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Novel Growth Regime of MDCK II Model Tissues on Soft Substrates
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ABSTRACT It is well established that MDCK II cells grow in circular colonies that densify until contact inhibition takes place.
Here, we show that this behavior is only typical for colonies developing on hard substrates and report a new growth phase of
MDCK II cells on soft gels. At the onset, the new phase is characterized by small, three-dimensional droplets of cells attached
to the substrate. When the contact area between the agglomerate and the substrate becomes sufficiently large, a very dense
monolayer nucleates in the center of the colony. This monolayer, surrounded by a belt of three-dimensionally packed cells, has a
well-defined structure, independent of time and cluster size, as well as a density that is twice the steady-state density found on
hard substrates. To release stress in such dense packing, extrusions of viable cells take place several days after seeding. The
extruded cells create second-generation clusters, as evidenced by an archipelago of aggregates found in a vicinity of mother
colonies, which points to a mechanically regulated migratory behavior.
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Studying the growth of cell colonies is an important step in
the understanding of processes involving coordinated cell
behavior such as tissue development, wound healing, and
cancer progression. Apart from extremely challenging
in vivo studies, artificial tissue models are proven to be
very useful in determining the main physical factors that
affect the cooperativity of cells, simply because the condi-
tions of growth can be very well controlled. One of the
most established cell types in this field of research is the
Madin-Darby canine kidney epithelial cell (MDCK), origi-
nating from the kidney distal tube (1). A great advantage
of this polarized epithelial cell line is that it retained the
ability for contact inhibition (2), which makes it a perfect
model system for studies of epithelial morphogenesis.

Organization of MDCK cells in colonies have been stud-
ied in a number of circumstances. For example, it was
shown that in three-dimensional soft Matrigel, MDCK cells
form a spherical enclosure of a lumen that is enfolded by
one layer of polarized cells with an apical membrane
exposed to the lumen side (3). These structures can be
altered by introducing the hepatocyte growth factor, which
induces the formation of linear tubes (4). However, the
best-studied regime of growth is performed on two-dimen-
sional surfaces where MDCK II cells form sheets and
exhibit contact inhibition. Consequently, the obtained
monolayers are well characterized in context of develop-
ment (5), mechanical properties (6), and obstructed cell
migration (7–9).

Surprisingly, in the context of mechanics, several studies
of monolayer formation showed that different rigidities of
polydimethylsiloxane gels (5) and polyacrylamide (PA)
gels (9) do not influence the nature of monolayer formation
nor the attainable steady-state density. This is supposedly
due to long-range forces between cells transmitted by the
underlying elastic substrate (9). These results were found
to agree well with earlier works on bovine aortic endothelial
cells (10) and vascular smooth muscle cells (11), both re-
porting a lack of sensitivity of monolayers to substrate elas-
ticity. Yet, these results are in stark contrast with single-cell
experiments (12–15) that show a clear response of cell
morphology, focal adhesions, and cytoskeleton organization
to substrate elasticity. Furthermore, sensitivity to the pres-
ence of growth factors that are dependent on the elasticity
of the substrate in two (16) and three dimensions (4) makes
this result even more astonishing. Therefore, we readdress
the issue of sensitivity of tissues to the elasticity of the un-
derlying substrate and show that sufficiently soft gels induce
a clearly different tissue organization.

We plated MDCK II cells on soft PA gels (Young’s
modulus E ¼ 0.6 5 0.2 kPa), harder PA gels (E ¼ 5, 11,
20, 34 kPa), and glass, all coated with Collagen-I. Gels
were prepared following the procedure described in Re-
hfeldt et al. (17); rigidity and homogeneity of the gels was
confirmed by bulk and microrheology (see the Supporting
Material for comparison). Seeding of MDCK II cells
involved a highly concentrated solution dropped in the mid-
dle of a hydrated gel or glass sample. For single-cell
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FIGURE 2 Early phase of cluster growth on soft substrates. (A)

Twelve hours after seeding, single cells remain mostly round

and small. They are found as individual, or within small, three-

dimensional structures (top). The latter nucleate a monolayer

in their center (bottom), if the contact area with the substrate ex-

ceeds ~5� 10�3 mm2. (B) Irregularly-shaped clusters appear due

to merging of smaller droplets. A stable monolayer surrounded

by a three-dimensional belt of densely packed cells is clearly

visible, even in larger structures. (C) All colonies are recorded

on Day 4.
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experiments, cells were dispersed over the entire dish. Sam-
ples were periodically fixed up to Day 12, stained for nuclei
and actin, and imaged with an epifluorescence microscope.
Details are described in the Supporting Material.

On hard substrates and glass it was found previously that
the area of small clusters expands exponentially until the
movement of the edge cannot keep up with the proliferation
in the bulk (5). Consequently, the bulk density increases
toward the steady state, whereas the density of the edge re-
mains low. At the same time, the colony size grows subexpo-
nentially (5). This is what we denote ‘‘the classical regime of
growth’’. Our experiments support these observations for
substrates with E R 5 kPa. Specifically, on glass, colonies
start as small clusters of very low density of 700 5 200
cells/mm2 (Fig. 1, A and B), typically surrounded by a strong
actin cable (Fig. 1, B and C). Interestingly, the spreading
area of single cells (Fig. 1 A) on glass was found to be signif-
icantly larger, i.e., (2.0 5 0.9) � 10�3 mm2. After Day 4
(corresponding cluster area of 6005 100 mm2), the density
in the center of the colony reached the steady state with
6,800 5 500 cells/mm2, whereas the mean density of the
edge profile grew to 4,000 5 500 cells/mm2. This density
was retained until Day 12 (cluster area 1800 5 100 mm2),
which is in agreement with previous work (9).

In colonies grown on 0.6 kPa gels, however, we encounter
a very different growth scenario. The average spreading area
of single cells is (0.34 5 0.3) � 10�3 mm2, which is six
times smaller than on glass substrates (Fig. 2 A). Clusters
of only few cells show that cells have a preference for
cell-cell contacts (a well-established flat contact zone can
be seen at the cell-cell interface in Fig. 2 A) rather than
for cell-substrate contacts (contact zone is diffusive and
the shape of the cells appears curved). The same conclusion
FIGURE 1 Early phase of cluster growth on hard substrates.

(A) Well-spread single cells, and small clusters with a visible

actin cable 6 h after seeding. (B) Within one day, clusters densify

and merge, making small colonies. (C) Edge of clusters from

panel B.
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emerges from the fact that dropletlike agglomerates, resting
on the substrate, form spontaneously (Fig. 2 A), and that at-
tempts to seed one single cluster of 90,000 cells fail, result-
ing in a number of three-dimensional colonies (Fig. 2 A).
When the contact area with the substrate exceeds 4.7 �
10�3 mm2, a monolayer appears in the center of such col-
onies (Fig. 2 B). The colonies can merge, and if individual
colonies are small, the collapse into a single domain is asso-
ciated with the formation of transient irregular structures
(Fig. 2 B). Ultimately, large elliptical colonies (average
major/minor axis of e ¼ 1.8 5 0.6) with a smooth edge
are formed (Fig. 2 C), unlike on hard substrates where circu-
lar clusters (e ¼ 1.06 5 0.06) with a ragged edge comprise
the characteristic phenotype.

Irrespective of cluster size, in the new regime of growth,
the internal structure is built of two compartments (Fig. 2 B):

1. The first is the edge (0.019 5 0.05-mm wide), a three-
dimensional structure of densely packed cells. This belt
is a signature of the new regime because on hard sub-
strates the edge is strictly two-dimensional (Fig. 1 C).

2. The other is the centrally placed monolayer with a
spatially constant density that is very weakly dependent
on cluster size and age (Fig. 3). The mean monolayer
density is 13,0005 2,000 cells/mm2, which is an average
over 130 clusters that are up to 12 days old and have a
size in the range of 10�3 to 10 mm2, each shown by a
data point in Fig. 3. This density is twice the steady-state
density of the bulk tissue in the classical regime of growth.



FIGURE 3 Monolayer densities in colonies grown on 0.6 kPa

substrates, as a function of the cluster size and age. Each clus-

ter is represented by a single data point signifying its mean

monolayer density. (Black lines) Bulk and (red dashed lines)

edge of steady-state densities from monolayers grown on glass

substrates. Error bars are omitted for clarity, but are discussed

in the Supporting Material.
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Until Day 4, the monolayer is very homogeneous,
showing a nearly hexagonal arrangement of cells. From
Day 4, however, defects start to appear in the form of small
holes (typical size of (0.35 0.1)� 10�3 mm2). These could
be attributed to the extrusions of viable cells, from either the
belt or areas of increased local density in the monolayer
(inset in Fig. 4). This suggests that extrusions serve to
release stress built in the tissue, and, as a consequence,
the overall density is decreased.

Previous reports suggest that isolated MDCK cells un-
dergo anoikis 8 h after losing contact with their neighbors
FIGURE 4 Cell nuclei within the mother colony and in the

neighboring archipelago of second-generation clusters grown

on 0.6 kPa gels at Day 12. (Inset; scale bar ¼ 10 mm) Scar in

the tissue, a result of a cell-extrusion event. (Main image; scale

bar ¼ 100 mm) From the image of cell nuclei (left), it is clear that

there are no cells within the scar, whereas the image of actin

(right) shows that the cytoplasm of the cells at the edge has

closed the hole.
(18). However, in this case, it appears that instead of dying,
the extruded cells create new colonies, which can be seen as
an archipelago surrounding the mother cluster (Fig. 4). The
viability of off-cast cells is further evidenced by the appear-
ance of single cells and second-generation colonies with
sizes varying over five orders of magnitude, from Day 4
until the end of the experiment, Day 12. Importantly, no
morphological differences were found in the first- and sec-
ond-generation colonies.

In conclusion, we show what we believe to be a novel
phase of growth of MDCK model tissue on soft PA gels
(E ¼ 0.6 kPa) that, to our knowledge, despite previous
similar efforts (9), has not been observed before. This
finding is especially interesting in the context of elasticity
of real kidneys, for which a Young’s modulus has been
found to be between 0.05 and 5 kPa (19,20). This coincides
with the elasticity of substrates studied herein, and opens the
possibility that the newly found phase of growth has a
particular biological relevance. Likewise, the ability to
extrude viable cells may point to a new migratory pathway
regulated mechanically by the stresses in the tissue, the
implication of which we hope to investigate in the future.
SUPPORTING MATERIAL

Materials and Methods (including one equation), Data Analysis (with sub-
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1998. MDCK cell cultures as an epithelial in vitro model: cytoskeleton
and tight junctions as indicators for the definition of age-related stages
by confocal microscopy. Pharm. Res. 15:964–971.

3. Wang, C. C., L. Jamal, and K. A. Janes. 2012. Normal morphogenesis
of epithelial tissues and progression of epithelial tumors. Wiley Inter-
discip. Rev. Syst. Biol. Med. 4:51–78.

4. Wells, E. K., O. Yarborough, 3rd, ., M. J. Caplan. 2013. Epithelial
morphogenesis of MDCK cells in three-dimensional collagen culture
is modulated by interleukin-8. Am. J. Physiol. Cell Physiol.
304:C966–C975.

5. Puliafito, A., L. Hufnagel,., B. I. Shraiman. 2012. Collective and sin-
gle cell behavior in epithelial contact inhibition. Proc. Natl. Acad. Sci.
USA. 109:739–744.

6. Harris, A. R., L. Peter, ., G. T. Charras. 2012. Characterizing the
mechanics of cultured cell monolayers. Proc. Natl. Acad. Sci. USA.
109:16449–16454.
Biophysical Journal 106(7) L25–L28

http://www.biophysj.org/biophysj/supplemental/S0006-3495(14)00220-3
http://www.biophysj.org/biophysj/supplemental/S0006-3495(14)00220-3


L28 Biophysical Letter
7. Angelini, T. E., E. Hannezo, ., D. A. Weitz. 2010. Cell migration
driven by cooperative substrate deformation patterns. Phys. Rev. Lett.
104:168104.

8. Angelini, T. E., E. Hannezo, ., D. A. Weitz. 2011. Glass-like dy-
namics of collective cell migration. Proc. Natl. Acad. Sci. USA.
108:4714–4719.

9. Trepat, X., M. R. Wasserman, ., J. J. Fredberg. 2009. Physical forces
during collective cell migration. Nat. Phys. 5:426–430.

10. Yeung, T., P. C. Georges, ., P. A. Janmey. 2005. Effects of substrate
stiffness on cell morphology, cytoskeletal structure, and adhesion.
Cell Motil. Cytoskeleton. 60:24–34.

11. Sazonova, O. V., K. L. Lee,., J. Y. Wong. 2011. Cell-cell interactions
mediate the response of vascular smooth muscle cells to substrate stiff-
ness. Biophys. J. 101:622–630.

12. Pelham, Jr., R. J., and Y. L. Wang. 1997. Cell locomotion and focal
adhesions are regulated by substrate flexibility. Proc. Natl. Acad. Sci.
USA. 94:13661–13665.

13. Discher, D. E., P. Janmey, and Y. L. Wang. 2005. Tissue cells feel and
respond to the stiffness of their substrate. Science. 310:1139–1143.

14. Nemir, S., and J. L. West. 2010. Synthetic materials in the study of cell
response to substrate rigidity. Ann. Biomed. Eng. 38:2–20.
Biophysical Journal 106(7) L25–L28
15. Zemel, A., F. Rehfeldt, ., S. A. Safran. 2010. Cell shape, spreading
symmetry and the polarization of stress-fibers in cells. J. Phys. Con-
dens. Matter. 22:194110.

16. Leight, J. L., M. A. Wozniak, ., C. S. Chen. 2012. Matrix rigidity
regulates a switch between TGF-b1-induced apoptosis and epithelial-
mesenchymal transition. Mol. Biol. Cell. 23:781–791.

17. Rehfeldt, F., A. E. Brown, ., D. E. Discher. 2012. Hyaluronic acid
matrices show matrix stiffness in 2D and 3D dictates cytoskeletal order
and myosin-II phosphorylation within stem cells. Integr. Biol. (Camb.).
4:422–430.

18. Frisch, S. M., and H. Francis. 1994. Disruption of epithelial cell-matrix
interactions induces apoptosis. J. Cell Biol. 124:619–626.

19. Levental, I., P. C. Georges, and P. A. Janmey. 2006. Soft biological ma-
terials and their impact on cell function. Soft Matter. 2:1–9.

20. Han, Y. 2009. The Role of Mechanical Forces in Regulation of Focal
Adhesion Complex Proteins in Developing Kidney. Department of
Physiology, National Cheng Kung University, Tainan, Taiwan.

21. Rasband, W. S. 1997–2012. IMAGEJ. U.S. National Institutes of
Health, Bethesda, MD. http://imagej.nih.gov/ij/.

22. Otsu, N. 1979. A threshold selection method from gray-level histo-
grams. IEEE Trans. 9:62–66.

http://imagej.nih.gov/ij/

	Novel Growth Regime of MDCK II Model Tissues on Soft Substrates
	Supporting Material
	Acknowledgments
	References and Footnotes


