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Zusammenfassung

Neue Forschungsergebnisse haben gezeigt, dass die Bakterien Bacillus subtilis eine ge-
wisse Konzentration Pentapeptide (PhrA) benétigen um den Sporulationsprozess ein-
leiten zu konnen. Dieses PhrA wird von den Bakterien selbst produziert und wirkt
als Signalmolekiil. Wir untersuchen unterschiedliche gewohnliche Differentialgleichungs-
ansétze fur den Aufnahme- und Produktionsprozess des PhrA, wobei die Verhaltensiande-
rung der Bakterien durch Indikatorfunktionen der rechten Seite gesteuert werden. Da
wir Daten eines Schiittelkolben-Experimentes haben, wird die numerischen Losungen an
diese angepasst. Fiir alle verwendeten Modelle kann die Existenz als auch Eindeutigkeit
einer nicht-negativen Losung gezeigt werden. Das Modell wird um eine raumliche Kom-
ponente erweitert, sodass am Ende ein gekoppeltes PDE-ODE System entsteht. Die
Existenz einer schwachen Losung kann gezeigt werden, die Eindeutigkeit nur fiir einen
Spezialfall. Das System wird numerisch mittels der Finiten Element Methode gelost.
Auch hierzu gibt es experimentelle Daten. Das PDE Modell kann mittels dem ODE
Modell verifiziert werden. Allerdings lassen sich die experimentellen Beobachtungen
mittels dem PDE-ODE System nicht vollsténdig reproduzieren. Dies legt nahe, dass
man sowohl das rdumliche Modell weiter anpassen muss als auch die umgerechneten
ODE Parameter nicht unmittelbar verwenden kann.
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Abstract

Recent research results have shown that the bacteria Bacillus subtilis need a certain
concentration of pentapeptides (PhrA) in order to initialise the sporulation process.
PhrA is produced by the bacteria itself and thus works as a signalling molecule. We
discuss different ordinary differential model equations for the uptake and production
process of PhrA whereas the changes in the behaviour are controlled by indicator func-
tions on the right hand side. Then the numerically solutions are fitted to experimental
data gained by shake flask experiments. For all utilized models existence and unique-
ness of solutions are proven. Then we expand the model by a spatial component leading
to a coupled PDE-ODE system. Existence of a weak solution can be shown, uniqueness
only for a special case. The system can be solved numerically using the finite element
method. Again, there are experimental data. The PDE model can be verified using
the ODE model. However, the experimental observations can not be fully reproduced
using the PDE-ODE system. This suggests that one must further adjust the spatial
model as well as use not immediately the converted ODE parameters.
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Chapter 1

Motivation

Bacillus subtilis is a very well investigated bacterium and has a wide range of industrial
applications due to their ability to ferment in the acid, neutral, and alkaline pH ranges.
In combination with the presence of thermophiles in the genus, this has lead to the
development of a variety of new commercial enzyme products with the desired tem-
perature, pH activity, and stability properties [25]. Additionally it is considered as a
GRAS organism (generally recognized as safe) and about 60% of the industrial-enzyme
market are produced by species of Bacillus subtilis [37]. Enzymes produced by Bacillus
subtilis are used in food industry (e.g. production of natto by solid-state fermentation
of soybeans) [25], in pesticide industry (e.g. as fungicide) [14] and as cleaning agents
[23][25]. However, there are still open questions as the initiation of sporulation, which
is a survival mechanism if environmental condition becomes harsh. Bischofs stated that
phosphatase regulator A (PhrA) acts as a quorum sensing molecule and is needed for
the initiation of the sporulation process [2]. There are mathematical models describing
the process of sporulation within the cell using ODE’s [5][12], but no mathematical
model which investigates the signalling molecule PhrA itself in the environment as a
communication tool for bacterial microcolonies. We know by personal communication
with Dr. Bischofs that some bacteria do not sporulate in specific experiments and
spatial effects might be the reason. Therefore, we will develop a PDE-ODE system
which describes the Bacillus subtilis’ production and absorption process of signalling
molecules diffusing through the environment serving as a communication tool between
bacterial colonies controlling the sporulation initialisation. Furthermore, we obtain due
to the mathematical modelling an in-depth look into the dependency of the production
and absorption processes with the signalling molecule PhrA.

Last but not least a further nice fact: Although Bacillus subtilis can survive danger-
ous environmental conditions on earth, it can not survive at the Mars. Because of the
UV flux, perchlorates becomes bacteriocidal and the sporulation process is to slow to
protect the DNA [34].
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Chapter 2

Basics

In this chapter, we give a background into the relevant biology in order to understand
the mechanisms which will be modelled mathematically. Afterwards, some mathemat-
ical theory is given regarding the theory of second order parabolic equation as well as
the finite element method.

2.1. Biological basics

A brief introduction into the mechanism of cell to cell communication and the bacterium
Bacillus subtilis itself is given.

2.1.1. Quorum sensing

In the beginning of the 20th century, bacteria were considered as autonomous, unicellu-
lar organisms without any interaction to other bacteria of the same strain. Nevertheless
it seems that a cooperative behaviour between bacteria regarding symbiosis, niche adop-
tion or the production of secondary metabolites are advantageously [38], [39]. Bacteria
produce among others pheromones which are secreted and diffuse through the envi-
ronment and can be sensed by the bacteria. These pheromones are sometimes called
autoinducers or signalling molecules. Of course, if the population grows then more
pheromones are produced and the higher is the accumulated concentration in the en-
vironment. If this pheromone concentration reaches a certain threshold (and thus the
population density as well), the bacteria change their behaviour respectively some spe-
cific action starts (e.g. luminescence in Vibrio harveyi [39]). The expression “Quorum
Sensing” was introduced by Fuqua et al. [10] to describe this cell to cell communication
in order to coordinate the behaviour. This term usually refers to a measurement of
cell density respectively to the number of cells. There are further terms as “Diffusion
Sensing” which measures the diffusibility of the surrounding space or “Compartment
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Sensing” which measures the degree of compartmentalization and the possibility to
distribute this information through the whole population. Both follow the same mech-
anism, but it has a different goal as described. In those cases bacteria sense environ-
mental changes, e.g. temperature, pH or nutrient deprivation, rather than changes in
population density [24], [39]. If bacteria do observe these environmental changes, they
are able to determine their optimal survival strategy [40]. Winzer et al. [39] postulates
four criteria a signalling molecule needs to fulfil and explains the reasons:

e The production of the signalling molecule occurs during specific stages of growth,
under certain physiological conditions, or in response to changes in the environ-
ment.

o The signalling molecule accumulates extracellularly and is recognised by a specific
receptor.

o Accumulation of the signalling molecule generates a concerted response, once a
critical threshold concentration has been reached.

o The cellular response extends beyond physiological changes required to metabolise
or detoxify the signalling molecule.

The first three criteria are fulfilled by various molecules e.g. toxic bacterial metabo-

lites resulting in a coordinated stress action of the bacteria if a certain threshold has
been reached. Henceforth, they are insufficient to define signalling molecules only.
Therefore the last criterion is crucial.
On the one hand the cell-to-cell communication enables the entire population or a
subpopulation to take either advantage of a rising population density or handle the
problems which may arise due to this growth. On the other hand it may inform the
population of environmental changes.

2.1.2. Bacillus subtilis, a gram-positive bacterium

Bacillus subtilis is a rod-shape Gram-positive bacterium which is well investigated es-
pecially genetically [18], [31]. There are phenotypes who can build spores in order to
protect its genetic information if environmental conditions become harsh. Instead of a
symmetric cell division for vegetative growth, the sporulation is an asymmetric division
resulting in a mother cell and a prespore. Later on the mother cell entwine the prespore
building a highly resistant coat protecting the DNA within the prespore [8], [18], [21],
[22], [38]. Spores can survive for many years and germinate if environmental conditions
become better again. This cycle is depicted in Figure [2.1]
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Prespore _ Mother cell

asymmetric cell division Sporé
membrane

Growth

Multilayered

Lysis of mother cell and
release of spore into
environment

Figure 2.1.: Scheme of sporulation process.

There are various reasons why a bacterium starts the time- and energy expensive
process, e.g. nutrient limitation, pH, temperature, diseases, production of valuable
chemicals as e.g. biofuels [I3], [I8], [2I]. The main sporulation factors of Bacillus sub-
tilis are on the one hand nutrient limitation and on the other hand population growth
[31]. Since the process is irreversible it is crucial to come to a right decision. Either
vegetative bacteria die if they do not sporulate when environmental conditions become
harsh or if the initiation of sporulation is too early, then the bacteria strain might be
out-competed by another vegetative strain which keeps on dividing longer.
Gram-positive bacteria work with post-translationally modified peptides, referred as
auto-inducing peptides (AIP’s) as signalling molecule to couple gene expression with
cell population density. Bacillus subtilis uses a family of isoprenylated tryptophan pep-
tides [38], more precisely the protein PhrA has been postulated as a quorum sensing
signal regarding the population size [6], [19]. Secreted PhrA can be absorbed by any
other Bacillus subtilis cell. Within the cell, see figure it binds to RapA inhibit-
ing its phosphatase activity on SpoOF~P leading to sporulation initiation [12]. There
is a further process which is called competence, that is the ability to take up exoge-
nous DNA. It is controlled by an additional autoinducing peptide [36]. The signalling
molecule PhrA inhibits competence phosphorylation cascades but this phenomenon will
be neglected in this work, we only focus on the sporulation process.

Remark 2.1.1. We always mean the same no matter if we write “quorum sensing sig-

»oow

nalling molecule”, “signalling molecule”, “quorum sensing molecule” or “quorum sens-
ing signal”.
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PhrA
@

Wild type Mutant

Figure 2.2.: Scheme of dynamical processes.

2.2. Mathematical basics

A brief introduction into some mathematical basics and notation is given which are
used later in this work. Since we are interested in spatial propagation of signalling
molecules, we need for the modelling part partial differential equations (PDE’s), in
particular second order parabolic equations. To solve such equations, the finite element
method (FEM) is a common approach and will be explained afterwards.

2.2.1. Second order parabolic equation

As a guideline for this section, we follow the book of Evans, [9], section 7.1., which
analyses a parabolic partial differential system with a homogeneous Dirichlet bound-
ary. This boundary condition ensures that the solution is zero at the boundary which
means that particles can leave the domain but not enter again. In our scenario, however,
this is not realistic. We want to have conservation of mass, that is, no particle should
leave the domain. Thus, we need a homogeneous Neumann boundary which means that
there is no flux at the boundary. With some small adjustments, we will obtain similar
results for a second order parabolic equation with a homogeneous Neumann boundary
condition.

For this chapter, we assume U to be an open, bounded subset of R” and 1" € R, be
a positive fixed time. Before we introduce the parabolic equation, we introduce first
the common LP spaces.

Definition 2.2.1 (L? spaces). Assume U is an open subset of R" and 1 < p < oo. If
f U — R is measurable, we define

_ (/U|f|pdx>% if1 <p<oo

T ,
esssup | f| if p = o0.
U

Remark 2.2.2. The space L*(U) is a Hilbert space with the scalar product

(£.9):= [ fgdr.
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Then a parabolic partial differential system with homogeneous Neumann boundary
conditions is given by

gu—i—Lu:f in (0,7] x U

ot
ou (2.1)
aifn, =0 on (O,T] X aU

u=g on{t=0}xU

where f € £%((0,7] x U) and g € L*(U) are given functions. Note that we have
here a homogeneous Neumann boundary condition instead of a homogeneous Dirichlet
condition compared to Fvans book. The unknown u = (¢, x) depends on two variables
and u : (0,7] x U — R. L denotes a second-order partial differential operator for each
time t. There is on the one hand a divergence form

n

Lu=->" (aij(t, $)ux)m] + Xn: b (t, 2)uy, + c(t, v)u (2.2)

ij=1 i=1

and on the other hand a nondivergence form

Lu=— Y a’(t,2)uzq, + >V (t, x)uy, + c(t, z)u. (2.3)

i,j=1 i=1

We assume for now that a”, b', ¢ € £L>°((0,T] x U) for i,j € {1,...,n}, whereas
bi(t,x) differs in and . Additionally we suppose the symmetric condition
a’ = a’* for all 4, j. For reasons of generality, both forms are quoted. If the coefficients
a’ (i,5 € {1,...,n}) are C' functions, then the divergence operator can be rewritten
into the non-divergence form. Note that

> (aij(t,x)uxi) =D al (tw)ug, + a0 (t 2) U,
ij=1 Y=
so we have a further divergence term compared to (2.3). From that follows the

definition of the types. Both are used for different approaches. The divergence form is
most natural for energy methods since we use there usually integration by parts. The
non-divergence form is most appropriate for maximum principle techniques. From now
on we will focus only on the divergence form since we will derive solutions by
energy methods. Later in chapter , we choose a”(t,z) to be constant, so both types
coincides. If b = ¢ = 0 for all 4, then the operator L is equal to the well known Laplace
operator V?u = — 31" a”(t,2)ug,,; describing a diffusion process. If b = 0 for all
1, the system is also known as reaction-diffusion system whereas —c(t, z)u + f
accounts all local reactions. Let’s denote the time-dependent bilinear form by Blu, v; ]
which is defined as
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Blu,v; t] / Z VU, Vs, + Zbl Vg, v + c(t, Juv dz (2.4)

3,j=1

for t € [0,7] a.e. and u,v € HY(U).

The definition of an elliptic operator L as special case of a second-order partial
differential operator, that is, time independent, is given in [9], section 6.1.1. and is
defined as following:

Definition 2.2.3 (Elliptic condition). We say the partial differential operator L is
(uniformly) elliptic if there exists a constant 0 > 0 such that

n

3 a(t,x)68 > )

ij=1
for a.e. x €U and £ € R™.

There is also a definition when we call d - + L parabolic, see [9], section 7.1.1..

Definition 2.2.4 (Parabolic condition). We say that the partial differential operator
% + L is (uniformly) parabolic if there exists a constant 6 > 0 such that

n

3 a(t,x)6E > o))

ij=1
for a.e. (t,z) € (0,T] x U, and £ € R™.

A problem is called well-posed if it has in fact a solution which is unique and the
solution depends continuously on the data given in the problem. Additionally we could
require that this solution should be real analytical (a function that is locally given
by a convergent power series) or at least infinitely differentiable. Note that analytical
functions are infinitely differentiable functions but not vice versa. However, these are
very strong requirements. It might be more realistic to ask for a k times continuously
differentiable solution. In many cases, k& = 2 is adequate. Then the derivatives of
the PDE will exist and be continuous, although higher derivatives do not. Let’s call
that solution with this much smoothness, i.e. of order 2, a classical solution of a
PDE. However, these are still strong assumptions to many PDE’s with their initial
and boundary conditions. That’s the reason to introduce a so called weak solution.
Therefore, some further spaces have to be introduced as well as the definition of weak
partial derivatives.

Definition 2.2.5 (Local summable functions £V (U)). Let U be an open subset of R™
and 1 < p < oco. If for each compact subsets V' of U the function u belongs to LP(V),
then w is called locally p-integrable. The set of all such functions is denoted by

L (U):={u:U—R"we LK), YK CU K compact}.

loc
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Definition 2.2.6 (Weak partial derivative). Suppose u,v € L},.(Q) and o € NV is a
multiindex. Then, it is said that

v= D% in the weak sense

or, equivalently, that v is the weak derivative of order o of u, if
/uDa<I> - (-1)'6”/ dv for all d € C2(9).
Q Q

Definition 2.2.7 (Sobolev space). Let U be an open subset of R", 1 < p < o0, k be
a non-negative integer and D%u exists in the weak sense. Then the Sobolev space is

defined by

WEP(U) = {u € L2 (U) : D € LP(U) Y|a| <k}

loc

endowed with the norm

1
p
(Z /|D0‘u|pdx) if1<p<oo
[ullyyrpry = \o<lal<k v
Z esssup | D%ul| if p = oc.
o<laj<k U

Remark 2.2.8. If p = 2, we usually write
HHNU) = WH(U)
for all k € N,

To make the following definition of a weak solution plausible, we suppose that u(t, x)
is a smooth solution of (2.1]), that is, u € C*([0, 7] x U). Then we define a new mapping
w:[0,T] — HY(U)

by

[u(t)] (z) :=wu(t,z) withzeUandtel0,...,T].

That means we consider a mapping of u(t) into the space H!(U) of functions of z.
That leads to an extension of the Lebesgue spaces

Definition 2.2.9. Let X be a real Banach space.

(i) A function s :[0,T] — X is called simple if it has the form

m

s(t) =Y Xg,(t)u; forte[0,T],

i=1
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where each E; is a Lebesque measurable subset of [0,T] and uw; € X for i €

{1,...,m}.

(ii) A function f :[0,T] — X is strongly measurable if there exist simple functions
sg : [0,T] — X such that

sp(t) = f(t) forae. tel0,T].

Definition 2.2.10 (Extended LP). Let X denote a real Banach space with norm ||-||.
The space

£7(0,T; X)

consists of all strongly measurable functions w : [0,T] — X with

T 7
(/ | (t))” dt) <oo forl<p<oo
0

esssup ||u(t)| < oo for p = 0.
te[0,T

HUHLP(O,T;X) =

Similarly we do the same for the right hand side:

f:[0,T) — L*U)
with

(f®)] (z) :== f(t,x) withz e U andt e [0,T].

Let v € HY(U). We multiply the PDE in (2.1)) with v and integrate the equation over
the domain U. The same is done for the initial condition as well as for the boundary
condition in (2.1). Then it rewrites to

/duvdx—l-/Luvdx:/fvd:r in (0,7] x U
v dt U U

d
S dr =0 on (0,T] x U (2.5)
v dn

/uvdx:/gvdx on {t=0} xU
U U

Let’s consider the first equation from above. Plug in the definition of the operator in
divergence form ([2.2]) and integrate the first term by parts. Due to the homogeneous
boundary condition in , the boundary term which arises form the partial integration
vanishes then. At the end we obtain a weak formulation of the problem:

10
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/duvdx+/Luvdx:/fvdx
d U U

n

= / —uv dr — {Z aij(t,x)umiv]
=1 ouU

=0

—|—/Z txuxzv%#—z:b’txuxv—l—c(tx)uvdx—/fvcw

2,7=1 =1

= (jtu,v> + Blu,v;t] = (f,v) (2.6)

for each t € [0,T] with Blu,v;t] is the time-dependent bilinear form in (2.4). The
pairing (-, ) denotes the inner product in £2(U).
With some reformulations, one can observe, that

) no
5= @ +> 9, n(0,T]xU (2.7)
j=1

whereas ¢ := f — Y bu,, — cu and ¢/ = 3" aVu,, for j € {1,...,n}. The
coefficients of the bilinear form are in £((0, T]xU) and u is assumed to be in C((0, T] x
U). Hence, ¢ € £°((0,T] x U) for j € {0,...,n}. Note that in general it holds
HYU) C L>(U) C L2(U) =~ L£>* C H'(U) for open sets U. H~!(U) denotes the dual
space of H(U) and is defined as following:

Definition 2.2.11 (Dual space H™'). We denote by H™*(U) the dual space to H'(U)
with norm

1/l = sup {{(f, 0} [ v € H'U), Nollgs oy < 1}
We will write (-,-) to denote the pairing between H=1(U) and H'(U).

In other words, a function f € H~!'(U) denotes that f is a bounded linear functional

on HY(U).

Multiply equation (2.7)) by a test function v € H'(U) with [|v]|,,1 @) < 1 and integrate
over the domain U. We obtain

11
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[ wlt,zpoia) de = [ (g°<t,x> + zg <t,x>) o(x) da

=llue () =1 07

- /Ugo(t,x)v(x) dz + Zn:gj(tw)v(%)

j=1 ou =1’V
=0 due to BC
Cauchy Schwarz 0 n j
—_——— j=1
=lvllz2 0y <1 =llvllz2 () <1
J(+ .
J_
for a.e. time ¢ € [0,7]. Executing some standard estimates, it follows
et My < 32 |18+ 2 (a7 = b") ta, (t,+) — cu(t, )
i=0 i=1 2(v)
SN oy + 22|22 (¥ = b)) s, (8 7) = cult, )
j=1lli=1 )

< C (£ ooy + 1t o er)

Consequently, it might be reasonable to look for a weak solution with & (u) e H (D)
for a.e. time ¢ € [0,7]. We can reexpress the first term in (2.6) with ($w,v). This
derivation motivates the definition of a weak solution, see [9], section 5.9. 2 and 7.1.1..

Definition 2.2.12 (Weak solution of a parabolic PDE). We say a function

we £2(0,T;H(U)), with jtu € L2 (0,T;H(U))

is a weak solution of the parabolic boundary problem (2.1)) provided

(i) < u v>+B[u vit] = (f,v)
for each v € HY(U) and a.e. time t € [0,T], and

(i) w(0) =

Instead of claiming a point wise validity as for a classical solution, a weak solution can
be seen as a mean integral with an arbitrary weighting function v. The same holds for
the initial and boundary condition. The weak formulation of our parabolic PDE with

12
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homogeneous Neumann boundary conditions is similar as the weak formulation of
a parabolic PDE with homogeneous Dirichlet boundary conditions. The only difference
is, that our function u operates in £2 (0, 7; H*(U)) instead of £L2(0,T; H(U)). The zero
index corresponds to the homogeneous Dirichlet boundary condition. The space Hg(U)
is defined as the closure of C*(U) functions with compact support in U with respect
to the norm H*(U). So functions in HE(U) can be interpreted as functions in H*(U)
such that “D*u = 0 on OU” for all || < k — 1. For more details see [9] section 5.2.2..
Thus, we can use some results of this book.

To find a weak solution of the parabolic boundary problem , we use the so
called Galerkin Method. The approach is to replace the function space by a finite-
dimensional subspace and taking afterwards the limits of the approximated solution.
In more detail, assume wy(z) are smooth orthogonal basis vectors of £L2(U) and H(U).
One can normalize the basis with respect to one of the spaces and we do this with
respect to the £2(U) space. Remember that it is not possible to normalize the basis for
both spaces. So we obtain

{wy,}?2, is an orthogonal basis of H'(U)

and

{wy,}32, is an orthonormal basis of £*(U).

For a fixed integer m, we want to find a function w,, : [0, 7] — H*(U) of the form

W () = kf: dt (t)wy. (2.8)

Later on in section [2.2.2] we refer to the basis wy as shape functions, since we use
them to approximate the shape of the solution. Additionally, the coefficients of the
approximation should satisfy

dy,(0) = (g, wy) (2.9)
and it should hold

<(§1tum,wk> + B, wi; t] = (f,wg) . (2.10)

One can proof that there exists for each integer m a unique function u,, of the form

(2.8]) satisfying (2.9) and (2.10)). The proof can be found in [9], section 7.1.2..

In order to continue to send the limits to infinity, we need some uniform estimates which
can be found in [9] and are slightly adjusted to our problem. The next lemma and
proposition are given in [9], section 6.2.2., Theorem 2, respectively 7.1.2., Theorem 2.

13
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Lemma 2.2.13 (Energy estimation 1). There exist constants a, f > 0 and v > 0 such
that

2 2
5||“||7—[1(U) < Blu,u] +7||“||£2(U)'

Proof. Using the elliptic condition, we have

0 [ IDuf de < [ 37 aus,u, d
U| ul” de < UZa Ug Uy, ds

ij=1

:B[u,u]—/ > bug,u+ cu® do (2.11)
Ui=1

< Blu,ul + > || /D dzx + oo/ % d.

< Bluul+ 3|, [ 1Dullul do el [ o2 i

With Cauchy’s inequality we observe for € > 0
1
/ Dl Ju| do < 5/ \Dul? dz + f/ W2 da.
U U de Ju

We choose € so small such that € 327, [|b']| .. < & and insert this into (2.11)). Then it
holds

0 .

7/ |Dul? dz < B [u, u] —|—C'/ u? dx

2 Ju U

7 ~ 6
= 7/ |Dul® + |ul? d:l:SB[u,u]—i—C/ qul’—l—*/ |ul® d:U:B[u,u]—i-C/ u? dx

2Ju U 2Ju U

for some appropriate constants C' and C. It easily follows the statement for appro-
priate constants 5 > 0, v > 0. O]

Proposition 2.2.14 (Energy estimation 2). There exists a constant C, depending only
on U, T and the coefficients of L, such that

tgg%]||um(t>||ﬁ2(U) + ||um||£2(07T;'H1(U)) + ||dtum

<C (||f||gz(o,T;c2(U)) - HQHEZ(U))

form=1,2....

L2(0,T;H-1(U))

Proof. We give here only a brief summary of the proof, only parts which are important
later on are more precisely. The complete proof is in [9], section 7.1.2..

By multiplying d* (t) to (2.10)), summing up for k and recalling (2.8)), we find

14
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d
<dtum,um> + B[t wmi 1] = (f, um)

fora.e. t € [0, T]. Furthermore |(f, u,,)| < %||f||iQ(U)+%||um||iz(U) and (S, w,) =

4 (%Hum”;(m). Consequently, these equations and Lemma [2.2.13| yields

d
a (el z2wy) + 28l wmll3 0y < Crllwmll oy + CollF 122y (2.12)

for a.e. t € [0, T] and appropriate constants C; and Cy. Apply the differential form
of Gronwall’s inequality, that is Theorem |[A.2.2] to (2.12)) and (2.9) yields

2 2 2
max [[un (Dl z2(0) < Cs (190220 + 1 2200209 -

Integrate (2.12)) from 0 to 7" and employ the inequality above to find

T
2 2
||Um||£2(o,T;H1(U)) :/0 ||um||H1(U)dt
2 2
< Cy (||9||[:2(U) + ||f||£2(0,T;£2(U))) :

We choose fixed v € H'(U) with [[v]l;;1 ) < 1 and write v = v' + 0%, where v' €
span{wy }7; and (v?, wy,) = 0 for all k. Note that {wy}3° are orthogonal in H*(U), thus
HUIHH1(U) < HUHH1(U) < 1. Then this property yields with equations (2.10)) and ([2.8)

r

2

d
—u,,

2 2
dt dt < C (HQHL:?(U) + ”sz'é’(o,T;ﬁ?(U))) '

H(U)

Now we take m — oo to build a weak solution of our problem.

Theorem 2.2.15 (Existence and uniqueness). There ezists an unique weak solution of

ED.

The following is no full proof, only a sketch of proof Theorem [2.2.15 Note that Evans
did a proof in his book [9] for a homogeneous Dirichlet Boundary Problem. Therefore,
the weak solution is in £2 (0, T;HL(U)). However, the variational formulation of our
system has the same form as the variational formulation of a homogeneous Dirich-
let Boundary Problem, except that it operates in £2(0,T;H'(U)). Thus, we replace
in our proof Hi(U) by H'(U). Equivalently, H~'(U) denotes then the dual room of
HY(U). More interested readers can find details in [9], section 7.1.2, Theorem 3.

15
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Proof. Existence: First we denote wu,, as a Galerkin approximation of the problem
. Then we send m to infinity and look for a subsequence that converges to a weak
solution of . An estimation is used which is referred to as Energy Estimation 2,
see Proposition . It follows that a subsequence u,,, respectively %uml converges
weakly in £2(0,T;H'(U)) respectively £2(0,T;H 1 (U)). Construct a test function
v e CY[0,T); H (D)) as

v(t) = z_: d"(t)wy,

with {d*}X_ | are given smooth functions, wy is a orthogonal basis of H*(U) and N
as a fixed integer. Functions of this form are dense in £2(0,T;H'(U)) and using the
weak convergence of the subsequence, we obtain the weak formulation in for each
v € H'(U). Almost analogously, one obtains u(0) = g.

Uniqueness: We assume two weak solutions u; and us of (2.5). Taking the difference
of (2.5) with u; and us yield f =0 and g = 0. Let’s define u := uy — us. For v = u
one obtains

d /1 9 d
at (QHU'”&(U)) + B lu,u;t] = <dtu’u> + Blu, u;t] = 0.

One can find an estimation B [u, u;t] > —7||u||22(U). That yields

d /1
7 (Gl ) <l

Now the generalised Gronwall’s inequality, Theorem leads to u = 0 because
of the initial condition g = 0. [

If one assumes on the one hand stronger assumptions to the right hand side f and on
the other hand to the coefficients a¥/, b?, ¢ to be smooth in U as well as the boundary
itself and a* do not depend on t for all 4,5 = 1,...,n, then one can find an improved
regularity of the weak solution of the parabolic problem .

For the proof, we need a higher regularity of the elliptic boundary value problem. Un-
fortunately, we can not rewrite Fvans proof at this point. Solonnikov derived a general
theorem for higher regular weak solutions of elliptic problems in [30], p. 158-159. As an
example, he applied it for a second boundary value problem with Neumann boundary
conditions which is given here as a lemma.

Lemma 2.2.16. Assume a” € W, (U), V',c € LYU), ¢ > n, i,j = 1,...,n and
f € LYU). Suppose that u is a weak solution of the elliptic boundary-value problem

16
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Lu=finU
g:i =0 on OU.
Assume finally
oU € C*.
Then
ueW:(U)

and we have the estimate

Iz < € (1l gy + el o) -

Using this Lemma, we can prove the regularity theorem in [9], p. 360-361, for our
boundary setting.

Theorem 2.2.17 (Improved regularity for homogeneous Neumann condition). Assume
a’ € H*(U), b',c e L2([0,T) x U), g € HYU), f € L*0,T;L*(U)) and U € C>.
Suppose also w € L2(0,T; HY(U)) with $u € L2(0,T; H™H(U)), is the weak solution of
the parabolic problem . Then in fact

we L0.TH W) 0 L0, TH D), Sue £20,7:£0),

and we have the estimate

esssup||u(t + |lu . + ||—u
s () + o + |

< C (| £ c2ozczn| + 19l -

L£2(0,T5£2(U))

The constant C' depends only on U,’T" and the coefficients of the Lebesgue spaces.

Proof. Again, we will give here a brief approach of the proof given in Fvans book [9].

Similar as in Proposition [2.2.14] we multiply equation (2.10) now by %dﬁl(t) for fixed
m and summing up for k to discover

d d d d

for a.e. t € [0,7T]. Recall the definition of B {um, %um}, see equation ([2.4)),

17
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d LI d LI d d
B[“’m; &um] = /U Z aljum,xi&um,:ﬁi dr + /U ; bzum,xiaum + Cum&um dx

ij=1

== Al -+ Ag.

We assumed a” = a’* and the coefficients do not depend on ¢, so one can derive

d /1
A= —(=A
LT @ (2 [“m’“’”])
for Alu,v], u,v € H'(U), being a symmetric bilinear form. Furthermore, applying

Young’s Theorem, that is Theorem [A.2.7]

2
7um

C 2
[ As < ?Humuﬂl(U) Ty

L2(U)
q 2

d co
| <f Um) | < My + €| 3

T dt

£2(U)

for each € > 0 and a constant C' > 0 depending on the coefficients b’ and c¢. Combining

both inequalities, choosing € = 1 and integrating, we find

r

dt + sup Afw,(t), wn(t)]

£2(U) te€[0,T
T
<C <A [%(0), w (0)] +/0 HumHiLl(U) + Hf”iQ(U) dt)
2
<C (HgHHl(U) + Hf%Q(O,T;LQ(U))‘D ;

according to Proposition 2.2.14] Since A[u,u] > 0 [;;|Du|? dx for each u € H'(U),

we obtain

Um,

dt

2 2 2
tS[%%] Hum<t)||7{1(U) <C (HQHHI(U) + ||f||£2(0,T;£2(U))) :

Passing to limits as m = m; — oo, we deduce uw € L£(0,T;H'(U)) and Su €
£2(0,T; £L*(U)) with the stated bounds. In particular, for a.e. ¢ we have the identity

(o) + Blud = (7.0
for each v € H'(U). We rewrite this into

Blu,v] = (h,v)

18
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for h:= f — $u. Since h € L*(U) for a.e. t € [0,T], we deduce from Lemma [2.2.16
that u(t) € H*(U) for a.e. t € [0,T], with the estimate

2

2
+ HU’HEQ(U)> :

Integrating and utilizing the derived estimates, we complete the proof. O]

d

2 2

ullzew) < C (”fHLQ(U) + Hdtu
L£2(U)

Let us investigate a more complex case. We assume a nonlinearity in the right hand
side of the system in (2.1)), that is f = f(u), but suppose simultaneously that f(u) is
Lipschitz continuous.

Theorem 2.2.18 (Existence and uniqueness of a nonlinear reaction diffusion system).
Let U CR™ and u = (ut,...,u™). Then there exists a unique weak solution of

gu—i—Lu: fu) in (0,T]x U

ot
ou _ (2.13)
8n_0 on (0,T] x oU

u=g on{t=0}xU
with f € L2([0,T] x U) being nonlinear but Lipschitz continuous and g € H'(U).

The following proof is an adjusted version of an example in [9] in Section 9.2.1..

Proof. Let’s define an operator A to apply Banach’s fixed point theorem in space X =
C([0,T), L2(U;R™)) with norm

vl = max o) 2 zm)-

Let u € X be a given function, then h(t) := f(u(t)) is in £L2(0,T; £>(U,R™)) due to
the Lipschitz continuity. Consequently the linear parabolic PDE

gw—i—[/w = f(w) in(0,7] xU

dt
g‘::o on (0,7] x U

w=g on{t=0}xU

has a unique weak solution with

d
w e L20,T; H'(U;R™)), with Twe L0, T; HH(U;R™)),

see Theorem [2.2.15 Thus, w € X fulfils

19
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<§tw,v> + Blw,v:t] = (h,w) (2.14)

for a.e. t € (0,7 and for each v € H'(U;R™) and w(0) = ¢g. Hence we define

A: X - X, Alul=w.

Next, we choose u, @ € X and define w = A[u], @w = Ala] as above. That means w

verifies (2.14) for h = f(u) respectively h = f(it). Using the estimation ([2.12) from
the proof of Theorem [2.2.14] we deduce for the difference of w — w

d 5 _ ~ ~
&Hw - ’w”;(U) + 28w — w||3{1(U) < Ciflw — w”i?(U) T OQHh —h
d
dt

2
£2(U)

2 12
— |w = @2y < Csllw — @[ 2y

because of the Lipschitz continuity of f. Integrate the inequality with respect to time
t and we obtain

= B(8) 2y < = a0l
lw(s) = B($) [y < C | llult) = @)z dt

< OT|ju — @l (2.15)

for s € [0,T]. Maximizing of the left hand side yields
[w—@|* < CT|lw - a|*

Therefore

_ 1 _

[A[u] — Afa]|| < (CT)?|[u —a

and if 7" > 0 is so small such that (CT)% < 1 then operator A is a strict contraction.
That means for any given 7' > 0, we select 77 > 0 so small such that (C’Tl)% < 1.
Then we can apply Banach’s fixed point theorem (Theorem to find a unique
weak solution u of existing for ¢ € [0,71]. We can then repeat the argument to
extend our solution to the interval [T},273]. Repeat this procedure and after finitely
many steps, we constructed a weak solution on the full interval [0, T7.

In order to show uniqueness, we assume two weak solutions w and @. Then we have

w=wuand W =@ in (2.15). Thus,

() = @(5) ) < € [ lult) = @(s) 220, d

for t € [0, T]. Gronwall’s inequality, Theorem yields u = . O

20



2.2. Mathematical basics

Later on in chapter bl we will need some further results in order to proof existence
and uniqueness of our adjusted parabolic equation. These are not given any more in [9].
We start to introduce a regularisation of the Heaviside function such that it becomes

continuous.

Definition 2.2.19. For 0 > 0, let Hs denote the following regularisation of the Heavi-

side function:

0 =<0
Hs(z) = % 0<z<é
1 z>6

Then Hs(x) € C(R) N WH=(R), Hj(z) > 0 a.e. and 0 < Hs(z) <1 for all T € R.

The following proposition is useful to compare weak solutions of specific reaction

diffusion equations.

Proposition 2.2.20 (Monotony property). Let Q@ C R™ be an open, bounded set and

T > 0 be a fized time point. There are two parabolic systems given:

gu(t, 7) =DV?u(t, &) — ab(t, T) f(t, T)u(t, &) — yu(t, T)

ot
+ BIL(h(t, 7)) g(t, 7)b(
u(0, %) =uo(7)

ou

~
3

)

871 :O
and
0 S 9 o S S . .
@U(t’ ) = DV-u(t,©) — ab(t, @) Fu(t, ) + PIIGH(t, &) — yu(t, T)
v(0,Z) = vp(Z)
ov
an 0
with

L, (h(t, %)) i= pin + ALTA(t, T)

(2.16)

(2.17)
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and f,g,h € L>®((0,T] x Q), uo(Z), vo(¥) € HY(Q), b € L£°((0,T] x Q) and
D,a,B,7v,0,I1, F,G € R" are non-negative constants.

We assume that there exist weak solutions u(t,Z) and v(t,Z) of (2.16) and (2.17))
with uy(Z) < vo(Z). If FF < f(t,7), G > ¢(t,%) and II > I, (h(t,Z)), then it holds
u(t,Z) < w(t, ) for almost every (t,Z) in [0,T] x €.

Proof. Let z :== u — v be the difference of weak solutions of equations (2.16]) and (2.17]),

respectively. Consequently, 2z solves the difference of the equations, that is,

gz(t,f) =DV?z(t, T) — ab(t, T) [f(t, ¥)u(t, ¥) — Fo(t,

ot
+ B0(t, ) [T (h(t, ))g(t, T) — TIG] — vz(t,

8y

) (2.18)
)

8y

with

2(0,Z) = up(Z) — vo(Z)
0z
— =0. 2.19
on ( )
We use Definition to obtain with A > 0
p(t, ) == —e M H;(2(t, 7))

which we use as a test function since we can conclude that ¢(¢, Z) is in H!((0,7]) x Q)
because Hj is in W1 and weak differentiability follows from the chain rule of Sobolev
functions. Furthermore, the derivatives of ¢ with respect to ¢ and & are in £2. That’s
because on the one hand 9,2z, Vz € £? since this holds each for v and v. On the other

hand 0, (—e_AtH(;(a:» = )\e_)‘t% < % and 0, (—e_AtH(;(a:)) =< 2 for all ¢ and Z.

Testing equation with o(t, Z), applying Fubini’s Theorem, we obtain

- Lét;Z(s,f)e_Ang(z(s,f)) ds di = (2.20)
- D/Q[Jt V2a(s, e N Hy(x(s, 7)) ds di (2.21)
+/Q/Ot ab(s, @) [f (s, &)u(s, ) — Fu(s, z))] e N Hs(=(s,2)) ds di (2.22)
—/Q/Ot Bb(s, 7) [Ty (h(s, ¥))g(s, &) — G| e~ Hy(=(s, 7)) ds d7. (2.23)
+'Y/Q/Otz(&f)e_/\sf[(;(z(s,f)) ds d7. (2.24)

We start with the left hand side (2.20)). Partial integration yields
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-/ [z(t,:f)e_)‘tH(;(z(t, 7)) — z(O,f)H(;(z(O,f))] d7

—i—/ /tz (s, @ (i [6_)\SH6(2(5 7))
_ _/ (t, B)e )\tH(S( (t,7)) — 2(0,2)Hs(2(0, 7)) d¥

—/ / S, @) /\SH(;(z(s,:f)) ds d

+// s, T) A8H5<( ))aas( T) ds d. (2.25)

ds dT

We focus initially on (2.25). The derivative of the regularised Heaviside function
reads for a.e. s, T

for 0 < z(s,7) < 0

X
~—~
IS
—~
\.Cn
8y
N~—
N—
Il
>

0 otherwise.

Therefore we obtain

1
[2(s, ) H3 (=5, 2))| = =5, ) Hy(=(5, 7)) < 65 =1 for ae. 5,7

and in general it holds

Hj(z(s,Z))X06)(2(s,%)) = Hs(2(s,Z)) fora.e. s,Z.

Using this, we can conclude for the absolute value of (2.25)) the following inequality:

0

(s, 7) ASHa( (s, 2)) 5.2 (s, %) ds dF
(s, 7) )‘SH(;( (5,7))X(0,5)(2(s, x))({i (s, @) ds dT
// |2(s, &) Hy (=(s, $))|‘X<05)( (s, x))aas (s,7)| ds d7
X(oa (s, ) 58 (s,7)| ds dz.
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Since 0,2 € L2((0,T] x Q), we know that d,z € L£'((0,7] x ). That means the
integrand is dominated by 0,2, an integrable function. Additionally, it holds that

%lg(l] X(0.5)(2(5,7)) = 0

converges pointwise because Ns-¢(0,0) = 0. Finally, we can apply the dominated
convergence theorem [A.4.3] yielding

X(0,5)(2(s,T)) aaz(s Z)| ds dz = 0.
s

—0.JQ Jo

Since (lsir% Hs(z(s,Z)) — H(z(s,Z)) converges pointwise, we obtain due to the domi-
%
nated convergence theorem that (2.20]) can be written finally to

_// e M H(2(s, ) ds dif
:—/Qz t, Z)e )‘tH(z(t,f))—z(O,f)H(z(O,:E)) di

- )\/ /tz(s x e_)‘SH(z(s Z)) ds d

= _At/ dx—{—/ (0,7)] d:v—)\// L ds dT.

Now we focus on the right hand side starting with the Laplace term (2.21)). As in
previous calculation, partial integration and Neumann boundary condition (2.19) yields

¢
—/ /VQZ s f)e_ASHg(z(s,f)) d¥ ds =
0

_/ —)\8/ (Vz(s,2)Vz(s, 7)) Hy(2(s, 7)) di ds >0

>0

for all 6 > 0.

The dominated convergence theorem can be applied to (2.22)), (2.23)) and (2.24)
and allows us to replace Hs by H. Additionally, the degradation term ([2.24]) can be

rewritten to

t t
'y/Q/ z(s,f)e_ASH(;(z(s, 7)) ds dx = fy/Q/ e~ AS [2(s,Z)], ds dT > 0.
0 0

Summed up the results so far, we obtain
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e_AtH ELUDIN P H[z(o, Nilly A=A /Q /ot e [2(s, 7)), ds dE
>// ab(s, 7) [f (s, T)u(s, a:) Fo(s, @) H(z(s, 2))e™ S ds di (2.26)
- /Q /0 Bb(s, @) [IL(h(s, 7))g(s, &) — 1G] e~ S H(2(s, 7)) ds dz. (2.27)

We instantaneously see that Ms; < 0 due to the assumptions. That leads to

- /Q /Ot 55(575)]\/[26_)‘51:[(2(3,:5)) ds dz > 0. (2.28)

The term in ([2.26)) is a little bit trickier. We take a first look at M;. We can extend
this expression to obtain finally

My = f(s, Z)u(s, &) — f(s, Z)v(s, T)
=f(s,%)z(s,Z)
+ f(s,D)v(s, T) — Fu(s, T).

>0 due to assumption

Thus, the right hand side can be estimated to

¢ . . . S\ .
Z/Q/O ab(s, %) f (s, T)z(s, 2)H(z(s,7))e”"* ds di
>Ch /Q/O [2(s,2)], e~ ds dF (2.29)

with C) :=aF min (s, )9

(s,2)€[0,T]xQ

Using the estimations (2.28) and ([2.29) for (2.26)) and (2.27), we obtain

—e A 2(t, )

Q) + H[Z<O’ )]+ Li(Q

t
>(A—1) //e_)‘szsf , ds di
(2.30)

+Cl// L dsdT.

We assumed for the initial condition ug( ) < vo( r'), that means [2(0,-)], = 0 almost

2(0, )]+H = 0 and (2.30)) simplifies to

everywhere. Thus,
L1(2)

25



Chapter 2. Basics

i [ECOIR

t
(-1 01)/ / e [2(s, 7)), ds dif
QJ0
>0, if A > ;7 —1 is chosen.

L1(Q

Thus, we can conclude

[ECDIN o <
The expression [z], = [u —v] < 0 is equivalent to u < v. That means we can finally
conclude that H[z(t, SN o < 0 is equivalent to u(t, @) < v(t, T). O

Corollary 2.2.21. We assume that there exist weak solutions u(t,Z) and v(t,Z) of

(2.16) and (2.17) with ug(Z) > vo(Z). If F > f(t,7), G < g(t, %) and I1 < TII,(h(t, 7
X

then it holds u(t, ) > v(t, Z).
The proof is analogously since one has just to change signs and inequality signs.
The next lemma states the solution of a PDE including diffusion and degradation
only.
Lemma 2.2.22. Let Q C R? and t € [ty, T]. Then the system

;\D(t,f) = V2U(t, %) — y¥(t,2)
U(to, ) = e 10{(2)
M =0 for@e o)
on

with v € R, being a non-negative constant and W;,(T) € H'(Q) has a unique solution
which reads

U(t,7) = e (4, T)

whereas (t,T) is a solution of 2((t,T) = V((t,T) with ((ty, ) = (%) € Ry and

oK(t,F) _
o — 0.

Proof. The existence can be proven by simply recalculating the derivatives of W(t, 7):

D w(1,3) = —e 08 + e ((1,7)
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Inserting this into the PDE 2U(t, &) = V2U — 4 ¥ yields

—ye VGt 7) + e VIV T) = e TV ) — e (8, ),

Furthermore, the initial and boundary conditions are fulfilled, too:

U(to, @) = e T0¢(ty, &) = e~ V0 ((Z)
\Ij<t7f) — e—ﬁtC(taf)

= 0.
(n) n
To prove uniqueness, we first show that
a — 2 —

has a unique solution. We assume that there exist two solutions ¢; and (y of (2.31)).
The difference of these solutions z := (; — (5 solves the difference of the PDEs, that is

;Cl(taf) - ;CQ(taf) = V2C1(t,f) - V2C2(t7 f)
= gz(t,f) = V?2(t,7)

ot
with
2(to, @) = (1(F) — ().

The equation is tested with z(¢,Z) and integrated by t¢. Integration on the left and
partial integration on the right hand side yields

t 0 . I 2 = =\ 7=
/tO/Qatz(s,x)z(s,x) dz ds-/tO/QV 2(s,@)z(s, %) di ds

1 1 .

Therefore, if ¢, (Z) = ((Z) then || z(¢, ) Hiz(ﬂ) < 0 which means that (;(¢, Z) = ((¢, %)
due to Gronwall’s inequality. Thus, the assumption was wrong leading to a unique so-
lution.

We do the same approach for U(¢,Z). Assume that there are two solutions ¥; and

Uy, The difference of these solutions y(t,¥) := Wy (t,Z) — Wa(t, Z) solves the difference
of the corresponding PDEs, that is
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with

y(to, 7) = e~ 710 ((2) — (@) -

We use y(t,Z) as a test function to test the equation and integration by ¢ yields

t t
/to/gaaty(s,f)y(s,f) dz ds :/0 /Qvgy(s,.f)y(s,f) dz ds
t
— [ o, Dyls,7) d ds
tg JQ
1 2 1 2 t — |2 t —\ |2
— §||y(t,-)||£2(g) +§||y(toa')||g2(9) < —/0 Vy(s, Z)| d3—7/0 ly(s, @) ds < 0.

Choosing the same initial condition, meaning y(to, #) = 0, we obtain by Gronwall’s
inequality that W, (t,Z) = Wy(t, &) and eventually a unique solution. ]

2.2.2. Finite Element Method (FEM) for a parabolic PDE

As a guideline for the concept, the text book of P. Knabner and L. Angermann [15] is
used and gives us a short introduction into application-oriented finite element method.
The paragraph of Linear Elements is based on O. C. Zienkiewicz, see [41].

In section we derived the weak formulation of a parabolic partial differential
equation with homogeneous Neumann boundary condition, see Definition 2.2.12] In
order to solve the PDE numerically, there are a variety of methods to do so. In this
section we introduce the finite element method which is a more general approximation
technique containing many finite difference schemes as special cases. Due to its geo-
metric flexibility, practical implementation, and powerful and elegant theory, it is one
of the most successful discretization methods for PDE problems. For that reasons, we
concentrate on to solve the PDE with the finite element method.

One can distinguish between full discretizations, that is the application of so-called
space-time finite element method including the time variable, too, and semidiscretiza-
tions. The last one includes either the vertical method of lines, i.e. discretization starts
with respect to the spatial variable or the horizontal method of lines, i.e. the discretiza-
tion starts with respect to the time variable, illustrated in figure 2.3] Of course, both
methods need a further discretization step to obtain a fully discretized problem. The in-
tention of a semidiscretization is to deduce intermediate problems which are well known
and offer a wide variety of tools to solve. The horizontal method leads to a system of
elliptic boundary problems whereas the vertical method yields a system of ordinary
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differential equations. We will consider the vertical method in more detail.

t t
A A
21
l3
Solve elliptic problem EJ
t) ?)
t =
n
> > T
T ) T3 T4

Figure 2.3.: Scheme of the two semidiscretizations. x denotes the spatial variable, t is
the time variable. The left hand side shows the horizontal method, the right
hand side the vertical method.

We use again the Galerkin method to discretize the equation as introduced above in
section We replace the function space V' by a finite-dimensional subspace V};, C V/
with dim(V}) = N. Later on, N corresponds to the number of nodes of our space
discretisation. Then we look for a solution u;, € Vj, with t € [0, 7] such that

<§tuh,v> + Blup,v;t] = (f,v) (2.32)

for all v € Vj, and let ugp, € Vj, be some approximation to ug. Let {¢;}Y, be a basis
of V},, then the approximated solution reads

up(t) = Zfﬁ(t)@‘ (2.33)

and ugp, = ZfL £0idi. As test functions we choose v = ¢;, then the discrete varia-
tional equality ([2.32)) is equivalent to

660 S 4 ST Blogc (= (F.6) VielL. N} (230

j=1

The ODE system can be rewritten into a matrix form. We define the matrix
M := (¢;, ¢i)i; which is called mass matriz, K(t) := B|¢;, ¢i;t]; ; as stiffness matriz
and F(t) := (f, ¢;); is called load vector. The initial value is written as &on = (£0:)i-
Then for &, := (&;(t)); we obtain
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d
M&éh(t) + K(t)€n(t) = F(1)
€n(0) = &on.
To compute the element matrices it is necessary to find some appropriate test func-

tions respectively the so called shape functions. The next paragraph presents a brief
instruction how we choose acceptable elements for the approximation.

(2.35)

Linear Elements: First of all we need to discretize the area U into a proper mesh.
For reasons of simplicity as well as we don’t need higher dimensional cases, we just
consider a two-dimensional area U C R2. This dimension of area works best with
either triangular elements or rectangular elements. We will focus on triangular elements
since this element form is very flexible for geometrically challenging boundaries. A
triangulation should satisfy following properties which are stated in [15], section 2.2.

Definition 2.2.23. Let T be a partition of U into closed triangles K, including the
boundary OU. We call T a triangulation if

(1) U= Uker K
(2) For K, K' € T, K # K’,
KNK =0,
where K denotes the open triangle (without the boundary OK ).
If additionally holds

(3) If K # K' but KNK' # 0, then KN K’ is either a point or a common edge of K
and K'.

then T is called a conforming triangulation.

30



2.2. Mathematical basics

confirm non confirm

Figure 2.4.: Scheme of a confirm and non confirm triangulation.

Usually one considers only conforming triangulation, e.g. see figure [2.4] and so do we
in this thesis. The vertices of a triangle are also called nodes. For linear finite elements,
the ansatz space V}, is defined as

Vii={ueC(U): ulx € Py(K)VK € T}.

P1(K) denotes the set of linear polynomials in 2 variables on K. Using Cartesian
coordinates x and y, a suitable approximation @ for the unknown u for one triangle
element can be written as

i(r,y) = a1 + axx + azy (2.36)

with constant parameters a;. That means at vertices of the triangle we require

U = a1 + asx1 + asyy
U = Q7 + Ao 9 + asys

U3 = A1 + Q23 + asys

respectively written in matrix form

Uy Iz ay

ug | = [1 x2 yaf | a2

U3 Iz ys3) \as
=:A
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where w; is the approximated value at a node i, i.e. u; = @;(x;,y;). Matrix A can be
inverted such that we obtain a solution for the parameters a; given by

ay 1 T2Ys — T3Y2 T3Y1 — T1Y3 T1lY2 — L2l Uy
Qz | = AN Y2 — U3 Ys — U Y1 — Y2 Ug
as 4 T3 — T2 Tr1 — I3 To — X1 us

The symbol A denotes the area of the corresponding triangle and can be written as

1

Ap = 5 (r1 (g2 —y3) + 22 (Y3 — y1) + 23 (Y1 — ¥2)) -

Inserting the parameters a; into equation ([2.36|) and rearranging yields

ﬁ({[, y) = ¢1(:C7 y>u1 + (bg(l', y)u2 + ¢3<x7 y)u3

with ¢; being test functions defined as

1(0.9) = 5 s = a3) + (32 = yo)o + (a3 — 22}
Ga(2,y) = AN [(wsyr — 21ys) + (ys — Y1)z + (21 — 23)y]
) = s [ = ) + (= )+ (22 — )]

So each approximated solution on a triangle element is given by its nodal values w;.
Note that the derivatives may not be continuous between elements such that the solution
provides only Cy. Furthermore it typically holds the local properties of a shape function:

Let e be the set of edges of one triangle. Then it holds

for 4, 7 building an edge in e.

Additionally, the shape functions satisfy the following condition

> di(x) =1, Va € e.

The derivatives of ¢;(x,y) can be easily written down and read
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%

L) 89” 1 Y2 — Y3 Ao 1 T3 — T2

o 2 2AL Ys — an y 24, 1 — X3 ( )
o3 Y1 — Y2 T2 — X1
ox
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Chapter 3

ODE model

The probably most common way to model physical, chemical or biological processes in
time can be realized simplest by ordinary differential equations (ODEs). In order to
understand the processes, one can study the model analytically or simulate it numer-
ically to learn something about it. Even prediction of the behaviour is then possible.
Note that an ODE system usually does not consider spatial effects. A compartmental
approach could be used to describe a spatial structure and thus staying in the ODE
context, but would not be sufficient do describe this system including precise diffusion
processes. For that reason we use partial differential equations (PDEs) which will be
modelled in chapter [4] and analysed in chapter 5l Henceforth the variables of the ODEs
are often concentrations and densities. According to this, it seems reasonable to model
the quorum sensing process of Bacillus subtilis in form of ODEs as a first attempt to get
a first understanding of the process. The laboratory pCats of the BioQuant in Heidel-
berg with their group leader Dr. Ilka Bischofs provided experimental data for so called
“wild type” bacteria which produce and absorb signalling molecules and “mutant” bac-
teria which absorb signalling molecules only. After we have derived a suitable model,
we start to investigate the ordinary differential equations first analytically. Then we try
to fit the parameters with the given data of the experiments and if needed we change
the model equations to obtain a better result. All details of the best fit algorithm and
calculation confidence intervals are given in appendix [B]

A review of ordinary differential equations will be not given here but can be found e.g.
in [32] or [35].

The upcoming informations, experimental approaches and data in section [3.1]and [3.2)are
given by personal communication with Dr. Ilka Bischofs. The corresponding manuscript
is not submitted yet.
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3.1. Experimental approach

The research group of Dr. Ilka Bischofs in the BioQuant laboratory in Heidelberg de-
veloped a bimolecular sensor which can report on PhrA-signalling in Bacillus subtilis
in more detail, a FRET reporter strain. It is necessary that PhrA reaches a certain
concentration such that the sporulation process of Bacillus subtilis can start. With-
out PhrA, Bacillus subtilis do not sporulate. The part “FRET” of the reporter means
“Forster resonance energy transfer” and describes a physical process of energy trans-
fer from one chromophore molecule, the “donor”, to a neighbouring chromophore, the
“acceptor” [3]. As donor, they use the fluorophores protein CFP which is fused to
RapA and as acceptor a fluorophores protein YFP which is fused to SpoOF. There have
been independent measurements from at least four biological replicates executed by the
pCats laboratory, seeing the results in figure 3.1l Fluorescence increases up to 30% if
YFP-CFP fusion protein is on the same promoter, see last bar in figure 3.1 A strain
with a YFP-CFP fusion protein serves as a positive control since a significantly amount
of FRET will occur in the YFP-CFP fusion protein highlighted as fluorescence of YFP.
If both proteins are separately on a strain, no FRET occurs meaning no bar in the figure
and one sees only the fluorescence of CFP. This will be used as a negative control. The
BioQuant laboratory concluded that the RapA and SpoOF fusion proteins interact and
form a FRET-complex in the cell whereas the fluorescence increases up to 11%. This
corresponds to the top bar in figure |3.1}

SpoOF-YFP
CFP-RapA

vrp crp | W ©

YFP-CFP WO

0 0.2 0.4

» FRET

Figure 3.1.: Bar-plot of the average FRET in the mutant cells for different configura-
tions of YFP and CFP.

The most important fact is that PhrA stimulated cells perturb the interaction of
YFP-CFP, thereby decreasing FRET. This is schematically depicted in figure [3.2]
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Figure 3.2.: Scheme of the FRET process within a mutant cell.

Let’s briefly describe the experimental set-up to measure this perturbation. A dense
layer of induced cells is on a agarose gel pad illuminated permanently by a specific
blue light. After 60 seconds the YFP-acceptor is bleached for 20 seconds and abolishes
FRET, resulting in a higher emission of CFP fluorescence. The CFP fluorescence will
be measured by a photomultipler tube over time. The amount of FRET is quantified as
the ratio of CFP emissions before (CFPpre) and after the photobleaching (CFPpost)-
A typical fluorescence trajectory form the SpoOF-RapA reporter strain is given in fig-
ure 3.3l There we see that the CFP emissions of unbleached cells are about 11% lower
than that of bleached cells.

CFPye
CFPpost
A
t
1 : pos
=l
ol
1B %
=
0.9 A @ pre ;
1 — FRET,
0.8 Acceptor:
: Bleaching
0.7 é : > Time [s]
0 50 100

Figure 3.3.: FRET between CFP-RapA and SpoOF-YFP of unstimulated mutant cells.

The next step of the biologists was to find out how much the reporter cells respond
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to RapA stimulated by signalling peptide PhrA. They incubated 10%‘” PhrA for 5
minutes into the shake flask, washed the cells and measured the FRET by acceptor-
photobleaching. A drop to about 4% FRET in PhrA stimulated cells compared to
the 11% of unstimulated cells have been observed, see figure [3.4. Thus, their FRET
reporter is a suitable tool to quantitatively study PhrA signalling in Bacillus subtilis.

CFP,.
CFPpost
A

Stimulated

B =J
: c 3
0.91 Unstimulated S <y

1 - FRET, ]

0.84 Acceptor
Bleaching
€«
0.7 | ' > Time [s]
0 50 100

Figure 3.4.: FRET between CFP-RapA and SpoOF-YFP of IO%OZ PhrA stimulated mu-
tant cells (red line) compared to the prior case of unstimulated mutant cells

(grey line).

The BioQuant laboratory did three different experiments in order to obtain FRET
data sets. Let’s briefly describe these experiments.
In the first experiment, the uptake of synthetic PhrA signalling molecules by mutants
only is investigated and measured. We refer this part of the experiment as intracellu-
lar FRET kinetics. The experiments length of time was 20 minutes. The cell density
of mutants can be measured by Spectrophotometry. The optical density (OD) is di-
rectly proportional to the biomass in the cell suspension, but only for a specific range
depending on the cell type [I6]. In our case, we can assume that the given range
of OD of Bacillus subitilis is proportional to the cell density. Mutants were cultured
to ODgoonm = 1.6, whereas ODggonm = 1 corresponds to 1.19 - 108 szfls, and concen-
trated 10-fold by centrifuging. This corresponds to ODgggpe = 16. Then 50ul were
taken of that, this corresponds to 9.52 - 107 cells, and incubated into a reaction tube
of a growth medium volume of 500ul. They stimulated the mutants with 10%‘” of
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3.1. Experimental approach

synthetic signalling molecules at time ¢ = 0. To measure the FRET at some time
t €{0,1,2,3,6,11,21} in minutes, the reaction mixture is centrifuged for one minute
in order to obtain on the one hand the mutants only and on the other hand a mutant
free supernatant. These mutants were bleached as described above and in that way the
intracellular FRET kinetics is determined at time point ¢. Into the mutant free super-
natant, we insert 50 ul of a ODgggnm = 16 suspension of unstimulated mutants. After
5 minutes, the mixture is centrifuged for one minute and the mutants were bleached
again. The FRET of these mutants is referred as extracellular FRET kinetics at time
point ¢t. The pCats did 20 test series at all for the intracellular FRET kinetics and
measured 14 times the extracellular FRET kinetics. The resulting data as well as the
mean and standard deviation are given in figure [3.5|
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Intracellular FRET data of mutants

T T T T T T T T T T T
012 2 . Exp. data| 7
B Mean
0.11 + . |
H
01 - .
S o0of 4|f .
o N
Ry
0.08 | E{ ’ .
0.07 - . . i § i B
0.06 | ' : V-
Il Il Il Il Il Il Il Il Il Il Il
0 2 4 6 8 10 12 14 16 18 20 22
<a) Time [min]
Extracellular FRET data of mutants
T T T T T T T T T T T
0.12 + . s
011} : E i
01 i % .
o E ' '
& 009 I .
~ = °
Ry
0.08 { ‘ B
0.07 B
: Exp. data
006 L ° i Mean a
1 1 1 1 1 1 1 1 1 1 1
0 2 4 6 8 10 12 14 16 18 20 22
(b) Time [min]

Figure 3.5.: All data sets are from the pCats laboratory; (a): Ezperimental data of in-
tracellular FRET of mutants; (b): Experimental data of extracellular FRET
of mutants;

The second mutant experiment was a dose response experiment. The synthetic sig-
nalling molecule stimulus varies logarithmically from 0%"1 to 100%"1 at time ¢t = 0.
The incubation time takes 6 minutes inclusively the time for centrifugation. The total
number of mutants and the external volume are the same as for the first experiment.
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3.1. Experimental approach

The data and the mean with standard deviation are given in figure |3.6]

Dose response FRET data of mutants
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Figure 3.6.: Data set is from the pCats laboratory; Experimental data of dose response
experiment of mutants;

The last experiment was performed with wild types in an initially signalling free envi-
ronment regarding the accumulation of extracellular PhrA during sporulation. Besides
the extracellular FRET, also the bacterial optical density was measured in time. Hence-
forth wild types were cultured up to ODggonm = 0.6 and suspended into a shake flask
with 100ml growth medium. Since the wild types are always cultured under the same
requirements, the intracellular concentration of signalling molecules is basically equal.
We shift this value to zero to work initially with a signalling molecule free cell. Of course
the extracellular signalling molecule concentration is zero initially. Within the first two
hours, they measured the FRET each 15 minutes, after that each 30 minutes. This
was done until the experiment lasts 6 hours. The procedure of measuring extracellular
FRET is similar as for experiment 1. Mutants were concentrated to ODggonm = 16.
Then 50ul of that were mixed with 1950ul of wild type free supernatant, incubated
for 20 minutes, centrifuged for one minute and bleached to determine the extracellular
FRET kinetics of wild types. Additionally the OD of the filtrated bacteria was mea-
sured to obtain bacterial growth data. The results are given in figure
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013 Extracellular FRET data of wild types
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Figure 3.7.: All data sets are from the pCats laboratory; (a): Experimental data of
extracellular FRET of wild types; (b): Experimental growth data of wild

types;
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3.2. Model equation of FRET response

So far we know that the intracellular quorum sensing signalling molecule concentration
in mutants, that is C;,, alters negatively the FRET response. That means the more

signalling molecules PhrA are in the mutant cell, the less is the FRET response including
a saturation, see figure [3.5(a). Henceforth, the FRET curve could be modelled as

Cim(t)
E+Cim(t)

FRET, denotes the amount of FRET when there is no signalling molecule within
the mutant cell. The parameter AFRET corresponds to the decrease when signalling
molecules bind to RapA and alters FRET negatively. However, it does not decrease
permanently, only to some level which can be seen in the dose response data in fig-
ure 3.0l Thus, we need a parameter which controls the decline of FRET. This one
is denoted as & and describes the intracellular concentration where the half-maximal
response oCcurs.

FRET(t) = FRETy, — AFRET (3.1)

In order to evaluate the FRET data of all experiments with equation (3.1]), regardless
of whether intracellular or extracellular FRET, we need the intracellular and extracel-
lular signalling molecule kinetics of the mutants and wild types.

3.3. Dynamic of biological processes

After the description of the experimental approach, we describe the dynamic of bio-
logical process of peptide uptake and absorption of Bacillus subtilis mutants and wild
types and their consequences by introducing the relevant variables and parameters.
Note that all parameters are strictly positive in order to describe a biological fea-
sible behaviour unless we state it explicitly otherwise. Figure is a graphical
illustration of the following dynamical description.

All three experiments are performed with a shake flask where we have a growth
medium within the flask for the bacteria. We denote the volume of the growth medium
as V.. The use of such a shake flask ensures homogeneously distributed signalling
molecules and bacteria and justify the approach of ordinary differential equations.
Experiment 1 and 2 concern only the mutant population and their uptake of extracel-
lular quorum sensing signalling molecule concentration C,(t) with rate o, per
bacterium. This becomes to an intracellular signalling molecule concentration
within a bacterium and is denoted by C; ., (t). Most likely, we have natural degra-
dation rates for the extracellular as well as for the intracellular signalling molecule
concentration. These rates are denoted with v, and ~; and are non-negative. In the
upcoming discussion, we will then distinguish between strictly positive and zero values.
The time duration of the experiment is short compared to the generation time of Bacil-
lus subtilis. Thus, we assume a constant number of mutant bacteria denoted by
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Chapter 3. ODE model

N, in order to simplify calculations.

Experiment 3 concerns only the kinetics of a wild type population. The dynamic is the
same as for the mutants adding additionally a production term per cell of a prototype
of signalling molecule PhrA Pentapeptide. The experiment lasts six hours such that we
can’t neglect bacterial growth. We assume that the number of wild type bacteria,
denoted by b, (t), are homogeneously distributed within the shake flask as well. We
have to add a further ODE for the bacterial growth, e.g. logistic growth. This equation
is independent on the extracellular and intracellular signalling molecules.

Wild type

Mutant

Shake flask

Figure 3.8.: Scheme of the bacterial process and described dynamic.

A consequence of absorbing extracellular signalling molecules is that the intracellular
signalling molecule concentration increases. If the intracellular quorum sensing molecule
concentration reaches some certain threshold & we say that the necessary condition
is fulfilled. Then the bacterium changes its behaviour, e.g. production of signalling
molecules stops. In order to realize such a mechanism we introduce for the moment the
indicator function.

Definition 3.3.1 (Indicator function). Let A be a subset of a set X, then an indicator
function X4 : X — {0,1} is defined as

1 ifxeA
XA($) =

0 ifx ¢ A

Note that we want to have this switch in the bacteria’s behaviour only once in their
lifetime. Therefore, the indicator function has to be adjusted.

Definition 3.3.2 (Time-dependent indicator function). Let A be a subset of a set X,
then a time-dependent indicator function X axe : X X Ry — {0, 1} is defined as
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3.4. Mutant model: Negative feedback regarding absorption

A 1 ift<t
Xaxe(z(t),t) :=

0 ift>¢t"
with

t* =inf {t € Ry : Xa(x(t)) =0}.

In the next few sections we will investigate some hypotheses regarding the absorption
and production process.

3.4. Mutant model: Negative feedback regarding
absorption

First we derive model equations for the mutant experiments for the intracellular peptide
uptake. In this section, we want to check the following hypothesis:

HM 1 When the intracellular concentration Cj;,, has reached the threshold & then
we have a negative feedback regarding the absorption, that is, absorption of
signalling molecules stops.

In the next section, we formulate a suitable model for this hypothesis HM 1.

3.4.1. Model equations

Let’s briefly describe how we derive the ODEs for the extracellular quorum sensing
signalling molecule concentration C,(t) and the intracellular signalling molecule con-
centration Cj,,(t) for the mutants. We deduce a negative change of quorum sensing
molecules due to the absorption of signalling molecules with rate o,, by mutant bac-
teria of number N.. The units of the rate is given per time and per cell. At that
point, we have to be aware that we work here with concentrations. As a result of
signalling molecule flux into the bacterium, the extracellular and intracellular quorum
sensing molecule concentration change in inverse proportion to the volume of the growth
medium V. and the total volume of mutant bacteria V;,,. Thus, the absorption rate
om has to be divided by V, modelling the extracellular signalling molecule concentra-
tion. In unison, the intracellular concentration of signalling molecule C; ,,(t) increases
for mutants with a rate ‘Z—mm per bacterium. The total volume of mutant type bac-
teria is given by V., = Né\/},ac. The parameter Vj,. describes the volume of a single
bacterium. Furthermore, we assume a natural degradation for the extracellular and
intracellular quorum sensing molecules. The extracellular degradation rate is given as
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Ye, the intracellular degradation rate is denoted as ;. The ODE for the extracellu-
lar quorum sensing molecule is given in , the ODE for the intracellular quorum
sensing molecule in . As long as the intracellular concentration does not reach its
threshold, that is,

t<tp:=inf{t e Ry : £ =Cin(t)}, (3.2)

the time-dependent indicator function is 1. Otherwise, it is zero and the uptake
function vanishes due to the hypothesis HM 1. The initial amount of the extracellular
respectively intracellular signalling molecule concentration in the shake flask is denoted
as a constant C, o and Cj,, ¢ respectively, see (3.5]) and . Gathering all differential
equations, we obtain

d . Om
&Cea) = — Xjogxtr (Cim(t), 1) chce(t) — Ve Cel(t) (3.3)
d . O
aci,m@) :X[O,f]XtF (Ci,m(t)7t) Ncmce(t) - /71'0, ( )
A Om
=X(0,¢]xtr (Cim(t), 1) 7 Ce(t) = 7iCim(t) (3.4)
with initial conditions
C€<O) == Ce,O (35)
Cim(0) = Cimo- (3.6)

We used here freely selectable initial conditions in order to obtain a very general model
such that the following analysis becomes as general as possible. When we need better
suited initial conditions, especially for the intracellular signalling molecule concentration
since it is zero in experiment 1 and 2, we note that explicitly.

3.4.2. Analysis
Since the right hand sides of (3.3) and (3.4) are not continuous due to the time-

dependent indicator function, we can not apply the Picard-Lindel6f theorem, see Theo-
rem[A.3.1] However, the right hand sides are piecewise continuous. Let’s briefly describe
the approach how we show existence and uniqueness for solutions of equations and
in [0,00). Let’s consider the non-trivial case, that is, we assume ¢ to be sufficiently
big such that the mutants do not reach the threshold initially, that is, C;,,(to) < &. It
means in effect that there is at least a small time interval such that the time-dependent
indicator function X is 1 until the necessary condition is fulfilled. It might be the case
that the threshold is never reached by C;,,(t) in ¢t € [0,00), then the time-dependent
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3.4. Mutant model: Negative feedback regarding absorption

indicator function is always 1 and Picard-Lindelof can be applied. Otherwise we al-
ready know the time point such that the necessary condition is fulfilled, that is, tr, see
. So we can apply the Picard-Lindel6f theorem to show existence and uniqueness
of equations and for t € [0,tr). We can even solve the equations explicitly
within that time interval. We then consider the “activated” system for t € [tp, 00), re-
gardless if some term is added or neglected. It just describes the fact that the necessary
condition is fulfilled. Consequently, the time-dependent indicator function is zero then
and the initial values become Co(tg) = Co(tp), Cim(tr) = Cim(tr), with  being the
solutions for ¢ € [0,tr). For the activated system with ¢ € (tr, 00), the Picard-Lindelof
theorem can be applied again. At the end, we stick the solutions together and obtain for
each ODE a unique, piecewise continuous differentiable solution in [0, 00). All derived
interim results are registered as a lemma.

We consider the case C;,,(ty) < £ as stated, that is, the necessary condition is not
fulfilled yet and the time-dependent indicator function is equal 1. That leads to a
auxiliary model with following result.

Lemma 3.4.1. Let’s consider following system

d Om
SCult) = (veNc + %) C.(1) (3.7)
L) =2 () = s Com(8) (3.8)
dr im Vioe e Yi Uim .
with
Ce(tO) - CE,O (39)
Ci,m(to) - Ci’m’(] (310)

fort €[0,00). Then there exists a unique and differentiable solution which reads
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O, (t) =C, gelto = 1) B (3.11)
o Im to—1)8 _
C1’L,m,0 %acﬁ Ce,[) (6( 0 ) 1)
Jor i =0

Ci7m7oe_7i<t — to) + ;lce,o(t _ to)e—’}/i(t — to)
Cz’m(t) = bac

forv; >0 and v, =p

it —to) (o __OmCeol ) omCeoB _ —B(t —to)
¢ ’ (Cl,m,o ‘/bacﬁ(rﬁ' - 6) i %acﬁ(fyi - 6)6 i

Jorvi >0 and ~v; # B

(3.12)
Om
Ve
Proof. The right hand sides of and are linear functions in C, and C;,, and
thus globally Lipschitz continuous. Henceforth the Picard-Lindel6f theorem [A.3.1]yields
existence and uniqueness for all ¢ € [0, 00). Furthermore, we can calculate solutions ex-

plicitly. Equation ({3.7]) with initial condition (3.9)) can be solved e.g. by an exponential
ansatz yielding

with = N+ e.

t ~
— U—mNc + Ve dt
Co(t) =Cepe Jto Ve

—C,pello =5

with § := 2N, + 7.. Now we are able to calculate the solution of the intracellular
quorum sensing molecule concentrations in equation (3.8]). We first deal with the case
of no internal degradation of quorum sensing molecules, that is ; = 0. Integration of

the ODE leads to

0- t
i C.(s) ds.
‘/Emc to (S) °

The integral on the right hand side can be solved explicitly using (3.11)):

Cim(t) = Cimo +

t t
Ce(s) ds = C’epe(to =) g
to

to :—Ogo(e(to_t)ﬁ_Q'
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Altogether, the solution reads

ouCen (fi0 =3 _ 1)
() =C _mrer 0 —1).
Cz’m( ) Cz,m,() %acﬁ (6

In case of 7; > 0 the variation of constants yields

. -
Ci,m<t) — e_’Yi(lf — to) <‘(;m C’e(f)e%'(t — to) dt + Ci7m70> ) (3_13)
bac Jto

The integral in (3.13]) can be solved by using (3.11)):

t Ce(f)e%@_ to) dt =C. t e(% — B)(s = to) ds. (3.14)

to to

At that point we have to do a case differentiation. If and only if 7; = 5, then the
second integral of the right hand side becomes one. Otherwise it can be solved and
v; — [ being a denominator.

Let’s continue first with the case 7; = 3. Then the integral on the left hand side is
equal C,o(t — ty) resulting to

Colt — to)) it —to)

Now we consider the other case 7; # (5. The integral on the right hand side of
equation (3.14) can be solved and reads

"o —to) gi - CeoB ([ (yi—B)(t—to) _
c. S ( 1). (3.15)

Then (3.15)) is inserted in (3.13)) and altogether, the solution of equation (3.8)) for v; > 0
and v; # [ reads

Cim(t) :e_%‘(t —tp) <Ci,m,o _ ‘im (5(SG’OBB)>>
bac i

Om Ce,OB —ﬁ(t — 1 )
+‘/bac (5(’7@_ﬁ)>e v
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As long as the necessary condition is not fulfilled, that means there exists no tp, the
quorum sensing molecule concentration C, as well as the intracellular concentration C; ,,
may tend to steady states. The stability of those can be investigated by the eigenvalues
A of the Jacobian. The steady states are locally asymptotically stable if and only if the
real parts of the eigenvalues A of the Jacobian are negative, that is, Re{\} < 0 for all
eigenvalues \.

Lemma 3.4.2. For ; > 0, there exists an asymptotically stable steady state (C.,, Ciw)

of system (3.7)) - (3.10) fort € [0, 00) with

C.=0
éi,m == 0

For v; = 0, there exists a stable line of steady states which reads

(éea é@,m) = (07 C)
with C' € R being a positive constant.

Proof. We start with the simpler case 7; > 0. In order to calculate the steady states
we set the right hand side of the ODE equations (3.7)) and (3.8) equal zero. The steady
state of the external quorum sensing concentration reads

— O' —
0:_06 7mNc e — —Le
(F e 30) = =Cus

— (C,=0.

The steady state of the intracellular quorum sensing concentration of the mutant is
given by

O' — —
0= mce_ zsz
Viee 0

— (., =0.

The stability can be derived by the Jacobian of and reads
' ' ()

——N.—7v 0
J(Ce> Cz,m) == ‘/e
Om o
Ve v
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3.4. Mutant model: Negative feedback regarding absorption

It is independent of the steady states and all eigenvalues are negative due to the
positivity of all parameters. That means the steady states C. and C_’“n are locally
asymptotically stable and the solutions of the system tend to these points if we start
close to these steady states.

For 7; = 0, the steady state C, = 0 remains and is asymptotically stable. The
equation (3.7) for 7; = 0 reads

d Om

&Ci,m(t) = %Oe(t) = 0.

This equation is only fulfilled if C. tends to its steady state C. = 0. That means we
obtain a line of steady states which is stable. It reads

(667 éz,m) - (O7 O)
with C' € R being a positive constant depending on the initial value C; , ¢. O]

Yet we don’t know when and even if the necessary condition will be ever fulfilled.
Thus, we investigate if there exists an intersection of C;,,(t) = £ for all three different
cases in . This time point is denoted as tr and denotes the moment when the
necessary condition is fulfilled.

In order to simplify things, we assume C;,,(0) = C;,,0 = 0 which means that the
cells are initially empty which corresponds also the experimental approach. That leads
to following lemma:

Lemma 3.4.3. Assume the following initial conditions for (3.7) and (3.8):

Ce<0) = Ce,() >0

Cim(0) = 0.
1
For v; = 0 there exists a unique feasible solution tp = _51n<1 - g‘/l’“cﬁ) if and
e,00m
only if Cry > S0

For v; > 0 and v; = 8 > 0 there exists a unique feasible solution tg if and only if
Ce,() 2 f‘/bac'yie.
Om

For ~; > 0 and ~; # [ there exists a unique feasible solution tg if and only if

2

Ce,O > 5‘/17(18/6 (6)5_’%

Om Yi
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Proof. For ~; = 0, we set the solution (3.12]) with initial conditions C,(0) = C.p > 0

and C;,,(0) = Cj 0 = 0 equal &, that is,
=C,o—— —C,.p——e¢
$=Ceov 5B
é‘/bacﬁ ! —tﬁ
] Srbeel Lt
C’e,OO-m ‘

The right hand side is strictly monotonously decreasing from 1 but remains positive.
That means the left hand side must satisfy following inequality chain:

—

So there exists a unique solution ¢ if and only if C, o >

1>1-—

Oe,O Z

g‘/bacﬁ

e,00m

>0

5%(106 > 0.
(%2

m

Voac s and reads
o

m

Ce,(] Om

by — —1ln<1 - fvi)acﬂ)

For v; > 0, 7, = 8 and the corresponding initial conditions, we obtain

= U—m(]ejote_%'t

—

Stae L=t . g(t).

We briefly do curve sketching for g(¢). The first derivative reads $g(t) = e it(1 -
~it) which has it root at ¢ = - and its maximum reads g(f) = _-. So in order to obtain

at least one solution it must hold

—

gvbac < L
Umce,O

ey
C.

> g‘/bac/yie .

s -

Om

For equality, we have only one solution ¢z otherwise there exist two solutions tz; and
tro. The minimum of both is the relevant solution, that is, tp = min{tpy,tpa}.

Finally we consider the last case, that is, the solution (3.12)) for 7; > 0 and ~; #
with the new suited initial conditions must be equal £&. We get
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; Om Ce,(]ﬁ —,Bt_ —’}/Z't
g %ac (ﬁ(f% - 5)) (e ‘ )

S%acﬁ(’yi _5) 1 —ﬂt_ —v;t _.
T e e it —. h(t).

If 7; > [, then both sides are positive, otherwise they are negative. As above, we do
again a brief curve sketching of the right hand side which is denoted as h(t). The root

of the derivative $h(t) = —Be Pt 4 vie it reads

()
= B = .

If 7; > (3, then we have a maximum at ¢ with

Vi Vi

0-(3) () T2 )

If v; < B, then h(t) is a minimum. Additionally it holds h(0) =0 = Jim h(t). For an

intersection in case of v; > 3, we require

Vi
gxfbacﬂ(ﬁﬁ B 5) < <5>_M <% _ ]_)
O-mﬁce,O a Vi 6
_i
= C,> M <ﬁ>6_% )
Om i

Analogously, we obtain the same condition for v; < . Similar as above, we obtain
up to two roots denoted as tr; and tpy. The relevant one is the smaller one, that is,
tF = min{tRl, tEQ}. O

We have shown that there exists for specific parameter values a time point ¢tz such
that the necessary condition is fulfilled. That means the time-dependent indicator
function in (3.3) and is no longer 1. So the system equation changes and the
initial conditions have to be adjusted. The new solution for ¢ € [tr,00) should start
where the solution for t € [0,¢r) ends. Let’s denote the solutions of Lemma with ©
for the time period t € [0,tr). Before we derive the solution of equations and
(3.4) with initial condition and we need a further intermediate result.
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Lemma 3.4.4. Consider following system:

Lot = ) (3.16)

dt

d
—C. (1) = — ~; t q
ZCim(t) = =% Cul) (3.17)

with initial conditions
Ce<tF) - CA’e(tF)
Cim(tr) = Ai,m(tF)-

Then there exist unique solutions which read

A

C(t) = Co(ty, )eVeltr = 1)
Cim(t) = Cim(tr)eiltr = 1),

Proof. Since the right hand sides of and are Lipschitz continuous, we
obtain immediately existence and uniqueness of a solution by applying the Picard-
Lindelof theorem. The solutions can be easily calculated by e.g. the exponential ansatz
and read as stated. [

Remark 3.4.5. Note that the system in Lemma[3.4.4] and so do its results correspond
to the case when C; ., (to) > &. This was stated as the trivial case.

Now we have all tools to conclude the following result:

Theorem 3.4.6. Let’s consider the ODE system (3.3|) and (3.4), that is,

d - Om

&Oe(w - - X[O,{]XtF(Ci,m(t)7 t) cheoe(t) - ’Yeoe(t)
d A Om
gci,m(t) =X[0.¢]xtr (Cim(t), 1) %acce(t) —%iCim(t)

with initial conditions

Ce(0) = Cep
Cim(0) = 0.

Then there exist unique and piecewise continuous differentiable solutions which read:
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If v =0 and Cep > EVoael? th

C’aoe—tﬁ fort e [0,tr)

C’e(tp)e%(tF 1) forte [tr, 00)
Om
e ,0
Oi,m(t) = ‘/bacﬁ
Ci,m(tF)(i%(tF —1) fort € [tp, 00)

( —th 1) fort e [0,tp)

else

C.(t) = C,ge P

Cym(t) = —V‘:m 5Ces (e—tﬁ _ 1>

fort €0,00).
5%(1(:72’6

Om

If v >0, B =7 and C.y > then

06706_t6 fort e [0,tp)

Ce(tp)e%(tF 1) forte [tr, 00)

_Im C’eﬁote_t% fort e [0,tr)
Ci,m(t) = Vibac

Ci7m(tp)e%<tF 1) forte [tr, 00)

else
Cu(t) = CypetF
Cim(t) = = C, e Vi
bac
fort € [0,00).
Vi
If >0, B# 7 and Cppy > ~—— EVbaclS (5)5 Ti then
O-m (2

55



Chapter 3. ODE model

Ce7oe_t6 forte[0,tp)
C’e(tp)e%(tF 1) forte [tr, 00)

O'mce,Oﬁ e—tﬁ _ e—t% ( O-mCe,OB

Con(t) = 4 ViaeB(vi = B) VB — B) ) fort €[0,tp)

C’i,m(tp)e%(tF —1) fort € [tp,00)
else
Cu(t) = CgetP
mCe 6 — —17V; UmCe 06
Co (1) = —TmCeolB 1B _ —tv; <>
' (t) ‘/bacﬁ(fyi - ﬁ) ‘ ‘ ‘/bacﬁ(’yi - B)
fort € [0,00).

Proof. Using Lemma [3.4.1], Lemma Lemma (3.4.3| and Lemma [3.4.4) we obtain
on the one hand the unique existence of a solution and on the other hand an explicit
formula. O

We see, there exists a unique solution, but we don’t know yet, if it is biologically
feasible, that is, the solution has to be non-negative.

Lemma 3.4.7 (Non-negativity). Trajectories of (3.3) and (3.4)) with initial conditions
(13.5) and (3.6) are non-negative for t € [0,00).

Proof. We use Theorem to prove non-negativity of (3.3)) and (3.4)) with (3.5)) and

(3-6). In Theorem we have shown that there exists a unique solution. Furthermore
it holds

d
—Cle(t
5C0)

Cim(t)

=0

Ce(£)=0

e rmo = X0.gxte (Cim(D), 1)

d
dt

Om

C.(t) >0 for C.(t) > 0.

bac

which means the vector field points inwards to the axis. Thus, we have fulfilled the
requirements of Theorem which yields non-negativity. O

Next, we solve the equations numerically by MATLAB and perform a best fit sim-
ulation. Although we have an analytical solution, we solve the equations numerically
because it will be very tedious to implement all different cases. Additionally, some part
of the code can be used later, especially for the PDE-ODE approach in section [6.3]

o6



3.4. Mutant model: Negative feedback regarding absorption

3.4.3. Best fit simulation

We choose the experimental parameters as described in section [3.1], that is, the volume
of the growth medium V, = 500/ and the number of cell N, = 9.53-107. Additionally,
the pCats laboratory extracted from the images the length and diameter of a Bacillus
subtilis cell. Modeling a cylindrical cell with hemispheres on both ends yields for the
cell volume V, = 0.973 f1. This value was given by personal communication. The initial
conditions are C,(0) = 10222 and C; ,,(0) = 0422 The remaining parameters of ODE

system (3.3)) and (3.4) and FRET equation (3.1 have to be fitted, that is,
Om, & FRETy,, AFRET, ~;, and 7.

The solver algorithm we use is described in appendix [B|as mentioned in the beginning
of this chapter and yields as best fit:

Parameter | Lower bound | Best fit | Upper bound
om [pl/min] 4.1-1077 2.27 3.74

¢ [umol/l] 0.36 113.85 147.77
FRET, [—] 0.105 0.110 0.114
AFRET [-] 0.109 0.122 0.135

~i [1/min] 2.4-107° 2.6-107° 0.036

Ye [1/min] 8.1-1078 3.0-107* 0.683

Table 3.1.: Parameter confidence interval estimation of fit of model equations (3.3)) and

BA).

The lower and upper bounds in table correspond to the parameter confidence
interval estimation. The best fit of the intracellular degradation rate ; is very small.
Furthermore, experiments of the uCats laboratory have shown, that there is no intra-
cellular degradation within two hours. Thus, one can assume that there is no natural
intracellular degradation and neglect this parameter in future. We plot the best fit
solutions together with the mean values of the data sets. The results are given in fig-

ure 3.9(a), 3.9(b) and [3.10]
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0.12

0.06

(b)

Intracellular FRET of mutants

[

Mean
Best fit

——
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Time [min]
Extracellular FRET of mutants
T T T T T T T T T
B Mean
Best fit | |
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Figure 3.9.: Best fit solutions of model equations (3.3) and (3.4) with best fit parame-
ters given in table [3.1; (a): Intracellular FRET kinetics of mutants; (b):
Extracellular FRET kinetics of mutants;
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3.4. Mutant model: Negative feedback regarding absorption

Dose response FRET of mutants
TTT UL | T UL | T T T T

E B Mean
Best fit |

i 1 Lol o1l 1 Ll ool ool ool ool
10t 10° 10* 10 10° 10* 10°
PhrA [nM]

Figure 3.10.: Best fit solution of FRET concerning the dose response data by using
model equations (3.3]) and (3.4) with best fit parameters given in table .

Figure (a) represents the best fit for the intracellular kinetics. Due to the absorp-
tion of signalling molecules, the FRET is altered which reflects the fact that the curve
decreases. Figure (b) behaves vice versa. In the beginning of the experiment, there
is a high amount of signalling molecule in the supernatant after the centrifugation.
Thus, the new empty mutant absorbs the signalling molecules which alters the FRET
negatively. The amount of signalling molecules in the supernatant becomes less and
less which results in an increase of FRET since the signalling molecules PhrA do not
perturb the interaction. In figure|[3.10} we see that the higher the stimulus of signalling
molecules becomes the less becomes the FRET. However it does not undercut the level
0.05. All best fit solutions fit the data very well verified by a small sum of squared
residuals SSR = 3.74 - 1074, see equation , too. However, there is a further test
series of experiment 1 which investigates the uptake dynamics. Only the initial amount
of synthetic peptide was changed to 100%01. That means the initial condition (3.5
reads C.(0) = 100%‘”. So we use the parameters given in table and evaluate our
model with this new initial data. We see that the fit for the intracellular kinetics, fig-
ure[3.11f(a), is reasonable. It only decreases too fast which is a hint that the absorption
rate o, is too high or it may depend on the extracellular signalling molecule concen-
tration such that it is not a constant rate, rather a term with a sigmoid behaviour.
The fit for the extracellular kinetics, figure [3.11|(b), is very bad. The best fit is just a
horizontal line and does not increase at all. The reason for that is our hypothesis HM 1.
A negative feedback regarding the absorption was assumed which means that when the
intracellular concentration has reached &, the mutants stop to absorb and a high con-
centration of extracellular peptides remains in the supernatant. This concentration is
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Chapter 3. ODE model

so high, such that the empty mutant cells, which where added into the cell free super-
natant, reach their threshold £ again very fast and do not lower the extracellular level
significantly. Thus, the extracellular FRET curve is basically a horizontal line. So we
can conclude that when the extracellular concentration decreases, the FRET curve in
figure B.11(b) increases. So the hypothesis HM 1 is at least not sufficient to explain the
observed behaviour and we reject it. In the next section, we will state a new hypothesis.
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3.4. Mutant model: Negative feedback regarding absorption

Intracellular FRET data of mutants
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Figure 3.11.: Best fit solutions of model equations ({3.3|) and with best fit parameters
gwen in table[3.1] In contrast to figure[3.9, we changed the initial condition
to C.(0) = 1009 (q): Intracellular FRET kinetics of mutants;
(b): Extracellular FRET kinetics of mutants.
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Chapter 3. ODE model

3.5. Mutant model: No feedback regarding absorption

The result of the previous section was to scrap hypothesis HM 1. Thus, we formulate
a new one which reads:

HM 2 There is no feedback regarding the absorption. That means absorption of sig-
nalling molecules is continuous over time.

As in the previous chapter, we state a rectified model and analyse it afterwards. At
the end, a best fit procedure is performed.

3.5.1. Model equations

The descriptions of the model terms are the same as in section [3.4.1] except we neglect
the time-dependent indicator function which corresponds to the new hypothesis HM 2.
So the rectified system reads

d Om,
— =—N,— — 1
L) == NI2CH = Cult) (3.15)
L) =2 () = 3 Com () (3.19)
dt i,m _vaac e Yilim .
with unaltered initial conditions
C.(0) = Cu (3.20)
C@,m(o) - Cl’,m,O' (321)

3.5.2. Analysis

The model equations of this section coincide with the model equations in section [3.4.1]
when the auxiliary model was considered. Thus, we can conclude from Lemma [3.4.1
existence and uniqueness of a solution.

Corollary 3.5.1. There exists a unique and differentiable solution of system (3.18) and
3.19)) with initial conditions (3.20) and (3.21)). The solutions are given in (3.11)) and
3.12)).

In order to obtain a biologically feasible solution, we can prove the non-negativity of
the system as before.

Lemma 3.5.2 (Non-negativity). Trajectories of (3.18) and (3.19) with initial condi-
tions (3.20) and (3.21) are non-negative fort € [0, 00).
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3.5. Mutant model: No feedback regarding absorption

Proof. The approach is analogously as in the previous section [3.4.2] Uniqueness of a
solution follows from Corollary [3.5.1, The vector field on the axis reads

Ce(t =
dt ®) Ce(t)=0
oo Imou(t) >0 for Cu(t) >0
L Yim = e = or Ce = U.
dt ’ Ci-,m(t):O %ac
Henceforth, the solutions are non-negative. O

3.5.3. Best fit simulation

The experimental parameters as well as the initial conditions are the same as in sec-
tion [3.4.3] That means V, = 500ul, N, = 9.53 - 107, V; = 0.973f1, C.(0) = 10" and
Cim(0) = O’mlwl. Again we want to fit parameters o,,, £, FRETy, AFRET, ~;, and ~..
The results of the solver algorithm are given in table [3.2]

Parameter | Lower bound | Best fit | Upper bound
om [pl/min] 1.9-107* 2.34 4.07

¢ [umol /1] 1.3-107° 38.93 56.20
FRET, [—] 0.106 0.111 0.116
AFRET [-] 0.059 0.066 0.074

~i [1/min] 4.7-1077 51-1077 0.01

Ve [1/min] 2.0-1078 0.005 1.0

Table 3.2.: Parameter confidence interval estimation of fit of model equations (|3.18))

and (B.19).

As in section we obtain a good fit for the data with initially 1()”";“ of stimulus,

see figure and [3.13] The SSR is a bit bigger with 4.16 - 10~* as in section m,
where we had 3.74 - 104, but still in the same order.
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Figure 3.12.: Best fit solutions of model equations (3.18) and (3.19) with best fit parame-
ters given in table[3.9; (a): Intracellular FRET kinetics; (b): Extracellular

64

FRET kinetics;




3.5. Mutant model: No feedback regarding absorption

Dose response FRET of mutants

TTT UL | T UL | T T T T
B Mean
0.11 Best fit |
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10t 10° 10* 10 10° 10* 10°
PhrA [nM]

Figure 3.13.: Best fit solution of FRET concerning the dose response data by model
equations (3.18) and (3.19)) with best fit parameters given in table .

The problem with the model regarding hypothesis HM 1 was the evaluation of the
model with C,(0) = 100@. So we test the model with the new hypothesis HM 2, us-
ing the parameters in table 3.2l The fit for the intracellular kinetics in figure [3.14|(a) is
again satisfying. One can note that the fit of the FRET for the extracellular kinetics in
figure [3.14|(b) is now better but still not acceptable. The FRET curve finally increases
compared to figure (b) but it increases way too fast. Furthermore the FRET curve
reaches a level of approximately 0.11 at time ¢ = 21 minutes which is significantly higher
than the FRET data point with approximately 0.09 at ¢ = 21 minutes. Nevertheless
we can conclude that the model with hypothesis HM 2 is better than the model with
hypothesis HM 1. On the one hand it fits the data for C.(0) = 10222 well and on the
other hand the fit regarding the 100nM stimulus is more realistic. However we have to
restrict our model to a low concentration of extracellular signalling molecules.
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Figure 3.14.: Best fit solutions of model equations (3.18)) and (3.19) with best fit param-
eters given in table[3.9. In contrast to figure [3.14, we changed the initial
condition to C.(0) = 10027 : (a): Intracellular FRET kinetics;
(b): Extracellular FRET kinetics;

Finally, we do a bootstrap in order to find the confidence interval of the fitted curves.
The procedure is briefly described in appendix [B] The results of the bootstrapping pro-
cedure are given in figures and [3.16. In both figures, we can see that the range of
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the solutions is narrow and fits to the mean values and standard deviation well.

Intracellular FRET of mutants with confidence interval
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Figure 3.15.: Best fit solutions model equations (3.18|) and (3.19) depicted as solid blue
line. Confidence interval of the fitted curve depicted as dashed red line;
(a): Intracellular FRET kinetics; (b): Extracellular FRET kinetics;
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Dose response FRET of mutants with confidence interval
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Figure 3.16.: Best fit solution of FRET concerning the dose response data by model

equations (3.18) and (3.19)) depicted as solid blue line. Confidence interval
of the fitted curve depicted as dashed red line.

Both degradation rates are very small, especially for the intracellular degradation.
Thus, we set both degradation rates equal zero, that is 7, = 7. = 0 and run a best
fit simulation. The best fit parameter values and their bounds are given in table [3.3]
Furthermore, we obtain a sum of squared residuals of 4.17-10~* which is slightly bigger
than with degradation rates. Additionally, we see that the results of the bootstrapping
and also for the best are equal, see figures [3.17] and Therefore, we use this set of
parameter values for the next calculations in order to reduce the complexity.

Parameter | Lower bound | Best fit | Upper bound
om [pl/min] 1.34 2.23 3.65

¢ [umol /1] 27.30 38.10 52.85
FRET, [—] 0.107 0.111 0.116
AFRET [—] 0.060 0.066 0.073

Table 3.3.: Parameter confidence interval estimation of fit of model equations ([3.18)

and (3.19) with v; = v. = 0.
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Comparison of intracellular FRET of mutants
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Figure 3.17.: Comparison of bootstrapping with degradation rates and without degra-
dation rates; (a): Intracellular FRET kinetics; (b): Extracellular FRET
kinetics;
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Comparison of dose response FRET of mutants
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Figure 3.18.: Comparison of bootstrapping with respect to the dose response data with
degradation rates and without degradation rates

3.6. Conclusion for mutant type

The key result of the mutant experiments 1 and 2 is to reject hypothesis HM 1, which
means that the mutants absorb signalling molecules over time. We also see that a
constant exponential absorption rate fits the data well. In a manuscript of I. Bischofs,
received personally, the data were fitted by a model with a sigmoidal absorption de-
pending on the extracellular signalling molecule concentration and without degradation
rates. The results are similar except for the evaluation test with the 100%"1 stimu-
lus. In this case, they provided a better fit for the extracellular kinetics which means
that they were able to fit the first four data points well in contrast to our fit, see fig-
ure [3.14|(b). Afterwards the FRET curve increases as well quite fast and reaches the
same level as our fit, that is 0.11. The last data point, however, has its level at ap-
proximately 0.08. One reason to stop the increasing of FRET is that the absorption
stops at some point such that the intracellular concentration remains constant in time
and so do the FRET curve. For the bacterium, it makes no sense to absorb forever
signalling molecules. One simple reason could be that the cell is just full of signalling
molecules. Another reason might be that it is to expansive in context of energy to
absorb signalling molecules over a very long time. Or the absorption is described by
another time-dependant function. However to test such a hypothesis, one needs more
data points at the end to figure out in what kind of way the FRET curve increases. So
we can infer that for a low extracellular concentration of signalling molecules a constant
exponential absorption rate is an appropriate assumption. Additionally, we saw that
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3.7. Wild type model: No feedback regarding production

the model with degradation rates and without degradation rate, that are figures [3.1
and [3.18] yields the same results of the bootstrap method. We can conclude eventually,
that the degradation rates can be neglected in order to simplify the analysis of the
models.

3.7. Wild type model: No feedback regarding
production

We adapt the key result of the mutant experiment 1 and 2 to the wild type experiment
3, that is, we have no feedback regarding the absorption. So the wild type do absorb
signalling molecules over the entire time. In contrast to mutants, wild types can produce
signalling molecules. As a first attempt, we assume that the production of signalling
molecules also does not stop reaching the intracellular concentration £. Formulated as
a hypothesis of the wild type it reads:

HW 1 There is no feedback at all regarding the absorption and production of signalling
molecules.

3.7.1. Model equations

A part of the description of the model equations of the wild types is equivalent to the
description of the model equations and of the mutant in section . So
we only elaborate the difference of the model in the following passage.

Due to the longer experimental time duration, the bacterial growth can not be neglected.
Therefore, the number of wild type bacteria is denoted as a time dependent variable
b, (t). Since the data yields no crucial hint regarding a dependency to the intracellular
signalling molecule concentration, we assume that the bacterial growth is not coupled
with the intracellular signalling molecule concentration. Since bacteria generally can’t
grow to infinity due to the limit of food respectively of space, bacterial growth is assumed
to be logistic. Thus, the exponential growth rate is denoted as a and the carrying
capacity as k. Bacteria reproduce by cell division, the intracellular concentration
decreases with the same rate as the bacteria divides. This rate is denoted as f(by (%))
and corresponds to the exponential growth rate of the wild type. The last and main
important difference it that the wild types produce signalling molecules with a
rate IT per bacterium with a unit given per volume and per time. So we have a positive
change of external signalling molecules C,(t). Then the model for wild type bacteria
respectively experiment 3 reads
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ice<t> (1) — ((‘T/’:bw(t) +2e) Cult) (3.22)
S0 =7C0) ~ (it S0uD) Coult) (323
ibwa) —aby (t) (1 - b’“’é”) b (£) f (b (1)) (3.24)
with initial conditions
C.(0) = Cuy (3.25)
Ciw(0) = Ciwo (3.26)
bun(0) = buo. (3.27)

3.7.2. Analysis

There are no time-dependent indicator functions in the right hand sides of -
(3.24). Therefore we can show existence and uniqueness at once for ¢ € [0,00) in
contrast to the mutant models in section [3.4] or |3.5, However, the integrals which arise
here are way more complicated to calculate. Hence, we do not derive here explicit
solution formulas for all ODEs. Afterwards, one can show again the non-negativity of
solutions.

Theorem 3.7.1. There exist unique solutions of (3.22)) - (3.24) with initial conditions
BZ) - 2.

Proof. The ODE with respect to the bacterial growth, (3.24)), is uncoupled to the two
other equations and can be analysed for that reason separately. With the so called
“trick of Riccati” one can solve the ODE, see [17]. The solution reads

bwoli
e—at (K — buwo) + buwo

bo(t) = (3.28)

and is bounded for all ¢ € [0, c0). With the solution for the bacterial number we can

continue with (3.22)) and (3.23]).

Let t; € (0, 00). First we prove that there exists a unique local solution in the compact
interval [0,¢;]. The right hand sides of ([3.22)) and (3.23) are continuous differentiable
in C, respectively C;,, and thus Lipschitz continuous for ¢t € [0,¢;]. Applying the
Picard-Lindeléf Theorem yields the existence of unique solutions in ¢ € [0,%].
Integrating both sides of over time we find following estimate:
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Ow

t1 t1
Ce(t) = Cep +/O 1o, (s) ds —/0 (V by () + %> Ce(s) ds
=:g(t) =:h(s)

<o)+ [ (s)IC.(s) ds.

Note that g(t) is strictly increasing. Then we can apply the generalized Gronwall
inequality, that is Theorem , and obtain that the solution C¢(s) is bounded in
t € [0,¢;]. One can show analogously the same for C;,(t). After that, we consider
the next time interval [t1, ty] with o € (t1,00) arbitrary. Since the solutions in [0, ]
are bounded, we have feasible initial values for the new time interval. Thus, we obtain
iteratively a unique solution for ¢ € [0, 00). O]

Lemma 3.7.2 (Non-negativity). Trajectories of (3.22) - (3.24)) with initial conditions
(13-25) - (3.27) are non-negative fort € [0, 00).
Proof. The approach is analogous as in the previous sections for the mutant cases.

We use again Theorem to show non-negativity. From Theorem [3.7.1] we obtain
uniqueness of solutions. Then we can show

d
SO,y = DI >0
e = Te o) >0 for Cu(t) >0
dt "N NCw =0 Vi, O T ‘=
d

abw(zs)\bw(t)zo =0.
Consequently, the solutions are non-negativity. O]

Let’s check if the system ([3.22) - (3.24)) may tend to steady states. Their stability can
be investigated by the eigenvalues A of the Jacobian. The steady states are asymptoti-
cally stable if and only if the real part of all eigenvalues A of the Jacobian are negative,

that is, Re{\} < 0.

Proposition 3.7.3. For v; > 0, there exists an asymptotically stable steady state

(C’e,C_'i,w,Z_)w) of system (3.22) - (3.24) for t € [0, 00) with

o IV
Owk + Veye
c. = owll&V,
’ ’Yi%ac(o-w/i + VverYe)
by = K
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and an unstable steady state

C, =0
Ci =0
0

bu

For ~; =0, the system has no steady state.

Proof. In order to calculate the steady states we set the right hand side of the ODE

equations (3.22)) - (3.24) equal zero. Since (3.24)) is completely decoupled from ([3.22)
and ([3.23)), we take a first glance of this equation.

0 :al_)w (1 — bw)
K

<~— b,=0V b,=¢k

Thus, the steady state of the bacterial number reads l_)w,1 =0 and Z_)wg = K.
The steady state of the extracellular signalling molecule concentration reads

V.
_ I1b,,V,
<~ =
Hence 65,1 =0 for Bw,l or 6_1672 = % for Bw,z.

The steady state of the intracellular signalling molecule concentration is given by

Ow = - -
0 :Vbacce — C@w (% + f(bw))
- MICATA
— Ciy = ?

(7 + £(0w)) Veae(owbus + Vire)

_ For Zi)wvl, we obtain éi,w,l = 0. Otherwise for ng and 7; > 0 the steady state reads

Ciwa = % If v; = 0 there exists no steady state. Summed up, we have

only two steady states which read (Ce,la C’WJ, Bw,l) and (66,2, é’i,w,g, sz).

The stability can be derived by the Jacobian of ((3:22), 3-23), -24))" and reads
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3.7. Wild type model: No feedback regarding production

a.
——Zby—"7 O 0
‘/‘;2 ,)/
J(Ce7 Ci,w; bw) = Tw —; 0
Viae v
b
0 0 a-—2a—=
K

bw,l
K

is positive and the non-trivial steady states (C_’eg, Ci7w72, Bw72) is asymptotically stable

Thus, the trivial steady state (67'671, C’i,w,l,gw,l) is not stable since o — 2« = «

since o — 20/’”7‘2 = —a« is negative. The solution of the system tends to this point. [J

3.7.3. Best fit simulation

The data of bacterial growth given in figure 3.7(b) and is fitted first since we need
solution function b,,(t) in order to fit C,(t) and C; ,,(t). We will fit following parameters:

bwo, «, and k.

The results of the best fit simulation is given in table and the plot of the best fit
inclusive the estimated confidence interval of a fitted solution can be seen in figure [3.19]
The SSR of the logistic approach reads 0.0180.

Parameter | Lower bound | Best fit | Upper bound

Do [] 793-10° | 855-10° | 9.13-10°
a [1073 /min] 3.01 4.30 5.67
K [-] 3.84-10° |6.17-10° | 7.03.10%

Table 3.4.: Parameter confidence interval estimation of fit of model equation (|3.24]).
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«10'0 Population dynamics of wild types with confidence intervall
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Figure 3.19.: Best fit of bacterial growth model equation (3.24) depicted as solid blue
line. Confidence interval of the fitted curve depicted as dashed red line.

Remark 3.7.4. Further data fits with an exponential and linear approach yield a bigger
SSR. The one of the exponential approach was 0.0289, the one of the linear approach
was 0.0511. Thus, the assumption of a logistic growth is confirmed.

Now we can start to fit the FRET data of the wild type experiment 3. The experi-
mental parameter V, changes in this experiment to 100ml and the initial values reads
Ce(0) = 0&22 " C; ,(0) = 0£22 and from above we obtained b, (0) = 8.55 - 10° cells.
After a while, we insert the mutants, in total 16-O Dgogpym-50pl = 16-1.2- 108 .50 =
9.6-107 cells, into the cell free supernatant of size V, = 1950-107%1. As a first attempt,
we assume that the wild type bacteria has the same parameter values as the mutants
which are given in table [3.3l The only parameter which is left to fit is the production
rate II.

Running the program code of the best fit simulation, we obtain the best fit values in
table [3.5] and the FRET curve is depicted in figure [3.20] which is not acceptable. One
can detect three problems considering the fit. First, for ¢ = 0, the FRET curve does
not match the first data point and starts with a lower intercept. The consequence being
that we will also never reach the last five data points even if we change the hypothe-
sises. Second, the FRET curve does not decrease enough to reach the smallest mean
data points. Third, the FRET curves tend to a steady state and do not increase after
120 minutes in contrast to the data. Let’s discuss how these problems might be solved.
The first problem can be easily solved by shifting the parameter value FFRET,. However
it is not sure if this is unison with the biology. But after personal communication with
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3.7. Wild type model: No feedback regarding production

Ilka Bischofs, we can do this shift since they also detected this phenomenon in their
experiments. It seems that the FFRET, depends on the way how the mutant types are
cultured. The parameter value AFRET is not affected by this coincidence.

From a mathematical point of view, it is obvious why the second problem arises, that
is, the extracellular signalling molecule concentration is (almost) constant after half an
hour, see figure [3.21] with a relative small amount of signalling molecules. But we need
more extracellular signalling molecules to lower the FRET curve in figure [3.20, One
possibility could be to increase the production rate. But that would also result in a
steeper slope of the FRET curve and the curve would never match the points at ¢ = 100.
That’s why the best fit algorithm did not do that. However, there is a further possibility
to increase the level of signalling molecules: to reduce the absorption rate. We assumed
in the beginning that the absorption rate o, of the wild type is the same as for the
mutants. In the mutant experiments 1 and 2 only synthetic signalling molecules were
added into the environment. However, the wild types produce also further molecules
which are transported into the cell by the same oligopermease transporters, as we know
by personal communication with Dr. Bischofs. We can call this competition effect.
Thus, the net absorption rate of PhrA molecules is smaller. Luckily, these molecules
have no effect to the FRET reporter strain within the cell such that we can neglect
them in the model equations.

After that, it is obvious what we have to do such that the FRET curve increases: the
production has to stop in order to ensure the increase of FRET. So we will change the
hypothesis HW 1 appropriately and formulate a new hypothesis.

Parameter Lower bound | Best fit | Upper bound

IT [zmol /(1 - min)] 2.82 10.53 20.83

Table 3.5.: Parameter confidence interval estimation of fit of model equations (3.22))

and (8:23)
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013 Extracellular FRET of wild types
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Figure 3.20.: Best fit solution of extracellular FRET kinetics by model equations (|3.22))
and (3.23|) with best fit parameters of the mutants given in table the
bacterial growth given in table and wild types given in table [3.9]
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Figure 3.21.: Solution of (3.22) with best fit parameters given in table and .
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3.8. Wild type model: Negative feedback regarding
production

We concluded to reject hypothesis HW 1 since we need an increase of extracellular
FRET. Hence the new formulation reads:

HW 2 When the intracellular concentration C;,, has reached the threshold &,, then
there is a negative feedback regarding the production, but no feedback regarding
the absorption of signalling molecules at all.

Note that the threshold &, is a different one as the threshold & of the mutant.

3.8.1. Model equations
Compared to the model equations (3.22) - (3.24) in section we only add an time-

dependent indicator function to the production term. Then the system reads

jtce(t) et (Coa(t), ) b (6)TT — (({Z’bw(t) + %,w> (1) (3.29)
i Ciat) =2C(0) = (i + FBult))) Cral® (3.30)

d

_ by (1)
Sbu(t) =aby (1) (1 -

K

) =: by (1) f(bw(t)) (3.31)

with initial conditions

Ce(to) = Cep (3.32)
Ciw(to) = Ciwp (3.33)
bw(tO) - bw() (334)
and
t,:=inf{t e Ry : &, = Ci(t)}.
3.8.2. Analysis

The approach to show existence and uniqueness of a solution is similar as in section [3.4]
In case of C,, > &,, the wild type model almost coincides with the mutant model in
section [3.5] The difference is the population dynamics for the wild types. Thus, the
ODE of the intracellular concentration is different and we can not use Lemma
immediately, but after a small change. If C;,, < &,, that means the time-dependent
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indicator function is one, the model coincides with the wild type model in the previous
section [3.7] One just has to know when the necessary condition is fulfilled and this is
nothing else than the intersection of C;,,(t) = &, yielding ¢,. However, to calculate the
solution of C; ,,(t) respectively C.(t) explicitly is a difficult task to undertake. So in the
upcoming Corollary, we will have no requirements such that the necessary condition is
fulfilled.

Corollary 3.8.1. There exist unique and piecewise continuous differentiable solutions

of (3.29) - (3.31)) with initial conditions (3.32)) - (3.34). The solutions are non-negative.

Proof. If C; ,,(ty) < &, then the model coincides with the model in section for at
least a small time interval [ty,t;]. Theorem yields existence and uniqueness for
that time interval. If there exists a t; € [to,t1] such that C;,(ts) > &, then Theo-
rem yields again existence and uniqueness for ¢ € [ty,t;). The solutions for this
time interval are denoted as *. As mentioned above, the model almost coincides with
the mutant system in section [3.5| and the existence and uniqueness of a solution can
be obtain by and adjusted proof of Lemma [3.4.1] One just has to replace in the ODE
Y bY Yiw + f(bw(t)). The new ODE can be solved by variation of constants for both
cases Vi, = 0 and 7;,, # 0. The resulting integral exists since b, (t) € £ and so is
f(bw(t)) € L. Henceforth, we obtain for ¢ € [ts,00) existence and uniqueness of a
solution for given adjusted initial conditions C,(ts) = ée(ts), Ciw(ts) = CA'i,w(ts) and
by (ts) = by(ts). Joint together, there exists a unique and piecewise continuous differ-
entiable solution in ¢ € [ty,00). If there exists no ts € [to, 1], we consider a further
interval [t1,t2] and check again if there exist a t5. This can be done iteratively until we
obtain a at least piecewise continuous differentiable solution in t € [ty, 00).

If C;(to) > &, then the model coincides with the model in section for at least
a small time interval [tg,?;]. Then the approach is analogous to above.
Since it holds

d N
L], 0o = S, (Conlt).1) b 2 0
d o
—Ci ot = _2C.(t)>0 for C.(t) >0,
S0, = P 20 for Gl
the system is non-negative because of Theorem [A.3.2] O

3.8.3. Best fit simulation

In the best fit simulation, the experimental parameters as well as the initial conditions
are the same as in the previous section [3.7] For the bacterial parameters, we use the
best fit data from table[3.19] For the mutants, we use the parameters given in table (3.3
except for FRE'T, as discussed above. Instead, we use the mean value of the data which
is given by 0.117. We have concluded that the absorption rate of the wild type should
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3.8. Wild type model: Negative feedback regarding production

be smaller than that of a mutant, hence o,, is beside the production rate II a parameter
which has to be fitted. In addition, we test for wild types if there are degradation rates
of the signalling molecules as the “natural” signalling molecule might behave different
as “synthetic” signalling molecules. Summed up we will fit five parameters which read

H, Ow, gm Yiw and Ye,w-

The results of the best fit simulation are given in table As predicted, the ab-
sorption rate o, of a wild type is smaller than that of a mutant, see table Again,
the absorption rates v;,, and 7. ,, are very small such that one can neglect them in the
wild type model as well. The SSR is of size 1.99 - 10~* which is quite small.

Parameter Lower bound | Best fit | Upper bound
IT [zmol /(1 - min)] 2.08 5.06 58.31

0w [pl/min] 9.0-1077 0.18 0.28

&n [pmol /] 10.47 28.60 68.98

Yiw [1/min] 1.3-107° 1.3-107° 3.2-107°

Ve [1/min] 1.6-10°® 1.7-10°° 0.005

Table 3.6.: Parameter confidence interval estimation of fit of model equations (|3.29)

and (3.30)).

The best fit in figure seems very nice but can be still improved. On the one hand,
we do not really match the first data points, the curve decreases to fast. However, if
we lower the production rate by hand, then the curve would not reach the minimum.
So it seems that the production rate II is time dependent. On the other hand, we have
a sharp angle when the initiation of sporulation starts and production of signalling
molecules stops. However, it is not realistic that all bacteria stop simultaneously. Each
bacterium is not identical to each other, there are small diversities from a biological
point of view. In the next chapter, we will implement these ideas to the model.
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013 Extracellular FRET of wild types
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Figure 3.22.: Best fit solution of extracellular FRET kinetics by model equations (|3.29))

and with best fit parameters table and .

3.9. Extended wild type model: Negative feedback
regarding time dependent production

We do not reject hypothesis HW 2, instead we extend the model as described above. In
place of a constant production rate II we will deduce a production rate depending on
the intracellular signalling molecule concentration which itself depends on time. So in
the beginning when we have a low intracellular signalling molecule concentration, the
production rate should be low, too. If the intracellular signalling molecule concentration
increases, the production rate do so as well and tend to a constant value. Such a
behaviour can be described by a sigmoid function

Hmax OZ;U

Ha(Cin) = T G,

with II,,.. as the maximal production rate of extracellular signalling molecules, n
being the curvature index and K is the “half-max-velocity constant”, that is the value
of C;, when II; = %Hmaz. Since the intracellular concentration is usually zero in the
beginning, we have to add a minimal production rate IL,,;, such that the production of
signalling molecules starts. Summed up, a suitable function reads

Hmax C:Z‘u

11 Ciw ::Hmin T
s(Ciw) e

)
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3.9. Extended wild type model: Negative feedback regarding time dependent production

Since we have small diversities in each bacterial cell, we assume a noise in the sporu-
lation threshold. That means we will consider subpopulations j € W and due to
the diversity, each subpopulation has a different sporulation threshold &, ;. The set
{wy,...,w,} = W denotes the n wild type subpopulations. We assume that the noise
is normally distributed. The new extended hypothesis reads

HW 3 When the intracellular concentration C;; of subpopulation j has reached the
threshold &, ;, then there is a negative feedback regarding the production but
no feedback regarding the absorption of signalling molecules at all.

Additionally, we concluded that the degradation rates +;,, and 7., are very small.
Thus, we neglect them in the extended model.

3.9.1. Model equations

The description of the model parameters as well as the dynamic can be found in the
previous chapter [3.7.1l Here, we implement the new ideas from above.

0 = 3 R, (€00 OIS (C0) = 3 1,020 (339)
00 =2EC0) — SB,0)C(0)  forjeW (3.36)
jtbj(t) —ab;(1) <1 - bf/i”) — b () f(by(1))  forjeW (3.37)

with initial conditions

Ce(to) == Ce,O (338)
Oi7j(t0) = Ci7j70 fOFj eWw (339)
bj(to) = 050 fOI‘j eW. (340)

The thresholds &, ; should vary slightly from &,. So it can be seen as a perturbed
parameter with a normal distributed perturbation. We could assume that the threshold
&n,; varies up to around 20% of &,,. This can be achieved by &, ; = &, + 0.2 - &,v; with
v; ~ N (0,1). The time point ¢, ; is defined as

tn,j = mf{t € R+ : fnd = CZ’J(t)}

for all j € W.
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3.9.2. Analysis

The approach to show existence and uniqueness of solutions of equations (3.35))-(3.37)
in t € [ty, 00) is a combination of the proofs of Theorem and Corollary

Theorem 3.9.1. There exist unique and piecewise continuously differentiable solutions

of (3.35)) - (3.37) with initial conditions (3.38) - (3.40). The solutions are non-negative.

Proof. The equations for the bacterial growth are uncoupled to the other equa-
tions and . As in the proof of Theorem there exist unique bounded
solutions of in t € [ty,00) for all j € W.

We assume that C; ;(to) < &,,; for all j € W. That means there exists a small time in-
terval [t, t1] such that all time-dependent indicator functions are one and the right hand
sides are continuously differentiable. This implies Lipschitz continuity and henceforth
existence and uniqueness of solutions by the Picard-Lindel6f Theorem. The generalized
Gronwall inequality yields boundedness of the solutions C, and C;,,. If there exists a
time point ¢, x € [to, 1] such that the intracellular signalling molecule concentration of
a subpopulation £ reaches its threshold &, ; with k& € W, then one has to consider an
adjusted system for [t j,t;]. That means we do not sum over subpopulation k in the
production term and the initial values have to be adapted, that is, the solution evalu-
ated at t, . Since the solutions in [to, 1] are bounded, we have feasible initial values for
the new time interval. With the same approach, we can show existence and uniqueness
for [t,x, t1]. Afterwards, we consider the next time interval [ti, 5] with ¢y € (t1,00)
arbitrary. The approach for that interval is analogous. Henceforth, we yield iteratively
a unique and continuous piecewise differentiable solution for ¢ € [0, o).

If there exists a j € W such that C; j(ty) > &, ;, then we do not sum over all subpopu-
lations in [tg,t;]. The approach, however, is analogous to above.

The non-negativity can be shown as always with Theorem [A.3.2] The trajectories are
non-negative since it holds

d LN
0] = 3 Roguptn, (G0 1) b(0)TLs (Cis(1)) 2 0
le ~ 20 Ct) >0 for Cu(t) >0, jEW
7Ol = =77 CeB) 2 or Ce(t) 20, j €
d .
&bj (t) b3 )0 =0 for j e W.

3.9.3. Best fit simulation

The experimental parameters V., V}, and the initial conditions are given in section |3.7
and the best fit parameters for the mutant can be found in table[3.3] We assume n = 10
subpopulations, that is W = {wy,...,wio} of equal size in the simulation. Then the
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3.9. Extended wild type model: Negative feedback regarding time dependent production

solution of a subpopulation (3.37)) is given by the solution of the logistic function given
divided by the number of supopulation. The noise v = (Vy,, ..., Vu,,) of the
threshold is given with v = (—0.82, —1.58,0.51,0.28,0.03, —1.33, 1.13, 0.35, —0.30, 0.023).
The remaining parameters will be fitted, that is,

Hm’in; Hmax, K, Ow, M and é-n

The parameters of the best fit algorithm are given in table|3.7]and the corresponding
plot is depicted in figure [3.23] Now the solution fits the first data points better which
reflects also in a better SSR of 7.11-107°. The sharp angle vanishes as predicted fitting
the minimal points also very good.

in = 3.59 [zmol /(L - min)] | e = 5.10 [zmol /(L - min)] | K = 4.90 [umol/l]]

0w = 0.22 [pl/min] m = 16.70 [—] &, = 37.31 [umol /1]
Table 3.7.: Parameter choice of model equations (3.35]) and (3.30]) which yields a good
result.
Extracellular FRET of wild types
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Figure 3.23.: Best fit solution of extracellular FRET kinetics by model equations (|3.35))
and (3.36) with best fit parameters given in table table and ta-
ble[3.7

However the estimation of parameter confidence intervals yields frequently warnings
of singular matrices solving the ODE system. Then we obtain finally the warning, that
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the next step can not be chosen smaller than machine precision and the calculations
stops. Compared to the previous model in section [3.8, we changed only two things:
the number of equations and the production term. The change in number of equations
can not be the reason since the ODE’s are mostly decoupled. So it has to be the pro-
duction term. Plotting the sigmoid function Ilg (C; ;(t)) using the best fit parameters
in table for an arbitrary j € W, see figure [3.24], reveals the problem: the slope of
the function is already very steep for the best fit solution. So running the algorithm to
estimate confidence intervals of the parameters by maximizing/minimizing them leads
probably to a even steeper slope such that numerical integration has problems to inte-
grate the function when calculating a solution. The idea to avoid these warnings is to
replace the sigmoidal production term Ilg (C; ;(¢)) with a step function which is a sum
of time-dependent indicator functions. This is done in the next section.

«10°15 Sigmoid production term
T T T T T T T T
9 - -
8 - -
—= T .
< 6f 1
5 - -
4 - -
Il Il Il Il Il Il Il Il
0 10 20 30 40 50 60 70 80
Time [min]

Figure 3.24.: Best fit solution of extracellular FRET kinetics by model equations (3.22)
and (3.30)) with best fit parameters of the mutants given in table the
bacterial growth given in table and the wild types given table 3.6
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3.10. Extended wild type model: Positive and negative
feedback regarding time dependent production

In this section we only replace the sigmoidal production term with a step function.
So in the beginning, the production rate of signalling molecules is low and constant.
This is also called the basal phase. Then when the intracellular signalling molecule
concentration has reached a certain threshold &, ;, the production rate jumps to a
higher constant rate. This is modelled with a time-dependent indicator function. That
also leads to a change in the hypothesis.

HW 4 When the intracellular concentration C;; has reached the threshold &, ;, then
there is a positive feedback regarding the production, but if it has reached the
threshold &, j, then there is a negative feedback regarding the production. We
have no feedback regarding the absorption of signalling molecules at all.

3.10.1. Model equations

The description of the model parameters as well as the dynamic can be found in the
previous chapter [3.9] Here, we only implement the new production term. This can be
realized by

I (C;5(t) = Wnin + X, 00)xt,,, (Cij (1), 1) AL (3.41)

with

th‘ = mf{t € R+ : fp,j = CZJ(YS)}
for all j € W. So the final improved model reads

d w v g
&Ce(t) = Z X0, 15tn; (Cij (1), ) (Ci () b (t) — Z bj(t)vCe(t) (3.42)
J=w1 J=w1 €
Loty =22 Cut) — F()Cs(t)  forjeW (3.43)
dt Viac ’

d bi(t) |

Syt =aty(0) (1= ) = () fby(0)  forjew (3.44)

with initial conditions

Ce(to) = Cep (3.45)

Cm‘(to) = CZ'J"() fOI‘j eW (346)

bj(to) = 0jo fOI"j e W. (347)
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3.10.2. Analysis

The additional time-dependent indicator function in (3.42) leads to a more tedious
analysis. The approach is the same as for the proof of Theorem [3.9.1} Consequently,
we can conclude:

Corollary 3.10.1. There exist unique and piecewise continuous differentiable solutions

of (3.42)) - (3.44) with initial conditions (3.45)) - (3.47). The solutions are non-negative.

3.10.3. Best fit simulation
The setting is the same as in section [3.9.3] only the fitted parameters change to

Hmin7 AH7 gp,ja Ow and fn

Now, the solver performs without any warning and yields reasonable results. The
parameters I1,,;, and AIT corresponds to the plateaus in in figure [3.24] The absorption
rate o, is still in the same range as in the other cases as well as the two thresholds.
We also have the same least squared residual of 7.1 -107° as in section All best
parameter fits and their estimated confidence intervals are given in table A plot
of the best fit extracellular FRET can be seen in figure Note that it is similar to
figure (3.23]

Table 3.8.: Parameter confidence interval estimation of fit of model equations ({3.42)

and (343).
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Parameter Lower bound | Best fit | Upper bound
in [zmol /(1 - min)] 1.98 3.83 5.72
AIL [zmol /(1 - min)] 0.87 5.39 13.51

&g [wmol /] 0.26 6.31 14.83

0w [pl/min] 0.15 0.22 0.27

&n [pmol /1] 0.09 37.64 69.42
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Figure 3.25.: Best fit solution of extracellular FRET kinetics by model equations (|3.42))
and (3.43|) with best fit parameters of the mutants given in table the
bacterial growth given in table[3.J and of the wild types given in table[3.§

At last, we run a bootstrap in order to find the confidence interval of the fitted
curves as in section [3.5.3] The result is given in figure [3.26, Within the narrow band
lie all mean values and most of the standard deviations. Note that the band at the
end is quite big which means that there are parameter constellations such that there
are signalling molecules left in the supernatant meaning a subpopulation still produces
signalling molecules. However, the production is then too little and due to the cell
division, the intracellular concentration increases very slowly or even decreases. That
means the threshold &, can not be reached, at least not in the time interval we consid-
ered.
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Extracellular FRET of wild types with confidence interval
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Figure 3.26.: Best fit solution of extracellular FRET kinetics by model equations (|3.42))
and (3.43|) depicted as solid blue line. Confidence interval of the fitted
curve depicted as dashed red line.

3.11. Consequences of competition effect

In section |3.7.3] we concluded for the wild type a competition effect regarding the ab-
sorption rate o, since the rate was a factor of 10 smaller than the absorption rate of
the mutant o,,. Then we improved the best fit step by step coming to the final result
in 3.10, What we did not consider is a competition effect of the mutants absorption
rate! That might be possible after consultation with Bischofs. So we perform a further
best fit with positive and negative feedback regarding the time dependent production
of signalling molecules but now choosing the mutants absorption rate as an additional
fitting parameter. The best fit parameters inclusively their estimated parameter con-
fidence interval is given in table the graphical solution is given in figure 3.27 We
can see, that we can fit the data points as well and the confidence interval of fitted
curve is narrow and matches the standard deviation well. The parameter values of the
production as well as the thresholds for the feedbacks increase about the factor 5.

90



3.11. Consequences of competition effect

Parameter Lower bound | Best fit | Upper bound
I in [zmol /(1 - min)] 2.83 19.00 19.12
AIL [zmol /(1 - min)] 2-1077 26.9 31.32

&g [umol /1] 0.03 29.99 32.13

ow [pl/min] 0.10 0.21 0.40

om [pl/min] 0.12 0.18 0.31

&n [pmol /1] 1.90 179.99 233.15

Table 3.9.: Parameter confidence interval estimation of fit of model equations ({3.42))
and (3.43) with o, as additional fitting parameter.

Extracellular FRET of wild types with confidence interval
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Figure 3.27.: Best fit solution depicted as solid blue line of extracellular FRET kinet-
ics by model equations (3.42) and (3.43|) with best fit parameters of the

mutants given in table except for the absorption rate o,,, the bacte-
rial growth given in table and of the wild types inclusively the mutant
absorption rate given in table[3.9. Confidence interval of the fitted curve
depicted as dashed red line.
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3.12. Conclusion for wild type

At the end, we can conclude three main results regarding production and absorption
process of Bacillus subtilis.

We found that the production of signalling molecules had to stop in order to ensure an
increase of extracellular FRET. With that data, we also can prove that it is important,
that Bacillus subtilis absorb (at least for our cases) signalling molecules over time.
But it is reasonable, that Bacillus subtilis stops some time the absorption of signalling
molecules. This new hypothesis needs further experimental data to confirm or exclude
it.

After that, we saw that the production period is separated in two stages. In the
first stage, the production rate is constant, but low. After we have reached a certain
intracellular signalling molecule concentration, the production rate jumps to a higher
rate which is still constant.

Last but not least, there might be a competition effect regarding the absorption of
signalling molecules. At first, the best fit absorption rate of the mutants was ten times
higher than of the wild types. We suggested that the reason might be the further
molecules the wild types produce and absorb together with the signalling molecule
PhrA. That means the net rate of PhrA decreases and so do the absorption rate. But
we didn’t apply that assumption for the mutants immediately. When we did so, we
were able to find a best fit solution but with higher parameter values in production
rates and feedback thresholds. So the data is not consistent in order to determine
the parameters of the production process. One needs further experiments to confirm
or exclude competition effects of the absorption process. Since the puCats laboratory
rather supports the idea of a competition effect, we will use the parameters in table (3.9
together with hypothesis HW 4 for further computations.
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PDE model

In chapter [3| we introduced a system of ordinary differential equations to model on the
one hand the uptake process and on the other hand the production process of signalling
molecule PhrA of Bacillus subtilis. We assumed homogeneously distributed bacteria
within the shake flask as well as for the extracellular signalling molecule concentration.
Biological experiments on a pad, however, showed up a small sporulation delay of mu-
tant bacteria. Since mutants do not produce any signalling molecules, they have to
wait until signalling molecules produced by wild types reaches them. This motivates to
consider a spatial model of the signalling molecule uptake which is necessary to initiate
the sporulation process.

In this chapter, we only introduce the experimental approach and results, the dynamic
and the model equations. In contrast to the ODE case, the analysis of the PDE system
is done in a separate chapter, see chapter [5

4.1. Experimental approach and results

The diameter of the pad is 9mm and the biologists put 4 - 10* cells on it. Each cell
forms then a microcolony. Then they performed two different experiments.

In the first experiment, they placed either only wild types on the pad and counted the
spores for 80 hours or they placed mutants on the pad stimulating them with different
concentrations of signalling molecule PhrA and counting spores again.

The second experiment is a wild type-mutant ratio experiment. Both types are placed
on the pad of different population ratios and spores were counted for 80 hours again.
In figure [4.1] we can see the results which we can use later in order to compare it with
the simulation results. Note that the experimental output is not the total number of
spores, it is the number of spores per cell.
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Average number of spores per cell

30

20

10

Average number of spores per cell

(b)

1 = AphrA +100uM PhrA
30 -

20 -

10 -

— it

== AphrA + 10uM PhrA

AphrA unstimulated

wt:AphrA ratio
1:0

20
Time (h)

10 40

80

Figure 4.1.: (a): Number of spores per cell of the stimulation experiment; wt corresponds
to wild types and AphrA corresponds to mutants; (b): Number of spores per
cell for different wild type-mutant ratios; These data sets and plots are from
the pCats laboratory;

Additionally, they counted the number of cells of a microcolony such that we can
approximate the bacterial growth on the pad, see figure [4.2]
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Figure 4.2.: Bacterial growth of a microcolony; This data set and plot is from the pCats
laboratory;

4.2. Dynamic and model equations

As for the ODE system in chapter [3} the dynamic for the PDE system is similar and
illustrated in figure . We just have to include spatial effects on the pad @ C R? of
size A. On the pad, there is a thin agarose layer of hight h. Henceforth the volume of
the growth medium reads V, := €2 x h. A consequence of the experimental approach
is that we consider now bacterial colonies within V. and each colony exists of only
one type, that is either a wild type or a mutant. The colonies arise due to the cell
division and the assumption, that spontaneous mutations are very rare. That’s why
we have separated, not mixed colonies. The total number of wild type colonies is
given by W .., for mutant colonies by M,,,.. The volume covered by Bacillus is
denoted as V,, (wild types) resp. V,, (mutants) with w € W := {Wy,..., Wy} and
m € M :={M,..., My} Obviously it holds V,,, V,, C V, for allw € W and m € M.
The density of wild type bacteria is denoted by by, (¢, &) for ¥ := (z,y,2) € V,
and mutant bacteria by b,,(t, &) for ¥ € V,, for w € W and m € M. That means,
b(t, @) =0 for & € V,\V,,UV,, for allw € W and m € M. Thus, the bacterial density
is denoted by

by (t, &) forZ eV,

b(t,E) := b (t, &) forz eV,

0 for 2 € V. \ V,, UV,

for allw € W and m € M. The signalling molecule can be absorbed from both types
with rate 0. We denote this intracellular signalling molecule concentration again
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by C;(t,Z). As for the ODE model in chapter [3| we assume that hypothesis HW 4
holds. That means only wild type bacteria produce PhrA Pentapeptide with basal rate
I1L,,;» and a supplement rate AIT and will be then transported outside the cell, be-
coming the extracellular signalling molecule C.(t,Z). The transition from basal
to maximal production rate II,,;, + AIl is controlled by C;. If it reaches the intracellu-
lar threshold &,(&) per bacterium, then the change to the maximal production rate is
initiated. The intracellular threshold such that the production of signalling molecules
by the wild type stops is denoted by &, (&) per bacterium. By deriving a suitable ODE
model, we had the suspicion, that at some time the absorption of signalling molecules
stops which is a contradiction to hypothesis HM 2. However, the ODE mutant ex-
periments last only 20 minutes (plus one minute for centrifugation), the experiments
regarding the PDE model takes much longer, though. Thus, we introduce for reasons of
generality an intracellular threshold &, (&) per bacterium such that the bacterium stops
absorbing signalling molecules. We assume again, that C,(t, 7) is degraded outside the
cell with rate «.. As in chapter 3| a logistic growth of bacteria is assumed with expo-
nential growth rate a,carrying capacity « and independence of the intracellular
signalling molecule concentration. Additionally we assume a non-moving boundary of
the bacterial colony in the x-y plane, so we have only a movement induced by growth in
z direction. Of course this is a rough simplification but it simplifies the manageability a
lot. Last but not least, the most important term is missing, that is, the diffusion term
of the signalling molecules. Usually, the thickness of the layer is small compared to the
diameter of the entire pad. Thus, we assume that there is no gradient in z direction
which means we only have movement of the signalling molecule concentration in -y
plane. This diffusion is constant with rate D. However, the signalling molecules can’t
diffuse through the solid boundary of the pad, so they do not leave the reaction volume.

PhrA

Wild type

Mutant
Bacillus subtilis

colonies and spores
Figure 4.3.: Scheme of the bacterial process and explained dynamic. Instead of homo-
geneous distributed bacteria, we have here colonies.

As announced above, we consider now spatial effects for the extracellular signalling

molecule concentration C,(¢, %), leading to a PDE which is also known as Reaction-
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Diffusion equation. The intracellular signalling molecule concentration C;(t,Z) is de-
scribed by an ordinary differential equation for each ¥ € V,, UV}, for all w, m. This
is sufficient, since we are not interested in the cascade transition. Both equations are
coupled which makes it difficult to solve. Since we assume only signalling molecules as a
trigger for sporulation, the bacterial growth is independent of it. Thus, the equation for
bacterial growth is decoupled from the PDE-ODE system. Let’s explain the equations
briefly.

We start to model the PDE. The propagation of quorum sensing signalling molecules,
or better known as diffusion, can be modelled with the Laplace Operator. The reaction
process contains on the one hand the production process, the plus term, and on the
other hand the absorption process, the minus term, of signalling molecules. Note that
only for wild type bacteria we have a production term of signalling molecules at & € €.
The hypothesis HW 4 from section yields on the one hand two production phases
whereas the switch is controlled by threshold ép € R,. On the other hand, the cells stop
to produce signalling molecules which are controlled by the threshold &, € R, and stop
to absorb signalling molecules controlled by the threshold &, € R,. We assume, that the
thresholds are not constant in z-y plane. That means there is a noise for the thresholds
to model the diversity of bacterial individuals. The noise varies only in the z-y plane
yielding &, (%) = ’éib +0.2- &, y)’ with v ~ N ((8) , <(1) ?)), is chosen initially
and then fixed for the whole simulation. We choose the perturbation in a way, such that
68.27% of the thresholds vary up to around 20% of the mean value. The same approach
holds for the other thresholds &,(Z) and &,(Z), too. The switches in the right hand side
can be expressed by indicator functions, see Definition [3.3.1} and should switch exactly
once for each z. Here, the corresponding set of the indicator function is of interest as
well as the argument C;(t, Z). Since the thresholds are given per bacterium, we have to
multiply the thresholds with the bacterial density, e.g. &,(Z)b (t(Z),Z) =: n, (¢(Z), Z).
Due to this fact, the indicator set changes in time caused by the bacterial growth. In
this case, the set reads then [0,7,(¢(Z), Z)]. So we have only switches if

Ci(ta(T), T) = Na(ta(T), T)

for t,(Z) € [0,T] and & € V,, UV,,. For our application, we are again only interested
in the first point in time when the switch arise. We use the same idea as for the ODE
models in chapter [3] Note that the solution of (4.2)) for ¢ € [0,,(Z)] reads

i) = [ "0, B)b(s, T) ds(F).

Thus, t,(%) is defined implicitly by

to(7) = inf {t(f) cR, : /O " (@), D(5(2), ) ds(F) = na(i(D), f)} .
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Note that inf{0} = co. The terms 7,(t,Z) and n,(t,Z) as well as t,(Z) and ¢, (Z) are
defined analogously. Last but not least, we assume that degradation takes place all over
the pad and is modelled as a negative term. The entire PDE for C, is given in (4.1]).
Naturally, the ODE contains the same absorption part of the PDE, but with a changed
sign. When the intracellular concentration reach threshold 7,(¢, Z), absorption of sig-
nalling molecules stops. In contrast to the ODE model equations in chapter [3], we have
no negative term caused by bacterial growth. There, we modelled the intracellular con-
centration for a single cell and had to include the bacterial growth. Now, we consider
the intracellular concentration at a point ¥ which is regardless of bacteria. Since we
consider no propagation of the internal quorum sensing molecules, we obtain an ODE
which is given in .

The bacteria grows according to the logistic equation and is given in (4.3)) with the
corresponding initial condition . Note that the logistic equation is decoupled from
the other two equations.

Since signalling molecules can’t leave the pad, we assume homogeneous Neumann
boundary conditions, see . As initial condition, it is reasonable to assume no
signalling molecules in the dish and bacteria, which has no peptides consumed. That
leads to (4.4)). Finally, for t € [0, T] and ¥ € V, the system reads

P D 0 0
aCe(t,f) =V 0 D 0|VC(t,Z) | —v.Ce(t,T)
0O 0 O
— X[0,74(ta (2),3)] (Ci(t, {f))UCE (t, f)b(t, f)
Wmaflf
+ > X (DX o ta (@2 (Cilt, D)L, (Cilt, 7)) b(t, Z)
w=W1
0 S . . S
a@(t, T) =X[0,ma (ta(2),8)] (Ci (L, T) ) o Ce (t, Z)b(t, T) (4.2)
0 . . b(t, %)
il - 1 - 2277 4.
atb(t,az) ab(t, T) ( p ) (4.3)
with
Ce(o7f> = 01(07 f) = (44)
%ie =0 for ¥ eIV, (4.5)

b (0, %) = byo(Z) > 0 for & €V,

b(0,%) = 1 b,,(0, ) = byo(%) > 0 for €V, (4.6)

0 for € V,\ V, UV,
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for all w € W and m € M. n is the outer normal of 0V, and the production term

HX (Cl(t7 f)) = Hmm + X(Wp(tp(f)vf)voo)(ci(t7 f>>AH
is similar to the one in the ODE model, see (3.41)).

We stated the model equations for # = (z,y,z) € R® but without movement in z
direction and thus, no change due to the thin layer assumption. So instead of considering
concentrations in R3, we want to work with surface densities in the z-y plane in R2
more specifically, in the pad 2. This can be realized if we multiply the variables and
initial conditions by the agarose layer height h, that is,

Ce(tv (l’,y)) =h- Ce(t7 (ZE, Y, Z))
Ci(tv (SC,y)) =h- Ci<t7 (x,y, Z))
b(t, (z,y)) = h-b(t, (z,y,2)).

Consequently, we denote the covered area of bacteria on the pad as €2, with w € W
for wild types and €, with m € M for mutants. Then for ¢ € [0,7] and & = (z,y) € Q,
the model equations simplify to

gtCe(t, 7) =DV?C,(t, ) — 7.Ce(t, T)
— o — —
— X[O,”]a(ta(f)yf)] (Cz<t7 x))EC€<t, Jl‘)b(t, x) (47>
Wrnaac
+ D Xaw (@)X (ta @), (Ci(t, D)L (Cilt, 7)) b(t, T)
w=W1
0 . NN . S
506 T) =Xppna(ea (@, (Cilt, 7)) Ce(t, D)B(2, T) (4.8)
0 W . b(t, T)
ab(t,x) =ab(t, 7) (1 - ) (4.9)
with
Ce(0,7) = C;(0,7) =0 (4.10)
O:;(r’;;e =0 for 7€ 0N (4.11)
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bw(O,f) = bwo(f) >0 forxe QW1 Uu...U QWmaz =: Qw

D(0, ) = § by (0, 2) = byo(T) > 0 for £ € Uy, U... U Q. = Oy (4.12)
0 forfEQ\{QWUQM}
and
IL, (Ci(t, f)) =1L + X(np(tp(f)7f)7oo)(0i(t, f))AH (4.13)

Additionally, the first time point of the switches have to be rescaled to, that is e.g.

to(¥) :=inf {t(f) eR,: /0 EC’e(s(f),f)b(s(f),f) ds(Z) = na(t(f),f)}
with

Na(t, T) = &a(7)

The approach is analogous for ¢,(Z) and t,

b(t, 7).
).
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Chapter 5

Analysis of the PDE-ODE system

After we have formulated the PDE-ODE system in chapter [d, we analyse the resulting
equations mathematically. We’ll be able to show the existence of a weak solution but the
uniqueness can be only shown for a time constant population, that means b(t, Z) = b(Z).
However, if we mollify the discontinuity then we can show besides the existence also
the uniqueness of a weak solution for time dependent populations.

5.1. PDE-ODE system

We know that the coupled PDE-ODE system in and describing the quorum
sensing process is decoupled of the bacterial growth in . In section , we calculated
a solution of the logistic growth for the ODE, see equation ([3.28)). Using this approach,
the solution of holds for each 7 € ) and tends to its steady state hx for all initial
conditions, whether or not it is smaller or bigger than hx. That means the bacterial
growth solution b(t, &) is positive and bounded, meaning that b(t, Z) € L>((0,T]xQ) C
L£2((0,T] x Q). Henceforth it is sufficient to consider only the reduced system (4.7))
and with its initial condition and boundary condition by using the

solution b(t, ). We show first that weak solutions of that system exist and that they
are non-negative for almost every € ). Note that we have an indicator function in
the right hand side, therefore there exists no "classical“ or ”strong* solution.

The existence of weak solutions can be shown by using Schauder’s fixed point theorem,

that is Theorem [A.1.3|

Theorem 5.1.1 (Existence of weak solutions). There exists a non-negative weak solu-
tion of the coupled PDE-ODE system (4.7) and (4.8) with initial condition (4.10) and
homogeneous Neumann boundary condition (4.11)).
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Proof. We transform the model equations (4.7)), (4.8]) into a fixpoint equation in order to
apply Schauder’s Fixed Point Theorem [A.1.3] Choose C.(t,7) = z(t, %) € L*((0,T]xQ)
arbitrary but fixed and consider the ODE

0

pn 2(t, 2)b(t, T).

. O
Ci(t, Z) =X (ta(@),2)] (Ci(t, x))ﬁ

Integration by time yields

t
Cilt, #) = Cl0.8) + [ Xt ) (Cilt, D) T 2(s, D(s, @) s, (5.1)

T 0 h
The solution b(t, ¥) and the indicator function X are Lebesgue integrable. Thus, the
integral in (5.1)) exists and is also unique. If the indicator functions reach their jump
discontinuities, then the value at & does not change any more in time which means the
solution stay constant from that time point on. Note that this solution depends also

on z(t,Z). Thus, we denote the solution of (5.1 from now on as C;(z(t, ¥),t, T).

Now we insert solution C;(z(t, %), t,Z) into equation (4.7)) leading to

;@@@:DW@@@—%@@@
o, O s =
= Xomata (@) (Ci(2(8, T), 1, 7)) 5 Ce(t, T)b(2, Z) P(2)
Wmcwc
+ > Xaw @)X (0.0 @).2) (Ci(2(t, T), t, @)L, (Ci(2(¢, T), t, D)) b(t, Z).
w=W

We apply the existence and uniqueness Theorem [2.2.15[on P(z) and obtain the unique
weak solution C* € £2((0,T]; H'(Q2)). We prove now that this solution is non-negative:

Let’s consider an auxiliary PDE system, given by

0 o 9 . O . .

av(t,x) = DV~-u(t, %) hb(t,m) Yev(t, )
v(0,7) =0

ov

In 0.

This system is solved by the trivial weak solution v(¢, ¥) = 0. Using Corollary [2.2.21]
we obtain that the weak solution C of P(z) is a.e. non-negative for all ¥ € Q. Using
this fact, it is obvious that the ODE solution (5.1)) is non-negative, too.
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Since z(t, Z) was chosen arbitrarily we define a map

®: L3((0, T HH(Q)) = LL((0,T];HH(Q)
2= CF.

whereas the subscript ; declares functions spaces considering only non-negative func-
tions, e.g. L2 := {f € L*: f > 0 almost everywhere} endowed with the norm of £2.
Consequently the function C* is a non-negative weak solution of if and only if C*
is a unique non-negative weak solution of P(z), that is ®(C*) = C which means C¥ is
a fixed point of . So we have to solve a fixed point equation. We will do this with the
second version of Schauder’s Theorem, see Theorem [A.1.3]

As a first step, we have to find a convex, closed set and show that our defined operator
is invariant. In the first instance we derive the weak formulation for (4.7) with C as a
test function. This reads

a * b d * = = 2 1% — * — —
/ SCLEAC (1, 7) dF = D /Q V2OH(t, 7)C (1, 7) di
(2)

_/,yeC* * —») df
(3) 52)
NS — — * — — .
+ /Q ~Xoma(ta @, (Cilt, 7)) O (8, 2)b(2, D)CE (2, T) di
(4)

Wmaz
Y X X o i (ot DI (ot ) bt 7)1, 7)

w=W1

()
The terms (1), (2) and (3) can be reformulated to

o1, .y
()& [ oo (€))7 dn
(2) & [DVC (D0t D)og ~ /Q DVCE(t, )V CE (¢, 7) dF

=0

* —\ (12
= —D|VCI (1, 2) |20
3) & 7||O:(t7')||22(9)

Integrate the weak formulation (5.2)) with respect to ¢. Since C*(¢,Z) € £2((0,T] x )
we can apply Fubini’s Theorem and obtain
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HOBIly

(1) & \

ey 51020,y

=0
t
@& [ ~DIVCt e dt
t
@) [ IO

(1) & / | = Xomtuat@) (ol D) T C2(E)o(t, 7) o dt
Wmaz

se [ 3 X (DNt (Gt DI (e, 2) e, £)C 1,) o .

We can find an upper estimation of the weak formulation of the PDE by neglecting
(4) due to the negative integrand. This leads to

t t
o [ DIVCIE ey dt+ [ 1CE o
Wmaz

<[ / 2 X (o121 (Colts 7 (O ) 80, 2)C: (0,7 i .
(5.3)
Young’s inequality yields a further estimation for the right hand side of ([5.3]).
Assume €, > 0 Vw € [Wy, ..., Wi, then

Wmaz

[ ]S o N o (O DL (Ol 7)) b1 £)C 0, ) i

w=W1

Wiax . .9 (2€w)1—2 . R
<[ 2 X (o2 (Gt 7DeuC + =5 (0t D (0,2 i

¥ 2 t (2€max)7%H3nax 2
< [ enelO20 gy + [ 2T 0, ) g

for €0 1= max €, and Il,,,, := I,,;, + AIl. Using this estimation, equation
wE[WI,Wmacc]

(5.3) can be rewritten to

t * t (26771&%)_%1_[3710,3:
| O = e 102ty dt < [ 220 () g
1 2 t % 2
5‘ ) £29) —/0 DIVCI(t, )2y dt

<Qt
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with

267”@1 2 mazx
o= (s

That is, if we choose €4, € (0,7.) we obtain

160 gy it < QF

Q

whereas () := ————. We immediately see, that
Ve — €maz

* * 2 2
1€ Byt = 1C20 = 190) oy

So we choose t < é such that ||<I>(z)||22((07ﬂxg) < 1. That means the operator ® maps
Bj1(0) into itself. That corresponds to a non-empty, convex, bounded and closed set.
That’s an assumption in order to apply Schauder’s second version, see Theorem [A.1.3]
Note, that the solution can be continuously extended to the whole interval (0,7] by
changing the integrals bounds first and repeat the approach analogously.

The second step is to show the compactness of ®. Therefore one has to show that &
maps bounded subsets to relatively compact subsets and that ¢ is continuous.
We start to proof the relative compactness. Since the right hand side, that is, f :=
—(3)+ (4) + (5) is in L2((0,T] x U), the weak solution C* (¢, Z) is in H'((0,T] x Q), see
Theorem [2.2.17, Then we apply the Rellich-Kondrachov Theorem, see Theorem [A.4.2]
That means W2((0,7] x Q) = H'((0, 7] x Q) embedded continuously in £°((0, 7] x )
and embedded compactly in £9((0, 7] x 2) with 1 < g < 6, especially in £L2((0,T] x ).
That is, C* is in a function space, which can be embedded compactly in £2((0, 7] x £2).
Altogether, there is an operator J* : £2((0,T] x Q) — H'((0,T] x ). This operator is
bounded due to the improved regularity of the weak solution C¥, see Theorem [2.2.17]
Moreover, H'((0,T] x Q) can be embedded compactly into £2((0,7] x ), i.e. the
identity operator id : H'((0,7] x Q) — L2((0,T] x Q) is compact. By definition,
this operator maps bounded subsets of H!((0,T] x Q) into relatively compact subsets
of £L2((0,T] x Q). That is, J := id o J* maps bounded subsets of £2((0,7] x Q)
relatively compact into £2((0, 7] x Q) respectively J : £L2((0,T] x 2) — L2((0,T] x )
. Now we show the continuity of J by definition in terms of limits of sequences. Let
z, € L2((0,T] x Q) with 2z, — 2 € L£2((0,T] x Q). First and foremost we check
convergence of the ODE solution C;(z,t, 7). W.lo.g. we assume C;(z,,t, %) > C;(z,t, %)
for a & € 2. Then it holds
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0 < Ci(zn, t, %) — Ci(2,t, %) =
to 5 S o
=/, ﬁb(t’ T)X[0,4 (ta(@),) (Ci (20, 5, %)) 20 (5, T) ds
t

g
h
b(tv f) (X[O,na(ta(f)i)] (Ci<zn7 S, f))zn(s, f) - X[Oma(ta(f)j)} (Ci(zm S, f))z(s, f)

—0 for z,—z

+X[()7na(ta(f),f)] (C’,»(zn, s, f))z(s, f) — X[g,na(ta(g;)j)] (Ci(z, s, f))z(sy :f)) ds

t o . . . . .
:/0 Eb(t,x) (X[07na(ta(f)7j)}(ci(zn,S,ZL’))Z(S,Z') - X[Oma(ta(f),@](@(z,s,x))z(s,x)) ds
0
>

b<t7 f)X[O,na(ta(f),f)] (Ci(za S, f>>z(57 *f) ds

Il
h
~/q S

0 4 i Ci(znt,3), Ci(2,t, ) € [0, n0(ta(T), 7)]

-1 é i Ci(znvt7f) ¢ [Ovna(ta(f)afﬂa Ci('zvt’f) S [Ovna(ta(f)af)]

= Ci(Zn,t,f) < Ci<2,t,f). 4

Altogether, that is a contradiction, hence the assumption was wrong and C;(z,,t, %)
converges strongly against C;(z, ¢, Z) in L2((0, T]x Q) for z,, — z strong in £2((0, T] x Q).
Now we can check convergence of (C}), — C¥ for n — oo respectively (C}), —Cr — 0
for n — oo. The sequence C;(z,(t, Z),t,Z) is bounded, hence the right hand side f as
well. Thus, the solution C#(t, %) is bounded in H'((0,T] x Q) due to the same argu-
ment as before, that is, bounded subsets are embedded on relatively compact subsets.
H((0,T] x Q) embedded compactly in £2((0,T] x Q) (Theorem of Rellich-Kondrachov),
that is, one can find one strong convergent subsequence (C7), in £*((0,7] x Q) with
limit C,. The approach for the weak formulation of (C* )n, — C¢ is analogously as in
and (5.3). Then we obtain the following estimation
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5.1. PDE-ODE system

hm 7”(06) - Ce”EQ(Q) <
W’"L(Z‘L'

A 3 {0 @009 Cilns 20 L (€ 20) .

— g * —
= Xomata @) (201, 1, 7)) 7 (G, D(E, T)
= X, (Z)X[0n (0n(@).2) (Ci(2, 1, 7)) [Ty (Ci(2, 1, 7)) b(t, T)]

— o * — * * v
_X[Ovﬂa(ta(f)vf)](ci(zvt?‘x))ﬁceb(tv :E)} ((Ce)nk - Ce) dz dt

2 ¢ N — * ~ ~ * —
ell2((0,11xQ) < ‘/0 X[Oma(ts(f)vf)](ci(z’ t’x))ﬁb(t@)(oe - Ce)(oe - Ce) dr dt
<0

Thus, we can conclude C, — C* for k — oo. This construction works for every
arbitrary subsequence z,, especially z, . Hence, every subsequence of (C.)’ has a
subsequence (C}), that converges against C. As a consequence, (C;), converges
strongly against C7, which corresponds to the continuity of operator J.

Finally, we can apply the second version of Schauder’s fixed point theorem, i.e. Theorem
A.1.3] which states the existence of at least one fixed point. m

Let’s consider a reduced system using the same arguments as for P(z). Note that we
can neglect the indicator function of the integral in since all indicator functions of
the PDE need the ODE solution only for ¢ € [0,t,(Z)] because all switches have been
done and the PDE is then independent of the ODE solution. Then the reformulated
PDE equation reads

gtce(t, 7) =DV2C,(t, 7) — 7.C.(t, T)
= Xoan(ta(@) (me (8 ) 7 Clt, 2)b() (5.4)
; sz Xa, (2 X0 o129 (s, (8, ) Ty (1, (2, 7)) b(F)
=t
with

t
me, (t, ) = /0 %b(f)Ce(s,f) ds

allowing for a shorter notation.
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Chapter 5. Analysis of the PDE-ODE system

We see, there exist a non-negative weak solution. But we don’t know yet, if this weak
solution of and is unique. Unfortunately, there is no proof of the uniqueness
of the coupled PDE-ODE system and with non constant function b(t, ) in
time t. However, one can show that the PDE-ODE system has a solution for a constant
function b(Z) in time.

Theorem 5.1.2 (Uniqueness of weak solutions for constant b). Let supp(b(0,Z)) C
Q, b(0,%) € L2(Q) and 2b(t,F) = 0. Then the weak solution of the coupled PDE-
ODE system (4.7) and with initial condition and homogeneous Neumann
boundary condition s unique.

Proof. Let’s consider again the reformulated PDE . Since there is no bacterial
growth, we can write n(t;(Z), ) = n(Z) for i = a,n,p and obtain

aatce(t, %) =DV?C,(t, T) — 7.C.(t, ¥)
- O R
— X{o,na(2)] (Me, (t, 7)) ECe(t’ 7)b(X)
Wmaz
+ 2 Xo, (@)X @) (me. (¢, 7)) 1 (me, (t, 7)) b(F)
Jj=W1
with
=\ to- — —
me, (t, T) —/0 Eb(x)Ce(s,x) ds.

When we have shown the uniqueness of the reformulated PDE solution, then we can
easily follow the uniqueness of the ODE equation (4.8)).

Note that the production term II, is bounded since it was constructed as a step
function. So we can conclude that there exist constants K, Ko, My, My > 0 such that
we obtain for all ¢ and & € Qy U Q)

K <b(7) < K> (5.5)
M,y < I(me, (L, &) < M. (5.6)

We assume that there exist two weak solutions of the PDE ((5.4) called y; and ys.
We define the difference of these solutions as z := y; — yo yielding
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5.1. PDE-ODE system

0 . . . . .
£:7(1,8) =DV?2(1,8) = 7.2(1,7) — [Noa) (myn (6,2)) 11 (1, )
_ w10, ,
~Xioa(@)] (Mo (1, 8)) 92 (t, )] 7-0(7)
Winaz (5.7)
+ 3 X, (@) [Xoum() (my, (£, 2)) T (my, (¢, 7))

J=m

o
—~
81
SN—

—X[0.0(@)] (My, (T, T)) TLy (my, (¢, T))
with

» to, . »
m (t.7) = [ (@) (s, 7) ds
t
b Vya(s, T) ds.

My () = [ T

Note that has to be interpreted in the weak sense. Next, as a suitable test func-
tion, we choose a regularisation of the signum function such that we obtain a Lipschitz
continuous function. We already did the same in the proof of Proposition for the
Heaviside function, see Definition [2.2.19] Analogously, we obtain for § > 0 following
regularisation of the signum function:

8

-1 z< -4
sign5(z) = % _5 S P S 6
1 z > 0.

Then the weak formulation of (5.7]) reads

/Qaa 2, @) signg(z )d:U—D/ V22(t, 7) signg(z) d7 (5.8)
— ’ye/Qz(t,x) signg(z) d (5.9)
— [ DX O 7)) 1 (8,7)
@ o (5.10)
~Xoa() (M, (1,7)) wa(t, T)| 5 b() signy(2) di
# J 2 %08 om0 (s (8.2 T i (1, -

~ X[, (@) (M (£, ) Ty (g, (£, )] B(Z) signg(2) di.
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Chapter 5. Analysis of the PDE-ODE system

The main goal is to find a suitable estimation to apply Gronwall’s inequality
in order to show uniqueness. We consider first the Laplacian term in (5.8). Partial
integration and chain rule leads to

D/ V?22(t, #)z signg(z) di = D [Vz(t,x) signg(z / Vz(t, )V ( signg(z)) dz
Q

a2 4 S
= —D/Q (Vz(t, 7)) o signg(z) d < 0.
>0

As a consequence, we can neglect this term and find an upper estimation of the right
hand side of the PDE. Then, we can replace eventually the regularisation by the actual
signum function due to the dominated convergence theorem, as we did in the proof of

Proposition [2.2.20, Integrating the left hand side of ((5.8)), (5.9), (5.10) and (5.11f) with

respect to the time ¢ we obtain

¢

/ / T) sign (z) d¥ ds < —%/ /z(s,f) sign (z) d ds (5.12)
Q0 o Jo

- /0 /Q Xioa@) (M (5,2)) 1 (5. 7)

(5.13)
— — o — . —
—X[0,70(2)] (mm(s,x))yg(s,x)} Eb(m) sign (z) d¥ ds
t Wm(mc
X r) X z 7_’ I 7_’
+/ /Qj;m 0, (%) [Xon @) (1 (5, D) Ty (1, (5, 7)) -

~X[0 (@) (Mg (5, 8)) Ty (my, (5, 7))] b() sign (2) d ds.

We can simplify the integral on the left hand side of ([5.12)) leading to

//—zsx sign (z d:vds-// —|z(s,@)| dT ds
— [ |2(t,7)| dZ —/ 0,7)| d7
|1zt @)] i = [ 12(0.)] dz

= 12 )z, = 1200, )], - (5.15)

The term on the right hand side of (5.12)) can be estimated upwards to

¢
—%//z(s,f) sign (z) di ds = —, //| (s,7)| d ds < 0. (5.16)
0 Jo

The terms (5.13)) and (5.14) are much more complicated to estimate. Nevertheless,
it is possible after some tedious work. Note that the integrals are only non-zero where
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5.1. PDE-ODE system

we have some bacteria, that is, Z € Qu U Q),. Otherwise the integrand becomes zero
and the integral vanishes eventually. We start with (5.13)) and take the absolute value
of the term as well as use (5.5)) in order to estimate the term upwards. Then it holds

o t - -
G <o [ [ | [Xomtan (s (. (s, )

(5.17)
~X[0a(@)] (M (5, 7)) y2(5, 7)) ] A7 ds.

The main part of this proof is to find a proper estimation of ([5.17)) regarding the
applicability of Gronwall’s Lemma. For this purpose, we try to find a suitable ap-
proximation of the integrand. The term in the bracket [...] in ((5.17) can be rewritten
to

[ ] = X(oma@) (1, (5, 7)) y1.(8, T) = X[o,na(@)) (M, (5, ) ya(s, T)

:X[O’,]a @] (myl (s,%) ) z(s,T)

—

+ X[0,n0 (@) (M, (5, 7)) 425, T) — X[o,n0(@)] (M (5, 7)) y2(5, ).
=12(5,%) [X(0,10 (@) (M1 (5:8) ) =X (0,10 (2)] (M2 (5,7)) ]

We can show that the absolute value of a solution y; resp. ws is bounded by a
constant. Let v(t) be the solution of v(t) = My with v(0) = 0 using the maximal
production rate, see . Since an indicator function is an element of £, we can
apply Proposition and conclude eventually that ys(s, ¥) < v(s) for all s € [0,T]
and 7 € Q. This solution v(s) also solves 2 (t,7) = V?u(t, &) + My with 250 = ©
since v(s) is constant in . Then we can conclude that v(s) < v(0) 4+ Mas leads to
yo(s, @) < Mys for all (s,7) € (0, 7] x §2. Since s € [0,T], we obtain ys(s,Z) < C with
M,yT =: C' € R, is constant. Using this result, can be estimated to

g% / / )X[Ona (my, (s x))z(s,f)‘ d¥ ds

<|z(s,2)]

t
T C/O /Q ‘X[Oma(f)] (my, (8, 7)) = Xo.na(2)) (1 (5, f))‘ d¥ ds. (5.18)

The last integral ([5.18]) is now of interest. In order to estimate it in a proper way,
we define the time points when the indicator functions become zero pointwise for all
that is,

(1,7 = [ To@hn(s. ) ds = (@ (5.19)
(12,7 = [ To@ (s, ) ds = () (5.20)
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Chapter 5. Analysis of the PDE-ODE system

Then we have to distinguish the cases which of the indicator functions become first
7Z€ero.

Case 1: t1(7) < to(7)

The absolute value of (5.18)) can be estimated to

X (@) (M (5, 8)) = Xo (@) (s (5, 8)| < X 2,121 (5)-
If t < t1(%) < to(%) then for (5.18)) it holds

t t
C/O X0 (@) (Mg, (8, 7)) = Xjo o) (s, (£, 7)) ds < C/O Xit @) ta(@)] (8) ds
=0.

For t,(Z) <t < t5(Z) the integral is non-zero. Since we integrate over a indicator
function, the integral is nothing else than the Lebesgue measure of the corresponding
domain, that is,

=M {(@5) € Qx [0,4] : 1,(F) < s < (7))}

Due to the definition in (5.19)) and (5.20) we obtain

min{t,t2(Z)} t1(7)
0> [ b(#)ya(s,7) ds / 0@ (s,7) ds
0 h 0 h

min{t,t2(%)} & t1(Z .
= . hb( T)ya(s, T) ds + / b(Z) [y2(s, Z) — y1(s, )] ds.

The first integral can be estimated downwards by using Corollary[2.2.21] The solution
y2(s,Z) can be compared with the solution of %\If(t,f) = V2U(1,7) — K,00(t, %) —
YV (t, Z).

Lemma yields a solution to that system. The second integral can be estimated
downwards by using and the fact z —y > —|x — y|. Altogether, we obtain

min{t,t2(Z)} t
0> TR (s, @) ds — T K [ Jn(s,7) —wels, @)l ds (5:21)
t1(Z) h h 0
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5.1. PDE-ODE system

. — (KQU + %> S . . o .
with U(s,7) = e h ((s,Z). The function ((s,) solves 5.((s,7) =

V2((s,®) with ((sg,T) = y2(s0,7) and sy € (0,¢*). The solution ¥ needs to be non-
zero, thus, we show that (s, Z) is a non-zero solution.

We have already shown that ys(s, ¥) < Mas for all (s,Z) € (0,T] x . That means
the right hand side of the original PDE ([5.4)) performs no jumps as long as it holds

t t

/ b(Z)ys(s, 7) ds < [ b(T)Mss ds
0 0
t

|
< 0 K2M28 ds < ze&%r‘;/iLrJIQM Na (f) . (522)

The left hand side of is monotonously increasing. That means there exists a
t* > 0 which solves the equality of (5.22). This time point is the earliest time point
when changes in the right hand side of @ appear. Until that, the reaction term is
non-zero and so is the solution y,(t, ) for (¢, ) € (0,t*),, UQn. We choose sy € (0,t*)
such that the initial value ((so, Z) = y2(s0, Z) is non-zero for all & € Qu U Q.

Let’s assume that ¢ (t1,21) = 0 for (t1,71) € (so, 1] x 2. Since ((sg, Z) is non-zero for
T € Q, Uy and we have homogeneous Neumann boundary conditions, it is obvious
that ((s, %) > 0 for (¢,Z) € (s, T) x Q. Thus, we have a minimum at (¢;, 7). Then the
strong maximum principle of Laplace, Theorem yields € (t, %) = 0 on (s, t1] X €2.
That’s a contradiction to ((s,Z) > 0 for (¢, ) € (so,T) x Quw Uys. Thus, the solution
((t,Z) is non-zero in (sg, T'| x §2. Since supp(b(0,Z)) C €, it is sufficient that we have
this conclusion only for the inner of 2. Then we choose a compact set K := supp(b(0, )
such that

(Sj)ergng)X}(C(s, r)=:60>0 (5.23)

because of the continuity of (s, Z).
Case 2: t1(Z) > to()

The approach of case 2 is similar to case 1. The absolute value of ([5.18]) can be estimated
again to

X0 @) (M4, (5, %)) = Xioma() (M (5, 8))| < Xia@ @) (5):
If t <ty(2) < t1(Z) then (5.18) leads to

t
C [ oo (min (:2)) = Xouuio (myn(t, )] d ds < 0.
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Chapter 5. Analysis of the PDE-ODE system

<M A&, s) € Qx[0,t] : t2(2) < s < t1(2)}
=:B(t)
Again, the definition in (5.19) and (5.20) yields

min{t,t1 (Z t2(Z)
0>/ 1 g b(Z)y1 (s, x)ds—/2
h 0
g

min{t,t1 ()} to(Z
= hb( D)y (s, @ ds—l—/

t2(Z)

Using the same arguments as for case 1, we obtain

=

)y2<57 ‘f) ds

g
h
E

b(Z) [y1 (s, Z) — ya(s, T)] ds.

min{t,t1 (%)} &

t
0> TE (s, ) ds - %Kg/ lya(s, ) — g1 (s, @) ds (5.24)
0

t2(Z)

with W(s, ¥) := e <K2h " %) SC(s, 7) and ((s, %) solves £((s,¥) = V3((s, ) with
C(307 ) - y1(807 ) 7é 0.

Adding (5.21) and (5.24) we obtain an estimation for (5.18) for all ¢ € [0,7] and

pointwise for almost all & € (.

min{¢,t2 (%)} . min{¢,t1 (%)} .
0 Z/ KV (s,Z) ds + Ky VU (s, %) ds
tl(f) tz(f)
¢
=216 [ [y1(5,2) = (s )] ds.

Furthermore it holds

(5.25)

g g
—K+e>s —(K+e>s
V(L 7) = e <2h ) s @y e VPR ),

) -

Then we can conclude

o
min{t,t2(Z)} . min{t,t2(Z)} - (K -+ ’Ye) S
/ KV (s,Z) ds > K, 0e h ds
t

1(Z) t1(Z)
— (KU + %) 5
> min K;fe h lmin{t, to(Z)} — t1(Z)].

s€[0,T7

=8
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5.1. PDE-ODE system

Analogously,

min{t,t1 ()}
/( | KU (s, 7) ds > Blmin{t, ()} — t2(7)].
to(T

Using these two inequalities, inequality (5.25) estimates to

0 >fmin{t, t5(2)} — 4.(7)| + flmin{t, 12(7)} — t2(7))|
- 2K2/0 ly1(s, @) — ya(s, T)| ds.

Integration over the domain €2 leads to

K. t
=2 [ [ ln(,3) = ol )| ds i = [ min{, t2(2)} — 1(D)] 47
6 JaJo Q

12112, 2x0,77) =A(A(1))

+ /Q min{t, t,(2)} — to(7)| d7.

=A(B(t))

Finally we obtain a suitable estimation for ([5.18|)

C [ Ko (mn(4,2)) = X 06 2)] 7 ds < COCA) + ABO)

C’Kg
< 5 Flu@xon  (5:26)

and thus, using (5.17)), (5.18)) and ([5.26)), we find a proper upper estimation for (5.13]):

t
B /o /Q [X[Oma(f)] (my, (5, 2)) y1(s, T)
N WO .
X0 ()] (M (5, 7)) yas, x)} Eb(x) sign (z) d ds (5.27)

o CK,
< _EKQHZHLl(QX[O,t]) +— 3 ||Z||L1 (@x[0,t])

Last but not least, the production term (5.14)) has to be estimated upwards. Taking
the absolute value and using the upper bound of b(Z), see inequality (5.5)), we obtain

t
EIDI < 5o [ oo (myy (5,3 Ty (my (5, )

= X[0, ()] (my2<3af)) I, (myz(sa 7)) | d ds.

(5.28)
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Chapter 5. Analysis of the PDE-ODE system

The argument of the absolute value in (5.28)) can be added with terms summing up to
zero. Then we can use the triangular inequality to estimate the absolute value upwards:

X 0 () (1, (8, ) Ty (1, (1, ) = X ) (4 (£ ) TLy (12 (2, 7))

= [Xjouna @) (M, (8, ) TL (1 (1, >> N (1, 3)) Ty (1 (1, )

+ X[0,ma(@)] (myz(t7f)) (my1< 7)) — X 10,70 ()] (myz(t f))Hx (myz(t7f))|

< |y (my, (£, ) [Xo ) (M (8, 8)) = Xpo () (m (8, )| (5.29)
X (@) (M (8 7)) [Ty (my, (8, ) = T (4, (£, 7)) (5.30)

The function II, is bounded due to its construction:

0< |Hx‘ < Lpin + AIL = 100

Additionally, the difference of functions II, reads

ILy (my, (, 7)) — Iy (my, (¢, 7)) = Al [X[np(f)m] (my, (£, T)) = Xy (@),00] (Mg (2, f))} :

Henceforth, the terms in (5.29) and (5.30)) can be estimated to

(15.29) <II,0z
(5.30) <AII

Using this estimations, inequality (5.28)) becomes

\.@#

8y

N—
~

X0 (@) (My (6, 7)) = Xio,g(@)) (M, (
Xiny 3).00] (s (1)) = Xy 3).00) (M (1, 7).

X0 (@) (Mys (£, ) — Xoma (@) (M, (£, f))’ dz ds

t
" SKQ/ /Hmaax
(5.31)

4K, / / ATE Xy 0] (M (1 8)) = Xy ) (e (8,7))| dE ds.

Both integrals are equivalent to ([5.18]) and for that integral, we have already a suitable
estimation. Therefore, we can estimate ([5.31]) upwards to

K200 K2ATI
5 Illnexon =5 I2l@xon

= C’HZHLl(QX[O,t]) (5.32)

with C' = 72( maz + AIT).

(G.31) < K, (
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5.2. PDE-ODE system with mollified right hand side

Summing up all estimations (5.15)), (5.16), (5.27), (5.32), the weak formulation in

(5.12) to (5.14) can be estimated to

I e = 10+ (€4 ) [ 1565

for all ¢ € [0, 7). Then the Generalized Gronwall’s inequality [A.2.3]leads to
~ K

(C + Cﬁ> T

|2 (t, ')HLl(Q) < [|1(0, ')HLl(Q) : (5.33)

If we assume that the solutions y; and ¥y, have the same initial condition, then
2(0,-) = 0 a.e. such that we can conclude due to (5.33) that z(¢,-) = 0 a.e. which
means that (5.4)) has a unique weak solution.

To proof uniqueness for the ODE (4.8)), we assume again two solutions y; and ys.
Denote the difference as z := y; — y» and the corresponding ODE for each 7 € €2 reads

Hence we can conclude y; = 15 meaning we have a unique ODE solution.

Altogether, this shows uniqueness for the whole system for the special case of a time
constant population b(Z). O

So far, we have only shown uniqueness for a special case and this was much work.
The difficulty of the the proof of existence and uniqueness of a weak solution of our
system is caused by the non continuous right hand side which arises due to the indicator
function, e.g. Xjo,#)(Ci(t,Z)). We were not able to use other theorems as Banach’s
fixpoint theorem which proofs existence and uniqueness of a fixed point. Many other
theorems require some continuity of the right hand side. For that reason we want to
find a function looking similarly as the indicator function and in addition continuous.
That means the switch from 1 to 0 of X, .2 (Ci(t, Z)) has to be sufficiently steep.

5.2. PDE-ODE system with mollified right hand side

Let’s replace the indicator function, which corresponds to the feedbacks regarding pro-
duction of signalling molecules by bacteria, with a continuous function (¢, ) as an-
nounced in the previous section. This can be realized by so called mollifiers. We will
introduce such functions as next and use as a guideline [2§], section 2.1.1.
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Chapter 5. Analysis of the PDE-ODE system

Definition 5.2.1 (Mollifiers). For each € > 0, let ¢. € Cooy (R™) be given with the
properties

(i) ¢e(x) 2 0
(7i) supp(p:) C {x € R": |z| <&}

(177) [gn pe(x)dx = 1.

An appropriate mollifier function for 0 < ¢ < 1 is given by

cexp(—ﬁ) for ||z|| < e
pe(x) =
0 for [|z]| > €

with ¢ € R, being a proper constant to normalize the integral to 1, e.g.

N =y

Let f € L1(G) and G C R™ be an open subset. Suppose supp(f) is compact and
supp(f) C G. Furthermore, we extend f to zero on the complement of G. Then a
mollified function f. is the convolution of functions f and ¢., that is,

fola) i=f oo = [ fla=y)e-()dy.

Proposition 5.2.2. If f € Co(G), then f. — f uniformly on G ase — 0. If f € Lp(G),
1 <p < oo, then || f:ll i) < I | cpey and fo = [ in Lp(G) as e — 0.

This Proposition corresponds to Lemma 1.2 in [2§]. Interested readers find the proof
there.

Since the bacterial growth is independent of the signalling molecules, it is sufficient

to consider only (4.7) and (4.8)). In order to avoid the discontinuity of the right hand
side, we identify f = Xo,(.#)(Ci(t, %)) and obtain a Lipschitz continuous function

Vot 2,0 1= [ Nome, oy (Gt 2) — Dpe(d)d7

with € > 0 sufficiently small. The model equations rewrite then to
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5.2. PDE-ODE system with mollified right hand side

gtCe(t, 7) =DV?C,(t, T) — 7.C.(t, T) — 0,C.(t, T)b(t, T)
Winaz (5.34)
+ > Xa, @)e(t, 2, C) (1L, (Ci(t, £)) b(t, 7))
w=W
2 it 7) =0uCult, DL FLlt,7,C) — %Gl B 7.0 (5.35)
with
C.(0,7) = C;(0,2) =0 (5.36)
88% =0 for &€ 0N. (5.37)

With the same arguments as in the proof of Theorem showing non-negativity
of solution C7, we can conclude following statement:

Corollary 5.2.3 (Non-negativity). The solution of (5.34)) and (5.35) with initial con-
dition (5.36) and boundary condition (5.37) remains non-negative for allt € [0,T] and
e (.

Due to the Lipschitz continuity of 1. in C;, we can use some standard theorems to
show existence and even uniqueness of system (/5.34)) to ((5.37)).

Theorem 5.2.4 (Existence and uniqueness of a weak solution). There exists a unique

weak solution of our system (5.34) to (5.37)).

Proof. First of all, we consider the ODE only. The theorem of Picard-Lindelof,
see [A.3.1] shows the existence and uniqueness of a solution in ¢ € [0, T, since the right
hand side is now Lipschitz continuous in C;. Thus, we find a solution C;(C.(t, %), t, ¥)
depending on function C.(¢, ). Insert this function into (5.34). Then we have decoupled

the system and can apply Theorem [2.2.18| which yields a unique weak solution of the
PDE. [
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Chapter 6

Numerical approach

One of the main goals is to solve the system equations (4.7) to (4.9) with their corre-
sponding initial and boundary conditions given in (4.10)), and (4.11). We decided
to solve the corresponding PDE with the finite element method (FEM). This method
can be implemented in MATLAB. The main issue is the discontinuous right hand side
caused by the indicator functions. First of all, a suitable grid is needed. After we have
derived that, we implement the FEM for the PDE . As for the simulation results
of the ODE model in section [3] we use a self-adjusted version of the odel5s solver to
solve the entire system, not only the PDE. A very steep slope of the mollified function
will cause problems in the step size control, because near the sporulation we will be
unable to meet integration tolerances without reducing the step size below the smallest
value allowed by the step size control.

6.1. Grid generation

First of all the domain 2 has to be discretized. We require a fine-mesh in 2y, and Qyy,
outside of the bacterial colony, the mesh can be coarser. We use the mesh generator
of Persson in [20]. The generator uses signed distance functions to decide if a node
resp. mesh point is inside the geometric boundary or outside. With these functions one
can create more complex objects. An appropriate force-displacement function is used to
move the nodes and a Delaunay triangulation algorithm adjusts the topology to obtain a
well shaped, high quality mesh with confirm triangulations. For more details, especially
the code itself, see [20]. Persson offers a website (http://persson.berkeley.edu/distmesh/)
where one can download the code and some further useful functions e.g. some functions
to construct complex distance functions. We use these functions to construct first a
mesh with holes for the bacteria. Afterwards we build meshes for each bacterial colony
and merged the grids. Now we would obtain double nodes and edges at the boundary
of the bacterial colony. So we remove these nodes and adjust the triangulation matrix
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Chapter 6. Numerical approach

such that we obtain finally a N x 2 node matrix with /N nodes and a T x 3 triangulation
matrix with 7" triangles. An example of a conform triangulation is given in figure
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Figure 6.1.: Grid of test area with ten randomly distributed bacterial colonies.

6.2. Numerical implementation of FEM
In order to solve the PDE, we use the FEM, which results into a system of ODEs. As

in , we multiply the partial differential equation (4.7)) with the linear test function

¢;(Z) as introduced in paragraph “Linear Elements” in section and integrate over
the domain Q. We assume that an approximated solution C,(t, %) of C.(t, Z) reads

A

Ce(t, @) := ;%(f)cj(t),

see (2.33)), and insert this as well into (4.7)). Altogether, we obtain
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6.2. Numerical implementation of FEM

o o
/Q ot Zl 0;(2)c;(t)i(T) dTt =

D /QW;@(:E)@@)@(:E) a7~ /Q%;@(f)cj(t)@(f) dz
()

o N
- /Q > X(o,ma (ta(@),2)] (Ci(t, )5 (Z)c; (0)b(¢, ) d5(Z) dif
j=1

Wmaz

+ /Q > Xaw, (D) X0 ta @), (Ci(t, D)L (C5(t, Z))b(t, )i (L) d

w=W

for all i € {1,...,N}. Assembly the terms in order to obtain a system of ODE’s

as in equation ([2.35)). Note that partial integration for (x) is applied again. For i €
{1,..., N}, this yields

S [ 6x(0)6d) di es(t) = 6.1
=D ([ Vo, V63) + 205 (@)01() ) 51
! (6.2)
=7 (Yoo €020 2005(208) ) )
Wmaz
+ /Q ;V Xa, (£)X[0,0, 1,2 (Ci(t, )L (Ci(t, ) b(t, ¥) i (2) d2. (6.3)

Since the area (2 is discretized by a triangulation, we approximate the integral by the
sum of integrals over each triangles, that means

T
7=y [ -z
/Q mzz:l Am
Insert this discretization into the terms (6.1]) to (6.3) and then solve one integral over
a triangle after another. In case we do not know an analytical solution, we use the

Gaussian quadrature for a triangle to approximate an integral. The approach can be
found in [15], section 3.5.2, and [41], section 6.8.3, and is given by

Ng
[ F@)di ~ 240 Y Wi (@)
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Chapter 6. Numerical approach

where N, are the number of quadrature points, Z; are quadrature points located inside
the triangle and W; > 0 are the weights. The standard method is to use three quadra-
ture points to obtain a symmetrical Gaussian quadrature of degree 2, which solves
polynomials of degree 2 exactly. That means our integrals are solved exactly, since we
use linear elements. The weights have the value W; = % for all i = {1, 2, 3} and the
quadrature points are a linear combination of the vertices {(x1,v1), (x2,y2), (z3,¥3)},
that is

T1 1 N
Ty Y| =L |z ¥
T3 Y3 T3 Y3
with
05 05 0
L=10 05 05
0.5 0 0.5

Starting with (6.1]), we have to solve the integral [, ¢;(Z)¢;(Z)dZ. In the book of
Zienkiewicz, [41], an analytical solution is given by

alblc!

91(Z)6;(Z) i (Z) d = (a+b+c+2

A

where Ap is the area of a triangle A. That means e.g.

[ 6@y dF = 0 alAs| = A

A OO = T T g Al T A
21010! 1

2(7) d = 2 An| = = |Aal.

/A@(‘”) = Grorogo sl =gl

The property ¢;(Z;) = 0;; leads to a sparse symmetrical and nearly diagonal matrix.
This result corresponds to the mass matrix in (2.35)) and thus reads M := (¢, Cbz)”
while (-, -) is the inner product in £2(£2).

We will skip term for the moment and handle these terms at last. Hence, we
continue with . In case the indicator functions X are equally one, the integral has
to be calculated. Otherwise the integral is equally zero. Applying Gaussian quadrature
of degree 2 for triangles, equation rewrites to

Wimaz T 3
6.3) = XV:V Zl/A an(f)x[o,nn@,fn(@(tf))ﬂx(@(t,f))%mlzmb(t,fz)@(fz) dz.
w=W71 m= m =1
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6.3. The solver algorithm

This expression generates the load vector F(t). If there is no bacterium located on a
node, the entry of the vector is zero.

Now we can concern ourselves with the terms in (6.2]). Note that the part of the
integral with respect to the gradient of the shape functions can be computed by pencil
and paper. Calculate the derivative of ¢ with respect to &, see equation (2.37)). It
follows

o [ D900 06,06
/AAm VO (F)VeilT)dT = /AAm Ox Ox * dy Oy dz dy

_ (i —v) e —y) | (0= 25)(@i — m)

An,, 4A2Am 4A2Am

- 4141Am (w5 = ) = wa) + (25 — @) (1 — 24)) -

dx

The rest is done analogously to the two previous calculations. This leads to a matrix
K (t) which is known as the stiffness matrix.

All in all the discretized ODE system reads

d

M Zelt) + K (t)e(t) = F(1)

c(0) = ¢o

with ¢g as the initial value. The variables in bold are vectors with /N entries because
we have N nodes. The stiffness matrix and the load vector change in time. On the
one hand it is caused by the bacterial growth, on the other hand, if we reach one of
the thresholds, let’s say the negative feedback, then we have also a change in the load
vector. The process was described by the indicator function X, (. (@),2)(Ci(t,%)). So
if node [ sporulates, the indicator function becomes zero and thus the entrie in the I’th
row in vector F(t).

6.3. The solver algorithm

Three equations have to be solved, that is the PDE (|4.7)) for the extracellular signalling
molecule equation, the ODE (4.8)) for the intracellular signalling molecule concentration

and the bacterial growth ODE (4.9) using their initial conditions (4.10]),(4.12) and
boundary condition (4.11). The ODE for bacterial growth can be considered point-

wise for each z € Q, UQ,,. As for the ODE model in chapter [3, the ODE of the
bacterial growth is solved first since it neither depends on the PDE (4.7) nor on the

ODE (4.7). Using the solution of the ODE given in (3.28]), a point-wise solution for
each z € Q, U, reads
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Chapter 6. Numerical approach

bo(f)hlﬁ
exp(—a t) (hk — by(Z)) + bo(Z)

The PDE (4.7)) is coupled with the ODE (4.8) only with respect to the indicator
function. That means that C; itself do not affect the solution of C., it just determines
when some terms in the right hand side vanish, that is when one of the thresholds are
reached. In contrast to that, the solution C, of the PDE does affect the solution Cj
of ODE directly. This basically means that we solve first the PDE for a certain
time interval [t,,t,11] € [0,7] and then we solve the ODE for that interval [t,, t,41].
After that, we check the feedback condition, e.g. C;i(t,Z) < n,(t, %) for all t € [t,,, tpi1].
This corresponds to the so called “event driven method”, see appendix or [7] for more
details. If the inequality holds, we can continue to calculate the solution for the next
time interval [t,,1,t,42]. Otherwise, we determine the time-point tg € [t,,%,.1] such
that C;(tp, Z) > n,(tp, Z). Then we recalculate the solution of C.(t, %) for t € [t,,tp]
and the corresponding stiffness matrix or right hand side of the PDE has to be
adjusted. That’s the idea how the algorithm works. Let’s go into more detail how we
solve the equations numerically.

b(t,z) = for 7 € Q, UQ,,.

As a basis for our solver, we use the stiff MATLAB solver odel5s. More details re-
garding the solver can be found in appendix [Bl Such a solver can solve ODE systems,
which arises from the FEM for PDE’s. In section [6.2], we have used the FEM to dis-
cretize the space variable of PDE , leading to system of ODEs with variable c.
Note that the number of these ODEs corresponds to the number of nodes in the grid.
Our new solver is called Bacillus_solver and solves the derived ODE system ¢ coupled
with the C; ODE. Note that this ODE will be solved for each ' € Qy U, respectively
for each node in that area. Our solver needs the mass matrix M as well as a right hand
side of the derived ODE system, that is — K (t)e(t) + F(t). Then it solves the system
for a given interval in time, in our case [0, 7.

Let’s assume we calculated so far the solutions ¢, and (C;), for k € {0,1,...,n}
time steps. Then the solver derives a new, successful time-step t,.1 < T with a new
solution ¢,4;. Successful just means that the estimated error is smaller than 103. At
that point it follows the main adjustment, that is the query of feedback. For this, we
calculate a solution of the C; ODEs by using a linear approximation between ¢, and
Cn+1. A suitable solver to solve such an ODE is ode45 solver. When we have this new
value (C;),,,,, we check if we reach one of the thresholds, that is, the indicator functions
from above with C;(t,41, %) as its argument. If it becomes zero, we have to adjust the
stiffness matrix or load vector to obtain K((¢,41)) resp. F(t,11). One has to be careful
here to change the entries in the right manner. That’s because one affected node affects
all other integrals using this node as a vertex of their domain of integration. After that,
the algorithm starts over again using this adjusted matrix resp. vector using ¢, and
Ci(tn41,T) as new initial conditions.
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6.4. Convert ODE parameters to PDE parameters

6.4. Convert ODE parameters to PDE parameters

In chapter we discussed the absorption process of the mutants and the produc-
tion/absorption process of wild types. As a result, we obtained best fit parameters, see
table [3.3] and table [3.9. However, these parameters can not be used immediately for
the coupled PDE-ODE model in and . We have to convert them to suitable

PDE parameter values.

In the coupled PDE-ODE model, we projected the entire mass to the z-y plane, see
figure Thus, the units of surface densities C, and C; are given with respect to m?,
that is, £7°2 L in contrast to the pure ODE model in chapter [3| where it was given as

""lwl. For the units of bacteria it is similar. In the ODE, we modelled the number of

bacteria, in the PDE case, it is a surface density with unit [%”28] To distinguish the
variables and parameters of both models, we denote these ones corresponding to the
PDE equations with *. The following parameters of the ODE model are going to be
converted: the production rates II,,;, and AII, the absorption rate ¢ and the thresholds
&p; and &, ;. Remember that the units of the ODE parameters read

pmol pmol
L] = [All] = —————— = 1= ] =
Min] = AL [-min - cells’ o] main - cells and (6] = [6n.) [ cells
and for the PDE parameters, we need
N - pmol . m3 - x pumol
L] = [All] = ————rr, = — and i = 1&nil =
: I =lAt] min - cells 7] min - cells and (6] = & cells

to be consistent.

‘k,&g -
=)k @
<z

2D pad

3D pad

Figure 6.2.: Scheme of 3D to 2D conversion.

The approach to find suitable parameter values for the PDE based on the ODE pa-
rameters is following. For the ODE and PDE case each, we consider one bacterium in
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the corresponding environment and calculate the number of signalling molecules pro-
duced or absorbed in a small time interval [0,e] with e > 0. Since we consider a very
small time interval, we can assume that the number of bacteria as well as the number
of signalling molecules in the environment are constant in time. Then the number of
signalling molecules of each case should be equal after time . Then we can conclude
eventually the recalculation for the PDE parameter in terms of the ODE parameter.

Let’s start to recalculate the production rate II,,;,. We consider only the production
process of signalling molecules in an initially signalling molecule free environment. Then
for the ODE model, the number of signalling molecules SM within the shake flask with
volume V, reads

CL(t) = CL(0) + / Mbt) dt
0
s SM = GV, =V, | C.(0) + / M b(#) di
0 ~—~
=1

= Hmm ‘/;8'

In the PDE case the population is usually not homogeneously distributed, instead
bacteria are gathered in colonies. Therefore, a bacterium is located at €2, C €2 and
the density b(t, ) is zero at & € Q\ Qpoe. Again we assume that the bacteria density,
and thus the number is constant in time. So we obtain

b(t, 7) dA = 1.
| bit.3)

We know that diffusion with homogeneous boundary conditions do not change the
total mass. That means we can neglect the diffusion term in our consideration. Then
the total number of signalling molecules SM in an initially signalling molecule free
environment €2 reads

Q
_ / Min | b(t, %) dA dt
0 Q ~-
:ﬂming.

The two relations yield

]-_[min‘/e6 = :l—-[’rm’n6
— 1:[mm = ‘/eHmm
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6.4. Convert ODE parameters to PDE parameters

The approach for AII is analogously. We obtain

ATl = ATIV,.

The approach for the absorption rate is slightly different. First, we start to calcu-
late the number of signalling molecules for the ODE. The concentration of signalling
molecule concentration reads C,(t) and we consider still only one bacterium within the
shake flask of volume V.. Both variables do not change in time due to the small time
interval. Thus, the constant signalling molecule concentration reads C. For the ODE
case we obtain

SM =V,C.(e) =V, [ —b(t) Cu(t) dt

=oCe.

The signalling molecule surface density reads C (t,Z) which is again constant C' be-
cause of the small time interval considered as well as for the number of bacteria, that
means [ b(t,Z) dV = 1. This leads to following result:

SM = 2)dV = //abtx t,7) dt dV
— / 6C ?) AV dt
Ve ~
=0oCe.

Both relations yield

0 =o.

The initial number of signalling molecule concentration reads SM, and we consider
again only one bacterium on the pad. Both variables still do not change in time due
to the small time interval [0, e]. For the 3D case, the signalling molecule concentration
reads % and we obtain

e

SM/ (e, @) dV = /e/ab SMOdth
- [

. SMy
b——-c.
Ve

\7) dV dt
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The situation for the 2D case is similar. Note that the reaction volume of the 3D
case reads V, = Q x h and thus the size is A-h. The variables and parameters of the 2D
PDE case are denoted with * as usual. We assume again an initial number of quorum
sensing molecules of SM, which means, that the surface density reads C. (t,7) = SMO
The number of bacteria is still one, that means [, b(t, #) dA = 1. Neither the 81gna1hng
molecule density nor the bacterial density changes. This leads to following equation:

SM = /Csdi //—b SMOdtdA

M
— / O5Mo [ 5 7y dA di
=1
o SM,
= — E.
h A
Thus, both relations yield
. Ah
G=0——=0=o0.
Ve

Last but not least, we have to adjust the feedback thresholds. For the ODE case,
the thresholds are given per cell and we also considered the intracellular concentration
with respect to the bacterial volume Vj,.. So the total number of signalling molecules
within a cell reads &, jViq. respectively &, ;Vipqe. This is also the threshold for the PDE
since the coupled ODE measures the concentration of intracellular signalling molecules
at a given point 7 € {2 with respect to the bacterial density. That means

gpz‘j - fpvj%ac and é’ﬂ,j = 571,]'%(10-
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Chapter 7

Simulation results of PDE model

Before we try to reproduce the experimental pad results of the BioQuant laboratory
described in chapter ] and depicted in figure [4.1] by our model, we first verify the PDE-
ODE system , , , and as well as the conversion of parameters
from the ODE results. This works since a high diffusion rate diminishes spatial effects.
Then we vary the diffusion rate as well as the extracellular degradation of signalling
molecules and interpret the results. Since we simulate the behaviour of microcolonies,
we will check finally, if we see some new phenomena for bigger colony sizes. Remind,
that we add to the PDE-ODE system a further threshold &, € R, which is responsible
for the stop of absorption. Taking this value to infinity, ¢,(Z) = oo, too, leading to an
indicator function which is equal to one. Thus, this part of the model dynamic coincides
with the assumptions regarding the ODE system in chapter [3] Note that this holds for
all simulations in chapter [7]

In section [4.1], we stated that on a pad of diameter 9mm, leading to a area of ap-
proximately 63.6 mm?, there are 4-10* cells initially. The height h of the agarose gel is
Imm. We, however, simulate only a small segment of the pad. On our segment 2, we
consider 10 colonies and each colony consist initially of only one bacterium as we know
from data of the BioQuant laboratory, see figure Henceforth, we can determine the
radius 7, of our simulated pad as follows:

# initial population  # bacterial colonies - colony size

area of pad N area of (2
410 10-1
(4.5 mm)*r  rim

10
= 1, = \/4-104 (4.5 mm)? ~ Tlum.
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Chapter 7. Simulation results of PDE model

Furthermore, we need the spatial size of a colony. In our model, we consider a fixed
radius of the colony €, and €, for all w, m. In figure 4.2 the population growth of a
microcolony is given and we see that there are maximal 50 bacteria in one colony. For
that reason we assume very harshly that colony size in the simulations corresponds to
a size of a colony with an average of 25 bacteria. The size of a Bacillus subtilis cell was
given by personal communication from Dr. Ilka Bischofs and reads approximately 4.3u
times 0.8um. Thus, one bacterium covers an area of 3.44um?. Then we can conclude
that the colony radius r., reads

[25 - 3.44um?
Teol = 7Mm ~ 523,um
T

These are always the geometric values of our simulated pad 2 as long as nothing else
is mentioned in the simulation results.

Yet, the uCats laboratory haven’t measured the diffusion of signalling molecules in the
pad. However, the diffusion of the signalling molecule in the agarose gel is comparable
with a pentapeptide in water due to the similar molecular weight. In [11], one can find
the diffusion coefficient of a pentapeptide in Leu-enkephalin which is like water due to
similar molecular weight. Consequently, we choose

2
m
D=246-10"" —
min
as arranged with the puCats laboratory, too. Similar as above, as long as nothing else
is noted, we use this diffusion rate for the simulations.

7.1. Evaluation of the PDE model

As mentioned, we check first if the model equations as well as recalculated parameter
values yield feasible solutions. Necessary to that end is to perform the shake flask
experiments in section now with the coupled PDE-ODE model equations and
([4.8) with its corresponding boundary condition (4.11)). The high diffusivity ensures
that the signalling molecule is almost equally distributed in our pad and thus the
results should be very similar. Additionally, we will test on the one hand the influence
of different diffusion and extracellular degradation rates and on the other hand the
change of geometrical parameters as the radii of the pad and colony to the simulated
solutions.

7.1.1. Reproduction of ODE results

We start with the evaluation of the mutant experiment using Hypothesis HM 2 which
states that there is no feedback regarding the absorption. For those mutant simulations,
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7.1. Evaluation of the PDE model

we assumed a constant number of bacteria with respect to time. Then the corresponding
PDE model reads

ace(tvf) :DVQCe(taf) - fce(tvf)b(f) - ’yeC (t7f)
0 o Om g
acz(ﬂ ) TCe(t,x)b(:v)

with

03(07:)_:’) = Cz<ouf) =0

aOe:O for # € 0N}
on

bno >0 for ¥ € Q,,
b(T) =

0 for # € Q\ Q.

The shake flask had a reaction volume of V,4 := 500ml and the experiments were
performed with a total number of byq. := 9.52-107 mutants. So we need for each colony
in our simulated pad a cell number of

1 A-h

beol i= —boge —— = 252.
"T107 Ve

That means the initial surface density for each colony reads

bcol
b p—
"o Acol

with A., being the geometrical size of one colony on the pad.

We use the approach in section [6.4 and the parameter values in table [3.3] to find the
corresponding PDE parameter values yielding

l 3
o, =223.1072_ —9923.10715
™min min
1
Ye = 07
™min

When we have solved the system for the given time interval [0, 21] minutes, we take
then the mean values of the intra- and extracellular concentrations, that is,

Cit) = jl /Q Ci(t,7) d7 resp. Ca(t) = ,11 /Q C.(t, 7) dT
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Chapter 7. Simulation results of PDE model

in order to evaluate the FRET function (3.1]) and compare it with the best fit FRET
solutions in section [3.5.3]

To evaluate the intracellular FRET, we can not use the FRET function immediately
because the FRET function was build for the intracellular concentration in one
bacterium. We, however, calculate the intracellular surface density of all bacterial with
respect to the simulated surface area A. Henceforth, the adjusted FRET function for
the PDE case reads

A
10 - bcol ‘/bac

E+C(t)

C(t)

FRET (C(t)) = FRETy, — AFRET
10 - bcol%ac

with C'(t) being the intracellular signalling molecule concentration.

Figure 7.1.: Scheme to declare geometrical parameters.

Let’s briefly repeat how we obtain the extracellular FRET, see section We stim-
ulate new, “empty” mutants with the extracellular signalling molecule concentration
C.(t) after the centrifugation process. To calculate the extracellular FRET, we use the
ODE model approach of section and section [3.5] If we would use here again the
PDE model, we somehow measure the spatial effects of the wild types (which we want)
and additionally the spatial effects mutants (which we do not want). Thus, we use the
ODE approach to obtain the intracellular signalling molecule concentration C§(t). This
concentration can immediately be used to evaluate the FRET function in order
to obtain the extracellular FRET for the mutants of the PDE case.
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7.1. Evaluation of the PDE model

Description Parameter Value Unite
Radius of simulated pad Tp 71 wm
Area of simulated pad A Tgﬂ pm?
Area of a single colony Acol r2 . um?
Height of pad h 1 mm
Volume of single cell Viae 0.973-10°% l
Radius of single colony Teol 5.23 wm
Diffusion rate D 24.6-107° nTan
Volume of shake flask in ODE Viode 500/100 ml
experiment (mutant/wild type)
Number of cells in ODE bode 9.52 - 107/8.55 -10° | cells
experiment (mutant/wild type)

Table 7.1.: Standard parameter values for simulations.

The corresponding results of the simulation with the derived parameter values are
given in figure[7.2] There we see that the intracellular FRET regarding the PDE model
is virtually identical to the intracellular and extracellular FRET regarding the ODE.
Due to the high diffusion, signalling molecules are transported from the surrounding
very fast to the bacteria and thus, spatial effects can be neglected. So we can conclude
that the PDE model and the chosen parameter values describe the uptake of signalling
molecules very well.
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Comparison of intracellular FRET of mutants
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Figure 7.2.: Comparison of mutant FRET for shake flask experiments, that is the ODE,
and PDE model, using ODE setting; (a) Intracellular FRET kinetics; (b):
Extracellular FRET kinetics;

The same procedure is realized for the wild type model using hypothesis HW 4 and
competition effects among the peptides regarding the uptake. The corresponding PDE
model reads
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7.1. Evaluation of the PDE model

gtce(t, 7) =DV?C,(t, ) — 7.Ce(t, T)
- %Oe<t7 f)b(tv 'If)
Wio
+ Z XQw(f)X[Oynn(tn(fo)}(Cz‘(t,f))Hx (Ci(t,f)) b(t,ff)
w=W1
2 it 7) =T, 7)
8t K3 al‘ - h (& 727

gtb@’ 7) =ab(t, ) (1 B M:?)

with initial and boundary conditions

C.(0,7) = C;(0,7) = 0

Ce =0 for ¥ e 90
on
bw0>0 fOI'fGQWlu...UQWmZ:QW
b(0,7) =

0 for ¥ € Q\ Qw.

Since the bacterial growth equation can be solved explicitly, we consider the corre-
sponding parameters first. The values are given in table|3.4] The size of the shake flask
was V,qe := 0.11 and we had initially byg. := 8.55 - 10° cells in the flask using the ODE
fit of b,0. That means the number of bacteria in each of the 10 bacterial colony reads

1 A-h
beot = —boge ——— ~ 113.4.
L0 Ve
So the initial surface density of a colony of spatial size A, is given by
bcol
buwo = .
0 Acol

The parameter value of the exponential growth rate can be used for the PDE without
any changes. Only the carrying capacity ko4 has to be adjusted. Since this parameter
depends on the environmental conditions, we have to adjust it to the new reaction
volume and that they are gathered in colonies. We obtain

K'Acol'h o Rode
A-h _‘/ode
A-h

‘/ode'Acal'h

—= K= Koge ~ 9.52-10".
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For the other parameters, we use the values in table [3.9 and recalculate them with
the approach in section [6.4, Then one obtains

l 3
oy =021-10712—— —0.21.10" 5

mn mn
l 3
o, =0.18-10"2—— —=0.18- 10" 5
mn main
l !
I, =1.9- 10*14ﬂ Ve = 1.9 10715@
- man min

l [
All = 2.7. 1074y 7. 107 BH2
l-min min

l
£, = 29.99’“70 Vpae = 2.92 - 10" ol
l
£, = 179.998% Ly, 175107 B umol
1
Ye = 07
min

We solve the system for [0,360] minutes and take the mean of the extracellular
concentration C.(t, Z), that is

1
Colt) = /Q O.(t, 7) d.

Then for each t € [0,360] we use this concentration to stimulate new and empty mu-
tant cells by using the ODE approach as we did for the mutants above. We yield their
intracellular concentration denoted as C¢(t) and insert this into the FRET equation [3.1]

The comparison of the ODE result and PDE result using the derived parameter
values can be seen in figure [7.3] Note that we distinguish for the moment between
some noise in the threshold (a) and no noise (b). Usually, we consider always some
noise in the threshold and consider therefore initially the results with noise, that is,
figure [7.3(a). We see that the extracellular FRET curves are almost identically for the
first 115 minutes. Then the PDE FRET curve increases more slowly and also reaches
a lower end stage. That’s caused by the noise or put it another way, some bacteria
did not reach the negative feedback and still produce signalling molecules leading to
a higher concentration of signalling molecules and thus a lower stage of the FRET
curve. This can be proven by figure (b) where we see the FRET curve without any
noise. There, the FRET curve tends to the same level as the FRET regarding the
ODE. However, the FRET curve regarding the PDE model without noise decreases
further and leading finally to a sharp peak. The reason for the further decreasing is
that signalling molecules diffuses away form the bacterial colony and is not absorbed
everywhere on the pad. Thus, the concentration of signalling molecules is higher than in
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the ODE case. The peak in the curve symbolises the simultaneous stop of production of
signalling molecules for almost all bacteria. For all that, the PDE model and adjusted
parameter values yields reasonable results.

Comparison of extracellular FRET of wild types with noise
T T T T T T T

0.12 i
0.11
_ o1
3
~ 0.09
3
0.08
0.07 ODE 7
————— Mean PDE
0.06 1 1 1 1 1 1 1
0 50 100 150 200 250 300 350
Time [min]
Comparison of extracellular FRET of wild types without noise
T T T T T T T
0.12 i
0.11 R
o1 .
3
~ 0.09 R
3
0.08 R
0.07 ODE 7
————— Mean PDE
006 Il Il Il Il Il Il Il
0 50 100 150 200 250 300 350

Time [min]

Figure 7.3.: Comparison of wild type FRET kinetics for shake flask experiments, that
is the ODE, and PDE model, using ODE setting; (a) There is a noise
regarding the thresholds &, and &,; (b): There is no noise regarding the
thresholds;
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7.1.2. Variation of model parameters

In the beginning of this chapter, we assumed an educated guess of the diffusion rate
D = 24.6 -107°. However, we don’t know for sure if this is really true. Additionally,
we assumed no extracellular degradation rate since this was one conclusion of the ODE
results. However, there is no hint yet, that this also holds for the PDE respectively for
the pad experiments. Therefore, we vary on the one hand the order of the diffusion
parameter D, that is,

D e {Dy-107", Dy - 1072, Dy - 107°, D - 10°%, Dy - 1074}

with Dy = 24.6mm—; and on the other hand the extracellular degradation rate v, with
[Ve] = = as following:

v, € {0, 1073,1072, 107", 1}.

All other parameters of the mutant and wild type simulations are chosen as in sub-

section [7.1.1} The results of the mutant simulations are given in figure [7.4] and the
changes in the solutions for the wild type can be found in figure and [7.7]
As usual we consider first the result of the mutant population and start with the in-
tracellular kinetics, see figure [7.4, For the moment we consider the first column, that
means the diffusion rate varies and 7. = 0 is the standard value from the previous
setting. The third row corresponds to the standard diffusion rate. Starting from that
point, we see that if we increase the diffusion rate, we there are no changes. But de-
creasing the diffusion has the effect that FRET dos decrease slower and also dos not
reach the level of the ODE FRET coloured as blue line. This is reasonable since it takes
more time until signalling molecules from the surrounding area of the colony reach the
bacteria. If we consider the third row, then we change the degradation rate and the
diffusion rate is the standard one. Increasing the degradation leads to a similar result.
It seems that the FRET still decreases with the same magnitude but does not reach
the same low level. This just means that at the end, we run out of signalling molecules.
All other plots are a combination of both effects.
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Variation of intracellular FRET of mutants
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Figure 7.4.: We use the parameter setting of subsection with varying diffusion rate
D and extracellular degradation rate .. The red graphs corresponds to the
intracellular FRET of the PDE model, the blue graphs of the ODE model.

The plots of the extracellular FRET, figure are also reasonable using the same
arguments. At a first glance, we consider the first column whereas the third row cor-
responds to the standard diffusion. Increasing the diffusion from that state, it has
no effect to the FRET. But as soon as we decrease the diffusion, we see that the y-
intercept increases. Furthermore, the curve increases slower respectively the curve is
almost a straight line in the last row. Both observations have the same reason: Due to
the smaller diffusion the bacteria have less to almost no signalling molecule to absorb.
Increasing the extracellular degradation rate leads to the effect that we run out of sig-
nalling molecules earlier. That means for the FRET that the y-intercept increases as
well and we always tend to the same end level as the standard FRET coloured in blue
which means there are no signalling molecules left.
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Variation of extracellular FRET of mutants
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Figure 7.5.: We use the parameter setting of subsection with varying diffusion rate
D and extracellular degradation rate .. The red graphs corresponds to the
extracellular FRET of the PDE model, the blue graphs of the ODE model.

We start to discuss the results of the wild type with noise in figure 7.6/ at first and con-
sider the first column. As usual, increasing the diffusion rate starting with the standard
diffusion shows no further effects. When we decrease the diffusion to D = Dy - 10712,
there is hardly an effect notable, which is surprising, since we could see changes for the
mutant type quite clear. Decreasing the diffusion further to D = Dy-1071%, there is only
a small minimum notable and we have almost a straight line. But here, it has different
reasons as for the extracellular FRET of the mutant type. For the mutant type, we
had an almost straight line because there were hardly signalling molecules available to
absorb. But the wild types produce their own signalling molecules. So because of the
small diffusion, the wild type has the chance to absorb almost immediately its recently
produced signalling molecules. Thus, the extracellular signalling molecule concentra-
tion barely increases which means we only have an extremely small decrease of FRET.
Note that the wild type reaches both feedback thresholds. Otherwise the FRET would
not reach the end level of the blue curve. Increasing the degradation rate, we see in the
first four rows that the minimum of FRET increases and moves to the right which just
means that the negative feedback regarding the production process is reached at later
time points. Note that in the last row, we can not say any longer that we have reached
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all feedbacks for all variation of ~.’s, because now, a strong extracellular degradation
could be responsible that we run out of signalling molecules.

D =D, 107

D =D, -10°°

D = D() . 1079

D =D, 1012

D=Dy-107%

Figure 7.6.:

Variation of extracellular FRET of wild types with noise
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We use the parameter setting of subsection with varying diffusion rate
D and extracellular degradation rate .. Here we find the solutions of the
extracellular FRET of a wild type population with noise of the thresholds &,

and &,. The red graphs corresponds to the PDE model, the blue graphs to
the ODE.

The explanations for wild type kinetics without noise in the threshold, see figure[7.7]
is analogous. The FRET curve is only not so smooth which means we can see better
when the thresholds were reached. That means the noise smooths the curve which was
the reason to introduce it in the ODE model in section [3.91
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Variation of extracellular FRET of wild types without noise
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Figure 7.7.. We use the parameter setting of subsection with varying diffusion rate
D and extracellular degradation rate .. Here we have no noise regarding
the thresholds. The red graphs corresponds to the PDE model, the blue
graphs to the ODE.

7.1.3. Variation of geometrical parameters

In the beginning of this chapter, we derived the geometrical parameters such as the
radius of the pad r, and the radius of a colony r.,. For the last one, we assumed that
the boundary of the colony does not change in time. Naturally, that is not true. If
bacteria grow, then of course they also grow spatially in z and y direction. So before we
start to model a free boundary problem which is difficult solve, we vary the colony radius
reor and keep the number of bacteria equally to figure out if this change has a relevant
effect. After that, we increase the radius of the pad 7, and of the colony 7., such that
we obtain so called “macrocolonies” and wonder if this leads to new phenomena.

Variation of colony size

The radius of the simulated pad is still 7, = 71pm, but the radius of the colony size
Teo Varies now with the dimensionless factor v = {0.5,0.8,1.3,1.7} such that the ad-
justed colony size Tconew lies in the set {0.5 - 7o, 0.8 - T, 1.3 - 7eor, 1.7 - 7o} for each
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simulation run. Note that we distinguish between a constant number of bacteria for
each radii (case 1) and a changing number of bacteria according to the change of the
colony radius (case 2). For the simulation, we use the models and parameter values of

section [Tl

Case 1: Let’s consider a constant number of bacteria for each colony having different
radii in each run. As always, we start with the mutant type to investigate if these
changes have any effects to the uptake kinetics. Since the model equations work with a
bacterial surface density, we need to adjust the density b,,o for each radii which reads
then

bmo = bcol .
Tcol,newﬂ-

Note that we assumed no population growth within this simulation, thus the con-
centration of bacteria is constant in time. The result for the uptake kinetic is given
in figure [7.8 We see that the FRET curves, neither intracellular nor extracellular, are
equally for all radii. So for the moment, the change of the geometrical colony size has
no effect to the uptake process.
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Variation of r.,; regarding intracellular FRET of mutants
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Figure 7.8.: We use the parameter setting of subsection with the same number of
bacteria for each radii; (a): Intracellular FRET kinetics of mutant types
with different radii; (b): Extracellular FRET kinetics of mutant types with
different radii;

We do the same approach for the wild type colonies and thus have to adjust for each
radius the initial number and the carrying capacity to
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b o bcol
w0 — o
rcolmewﬂ-

A-h

R = Rode

5 .
‘/Odercol,new -7 h

As for the uptake kinetics, the FRET curves of the wild type are equal when we have
no noise with respect to the thresholds, see figure [7.9(b). Figure [7.9(a) contains the
noise and we see that they are not equal in the end any more because of that noise.
However they behave altogether equally. That means the change of the colony radius
has no significant effect to the production process of the wild type.
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Variation of r., regarding extracellular FRET of wild types with noise
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Variation of r., regarding extracellular FRET of wild types without noise
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Figure 7.9.: We use the parameter setting of subsection with the same number of
bacteria and an adjusted carrying capacity k for each radius to plot the
extracellular FRET kinetics; (a) There is a noise regarding the thresholds
& and &,; (b): There is no noise regarding the thresholds;

Henceforth, we can conclude that both processes, uptake and production, are invari-
ant regarding the change of the geometrical colony size. That means that a model with
a free boundary problem would not yield further insights of the kinetics, at least not
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for the current experimental setting.

Case 2: Now we adjust the number of mutants according to the factor of the colony
radius 7. such that the density of bacteria for varying colony sizes is the same. Starting
with the mutant type, we see when we adjust the colony size b., according to the
corresponding factor v, this factor cancels and thus, the density is the same for all
simulation runs:

2
b o v bcol o bcol
m0 — 5 ) .
Tcol,newﬂ- TeotT

The results for all runs can be seen in figure [7.10] Let’s consider the intracellular
FRET kinetics results first. The bigger the colonies become and thus the total number
of bacteria, the bigger is the end level of FRET. That is reasonable since each bacterium
of a in total number bigger mutant colony has absorbed finally less signalling molecules.
That means by implication that the extracellular FRET curve increases faster for bigger
colonies since we have less signalling molecules in the environment.
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Figure 7.10.: We use the parameter setting of subsection with a growing number of
bacteria according to each radii; (a): Intracellular FRET kinetics of mu-
tant types with different radii; (a): Extracellular FRET kinetics of mutant

We do the same approach for the wild type colonies, but have to adjust for each

(b)
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types with different radii;

radius the initial number and the carrying capacity to
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b o bcol
w0 — o
Tea™
A-h
R = Kode 3 .
‘/Odercal,new - h

The simulation results are given in figure whereas the plot in (a) contains the
noise, plot (b) the results without noise. As usual, the FRET curves with noise reach
different levels caused by the threshold noise. But for both cases, we can see the same
behaviour as for the extracellular FRET of the mutant colonies, that is, the bigger the
colony radius becomes, the steeper is the FRET curve. The explanation for that is
the same as for the mutants. Additionally, by increasing the colony size, the minimum
becomes smaller and is reached earlier.

151



Chapter 7. Simulation results of PDE model

Variation of r.,; and same wild type colony densities regarding extracellular FRET with noise
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Variation of r., and same wild type colony densities regarding extracellular FRET without noise
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Figure 7.11.: We use the parameter setting of subsection with an adjusted carrying
capacity k and a growing initial number of bacteria according to each radii
to plot the extracellular FRET kinetics; (a) There is a noise regarding the
thresholds &, and &,; (b): There is no noise regarding the thresholds;

Henceforth, we can conclude that the model behaves as expected.

Macrocolonies

So far, we considered relatively small colony sizes. Let’s check if the results changes if
we consider macrocolonies. Therefore, we increase the radius of the simulated pad by a
factor of 5 which leads to a size of 1 ;m4ero = 7p -5 = 353um. In paragraph “Variation of
colony size”, the colony radius was varied by a factor set v. We enlarge this set also by
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factor 5, leading to new radii 7coimacro € {2-5  Teot; 4.0« Teory 5.0 Teor, 6.5 Teo1, 8.5 T }-
Note that the ratio of the simulated pad and colony size is the same for macro- and
microcolonies.

In figure [7.12] we see that the mutant macrocolonies behave like the microcolonies.
There is only a very small difference which can only be caused by the spatial difference,
that is, in the macrocolony case, the signalling molecule has to cover bigger paths. That
means it takes a bit longer until neighbouring signalling molecules reach the colonies
resulting in steeper FRET slopes for microcolonies. This hypothesis can be supported
by the wild type macrocolony simulation, see figure [7.13] We detect no significant
difference of macro- and microcolonies. Since wild types produce their own signalling
molecules, the concentration of signalling molecules is higher there and they are not
that dependent on neighbouring signalling molecules than the mutant colonies.
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Intracellular FRET of mutant
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Figure 7.12.: We use the parameter setting of subsection with a growing num-
ber of bacteria according to each radius. The dashed lines correspond to
microcolonies of a same simulated pad - colony size ratio; (a): Intracellu-
lar FRET kinetics of mutant types with different radii depicted in a solid
line; (b): Extracellular FRET kinetics of mutant types with different radii
depicted in a solid line.
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Extracellular FRET of wild type macro- and microcolonies without noise
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Figure 7.13.: We use the parameter setting of subsection with an adjusted carrying
capacity k and a growing initial number of bacteria according to each radii.
We see the solutions of the extracellular FRET of a wild type population
without noise regarding the thresholds. The solid curves correspond to the
macrocolonies, whereas the dashed lines correspond to microcolonies of a
same simulated pad - colony size ratio.

Finally, macrocolonies do not yield significantly different solutions. Moreover, it
seems that the FRET curve depends on the ratio of colony size and pad size as the
comparison of macro- and microcolonies in figure [7.13| represents.

7.2. Reproduction of pad experiments results

In this chapter we solve the PDE-ODE system — with the recalculated pa-
rameter values from table [3.9) and compare experimental and simulated results. Yet,
we don’t know when the cell comes to the decision to initiate the sporulation process.
It might be the threshold &, () or maybe some other trigger. In order to compare the
results, we introduce a feedback ratio which can be compared to the experimentally
observed sporulation ratios, see figure |4.1|

Definition 7.2.1 (Feedback ratios). The feedback ratio X\; of colony i at time t is
given by

# of cells achieving threshold within colony i at time t

)\115 =
®) # of cells of colony i at time tg
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with ty being the initial time point.
The general feedback ratio A is given by

# of cells achieving threshold at time t
# of all cells at time tg '

A(t) ==

Remark 7.2.2. The general feedback ratio can also consider exclusively wild type re-
spectively mutant colonies. Then we will refer to this as Aw (t) wild type respectively
A (t) mutant.

In figure [4.2] there is some bacterial growth data of one colony given. We see that it
starts with one bacterium, that is, b(to) = 1. The bacteria was counted regardless of its
location. So we fit the data to the solution of ODE logistic growth function, see (3.28)).
The best fit solution is given in figure and the corresponding parameters read

1
Qpge = 13.5- 1073 —
min
Rode — 44.8.

Population dynamics of Bacillus subtilis

N N w w a1
o 4] o a1 8 & o
T T T T T T
1

Bacterial number [-]

[EnY
o1
T

10 -

x  Data
Best fit | 7]

O L L L L L L
0 100 200 300 400 500 600

Time [min]

Figure 7.14.: The data is given in figure @ Assuming logistic growth of the bacteria,
the best fit is depicted as a solid blue line.

The exponential reproduction rate a,q. can be used for the PDE equation (4.9)
without any changes, that is & = aq.. But the carrying capacity k.q. has to be divided

by the reaction volume of one colony to use it for the PDE setting, that is kK = :O—Cllfh.
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7.2.1. Wild type experiment

We assume that hypothesis HW 4 holds and use the corresponding parameter set in
table[3.9] These were recalculated with the approach in section [6.4l In this section, we
use the negative feedback that is, production of signalling molecules stops, as a trigger
for sporulation and calculate the feedback ratio with respect to that threshold. The
result of this simulation is given in figure (c) For the moment, this seems to be
a good result since the curve is similar to the black depicted solid curve in the top
plot of figure [4.1] Additionally, we can see in figure [7.15(a) that the mean extracellular

signalling molecule concentration is at most approximately 10% meaning that the
exponential absorption of signalling molecules in the PDE model is justified. Further-
more, all colonies have the same feedback ratio characteristic such that it seems there is
no spatial effect among wild types recognizable. In figure [7.16, we see the distribution
of the signalling molecule concentration and bacteria which has reached the negative
feedback threshold. Let’s start with (a). On the left, we see the signalling molecule
concentration and it seems, that it is spatially constant. However, if the C, axis is
rescaled, that is the plot in the middle, we can see peaks arising due to the produc-
tion of signalling molecules by the bacteria. On the right, we see that in each colony
some bacteria has reached the negative threshold. It seems there is no structure which
bacteria in the colony reaches the threshold first. The plots in (b) shows the state
30 minutes later. More bacteria has reached the threshold meaning that less bacteria
produce signalling molecules and the peaks become smaller. After further 15 minutes,
that is (c), there is hardly bacteria left producing signalling molecules. Since they still

absorb them, we can see sinks at the distribution of signalling molecule concentration.
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Mean C,, bacterial growth and feedback ratios
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Figure 7.15.: Simulation results of a wild type population with noise; (a): Mean extra-
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cellular signalling molecule concentration in the pad; (b): Bacterial growth
of each colony; (c): Feedback ratio for each colony using the negative feed-
back; (d): General feedback ratio regarding wild types using the negative
feedback.
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€, concentration and feedback on pad
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Figure 7.16.: On the left and middle column, the distribution of the signalling molecule
concentration is given. On the right, we see the pad with the colonies. A
pink marked dot on the colony means that bacteria has reached there the
negative feedback; Plots correspond to (a) t ~ 370 minutes, (b) t ~ 400
minutes and (c) t = 415 minutes;

We stated, that there are not really spatial effects noticeable. However, the noise
of the threshold somehow hides the spatial effects. Removing the noise, one can ob-
serve on the one hand that the feedback thresholds of the colonies are separated, see
figure [7.17(c). On the other hand, considering a colony, e.g. W; in figure [7.18] the
bacteria in the middle reaches the threshold first evolving then to the outer bacteria.
We also note, that all bacteria reach the threshold in some seconds.
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Mean C,, bacterial growth and feedback ratios
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Figure 7.17.: Same description as in ﬁgure but now with no noise in the thresholds.
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€, concentration and feedback on pad
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Figure 7.18.: Same description as in figure but now without noise in the thresholds;
Plots correspond to (a) t = 403.135 minutes, (b) t ~ 403.136 minutes and
(c) t ~ 403.137 minutes;

7.2.2. Mutant experiment

In this chapter, we concentrate on the experimental stimulus of 10’%“ only. The mu-
tant’s parameter set is given in table|3.3|and we assume hypothesis HM 2 which regards
to a continuous absorption of signalling molecules. We recalculate the parameters as
described in section For the wild types, we used the negative feedback of the pro-
duction term as indicator to calculate the feedback ratio. We know that mutants were
characterised as bacteria producing no signalling molecules. However, we can still eval-
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uate when the intracellular concentration of the mutants reach in this case an imaginary
negative feedback. The plot of the feedback ratio is given in figure (d) One can see
that it starts way too early! A reason could be the exponential absorption of signalling
molecules since one restriction to the model approach was that it works only for small
extracellular concentrations in the range of %"l In a personally received manuscript
of the uCats laboratory, one can find an approach to model the uptake of the ODE
model with a sigmoidal function. We use their best fit values to find the parameter
for a linear absorption which reads finally o, = 0.2 - 10712 min-lcells' We do not go here
into further details how the model equations and numerical approach changes. Instead,
we consider immediately the result which is given in figure [7.20] One can see that the
extracellular concentration in (a) is more or less constant. That’s because of the linear
absorption. Again, the feedback ratio in (d) increases way too early meaning that the

absorption term is not the crucial factor of the phenomenon.

Mean C,, bacterial growth and feedback ratios
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Figure 7.19.: Same description as in ﬁgure but now for mutants.

162



7.2. Reproduction of pad experiments results

Mean C,, bacterial growth and feedback ratios
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Figure 7.20.: Same description as in figure but now with a linear absorption.

So far, we assumed no extracellular degradation rate 7.

But the environmental

situation in the PDE is different as for the ODE experiments. Thus, the signalling
molecule might be degraded by extracellular peptidases. We run the simulation with a

linear absorption as above and a high extracellular degradation rate of 7. = 1

simulation results can be found in

L The
figure Although the extracellular signalling

molecule concentration in (a) decreases very fast, there is still enough left such that the

feedback is reached very fast.

163



Chapter 7. Simulation results of PDE model
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Figure 7.21.: Same description as in figure but now with a high extracellular degra-
dation rate v, = 1%

min

However, we can detect a similar phenomenon as for the wild types. Assuming also
no noise in the threshold, we can see in figure right column, that the bacteria on
the outside of the colony reaches the threshold first, evolving then to the inner bacteria.
So the feedback behaviour is, considered in a spatial way, vice versa compared to the
wild types.
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Figure 7.22.: Same description as in figure but now for mutant colonies; Plots
correspond to (a) t ~ 339.77 minutes, (b) t ~ 339.78 minutes and (c)
t ~ 340.5 minutes,

7.2.3. Wild type - mutant ratio experiment

Although the evaluation of the stimulation experiments of the mutant yields no sat-
isfying results, we still test the setting of different wild type - mutant ratios. We use
the parameter set of table 3.9 which corresponds to the wild type assuming hypothesis
HW 4 and table with hypothesis HM 2 for the mutants. The results are given in
figure There we see, that if we increase the number of mutants, the feedback ratio
starts to rise later. Also the slope of the feedback ratio decreases. Compared to the
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experimental result which is given in the second plot of figure 4.1}, it is very different.
On the one hand, in the experiments, all ratios start to rise approximately at the same
time. On the other hand, the feedback ratios tend to different levels whereas in our
plot, all reach approximately the same level.

Feedback ratio for different wild type - mutant ratios
45 T T T T T T

X
40 - Hx X X o
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Figure 7.23.: One can see the feedback ratios for different ratios of wild type - mutant
colonies.

Let’s consider anyway the 5 : 5 ratio experiment in figure [7.24] in more detail. We can
consider that the mutants do reach the threshold later than the wild types since the
slope of the general feedback ratio regarding the wild type is bigger than the one of the
mutant. This can be explained by the fact that the mutants have to wait until signalling
molecules diffuses to them. So we can detect a spatial effect here which coincides with
the observations of the uCats laboratory.
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Figure 7.24.: Same description as in figure f07" a b : 5 ratio experiment.

7.3. Conclusion for the PDE model

After we have evaluated the PDE model, we checked the influence of the FRET kinetics
by varying the diffusion rate D and extracellular degradation rate ~.. If we increase
the degradation rate, then we obtain a slower decrease of intracellular FRET with a
higher end level. The end level of the extracellular FRET increases as well and so do
the intercept. If we increase the diffusion rate, there is no significant change of the re-
sults. Decreasing the diffusion though, the spatial effects become more significant. The
intracellular FRET decreases slower and the end level increases, whereas the intercept
of the extracellular FRET increases and the end level decreases a bit.

Changing the geometrical colony size assuming the same number of bacteria leads sur-
prisingly to no change, neither for the absorption process nor for the production process.
Adjusting then the bacterial number to the corresponding colony size, the intracellu-
lar FRET level increases by increasing the mutant colony size. For the extracellular
FRET, the slope is steeper if the colony size is increased and all variations tend to the
same level. The results of the wild type macrocolonies is similar. The slope of the
extracellular FRET becomes steeper by increasing the colony size. Furthermore, an
increased bacteria size leads to a higher concentration of signalling molecules and thus,
the minimum becomes smaller. Additionally, both threshold feedbacks were reached
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earlier for the same reason.

The reproduction of the wild type experiments yield reasonable results. We see that spa-
tial effects are small since the feedback ratio starts to increase for (almost) all colonies
simultaneously after almost 6 hours. After 2 hours, all bacteria in each colony have
reached the negative feedback, see figure That means, from initially 1 bacterium
we obtain at the end approximately 40 spores. Compared to the experimental results,
see the black curve of the second plot in figure the result is acceptable, but not so
good. There it took at least 8 hours until we are nearby reach the maximum number
of spores.

Time: 2400 minutes

8

y-coordinates [pm]

3

150

x-coordinates [um]

Figure 7.25.: If a point in the grid has reached the negative feedback, it is marked in pink.

Since each colony is fully pink, each bacterium has reached the negative
feedback.

The stimulation of the mutants completely failed since the negative feedback is
reached too early. The absorption rate ¢ is just to high and neither depend on the
exponential approach nor on the linear approach. Even a high extracellular degradation
rate 7, yields no significant improvement. Also the simulation of the ratio experiment
generates no acceptable results. Instead of starting to increase at the same time and
reaching different levels, the different ratios start to increase later the more mutants
we have in the pad and all ratios have the same level. The one and only similarity is
the slope of the ratios: The more mutants we have, the lower is the slope of the ratios.
That is reasonable since mutants do not produce signalling molecules and therefore,
they have to wait until signalling molecules reaches them.

We were also not able to reproduce quantitatively the experimental results of the ratio
experiments. However, we found a spatial effect considering the 5 : 5 ratio experiment
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in more detail, that is, mutants reach the feedback later than wild types.
Nevertheless, it seems that the parameter values of the ODE models regarding to the
shake flask experiments can not be used for the PDE model regarding the pad exper-
iments. There is even the possibility to change the model equation which is discussed
in the conclusion chapter |8/ in more detail.
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Chapter 8

Conclusion/Prospects

In the beginning of this thesis, we wonder if spatial effects regarding the initialisation of
sporulation in bacterial colonies can be explained by mathematical models. Before we
deal with PDEs, we consider first ODEs to obtain more informations of the production
and absorption processes of signalling molecules. After that, we imply the obtained
results into the PDE model.

As stated, the first approach was to model the signalling molecule kinetics with an
ODE model in chapter (3| to evaluate experimental results and obtain some insights in
the production and absorption process of signalling molecules. We stated various hy-
potheses regarding those processes leading to diverse models. For each model, we were
able to state existence and uniqueness of solutions and performed after that a best fit
simulation. Let’s start to recite the results of the absorption process of mutants. On
the one hand, we saw in section that the absorption of signalling molecules with
a constant rate is maintained over the experimental time and yields very good FRET
fits for a stimulus of 10%01. On the other hand, the data of a higher stimulus of
100%"[ can not be fitted with the model given in section . Furthermore, changing
the absorption process from a linear function to a sigmoidal function yields better re-
sults for the first four data points, but then it failed, too. At a first glance, it seemed
that the absorption stops. However, a slower absorption of the signalling molecules by
the mutants could be also the reason for the slower increase of extracellular FRET.
Thus, we could gain further insights of the absorption kinetics if we have data points
for a wider time range and more data points at later time points. A side result while
testing the hypotheses with respect to the absorption process yields that there are nei-
ther an intracellular degradation nor an extracellular degradation on a relevant level.
The production process of signalling molecules by wild types yields very good results
if we include two switches, see section respectively section [3.10} First, there is a
switch from an initially low, constant production rate to a higher, constant produc-
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tion rate. After a certain length of time, the production process stops. Both switches
are controlled by the intracellular signalling molecule concentration, reaching certain
thresholds. However, there is the open question of competition effects regarding the
absorption of signalling molecules since the wild type produces further molecules which
are absorbed by the same pump. Assuming a competition effect, we obtain still a very
good FRET, only the production rates and feedback threshold change. That means the
data is not consistent in order to determine the parameters. A different experiment is
required to decide if the competition effect can be rejected or not. Note that the pCats
laboratory rather supports the idea of a competition effect.

Then we stated a PDE-ODE model in chapter 4] using the informations from above.
Unfortunately, we were only able to prove uniqueness for a special case of the PDE-ODE
system - (#.12)), that is, for a time constant bacteria population. So far, unique-
ness of the full system can be shown only for a certain time interval whereas it is not
possible to state the range of this interval since it depends on the value 6 in ([5.23)) and
for this value, we have no concrete estimation. The results in section regarding the
absorption process of the mutants were quite bad. As we already concluded, it might be
wrong to use the parameter values from the ODE experiment. Thus, one could vary the
absorption rate o and degradation rates 7. and ~; but also the production rates Il and
AII of the wild type bacteria. However, this costs quite much computation time to test.
A further attempt to improve the results is to change the model equations and/or con-
ditions. So far, we assumed homogeneous Neumann boundary condition, which means
nothing else that we do not lose any signalling molecules at the boundary. However, the
signalling molecules could “glue” on the boundary and bottom of the pad, which means
we “loose” these signalling molecules for the quorum sensing process. Due to the fast
diffusion, this would be a not negligible amount. Furthermore, we could implement an
absorption term which depends on the extracellular signalling molecule concentration
as discussed above. Such a dependency may be the case for the production term, too.
To prove this, one would need further special experiments. A further adjustment to
the model could be the change in the population dynamic of the bacteria regarding the
PDE case. We assumed a logistic growth motivated by the data. However, we never
took into account that the growth could be influenced by the signalling molecules. We
saw from data sets of the uCats that higher stimulated mutants grow faster and the
number of cells within a colony was higher. Moreover, it seems to be natural, that after
some certain signalling molecule concentration, the bacterium stops to reproduce itself
and initiate instead the sporulation process. That means we would add an indicator
function to the right hand side of the bacteria. Purely hypothetical, the threshold for
the absorption stop might be the same as the indicator for the bacterium to prolifer-
ate. For all this, more data is required. Additionally, the pCats concluded from the
experiments that sometimes, not the entire colony sporulates. Our present PDE-ODE
model can reproduce such a behaviour. Recall the wild type results in section [7.1.1]
There, we saw that the FRET curve with noise in the thresholds did not reach the
end level and we argued that some bacteria did not reach the threshold. The plots of
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the right column in figure shows how a possible end state could look like. We just
have the “problem” that there are to much signalling molecules in the pad such that
each bacterium reaches the threshold.

A further reason for a mismatch of experimental data and simulation results might be
the fact that we neglected in all models the influence of nutrients. Especially in pad
experiments this could be a additional influencing factor for the initialisation of sporu-
lation.

Last but not least, we can conclude that the production process definitely depends on
the intracellular signalling molecule concentration and spatial effects can be detected by
the model. However, there are many open questions which require more experimental
data and new model assumptions to answer them.
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Appendix A

Theorems

A.1. Fixed point theorems

Theorem A.1.1 (Banach’s Fixed Point Theorem). Assume
A X — X
s a nonlinear mapping, and suppose that
[A{u) — A{@)]| <~llu+all  (u,@ € X)
for some constant v < 1. Then A has a unique fixed point.

Theorem and proof can be found in [9], Chapter 9.2.1, Theorem 1.

Theorem A.1.2 (Schauder’s Fixed Point Theorem). Let X be a real Banach space.
Suppose K C X is compact and convex, and assume also

A K- K

is continuous. Then A has a fived point in K.

This theorem and its proof is stated in [9], chapter 9.2.2, Theorem 3. There’s also
a second version of Theorem which is given in [4], chapter 21.3, inclusively the
proof in the appendix, chapter 26.8.

Theorem A.1.3 (Schauder’s Fixed Point Theorem Second Version). A continuous
operator A in a Banach space X shall map a convex, closed set X into itself. Assume
that the image set AX 1is relatively compact, then A has at least one fized point in M.

We will use only the second version of Schauder’s Fixed Point Theorem, the first
version is only given for reasons of completion.
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A.2. Inequalities

Theorem A.2.1 (Young’s Inequality with €). Let 1 < p,q < o0, — + 1. Then

=
Q| =

with a,b,e >0
(pe) ™" g
q

ab < ea®? +

Young’s Inequality Theorem and its proof can be found in [9], Appendix B.2.d.

Theorem A.2.2 (Gronwall’s inequality differential form). Let x(-) be a non-negative,
absolutely continuous function on [0,T], which satisfies for a.e. t the differential in-
equality
d
Calt) < ha(t) + (1),

where h(t) and g(t) are non-negative, summable functions on [0,T]. Then

z(t) < 6/0 hr)dr z(0) + /Otg(T)dT]

forall0 <t <T.

Theorem A.2.3 (Generalized Gronwall’s inequality). Suppose x(t) satisfies
t
2(t) < g(t) + [ h()a(r)dr, 7€ [0,7]
0

with g(t) € R and h(t) > 0. Then

t th s)ds
o(t) < g(t) + | FEEAL

Moreover, if in addition g(1) < g(t) for 7 <'t, then

z(t) < g(t)e/o h<T>dT, T €[0,7].

Theorem is cited form [9], Appendix B.2.j., and Theorem is cited from
[32], Lemma 2.7. We just change the names of the variables to obtain a consistent
and comparable statement. The proofs can also be checked there, except for the last
statement of Theorem [A.2.3] This will be proved here.
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Proof. We assume g(7) < g(t) for 7 < t. Then it holds

< g(t) + 9(1) [ h(r)e dr
t — Thsds
o0 +ot) [ TS

A.3. ODE solutions

Theorem A.3.1 (Picard-Lindeldf). Suppose f € C(U,R"™), where U is an open subset
of R and (ty,z0) € U. If f(t,x) € C(U,R"™) is locally Lipschitz continuous in the
second argument, uniformly with respect to the first, then there exists a unique local
solution T(t) € CY(I) of & = f(t,x), x(ty) = wo, where I is some interval around to.
More specific, if V = [to,to + T| X Bs(xo) C U and M denotes the mazimum of |f| on
V. Then the solution exists at least for t € [tg,to + To] and remains in Bs(xy), where
To =min T, %. The analogous result holds for the interval [ty — T, to)

Proof and theorem is given in [32], chapter 2, p. 36.

Theorem A.3.2 (Non-negativity of ODE solutions). Suppose that f in @(t) = f(t,x)
has the property that solutions of initial value problems z(tg) = xo > 0 are unique and,
for all i, fi(t,x) > 0 whenever x > 0 satisfies x; = 0. Then x(t) > 0 for allt >ty for
which it is defined, provided x(ty) > 0.

The Theorem as well a proof can be found in [29], Proposition B.7.

A.4. Measure theory

Theorem A.4.1 (Fubini-Tonelli Theorem for Lebesgue and Riemann integrable func-
tions). Let (X, A, ) be a measure space, and let f : X x [a,b] — C. Assume that
R f(z,y) dy exists p-a.c., f is p-measurable for all y € [a,b], and that there is
F e L,(X) for which

V(z,y) € X xa,0], [f(z,y)] < F(z).
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Then [y f(z,t) du(zx) is Riemann integrable and

/X (R/abf(x,y) dy) du(a:)zR/ab (/X F(z,) d,u(:v)) dy.

The Theorem and the corresponding proof is stated in [I], chapter 3.7, Theorem
3.7.12.

Theorem A.4.2 (Rellich-Kondrachov Compactness Theorem). Assume U is a bounded
PR Then Whe(U)

open subset of R™, and OU is Ct. Suppose 1 < p < n and p* =
is compactly embedded in L1(U) for each 1 < q < p*, written
WhH(U) cc LYU), 1<q<p.

Rellich-Kondrachov’s Compactness Theorem and the corresponding proof can be
found in [9], chapter 5.7, Theorem 1.

Theorem A.4.3 (Dominated convergence theorem). Assume the functions { fi},-, are
integrable and

fx = f ae.
Suppose also
[fel <9 ae.,
for some measurable function g with [g. |g| d¥ < co. Then
/ fo d7 — / fdz.
R™ R7

This is cited from Fvans [9], Appendix E.3., Theorem 5.

A.5. Maximum principles

Theorem A.5.1 (Strong maximum principle). Assume v € CZ((0, T]xU)NC((0,T] x U)
and

c=0 in (0,T] x U

with Lu = — Y751 a7 g0, + 30 Vg, + cu.
Suppose also U is connected.
(i) If

u + Lu <0 in (0,T] x U
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and u attains its mazimum over (0,T] x U at a point (ty,zo) € (0,T] x U, then

u is constant on (0,t] x U.
(ii) Likewise, if
u + Lu >0 in (0,T] x U

and u attains its minimum over (0,T] x U at a point (ty,zo) € (0,T] x U, then
w s constant on (0,to] x U.

This result and its proof can be found in [9], chapter 7.1.4, Theorem 11.
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Appendix B

Background regarding best fit

stmulations in chapter @

In this chapter a brief summary is given of finding the best fit parameters and deriving
the confidence interval of the fitted curves in chapter 3|

B.1. ODE solver

First of all, one has to solve the ODE systems in chapter |3| in order to determine
the best parameters fitting the data best. If we have a continuous right hand side,
we use the MATLAB solver odel5s. It is a quasi-constant step size implementation
of the numerical differentiation formulas, briefly NDFs, in terms of backward differ-
ences. Additionally, odel5s can solve stiff problems which often arises after the space
discretization of parabolic problems. For more information see [27]. If we have a dis-
continuous right hand side, the system can be solved by applying the so called “event
driven method”. The discontinuities will be located, in our case the time when we fulfil
the necessary condition, and the solver restart at this point. For more details see [7].
Such a method can be implemented into the ode15s solver. Briefly described, after the
odelbs solver executed a successful step, we ask if the intracellular concentration has
reached the threshold. In case this holds, we change the right hand side and the solver
restart to solve the system with this adjusted right hand side. Note that one has to
do further adjustments regarding the solver such that we obtain no error message, e.g.
rewrite the output function.
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B.2. Best fit parameter

We want to fit the FRET data points with our computed solution as good as possible.
That means after we have solved the ODE systems and derived the numerical solution
of the intracellular signalling molecule concentration, we can evaluate the FRET func-
tion . The resulting curve should be as close as possible to the sampled FRET data
points. One possibility to realize this is to use the fsolve function of MATLAB. This
MATLAB function starts at a self-chosen point and tries to find the root of the object
function. One can choose between three different algorithms: the “trust-region-dogleg”
(default), the “trust-region” and “levenberg-marquardt” algorithm. More informations
can be found in the MATLAB documentation. As object function, we choose the differ-
ence of the mean and the evaluated function with the parameters being the argument.
However, the fsolve function admits also negative parameter solutions which contra-
dicts with the assumption biological feasible parameters, that means non-negativity.
Indeed this happens for the degradation rates 7, and ~;. Unfortunately, we can not set
lower bounds for the arguments using the fsolve function. Therefore we use the fmincon
function which has the option to set upper and lower bounds for the arguments. The
MATLAB function fmincon needs a starting point and attempts to find a minimizer
of the object function subjected to a constraint. Our problem can be realized by set-
ting the previous object function as a nonlinear constraint and minimizing a constant
function, e.g. zero. That means fmincon tries to find a parameter set such that the non-
linear constraint is fulfilled. The interior-point optimization uses first a “Newton step”
and if this fails it attempts a “conjugated gradient step” at each iteration. More details
to this topic are in the MATLAB documentation. The fmincon algorithm is used to
find the parameter set of our best fit solution. We denote this best fit parameter set as 0.

Next we want to estimate the parameter confidence intervals based on F' distribu-
tion. That means we assume for the confidence region that the error terms are jointly
normally distributed. The goal of nonlinear regression is to find the optimal parameter
set € to minimize the sum of squared residuals SSR defined by

SSR(B) = " — F(0))° (B2.1)

)

whereas n denotes the number of fitted values, y; is the i value of the variable to
be predicted, z; is the i" value of the explanatory variable, and f(z;) is the predicted
value of y;.
The confidence region for the parameter set is a set of points for which SSR(#) is less
than or equal to a constant which reads

553(9)—S§‘R(9) P oo (B.2.2)
SSR (8) n—p P
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B.3. Confidence interval of the fitted curves

The number of parameters is given as p and the confidence level as . The formula
and more information are given in [26], [33]. For the approach to estimate the confidence
interval we proceed as follows: We minimize and maximize each parameter separately
whereas the other best fit parameters are fixed. This is the object function for the
fmincon solver. As nonlinear constraint, the inequality has to be fulfilled. We
use again the interior-point optimization as algorithm.

B.3. Confidence interval of the fitted curves

Since we do not have so many data points to estimate the confidence interval of the
fitted curves, we perform a bootstrapping procedure of the raw data to enlarge the data
set. The raw data points contained were sampled at random to generate 10* data sets.
For each random data set, we want to find a best fit solution by using the approach
described above. Then we calculate the limits of the 95% percent fits by the 0.025 and
0.975 quantiles of the best fits of each random data set.
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Appendix C

Some MATLAB code for solving
ODFE systems

This code presents the implementation of the event driven method and is copied from
a solver solving the wild type ODE system derived by the finite element method.

[

x_interp=[t, t_new];

2 y-interp=[Ce';Ce_new'];

3

4 if t_new-t<10” (-3)

5 xg=linspace (t, t_new, 4);
6 ng=4;

7 else

8 xg=linspace (t, t_-new, 40);
9 ng=40;

10 end

11
12 % Solve the ODE Ci';
13 [t2_new,Ci_new]= oded5(Q@(t,y)
myodeabsorp (t,y,x_interp,y-interp,n, sigma,bac(t)), xq,V);
14
15 % Calculate the thresholds

16 Bacteria=bac (t2_new);

17

18 etan_new_all=xi_n.x*Bacteria (Bacindex, :);

19 etan_new=repmat (etan, 1,nq);

20 etan_new (—logical (Sn_index_old(end,Bacindex)),:)=

etan_-new_all (-logical (Sn_index_old (end,Bacindex)), :);
21 etan_new=etan_new';
22
23 etap_-new_all=xi_p.*Bacteria (Bacindex, :);
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24 etap_new=repmat (etap, 1, nq);

25 etap_-new (mlogical (Sp-index_old (end,Bacindex) ), :)=
etap-new_all (mlogical (Sp-index_old (end,Bacindex)), :);

26 etap_-new=etap_new';

27

28 % Find new nodes where feedback is reached

29 Sn_index_new=[];

30 Sp-index_new=[];

31

32 Sn_index_new(l:length(t2_new),Bacindex)=
Ci_new (:,Bacindex)>etan_new(:, :);

33 Sn_diff=Sn_index_new (:,Bacindex)

—repmat (Snr_index_old (Bacindex), length (xq),1);
34

35 Sp-index_new (l:length (t2new),Bacindex)=
Ci_new (:,Bacindex)>etap-new(:,:);
36 Sp-diff=Sp_-index_new (:,Bacindex)

—repmat (Sp_-index_old (Bacindex), length (xq),1);
37
38 Sn_diff 2=any(any(Sn_diff==1,2),1);
39 Sp-diff _2=any(any(Sp.diff==1,2),1);
40

41 % Check if feedback is reached and adjust equations as the case
may be

42 if Sn.diff 2 || Sp-ediff.2

43

44 Feedback=true;

45

46 if Sn_diff 2 && —Sp_diff.2

47 [rl,cl]=find(Sn_diffx0);

48 [r2,-]=find (min(rl)==rl);

49

50 t_new=t2_new(rl(r2(1)));

51 Ce_new=interpl (x_interp, y-interp, t_new) ';

52 Ci_new=Ci_new (rl(r2(1)),:);

53

54 etan=etan_new (rl(r2(1)),:)"';

55 etan(cl (r2))=Ci_new (Bacindex (cl(r2)));

56

57 Sn_index_old ([Bacindex (cl(r2))])=1;

58

59 tF_n=[tF_n, t_new];

60

61 elseif =-Sn_diff 2 && Sp_diff_2

62

63 [rl,cl]=find(Sp_diffx0);

64 [r2,-]=find (min(rl)==rl);

65

66 t_new=t2_new(rl(r2(1)));

67

68 Ce_new=interpl (x_interp, y-interp, t_new)';

69 Ci_new=Ci_new (rl(r2(1)), :);
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70
71
72
73
74
75
76
7
78
79
80
81
82
83
84
85
86
87
88
89
90
91
92
93
94
95
96
97
98
99
100
101
102

104
105
106
107
108
109
110
111
112
113
114
115
116
117
118
119
120
121

else

etap=etap-new (rl(r2(1)),:)"';
etap(cl(r2))=Ci_new (Bacindex (cl(r2)));

Sp-index_old([Bacindex(cl(r2))])=1;

tF_p=[tF_p,tnew];

[ril,cil]=find (Sn_diffx0);
[ri2,]=find (min(ril)==ril);

[rpl,cpl]l=find (Sp-diffx0);

[rp2,~]1=find (min (rpl)==rpl);

if ril(ri2)<rpl (rp2)
t_new=t2_new(ril(ri2(1)));

Ce_new=interpl (x_interp,y-interp, t_new)';
Ci_new=Ci_new(ril(ri2 (1)), :);

etan=etan_new (ril (ri2 (1)), :)"';
etan(cil (ri2))=Ci_new (Bacindex (cil (ri2)));

Sp-index_old ([Bacindex (cil (ri2))])=1;
tF_n=[tF_n,tnew];

elseif rpl(rp2)<ril(ri2)
t_new=t2_new (rpl (rp2(1)));

Ce_new=interpl (x_interp,y-interp, t_.new) ';
Ci_new=Ci_new (rpl(rp2(1)),:);

etap=etap-new (rpl (rp2(1)),:)";
etap (cpl (rp2) )=Ci_new (Bacindex (cpl (rp2)));

Sp-index_old ([Bacindex (cpl (rp2))]1)=1;

tF_p=[tF_p,tnew];
else

t_new=t2_new (rpl (rp2(1)));

Ce_new=interpl (x_interp,y-interp, t_new)';
y2new=y2new (rpl (rp2 (1)), :);
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122

123 etap=etap-new (rpl (rp2(1l)),:)";

124 etap (cpl (rp2))=Ci_new (Bacindex (cpl (rp2)));
125 etan=etan_new (ril (ri2 (1)), :)"';

126 etan(cil(ri2))=Ci_new (Bacindex (cil (ri2)));
127

128

129 Sn_index_old ([Bacindex (cil (ri2))])=1;

130 Sp-index_old ([Bacindex (cpl (rp2))]1)=1;

131

132 tF_n=[tF._n, tnew];

133 tF_p=[tF_p,tnew];

134

135 end

136 end

137

138 Load-new = @(t,y)Load.F (Points, Triang_-bac.w, Sn_index_old,

Sp-index_old,bac(t),Pimin,Pi_a);

140 ode = @Q(t,y) Stiff(t,y)+*y+Load.new(t,vy);
141 tspan=[t_new, tspan(end)];

142 Ce_0=Ce_new;

143 Ci_0=Ci_new;

144 etan_O=etan;

145 etap_O=etap;

146 done=true;

147 done2=false;

148

149 end

150
151 % Calculate bacterial density and thresholds
152 bac_new= bac (tnew);

153

154 1f —Spore

155 etan=etan_new (end, :)';
156 etap=etap_new(end, :)"';
157 end
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