33.40 0.00 -1.00 017 0.17 0.17 0.00 0.00 0.00 0.00 '500.00] 0.01]
2.23E+00| -81.06 0.00 -0.78 213 2.10 2.10 0.04 0.00 0.00 -0.04 '9892.10f 0.15
Av 1.34E+01 -23.3% 0.00 124 1195.55 1327.24 1327.05 -85.02 -83.50 -83.50 10.18 0.00f 8.46|
1.94E+00| 180.78 0.00 143 505.52 525.18 525.13 -35.25 -32.71 -32.71 352 0.00] 3.96)
1.54E-01 0.00 0.00 0.00 0.00 0.00 0.00] 0.00 0.00 0.00 0.00 0.00f 0.00|
1.54E-02 293.28 0.00 138 -88.69 -88.75 -88.75 6.00 5.34 5.34 -0.62 0.00] -0.82|
1.54E-03 118.51 0.00 0.57 -08.27 -98.28 -98.27| 6.64 5.91 5.51 -0.69 0.00| -0.51]
[(1] 4.54E+01 231.06 -0.03 -9.83 1528070.00 3436.35 3434.54| 170915.88 255.94 295.96 -95.77 -0.03| 459.41]
4.54E+00| -27.72 -0.03 -1223  105010.86 3398.30 3397.01 11450.20 284.58 284.60 -96.67 -0.03 486.43
4.54E-01 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00]
4.54E-02 140.23 0.00 315 -93.67 -82.22 -92.23 =9L77 -89.89 -89.89 22.85 0.00f ~50.04]
4.54E-03 46.60 0.00 3.06 -99.38 -99.22 -99.23 -99.19 -58.99 -98.95 25.15 0.00f -53.00]
m 1.00E+02 -13.76 0.00 3.69 15822.29 54.48 54.45 142021 -85.24 -85.24 -99.03 0.00] -76.07]
1.00E+01 -15.96 0.00 -0.04 705.70 400.61 400.91 58.03 -1.87 -1.88 -37.50 0.00f 2493
1.00E+00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00|
1.00E-01 16.12 0.00 0.29 -2.09 -1.41 -1.41 -0.65 0.04 0.04 0.70 0.00] -0.086|
1.00E-02 70.79 0.00 136 -2.28 -1.54 -1.54 -0.72 0.04 0.04 0.76 0.00] -0.07]

Percent difference in

Para Value mRNA H mRNA LDLR [HMGR LE LRB L VE VRB RI Cholesterol
Oy 6.58E+02 261.65 0.00 152 536.89 562.72 562.68 578.01 -34.37 -34.37 4.06 0.00| 463
6.58E+01 15.66 0.00 129 76.89 77.86 77.86| 78.80 -4.70 -4.70 0.55 0.00) 0.70]
6.58E+00| 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00| 0.00|
6.58E-01 19114 0.00 145 -8.22 -8.28 -8.28 -8.36 0.50 0.50 -0.06 0.00) -0.08|
6.58E-02 130.45 0.00 159 -9.05 -5.11 -9.11 -9.20 0.55 055 -0.06 0.00| -0.08|
B 6.03E+03 93.47 0.00 137 -19.70 -89.02 -2.37 -0.02 0.00 0.00 0.02 0.00] -0.16|
6.03E+02 186.37 0.00 151 -17.96 -90.22 -2.18 -0.02 0.00 0.00 0.02 0.00| -0.15
6.03E+01 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00]
6.03E+00| 257.39 0.00 172 309.3% 1461.66 56.21] 042 -0.02 -0.02 -0.43 0.01f 373
6.03E-01 -15.99 0.00 0.69 2764.08 15113.46 52.12| 0.37 -0.02 -0.02 -0.40 0.02] 3.35
ﬂv 6.03E+03 7298 0.00 084 -9.05 -5.11 -9.11 -9.20 -98.99 055 -0.06 0.00| -0.08|
6.03E+02 0.73 0.00 111 -8.23 -8.28 -8.28 -8.36 -89.95 0.50 -0.06 0.00] -0.08|
6.03E+01 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00| 0.00|
6.03E+00| 245.85 0.00 115 76.91 77.88 77.88) 78.80 85298 -4.70 0.55 0.00) 0.70]
6.03E-01 23.10 0.00 0.85 535.73 561.55 561.51| 578.32 6466.30 -34.34 4.07 0.02 4.58]
BD 0.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00]
0.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00| 0.00|
0.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00] 0.00]
0.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00| 0.00|
0.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 .00} 0.00f
T 7.44E+03 86.54 0.00 104 0.00 0.00 -99.00| 0.00 0.00 0.00 0.00 0.00) 0.00|
7A4E+02 -28.32 0.00 051 0.00 0.00 -50.00| 0.00 0.00 0.00 0.00 0.00] 0.00]
7.44E+01 0.00 0.00 0.00 0.00 0.00 0.00| 0.00 0.00 0.00 0.00 0.00| 0.00|
7.44E+00| 169.64 0.00 0.50 0.00 0.00 501.56| 0.00 0.00 0.00 0.00 0.00) 0.01]
7.44E-01 108.18 0.00 1.66 0.00 0.00 10126.88| 0.00 0.00 0.00 0.00 0.00] 0.16|
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Percent difference in

Para  Value |mRNAH |mRNALDLR [HMGR LE LRB U VE VRB VI RF RI Cholesterol
e LODE+02 28.30 -99.00 225 18870.04 -58.36 -58.37(  1613.17 -96.24 -96.24 -99.78 -99.00) -93.77
1.00E+01 36.23 -30.00 139 13353.42 31448 31435|  1084.90 -63.48 -63.48 -96.92 -50.00) -38.94
LOOE+00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
1.00E-01 108.86 899.97 142 -36.82 -22.40 -22.41 -17.74 106 106 22.85 899,97} -0.50|
1.00E-02 -44.97 838218 051 -39.17 -23.91 -23.93 -19.15 114 114 2510  8379.91] -0.52]
8¢ 2.68E:02 -43.95 0.00 450,03 -5.89 -5.86 -5.88] -0.05 0.00 0.00 0.05 0.00) -99.00
2.68E+01 -60.20 0.00 415,68 -5.60 -5.57 -5.59] -0.04 0.00 0.00 0.04 0.00) -90.04
2.68E+00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
2.68E-01 -43.01 -1.25 -88.80 116.21 113.84 114.12 127 0.02 0.02 -1.23 -126]  1402.67]
2.68E-02 -85.94 -91.79 5083 1715L.21 268.01 267.68) 127280 -70.70 -70.71 -97.86 -91.81  8143.84
Ol 4.85E+03 185.09 0.00 110 -99.06 -5.99 -6.01] -0.05 0.00 0.00 0.05 0.00) -0.42|
4.85E+02 193.43 0.00 064 -50.60 -5.99 -6.01] -0.05 0.00 0.00 0.05 0.00) -0.42|
4.85E+01 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
4.85E+00 108.70 0.00 134 1966.79 105.00 105.00 0.77 0.04 0.04 -0.81 0.00) 6.82
4.85E-01 -2.65 0.00 143 3923.74 -59.59 -59.59 -0.44 0.02 0.02 0.46 0.00) -3.90]
Ol 1326+03 29.92 0.00 125 279261 53.58 53.56| 039 -0.02 -0.02 -0.41 0.00) 345
1.32E+02 -44.78 0.00 074 307.60 55.26 55.30| 041 -0.02 -0.02 -0.43 0.00) 3.67
1.32E+01 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
1.32E+00 14.28 0.00 038 -17.96 -2.16 -2.18] -0.02 0.00 0.00 0.02 0.00) -0.15
1.32E-01 -0.96 0.00 026 -19.70 -2.35 -2.35 -0.02 0.00 0.00 0.02 0.00) -0.16}
Clv | 6.78E+04] 191.13 0.00 143 -58.22 -98.23 -98.23 -98.93 591 591 -0.69 0.00) -0.90|
6.78E+03 103.27 0.00 078 -88.68 -88.74 -88.74 -89.40 534 534 -0.62 0.00) -0.82]
6.78E+02 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
6.78E+01 -10.30 0.00 0.48 511.16 534.67 534.63 548.65 -32.63 -32.63 3.85 0.00) 4.43
6.78E+00 87.87 0.00 071 1199.83 133145 133127 140012 -83.48 -83.48 10.14 0.00) 8.76
Percent difference in
Para__ Value  [mRNAH  [mRNALDLR [HMGR LE LRB 1] VE VRE Vi RF RI Cholesterol
Kmh 1008402 -96.67 0.00 655 -5.88 -5.87| -0.05 0.00 0.00 0.05 0.00) -0.42|
1.00E+01 57.94 0.00 4123 -5.88 -5.87| -0.05 0.00 0.00 0.05 0.00) -0.42]
1.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
1.00E-01 20151 0.00 9553 242031 202558 2029.25 18,63 -0.13 -0.13 -15.81 0.00) 139.50
1.00E-02 17492 -0.01 235.08 629935  4210.53 4215.15 4733 -0.87 -0.88 -32.71 -0.01] 283.22
Kmr  1.00£+02 -23.26 -98.02 160 1850321 -16.90 -16.93 1558.39 -92.59 -92.59 -99.55 -58.02) -87.67
1.00E401 2240 -8L.82 461 1042332 707.37 707.15 698.57 -38.71 -38.71 -92.33 -81.82) 9.77]
1.00E+00)| 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
1.00E-01 133.89 8182 346 -23.50 -14.78 -14.80 -8.73 0.58 0.58 11.42 81.82) -0.45
1.00E-02 308.40 98.02 067 -25.23 -15.86 -15.87) -10.60 0.63 0.63 12.56 98.02) -0.48]
Kc | 109E:04 13106 0.00 0.03 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
1.09E+03 565.54 0.00 030 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
1.09E+02 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00) 0.00
1.09E401 506.88 0.00 -0.45 0.02 0.02 0.02 0.00 0.00 0.00 0.00 0.00 0.00
1.09E+00)| 529.08 0.00 -65.42 3.08 3.06 3.07 0.02 0.00 0.00 -0.02 0.00) 0.18
Gmh  100E+02 143.29 0.00 -94.40 -5.88 -5.85 -5.87| -0.05 0.00 0.00 0.05 0.00 -0.42|
1.00E+01 146.62 0.00 -54.53 -5.55 -5.52 -5.53 0.04 0.00 0.00 0.04 0.00) -0.39|
1.00E+00| 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
1.00E-01 114.28 0.00 28040.02 55.79 55.26 55.40) 044 0.00 0.00 -0.43 0.00) 511
1.00E-02 33526730 -14.60 9214292203 445516 299342  2995.44) 48.52 0.80 0.81 -32.13 -14.78]  2774.66
Bn 1436402 -26.70 0.00 -99.34 -5.89 -5.86. -5.88| -0.05 0.00 0.00 0.05 0.00) -0.42|
143E401 -68.82 0.00 -99.87 -5.57 -5.54 -5.56] 0.04 0.00 0.00 0.04 0.00) -0.40|
1.43E+00| 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
143E-01 -64.87 -0.98 4512071459 80,40 79.00 79.20) 093 0.03 0.04 -0.89 098] 130252
1.43E-02 18.72 -B4.81 24994283267 1421011 604.66 603.93 948.20 -48.36 -48.38 -55.07 -84.86|  6828.68
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Appendix D. Familial Hypercholesterolaemia Analysis
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Figure Al. Familial Hypercholesterolaemia Class I; LDLR are not synthesised correctly, affecting
parameter ;. Results show a lack of receptors has a significant impact on extracellular LDL and
VLDL concentrations.
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Figure A2. Familial Hypercholesterolaemia Class III; binding of LDL to LDL receptors is ineffective,
affecting parameter a;. Results show a lack of LDL binding prevents LDL being endocytosed.
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Figure A3. Familial Hypercholesterolaemia Class IV; Bound LDL not internalised properly, affecting
parameter B1. Results show the lack of internalisation of bound LDL particles blocking LDL binding.
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Figure A4. Familial Hypercholesterolaemia Class V; receptors are not recycled properly, affecting
model parameter f. Results show a decrease in free and internalised receptors, significantly affecting
extracellular concentrations of both LDL and VLDL.
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Appendix E. Full Model Results for Combined Cases of Familial Hypercholesterolaemia
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Figure A5. Familial Hypercholesterolaemia combined effects. Showing a combination of reduced
synthesis production and recycling and ineffective LDL binding and internalisation can dramatically

increase levels of circulating LDL and VLDL.
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Appendix F. Full Model Results for Statin Application
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Figure A6. A simulation showing the effect of statin therapy on our integrated model of cholesterol
metabolism. Here 11 doses are applied over a seven day period starting at approximately ¢t = 10 h.
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