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Abstract: The ability of cancer cells to invade neighboring tissues is crucial for cell dissemination and tumor
metastasis. It is generally assumed that cell adhesion to extracellular matrix proteins is an important stage of
cancer progression. Hence, adhesion of cancer cells under in vitro conditions to proteins adsorbed on a substra-
tum surface has been studied to provide a better understanding of cell-protein interaction mechanisms. A pro-
tein, adsorbed in an appropriate conformation on a substratum surface, creates a biologically active layer that
regulates such cell functions as adhesion, spreading, proliferation and migration. In our study, we examined the
interaction of PC-3 cells under in vitro conditions with fibronectin adsorbed on sulfonated polystyrene surfaces
of a defined chemical composition and topography. We investigated cell adhesion to fibronectin and cell spread-
ing. Using automatic, sequential microscopic image registration, we are the first to present observations of the
dynamics of PC-3 cell spreading and the cell shape during this process. Our results show that cell adhesion and
the shape of spreading cells strongly depend on the time interaction with fibronectin. The analysis of images of
cytoskeletal protein distribution in the cell region near the cell-substratum interface revealed that induction of
a signal cascade took place, which led to the reorganization of the cytoskeletal proteins and the activation of

focal adhesion kinase (FAK). (Folia Histochemica et Cytobiologica 2011; Vol. 49, No. 4, pp. 706-718)
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Introduction

Various tissue cells are in constant communication
with the surrounding extracellular matrix (ECM)
which contains, among other components, high mo-
lecular and multidomain glycoprotein fibronectin
(FN), found on cell surfaces and in the ECM in
a insoluble (oligo- or polymeric) form [1].

The main fragment of the fibronectin molecule
active in cell adhesion, referred to as a central cell-
-binding domain (CCBD), is composed of the first 11
type I1I modules and represents the largest function-
al FN domain. It is responsible for the interaction
with integrins on cell surfaces and features higher
susceptibility to degradation compared to other FN
domains [2, 3]. The CCBD domain includes the main
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Arg-Gly-Asp (RGD) amino-acid sequence in mod-
ule IIT , and the Pro-His-Ser-Arg-Asn (PHSRN)
synergy sequence found in module III,. The inte-
grins binding to the RGD fragment of FN have been
found to be significantly enhanced by the PHSRN
sequence [4-8].

Protein (e.g. FN) adsorption and conformation on
nonbiological surfaces such as metal or synthetic poly-
mers depends on the substratum chemical composi-
tion, wettability and structure, surface topography
(e.g. surface roughness), and on the environmental
conditions (e.g. pH value, ionic strength and temper-
ature) [9-15]. As a result of adsorption, FN confor-
mation can become compact or extended, depending
on physicochemical conditions.

It has been observed that adhesion of normal and
cancer cells to substrate surfaces containing chemi-
cal groups with a negative charge (-SO,H, -OH,
—COOH) or a positive charge (-NH,) depends on sur-
face wettability and the conformation of the protein
molecule on the surface [9, 11-19].
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Interaction of PC-3 with fibronectin

Fibronectin adsorbed on strongly hydrophilic poly-
styrene surfaces, in contrast to the adsorption on hy-
drophobic surfaces, is characterized by extended, bi-
ologically active conformation with the unfolded cell-
binding domain (CCBD), which stimulates not only
the early phase of adhesion, but also the cell spread-
ing process [13, 14, 20, 21]. The polystyrene surfaces
used in the present work have been modified accord-
ing to the original method developed by Kowalczyn-
ska and Kaminski [22], which unlike other methods
of surface modification [16, 23-25], is mild and high-
ly efficacious, making it possible to eliminate the
harmful hydrolyzing effect of sulfuric acid.

On the basis of a large amount of experimental
data, it has become clear that depending on the chem-
ical composition of the substratum surface, the follow-
ing events may occur: (1) nonspecific adhesion due to
the effect of physical forces between cell microvilli and
the substratum surface (cell adhesion to ‘bare’ poly-
mer surface); or (2) specific adhesion to the adsorbed
protein by receptors as evidenced in the case of adhe-
sion to FN adsorbed on the hydrophilic polymer sur-
faces [9, 13, 17, 26, 27]. Specific adhesion constitutes
an essential early stage in the cell-substratum interac-
tion, which affects, among other things, cell functions
such as spreading, migration and proliferation [28].

This is why, among the criteria to determine the
type of adhesion, it is the signal cascade that leads to
the reorganization of the cells’ cytoskeleton proteins
and a change in the cell shape and migration, as
a result of the specific response of the cell to the sig-
nal from the substratum [29, 30].

There have been only a few reports on the inter-
action of PC-3 cells with single proteins adsorbed on
planar surfaces of a defined chemical composition and
surface structure. Zheng et al. [30] and Cooper et al.
[31] investigated the interaction of PC-3 cells with fi-
bronectin, laminin and collagen. However, they did
not report any detailed information on the chemical
composition of the surface, i.e. the factor affecting
protein conformation, which regulates how the cell
and the protein interact. Moreover, the above men-
tioned authors did not differentiate between the ear-
ly stage of the cell-protein interaction, i.e. adhesion,
and the cell spreading process.

Studies of the interaction between PC-3 cells and
the ECM proteins have been, and are still being, car-
ried out using matrigel membranes [32-35]. Investi-
gations of this kind cannot provide any data on the
mechanism of the interaction of cells with respective
proteins. What is more, the three-dimensional struc-
ture of matrigels may have an effect on the change in
protein conformation and could result in the partial
blocking of the fragment of the fibronectin central
cell-binding domain (CCBD). This is why the results
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concerning the mechanism of the cell-fibronectin in-
teraction obtained in two-dimensional and three-di-
mensional systems can hardly be compared.

The relations between the physicochemical prop-
erties of surfaces (especially polarity) and the con-
formation of the adsorbed protein play an essential
role in understanding the process of cell-to-ECM
adhesion, and, consequently, elucidate the mecha-
nisms that regulate cell functions.

In this work, we were the first (to the best of our
knowledge) to investigate the interaction of prostate
cancer PC-3 cells with fibronectin adsorbed on sul-
fonated (i.e. hydrophilic) polystyrene surfaces of
a defined chemical composition and topography. Fi-
bronectin conformation adsorbed on sulfonated sur-
faces was quite similar to that which occurs in in vivo
conditions. Since the invasiveness of cancer cells de-
pends on the mechanism of the interaction between
these cells and the proteins of the extracellular matrix,
our investigations focused on processes associated with
cancer progression such as cell adhesion and spread-
ing. The response of PC-3 cells to the signal from fi-
bronectin was determined by qualitatively and semi-
quantitatively estimating cell adhesion and spreading.

The main aims of the present study were, firstly,
to measure cell adhesion and the dynamics of cell
spreading, and secondly, to estimate the organization
of cytoskeleton proteins in the adhering cells.

Material and methods

Cell culture. The epithelial human prostate cancer PC-3 cell
line derived from bone metastases [36] was used in our ex-
periments. Medium RPMI-Glutamax was supplemented
with 1% antibiotic PSN (Penicillin-Streptomycin-Neomy-
cin) solution and heat-inactivated 10% fetal bovine serum
(FBS). The cells were cultured at 37°C in a humidified 5%
CO, atmosphere. For experiments, PC-3 cells were grown
for three days, until the cell culture attained 70-80% con-
fluence. For plating, cells were treated with a 0.25% solu-
tion of trypsin-EDTA. Cell survival was tested by cell mor-
phology and 0.4% Tiypan Blue solution (Sigma-Aldrich):
a score of at least 95% was obtained. The cell concentra-
tion was approximately 0.5 X 10° cells/ml. The cells were
suspended in a medium supplemented with 10% FBS, and
incubated for 1 h at 37°C. Subsequently, the cells were sus-
pended in a medium containing 1% BSA (Jackson Immu-
noResearch) diluted in PBS (pH 7.4, Sigma-Aldrich). All
other chemicals used in cell culture were from Gibco.

Preparation of polystyrene films. Polymerization of styrene
(Merck) was performed by the solvent method in toluene
(POCH), using benzoyl peroxide (Fluka) as a radical initia-
tor. The polystyrene solution after dilution with toluene to
5% concentration was deposited onto specially cleaned glass
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microscope cover slips. The transparent polymer films thus
obtained were dried for 48 hrs at 37°C.

Sulfonation of polystyrene surfaces. The surfaces of poly-
styrene films were sulfonated according to the original meth-
od previously described [22, 37]. The sulfonation reaction
was carried out in a water-free atmosphere at 18°C with
sulfur trioxide, a highly active sulfonating agent at the gas/
/polymer interface. The chemical analysis of polystyrene sur-
faces by X-ray photoelectron spectroscopy has shown that
sulfur was found to occur only in ~SO,H groups bonded
covalently to carbon atoms [38]. As a result of this reaction,
the —-SO,H groups were introduced onto the surface, and
the surface wettability significantly increased. The charac-
teristic properties of polystyrene surfaces were as follows:
contact angle with water < 12°, interfacial surface tension
< 71.4 erg/cm, sulfonic group density equal to 4 X 10'/cm?
[39] and surface roughness equal to 0.25 nm [14].

Fibronectin isolation. Fibronectin was isolated and puri-
fied from fresh human plasma following the method de-
scribed by Poulouin et al. [40], and stored at 8°C in a 50 mM
Tris/HCI buffer containing 1 mM EDTA (pH 7.4, Sigma-
-Aldrich). The samples were highly pure (Figure 1) and
chemically stable up to 19 days.

The concentration of FN in PBS, ¢,
tions was in the range of 1, 3, 5, 10, and 20 ug/ml; the respec-
tive fibronectin surface density o™ was in the range of 25, 75,
120, 250, and 500 ng/cm? (see Figure 2) [13]. In the routine
experiments, ¢, was equal to 20 ug/ml ("™ = 500 ng/cm?).

used in our examina-

Experimental conditions. The measurements of cell adhe-
sion and observations of cell spreading were carried out
under static conditions at a stable temperature of 37 + 0.5°C,
with an inverted Nikon Diaphot 300 microscope. A cham-
ber (540 wm height) consisting of a microscope slide with
a hole and two microscope cover slips was used to measure
cell adhesion and spreading. The chamber bottom consist-
ed of a cover slip coated with a polymer film. In the exper-
iments with the shortest cell-substratum interaction time
(t,,, = 30and 605), another type of chamber (120 um height)
was used, as previously described in detail [41]. The cell
concentration was 0.5 x 10%/ml.

FN adsorption was performed for 1 h at 37°C. After the
adsorption, the surfaces were rinsed 3 times with PBS. Then,
nonspecific binding sites of the surface were blocked for
30 min by 1% BSA diluted in PBS. The conductivity of the
water used in these experiments was below 1 uS/cm.

Cells were routinely examined with phase contrast op-
tics and an objective of X 20. Approximately 70 cells were
counted per area of 300 um? for each microscopic field.

Measurements of cell adhesion. Cells were introduced into
the chamber and interacted with adsorbed fibronectin for
a time ¢, (definition below) equal to 30, 1, 3, 4 or 12 min,
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Figure 1. SDS-PAGE analysis of FN purity. Line 1
— a standard of molecular weights; Line 2 — fibronectin
fraction eluted using heparin affinity chromatography

1200

1000

800 l

Cpn [g/ml]

Figure 2. Radioisotope-derived (**I-FN) isotherms for
FN adsorption on sulfonated polystyrene surfaces. Linear
fitting formula is 6™ = 24.8 ¢_.. o™ denotes the total

FN surface density [15]; ¢™™ denotes FN concentration in
solutions. Arrows show o™ used in the present study

during which the cell adhesion took place. Next, the cham-
ber was gently inverted, and the number of adhering cells
was recorded in each microscopic field.

The cell-substratum interaction time ¢,  is defined as the
time interval from the moment when the first sedimented
cells become sharp in the focus plane at the bottom of the
chamber, until the moment when the chamber is inverted
(when the adhesion is measured) or until the moment when
the observation (e.g. of the spreading) is performed.

The measure of cell adhesion is a dimensionless quanti-
ty a defined as the ratio of the number of cells adhered to
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the substratum (within ¢, under static conditions) to the
total number of sedimented cells. The adherent cells are
those remaining on the surface when the gravitational force

acts in the direction opposite to that of the adhesion forces.

Dynamics of cell spreading. The dynamics of cell spreading
and also the cell shape during this process were examined
using phase contrast microscopy. Cells interacted with fi-
bronectinwhen 0 < ¢, < 24 h. Automatic sequential micro-
scopic image registration and registration in selected time
intervals were carried out with the use of a Lucia program.
Sequences of the images of cells interacting with protein
within 15 min time intervals were registered in the micro-
scopic field. The number of cells spread within various cell-
substratum interaction times was measured.

The adhered cells were observed as their projections on
the substratum plane. Based on the observations of the form
of cell projections on the plane and in comparison with the
circle, the adhered cells were divided arbitrarily into two
qualitative classes as follows: non-spread (and thus being
still quasi-spherical) cells, and spread (and thus non-spher-
ical) cells. Next, the number of quasi-spherical and non-
spherical cells within the time interaction with fibronectin
0h =t = 24 hrs was counted.

The quantity QS is defined as the ratio of the number of
quasi-spherical cells to the total number of adhered cells in
the microscopic field.

The quantity NS is defined as the ratio of the number of
non-spherical cells to the total number of adhered cells in
the microscopic field. Cells which belonged to the class of
non-spherical cells were grouped into three subclasses (dis-
coidal, quasi-triangle and quasi-rhomboidal, and elongated).
(Morphometric analysis of the cell shape is in preparation.)

100

0 2 4 6 8 10 12
¢, [min]

Figure 3. Adhesion of cells to FN adsorbed on sulfonated
polystyrene surfaces as a function of the cell-substratum
interaction time ¢, . The measure of adhesion a is expressed
here in percentages (n = 28). FN surface density o™ = 500
ng/cm? Error bars (corresponding to standard deviations)
are not shown when they are smaller than the circles

©Polish Society for Histochemistry and Cytochemistry
Folia Histochem Cytobiol. 2011
10.5603/FHC.2011.0095

709

Cell images in

Cell shape phase contrast

Quasi-spherical

Discoidal

Quasi-triangle

Non-spherical

Quasi-rhomboidal

Elongated

Figure 4. Classes and subclasses of cells interacting with
FN adsorbed on sulfonated polystyrene surfaces. Examples
of cell images obtained using phase contrast microscopy.
The cell-substratum interaction time ¢, was equal to 4 h;
FN surface density o™ = 500 ng/cm?

Staining of cytoskeletal proteins. Following the time of cell
interaction with protein, the cells were washed with PBS,
fixed in 4% paraformaldehyde (Sigma-Aldrich) in PBS for
15 min and next washed with PBS. Fixed cells were perme-
abilized with 0.2% Triton X-100 (Sigma-Aldrich) in PBS for
10 min and washed with PBS again.

For F-actin staining, the cells were incubated in a 1 ug/ml
FITC-Phalloidin solution (Sigma-Aldrich) in PBS, for 1 h.

For a-actinin, tubulin, vinculin and FAK kinase stain-
ing, the cells were incubated with anti-proper cytoskeletal
proteins and FAK kinase monoclonal antibodies (Sigma-
-Aldrich) for 1 h. Ig dilutions were: 1:40 (a-tubulin stain-
ing); 1:200 (a-actinin staining); 1:50 (vinculin staining) and
1:400 (kinase FAK staining). Then, cells were washed with
PBS and incubated with the IgG secondary antibody (Sig-
ma-Aldrich) conjugated to TRITC (a-actinin, tubulin, vin-
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Figure 5. Spreading dynamics of cells interacting with FN
adsorbed on sulfonated polystyrene surfaces. The relative
number of non-spherical cells NS is expressed here in
percentages (n = 3). FN surface density o™ = 500 ng/cm?;
t, denotes the cell-substratum interaction time. Arrows
show decrease in the number of non-spherical cells.
Individual curves represent results obtained in three
independent experiments

Figure 6. Cells interacting with FN adsorbed on sulfonated
polystyrene surfaces. Image obtained using phase contrast
microscopy. The cell-substratum interaction time ¢, was
equal to 4 h; FN surface density o™ = 500 ng/cm?

culin staining; 1:64 dilution) or conjugated to FITC (FAK
kinase staining; 1:40 dilution) for 1 h. The whole staining
procedure was carried out at room temperature.

Image analysis of fluorescent stained cells. Cell images were
obtained by an inverted Diaphot 300 microscope connect-
ed to a CCD camera (Bischke) and a frame-grabber (Ma-
trox Meteor). Fluorescent stained cells were examined us-
ing an objective of x 100.
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Figure 7. Spreading of cells interacting with FN adsorbed
on sulfonated polystyrene surfaces as a function of the cell
interaction time ¢,  and the fibronectin surface density o™.
The relative number of non-spherical cells NS is expressed
here in percentages. Measurements were carried out for
FN surface density o™ = 25, 75, 120 and 500 ng/cm? for
t,. = 1,4, and 24 hrs. For each ¢, the number of measure-
ments n was equal to 20

Cell image analysis was carried out using the Bitanal
program prepared by Inkielman [42]. This program made
it possible to acquire good-quality images of optical slic-
es of the cell and to localize fluorescent structures in each
of these slices. The distribution of cytoskeletal proteins
and FAK kinase in the adhering cells was determined in
sequences of fluorescent images of cell slices, obtained
by focal plane shifts in 2.0 um intervals. Special proce-
dures were applied to enhance the image distinctness,
such as the correction of the brightness intensity distri-
bution and the contrast, the reduction of the background,
and the deconvolution of images resulting in the elimi-
nation of out-of-focus information. Images of the optical
slice at the cell-substratum interface are shown in the
Results (Figures 8-14).

Statistical analysis. The values a occurring in this study are
mean values of n measurements (n = 28) for each ¢, ob-
tained in at least four independent experiments. The dy-
namics of cell spreading was examined in three indepen-
dent automatic sequential microscopic image registrations.
The values NS obtained in selected time intervals ¢,  are
mean values of n measurements (n = 20). For statistical
evaluations, a Statistica 7.1 (Statsoft) program was applied.
The statistical testing of experimental results distributions
was verified by the Shapiro-Wilk test. Comparison of the
mean values (within a variable) and the statistical signifi-
cance of the differences between group means were per-
formed using the Student’s t-test. The data was reported as
mean = SD. A value of p < 0.05 was considered to be sta-
tistically significant.
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Figure 8. Pattern of localization of cytoskeletal proteins in discoidal cells adhering to FN adsorbed on sulfonated polysty-
rene surfaces within ¢, = 1 h. FN surface density 6™ was equal to 500 ng/cm®. Cells examined by phase contrast (A).
Localization of F-actin (B), a-actinin (C), tubulin (D) and vinculin (E). For F-actin visualization, fluorescence staining was
carried out with FITC-Phalloidin (B). Immunofluorescence labeling for a-actinin was performed with monoclonal
anti-e-actinin antibody (C); for tubulin with monoclonal anti-tubulin antibody (D); for vinculin with monoclonal
anti-vinculin antibody (E), and subsequently with a TRITC-conjugated secondary antibody. Images of the optical slice at
the cell-substratum interface. The number of individual cells analyzed was equal to 120

Results

Cell adhesion to fibronectin

In the initial phase, cell adhesion to fibronectin ad-
sorbed on sulfonated polystyrene surfaces depends
on the interaction time when 0 < ¢, < 3 min (Figure 3).
When ¢, reached 30 s, about one in three of the sed-
imented cells underwent adhesion, and when ¢, was
3 min, approximately the entire population of cells
was in adhesion. These results showed that under stat-
ic conditions, the initial phase of cell adhesion to fi-
bronectin is very dynamic.

No effect of fibronectin surface density on cell ad-
hesion was found when o™ = 25, 75, 120 or 500 ng/cm?.

The dynamics of cell spreading

In the present work, we examined not only cell adhe-
sion but also the further stage of cell interaction with
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protein, i.e. cell spreading. The adhering cells were
observed as projections on the substratum plane.
Among these cells, we distinguished two qualitative
classes with respect to the form of cell projections i.e.
non-spread (and thus still quasi-spherical) cells and
spread (and thus non-spherical) cells. Cells which
belong to the non-spherical class were grouped into
three subclasses: (1) discoidal; (2) quasi-triangle and
quasi-rhomboidal; and (3) elongated (Figure 4).

We observed that in the early phase of cell spread-
ing (within #, = 30 min), the formation of thin and
elongated fillopodii appeared. It may be that surface
deformations and membrane undulations are displayed
by these adhering cells in their response to fibronectin
on the polystyrene surface [43]. The number NS of non-
-spherical cells increases in time and approaches the
value of approximately 100% at #, = 12 h (Figure 5).

The majority of cells appeared to be discoidal in
shape with a characteristic ring of lamellar cytoplasm
(Figure 6). A smaller part of the non-spherical cells
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Figure 9. Pattern of localization of cytoskeletal proteins in quasi-triangle and quasi-rhomboidal cells adhering to

FN adsorbed on sulfonated polystyrene surfaces within ¢, , = 1 h. FN surface density 6™ was equal to 500 ng/cm?.

Cells examined by phase contrast (A). Localization of F-actin (B), a-actinin (C), tubulin (D) and vinculin (E). Staining of
cells for visualization of individual proteins performed as described in the caption to Figure 7. Images of the optical slice
at the cell-substratum interface. The number of individual cells analyzed was equal to 120

displayed another type of shape, e.g. quasi-triangle
and quasi-rhomboidal, which may then change into
an elongated shape.

At selected time intervals, it was observed that the
number NS of non-spherical cells decreased, while
that of quasi-spherical cells (QS) and the total num-
ber of cells increased (Figure 5). These results strongly
suggest that cells exhibit an ability to proliferate.

Our results have shown that the dynamics of cell spread-
ing depends on the fibronectin density o™ on polystyrene
surfaces. Measurements were performed for o™ = 25,75,
120, and 500 ng/cm® and ¢, = 1,4, 24 hrs (Figure 7).

Cytoskeleton organization in adhering cells

The analysis of fluorescent images of the adhered cells
revealed that, as a result of cell interaction with fi-
bronectin, induction of a signal cascade takes place,
which leads both to the reorganization of cytoskeletal
proteins (F-actin, a-actinin, vinculin and tubulin) and
to the activation of FAK kinase (Figures 8-13). F-ac-
tin concentration at the sites of adhesion of the cells
with fibronectin on the substratum surface was ob-
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served. In the case of quasi-spherical cells, F-actin was
concentrated in the tips of microvilli at the cell-sub-
stratum interface and accumulated near the cell mem-
brane region (Figure 14). In the case of non-spherical
cells, F-actin was organized into a network with formed
filament bundles accumulated near the cell membrane
region and in the lamellipodium and filopodium edg-
es. The formation of pronounced F-actin stress fibers
suggests the existence of a strong interaction of cells
with fibronectin adsorbed on polystyrene surfaces.

The a-actinin and vinculin were localized in the
areas of high F-actin concentration at the sites of con-
tact of cells with the substratum surface. However,
pronounced vinculin reorganization was observed
withinz, = 4 h.

Tubulin fibers were observed in the whole cell, but
this protein was predominantly concentrated in the
perinuclear area. Examples of cytoskeletal protein re-
organization of the cells adhered to fibronectin are
shown in Figures 8-13.

In the case of quasi-spherical cells, poorly-formed
clusters of FAK protein were found in the whole cell.
In contrast, for non-spherical cells, a change in ki-
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Figure 10. Pattern of localization of cytoskeletal proteins in elongated cells adhering to FN adsorbed on sulfonated
polystyrene surfaces withinz, = 1 h. FN surface density o™ was equal to 500 ng/cm®. Cells examined by phase contrast
(A). Localization of F-actin (B), a-actinin (C), tubulin (D) and vinculin (E). Staining of cells for visualization of individual
proteins performed as described in the caption to Figure 7. Images of the optical slice at the cell-substratum interface.
The number of individual cells analyzed was equal to 120

nase distribution was observed. The FAK kinase was
localized in areas of F-actin concentration, predomi-
nantly in focal adhesions, although their clusters were
observed also in perinuclear areas in deeper cell slic-
es. These results suggest that FAK kinase concentra-
tions represent sites of cell-fibronectin interaction
(Figures 11F and 12F).

Summing up, the pronounced F-actin, a-actinin,
vinculin and tubulin reorganization at adhesion sites
of cells with fibronectin, in the cell region near the cell-
-substratum interface, as well as the FAK-kinase acti-
vation, suggest that a strong interaction of cells with
fibronectin exists. These results have shown, as expect-
ed, that cell response to the signal from fibronectin
leads to the induction of the signaling cascade.

Discussion

One of the fundamental objectives of cell biology is
to study the relationship between cell functions and
the ability of cells to interact with the components of
an extracellular matrix. Due to its ability to become
bonded to more than 20 integrins on cell surfaces,
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fibronectin is known to play a very important role in
normal and pathological processes, including those
involving the formation of metastases [3, 6, 44].

The formation of metastases is a multi-stage pro-
cess, in which adhesive properties and carcinoma cells’
ability to actively migrate constitute important fac-
tors influencing cell invasiveness. Among the various
cancer diseases, prostate cancer is one of the most
mortal in men. Early detection makes it possible to
treat prostate cancer effectively. However, in men
with proved metastases, the chances of recovery are
reduced. In vitro studies on cell lines have shed light
on the pathogenesis of prostate cancer. One of the
cell lines investigated is that of PC-3 epithelial cells
originating from bone metastases, characterized by
a high degree of invasiveness and resistance to hor-
monal therapy. The heterogeneity of PC-3 cells, in
contrast to other prostate cancer lines [45], may lead
to the formation of subpopulations with high plastic-
ity and variability in response to factors blocking pro-
liferation. This is why the strong invasive ability of
the PC-3 cell line seems to provide a proper model
for investigating cancer progression [45, 46].
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Figure 11. Pattern of localization of cytoskeletal proteins and FAK kinase in discoidal cells adhering to FN adsorbed on
sulfonated polystyrene surfaces within ¢, = 4 h. FN surface density o™ was equal to 500 ng/cm®. Cells examined by phase
contrast (A). Localization of F-actin (B), a-actinin (C), tubulin (D), vinculin (E), and FAK kinase (F). Staining of cells for
visualization of individual cytoskeletal proteins performed as described in the caption to Figure 7. Immunofluorescence
labeling was carried out with monoclonal anti-FAK kinase antibody and subsequently with FITC-conjugated secondary
antibody, to visualize this protein (F). Images of the optical slice at the cell-substratum interface. The number of individu-
al cells analyzed was equal to 120

A relatively small number of reports have been
published on the interaction between PC-3 cells and
single proteins adsorbed on planar substrata of well-
-characterized chemical composition and known sur-
face topography. The studies carried out by Zheng et
al. [30] and Cooper et al. [31] revealed that PC-3 cells
interact with fibronectin and other proteins such as
collagen or laminin. However, they did not report any
data on the chemical composition of the substratum
surface with which the cells interact, i.e. on the im-
portant parameter affecting protein conformation
which has a role in the process of cell-protein inter-
action. The authors quoted above used the term ‘ad-
hesion’ without distinguishing the early stage of pro-
tein interaction (in other words, adhesion), from the
later stage of interaction, referred to as spreading.

Interesting results that have been reported in the
literature on the interaction between PC-3 cells and
proteins were carried out using matrigel membranes
imitating ECM [32-35]. However, these results do not
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seem to provide a better understanding of the mech-
anism of interaction of cells with single proteins.

To the best of our knowledge, the present work is
the first attempt to describe the interaction of PC-3 cells
with biologically active human plasma fibronectin ad-
sorbed on strongly polar polystyrene surfaces of a de-
fined chemical composition and topography [14, 22].

In the earlier studies by Kowalczynska et al. [12, 13],
it was shown that sulfonic groups on styrene copolymer
surfaces have a stimulatory effect on the adhesion of
L1210 and 3T3 cells. In the case of 3T3 cells, the num-
ber of adhering cells correlated, while the number of
non-spherical cells inversely correlated, with the surface
density of sulfonic groups [17]. It was also found that
the surface density of sulfonic groups has an effect on
the reorganization of cytoskeleton proteins, both in the
adhered normal and in cancer cells [13, 17, 21, 26].

In this work, we have investigated the early stage of
cell adhesion to fibronectin, and, thanks to the use of au-
tomatic, sequential microscopic image registration, we are
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Figure 12. Pattern of localization of cytoskeletal proteins in quasi-triangle and quasi-rhomboidal cells adhering to FN
adsorbed on sulfonated polystyrene surfaces within ¢, = 4 h. FN surface density o™ was equal to 500 ng/cm®. Cells
examined by phase contrast (A). Localization of F-actin (B), ¢-actinin (C), tubulin (D) and vinculin (E). Staining of cells
for visualization of individual proteins performed as described in the caption to Figure 7. Images of the optical slice at the
cell-substratum interface. The number of individual cells analyzed was equal to 120

the first to present observations of the dynamics of PC-3
cell spreading and the cell shape during this process. It
has been shown that the dynamics of cell spreading de-
pends on the surface density of fibronectin. Moreover,
the results of our studies on the interaction of PC-3 cells
with fibronectin have confirmed earlier studies showing
that fibronectin conformation adopted on sulfonated
polystyrene surfaces stimulates cell adhesion.

The ability of cancer cells to interact with other cells
and ECM proteins is an important feature of cancer
progression, combined with changes in the cell shape
resulting from the response of the cell to the signal from
the substratum leading to the reorganization of cytosk-
eleton proteins, migration and proliferation. It can be
assumed that a qualitative analysis of cytoskeletal pro-
tein organization in the cancer cells interacting with the
ECM protein may reflect the degree of cancer cell het-
erogeneity, which in turn may contribute to a better
knowledge of the mechanism of cell-ECM interaction
[47-49]. Some authors have pointed out the effect of
physicochemical properties of the substratum on the
changes in cell shape and on the reorganization of cy-
toskeleton proteins in the adhering cells [50, 51].
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Analysis of the cytoskeleton protein localization
has revealed their reorganization in the PC-3 cells
adhered to fibronectin adsorbed on the polystyrene
surface. The results have shown that F-actin is orga-
nized in the form of stress fibers and is grouped at sites
of cell-fibronectin adhesion. Moreover, a-actinin and
vinculin, integrin-binding proteins with actin filaments,
were found at sites of F-actin concentration. It has been
reported that the expression of these proteins may af-
fect the ability of cells to migrate [52-54].

In our study a large concentration of one of the key
regulators of cell adhesion and migration, i.e. FAK ki-
nase was found at sites where F-actin occurred in focal
contacts, and in deeper layers in the perinuclear region.
Enhanced expression and FAK protein activation was
observed in cancer cells featuring a high degree of inva-
siveness [55, 56], and also in PC-3 cells as reported by
Slack et al. [57], and Guan and Shalloway [58].

The large number of PC-3 cells adhering to fi-
bronectin in a relatively short period of time, the high
dynamics of the cell spreading and strong reorganiza-
tion of cytoskeletal proteins in the adhering cells shown
in this work, as well as the established ability of cells to
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Figure 13. Pattern of localization of cytoskeletal proteins and FAK kinase in elongated cells adhering to FN adsorbed on
sulfonated polystyrene surfaces within ¢, = 4 h. FN surface density o™ was equal to 500 ng/cm®. Cells examined by phase
contrast (A). Localization of F-actin (B), a-actinin (C), tubulin (D), vinculin (E) and FAK kinase (F). Staining of cells for
visualization of individual cytoskeletal proteins performed as described in the caption to Figure 7, and for FAK kinase
visualization as described in the caption to Figure 10. Images of the optical slice at the cell-substratum interface.

The number of individual cells analyzed was equal to 120

Figure 14. Pattern of F-actin localization in quasi-spherical cell adhering to FN adsorbed on sulfonated polystyrene
surfaces. The cell-substratum interaction time ¢, was equal to 15 min; FN surface density o™ was equal to 500 ng/cm?; cell
examined by phase contrast (A). For F-actin visualization, fluorescence staining was carried out with FITC-Phalloidin (B).
Image of the optical slice at the cell-substratum interface. The number of individual cells analyzed was equal to 120
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proliferate [see also 21], seem to indicate that the in-
teraction process between PC-3 cells and fibronectin
is both efficient and specific. These results add sub-
stantial weight to the claim that, due to the conforma-
tion of fibronectin molecules on the hydrophilic poly-
styrene surface, the cell-binding domain is exposed and
well-recognized by fibronectin-specific integrins, which
are found on the surface of PC-3 cells.

The PC-3 line is characterized by strong phenotype
heterogeneity. Kaighn et al. [36] were the first to describe
this cell heterogeneity of the PC-3 cell line, and the later
study by Festuccia et al. [45] showed that it is the cell cul-
ture conditions and some experimental conditions such
as the composition of matrigels that have a significant
effect on cell heterogeneity. Line heterogeneity is reflected
in the different degrees of adhesion ability and the differ-
ent expression of specific receptors. The study by Tan-
tivejkul et al. [59] confirmed that the morphological het-
erogeneity of PC-3 cells depends on the composition of
the extracellular matrix. This is why the PC-3 line, due
to its morphological heterogeneity and, consequently,
functional differentiation, seems to be the best fit as
a model for investigating prostate cancer progression.

Better understanding of the activation of the signal
paths responsible for various PC-3 cell functions in the
interaction with fibronectin, i.e. the ECM protein, may
contribute to partial elucidation of the complex mecha-
nism of prostate cancer cell functions. One might sup-
pose that the investigations of the phenotype of PC-3
cells characterized by a high degree of variability will
lead to a better knowledge of the function of these cells.

We have reason to hope that the adhesion and
spreading processes analysis of the PC-3 cell line car-
ried out in the present work has made it possible to bet-
ter understand the biological nature of these cells. How-
ever, more research on cells” heterogeneity is needed.

Conclusions

The present work has focused on the following problem:

the interaction (in a two-dimensional system) between

the prostate cancer PC-3 cells and fibronectin adsorbed
on sulfonated (i.e. hydrophilic) polystyrene surfaces of

a defined chemical composition and topography.

We found that:

1. Intheinitial stage, cell adhesion is high and stron-
gly dependent on the time of interaction with fi-
bronectin.

2. The dynamics of cell spreading depends on the den-
sity of fibronectin adsorbed on polystyrene surface.

3. Reorganization of cytoskeleton proteins (F-actin,
a-actinin, vinculin and tubulin) occurs at adhe-
sion sites between the cell receptors and fibro-
nectin, in the cell region near the cell-substratum
interface, as well as the FAK kinase activation.
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These results have shown, as expected, that cell re-
sponse to the signal from fibronectin leads to the in-
duction of the signaling cascade.

Acknowledgements

We are grateful to Jerzy Elbanowski M.Sc. for help-
ful discussions and for statistical computations. This
work was supported by CMKP grant No 501-2-1-23-
-26/05 and partly by grant No 501-1-1-23-10/05.

References

1. Pompe T. Modeling of pattern development during fibronec-
tin nanofibril formation. Biointerphases. 2006;3:93-97.

2. Craig D, Gao M, Schulten K, Vogel V. Tuning the mechani-
cal stability of fibronectin type III modules through sequence
variations. Structure. 2004;12:21-30.

3. Martino MM, Mochizuki M, Rothenfluh A, Rempel SA,
Hubbell JA, Barker TH. Controlling integrin specifity and
stem cell differentiation in 2D and 3D environments through
regulation of fibronectin domain stability. Biomaterials.
2009;30:1089-1097.

4. Danen EHIJ, Aota S, Kraats A, Yamada KM, Ruiter DJ,
Muijen GNP. Requirement for the synergy site for cell adhe-
sion to fibronectin depends on the activation state of integrin
aB,.J Biol Chem. 1995;37:21612-21618.

5. Redick SD, Settles DL, Briscoe G, Erickson HP. Defining
fibronectin’s cell adhesion synergy site by site-directed mu-
tagenesis. J Cell Biol. 2000;149:521-527.

6. Pankov R, Yamada KM. Fibronectin at a glance. J Cell Sci.
2002;115:3861-3863.

7.  Altroff H, Choulier L, Mardon HJ. Synergistic activity of the
ninth and tenth FIII domains of human fibronectin depends
upon structural stability. J Biol Chem. 2003;278:491-497.

8. Yasunori A, Thanh NAB, Ballantyne CM, Burns AR. Extra
domain A and type III connecting segment of fibronectin in
assembly and cleavage. Biochem Biophys Res Commun. 2005;
338:1640-1647.

9. Lee MH, Ducheyne P, Lynch L, Boettiger D, Composto RJ.
Effect of biomaterial surface properties on fibronectin-a
integrin interaction and cellular attachment. Biomaterials.
2006;27:1907-1916.

10. Keselowsky BG, Collard DM, Garcia AJ. Surface chemistry
modulates fibronectin conformation and directs integrin bind-
ing and specifity to control cell adhesion. J. Biomed Mater
Res. 2003;66A:247-259.

11. Michael KE, Vernekar VN, Keselowsky BG, Meredith JC,
Latour RA, Garcia AJ. Adsorption-induced conformational
changes in fibronectin due to interactions with well-defined
surface chemistries. Langmuir. 2003;19:8033-8040.

12. Kowalczynska HM, Nowak-Wyrzykowska M, Kotos R,
Dobkowski J, Kaminski J. Fibronectin adsorption and ar-
rangement on copolymer surfaces and their significance in
cell adhesion. J Biomed Mater Res. 2005;72A:228-236.

13.  Kowalczynska HM, Nowak-Wyrzykowska M, Kotos R, Dobkowski J,
Kaminiski J. Semiquantitative evaluation of fibronectin adsorp-
tion on unmodified and sulfonated polystyrene, as related to
cell adhesion. J Biomed Mater Res. 2008;87A:944-956.

14. Kowalczynska HM, Kotos R, Nowak-Wyrzykowska M et al.
Atomic force microscopy evidence for conformational chang-
es of fibronectin adsorbed on unmodified and sulfonated poly-
styrene surfaces. J. Biomed Mater Res. 2009;91A:1239-1251.

15. Meadows PY, Walker GC. Force microscopy studies of fi-
bronectin adsorption and subsequent cellular adhesion to
substrates with well-defined surface chemistries. Langmuir.
2005;21:4096-4107.

www.fhe.viamedica.pl



718

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Curtis ASG, Forrester JV, Innes C Mc, Lawrie E Adhesion
of cells to polystyrene surfaces.J Cell Biol. 1983;97:1500-1506.
Kowalczyniska HM, Nowak-Wyrzykowska M. Modulation of
adhesion, spreading and cytoskeleton organization of 3T3 fi-
broblasts by sulfonic groups present on polymer surfaces. Cell
Biol Int. 2003;27:101-114.

Wittmer CR, Phelps JA, Saltzman WM, van Tassel PR. Fi-
bronectin terminated multilayer films: protein adsorption and
cell attachment studies. Biomaterials. 2007;28:851-860.
Shen JW, Wang T Wu Q, Pan HH. Molecular simulation of
protein adsorption and desorption on hydroxyapatite surfac-
es. Biomaterials. 2008;29:513-532.

Kieliszek M, Kowalczyfiska HM. Adhesion, spreading, pro-
liferation and migration of prostate cancer DU145 cells in-
teracting with fibronectin: the role of ¢, and a 8, integrins.
Acta Biochim Pol. 2008;55:70.

Stachurska A, Kowalczyfiska HM. Adhesion ability, spread-
ing and migration as important features of prostate cancer
cells. Acta Biochim Pol. 2008;55:75.

Kowalczynska HM, Kamifiski J. Adhesion of L1210 cells to
modified styrene copolymer surfaces in the presence of se-
rum. J Cell Sci. 1991;99:587-593.

Maroudas NG. Adhesion and spreading of cells on charged
surfaces. J Theor Biol. 1975;49:417-424.

Neumann AW, Absolom DR, Oss van CJ, Zingg W. Surface
thermodynamics of leukocyte and platelet adhesion to poly-
mer surfaces. Cell Biophys. 1979; 1:79-92.

Gingell D, Vince SA. Substratum wettability and charge in-
fluence the spreading of Dictyostelium amoebae and then
formation of ultrathin cytoplasmic lamellae. J Cell Sci. 1982;
54:255-285.

Kowalczyfiska HM, Nowak-Wyrzykowska M. Adhesion of
L1210 cells to sulfonated styrene copolymer surfaces: Imag-
ing of F-actin and a-actinin. Cell Biol Int. 1999;23:359-372.
Grinnell F. Focal adhesion sites and the removal of substra-
tum-bound fibronectin. J Cell Biol. 1986;103:2697-2706.
Grinnell F. Biochemical analysis of cell adhesion to a sub-
stratum and its possible relevance to cell metastasis. Mem-
branes and Neoplasia: New Approaches and Strategies. 1976;
227-236.

Sastry SK, Burridge K. Focal adhesions: a nexus for intracel-
lular signaling and cytoskeletal dynamics. Exp Cell Res.
2000;261:25-36.

Zheng DQ, Woodard AS, Fornaro M, Tallini G, Languino LR.
Prostatic carcinoma cell migration via ¢ 8, integrin is modu-
lated by a focal adhesion kinase pathway. Cancer Res.
1999;59:1655-1664.

Cooper CR, McLean L, Walsh M. Preferential adhesion of
prostate cancer cells to bone is mediated by binding to bone
marrow endothelial cells as compared to extracellular matrix
components in vitro. Clin Cancer Res. 2000;6:4839-4847.
Lang SH, Sharrard RM, Stark M, Villette JM, Maitland NJ.
Prostate epithelial cell lines form spheroids with evidence of
glandular differentiation in three-dimensional Matrigel cul-
tures. BrJ Cancer. 2001;85:590-599.

Romanov VI, Whyard T, Adler HL, Waltzer WC, Zucker S.
Prostate cancer cell adhesion to bone marrow endothelium:
The role of prostate-specific antigen. Cancer Res. 2004;
64:2083-2089.

Hart CA, Brown M, Bagley S, Sharrard M, Clarke NW. Inva-
sive characteristics of human prostatic epithelial cells: under-
standing the metastatic process. BrJ Cancer. 2005;92:503-512.
Yao H, Dashner EJ, van Golen CM, van Golen KL. RhoC
GTPase is required for PC-3 prostate cancer cell invasion but
not motility. Oncogene. 2006;25:2285-2296.

Kaighn ME, Narayan S, Ohnuki Y, Lechner JE Jones LW.
Establishment and characterization of a human prostatic car-
cinoma cell line (PC-3). Invest Urol. 1979;17 16-23.
Kamifiski J, Kowalczyfiska HM. Method of modification of
styrene copolymer surfaces. Patent No. 164109, 1990.
Kowalczyfiska HM, Mrozek P, Kamifiski J. Surface sulfona-
tion of styrene/methyl methacrylate copolymers studies by

©Polish Society for Histochemistry and Cytochemistry
Folia Histochem Cytobiol. 2011
10.5603/FHC.2011.0095

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

5L

52.

53.

54.

55.

56.

57.

58.

59.

A Stachurska, HM Kowalczynska

X-ray photoelectron spectroscopy. J Colloid Interf Sci. 1993;
160:317-323.

Dobkowski J, Kotos R, Kaminski J, Kowalczynska HM. Cell
adhesion to polymeric surfaces. Experimental study and simple
theoretical approach. J Biomed Mater Res. 1999;47:234-242.
Poulouin L, Gallet O, Rouahi M, Imhoff JM. Plasma fibronec-
tin. Three steps to purification and stability. Protein Expr Pu-
rif. 1999;17:146-152.

Kowalczyfiska HM. Adhesion of L1210 cells to sulfonated
styrene copolymer surfaces in the absence of serum. Colloids
Surfaces B: Biointerfaces. 1995;4:137-149.

Inkielman M, Doroszewski J. Microscopic image classifica-
tion based on descriptor analysis. In: Alt W, Deutsch A, Dunn G
(eds). Dynamics of cell and tissue motion. Birkhduser Ver-
lag, Basel; 1997:47.

Pierres A, Benoliel AM, Touchard D, Bongrand P. How cells
tiptoe on adhesive surfaces before sticking. Biophys
J.2008;94:4114-4122.

Mao Y, Schwarzbauer JE. Fibronectin fibrillogenesis, a cell-
-mediated matrix assembly process. Matrix Biol. 2005;24:389-399.
Festuccia C, Gravina GL, Angelucci A, Millimaggi D, Bolo-
gna M. Culture conditions modulate cell phenotype and cause
selection of subpopulations in PC3 prostate cancer cell line.
Anticancer Res. 2000;20:4367-4372.

Carruba G, Pavone C, Pavone-Macaluso M et al. Morphom-
etry of in vitro systems. An image analysis of two human pros-
tate cancer cell lines (PC-3 and DU-145). Pathol Res Pract.
1989;185:704-708.

Carley WW, Barak LS, Webb WW. F-actin aggregates in trans-
formed cells. J Cell Biol. 1981;90:797-802.

Maness PE. Actin structure in fibroblasts: its possible role in
transformation and tumorigenesis. Cell Muscle Motil.
1981;1:335-373.

Rao JY, Hemstreet III GP, Hurst RE, Bonner RB, Min KW,
Jones PL. Cellular F-actin leaves as a marker for cellular trans-
formation: correlation bladder cancer risk. Cancer Res.
1991;51:2762-2767.

Kharitonova MA, Vasiliev JM. Length control is determined
by the pattern of cytoskeleton.J Cell Sci. 2004;117:1955-1960.
Yeung T, Georges PC, Flanagan LA et al. Effects of substrate
stiffness on cell morphology, cytoskeletal structure, and ad-
hesion. Cell Motil Cytoskeleton. 2005;60:24-34.

Glick U, Ben-Ze’ev A. Modulation of a-actinin levels af-
fects cell motility and confers tumorigenicity on 3T3 cells.
J Cell Sci. 1994;107:1773-1782.

Ben-Ze’ev A, Rodriguez E, Gluck U, Salomon D, Geiger B.
Changes in adhesion plaque proteins levels regulate cell mo-
tility and tumorigenicity. Adv Exp Med Biol. 1994;358:147-157.
Rodriguez-Fernandez JL, Geiger B, Salomon D, Sabanay J,
Zoller M, Ben-Ze’ev A. Suppression of tumorigenicity in
transformed cells after transfection with vinculin cDNA.
J Cell Biol. 1992;2:427-438.

Tremblay L, Hauck W, Aprikian AG, Begin LR, Chapdelaine A,
Chevalier S. Focal adhesion kinase (pp125¥K) expression,
activation and association with paxilin and p50® in human
metastatic prostate carcinoma. IntJ Cancer. 1996;68:164-171.
Kallergi G, Mavroudis D, Georgoulias V, Stournaras C. Phos-
phorylation of FAK, PI-3K, and impaired actin organization
in CK-positive micrometastatic breast cancer cells. Mol Med.
2007;13:79-88.

Slack JK, Adams RB, Rovin JD, Bissonette EA, Stoker CE,
Parsons JT. Alterations in the focal adhesion kinase Src signal
transduction pathway correlate with increased migratory capac-
ity of prostate carcinoma cells. Oncogene. 2001;20:1152-1163.
Guan JL, Shalloway D. Regulation of focal adhesion-associ-
ated protein tyrosine kinase by both cellular adhesion and
oncogenic transformation. Nature. 1992;358:690-692.
Tantivejkul K, Kalikin L, Pienta K. Dynamic process of prostate
cancer metastasis to bone. J Cell Biochem. 2004;91:706-717.

Submitted: 7 March, 2011
Accepted after reviews: 7 June, 2011

www.fhe.viamedica.pl



