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Abstract

The differentiation of mesenchymal stem cells (MSCs) into chondrocytes (native cartilage cells), or chon-
drogenesis, is a key step in the tissue engineering of articular cartilage, where the motility and high prolif-
eration rate of MSCs used as seed cells are exploited. Chondrogenesis is regulated by transforming growth
factor-beta (TGF-0), a short-lived cytokine whose effect is prolonged by storage in the extracellular matrix.
Tissue engineering applications require the complete differentiation of an initial population of MSCs, and
two common strategies used to achieve this in vitro are (1) co-culture the MSCs with chondrocytes, which
constitutively produce TGF-8; or (2) add exogenous TGF-S. To investigate these strategies we develop an
ordinary differential equation model of the interactions between TGF-5, MSCs and chondrocyte. Here the
dynamics of TGF-3 are much faster than those of the cell processes; this difference in time-scales is exploited
to simplify subsequent model analysis. Using our model we demonstrate that under strategy 1 complete
chondrogenesis will be induced if the initial proportion of chondrocytes exceeds a critical value. Similarly,
under strategy 2 we find that there is a critical concentration of exogenous TGF-3 above which all MSCs
will ultimately differentiate. Finally, we use the model to demonstrate the potential advantages of adopting
a hybrid strategy where exogenous TGF-f is added to a co-culture of MSCs and chondrocytes, as compared
to using either strategy 1 or 2 in isolation.
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1. Introduction

Articular cartilage is a thin layer of dense tissue found on the ends of bones in synovial joints. It
prevents contact between the ends of the bones and acts as a lubricating surface between them [1, 2].

Cartilage is composed of a combination of native cartilage cells (or chondrocytes) and extracellular matrix

Preprint submitted to Journal of Theoretical Biology September 22, 2017


https://doi.org/10.1101/141119
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/141119; this version posted October 1, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

middle zone

deep zone

subchondral bone

Figure 1: Schematic cartoon of the zonated, depth-dependent structure of articular cartilage. In a synovial joint the cartilage
lies between the synovial fluid and the subchondral bone, and is typically described as being divided into three zones. The
highest density of both collagen and chondrocytes is in the superficial zone, and here both are aligned in the direction of the
surface of the cartilage. In the middle zone the cells are more rounded and the alignment of the collagen is less organised, with
the density of both lower than in the superficial zone. In the deep zone the cells are organised in column-like structures, with
both these columns and the collagen aligned perpendicular to the subchondral bone [2].

components, principally collagen and proteoglycans. The zonated structure and arrangement of both the
cells and the matrix components endow cartilage with properties that make it particularly well suited to
withstanding mechanical stresses in load bearing joints, such as the knee (a schematic cross-section of this
zonated structure is shown in Figure 1). Articular cartilage has a low capacity to regenerate due to its
avascular structure and the low motility and proliferation rates of the chondrocytes. Thus, any degeneration
of cartilage is chronic and can lead to severe conditions, such as osteoarthritis, which typically require
some form of surgical intervention. A proposed alternative to current joint replacement approaches involves
implanting artificially engineered cartilage to replace the damaged tissue.

Ideally such an implant should mimic the biomechanical function of the natural tissue and have a
similar distribution of cells and matrix components. One promising effort to produce such an implant
involves seeding cells in a hydrogel construct reinforced with a lattice of 3D-printed polymer fibres, which
is then cultured in a bioreactor under chemical and mechanical stimuli [3]. The seeded cells may be either
chondrocytes harvested from natural cartilage, or mesenchymal stem cells (MSCs), which differentiate into
chondrocytes in response to externally imposed stimuli, or a combination of both cell types. The relevant
matrix components are synthesised and maintained by chondrocytes, so a zonated distribution of these
components requires a zonated distribution of the chondrocytes. As chondrocytes have very low motility

this distribution may be achieved either by seeding chondrocytes in a zonated fashion, or by exploiting the


https://doi.org/10.1101/141119
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/141119; this version posted October 1, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

high motility of the MSCs and stimulating them to move throughout the construct before they differentiate.

A further consideration is the low proliferation rate of chondrocytes which means that many cells must
be harvested from other sources to seed the construct; such harvesting is practically difficult to achieve.
By contrast, MSCs are highly proliferative, so fewer cells need be harvested; the challenges in their use are
to bias their differentiation into chondrocytes (chondrogenesis) and then maintain a stable phenotype [4]
(we note that MSCs may also differentiate into bone or muscle cells, for instance). Chemical stimulation
can be provided to the seeded cells, for instance in the form of fetal bovine serum (FBS), platelet-derived
growth factor (PDGF), or transforming growth factor-8 (TGF-f), to promote proliferation, differentiation
and/or chemotactic movement of the MSCs [5, 6, 7]. Chemical stimulation can be combined with mechanical
stimulation, for instance by using a piston to apply a load to the hydrogel construct [8], to promote cell
differentiation via mechanotransduction.

Identifying appropriate conditions under which to culture artificial constructs to produce a specific end-
product is technically challenging. The cells are typically highly sensitive to small changes in the environ-
ment, and therefore a small change in the concentration of a particular growth factor may have a large effect.
Similarly, for mechanical loading a balance needs to be struck between applying enough loading to induce
mechanotransductive effects, but not too much that the structure of the hydrogel is compromised. Addition-
ally, in the context of tissue engineering differentiated cells may dedifferentiate, and so may require regular
stimulation to prevent their loss of phenotype. Producing a desired outcome involves carefully balancing
the application of the different stimuli and the responses they induce in the cells. The modelling work of
this study aims to address this challenging question. We develop a mathematical model to investigate how
to drive a population of MSCs to chondrogenesis with a focus on the response of MSCs to a single growth
factor in particular, transforming growth factor 8 (TGF-3).

TGF-4 is particularly important in a number of contexts related to cartilage. In wvivo it is produced
by chondrocytes and stored bound to the ECM. In unbound form it stimulates chondrocytes to synthesise
ECM components such as collagen type II and proteoglycans (particularly aggrecan). It drives MSCs to
differentiate into chondrocytes. The biochemistry of TGF-g has several subtleties: it is secreted in active or
latent form as part of a ‘large latent complex’, whose active component is bound to a protein and a peptide
and unable to bind to cell receptors until it is released from this complex. This arrangement enables the
latent TGF-5 to bind to and be stored in the ECM, for release only when chondrocyte stimulation is required
(in response to ECM damage for instance). TGF-8 activation typically occurs in response to mechanical

or chemical stimulation [9, 10]. Once activated it has a short half-life of only a few minutes as compared
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to the time-scale of days over which cell differentiation and proliferation occur [11]. Consequently it must
bind rapidly to cells after activation to have any effect. For in vitro studies, TGF-£ is replenished at regular
intervals to ensure a sustained effect. For tissue engineering applications there are two dominant sources of
TGF-p: it may be secreted by chondrocytes or it may be added exogenously. The key modelling question
that we address in this paper is then to understand how these two sources interact and, in particular, to
establish whether exogenous TGF-5 alone is sufficient to drive stem cell differentiation.

A number of experimental strategies have been developed to drive the chondrogenesis of an in wvitro
population of MSCs. One strategy involves adding exogenous TGF-f to the initial population of stem cells
[8]. Although TGF-8 has a short half life, if its initial concentration is high enough it is possible that it
will drive some cells to differentiate before it degrades completely. These newly differentiated chondrocytes
will constitutively produce more TGF-3, and if they do so in a large enough quantity then this may drive
further differentiation. Where too few cells are initially differentiated more TGF-8 may be added to achieve
complete differentiation. Mathematical modelling of this excitable system will help to identify conditions
under which the system can be driven to constitutively produce enough TGF-3 to sustain cell differentiation
after the initial source of exogenous TGF-$ has been depleted.

An alternative strategy for obtaining a population of differentiated cells is to co-culture MSCs with some
harvested chondrocytes. There is evidence that co-cultures of this type produce cell populations with a more
stable phenotype [12]. Under these conditions, the mechanism that induces chondrogenesis is similar to that
above, except that the only source of the TGF-# is that produced by the chondrocytes. A point of interest
here is how few chondrocytes need to be added to induce chondrogenesis of the whole cell population, since
chondrocytes are difficult to harvest.

We have performed experiments to investigate this chondrogenesis strategy and an example is shown in
Fig. 2. Here, a co-culture of 80% MSCs (at a density of 16 Mio/mL) to 20% chondrocytes (at a density of
4Mio/mL) yielded comparable levels of chondrogenic markers (shown here are stainings for collagen type
IT) after 28 days to that of a population of 100% chondrocytes (at a density of 20 Mio/mL). This indicates
that the MSCs have differentiated and are producing this particular ECM component at a rate similar to
the seeded native cartilage cells. If exogenous TGF-f is added to a mixed population of cells then it is
possible that even fewer chondrocytes and a lower concentration of exogenous TGF-3 will be required than
if the these strategies are used in isolation [13]. Mathematical models of this scenario can be used to assess
the relative importance of these alternative mechanisms. Ideally experiments of the type shown in Figure

2 could be used to validate the model, but at present the available data consists of histology images at
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a) 100% chondrocytes: day 0 (left), day 28 (right)

b) 80% MSCs to 20% chondrocytes: day 0 (left), day 28 (right)

Figure 2: Microscope images from two in vitro experiments performed at University Hospital Wiirzburg where a population
of 100% chondrocytes and a co-culture of 80% MSCs and 20% chondrocytes were cultured for 28 days. In these images cells
are stained in blue and type II collagen, which is produced by chondrocytes, is stained in brown. As shown in the images on
the left in Figs. 2(a) and (b), no collagen is present in either culture at day 0. By contrast, the images on the right show in
Figs. 2(a) and (b) show that at day 28 similar levels of type II collagen are present in both cultures. This indicates that the
MSCs in the co-culture have differentiated into chondrocytes and are producing collagen type II. The scale bar in the lower
right hand corner of each image is 50 yum.
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two sparse time points (at the start and end of the experiments), whereas model validation and parameter
estimation would require quantitative data at multiple time points. This is beyond the scope of the present
study but could form the basis for future work in which the mathematical model here is used to identify the
time points at which the data is collected.

The purpose of this paper is to develop a mathematical model that describes the impact of TGF-3 and
chondrocytes on MSC proliferation and differentiation under various experimental conditions [8, 12, 13],
and in doing so to identify the contributions from the various cellular and biochemical processes involved.
A qualitative comparison is appropriate since the reported results in experiments are largely qualitative in
nature, typically based on stainings for ECM components of the type shown in Fig. 2, and therefore not
suitable when making quantitative comparisons. In formulating our model we adopt a highly simplistic
view of the relevant biology, assuming well-mixed populations of cells and spatially uniform chemical con-
centrations, as well as simplifying aspects of the TGF-4 life cycle, while retaining all the key mechanisms
involved in chondrogenesis. Previous models have considered TGF-£ decay and activation in the context of
fibroblast differentiation [14], with a detailed focus on receptor kinetics, as well as modelled in detail the
TGF-3 signalling pathway [15]. We do not attempt to include this level of detail in our model, instead
focussing on the interactions between extracellular TGF- and the two cell types.

The remainder of this paper is organised as follows. In Section 2, we develop our mathematical model and
present some motivating simulations. The chondrogenesis strategy of co-culturing MSCs and chondrocytes is
investigated in Section 3, where we introduce a fast kinetics approximation and derive an analytic expression
for the critical density of chondrocytes required to drive chondrogenesis. The effect of adding exogenous
TGF-£ on a population of cells is explored by considering early-time behaviour in Section 4, and we obtain
the critical concentration of added TGF-f required to drive chondrogenesis with a combination of analytic
and numerical techniques. Finally, a hybrid strategy where exogenous TGF-f is added to a co-culture is
investigated in Section 5 with a combination of analytic and numerical techniques. We discuss these results

and present our conclusions in Section 6.

2. Model and biological background

We develop a time-dependent mathematical model for TGF-8 mediated proliferation and differentiation
of MSCs to chondrocytes. We neglect cell motility and any spatial variation in the densities. We assume
that chondrocytes do not proliferate or dedifferentiate, which is a reasonable assumption for tissue engineer-

ing applications, where the chondrocytes are typically derived from articular cartilage and cultured in vitro
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[16, 17, 18]. In this context it is also reasonable to neglect cell death of both MSCs and chondrocytes on the
relatively short time scale of interest (approximately 1-2 weeks) [18].

We propose an ordinary differential equation model to investigate how the cytokine, TGF-3, can drive
chondrogenesis in a well-mixed (spatially uniform) population of cells; the dependent variables of this model
are summarised in Table 1 along with their units. We distinguish two cell types, MSCs and chondrocytes,
and denote their densities by m(t) and n(t) (number of cells/volume), respectively. It is assumed that
MSCs differentiate and proliferate at rates which depend on the amount of TGF-5 bound to their receptors,
denoted by f(t) (fraction of bound receptors/cell), with differentiation and proliferation occurring only if
f(t) exceeds the threshold values f; and f,, respectively. Applying the principle of mass balance to the two

cell types, the differential equations governing the evolution of m(¢) and n(t) are

dm
MSCs: = —MH(f — fa)ym + M H(f — fp)m, (1)
—_—— —_—
differentiation of MSCs to chondrocytes proliferation
d
chondrocytes: d—TtL = MH(f = fa)m. (2)
S —

differentiation of MSCs to chondrocytes

In Equations (1)—(2), H(x) is a Heaviside step function (H(x) = 1 if x > 0; H(z) = 0 otherwise), so that
differentiation and proliferation are switched on when f > fq and f > f;,, respectively. This represents a bi-
ologically appropriate description of the cell response to receptor bound TGF-g3; following [19], for instance,
the choice of Heaviside functions here has the advantage that it will permit further mathematical analysis.
The constants A; and Ay are the rates at which differentiation and proliferation, respectively, occur where
these effects are active. Here we assume that fq < f;,, so that proliferation only occurs if the MSCs are
also differentiating; this is broadly in line with the observed behaviour of MSCs that have been cultured in
vitro, in a hydrogel, for a period of 1-2 weeks in the presence of the isoform TGF-51 [5, 18, 20, 21, 22] in
tissue engineering studies. We note that in other contexts and for other isoforms of TGF-f3 the effect may
be different; for instance TGF- in increases the proliferation of MSCs in bone formation [23], but has no
effect on the proliferation of genetically engineered stem cells [24]. We further assume that A; > Ag, so that
when both effects are active, proliferation does not outpace differentiation. This is in line with observations
of the relative rates of these effects in experimental studies [20, 18]. We note that when A; < Ay the model
is physically unrealistic as the MSC population grows without bound.

In practice TGF-f can exist in up to eight different forms [9]. For simplicity, we distinguish just three

forms of TGF-# and also track the quantity bound to the MSCs and chondrocytes. TGF-4 is secreted as
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Figure 3: A schematic showing the simplified life cycle of TGF-3 used in the model. The steps in this life cycle are: (1) secretion
of latent TGF-3 by chondrocytes; (2) binding of latent TGF-3 to the extracellular matrix; (3) activation of bound TGF-3 by
interaction with an activating chemical species; (4a,b) binding of active TGF-f to the receptors on MSCs and chondrocytes.
a large, latent molecular complex, which comprises the TGF-£ ligand, a peptide which prevents interaction
with cell receptors, and a protein which allows the complex to bind to the ECM. For our purposes latent
TGF-f can exist in two states; an unbound form, which we denote by ¢(¢) (mass/volume), and an ECM-
bound form, which we denote by b(¢) (mass/volume). In order for the ligand to be accessible to the cell
receptors it must be activated, that is cleaved from the latent complex: we denote the concentration of active
TGF-f by a(t) (mass/volume). A schematic diagram illustrating this life cycle is depicted in Figure 3.

Activation can arise from mechanical interaction with cell integrins [10] or through chemical interactions
with proteases, thrombospondin-1, reactive oxygen species or extremes in pH [9]. Here, for simplicity, we
assume that activation is caused by chemical interactions. Active TGF-§ has a short half-life and so must
bind rapidly to cell receptors or it will be degraded. As above, the fraction of bound TGF-5 receptors per
MSC for all cells in the population is denoted as f(t), and the fraction of bound receptors per chondrocyte
for all cells in the population is denoted by g¢(t). Here, receptor-ligand dynamics are much simplified, as
compared to other models [14, 15], since our interest is in cell differentiation rather than the details of these
dynamics. We assume that when an MSC differentiates the bound TGF-f remains bound and, therefore,
MSC differentiation will give rise to a loss of MSC-bound TGF-beta and an equal and opposite source of
chondrocyte-bound TGF-beta. We further assume that each MSC or chondrocyte has a fixed number of
receptors; so that if all receptors are occupied the total bound mass of TGF-S per MSC is denoted Fioy,
and the equivalent quantity for the chondrocytes is denoted Giot. The receptor bound TGF-g3 for both cell
types is internalised at a constant rate, and we assume that when a ligand-receptor complex is internalised
it is replaced by a free receptor.

As for the cell densities, we assume that the system is well-mixed so that the time evolution of the various
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Dependent variable | Description Units

m density of mesenchymal stem cells (MSCs) Mio/mL
n density of chondrocytes Mio/mL
c concentration of unbound, latent TGF-g ng/mL
b concentration of bound, latent TGF-3 ng/mL
a concentration of unbound, active TGF-f ng/mL
f fraction of bound TGF-S receptors per MSC -

g fraction of bound TGF-f receptors per chondrocyte -

Table 1: Description of the model variables, along with their units. Here “Mio” is an abbreviation of “million”.

forms of TGF- can be described by time-dependent ordinary differential equations (ODEs). The governing

equations, along with a description of each term in underbraces, are presented in turn below:

de
latent unbound TGF-j: — = Asn — pTe —  dsc, (3)
dt ~—~ ~— N g’
constitutive production  binding to ECM  natural decay
db
latent TGF-8 bound to ECM: — = AgC — Agqb — A7, (4)
de¢ ~—~ —~— ~—
transfer from unbound  chemical activation natural decay
da
active TGF-4: — = Aqb — Asa — (AmoamPFiot(1 — f) + AnoanGiot (1 — g)),
dt —~— ~—
chemical activation  decay binding to cell receptors
(5)
_od(fm)
bound TGF-5 to MSCs: = Amoam(l—f) — Apofm — MH(f— fa)fm,
dt —_— —— —_—
binding to MSC receptors  internalization loss of bound TGF-3
(MSCs) due to MSC differentiation
(6)
. dln) _
bound TGF-£ to chondrocytes: = Angan(1l — g) —  Aprogn + MH(f— fa)fm.
dt —_———— —— —_————
binding to chondrocyte receptors  internalization gain of bound TGF-3

(chondrocytes) due to MSC differentiation

(7)

The dependent variables in Equations (1)—(7) are listed in Table 1 while descriptions of the model parameters,
along with typical values, are given in Table 2. Most of these parameter estimates are taken directly from
a combination of experimental studies and previous models of systems involving TGF-8 [14, 15]. Others
are estimated from experimental studies in combination with values from other studies. For example, the
estimate of A, is obtained from data given in [16] using parameter values from [25]. Similarly, in the absence
of data with which to estimate the rate of differentiation, A; the value in Table 2 was chosen to be consistent
with the time scales over which in vitro studies of these phenomena are typically conducted. Estimates are
not given for the proliferation rate Ao or the threshold values, fq and fp; determining realistic values of

these parameters is an aim of the present study. Note that the ‘binding to cell receptor’ terms in Equation
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Parameter | Description Representative value
A1 MSC to chondrocyte differentiation rate 1.4 x 10~ % /min
Ao MSC proliferation rate -
fa MSC to chondrocyte differentiation threshold -
fo MSC proliferation threshold -
A3 rate of constitutive TGF-§ production by chondrocytes 1.094 x 10~ " ng/(min Mio) [16]
A4 transfer rate between bound and unbound latent TGF-3 10~ /min [25]
As decay rate of unbound latent TGF-3 6 x 10™2 /min [26]
A6q activation rate due to chemical interactions 6 x 1072 /min [16]
A7 decay rate of bound latent TGF-3 6 x 1073 /min [26]
A decay rate of active TGF-f 0.258/min [26]
Amo binding rate of active TGF-8 to MSC receptors 6 x 1072 /(min ng/mL) [27]
Ang binding rate of active TGF-3 to chondrocyte receptors 6 x 1072 /(min ng/mL) [27]
Am10 internalisation rate of TGF-8 bound MSC receptors 0.25/min [15]
Am10 internalisation rate of TGF-f bound chondrocyte receptors | 0.25/min [15]
Fiot maximum receptor bound TGF-3 per MSC 6.23 x 10~ 'ng/Mio [28]
Glot maximum receptor bound TGF-8 per chondrocyte 6.23 x 10~ 'ng/Mio [28]

Table 2: Summary of dimensional parameters that appear in Equations (1)—(7).

(5) are multiplied by Fiot and Giot, whilst the corresponding terms in Equations (6) and (7) are not. This
is because the units of fm, gn and a are different, and to ensure that all the terms in Equation (5) have the
same units the ‘binding to cell receptors’ are multiplied by the maximum receptor bound TGF-g for each
cell type.

The full model comprises Equations (1)—(7) along with appropriate initial conditions, which are slightly
different for each of the chondrogenesis strategies. The existence and uniqueness of solutions to this model
is an interesting open question, but one which we postpone for future work. The governing equations are

non-dimensionalised by scaling the cell densities and concentration of TGF-3 as follows

1
t=—t*, (8)

(a,b,¢) =ag(a™,b*,c"), =

(ma TL) :mo(m*a TL*),

where stars denote dimensionless quantities. Here ag and mg are typical values for the concentration of
TGF-5 and cell densities; reasonable values for these scales, in the context of tissue engineering [3], are ag =
1ng/mL and mg = 1 Mio/mL. The timescale of interest A7 is that associated with cell differentiation; we

shall see that the TGF-3 dynamics operate on a much faster timescale than the timescale for differentiation.
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Under these scalings, Equations (1)—(7) become

W= H(f ~ fm+ RaH(f ~ fy)m, (9)
L =H(f ~ fm, (10)
% —San — e — Asc, (11)
% e — Agh— Arb, (12)
% —X6b — s — Amgam(l — f) — Angan(1 — g), (13)
d<£ Z”) Smoam(1— f) = Ao fm — H(f — fa) fm, (14)
d(gtn) =Anoan(1 — g) — Aurogn + H(f — fa)fm, (15)

where we have dropped stars, and expressions for the dimensionless parameters are given in Table 3, along
with representative values. Note that many of these parameters are much greater than 1, indicating that
the dynamics of the transfer between the various forms of TGF-, or their decay/internalisation, are much
faster than MSC proliferation and/or differentiation. We exploit this separation of time scales between the
chemical and cell processes by introducing the inverse of the decay rate of the active form as small parameter,

e=1/ As, and scale the remaining large parameters as

(5\37 5‘4; 5‘57 5\67 5\73 5\m97 >\n9a )‘m9; 5‘7193 5‘mlO, )\nlo) (16)

= ¢ '(ks, ka, ks, ke k7, km9: kn9, Kmo, kngs km10s knio)
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Quantity | Definition Value || Quantity | Definition Value
A2 = AQ/A1 ~1 )\mg = moFtotAmg/A1 6.23
5\3 = mo)\3/(aoA1) 18.2 S\ng = mOGtotAng/A1 6.23
5\4 = )\4//\1 16.7 j\mg = a())\mg/Al 10
5\5 = )\5/A1 1 j\ng = CLo)\ng/Al 10
5\6 = qu/A1 10 5\7”10 = )\m10/A1 41.7
A7 = \r/Ay 1 Anio = An1o/A1 41.7
As = As/M1 43

Table 3: Dimensionless modelling parameters appearing in the ODEs (9)-(15), together with values calculated from the
dimensional parameter values in Table 2.

Substituting the rescaled parameters into (9)—(15) we obtain

dm

d

= =H(f — fom, (18)

6% :k'3’/l - k‘4C - k‘5C, (19)

6% :k’4c - k’gb — k‘7b, (20)

6% =keb — a — kmoam(1 — f) — knoan(1 — g), (21)
A a1~ )~ ko frm — cH(f — fa)fm, (22)
e% :l;:ngan(l —g) — kniogn + eH(f — fa)fm. (23)

We note that the time derivatives in (19)—(23) are multiplied by the small parameter e, reflecting that these
dynamics occur on a fast time scale, while the cell processes represented by (17)—(18) act on a slower time

scale.

2.1. Simulations of the full model

In the analysis that follows we shall see that the separation of time-scales between the chemical and cell
processes leads to a rich solution structure. We begin by presenting numerical simulations of the full system
(17)—(23) that typify common experimental chondrogenesis strategies; all simulations were performed in

MATLAB with the Runge-Kutta (4,5) ordinary differential equation solver ODE45.

2.1.1. Strategy 1: Co-culturing MSCs and chondrocytes to drive differentiation

One common differentiation strategy involves co-culturing MSCs and chondrocytes. Simulations for an
initial MSC density of m(0) = 1 and two different initial chondrocyte densities are shown in Figure 4, with
the initial concentrations of all forms of TGF- zero (¢(0) = b(0) = a(0) = f(0) = ¢g(0) = 0). For the smaller
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Figure 4: Numerical simulations of Equations (17)—(23) for selected components, using strategy 1 (chondrogenesis induced
by co-culturing MSCs and chondrocytes). The t-axes in all these plots use a log scale to show both the short and long time
behaviour clearly. In Figure 4(d) the dotted lines are for the critical values of f above which differentiation (f4 = 1072) and
proliferation (fp = 5 x 1072) occur and the other parameters used in this simulation are given in Table 3. In Figure 4(a)—(d)
the solid lines represent the case where n(0) = 0.1 and the dashed lines represent the case where n(0) = 0.15. For the smaller
initial chondrocyte density the value of f never reaches fy and so no MSC differentiation occurs. For the slightly larger initial
chondrocyte density f exceeds fq after a short time, so the whole initial population of MSCs is eventually differentiated, and
f > fp shortly thereafter so there is also proliferation of MSCs here.
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initial density n(0) = 0.1 (represented by solid lines in Figure 4), TGF-£ is constitutively produced by the
chondrocytes and the concentrations of all forms of TGF-4 rapidly attain a steady state at which TGF-3
production is balanced by its natural decay and internalisation by the cells. As indicated in Figure 4(d) at
steady state, and indeed for all times, the amount of TGF- bound to the MSCs is below the critical value
fa at which differentiation occurs, and so no extra chondrocytes are produced meaning that this steady state
persists for all time.

For a slightly larger initial population of chondrocytes (n(0) = 0.15; dashed lines in Figure 4), the
amount of TGF-3 produced by the seeded chondrocytes is sufficient that the value of f = fy is reached after
a short time, triggering cell differentiation. At later times TGF-5 levels continue to rise due to constitutive
production by the newly produced cells, so that for the rest of the simulation f > fg and f > f, meaning that
both differentiation and proliferation of the MSCs are triggered. The stem cells continues to differentiate
until they are depleted and the system comprises only chondrocytes.

The final yield of chondrocytes, n.., depends on the initial density of seeded chondrocytes n(0) as shown
in Fig. 4 and in more detail in Fig. 5(a). If the initial density is less than some critical value, 1, then no
MSC differentiation occurs, and so the final yield of chondrocytes is simply the initial density (n(0) = ne).
If the initial density exceeds me:; then eventually all the MSCs differentiate, so that no, > m(0) + n(0).
As shown in Fig. 4(a), as n(0) is increased beyond n there is a commensurate increase in the final yield
Neo due both to the extra initial seeded chondrocytes and a small amount of MSC proliferation. Practical
interest lies in determining the value of nit, since there is no advantage in seeding with more chondrocytes
than is necessary to get the system into a state where all MSC will differentiate, as well as in understanding
how neit relates to other parameters in the model. For example, as shown in Fig. 5(b) the value of ngit

increases as the threshold value for differentiation fy is increased.

2.1.2. Strategy 2: Ezxogenous TGF-5 driving MSC differentiation

We now consider the case where exogenous TGF-£ is added to a population of MSCs. Here, the initial
cells densities are m(0) = 1 and n(0) = 0, so the initial population is purely MSCs, a(0) # 0, representing
the added TGF-f, and all other forms of TGF- are initially zero. Simulations for two different initial values
of a, the active form of TGF-g, are shown in Figure 6. For the smaller initial concentration (a(0) = 1; solid
curves) the exogenous TGF-S decays rapidly and becomes negligible after a very short time. During this
short time enough TGF-g binds to the MSCs such that for some early time f > fq and a small number of
chondrocytes are produced. However, not enough chondrocytes are produced to drive differentiation of the

entire population of MSCs, and so a steady state persists where the cell population is mostly MSCs and a
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Figure 5: (a) The final yield of chondrocytes, noo, for the co-culture strategy shown over a range of n(0), the initial density of
added chondrocytes, as obtained from the numerical solutions of the full model (17)—(23). The vertical dashed line indicates
Nerit, the value of n(0) above which the constitutive production of TGF-3 by the added chondrocytes is sufficient to drive
complete differentiation. Here fq = 1072 and f, = 5 x 1072, (b) The critical value n(0) = n¢rit shown against the modelling
parameter fg, the threshold on TGF-3 bound to MSC receptors above which differentiation occurs, with f, = fq +4 x 1072,
The solid line is the value of nc.i; obtained from the numerical solution and the dashed line is the analytic approximation to
this value given in (31). The other parameter values used here are given in Table 3.
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Figure 6: Numerical simulations of the full model (17)—(23) for selected solution components, for strategy 2 (chondrogenesis
driven by exogenous TGF-8). The t-axes in all these plots use a log scale to show both the short and long time behaviour
clearly. In Figure 6(d) the dotted lines indicate the critical values of f above which differentiation (f4 = 10~2) and proliferation
(fp=5x 1072) occur; values of the other parameters used in this simulation are given in Table 3. For an initial active TGF-8
concentration of a(0) = 1 (solid lines), there is incomplete chondrogenesis where only a fraction of the MSCs are differentiated.
For an initial active TGF-§ concentration of a(0) = 5 (dashed lines), sufficient chondrocytes are produced at early times to
drive differentiation of the all of the MSCs plated in the dish at ¢ = 0.
few chondrocytes with low concentrations of all forms of TGF-g.

When the initial concentration of TGF-4 is increased (from a(0) = 1 to a(0) = 5; dashed curves in Figure
6) more cells differentiate in the short time before the active TGF-S decays compared to the case where
a(0) = 1. The larger chondrocyte population constitutively produces enough TGF-3 (f > fq) to ensure all
MSCs eventually differentiate. For completeness, we note that if a very low initial concentration of a is used,
or fq is large, then it is possible that no differentiation will occur.

The final chondrocyte yield ne is shown for a range of initial concentrations a(0) in Fig. 7(a), showing
three possible outcomes. If the initial concentration is less than some critical value acsit,1, then the TGF-j
degrades before any MSC differentiation takes place, giving a long time cell population consisting of the

initial MSCs and no chondrocytes, and all forms of TGF-3 zero. For moderate size concentrations, where

Aeritn < a(0) < aerit2, & few cells will be differentiated at early times but these are insufficient to drive

16


https://doi.org/10.1101/141119
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/141119; this version posted October 1, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

1 F T T T T T T T T T T T T
107 | |
| |
no | . |
100 differentiation, | ~ partial |
; _ differentiation,
Ne=0 | | ful
o | n_<n it | L.
. | co o I differentiation,
cC107E | | Nz MO) 1
| |
| |
1072 F | 5
| | <
acrit,2
l(—' acrit,1 |
10-3 | N MY | N N .l... il N P i
1072 10" 100 101 102
ay
(b)
102 _ full partial
. differentiation differentiation,
n. 2 m(0) N oM crit
S a0l ]
T 10 Arit 2
no
P differentiation,
10 n =0 E
o0
107 1073 1072 107" 10°
fd

Figure 7: (a) The final yield of chondrocytes, noo, for the strategy 2, over a range of a(0), the initial concentration of exogenous
TGF-3, as obtained from the numerical solution of the full model (17)—(23). The left vertical dashed line indicates acrit,1,
the value below which no chondrocytes will be produced, and the right vertical dashed line indicates acrit,2, the value above
which complete differentiation occurs; between the these two critical values there is partial differentiation, and in this region
the final yield noo increases with the initial concentration a(0). Here, fq = 1072, f, = 5 x 1072, (b) The critical values
Gerit,1 and acrit,2 shown against the modelling parameter f4, the threshold on TGF-3 bound to MSC receptors above which
differentiation occurs. Both critical curves are from the numerical solution to (17)—(23) and analytic approximations to these
curves are obtained in Section 4. Here, f, = fq + 4 x 1072, For both Fig. (a) and (b) all other parameter values are given in
Table 3; thus the value of nc;i; is the same as in Fig. 5.
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the entire population to differentiate; the long time cell population thus consists of mostly MSCs and a few
chondrocytes, with low levels of all forms of TGF-5. For larger initial concentration, with a(0) > aerit 2,
sufficient chondrocytes are produced at early times to ensure that eventually all MSCs differentiate. This
second critical value is of great practical interest, since full differentiation of a MSC population is ultimately
the desired outcome. The dependence of acit,1 and acit,2 on the differentiation threshold parameter fy is
shown in Fig. 7(b). Where f; is small there are no initial concentrations for which partial differentiation
is possible, and so if any differentiation occurs the system will be driven to full differentiation; where fy is
large there are no initial concentrations where full differentiation is possible. Experimental studies display
both partial and full differentiation depending on the initial concentration (as well as situations where no
chondrocytes are produced), which indicates that realistic values for f; are in the range where all three of

these outcomes can occur (for instance at f; = 1072 in Fig. 7(b)).

3. Strategy 1: Chondrogenesis in co-cultures of MSCs and chondrocytes

The simulations presented in Figures 4 and 5 reveal that a population of MSCs can fully differentiate
when they are co-cultured with a small number of chondrocytes if the initial proportion of chondrocytes
exceeds some critical value, nq say. That is, for a given initial chondrocyte density n(0) two long term

outcomes are possible:
e No differentiation: n(0) < Nerit = Moo = 1n(0);
o Full differentiation: n(0) > nerit = Noo > m(0) + n(0).

In experimental studies the percentage of chondrocytes in co-cultures typically ranges from 25-66% [12],
although ideally experimentalists aim to use fewer chondrocytes, since they are difficult to harvest [13]. Note
that the chondrogenesis experiment in Fig. 2 used only 20% chondrocytes and the numerical simulations
in Section 2.1.1 predicted that even fewer chondrocytes were required to drive differentiation, in turn this
suggests that (assuming our parameter values are reasonable) fewer chondrocytes may need to be harvested
to successfully employ this strategy.

We now exploit the different time scales of the cell process and TGF-/ dynamics to make a quasi-steady
(or ‘fast kinetics’) approximation to (19)—(23). This will allow us to estimate ne;t in terms of the model

parameters.
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3.1. Fast-kinetics approximation of the TGF-8 dynamics

Since the TGF-8 dynamics occur on a faster timescale than the cell processes it is appropriate to make
a quasi-steady approximation to Equations (19)—(23) by taking the limit as e — 0. Equations (19)—(23)
then reduce to the following algebraic expressions relating the various components (where a subscript ‘FK’

denotes the quasi-steady, or ‘fast-kinetics’, approximation of a particular variable),

]63’11
__fen 24
K T ks (24)
kicri . ksky
brg = = fn, th g = , 25
PR =hothy =0 WS = e e T ) (25)
k@ﬁn
a = , 26
FETT 4 kmom(1 — fri) + knon(l — gri) (26)
Fem
L L S— (27)
kEmoark + kmio
Jen
JFK == 0arK (28)

knoaric + knio

Equations (24)—(28) implicitly define the time-evolution of the variables ¢, b, a, f and g, via their dependence
on m and n whose evolution is defined by Equations (17) and (18). From (24) and (25) we note that cpx (¢)
and bk (t) are proportional to the chondrocyte density, n(t). The remaining variables apk (t), fri(t) and
grk(t) are interdependent; while no simple expression in terms of the cell densities exists, some further
analysis is possible. Substituting expressions (25), (27) and (28) into (26) we obtain the following cubic

equation for apk (t) = apr (m(t),n(t)):

@ i kmokng + a2k (kaknlo(l + Epon) + knokmio(1 + kmgm))

+ark (kmmkmo(l + ko + knon) — keBn(kmoknio + ankmlo)) — kgkmiokniofn = 0. (29)

We note that for n > 0 this expression has one real positive root, since its discriminant is always positive,
and two stationary points at which apr < 0.

Following some straightforward manipulation of the fast kinetics approximation (24)—(28) we can de-
termine n.it, the critical value for the initial concentration of chondrocytes above which differentiation of
the whole population occurs. This is the value of n which gives frx = fq4, the threshold value of f above

which differentiation occurs. This value of fry is associated with a threshold value of agpx = aq4, and from
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rearrangement of (27) we find

ag == kml(]fd ) (30)

kmo(1 — fa)
Substituting this value into equation (28) we define gq = l%ngad / (l%ngad + kn10). By rearrangement of

equation (26) we obtain net in terms of m(0) and the system parameters, namely

1+ kmgm(O)(l — fd)

kB — aqkno(1— ga) (31

Nerit =

The value of ney in (31) is in excellent agreement with the value obtained from the numerical solution
of the full governing equations (dashed curve in Fig. 5(b)). We note that (31) depends on all the system
parameters given in Table 3, except for the proliferation rate As. This analytic expression reveals the
dependence of the critical value on the model parameters. For example, we note that an increase in kg, the
rate at which the latent form of TGF-# is activated, leads to a commensurate decrease in ng., reflecting

that the constitutively produced TGF-S is being transferred more efficiently.

4. Strategy 2: Chondrogenesis induced by exogenous TGF-3

We now determine the conditions under which a population of MSCs will eventually be fully differentiated
by adding exogenous TGF-3. Although any added TGF-3 quickly decays, as seen in the numerical simu-
lations in Figure 6, it may still have a significant effect on the system in this short time period. The route
to chondrogenesis is that in this short time a few MSCs are differentiated, and the resulting chondrocytes
drive the remaining MSCs ultimately to differentiate in the manner described in Section 3. The simulations
in Section 2.1.2 revealed three possible outcomes arising from the addition of an initial concentration a(0)

of active TGF-f to a population of pure MSCs:
e No differentiation: a(0) < @erit,1 = Moo = 0;
o Partial differentiation: acis1 < a(0) < Gerit,2 = 0 < Moo < Nerit;
o Full differentiation: a(0) > aeit,2 = Moo > m(0).

We examine the behaviour of (17)—(23) at early times using perturbation series techniques and, in so doing,
determine how many chondrocytes are produced in response to the exogenous TGF-3, which in turn allows

us to approximate dcyit,1 and aerig,2 for different values of the initial concentration a(0).
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4.1. Early times

The short half-life of active TGF-8 means that any MSC differentiation associated with exogenously
added TGF-f occurs a short time after it has been introduced to the culture medium. To this end we now
analyse Equations (17)—(23) at early times in response to the addition of a known amount of active TGF-3
at t = 0. Our goal is to estimate how many chondrocytes (if any) are produced during this short time.

To determine whether differentiation and/or proliferation will occur we need to solve for f. Thus for this
analysis it is convenient to use Equations (17) and (18) to rewrite Equations (22) and (23) as differential
equations for the per cell quantities f and g rather than the quantity per volume fm and gn. These equations

become

df

EE kaga(l - f) — kmiof — 6112‘}[(]( - fp)f> (32)
X hugo(1 — ) ~ harog + eH (S — fa)(f = 9). (33)

When active exogenous TGF-f is added to population of MSCs the initial conditions are

m(0) = My > 0,a(0) = ag > 0 and n(0) = b(0) = ¢(0) = f(0) = g(0) = 0. (34)

In general, these initial conditions will be incompatible with the fast-kinetics approximation (24)—(28), and
so there is boundary layer at ¢ = 0. We scale into this layer by setting ¢t = e7 and rescale a with a parameter ¢
that indicates the size of its initial magnitude, so that a = 6 A with A ~ O(1) and ag ~ O(J); in Section 4.1.1
we take & = € to consider small initial concentrations of a, and then in Section 4.1.2 take § = 1 to examine

moderate initial concentrations of a. Substituting these scalings into (17)—(21), (32) and (33) gives

Ldm

-5 = H( = fam+ AH(f = fy)m, (35)
1d
g£ =H(f — fa)m, (36)
E :k3ﬂ — k4C - k5C, (37)
dr
% =kyc — kgb — kb, (38)
dA 1
e :ngb — A —kpoAm(1l — f) — kngAn(1 — g), (39)
1d - 1 -
Sdii :kaA(]- - f) - gkmlOf - §A2H(f - fp)f7 (40)
1d ~ 1
5(?2 =kno A(1 = g) = skn1og + EH(f —fa)(f = 9)%- (41)
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Perturbation series expansions in power of e are introduced for each variable; these are of the form

m(1) =mo(7) + emq(7) + (’)(62) (42)

with similar expansions for n, ¢, b, A, f and g. We now examine equations (35)—(38), which do not involve
the amplitude parameter d, and will examine (39)— (41) (which do involve §) separately in Sections 4.1.1
and 4.1.2 as the forms these equations take is different for small and moderate initial amplitudes of a.
Substituting the approximate solutions (expansions) into (35)—(36), the leading order equations for the cell

densities are

dmo

> = 0 = mo(T) = My, (43)
dn,
d77-0:0 — ’rLo(’T)EO7 (44)

that is, at leading order, the cell densities do not change from their initial values. Continuing to O(e) gives

dm1

o = —H(f — fa)Mo + A2 H(f — f,) Mo, (45)
S HS ~ o) Mo, (46)

Our primary interest is in whether the exogenous TGF- induces differentiation of MSCs at early times and,

if so, to establish how many chondrocytes are produced; this is determined by integration of (46) as
m(r) =My [ H(T - fa)dr, (47)
0

where 7* is an O(1) parameter for the width of the boundary layer (an appropriate choice for this is
7* = 2log(1/e€), namely the time at which an exponentially decaying initial concentration of a will have
decayed by two order of magnitudes in €). Similarly Equations (37) and (38) supply the following differential

equations at leading order:

d
% =— (ks +k5)co = ¢o =0, since ¢o(0) =0, (48)
—
db
— CTO = — (ke + k7)bo = by = 0, since by(0) = 0. (49)
T

These leading order solutions are consistent with there being no chondrocytes at leading order, and therefore
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no constitutive production of latent TGF-5. The corresponding equations at O(e) are

de
djl —ksny — (kg + ks)cy, (50)
db,
— =kycy — (ke + k7)by. 51
a1r ac1 — (ke + k7)ba (51)

The leading-order (and first-order) forms of Equations (39)—(41) differ slightly depending on the choice of
d, the initial magnitude of a, and in the following analysis we consider the cases where the system is excited
by different initial concentrations at § = € and § = 1, which each reveal different aspects of the behaviour

of the system.

4.1.1. Small initial concentration: § = ¢, a(0) = €A(0) ~ O(e)

Here we assume the initial concentration is small, so that a(0) = €A(0) = eap, where oy ~ O(1). We
seek to estimate aerit,1, the critical initial value of concentration a(0) below which no MSC differentiation
occurs. To this end we assume that for these small initial concentrations no differentiation or proliferation
occurs, that is f < fq and f < f,, which implies that ny = 0 and m; = 0 from (45) and (46). By a similar
argument to that applied to solve Equations (48) and (49), it follows from (50) and (51) that ¢; = b1 = 0.

The leading order equations for f and A are then

d
dijj? = —kmiofo = fo =0, since fo(0) =0, (52)
%:1‘0 = —(1+knoMo)Ay = Ao = age” (FHkmoMo)™ gince Ao(0) = ap. (53)

Continuing to O(¢) in f we have

7 k‘mgao _ _
= km A — km ik = ( (1+k7n9M0)7- k7n107—) . 54
dT 970 10f1 fl kmlO — 1 — kmgMo © € ( )

dfi

These solutions are in excellent agreement with the numerical solution of the full system. See, for example,
Figure 8(a)-(b) where for a; the relative error between the numerical solution and the approximate solution
(53) is at most 1.76%, and for f; the relative error between the numerical and approximate solution (54) is
at most 3.64%.

It is straightforward to show that f; attains its maximum at some time ¢} ,.. We seek the value of the

initial concentration a(0) = eag at which this maximum corresponds to the critical value for differentiation
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(ie. efi = fa). Rearranging (54), we deduce that no differentiation will occur if

fdAkmwe(HkmgMo)t* o log((1 + kmoMo)/km10)

a(0)26a0< maX = Qerig ], max —k 10+1+k 9MO
m m

(55)

m9

This inequality provides an asymptotic estimate for the first of the critical values in Figure 7(a), that is the
value that separates regimes in which there is no cell differentiation from regimes in which there is partial
differentiation. In Figure 8(c) we show that this approximation is in excellent agreement (less than 6.22%
relative error where a(0) < 1) with the numerical results generated from the full model when f; is small, and
(as might be expected) underestimates the critical value in the limit as f; — 1. Equation (55) reveals that
this critical value depends only on f; and the system parameters involved in the binding and internalisation
of TGF-3 to MSCs. This reveals, for instance, that acs,1 increases with the internalisation rate k1o,
indicating that more exogenous TGF-# must be added to achieve any cell differentiation if TGF-3 is taken
up by the cells at a higher rate.

To summarise, this analysis confirms the numerical result from Section 2.1.2 that the addition of a small
concentration of TGF-3 results in either no cells being ditferentiated or partial differentiation of the cell
population. The key prediction is the analytic approximation of the cut-off TGF-{3 concentration given in
Equation (55), below which no differentiation occurs, and the dependence of this value on various model

parameters.

4.1.2. Moderate initial concentration: § =1, a(0) = ag ~ O(1)

When a moderate concentration of exogenous TGF-f is added to a culture medium there is typically
some differentiation of cells at early times, as indicated in the simulations in Section 2.1.2. The analysis
of the previous section provided an excellent approximation of agit,1, and we now aim to estimate acyit,2,
the critical concentration above which sufficient cells are produced to drive differentiation of the whole
population. The simulations presented in Section 2.1.2 suggest that acit,2 is approximately an order of
magnitude larger than acyit,1. Therefore, in what follows we will assume that acrit2 = O(1).

We assume that the a(0) = O(1) and 6 = 1. Under these assumptions, it follows that at leading order

Equations (39) and (40) supply

ddy

d = _AO - kaMOAO(l - f0)7 (56)
-

d - .

g = kmoAo — (kmoAo + km10) fo, (57)
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Figure 8: Early-time solutions for a small initial concentration of a. The solution components a = ea;(t) and f = efi(¢) are
shown in Figures 8(a) and (b), respectively. The horizontal dashed line in Figures 8(b) is the threshold value f; = 10~2. This
solution for f reaches, but does not cross this threshold, indicating that the value of a(0) = acrit. The approximation to this
critical value from (55) is shown as a dashed line in Figure 8(c) against the numerical critical values (solid lines) and is nearly

indistinguishable for small a(0) and f; < 1. Here, fp = f4 +4 x 1072 and all other parameter values are given in Table 3;
thus the value of nc,it is the same as in Fig. 5.

25


https://doi.org/10.1101/141119
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/141119; this version posted October 1, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

(a) (b)

0.1
1 —
0.08
0.8
0.06
s 06 _
0.4 0.04
0.2 0.02
0 0
t
)
100 F |
|
» |
L I
T
c 10 :
Acrit) ~— |
|
102 e |
1072 107"

Figure 9: Early time solutions for a moderate initial concentration of a. (a) The solution components a = ao(t) and f = fo(t)
are shown in Figures 9(a) and (b), respectively. (a) The numerical solution for a(t) (solid line) is bounded by the upper
and lower approximations from (58) and (59), both shown as dashed lines (note here that the dashed line for the the lower
approximation is partially obscured by the solid line). (b) The numerical solutions for f(t) (solid line) is bounded by the upper
and lower approximations from (61) and (63), both shown as dashed lines. (c¢) The chondrocyte yield noo (solid line) shown
against initial concentration a(0), along with the predicted yield after early time from the upper and lower approximations
(dashed curves). The vertical dashed lines are numerical values of acrit,1 and acrit,2. The horizontal dotted line is ncris from
(31), and the vertical dotted line is the approximate value of acrit,2 calculated from the upper bound. Note that in this case
no approximation of ac,it,2 from the lower bound is possible since the lower bound never reaches the critical value nc,i;. Here,
fp=5x 10~2 and all other parameter values are given in Table 3.
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since both b and n are zero to leading order, and this system has no closed form solutions. It is possible,
however, to bound the solution to Ay by using the fact that 0 < fy < Fj in (56), where Fy = ]%mgao/(];’mga()-i-
km10) from the fast-kinetics expression (27); that is, as the initial concentration of a is decaying, we assume
that f does not exceed the quasi-steady value it would take when the a concentration of a = «g is present
in the system. The upper and lower bounds on Ay are obtained by setting fo = Fy and fy = 0, respectively,

in (56) which gives

dAY

3 = (1 + noMo(1 = Fo))AJ = Af = age” (I HhmeMol=fD7 (58)
T

dAOL L L —(14kmoMo)T

ar —(1+kmoMo)Ay = Ay = age mem (59)

and the lower bound in particular is an excellent approximation to the numerical solution of a; see, for
instance, Fig. 9(a) where the relative error between the approximation (59) and the numerical solution is
less than 2% for t < 0.05. These bounds are then used in (57) to determine upper and lower bounds on fj.
To find the upper bound on fy we set Ag = AY in the first term on the right hand side (so that the effect of
this term is maximised) of (57) and Ay = 0 in the second term (so that the effect of this term is minimised)

to give

ary .
% = koA — km1ofS (60)
Emoc
U _ m9Qo ( (—1—kmoMo(1—Fo))T _ —kmmr)
=3 — e e . 6].
Jo kmio — 1 — kmoMo(1 — Fp) (61)

To obtain a lower bound we set the Ag = AOL in the first term and Ay = «g in the second term, thereby

minimising the growth and maximising the decay of fy, so that (57) becomes

I _ J. 0 AL — (oo + kro) £ 62

? = Km9o Ay _( moQo + mlO)f() ( )

A kmoag (e(flfkmgMo)T _ ef(icmgawkmm)r) . (63)
kEmoao + kmio — 1 — koMo

These bounds for fy are compared with the numerical solution in Fig. 9(b) with the upper bound again
being a particularly close approximation to the numerics with a relative error of at most 8.61% for ¢ < 0.1.

Having bounded f we can estimate the number of chondrocytes produced in response to a given initial
concentration of a. To determine an upper estimate of early time chondrocyte yield we determine the length

of time for which féj > forit, that is the time for which the step function in (47) is switched on. This time is
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Figure 10: The critical values of a(0) shown against the threshold parameter fq overlaid with the approximate values for acyit,2

determined in Section 4.1.2, namely the upper estimate af:]rit 5 and lower estimate afm 5 Which are both shown as dashed lines.

Here, fp = fa+4 X 10~2 and all other parameter values are given in Table 3.
estimated by finding the roots of f — fq = 0, and noting that two such roots exist provided a(0) > acrit.1
from (55) (that is, when some MSCs have been differentiated). Having obtained these two values, 7¥ and

7V, it follows from (47) that the number of differentiated cells is
n(a0) =My [ HUE = faydr = Mo (5 () = 7 (a0) (69
0

A similar procedure can be performed with the lower bound on fy to obtain a lower estimate ni for the
number of chondrocytes produced. Both these estimates are are in good agreement with the numerical
solution at moderate amplitudes of a(0) (see Fig. 9(c)), and only diverge from the computed value at larger
concentrations.

Finally, upper and lower estimates of the critical value acrit,2 correspond to the values of a(0) such that
eny (as; o) — Nerie = 0 and enf(alyy; o) — nerit = 0, respectively. It is straightforward to find these values
numerically in MATLAB, and the value of agriw from the upper approximation (vertical dotted line in

Fig. 9(c)) slightly underestimates the numerically obtained value of this parameter. In the example shown
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L
crit,

no approximation of aZ;, , is possible since nl does not reach the critical value ny;. The upper and lower
approximations of a2 are shown against the differentiation threshold parameter f; in Fig. 10. Both are
excellent approximations to the numerical solution for moderate amplitudes of (0), and agrim remains close
to the numerical value even for larger amplitudes, with a maximum relative error in the upper bound of
15.5% for the largest amplitude of a(0) shown here. As in Fig. 9(c), no lower approximation afmg exists
beyond a moderate value of fy as the lower bound on n1 never reaches neit, even for large values of a(0).
To summarise, this analysis replicates the behaviour seen in the numerical simulations from Section 2.1.2
where full differentiation of a MSC population is achieved if sufficient exogenous TGF-£ is added. The key
insight that this analysis yields is an approximate expression for the concentration above which full differ-
entiation takes place, as well as revealing the dependence of this value on model parameters. This estimate

has been calculated by determining how many cells are produced by an initial concentration of exogenous

TGF-g as described in Equation (64).

5. Hybrid strategy: add exogenous TGF-3 to a co-culture

A final chondrogenesis strategy combines the strategies from section 3 and 4, as in the experimental study
of [12] where a mixed cell population of 25% chondrocytes and 75% MSCs was cultured with various doses
of TGF-8 up to 10ng/mL. The intent of this combined strategy is that is will be more cost-effective and
robust than relying on driving chondrogenesis by either the use of co-cultures, or the addition of exogenous
TGF-4 alone; where growth factors are expensive and harvesting of chondrocytes is difficult it is likely that
a hybrid approach will offer numerous advantages.

This situation is straightforward to implement in our model. We first obtain the fast kinetics values
for all the TGF- related quantities for a given initial co-culture population (24)—(28). Here, we assume
that the number of seeded chondrocytes is less than ng.s, so the co-culture does not completely differentiate
without any extra stimuli. The effect of adding extra exogenous TGF-5 to this system is then examined by
a using fast kinetics values for ¢, b, f, g, m and n as initial conditions in the full numerical simulation, with
the initial value for a, a(0) = apk + Gexogenous, Perturbed from its fast kinetics value by the concentration
of the exogenously added TGF-£.

The results of some example simulations are shown in Fig. 11, where this hybrid strategy is compared
to the strategy of adding exogenous TGF-5 to a population of pure MSCs. As shown in Fig. 11(a), the
value above which any extra chondrocytes are produced a1 is almost unchanged by seeding of the 3%

chondrocytes, but the value for aqis,2 is decreased by around a factor of 2. This indicates that combining
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Figure 11: Simulations for the case of a combination strategy of both adding chondrocytes and exogenous TGF-3. (a) Showing
the chondrocyte yield against initial concentration of TGF-f for two initial chondrocyte densities; the thin solid lines are for
n(0) = 0 and the thick solid lines are for n(0) = 0.03, with the critical values for these two cases shown as dotted and dashed
lines, respectively. Here the value of “hybrid acit,2” for the case where some chondrocytes were in the initial cell population
is significantly lower than for the case without any chondrocytes initially. (b) The dependence of acyit,2 for a range of initial
chondrocyte densities n(0) for a fixed value of f; = 10~2. The value of the hybrid Qcrit,2 decreases markedly as the number of
seeded chondrocytes is increased. Full differentiation occurs if a(0) and n(0) are chosen so that they lie above the solid curve.
Here, f, =5 x 10~2 and all other parameter values are given in Table 3.
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these two strategies does indeed dramatically decrease the amount of TFG-8 required to induce the full
differentiation of the population.

Some further results are shown in Fig. 11(b) indicating how the cut-off value for full differentiation, aeyit 2,
changes as the proportion of initially seeded chondrocytes and the concentration of exogenous TGF- 5 is
increased. For a fixed value of the differentiation threshold parameter f; = 102 the amount of exogenous
TGF-p required to induce complete differentiation drops by more than an order of magnitude for a co-culture
seeded with 10% chondrocytes, as compared to the case with purely MSCs. This prediction seems reason-
able in light of the modelling of the individual strategies in isolation in Sections 3 and 4, and could result
in cost-savings through the use of fewer chondrocytes and lower of TGF-5 concentrations. Experimentally

testing of this mixed strategy would be an interesting direction for future work.

6. Discussion and conclusions

We have developed a model to examine the differentiation of a population of MSCs into chondrocytes
in response to TGF-8. There are two key points of novelty in this model. Firstly, the concentrations of
the various forms of TGF-8 are modelled explicitly, so that it is possible to track the storage of TGF-3 in
the ECM in a latent form for later activation. Secondly, the key aspects of the receptor kinetics involved
are captured in a simple way, namely by the use of step functions to trigger differentiation or proliferation
when the TGF- bound to an MSC exceeds certain thresholds; this obviates the need to model the TGF-j3
signalling pathway explicitly. As discussed in Section 2, the use of step functions is standard practice in
models of this type and has the advantage that the resulting model is amenable to detailed mathematical
analysis. Possible issues with our model arise from the large number of parameters required to describe
the complex biochemistry of the system. Although the values of these parameters were estimated from the
literature, there is naturally a degree of uncertainty about the accuracy of these estimates. Similarly, the
assumption that the cell populations and chemical concentrations are well-mixed means that any spatial
effects (diffusion of chemicals for instance) are not considered here.

Two commonly used experimental chondrogenesis strategies were simulated. Our analysis of chondro-
genesis driven by co-culturing MSCs and chondrocytes in Section 3 revealed that there is a critical initial
density of chondrocytes neit, given in (31), required to induce a population of MSCs to completely differen-
tiate. The implication of this result is that if the initial cell density is above this critical value then the long
term cell population will consist only of chondrocytes, but if the initial density is below the critical value

then no extra chondrocytes will be produced and the long term cell population will be identical to the initial
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population. Thus, the optimal strategy suggested by the model is to add an initial density of chondrocytes
which just exceeds the critical value; there is no real benefit to adding more chondrocytes that is sufficient
to trigger chondrogenesis in terms of the ultimate yield or time taken to fully differentiate the MSCs, and so
harvesting more chondrocytes than required to achieve this is unnecessary. The existence of such a critical
value is broadly in line with behaviour seen in co-culture experiments. Under the conditions used in the in
vitro study [29] the value of n is between 5% and 25%, which is consistent with the values in Fig. 5(b).
This suggests that the parameter values in Table 2 are not unrealistic and that a threshold parameter for
differentiation f; in the range 1072-10~2 corresponds well with the results of in vitro studies.

Similarly, our analysis of the strategy of adding exogenous TGF-/ to a population of MSCs revealed that
in this excitable system the final yield of chondrocytes is dependent on the initial concentration of TGF-S,
and that a population of MSCs will be completely differentiated if sufficient exogenous TGF-$ is added.
No cells are produced if the initial concentration is below a cut-off value acit,1, and an analytic estimate of
this value (see Equation (55)) was obtained. The entire MSC population can be driven to differentiation
if the initial concentration exceeds a threshold value acrit,2, and a procedure to estimate this cut-off value,
revealing its dependence on various modelling parameters, is given in Section 4.1.2. Our estimate of this
second critical concentration, which is of particular interest in the context of tissue engineering, is slightly
lower than the 10ng/mL TGF-S conventionally added to in wvitro experiments, suggesting that a similar
outcome could be achieved experimentally with a lower concentration than is currently used. It would be
interesting to test this experimentally, but this is beyond the scope of the present study.

Future extensions to this model could include an investigation of the effect of mechanical loading, for
instance by using a piston to apply a load to cells within a hydrogel construct, as this kind of stimulation
has been demonstrated to promote chondrogenesis [8] and has been proposed as a route to TGF-/3 activation
[10]. Mechanical activation of this kind could be added to model of this paper by, for instance, replacing
the chemical activation term in Equations (4) and (5) with a mechanotransductive term that depends on
the local stress, meaning that TGF-8 stored in the ECM could be activated and made available to cells
in response to an applied mechanical load. This would necessarily require the extension of the well-mixed
model of this paper, to one that includes spatial etfects. A model which includes spatially varying cell den-
sities and chemical concentrations would also allow other interesting biological features of the system to be
investigated. For instance, this might include capturing the competition betweeen the diffusion of TGF-j
and its rapid decay, which may mean that, for instance, TGF-$ added to one side of a culture medium may

not evenly spread throughout the medium, possibly resulting in isolated regions of the medium where no
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TGF-3 is present. It would also allow consideratioin of cell movement by random motility and chemotaxis,
both of which are likely be important in the context of cartilage tissue engineering to achieve a zonated cell
distribution characteristic of cartilage, similar to that shown in Figure 1.

Since the synthesis of ECM components during chondrogenesis will dynamically change the bulk mechan-
ical properties of extracellular environment [2, 30], further work is needed to couple the mechanical loading
model with a model for the production of ECM components, in particular collagen type II and glycosamino-
glycan. These extensions demand consideration of spatial effects, rather than the well mixed approach used
in this paper, and developing such an approach will allow examination of further experimental questions
of interest. For instance, in the context of tissue engineering it is necessary to understand the balance
between the diffusion of exogenously added TGF-$ through a medium and the rate at which it binds to that
medium. Spatial dependence would also enable determination of the kind of stimuli required to drive some
initial population of cells into a zonated final distribution of chondrocytes, as in natural articular cartilage.

This model elucidates a key component of the mechanism behind chondrogenesis and has revealed the
excitable nature of this system. This is of particular interest in the context of tissue engineering and has
great potential to refine experimental practice by predicting the concentration of TGF-g, or the number of
chondrocytes, required to achieve full differentiation of a population of MSCs. This could, for instance, to
cost savings via a reduction in the amount of TGF-8 being added to a culture medium, or by harvesting

fewer chondrocytes.

Acknowledgements

The research leading to these results has received funding from the European Union Seventh Framework
Programme (FP7/2007-2013) under grant agreement no. 309962 (HydroZONES). We thank Alexa Buf} from

UK W urzburg for performing the chondrogenesis experiments shown in Fig. 2.

References

1] M. Keeney, J. H. Lai, , F. Yang, Recent progress in cartilage tissue engineering, Curr. Opin. Biotechnol. 22 (2011) 734-740.

(

[2] K. A. Athanasiou, E. M. Darling, G. D. DuRaine, J. C. Hu, A. H. Reddi, Articular Cartilage, CRC Press, 2013.

[3] HydroZONES, http://hydrozones.eu (last accessed 1 August 2017).

[4] T. Blunk, A. L. Sieminski, K. J. Gooch, D. L. Courter, A. P. Hollander, A. M. Nahir, R. Langer, G. Vunjak-Novakovic,
L. E. Freed, Differential Effects of Growth Factors on Tissue-Engineered Cartilage, Tissue Eng. 8 (1) (2002) 73-84.

[5] M. Rodrigues, L. G. Griffith, A. Wells, Growth factor regulation of proliferation and survival of multipotential stromal

cells, Stem Cell Res. Ther. 1 (4) (2010) 32.

33


https://doi.org/10.1101/141119
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/141119; this version posted October 1, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

[6] A. Augello, C. De Bari, The Regulation of Differentiation in Mesenchymal Stem Cells, Hum. Gene Ther. 21 (2010)
1226-1238.

[7] Y. Mishima, M. Lotz, Chemotaxis of human articular chondrocytes and mesenchymal stem cells, J. Orthop. Res. 26 (10)
(2008) 1407-1412.

[8] Z. Li, L. Kupecsik, S.-J. Yao, M. Alini, M. J. Stoddart, Mechanical load modulates chondrogenesis of human mesenchymal
stem cells through the TGF-3 pathway, J. Cell. Mol. Med. 14 (6A) (2010) 1338-1346.

[9] J. P. Annes, J. S. Munger, D. B. Rifkin, Making sense of latent TGFS activation, J. Cell Sci. 116 (2003) 217-224.

[10] B. Hinz, The extracellular matrix and transforming growth factor-81: Tale of a strained relationship, Matrix Biol. 47
(2015) 54-65.

[11] G. Walenda, K. Abnaof, S. Joussen, S. Meurer, H. Smeets, B. Rath, K. Hoffmann, H. Frhlich, M. Zenke, R. Weiskirchen,
W. Wagne, TGF-betal Does Not Induce Senescence of Multipotent Mesenchymal Stromal Cells and Has Similar Effects
in Early and Late Passages, PLoS ONE 8 (10) (2013) e77656.

[12] K. M. Hubka, R. L. Dahlin, V. V. Meretoja, F. K. Kasper, A. G. Mikos, Enhancing Chondrogenic Phenotype for Cartilage
Tissue Engineering: Monoculture and Coculture of Articular Chondrocytes and Mesenchymal Stem Cells, Tissue Eng.
Part B 20 (6) (2014) 641-654.

[13] R. L. Dahlin, M. Ni, V. V. Meretoja, F. K. Kasper, A. G. Mikos, TGF-33-induced chondrogenesis in co-cultures of
chondrocytes and mesenchymal stem cells on biodegradable scaffolds, Biomaterials 35 (1) (2014) 123-132.

[14] H. C. Warsinske, S. L. Ashley, J. J. Linderman, B. B. Moore, D. E. Kirschner, Identifying Mechanisms of Homeostatic
Signaling in Fibroblast Differentiation, Bull. Math. Biol. 77 (2015) 1556-1583.

[15] J. M. G. Vilar, R. Jansen, C. Sander, Signal Processing in the TGF-8 Superfamily Ligand-Receptor Network, PLoS
Comput. Biol. 2 (1) (2006) e3.

[16] M. D’Angelo, M. Pacifici, Articular Chondrocytes Produce Factors That Inhibit Maturation of Sternal Chondrocytes in
Serum-Free Agarose Cultures: A TGF-bIndependent Process, J. Bone Miner. Res. 12 (9) (1997) 1368-1377.

[17] K. V. D. Mark, V. Gauss, H. V. D. Mark, P. Miiller, Relationship between cell shape and type of collagen synthesised as
chondrocytes lose their cartilage phenotype in culture, Nature 267 (1977) 531-532.

[18] I. Gadjanski, K. Spiller, G. Vunjak-Novakovic, Time-Dependent Processes in Stem Cell-Based Tissue Engineering of
Articular Cartilage, Stem Cell Rev. and Rep. 8 (2012) 863-881.

[19] J. P. Ward, J. R. King, Mathematical modelling of avascular-tumour growth, IMA J. Math. Appl. Med. Biol. 14 (1997)
39-69.

[20] L. Longobardi, L. ORear, S. Aakula, B. Johnstone, K. Shimer, A. Chytil, W. A. Horton, H. L. Moses, A. Spagnoli, Effect
of IGF-I in the Chondrogenesis of Bone Marrow Mesenchymal Stem Cells in the Presence or Absence of TGF-3 Signaling,
J. Bone Miner. Res. 21 (4) (2006) 626—636.

[21] T. Ogawa, T. Akazawa, Y. Tabata, In Vitro Proliferation and Chondrogenic Differentiation of Rat Bone Marrow Stem
Cells Cultured with Gelatin Hydrogel Microspheres for TGF-81 Release, J. Biomater. Sci. Polym. Ed. 21 (5) (2010)
609-621.

[22] J. Kim, B. Lin, S. Kim, B. Choi, D. Evseenko, M. Lee, TGF-31 conjugated chitosan collagen hydrogels induce chondrogenic
differentiation of human synovium-derived stem cells, J. Biol. Eng. 9 (1) (2015) 1-11.

[23] L. Bonewald, S. Dallas, Role of Active and Latent Transforming Growth Factor 8 in Bone Formation, J. Cell. Biochem.
55 (1994) 350-357.

34


https://doi.org/10.1101/141119
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/141119; this version posted October 1, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

[24] F. A. Fierro, S. Kalomoiris, C. S. Sondergaard, J. A. Nolta, Effects on Proliferation and Differentiation of Multipotent
Bone Marrow Stromal Cells Engineered to Express Growth Factors for Combined Cell and Gene Therapy, Stem Cells
29 (11) (2011) 1727-1737.

[25] J. Taipale, K. Miyazono, C.-H. Heldin, , J. Keski-Oja, Latent Transforming Growth Factor-31 Associates to Fibroblast
Extracellular Matrix via Latent TGF-£ Binding Protein, J. Cell Biol. 124 (1) (1994) 171-181.

[26] L. Wakefield, T. Winokur, R. Hollands, K. Christopherson, A. Levinson, M. Sporn, Recombinant Latent Transforming
Growth Factor 81 Has a Longer Plasma Half-Life in Rats than Active Transforming Growth Gactor 51, and a Different
Tissue Distribution, J. Clin. Invest. 86 (1990) 1976-1984.

[27] G. De Crescenzo, P. L. Pham, Y. Durocher, M. D. OConnor-McCourt, Transforming Growth Factor-beta (TGF-3) Binding
to the Extracellular Domain of the Type II TGF-3 Receptor: Receptor Capture on a Biosensor Surface Using a New Coiled-
coil Capture System Demonstrates that Avidity Contributes Significantly to High Affinity Binding, J. Mol. Biol. 328 (2003)
1173-1183.

(28] L. M. Wakefield, D. M. Smith, T. Masui, C. C. Harris, M. B. Sporn, Distribution and modulation of the cellular receptor
for transforming growth factor-beta, J. Cell Biol. 105 (1987) 965-975.

[29] M. A. Sabatino, R. Santoro, S. Gueven, C. Jaquiery, D. J. Wendt, I. Martin, M. Moretti, A. Barbero, Cartilage graft
engineering by co-culturing primary human articular chondrocytes with human bone marrow stromal cells, J. Tissue Eng.
Regen. Med. 9 (12) (2015) 1394-1403.

[30] V. Sunkara, M. von Kleist, Coupling cellular phenotype and mechanics to understand extracellular matrix formation and

homeostasis in osteoarthritis, IFAC-PapersOnLine 49 (26) (2016) 038-043.

35


https://doi.org/10.1101/141119
http://creativecommons.org/licenses/by/4.0/

