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Abstract
Convergent extension, the simultaneous extension and narrowing of tissues, is a crucial

event in the formation of the main body axis during embryonic development. It involves pro-

cesses on multiple scales: the sub-cellular, cellular and tissue level, which interact via ex-

plicit or intrinsic feedback mechanisms. Computational modelling studies play an important

role in unravelling the multiscale feedbacks underlying convergent extension. Convergent

extension usually operates in tissue which has been patterned or is currently being pat-

terned into distinct domains of gene expression. How such tissue patterns are maintained

during the large scale tissue movements of convergent extension has thus far not been in-

vestigated. Intriguingly, experimental data indicate that in certain cases these tissue pat-

terns may drive convergent extension rather than requiring safeguarding against

convergent extension. Here we use a 2D Cellular Potts Model (CPM) of a tissue prepat-

terned into segments, to show that convergent extension tends to disrupt this pre-existing

segmental pattern. However, when cells preferentially adhere to cells of the same segment

type, segment integrity is maintained without any reduction in tissue extension. Strikingly,

we demonstrate that this segment-specific adhesion is by itself sufficient to drive conver-

gent extension. Convergent extension is enhanced when we endow our in silico cells with

persistence of motion, which in vivo would naturally follow from cytoskeletal dynamics. Fi-

nally, we extend our model to confirm the generality of our results. We demonstrate a similar

effect of differential adhesion on convergent extension in tissues that can only extend in a

single direction (as often occurs due to the inertia of the head region of the embryo), and in

tissues prepatterned into a sequence of domains resulting in two opposing adhesive gradi-

ents, rather than alternating segments.

Author Summary

The process of convergent extension is a major contributor to the formation of the anteri-
or-posterior body axis in the early embryo. Convergent extension refers to the directed
movement of cells that leads to the extension of tissue in one direction and narrowing of
the tissue in the perpendicular direction. Often, convergent extension occurs in tissue
which already contains distinct domains of gene expression such as segments, and it is
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unclear how these patterns are maintained despite extensive cell movement. Interestingly,
experimental evidence suggests that these tissue patterns may drive rather than be com-
promised by convergent extension. However, existing computational models aimed at un-
ravelling the mechanisms of convergent extension have thus far only studied the process
in homogeneous tissues. With our model, we demonstrate that in a segmented tissue, pref-
erential adhesion of cells to other cells within the same segment type is required to main-
tain the tissue pattern during convergent extension. Furthermore, such segment-specific
adhesion is by itself capable of driving convergent extension.

Introduction
Convergent extension refers to the simultaneous narrowing and extension of tissues due to ex-
tensive cell rearrangements, and is a key morphogenetic event during formation of the bilater-
ian body plan. In bilaterian animals, convergent extension first occurs when the main body
axis forms and extends, pushing the head and tail further away from each other. Although this
axis extension is universal in bilaterians, the cell and tissue behaviour causing it differs widely
between species (for reviews see [1–4]). In Xenopus for example, dorsal mesodermal cells polar-
ize and change their adhesive properties (reviewed by [5]); cells then crawl between each other
in a zipper-like process called intercalation [1, 2]. In contrast, convergent extension of zebrafish
mesoderm consists of two processes: directed migration to the dorsal axis and intercalation [2–
3, 6]. Finally, Drosophila germband extension occurs in a tightly connected epithelium, where
cells intercalate by contracting those parts of the membrane that have a dorsal-ventral orienta-
tion [7–9].

Convergent extension is an inherently multiscale process, in which subcellular contractility
and adhesion, cell level polarity and migration, and tissue level deformations are involved.
Models incorporating this multiscale nature are of key importance to study the feedback inter-
actions that give rise to tissue extension. Thus far, models are largely conceptual in nature, test-
ing whether an experimentally observed (sub)cellular process or hypothetical mechanism can
indeed drive convergent extension [10–13].

Among the identified mechanisms capable of driving convergent extension confirmed by
these models are lamellipodia formation [13, 14], directed mitosis [13], oriented membrane
contraction [8, 11], cell extension or protrusions [10–12] and anisotropic differential adhesion
[15]. These different mechanisms also differ in the origin of the directional signal, the cue
which informs cells into which direction to move. In the models including either directed mito-
sis, lamellipodia or oriented membrane contractions [11, 13, 14], this direction is explicitly im-
posed in the model by telling cells in which direction to extend. In contrast, in the models with
anisotropic differential adhesion and cell elongation [12, 15], there is no global information:
cells have internal polarity and through cell-cell interactions the cells align. Other models are
somewhere in between; Rauzi et al. [8] use experimental data on the polar distribution of acto-
myosin, resulting in a coordinated contraction of only dorso-ventrally oriented membranes.
The model by Weliky et al. [10] does not impose the direction in which cells extend, but in-
cludes two boundaries enclosing the tissue which inhibit cell extensions, thus providing an
overall bias.

Regardless of how cell/tissue polarity is incorporated in these models, convergent extension
has so far always been studied in homogeneous tissues consisting of cells with identical fates.
However, axis extension usually does not occur in homogeneous tissues, but rather in tissues
that have been or progressively become patterned into regions of different cell fate. In
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Tribolium for instance, segments are formed by an oscillating gene clock, shortly after which
the newly segmented part of the tissue starts to narrow and extend [16–19]. Therefore, an inter-
esting question is how patterns are maintained under convergent extension, which leads to ex-
tensive cell rearrangements and therefore potentially mixes up cells of different fate.
Considering this, it is striking that in Xenopus, the antero-posterior patterning of the meso-
derm is crucial for convergent extension [20]; also in Drosophila, a segmented body pattern is
essential for germband extension [21, 22]. This leads to the intriguing suggestion that rather
than segments becoming lost due to convergent extension, these segments may actively drive
convergent extension.

Since the interplay between tissue patterns and convergent extension has so far received lit-
tle attention, we use a computational model to investigate how a segmented tissue pattern can
be maintained during convergent extension, and whether and how such a pattern may itself
drive convergent extension. We use the Cellular Potts model (CPM) formalism [23, 24], which
has been successfully used to model different mechanisms of convergent extension in a homo-
geneous tissue [12, 15], as well as several other morphogenetic processes like somitogenesis
[25], ommatidia formation in Drosophila [26], and Dictyostelium culmination into a fruiting
body [27]. CPM is particularly suitable for performing the type of multiscale simulations neces-
sary to investigate convergent extension since it endows cells with an explicit size and shape, al-
lowing for both subcellular resolution and deformation, as well as cell level properties such as
adhesion and migration [28].

In this work, we show that convergent extension by itself tends to disrupt a segmented gene
expression pattern that was previously formed. We demonstrate that this disruption may be
counteracted by letting cells adhere preferentially to cells of the same segment type. Further-
more, we find that such segment-specific adhesion by itself can both provide the directional
signal and serve as a driving force for convergent extension. When we add a simple form of di-
rectional persistence (representing inertia in the cell’s direction of movement due to the delay
caused by cytoskeleton-recycling dynamics) this substantially increases the efficacy of conver-
gent extension through segment-specific adhesion. The latter is especially true in larger and
stiffer tissues, where segment-specific adhesion alone is insufficient to cause a significant tissue
shape change.

Results

The model
For all of our simulations we used a 2D CPMmodel with two different cell types (red and
green) which represent segments with different identities. These in silico cell types can either
have no segment-specific adhesion -a green cell will then adhere equally strongly to a red cell
as to a green cell- or have segment-specific adhesion, meaning that cells prefer to stick to cells
of the same type. In both cases, cells adhere more to other cells than to the surrounding medi-
um, such that the tissue does not fall apart into separate cells or tissue types. The medium itself
has no other properties than its adhesion with cells.

In CPM, adhesion is regulated by J values, which represent the surface energy (per amount
of contact surface) between cells of the same type, between cells of a different type, or a cell and
medium. The CPM tries to minimize the total energy of the system, so contacts with lower J
values are preferred. The strength of adhesion or repulsion between cells depends on the differ-
ence between J values, which can be conveniently represented by the surface tension (γ) [24].

The γ values are calculated from the J values as follows: gi;j ¼ Ji;j � Ji;iþJj;j
2

, where i and j represent

different cell types (m = medium, r = red, g = green). Note that Jm, m = 0. We will refer to γ val-
ues throughout this paper, J values are mentioned in the figure legends. A positive γi, j value
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means that cells prefer to adhere to cells of the same type, whereas negative values indicate that
cells of different types prefer to mix. We will only use positive or 0 values for γ.

For a subset of simulations, we added a so-called persistence mechanism to our model. Per-
sistence is the tendency of cells to maintain their previous direction of movement (memory or
inertia), due to the non-instantaneous turnover of the cytoskeleton [29]. When persistence is
strong, cells are able to migrate rapidly in a consistent direction, as observed for example in
lymphocytes and in gastrulating cells in zebrafish. We implemented persistence by giving cells
a favoured (target) direction of movement. Despite this bias, the cell is not always able to move
exactly in this direction due to hindrance by other cells or simply random fluctuations. There-
fore, this target direction was regularly (after a fixed number of simulation steps) updated with
the cell’s actual direction of displacement, representing the eventual remodelling of the cyto-
skeleton (Fig. 1C) [30]. A cell moving this way performs a persistent random walk.

Initially, we also tested two explicit mechanisms for convergent extension, which both used
global information to direct the cells. The first mechanism, called graded adhesion, was based
on the observation that mesoderm cells in zebrafish follow a gradient in cadherin activity to-
wards the central axis ([31], reviewed in [4]). In our model, we implemented this by imposing

Fig 1. Model setup. (A) Graded adhesion. In the center of the field, adhesion between cells is higher than at the boundaries. This difference is smoothly
graded according to a Gaussian distribution. (B) Axial adhesion. The parts of the membrane that are coloured red (and indicated by the vertical axis) adhere
more to neighbours than the sides, which are coloured green (and indicated by the horizontal axis). The strength of adhesion is graded smoothly across the
membrane, and the orientation of the axes is fixed and identical for all cells. (C) Persistence mechanism. The cell has a higher propensity to move
approximately in its target direction (red vector) than the opposite direction. Every sMonte Carlo Steps (MCS), this vector is updated according to the actual
displacement of the cell (black vector; new vector: blue). (D) Initial state of the tissue. Cells are placed closely together, so that they form a coherent tissue at
the start of the simulation. The tissue is already subdivided into regular segments of identical widths and cell numbers.

doi:10.1371/journal.pcbi.1004092.g001
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a static gradient of cell adhesion, where the location of the cell in the field determined how
strongly it adhered to neighbouring cells; cell contacts that were closer to the center of the x-
axis adhered more strongly than those that were farther away (Fig. 1A). The second mecha-
nism, called axial adhesion, was an adapted version of the mechanism presented by Zajac et al.
[15]. This mechanism was based on the observation that intercalating cells in Xenopus are po-
larized and elongated, and the conjecture that these cells may also have a polarized distribution
of adhesive molecules along their membrane. Fig. 1B shows the basic idea: the upper and lower
sides of a cell (defined by the y-axis of the field) have a higher density of adhesion molecules
than the left and right sides. A cell’s adhesion to a neighbouring cell is then a product of the
local density of adhesion proteins on both cells, which is approximated by adjusting the J value
(we don’t explicitly model adhesion proteins). We chose the axes for adhesive density such that
the tissue should extend perpendicularly to the segments.

Later on, these two mechanisms were no longer applied.
For a detailed description of the implementation of all mechanisms, we refer to the

Methods section.
We initiated the in silico tissues with a regular, segmented pattern of red and green cells

(Fig. 1D). For convenience, we use the terms anterior-posterior (A-P) axis and medio-lateral
(m-l) axis when we talk about the major and minor body axes of the tissue (which may have
any orientation in the field). When we refer to the axes of the field (which are fixed), we simply
use x-axis and y-axis. In most simulations however, the y-axis and A-P axis had the same ori-
entation, meaning that the tissue extended in the direction of the y-axis of the field.

Segment-specific adhesion required to maintain segments during
convergent extension
To study the effect of convergent extension on a pre-segmented tissue pattern, we started with
the incorporation of either of the two explicit global mechanisms (graded adhesion or axial ad-
hesion) without including segment-specific adhesion or persistence. We observed for both con-
vergent extension mechanisms that the tissues extended and narrowed, but that cells at the
boundaries invaded other segments, with some losing all contact with their designated segment
(graded adhesion, Fig. 2A, S1 Video; axial adhesion, Fig. 2D, S2 Video). Note that the strength
of both mechanisms was relatively low in these tissues, and that the loss of segment integrity
became more pronounced when the strength of the mechanisms was increased (S1 Fig.).

Next, we added a small positive surface tension between the red and green celltype (γr, g = 4,
γc, m = 4), causing preferential adhesion to same-segment-type cells. This sufficed to prevent
cells from leaving their segment during convergent extension (Fig. 2B and E; S3, S4 Videos).
Moreover, the boundaries of the segments were much straighter. To determine whether this
differential adhesion caused any additional differences, we tracked the total direction of move-
ment of each cell over the whole course of a simulation (Fig. 2, vector plots). In all cases we see
the typical pattern of convergent extension: vectors directed inwards on the lateral sides, and
outwards at the anterior and posterior ends. Despite the preservation of segments when seg-
ment-specific adhesion was present, there was very little difference in the appearance of the
vectors. We colour-coded the displacement vectors according to the average angle with their
neighbours (Fig. 2A, B, D, E). It seems that in the presence of differential adhesion cell migrato-
ry dynamics are slightly more coherent.

The vector plots in the cases with segment-specific adhesion (Fig. 2B, E) suggest that there
was a considerable amount of A-P movement, which was unexpected given that cells remained
restricted to their own segment. We checked whether this restriction led to a limitation of axis
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Fig 2. Maintenance of a segmented pattern during convergent extension requires segment-specific adhesion. Left images display tissue at the final
step of the simulation (at 500,000 MCS). Right images contain the displacement vector of each cell in the simulation. The tail of a vector is located at the start
position of the corresponding cell, the head at the end. The colour denotes the average angle of the vector with its neighbouring vectors. (A,B,C: row 1)
Simulations with graded adhesion, strengthw = 11. (D,E,F: row 2) Simulations with axial adhesion, strength β = 2. (G,H,I: row 3) Simulations without a
predefined convergent extension mechanism. (A,D,G: col 1) Simulations without segment-specific adhesion, Jc, m = 10, Jc, c = 16. (B,E,H: col 2) simulations
with segment-specific adhesion (Jc, m = 10, Jr, g = 16, Jr, r = 12 γr, g = 4) (C,F,i: col 3) Length of the long axis of the tissue as a function of simulation steps
(MCS). Blue is without and red is with segment-specific adhesion. The curves are averaged over 5 runs of the model, shading indicates standard deviation.

doi:10.1371/journal.pcbi.1004092.g002
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extension (Fig. 2C, F). Strikingly, segment-specific adhesion did not limit axis extension, but in
fact enhanced it.

Segment-specific adhesion as a driver of convergent extension
The fact that segment-specific adhesion seemed to enhance axis extension, (Fig. 2C, F)
prompted us to investigate the effect of segment-specific adhesion without any additional
mechanism for convergent extension (Fig. 2G–I). Compared to tissue without segment-specific
adhesion (Fig. 2G), tissue that had a small amount of segment-specific adhesion (the minimum
amount needed to maintain segments in the presence of an explicit convergent extension
mechanism), elongated significantly (Fig. 2H). Furthermore, convergent extension occurred
without the cells or tissue having an explicit notion of their A-P axis (as opposed to the simula-
tions in Fig. 2A–F, where the direction was imposed). This directionality now arose automati-
cally, from the orientation of the interface between segments. The vector plot of the tissue with
segment-specific adhesion (Fig. 2H) resembled the pattern generated by the graded and axial
adhesion mechanisms, albeit with less extensive movement. This pattern was absent in the tis-
sue without segment-specific adhesion (Fig. 2G). These results showed that segment-specific
adhesion may not only be able to maintain segments, but could also be a driving force of con-
vergent extension on its own.

To further investigate this possibility, we varied the surface tension between red and green
segments (difference in adhesion between like and unlike cells, γr, g), and the tension of cells
with the medium (γc, m). With increasing intersegment tension, having contact surface between
segments becomes less energetically favourable, creating the tendency to reduce the segment
interface. This caused the segments to round up more and so become narrower and thicker, so
also the entire tissue extended and narrowed more strongly for increasing (γr, g) (Fig. 3A).
Moreover, the more the tissues extended, the more the vector plots in Fig. 3A resembled the
typical pattern of convergent extension.

Tissue extension is counteracted by increasing the tension with the medium, because exten-
sion and narrowing leads to a larger contact surface with the medium, which becomes less
favourable with larger γc, m. Put differently: if cells prefer not to be in contact with the medium,
the tissue as a whole will remain more rounded (minimal surface with the medium) and there-
fore extend less. The final amount of extension therefore depended on the balance between the
two opposing tensions. For the case in the parameter space with the most extreme extension
(γr, g = 10, γc, m = 6), the tissue extended to about 1.5× its original length (Fig. 3B, S5 Video).
When we included more and thinner segments, the tissue extended even further (to more than
2× the original length); otherwise, the results were qualitatively similar (box in Fig. 3, S2 Fig.).

Occasionally, we observed that two segments of the same celltype contacted each other and
merged, thus reducing the number of segments (Fig. 3A, bottom right; S2 Fig., bottom row; S6
Video). This biologically unrealistic behaviour only occurred for very strong differential adhe-
sion, while biologically relevant behaviour prevailed in the remaining, considerably larger part
of the parameter space that we explored.

Convergent extension by segment-specific adhesion enhanced with a
persistence mechanism
So far, the in silico tissues with segment-specific adhesion reached their final length within
about the same time scale as the explicit mechanisms. So far however, we used relatively small
and loosely connected tissue. Therefore, we decided to investigate the efficacy of segment-spe-
cific adhesion in both larger and stiffer tissues.
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In larger tissues, cells would need to travel greater distances to achieve the same degree of
extension; this could potentially mean that the same process takes much longer in a larger tis-
sue. It has indeed been suggested that if surface tension alone had to drive large changes in tis-
sue shape, the process would take unrealistically long [32]. In Fig. 4A we compare two in silico
tissues with the same surface tensions and the same ratio between the length and width of a

Fig 3. Segment-specific adhesion leads to convergent extension for a wide range of parameters. (A) Parameter space of a tissue of four segments
with varying values for γc, m and γr, g (J values can be found in S1 Table). Initial segment width: 3, length: 10. For each set of parameters, 10 simulations were
run over 1,000,000 MCS, representative final states are displayed. Only for the bottom two parameter sets we observed merging of segments, in resp. 9 and
8 out of 10 simulations. The dashed box shows a tissue initiated with 8 segments but with otherwise equal parameter settings to (10,6), to show the relative
independence of simulation outcome from the number of segments. Vector plots were corrected for whole-tissue rotation. (B) For the same simulations, the
length of the long axis of the tissue as a function of simulation steps (shading indicates standard deviation). The two parameter sets for which segments
merged were not included, nor the simulation with 8 segments.

doi:10.1371/journal.pcbi.1004092.g003
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segment, but one consisted of four times more cells (the number of cells in both the length and
width of the segments was doubled). Because of the difference in total size, we used the ratio of
the long axis over the short axis of the tissue to compare the extent of axis extension. It can be
derived from first principles that for tissues with the same surface tensions and the same axis

Fig 4. Convergent extension through segment-specific adhesion is enhanced by a persistent migration mechanism. (A) The ratio of the length of the
long and short axis over simulation steps (MCS) without a persistence mechanism for a small and a large tissue (4x more cells). The large tissue (red curve)
never reaches the same ratio as the small tissue. Next to the graph are examples of the state of both small and large tissue at the beginning and end of the
simulation. Note that the cells in the small tissue actually are of the same size as those in the large tissue, but that the images are resized. J values: Jc, m = 12,
Jr, g = 22, Jr, r = 16, γr, g = 6 (B,C) The long/short-axis ratio for the small tissue (B) or large tissue (C) with different cell speeds (indicated in the legends)
resulting from different strengths of the persistence mechanism. Curves are averaged over 5 simulations, shading indicates standard deviation. Note that the
speeds are emergent quantities measured from simulation output, and have dimension (lattice sites)/MCS (where the lattice sites have arbitrary length). Next
to the graph are examples of the state at the end of the simulation (also with vector plots of cell displacement). The colour of the box indicates the parameter
set the example belongs to. Vector plots were corrected for whole-tissue rotation, and in the plots for the large tissues, 60% of vectors were sampled for
greater clarity. (B) Blue curve: μ = 0.5, s = 5; purple curve: μ = 2.0, s = 5; yellow curve: μ = 2.0, s = 10. (C) Blue curve: μ = 0.5, s = 5; purple curve: μ = 1.0, s =
10; yellow curve: μ = 1.5, s = 30. (D) The ratio of the length of the long and short axis for simulations with stiffer tissue, compared to the previous settings
(large tissue). J values for stiffer tissue: Jc, m = 24, Jr, g = 44, Jr, r = 32, γr, g = 12. (E) Improvement of extension of the stiff tissue in the presence of persistence.
Blue curve: μ = 0.5, s = 5; purple curve: μ = 2.0, s = 40; yellow curve: μ = 2.5, s = 40. (F) Example of T1 transition in a tissue with intermediate strength
persistence. μ = 2.5, s = 20, speed 0.150, final axis extension 1.6x

doi:10.1371/journal.pcbi.1004092.g004
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ratios at the start, the final axis ratio should be the same as well (S1 Text). As expected, the larg-
er tissue extended at a much slower pace than the small tissue and did not reach the same axis
ratio within the span of the simulation.

In the model we used so far, cells retained no memory of the direction in which they previ-
ously moved, and could change their direction of movement instantaneously. However, biolog-
ical cells are to some extent persistent: due to polarization and turnover dynamics of the
cytoskeleton they tend move for some time in a straight line before changing direction [29].
We hypothesized that endowing our in silico cells with some persistence in their movement
might enhance the effectiveness of the cell motion resulting from segment-specific adhesion.
Therefore, we implemented a simple persistence mechanism which has been used before in
CPM for migrating lymphocytes [30] (see section “the model” and Methods for details). Note
that we did not impose a tissue-level bias on the direction of persistence beforehand to favour
convergent extension: the cells started each with their own random target direction.

Endowing cells with a limited tendency for persistence slightly increased the speed of cell
displacement, yielding more rapid convergent extension and a more elongated tissue shape at
the end of the simulation (Fig. 4B, C). In the large tissue, further increasing the level of persis-
tence allowed the tissue to reach almost the same axis ratio as the small tissue without persis-
tence in a comparable amount of simulation steps (Fig. 4C). The smaller tissue also gained
extension speed and a larger axis ratio from increased cell speeds; however, because the tissue
already extended quite rapidly, the contribution of persistence was substantially smaller
(Fig. 4B). From the vector plots it can be seen that the overall cell displacement pattern still
generated the typical convergent extension pattern.

Note that without differential adhesion between segments (S3 Fig.), persistent cell motion
only mixed up the segmentation pattern without yielding any tissue extension. This indicates
that segment-specific adhesion provided the directional signal for axis extension; aligning the
initially random direction of persistent cell motion and thus allowing it to enhance
tissue extension.

When the strength of the persistence mechanism was strongly increased, the probability of
segments merging suddenly increased (Fig. 4B, yellow curve). Interestingly, the large tissue
seemed capable of sustaining larger cell speeds before segment collapse occurred. In both cases
this extreme behaviour only occurred for rather strong persistence, while in a large part of the
parameter space convergent extension was significantly enhanced without the risk of tissue col-
lapse (see also S4 Fig.).

Next, we tested the efficacy of segment-specific adhesion in stiffer, more epithelium-like tis-
sues. For this, we doubled the J values, which reduces the amount of membrane fluctuations; as
can be seen in Fig. 4D and F, the cells move considerably less and have a more distinct hexago-
nal shape than in the more flexible mesenchyme-like tissue we studied earlier. In these stiff tis-
sues, segment-specific adhesion alone generates hardly any tissue extension, because the higher
J values present an energy barrier to tissue shape change, much like tight junctions (Fig. 4D).
However, combined with increasing levels of persistence, beyond the range of parameters used
before, significant tissue extension arose (Fig. 4E). Thus, in a stiff, tightly connected tissue an
active cell motility process is required to drive convergent extension, while differential adhe-
sion still provides the directional signal. Interestingly, for intermediate persistence levels cells
maintain the hexagonal shape typical of stiffer epithelial tissues and T1 transitions can be fre-
quently observed throughout the extension process (Fig. 4F). In contrast, for the highest persis-
tence levels tested, cells display considerable more membrane fluctuations, causing them to
lose the hexagonal shape imposed by the higher tissue tension. Therefore, under these settings
the tissue can no longer be considered as epithelium-like.
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Extensions to the model
The above simulations were all done with an unconstrained, fully segmented tissue. To further
examine the relevance of differential adhesion as a driver of convergent extension in real-life
morphogenesis, we modified our simulations in two ways corresponding to observed in vivo
conditions: with a constrained anterior end and with a gradual instead of discretely segmented
differential adhesion pattern (Fig. 5).

In many cases, the tissue undergoing convergent extension is attached on one or more sides
to adjacent tissue, and is therefore restricted in its movements in that direction. For instance, in
Tribolium the converging tissue is attached to the head, which moves very little and does not
change shape. We tested the influence of such a restriction on convergent extension and cell
mixing by placing the anterior end of the tissue against the border of the field, to constrain tis-
sue movement at the anterior tissue boundary. We then applied the explicit graded adhesion
mechanism (as in Fig. 2), and observed that cell mixing still occurred in the absence of seg-
ment-specific adhesion (Fig. 5A). Note that the anterior end of the tissue converged less be-
cause the tissue could not extend in the anterior direction, which becomes obvious in the
vector plot of Fig. 5A where all arrows point either inward or to the posterior. This caused the
tissue to become a bit ‘carrot-shaped’, which is indeed typical for extending tissues attached to
non-extending tissues (see e.g., Tribolium). Again, segment-specific adhesion prevented mixing
at the segment boundaries (Fig. 5B), and was by itself able to drive convergent extension
(Fig. 5C) for larger surface tensions. Note that for strong segment-specific adhesion, the tissue
tended to rotate and push away from the boundary to escape the restriction (see also vector
plot), allowing it to elongate more in the same amount of simulation steps. This is an artefact
of the way we modelled the restriction as only an impenetrable boundary into which no exten-
sion can occur; had the extending tissue also been attached to this boundary it would likely
rotate less.

Convergent extension also occurs in non-segmented tissues. In Xenopus it was shown that
when cells from the axial mesoderm were mixed, they quickly sorted out according to their
original position on the antero-posterior axis, implicating that a position-based differentiation

Fig 5. Extension to the model: a blocked anterior end does not alter results. (A,B) Simulations with
graded adhesion, without (A) or with (B) segment-specific adhesion. The black bar represents the top
boundary of the field (not an actual simulated object). 5 simulations were run over 500,000 MCS with
parameters as in Fig. 2, representative final states are displayed. (C) Two simulations with only segment-
specific adhesion, (Jc, m = 10, Jr, g = 18, Jr, r = 8 γc, m = 6 and γr, g = 10, run for 1,000,000 MCS as in Fig. 3.
Note how the tissue pushed away from the boundary in the right figure; the vector field here is not corrected
for tissue rotation.

doi:10.1371/journal.pcbi.1004092.g005
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gradient rather than discrete segments yielded differential adhesion [20]. Strikingly, the
amount of convergent extension occurring depended on the degree of sorting out that had al-
ready occurred. This suggested that differential adhesion, besides getting and keeping cells at
the right position, also played an instructional role in convergent extension. Furthermore, it
was found that the differential adhesion mechanism acted both upstream of and in parallel to
the PCP pathway to drive convergent extension [20].

Here, we tested whether a gradient in adhesion proteins could cause correct anterior-poste-
rior sorting and whether it could bring about convergent extension in a similar manner to the
in silico segmented tissue. A tissue with graded expression of a single protein would not display
anterior-posterior, but radial cell sorting without any convergent extension, according to both
experiments and computational models [33, 34]. We therefore generated a tissue with two ad-
hesion proteins that formed opposite gradients. This meant that a cell with a high concentra-
tion of protein A had a low concentration of protein B and vice versa (S5 Fig., see Methods for
details). Cells with high A adhere more strongly to other cells with high A (and vice versa). Fur-
thermore, cells with intermediate concentrations of both proteins adhere more strongly to each
other than to cells with a high concentration of just one protein (S5 Fig., explanation in
Methods).

When cells were placed randomly in the tissue (as in the experiment with mixed tissue),
they sorted out with cells with similar protein concentrations clustering together. However, tis-
sues in which cells had no persistence sorted out only partially: they became stuck in local opti-
ma where multiple clusters of similar protein concentrations were present, which was also
observed for large tissues with a single protein gradient [34] (S5 Fig.). The partially sorted state
was reached more quickly when the gradients of A and B concentrations were steeper, although
this still did not lead to complete sorting. The tissue did sort completely when cells were en-
dowed with high persistence, creating a rather turbulent tissue which could sort quite rapidly,
with high-A cells on one end and high-B cells on the other (Fig. 6A).

Fig 6. Extensions to the model: two opposing adhesion gradients lead to a-p sorting and convergent
extension. (A) Random initial configuration, then run over 2,000,000 MCS. Maximum difference in adhesion
strength between like and unlike cells, mm = 18. Jc, m = 15, maximum Ji, j = 28. Persistence mechanism at
high strength, μ = 2.0, s = 30. (B) Simulation with two opposing gradients of adhesion proteins, sorted initial
configuration (2,000,000 MCS). Persistence mechanism at low strength, μ = 0.5, s = 5.

doi:10.1371/journal.pcbi.1004092.g006
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When the simulation started with a tissue in which cells were already sorted, it elongated,
with the extent of elongation depending on the maximum difference in adhesion (Fig. 6B, S6
Fig.). Modest persistence could enhance this process (S6 Fig.), but strong persistence reduced
the extension again (see the fully sorted, but unelongated tissues in S5 Fig.). Therefore, if exten-
sion should follow after sorting of a fully mixed tissue, cell motility needs to be regulated to-
gether with the degree of sorting. However, in naturally occurring situations, AP patterning
occurs prior to convergent extension, so complete mixing and hence the need for complete
sorting are unlikely to occur. Rather, robustness to developmental noise will require limited
sorting to optimize AP patterning, for which lower persistence levels are sufficient. Thus, our
results show that besides a segmented tissue pattern, graded distributions of adhesion proteins
are also capable of driving a modest form of convergent extension.

Discussion

Interplay of tissue patterning and convergent extension
During formation of the bilaterian body axis, cells converge and intercalate to form a tissue
that is longer and narrower. Convergent extension usually occurs in tissues which have under-
gone prior gene expression patterning such that cells have distinct fates at different positions in
the tissue. Arguably, convergent extension, which often causes extensive cell rearrangements,
should be tightly regulated to prevent it from interfering with this tissue pattern. An example
where this is relevant is Tribolium, in which convergent extension follows shortly after segmen-
tation [17]. Paradoxically, it has been shown in both Drosophila and Xenopus that a segmented
or other antero-posterior tissue pattern is required for convergent extension [20–22] suggesting
that it is instructive for rather than compromised by tissue remodelling. It is therefore impor-
tant to know how convergent extension may interact with a prepatterned tissue.

Here, we investigated the potential role of segment-specific adhesion in convergent exten-
sion of a fully segmented tissue. We applied two mechanisms -graded adhesion and axial adhe-
sion- that caused convergent extension of the tissue. We demonstrated that without segment-
specific adhesion, these mechanisms disturbed the segmented tissue pattern. Adding segment-
specific adhesion in our model did not only preserve the segments, but also enhanced the ex-
tension of the long tissue axis. Furthermore, segment-specific adhesion by itself was sufficient
for convergent extension both in unconstrained and constrained tissue, and can be combined
with persistence to enhance extension in larger and stiffer tissue. Finally, we have shown that
this differential-adhesion based mechanism also extends to non-segmented tissues with oppo-
site gradients of adhesion proteins, although the amount of extension is more modest.

Source of directionality of convergent extension
An important question concerning convergent extension is where the directional signal for the
orientation of tissue extension comes from. A number of earlier models was constructed to elu-
cidate the various mechanisms behind convergent extension through cell intercalation in dif-
ferent organisms [8, 10–13, 15]. Most of these predefined a direction of extension either by
biasing protrusions or constrictions of the cell membrane ([8, 11, 13, 14]), or including a
boundary which restricts cell motion in certain directions [10]. Only two models did not im-
pose such a direction. In the model by Backes et al.([12], a positive tension between two cell
types instructed the intercalation direction of forcibly elongated cells, and led to a direction of
extension and narrowing which was perpendicular to that in our model. This mechanism only
worked for tissues which were already quite narrow, and generated very little actual tissue ex-
tension. In the original version of the axial adhesion mechanism, constructed by Zajac et al.
(anisotropic differential adhesion, [15]), the adhesion polarity of cells was not fixed, but rather
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depended on the orientation of the cell long axis (cells were forced to be elongated). In this
case, the direction of tissue extension was not predefined, but emerged through alignment of
the elongated cells. As a consequence, the direction of axis extension was random and differed
between simulations. Finally, Shinbrot et al. [35] demonstrated that cell-cell adhesion and re-
pulsion can generate segmented and elongated tissue patterns from random initial cell configu-
rations. Rather than through convergent extension, the elongated and segmented patterns in
their simulations form from cells condensing from a dispersed state while sorting into disks,
with the tissue assuming a random orientation with respect to the field axes.

In this paper, we started out with two superimposed mechanisms for convergent extension, in
which the direction of extension was also superimposed. One had an explicit gradient defining
the position of the extending axis (graded adhesion), while the other imposed an internal, fixed
polarity on the cells (axial adhesion), thus implicitly assuming the presence of some kind of sig-
nalling gradient. Interestingly, when segment-specific adhesion drove convergent extension
alone, directionality emerged without such an imposed signalling gradient or polarity. Instead,
the interface between segments provided enough information to allow the tissue to stretch in the
direction perpendicular to it. The ability of segment-specific adhesion to provide the extension
direction was further emphasized when we combined it with the persistence mechanism, which
by itself could not produce convergent extension, but could speed up tissue extension consider-
ably when combined with segment-specific adhesion. Therefore, to our knowledge, segment-
specific adhesion is the first convergent extension mechanism which yields a predictable direc-
tion of convergent extension without imposing polarity on the cellular or tissue level.

Mechanism of convergent extension by differential adhesion
In our model, the degree of tissue extension by segment-specific adhesion was determined by
the balance between surface tension between red and green segments, and the tension of the
tissue with the surrounding medium. The red-green surface tension provided the elongating
force by reducing the contact surface between the segments (pulling the segment interface in-
ward), whereas the surface tension with the medium opposed this force by making the tissue as
a whole as round as possible (pulling the segment interface outward). This agrees well with
findings in Xenopus, where the axial mesoderm needs to be enveloped in epithelium in order to
extend [36]. Without the epithelial layer, the surface tension of the mesoderm with the envi-
ronment is too high, resulting in a spherical tissue.

Because differential adhesion minimizes the contact area between tissues of different types,
the initial ratio between segment width and length is another factor influencing the extent of
convergent extension in our simulations. The smaller the initial ratio between segment width
and length, the larger the contraction of the contact between segments, and the more extreme
the resulting tissue elongation will be (compare Fig. 3 with ratio 3/10, to S2 Fig. with ratio
2/15). As segments are typically organized perpendicular to the length axis of the tissue, the ini-
tial segment width corresponds to the tissue width before convergent extension, while the ini-
tial segment length corresponds to the tissue length before convergent extension divided by the
number of segments. The segment width length ratios used in our simulations are well within
the naturally occurring ranges when considering the segment numbers and tissue widths and
lengths observed in for example Tribolium, Drosophila and other arthropods.

Limitations
We observed an apparent limit to the extent in which segment-specific adhesion can drive con-
vergent extension. When differential adhesion tensions or persistence levels exceeded a certain
threshold, the segments started to rotate and merged with other segments of the same type,
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thus further minimizing intersegment boundary surface. However, we suggest that this may
largely be an artefact of our simplified 2D model; the risk of tissue bending may be much lower
for a 3D tissue, and/or if the tissue is also embedded in other tissues (as in Xenopus) that re-
strict its movements and aid convergent extension at the same time. Furthermore, the phenom-
enon did not occur for most of the parameter region we tested, and we obtained strong tissue
elongation within the biologically relevant region. In addition, for persistence it is reasonable
to expect that once convergent extension has completed cell motility is downregulated again as
part of the further progression of the development program (note that persistence is not re-
quired for maintenance of tissue extension). This termination of persistence provides an addi-
tional safeguard against segment fusion.

In the current study we have shown that in a coherent, fully presegmented tissue, segment-
specific differential adhesion is a suitable candidate mechanism both for maintaining segment
integrity and driving convergent extension. We did not take into account other processes that
may take place at the same time as convergent extension. For instance in Tribolium and other
short-germ insects, the segments are laid down sequentially instead of simultaneously, from a
growth zone where cell division provides a steady source of undifferentiated tissue. It appears
that in this case, convergent extension occurs shortly after a new segment is laid down [16, 17].
Based on preliminary results, we expect that segment-specific adhesion will also suffice to drive
convergent extension during sequential segmentation, but given the complexity of the growth
zone and segment-definition dynamics, it is beyond the scope of this article to investigate this.

Furthermore, we assumed for the sake of simplicity that a cell’s adhesion is a fixed property.
However, we recognize that this may not always be the case, for instance when cells change the
concentration of adhesion molecules on their membrane in response to interactions with other
cells that possess different (concentrations of) adhesion molecules (see [33]). This may influ-
ence the ability of differential adhesion to drive convergent extension.

Comparison to experiments
We found that for loosely connected, mesenchyme-like tissues differential adhesion alone or
combined with a limited persistence of motion can drive convergent extension. As such, we ex-
pect differential adhesion to contribute to axial extension in organisms such as Xenopus in
which an antero-posterior pattern is present, and which indeed served as one of the inspira-
tional starting points for this study. Possibly this mechanism also plays a role in short-germ in-
sects such as Tribolium, which undergoes convergent extension simultaneously with
segmentation, if the tissue emanating from the growth zone is indeed flexible enough.

For stiffer tissues we found that in order to obtain substantial tissue extension, segment-
specific adhesion needs to be combined with a significant level of persistent cell motion. Nota-
bly, the persistence alone would not produce any convergent extension, but requires differen-
tial adhesion to instruct and coordinate cell movement. Furthermore, the strength of
persistence required for proper extension was so low that inspection by eye would most likely
not reveal the presence of this mechanism in in vivo tissues, as the cell displacement is similar
to that of tissues where cells are not persistent. Persistence strong enough to be visible led to
turbulence and segment merging, and would require other, more global directional cues than
segment-specific adhesion to yield convergent extension.

Although clearly not a one-to-one match, persistence bears intriguing similarities to the case
of theDrosophila germband. Here, parasegmental actomyosin barriers prevent intersegmental
cell mixing [37, 38], while the segments also serve as a directional signal for planar cell polarity,
which subsequently instructs the anisotropically directed actomyosin contractions that drive the
T1 transitions underlying convergent extension [7–8, 22]. The similarities reside in the fact that
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the segmental pattern instructs the direction of cell movement, and that cell movement requires
active cytoskeletal remodeling. It remains to be established whether segment-specific adhesion
can act in combination with and thereby enhance the mechanisms observed inDrosophila, or
whether it may act as an alternative strategy deployed in other organisms.

Unfortunately, the similarities between the differential adhesion mechanism and the Dro-
sophila type mechanism make the design of an experimental setup to discriminate against
these two possibilities highly non-trivial. As an example, if we experimentally disrupt genetic
factors regulating segmentation these will not only hamper segment-specific adhesion, but also
the aforementioned planar polarity such as occurs in Drosophila. As a consequence results
would be inconclusive. Likewise, active cytoskeletal dynamics are involved both in convergent
extension driven by the combination of differential adhesion and persistence and in planar-
polarized junctional tension driven convergent extension. Thus, failure of convergent extension
upon actomyosin disturbance will again be inconclusive. Similarly, although one could try to
experimentally increase the adhesiveness of the whole tissue by ubiquitously expressing e.g.
N-cadherin; this would certainly hinder convergent extension via segment-specific adhesion,
but unfortunately is likely to also hinder other convergent extension mechanisms by increasing
the energy required to break the bonds between cells. This problem of distinguishing between
the two mechanisms is further aggravated by the fact that the mechanisms may be likely to
work in combination. One experiment that may allow for a distinction between the two con-
vergent extension mechanisms is to apply pulling forces on the tissue in the direction parallel
and perpendicular to the segmentation pattern. If less force is required to tear the tissue along
segment boundaries than to tear it in the perpendicular direction this is a strong indicator that
differential adhesion is involved. Still, this does not allow one to establish the importance of
this differential adhesion for convergent extension.

Conclusion
In summary, we have shown that differential adhesion is sufficient to drive convergent exten-
sion in presegmented tissues, and represents a convergent extension mechanism not requiring
any directional signal. While the investigated convergent extension mechanism may not be
universal, in segmented tissues the presence of segmental boundaries is likely to contribute to
convergent extension, either via differential adhesion or via alternative mechanisms such as ac-
tomyosin bands or planar cell polarity. Likewise, while not all tissue is segmented, anterior pos-
terior patterning may also allow for differential adhesion-based convergent extension. In the
current study we focused on the role of a fully presegmented tissue pattern in driving conver-
gent extension. However, in many cases segmentation and convergent extension occur simulta-
neously. Therefore, in future work we aim to investigate the dynamic interplay between
sequential segmentation and convergent extension. Considering such bidirectional feedback
between patterning and morphogenesis may bring to light important principles of coordinat-
ing growth and patterning.

Methods

Model setup

CPMmodel formalism
We consider convergent extension of monolayer tissues, and therefore we use a simple 2D Cel-
lular Potts Model for all our simulations. In the CPMmodel formalism, cells consist of multiple
lattice sites with 2D coordinates i and j and have a cell type τ and identification number σ. The
lattice (“field”) is updated using the Monte Carlo algorithm. For each Monte Carlo step (MCS),
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lattice sites are drawn randomly, as many times as there are lattice cells. For each site belonging
to the boundary of a cell, a random neighbour is selected which may copy its identity into this
lattice site. The probability of this event is calculated with the Hamiltonian, which depends on
the change in cell surface energy and cell volume that would be caused by the potential copy
event. The surface energy of lattice sites at the cell boundary, Jτ(σij), τ(σi0 j0), depends on the type
of the cell (τ(σ(ij))) and that of the neighbour that the lattice site contacts (τ(σi0 j0)). Cells are as-
sumed to minimize their surface energy while at the same time trying to maintain their volume
(or in 2D, area) at a target value Aσ. The Hamiltonian is then as follows:

H ¼
X

ij

X

i0 j0
JtðsijÞ;tðsi0 j0 Þð1� dsij;si0 j0 Þ þ

X

s

laðas � AsÞ2

The first term represents the sum of all surface energies J, where δ is the Kronecker delta (0
if σij and σi0 j0 are different, and 1 if they are equal). σi0 j0 sums over all 8 neighbouring sites in
the 3 × 3 neighbourhood. The second term serves to keep the actual area a of a cell close to the
target area A, where λa is the resistance of cells against volume changes. The probability that a
neighbouring site extends into the lattice site under consideration is 1 if ΔH< 0, and e−(ΔH)/T

otherwise, where ΔH is the change in the Hamiltonian due to the considered modification, and
T is the simulation temperature, determining the membrane fluctuation amplitude of cells.
The model was implemented using the C++ programming language.

J values and adhesion
As mentioned before, the J values represent the surface energies at the interface of cells and
their surroundings. The higher the J value, the less favourable the interaction, and therefore a
pixel copy which reduces such an interface will be rather likely. Therefore, mechanisms which
increase adhesion reduce the J value of that cell-cell interaction. J values act in a relative man-
ner. If the J value of a cell-medium interaction is lower than that of a cell-cell interaction, cells
will disperse through the medium rather than form a coherent tissue. Likewise, if the J value be-
tween red and green cells is higher than both the J value of red-red and green-green interac-
tions, red and green cells will form a chequerboard pattern (see [24] for more details). The
behaviour of cells under a certain set of J values can be more easily seen from the surface ten-
sions, which are calculated from the J values as follows:

gi;j ¼ Ji;j �
Ji;i þ Jj;j

2

where i and j represent different cell types. Now, a positive γ value for the interaction between
red and green cells keeps them separated (while a negative one causes mixing), and the same is
true for the γ value of cell and medium interactions.

Simulation initialisation
Cells are initiated as blocks of 5 × 5 lattice sites, put closely together in a grid-like manner in
the center of the field. At this point, we already divide the in silico tissue into regular segments
of alternating cell types. In the simulations of Fig. 2 and Fig. 3, each segment is 3 cells thick and
10 cells wide upon initialization. In the simulations for Fig. 4, the segments were each 2 × 10
cells for the small tissues, and 4 × 20 for the large tissues.

Explicit convergent extension mechanisms
Two alternative mechanisms for convergent extension were used: graded adhesion and axial
adhesion. To implement such a mechanism, ΔH is modified for certain lattice sites to establish
a bias in copy probability.
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Graded adhesion
For the graded adhesion mechanism, the J value of two adjacent cells is modified depending on
their location within the field. We defined a Gaussian function with a maximum at the center
of the field in the x-direction (Fig. 1A), but homogeneous in the y-direction.

J 0 ¼ J � w � e�ðx�bÞ2
2�c2

where w is the maximum amplitude of the modification, b is the center of the x-axis of the
field, and c is the standard deviation of the Gaussian. As a consequence, J values become gradu-
ally lower towards the center of the field.

Axial adhesion
For the axial adhesion mechanism, cells have an increased adhesion on the upper and lower
faces of the cell (Fig. 1B). This was incorporated using the following modification of the J val-
ues:

J 0 ¼ J � b2 � jsinðaÞj � jsinða0Þj
where β represents the maximum reduction of surface energy because of the mechanism, and α

and α0 are angles with the horizontal (x-) axis. α is the angle of the vector pointing from the

center of cell σij to the membrane segment where the copy takes place, and α0 is the angle of the
vector in the neighbouring cell (σi0 j0). By taking the sine, we ensure that the modification of J is
highest for membrane segments both at the top and bottom of the cell (so with vectors along
the y-axis), correcting with the absolute value for the fact that angles larger than π yield nega-
tive sines. See Zajac et al. [15] for the original version.

Persistent motion
Persistent motion is implemented by enhancing the probability of extension in the direction of
previous movement. In practice, this means that cells have a target direction, and extensions
that have a small angle with this direction occur with a higher probability than extensions with
a large angle to the target. The target direction is updated every sMCS to the direction of the
actual previous displacement of the cell. Persistence was incorporated by extending ΔH as
follows:

DH 0 ¼ DH � mcosðzÞ

where μ is the strength of persistence, and z is the angle between the target direction and the
displacement vector under consideration (i.e., the vector given by the mean position of the cell
and the coordinates of the position to be modified). Both larger μ and larger update times con-
tribute to higher persistence (time during which the cell moves in a more or less straight line)
and larger cell speed. See also Fig. 1C and [30].

Opposing adhesion protein gradients
Cells have two adhesion proteins A and B, whose concentrations together add up to 1.0 (arbi-
trary units). So A = 1.0 − B. For the sorting simulations, cells are assigned a random concentra-
tion of B between 0 and 1. Subsequently, their concentration for A follows from A = 1.0 − B. In
the convergent extension simulations, where the cells are already sorted, the concentration of B
is increased stepwise from 0 to 1 in every subsequent row. The protein concentrations are
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translated to a J value between two cells i and j as follows:

Ji;j ¼ Ji;j �mm � ðminðAi;AjÞ þminðBi;BjÞÞ

where Ai is the concentration in cell i, min compares the concentrations of cell i and j and takes
the minimum, and mm is the maximum reduction in J value (when cells have identical protein
concentrations). MM therefore determines the ‘steepness’ of the adhesion gradients. The cell
with the lowest concentration of a protein dictates the amount of adhesion between two cells
via that protein, so a cell with high A still adheres poorly to a cell with low A. The two adhesion
proteins do work additively: having a bit of both leads to more adhesion than just having a bit
of one; therefore, cells with intermediate concentration adhere more strongly to each other.

Model analysis

Cell displacement vectors
The mean position of each cell is registered every 1000 MCS. The position at time 5000 (to
allow for an initialization period) and the final time point are used to determine the overall dis-
placement vector (using Python scripts). The vector plots are corrected for whole-tissue rota-
tion with respect to the y-axis of the field. For this, the rotation of the long axis of the tissue
with respect to the y-axis is registered throughout the simulation.

Correlation of neighbouring cell displacements
The displacement vectors of Fig. 2 and S1 Fig. have been coloured according to their average
angle with the neighbouring vectors. A neighbour of a vector has a starting point which lies
within a neighbourhood of size 30 (field pixels) around the starting point of the vector. The col-
our bar is scaled relative to the largest average angle in one of the two simulations to be com-
pared (see Fig. 2). The colour of the vector is relative to the largest value

Emergent cell displacement speed
The mean positions are also used to calculate cell speeds, which is both an average over the var-
iable speed of a cell and an average between cells. We used customized Perl scripts for
the calculations.

Model parameters
The current study serves as a proof of principle, illustrating how convergent extension may dis-
rupt pre-existing tissue patterns, while these pre-existing tissue patterns may also drive conver-
gent extension through differential adhesion. Because of the conceptual nature of our model,
we do not aim to quantitatively fit convergent extension dynamics in a particular model organ-
ism. However, if this where to be the case, model parameters could be adjusted to obtain cell
movement speeds and trajectories matching experimental data. In contrast, in the current
study we aim to illustrate that differential adhesion either alone or combined with persistence
of motion, represents a feasible new mechanism for convergent extension. As such, we aimed
to ensure that differential adhesion driven convergent extension occurs for a wide range of pa-
rameters, making it a plausible mechanism in broad range of contexts. For persistence, parame-
ter scaling was done internally: we matched persistence tendencies to membrane fluctuations
and overall tissue deformation so that we remained in the domain of biologically realistic be-
haviour, avoiding the merging of segments or of turbulent tissue dynamics. As a consequence,
we applied considerably lower persistence tendencies than in the study by Beltman et al [30],
where it was used to simulate migrating lymphocyte dynamics. Note the limited persistence
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tendencies applied in our studies significantly altered quantitative model behaviour, as shown
in Fig. 4. Default parameter values are shown in Table 1.

Supporting Information
S1 Fig. Strong graded adhesion and axial adhesion lead to more elongation and more mix-
ing at the segment boundaries. Left images display tissue at the final step of the simulation (at
500,000 MCS). Right images contain the displacement vectors of each cell in the simulation.
The tail is located at the start position of the cell, the head at the end. (A,B,C: row 1) Simula-
tions with graded adhesion, strength w = 12. (D,E,F: row 2) Simulations with axial adhesion,
strength β = 2.66. (A,D) Simulations without segment-specific adhesion. (B,E) Simulations
with segment-specific adhesion (γr, g = 4). (C,F) Length of the long axis of the tissue as a func-
tion of simulation steps. Blue is without and red is with segment-specific adhesion. The curves
are averaged over 5 runs of the model, shading indicates standard deviation. Note that the
added effect of segment-specific adhesion on axis extension is smaller here than when the con-
vergent extension mechanisms are weaker (compare to Fig. 2 in main article).
(PDF)

S2 Fig. Segment-specific adhesion leads to greater extension with more and narrower seg-
ments. Parameter space of a tissue of eight segments with varying values for γc, m and γr, g,
same as Fig. 2 (See S1 Table for J values). Initial segment width:2, length:15. cells, For each set

Table 1. Default parameter values.

parameter value comments

common parameters

field size 400×400–800×800
(lattice sites)

size varied to accommodate tissue even when
extended

duration 5 * 105 (MCS)

initialization period 500 (MCS)

simulation temperature
(T)

15

neighbourhood order 2

target cell area 500 or 200 (lattice
sites)

smaller cell size used for all simulations with
persistence (for computational efficiency)

λa 1.

Jc, m 10–22 ranges used in all simulations except in those with stiff
tissue (Fig. 4D–F)

Jr, g 12–18

Jr, r 4–18

mechanism-specific
parameters

w 11

c 7

β 2.0

μ 0.5–2.0

s 5–30 (MCS)

mm 12–24

Where applicable, parameter dimensions are indicated behind the value between parentheses.

doi:10.1371/journal.pcbi.1004092.t001
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of parameters, 10 simulations were run over 100,000 MCS, representative final states are dis-
played. In the following simulations we observed merging of segments [(row, col), # out of 10
sims]: (10,10) 1; (10,14) 2;(14,10) 10; (14,14) 10. Vector plots were corrected for whole-
tissue rotation.
(PDF)

S3 Fig. Without segment-specific adhesion, persistence does not lead to convergent exten-
sion. On the left: a tissue without segment-specific adhesion, and no persistence mechanism.
On the right: a tissue without segment-specific adhesion, having a persistence mechanism with
μ = 2.0, s = 10, leading to an average cell speed of 0.181 (lattice sites/MCS). J values are Jc, m =
12, Jc, c = 18
(PDF)

S4 Fig. Influence of persistence on cell and tissue dynamics. (A) Influence of persistence on
tissue elongation. Results are shown for simulations with varying persistence parameters (μ = 0
− 2.0, s = 5 − 30) with the long/short axis ratio at the end of the simulation (duration 5x105

MCS) plotted against the measured average cell speed of a single isolated cell with those param-
eters(lattice sites/MCS). J values are Jc, m = 12, Jr, g = 22, Jr, r = 16, γr, g = 6. (B) For a subset of
the persistence levels in A, cell tracks from 5 random cells part of the same extending tissue are
shown (1 of the 5 simulated tissues shown in A; parameters correspond to the following cell
speeds (single, tissue): (0.60,0.117), (0.69,0.137), (0.80,0.169), (0.91,0.211), (1.01,0.309),
(1.10,0.343), (1.29, 0.501)). The tracks are measured over 100 000 MCS, with the start of each
track shifted to the center. Different tracks are depicted with different colors. (C) For the same
subset of persistence levels as shown in B, cell tracks of single-cell simulations (100 000 MCS)
are shown. The tracks become lighter with age to indicate directionality. The right-most cell
track is of a single cell with strong, lymphocyte-like persistence (μ = 16, s = 8), parameters are
as in Vroomans et al., PLoS Comp. Biol. 2011. Note the qualitative difference: the cell turns less
often, and has more straight stretches (field size 2000×2000). N.B. Track does not become ligh-
ter with age.
(PDF)

S5 Fig. Opposing adhesion gradients lead to (partial) sorting out of tissue. The graph shows
how the adhesion proteins are distributed in the tissue, and the corresponding cell colour. The
images show the tissue at the end of the simulation (2,000,000 MCS) for varying strengths of
the maximum adhesion difference mm, without or with persistence (parameters μ: 2.0 and s:
30–40). Jc, m = 15, maximum Ji, j = 28.
(PDF)

S6 Fig. Opposing adhesion gradients lead to modest tissue extension. The graph plots the
length of the long axis of the tissue over simulation steps for varying values of the maximum
adhesion strength (mm: 12, 18, 24), and without or with persistence mechanism (parameters μ:
1.0 and s: 10).Jc, m = 15, maximum Ji, j = 28.
(PDF)

S1 Video. Simulation with graded adhesion, strength w = 11, and no segment-specific adhe-
sion. Duration is 500 000 MCS.
(MP4)

S2 Video. Simulation with axial adhesion, strength β = 2, and no segment-specific adhe-
sion. Duration is 500 000 MCS.
(MP4)
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S3 Video. Simulation with graded adhesion, strength w = 11, and segment-specific adhe-
sion (γr, g = 4).Duration is 500 000 MCS.
(MP4)

S4 Video. Simulation with axial adhesion, strength β = 2, and segment-specific adhesion
(γr, g = 4). Duration is 500 000 MCS.
(MP4)

S5 Video. Simulation with segment-specific adhesion, (γc, m = 6, γr, g = 10). Duration is
1 000 000 MCS.
(MP4)

S6 Video. Simulation with segment-specific adhesion (segment collapse), (γc, m = 10, γr, g =
14). Duration is 1 000 000 MCS.
(MP4)

S1 Table. This table contains the J values of the parameter space of Fig. 3 and S2 Fig.
(PDF)

S1 Text. Additional information. This document explains how the equilibrium contact length
between two segments can be calculated from the area of the segments and the surface ten-
sions.
(PDF)

Acknowledgments
We thank Ramiro Magno for his help with CPM implementation and parametrization, Joost
Beltman for cell speed measurement scripts and Ioana Niculescu for discussions and sugges-
tions for the manuscript.

Author Contributions
Conceived and designed the experiments: RMAV KHWJtT PH. Performed the experiments:
RMAV. Analyzed the data: RMAV KHWJtT PH. Wrote the paper: RMAV KHWJtT PH.

References
1. Keller R, Davidson L, Edlund A, Elul T, Ezin M, et al. (2000) Mechanisms of convergence and extension

by cell intercalation. Phil Trans R Soc Lond B 355: 897–922. doi: 10.1098/rstb.2000.0626

2. Wallingford JB, Fraser SE, Harland RM (2002) Convergent extension: The molecular control of polar-
ized cell movement during embryonic development. Dev Cell 2: 695–706. doi: 10.1016/S1534-5807
(02)00197-1 PMID: 12062082

3. Yin C, Ciruna B, Solnica-Krezel L (2009) Chapter 7: Convergence and extension movements during
vertebrate gastrulation. In: Lecuit T, editor, Current Topics in Developmental Biology, Academic Press,
volume 89. pp. 163–192. doi:http://dx.doi.org/10.1016/S0070-2153(09)89007-8

4. Tada M, Heisenberg CP (2012) Convergent extension: using collective cell migration and cell intercala-
tion to shape embryos. Development 139: 3897–3904. doi: 10.1242/dev.073007 PMID: 23048180

5. Skoglund P, Keller R (2010) Integration of planar cell polarity and ECM signaling in elongation of the
vertebrate body plan. Curr Opin Cell Biol 22: 589–596. doi: 10.1016/j.ceb.2010.07.012 PMID:
20739170

6. Sepich DS, Calmelet C, Kiskowski M, Solnica-Krezel L (2005) Initiation of convergence and extension
movements of lateral mesoderm during zebrafish gastrulation. Dev Dynam 234: 279–292. doi: 10.
1002/dvdy.20507

7. Bertet C, Sulak L, Lecuit T (2004) Myosin-dependent junction remodelling controls planar cell intercala-
tion and axis elongation. Nature 429: 667–671. doi: 10.1038/nature02590 PMID: 15190355

Segment-Specific Adhesion for Driving CE

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004092 February 23, 2015 22 / 24

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004092.s009
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004092.s010
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004092.s011
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004092.s012
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004092.s013
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pcbi.1004092.s014
http://dx.doi.org/10.1098/rstb.2000.0626
http://dx.doi.org/10.1016/S1534-5807(02)00197-1
http://dx.doi.org/10.1016/S1534-5807(02)00197-1
http://www.ncbi.nlm.nih.gov/pubmed/12062082
http://dx.doi.org/10.1016/S0070-2153(09)89007-8
http://dx.doi.org/10.1242/dev.073007
http://www.ncbi.nlm.nih.gov/pubmed/23048180
http://dx.doi.org/10.1016/j.ceb.2010.07.012
http://www.ncbi.nlm.nih.gov/pubmed/20739170
http://dx.doi.org/10.1002/dvdy.20507
http://dx.doi.org/10.1002/dvdy.20507
http://dx.doi.org/10.1038/nature02590
http://www.ncbi.nlm.nih.gov/pubmed/15190355


8. Rauzi M, Verant P, Lecuit T, Lenne PF (2008) Nature and anisotropy of cortical forces orienting Dro-
sophila tissue morphogenesis. Nat Cell Biol 10: 1401–1410. doi: 10.1038/ncb1798 PMID: 18978783

9. Rauzi M, Lenne PF, Lecuit T (2010) Planar polarized actomyosin contractile flows control epithelial
junction remodelling. Nature 468: 1110–1114. doi: 10.1038/nature09566 PMID: 21068726

10. Weliky M, Minsuk S, Keller R, Oster G (1991) Notochord morphogenesis in Xenopus laevis: simulation
of cell behavior underlying tissue convergence and extension. Development 113: 1231–1244. PMID:
1811939

11. Honda H, Nagai T, Tanemura M (2008) Two different mechanisms of planar cell intercalation leading to
tissue elongation. Dev Dynam 237: 1826–1836. doi: 10.1002/dvdy.21609

12. Backes TM, Latterman R, Small SA, Mattis S, Pauley G, et al. (2009) Convergent extension by interca-
lation without mediolaterally fixed cell motion. J Theor Biol 256: 180–186. doi: 10.1016/j.jtbi.2008.08.
031 PMID: 18926832

13. Brodland G, Veldhuis J (2012) Assessing the mechanical energy costs of various tissue reshaping
mechanisms. Biomech Model Mechanobiol 11(8): 1137–1147. doi: 10.1007/s10237-012-0411-x
PMID: 22736204

14. Brodland GW (2006) Do lamellipodia have the mechanical capacity to drive convergent extension? Int
J Dev Biol 50: 151–155. doi: 10.1387/ijdb.052040gb PMID: 16479484

15. Zajac M, Jones GL, Glazier JA (2003) Simulating convergent extension by way of anisotropic differen-
tial adhesion. J Theor Biol 222: 247–259. doi: 10.1016/S0022-5193(03)00033-X PMID: 12727459

16. Choe CP, Miller SC, Brown SJ (2006) A pair-rule gene circuit defines segments sequentially in the
short-germ insect Tribolium castaneum. Proc Natl Acad Sci USA 103: 6560–6564. doi: 10.1073/pnas.
0510440103 PMID: 16611732

17. Sarrazin AF, Peel AD, Averof M (2012) A segmentation clock with two-segment periodicity in insects.
Science 336: 338–341. doi: 10.1126/science.1218256 PMID: 22403177

18. El-Sherif E, Averof M, Brown SJ (2012) A segmentation clock operating in blastoderm and germband
stages of Tribolium development. Development 139: 4341–4346. doi: 10.1242/dev.085126 PMID:
23095886

19. Benton MA, AkamM, Pavlopoulos A (2013) Cell and tissue dynamics during Tribolium embryogenesis
revealed by versatile fluorescence labeling approaches. Development 140: 3210–3220. doi: 10.1242/
dev.096271 PMID: 23861059

20. Ninomiya H, Elinson RP, Winklbauer R (2004) Antero-posterior tissue polarity links mesoderm conver-
gent extension to axial patterning. Nature 430: 364–367. doi: 10.1038/nature02620 PMID: 15254540

21. Irvine K, Wieschaus E (1994) Cell intercalation during Drosophila germband extension and its regula-
tion by pair-rule segmentation genes. Development 120: 827–841. PMID: 7600960

22. Zallen JA, Wieschaus E (2004) Patterned gene expression directs bipolar planar polarity in Drosophila.
Dev Cell 6: 343–355. doi: 10.1016/S1534-5807(04)00060-7 PMID: 15030758

23. Graner Fmc, Glazier JA (1992) Simulation of biological cell sorting using a two-dimensional extended
Potts model. Phys Rev Lett 69: 2013–2016. doi: 10.1103/PhysRevLett.69.2013 PMID: 10046374

24. Glazier JA, Graner Fmc (1993) Simulation of the differential adhesion driven rearrangement of biologi-
cal cells. Phys Rev E 47: 2128–2154. doi: 10.1103/PhysRevE.47.2128

25. Hester SD, Belmonte JM, Gens JS, Clendenon SG, Glazier JA (2011) A multi-cell, multi-scale model of
vertebrate segmentation and somite formation. PLoS Comput Biol 7: e1002155. doi: 10.1371/journal.
pcbi.1002155 PMID: 21998560

26. Käfer J, Hayashi T, Marée AFM, Carthew RW, Graner F (2007) Cell adhesion and cortex contractility
determine cell patterning in the Drosophila retina. Proc Natl Acad Sci USA 104: 18549–18554. doi: 10.
1073/pnas.0704235104

27. Marée AFM, Hogeweg P (2001) How amoeboids self-organize into a fruiting body: Multicellular coordi-
nation in Dictyostelium discoideum. Proc Natl Acad Sci USA 98: 3879–3883. doi: 10.1073/pnas.
061535198

28. Marée AFM, Grieneisen VA, Hogeweg P (2007) The Cellular Potts Model and biophysical properties of
cells, tissues and morphogenesis. In: Anderson ARA, Chaplain MAJ, Rejniak KA, editors, Single-Cell-
Based Models in Biology and Medicine, Basel: Birkhäuser Verlag. pp. 107–136.

29. Ridley AJ, Schwartz MA, Burridge K, Firtel RA, Ginsberg MH, et al. (2003) Cell migration: Integrating
signals from front to back. Science 302: 1704–1709. doi: 10.1126/science.1092053 PMID: 14657486

30. Beltman JB, Marée AFM, Lynch JN, Miller MJ, De Boer RJ (2007) Lymph node topology dictates T cell
migration behaviour. J Exp Med 204: 771–780. doi: 10.1084/jem.20061278 PMID: 17389236

Segment-Specific Adhesion for Driving CE

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004092 February 23, 2015 23 / 24

http://dx.doi.org/10.1038/ncb1798
http://www.ncbi.nlm.nih.gov/pubmed/18978783
http://dx.doi.org/10.1038/nature09566
http://www.ncbi.nlm.nih.gov/pubmed/21068726
http://www.ncbi.nlm.nih.gov/pubmed/1811939
http://dx.doi.org/10.1002/dvdy.21609
http://dx.doi.org/10.1016/j.jtbi.2008.08.031
http://dx.doi.org/10.1016/j.jtbi.2008.08.031
http://www.ncbi.nlm.nih.gov/pubmed/18926832
http://dx.doi.org/10.1007/s10237-012-0411-x
http://www.ncbi.nlm.nih.gov/pubmed/22736204
http://dx.doi.org/10.1387/ijdb.052040gb
http://www.ncbi.nlm.nih.gov/pubmed/16479484
http://dx.doi.org/10.1016/S0022-5193(03)00033-X
http://www.ncbi.nlm.nih.gov/pubmed/12727459
http://dx.doi.org/10.1073/pnas.0510440103
http://dx.doi.org/10.1073/pnas.0510440103
http://www.ncbi.nlm.nih.gov/pubmed/16611732
http://dx.doi.org/10.1126/science.1218256
http://www.ncbi.nlm.nih.gov/pubmed/22403177
http://dx.doi.org/10.1242/dev.085126
http://www.ncbi.nlm.nih.gov/pubmed/23095886
http://dx.doi.org/10.1242/dev.096271
http://dx.doi.org/10.1242/dev.096271
http://www.ncbi.nlm.nih.gov/pubmed/23861059
http://dx.doi.org/10.1038/nature02620
http://www.ncbi.nlm.nih.gov/pubmed/15254540
http://www.ncbi.nlm.nih.gov/pubmed/7600960
http://dx.doi.org/10.1016/S1534-5807(04)00060-7
http://www.ncbi.nlm.nih.gov/pubmed/15030758
http://dx.doi.org/10.1103/PhysRevLett.69.2013
http://www.ncbi.nlm.nih.gov/pubmed/10046374
http://dx.doi.org/10.1103/PhysRevE.47.2128
http://dx.doi.org/10.1371/journal.pcbi.1002155
http://dx.doi.org/10.1371/journal.pcbi.1002155
http://www.ncbi.nlm.nih.gov/pubmed/21998560
http://dx.doi.org/10.1073/pnas.0704235104
http://dx.doi.org/10.1073/pnas.0704235104
http://dx.doi.org/10.1073/pnas.061535198
http://dx.doi.org/10.1073/pnas.061535198
http://dx.doi.org/10.1126/science.1092053
http://www.ncbi.nlm.nih.gov/pubmed/14657486
http://dx.doi.org/10.1084/jem.20061278
http://www.ncbi.nlm.nih.gov/pubmed/17389236


31. von der Hardt S, Bakkers J, Inbal A, Carvalho L, Solnica-Krezel L, et al. (2007) The Bmp gradient of the
zebrafish gastrula guides migrating lateral cells by regulating cell-cell adhesion. Curr Biol 17: 475–487.
doi: 10.1016/j.cub.2007.02.013 PMID: 17331724

32. Grima R, Schnell S (2007) Can tissue surface tension drive somite formation? Dev Biol 307: 248–257.
doi: 10.1016/j.ydbio.2007.04.032 PMID: 17543296

33. Ninomiya H, David R, DammEW, Fagotto F, Niessen CM, et al. (2012) Cadherin-dependent differential
cell adhesion in xenopus causes cell sorting in vitro but not in the embryo. Journal of Cell Science 125:
1877–1883. doi: 10.1242/jcs.095315 PMID: 22328523

34. Zhang Y, Thomas GL, Swat M, Shirinifard A, Glazier JA (2011) Computer simulations of cell sorting
due to differential adhesion. PLoS One 6: e24999. doi: 10.1371/journal.pone.0024999 PMID:
22028771

35. Shinbrot T, Chun Y, Caicedo-Carvajal C, Foty R (2009) Cellular morphogenesis in silico. Biophys J 97:
958–967. doi: 10.1016/j.bpj.2009.05.020 PMID: 19686642

36. Ninomiya H, Winklbauer R (2008) Epithelial coating controls mesenchymal shape change through tis-
sue-positioning effects and reduction of surface-minimizing tension. Nat Cell Biol 10: 61–69. doi: 10.
1038/ncb1669 PMID: 18084283

37. Monier B, Pélissier-Monier A, Brand AH, Sanson B (2010) An actomyosin-based barrier inhibits cell
mixing at compartmental boundaries in Drosophila embryos. Nat Cell Biol 12: 60–65. doi: 10.1038/
ncb2005 PMID: 19966783

38. Monier B, Pélissier-Monier A, Sanson B (2011) Establishment and maintenance of compartmental
boundaries: role of contractile actomyosin barriers. Cell Mol Life Sci 68: 1897–1910. doi: 10.1007/
s00018-011-0668-8 PMID: 21437644

Segment-Specific Adhesion for Driving CE

PLOS Computational Biology | DOI:10.1371/journal.pcbi.1004092 February 23, 2015 24 / 24

http://dx.doi.org/10.1016/j.cub.2007.02.013
http://www.ncbi.nlm.nih.gov/pubmed/17331724
http://dx.doi.org/10.1016/j.ydbio.2007.04.032
http://www.ncbi.nlm.nih.gov/pubmed/17543296
http://dx.doi.org/10.1242/jcs.095315
http://www.ncbi.nlm.nih.gov/pubmed/22328523
http://dx.doi.org/10.1371/journal.pone.0024999
http://www.ncbi.nlm.nih.gov/pubmed/22028771
http://dx.doi.org/10.1016/j.bpj.2009.05.020
http://www.ncbi.nlm.nih.gov/pubmed/19686642
http://dx.doi.org/10.1038/ncb1669
http://dx.doi.org/10.1038/ncb1669
http://www.ncbi.nlm.nih.gov/pubmed/18084283
http://dx.doi.org/10.1038/ncb2005
http://dx.doi.org/10.1038/ncb2005
http://www.ncbi.nlm.nih.gov/pubmed/19966783
http://dx.doi.org/10.1007/s00018-011-0668-8
http://dx.doi.org/10.1007/s00018-011-0668-8
http://www.ncbi.nlm.nih.gov/pubmed/21437644


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


