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Endothelial Cells Support the Growth of Prostate Tissue in Vivo.
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Abstract

Introduction—The contribution of vascular endothelial cells to prostate growth has not been
investigated. We examined whether endothelial cells support growth of prostate tissue when co-
inoculated with prostate epithelial cells under the renal capsule.

Methods—Vascular endothelial cells were isolated from mice and co-inoculated under the renal
capsule with a prostate luminal or basal epithelial cell line. After 60 days, kidneys were examined
for growth of prostate tissue. Prostatic tissues were examined by immunohistochemistry for
expression of cytokeratins 5 and 8, and vascular density was determined. To determine if increased
expression of VEGF-A would increase prostatic growth, transfected endothelial cells overexpressing
VEGF-A were coinoculated with the prostate luminal or basal epithelial lines.

Results—Co-inoculation of endothelial cells and prostate luminal or basal epithelial cells resulted
in significant growth of prostatic tissue, whereas inoculation of any of the cell lines alone resulted
in little growth. The growths from co-inoculation of endothelial cells and luminal epithelial cells
contained duct-like structures that stained with antibodies to cytokeratin-8, whereas those from co-
inoculation of endothelial cells and basal epithelial cells contained cords of cells that stained with
antibodies to cytokeratin-5. Overexpression of VEGF-A had no effect on growth of the prostatic
tissues.

Conclusion—Endothelial cells contribute to the growth of prostatic epithelial cells.
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The development of the murine prostate depends on reciprocal signals between the stroma and
epithelium (1,2). The importance of stromal signals has been shown in prostate reconstitution
experiments in which combinations of dissociated prostate epithelial cells and undifferentiated
urogenital sinus mesenchyme are inoculated under the renal capsule where they form a
prostate-like organ (3-5). The urogenital sinus mesenchyme is required for formation of
prostate-like structures. The stromal cells presumably provide appropriate signals that
stimulate the epithelial cells to grow and organize into functional prostatic structures. In
addition, the prostate stroma appears to regulate differentiation of prostate epithelium. When
UGM is implanted under the renal capsule together with bladder or urethral epithelium, it
directs these epithelia to develop into prostate tissue (6,7). These differentiative and organizing
signals also appear to be present to some extent in mature prostate stroma (8). Prostate smooth
muscle cells, fibroblasts, and even adipocytes support the development of prostate-like tissues
when co-inoculated under the renal capsule with prostate epithelial cells (9-11. Another
potential stromal source of signals to the prostatic epithelium is the endothelium of the blood
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vessels, but the ability of vascular endothelium to support prostatic epithelial growth has not
been investigated.

There isample evidence that there is a link between growth or regression of prostatic epithelium
and prostatic blood vessels (12). During the involution of the prostate after castration of rats,
blood vessels and epithelium regressed in parallel (13). Apoptosis of the epithelial cells
correlated with apoptosis of the endothelial cells (14,15). Similarly, in castrated animals that
were administered testosterone, increased DNA synthesis was observed in both prostate
epithelial cells and prostate capillary endothelial cells after a one day lag (13,14). The labeling
of the epithelial cells followed the same kinetics as the labeling of endothelial cells. Moreover,
inhibition of vascular growth in castrated animals administered testosterone prevented the
regeneration of the prostate and inhibited prostate epithelial proliferation (16,17). Together,
these observations suggest that in the prostate epithelial growth is tightly coupled to vascular
growth.

Considering the close relation between prostatic vascular growth and prostatic epithelial
growth, it is likely that prostatic endothelial cells also contribute to prostatic epithelial growth.
However, possible contribution of signals from the endothelium have not been investigated.
Here we show that endothelial cells contribute to prostate epithelial growth and development.

Materials and Methods

Isolation of endothelial cells

Endothelial cell cultures were established by a modification of the methods of Folkman et al.
(18) and Voyta et al. (19). Major airways were cut away from the lungs of Balb/c or FVB/N-
Tg(TIE2-lacZ)182Sato/J mice, and the remaining lungs were minced into small fragments,
washed in phosphate-buffered saline, and incubated in 0.15 % (w/v) collagenase (Worthington)
in alpha modified Eagle's medium («MEM) for 20 min at 37°C. The tissue suspension was
pipetted against the side of the tube to break it into smaller pieces and centrifuged at 200 g for
5 min. The pellet was resuspended in aMEM containing 10 % fetal bovine serum and 5 ng/ml
FGF-2 and plated onto 60 mm tissue culture dishes. After 4 h, unattached cells were washed
away.

Cells from FVB/N-Tg(TIE2-lacZ)182Sato/J mice were plated at low density, and, after two
days of culture, groups of cells with an endothelial cell morphology were identified and their
position marked on the dish. Surrounding cells were dislodged from the dish using a drawn-
out Pasteur pipet, and the remaining cells were grown in «MEM with 10% fetal bovine serum
and 5 ng/ml FGF-2 until they formed a colony of approximately 200 cells. These colonies were
trypsinized using cloning rings and transferred to wells of a 24-well plate. Cells from confluent
wells were cloned by limiting dilution. Confluent cultures of the cloned cells were analyzed
for R-galactosidase activity. The cells were fixed for 15 min with 2% formaldehyde and 0.2%
glutaraldehyde in phosphate-buffered saline containing 2 mM MgCl,. Cultures were stained
with 1 mg/ml X-gal (Sigma), 5 mM potassium ferricyanide, 5 mM potassium ferrocyanide, 2
mM MgCls,, 0.01 % sodium deoxycholate, and 0.02% Nonidet P-40 in phosphatebuffered
saline overnight at 37°C.

Endothelial cells from Balb/c mice were isolated based on their ability to take up acetylated
low density lipoprotein (19). Cells harvested from the lungs were plated at high density on 60
mm dishes and incubated for one week in tMEM containing 10% fetal bovine serum and 5
ng/ml FGF-2. The cultures were incubated for 4 h in medium containing 10 ug/ml acetylated
low density lipoprotein labeled with 1,1'-dioctadecyl- 3,3,3',3'-tetramethyl-indocarbocyanine
perchlorate (Biomedical Technologies, Inc., Stoughton, MA). Cells were washed with
phosphate-buffered saline, trypsinized, and sorted on a FACScalibur fluorescence activated

Prostate. Author manuscript; available in PMC 2008 August 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Bates et al.

Page 3

cell sorter (Becton Dickinson) as described (19). Cells in the upper 5% of fluorescence intensity
were collected and plated at 5 x 103 cells/ well in a 24-well plate. After expansion, the cells
were cloned by limiting dilution and verified as endothelial by staining with antibodies to von
Willebrand factor.

Western blots

RT-PCR

Endothelial cells were extracted in a buffer containing 0.5% Triton X-100, 150 mM NacCl, 10
mM Tris-HCI, 30 pg/ml of aprotinin and 10 mM EDTA. In other experiments, confluent
cultures of endothelial cells transfected with an expression vector for VEGF-A or with the
vector alone were incubated for 24 h in serum-free tMEM, and the conditioned medium was
collected. EDTA was added to the conditioned medium to a final concentration of 10 mM, and
the medium was concentrated 20-fold with Centricon-YMZ10 centrifugal filter devices
(Millipore). Equal amounts of cell protein or concentrated conditioned medium were separated
by electrophoresis on an 8% SDS-polyacrylamide gel. Proteins were transferred to
nitrocellulose membrane (Schleicher & Schuell Protran, BioSciences) by electroblotting (Bio-
Rad Laboratories, Hercules, CA). The membrane was blocked with 5% (wt/vol) fatfree milk
powder, 0.5% (vol/vol) Tween 20 in phosphate-buffered saline overnight at 4°C and incubated
with rabbit anti-human von Willebrand factor antibody (Dako), rabbit anti- Tie-2 (Santa Cruz
Biotechnology, Santa Cruz, CA), or rabbit anti-human VEGF-A (Santa Cruz Biotechnology)
at a dilution of 1:300 for 2 h at room temperature. After washing in TBS, blots were incubated
at room temperature for 1 h with a 1:2000 dilution of horseradish peroxidase-conjugated anti-
rabbit 19gG secondary antibodies (Santa Cruz Biotechnology, Santa Cruz, CA). Blots were
washed three times with TBS. Immunocomplexes were developed using Western Lightning
Chemiluminescence Reagent Plus (PerkinElmer Life Science, Inc, Boston, MA). The
membrane was exposed to an X-ray film for imaging. Proteins were sized with Rainbow
markers (Amersham Pharmacia Biotech).

Confluent cultures of PE-L-1 cells or MLE-Rgal cells were extracted with TriZol reagent
(GIBCO-BRL), and total RNA was isolated according to the manufacturer's instructions. The
RNA was quantitated from its optical density, and its integrity assessed by 1.2% formaldehyde
gel electrophoresis. Total RNA (2.5 pg) from each sample was reverse transcribed for 90 min
at 42°C to obtain first-strand cDNASs using random hexamer primers and Maloney murine
leukemia virus reverse transcriptase (Roche Diagnostics Corporation, Indianapolis, IN). The
cDNA products in one-twentieth of the RT reaction mix were amplified by PCR using Thermus
aquaticus DNA polymerase (Roche). The primer pair used for PCR amplification of mouse
VEGFA cDNA was 5-TGAGACCCTGGTGGACATCT-3'and 5'-
CACCGCCTTGGCTTGTCAC-3'. These primers amplify the region of the VEGF-A message
that is alternatively spliced and yield bands of 483, 411, 351, and 279 bp, representing messages
for the 188, 164, 144, and 120 amino acid isoforms of VEGF-A. The primer pair used for
amplification of mouse flk-1 cDNA was 5'- GTCATGGATCCAGATGAATTGC-3 and 5'-
CGAAGTCACAGATCTTAACCAC-3" which yielded a band of 728 bp. For amplification of
mouse flt-1 the primers 5'- GCACCCAGCATGTCATGCAAG-3' and 5'-
TCAATCCGCTGCCTTATAGATG-3' yielded a band of 738 bp. As a control, the cDNA of
a-actin was amplified using the primers 5'-
ATCTGGCACCACACCTTCTACAATGAGCTGCG-3"and 5'-
CGTCATACTCCTGCTTGCTGATCCACATCTGC-3' The PCR profile was as follows: 10
minutes at 95°C, followed by 30 cycles of 1 min at 94°C, 2 min at 58°C, and 3 min at 74°C.
cDNA was isolated from the agarose gels using the GFX PCR DNA and gel band purification
kit (Amersham Biosciences) and sequenced to verify its identity.
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Transfection of cell lines

The cDNA for the 164 amino acid form of mouse VEGF-A (a gift from Genentech, Inc, South
San Francisco, CA) was inserted between the BamH1 and HinD |11 sites of the pZeo SV vector
(Invitrogen). Correct orientation of the insert was determined by restriction digestion, and
identity of the insert was confirmed by DNA sequencing, MLE-Rgal cells at 40% confluence
were transfected with pZeo SV vector containing the VEGF-A insert or with the empty vector
using Lipofectamine (Invitrogen). Two days after transfection, the cells were trypsinized and
replated at a 1:3 dilution in aMEM containing 10% fetal bovine serum, 5 ng/ml FGF-2, and
250 pg/ml Zeocin (Invitrogen). Colonies that survived Zeocin selection were analyzed by RT-
PCR for VEGF-A expression. Clones that expressed 5 to 10-times more VEGF-A than
nontransfected MLE-Bgal cells were selected for further study. Western blot analysis
confirmed that MLE-Rgal cells transfected with the VEGF-A expression vector secreted 5 to
10-times more VEGF-A protein than MLE-Rgal cells transfected with the empty vector. There
was no difference in growth rate between MLE-Rgal cells transfected with the VEGF-A
expression vector and MLE cells transfected with the empty vector when plated in aMEM with
5 %, 1 %, or 0.2% serum.

Growth of prostatic tissues under the renal capsule

Prostatic luminal (PE-L-1) and basal (PE-B-1) epithelial cell lines established from p53 null
C57BL/6 mice were described previously (20,21). Cells were harvested by trypsin treatment
when approximately 80% confluent, and 2.5 x 10° PE-L-1 or PE-B-1 cells were mixed with 5
x 10° MLE-Rgal endothelial cells. Cells were pelleted and resuspended in 20 pl of type |
collagen (Vitrogen-100 collagen from Collagen Corporation, Palo Alto, CA), and the collagen
was allowed to gel at 37°C for 15 min. Collagen gels were also prepared containing 7.5 x
105 PE-L-1, PE-B-1, or MLE-Rgal cells alone or 1.5 x 10 MLE-Rgal cells alone. The gels
were grafted beneath the renal capsule of 6-week-old male athymic mice (National Cancer
Institute, Frederick, MD) as described (9). Each cell combination was implanted under the
renal capsule into at least five kidneys for each experiment. Mice were sacrificed 6 weeks after
gel implantation and the dimensions of each graft were measured.

Immunocytochemistry

At the time of sacrifice, kidneys were removed and cut with a scalpel through the highest part
of the tissue growths under the renal capsule. Half of each kidney was embedded in OCT, and
snap-frozen. The remainder of the kidney was fixed in formalin. Vascular density was
determined in frozen sections using antibodies to PECAM-1, and differentiation of the
implanted epithelial cells was determined using antibodies to cytokeratins 5 and 8. 8-um-thick-
frozen sections were post fixed in acetone for 10 minutes, treated with 0.3% hydrogen peroxide/
PBS for 15 minutes, blocked in 5% normal rabbit serum or goat serum for 30 minutes, and
biotin/avidin blocking reagents for 15 minutes each (Vector Laboratories, Inc.). The sections
were then incubated rat anti-mouse PECAM-1 antibodies (diluted 1:200; Pharmingen) for 1 h
at room temperature. The antibody-antigen complexes were visualized by the avidin/biotin
method (Vectastain Elite ABC Kit, Vector Laboratories, Inc., Burlingame, CA) according to
the manufacturer's instructions using diaminobenzidine as a substrate (Vector Laboratories,
Inc.). The sections were counterstained with Mayer's hematoxylin (Sigma), dehydrated in
graded concentrations of alcohol, and coverslipped with resin (Permount, Fisher Scientific
Co.). Control sections were incubated with non-immune rabbit immunoglobulins using the
same working dilution as the primary antibody. Vessels in the growths were counted in three
non-adjacent sections per kidney using a Leica DMLB microscope equipped with an ocular
grid.

The tissue fixed in formalin was embedded in paraffin, sectioned (5 um), and stained with
hematoxylin and eosin. Formalin-fixed sections were also stained with antibodies to
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cytokeratin 8 or cytokeratin 5 and counter-stained with Mayer's hematoxylin as described
above.

Results

Establishment of mouse endothelial cell cultures

Endothelial cells were cultured from lungs of FVB/N-Tg(TIE2-lacZ)182Sato/J mice. These
mice express B-galactosidase under control of the endothelial cell-specific tie-2 promoter.
Primary digests of the tissues were plated at low density, and clones of endothelial cells were
selected based on their morphology (18) and grown to confluence in medium containing 10 %
fetal calf serum and 5 ng/ml FGF-2. Confluent cultures of these cells (MLE-Rgal) were verified
as endothelial by their expression of B-galactosidase (Fig. 1B) and the endothelial cell-specific
markers von Willebrand factor, Tie-2 (Fig. 1A), and PECAM-1 (data not shown). Cells with
similar morphology were isolated from the lungs of wild type Balb/c mice (MLE cells) by
sorting for cells that took up fluorescent labeled acetylated low density lipoprotein, a
characteristic of endothelial cells (19). These cells also expressed von Willebrand factor, Tie-2
(Fig. 1A), and PECAM-1 (data not shown) at similar levels. Both lines have maintained
expression of these markers for over 50 passages. Neither line is tumorigenic as no growths
were detected 60 days after 5 x 106 cells are implanted subcutaneously in athymic mice.

Endothelial cells support growth of prostate tissue in vivo

To determine if endothelial cells support the growth of prostate epithelial cells cells in vivo,
we adapted the in vivo co-culture system in which combinations of prostatic cells inoculated
under the renal capsule form prostatic tissues (9). In these experiments, 2.5 x 10° MLE-Bgal
endothelial cells were co-inoculated with 5 x 10° PE-L-1 prostate luminal epithelial cells under
the renal capsule. When inoculated alone, 7.5 x 10° or 1.5 x 108 MLE-Rgal cells did not grow,
and 7.5 x 10° PE-L-1 cells grew to a minor extent (Fig. 2A). However, coinoculation of PE-
L-1 cells with endothelial cells led to significant growth of prostatic tissue (Fig. 2A). Growths
were not as large as those obtained when smooth muscle cells were co-inoculated with PE-L-1
cells (9). The growths contained large, epitheliallined cavities reminiscent of prostatic ducts
(Fig. 3A) that often contained secretory products (not shown).

The effect of co-inoculation of endothelial cells with PE-L-1 cells on the vascularity of the
prostatic growths was also investigated. Vascular density in the growths resulting from co-
inoculation of MLE-Rgal cells and PE-L-1 cells was approximately double that in the small
growths that occurred after inoculation of either cell type alone (Fig. 4). Using RT-PCR the
mRNA for bacterial R-galactosidase was detected in the prostatic growths, indicating that the
implanted MLE-Rgal cells survived and incorporated into the growths. However, the MLE-
Rgal cells could not be localized in the vessels of the growths by staining with the X-gal
substrate for 3-galactosidase or immunostaining with antibodies to 3-galactosidase. Failure to
detect the MLE-Rgal cells was probably due to the low level of expression of 3-galactosidase
in these cells.

We also examined if endothelial cells would support the growth of prostate basal epithelial
cells in vivo. When MLE-Rgal cells were co-inoculated with the PE-B-1 basal epithelial cell
line under the renal capsule, significant growths of prostate-like tissue occurred (Fig. 2B).
These growths contained small nests and cords of epitheloid cells (Fig. 3D) that did not have
easily identifiable lumens. No growth was observed if MLERgal cells or PE-B-1 cells were
inoculated alone (Fig. 2B).
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Endothelial cells support differentiation of prostatic cells

To determine if endothelial cells also support the differentiation of the prostate cells, we
determined if the cells in the implants expressed luminal or basal cell-specific cytokeratins. In
prostatic growths resulting from the implant of MLE-Rgal cells with PE-L-1 cells, all epithelial
cells lining the duct-like structures stained positive for cytokeratin 8, a prostate luminal cell-
specific cytokeratin (Fig. 3B). No expression of the basal cell-specific cytoketatin, cytokeratin
5, was observed (Fig. 3C). Similarly, in prostatic growths resulting from the implant of MLE-
Rgal cells and PE-B-1 cells, all cells in the cord-like structures stained positive for basal cell-
specific cytokeratin 5 (Fig. 3F), and expression of cytokeratin 8 was not observed (Fig. 3E).
Thus, co-inoculation with endothelial cells supported continued expression of differentiated
markers by the inoculated luminal and basal epithelial cells but did not promote
transdifferentiation from one phenotype to the other.

Prostate epithelial cell growth is not stimulated by overproduction of VEGF-A

As it has been reported that prostate tumor cells express receptors for VEGF (22-28), the
expression of VEGF receptors by the prostate luminal epithelial cell line, PE-L-1, was
investigated. RT-PCR revealed that the PE-L-1 cells expressed mRNA for VEGF receptor-1
(flt-1) but at a lower level than in the cultured endothelial cells (Fig. 5A). There was no
detectable message for VEGF receptor-2 (flk-1) (data not shown).

We hypothesized that increased expression of VEGF might lead to increased growth of
prostatic cell implants either by direct stimulation of PE-L-1 cell growth or by increased
recruitment of endothelial cells. To examine if altered VEGF-A expression modified prostate
epithelial growth in vivo, the MLE-Rgal cells were transfected with a pZeo SV VEGF-A
expression vector and clones that expressed approximately 10-times more VEGF-A than cells
transfected with the vector alone were chosen (Fig. 5B-C). PE-L-1 cells were implanted under
the renal capsule with endothelial cells overexpressing VEGF-A or endothelial cells transfected
with vector alone. Overexpression of VEGF-A did not alter the growth of MLE-Rgal cells in
culture or when inoculated alone in vivo. Co-inoculation of PE-L-1 cells with the MLE-Rgal
cells overexpressing VEGF-A under the renal capsule resulted in the same amount of prostatic
growth as obtained when PE-L-1 cells were co-inoculated with MLE-Rgal cells transfected
with the vector alone (Fig. 2A). Similarly, co-inoculation of PE-B-1 cells with MLE cells over-
expressing VEGF-A resulted in the same amount of prostatic growth as when PE-B-1 cells
were co-inoculated with MLE-Rgal cells transfected with the vector alone (Fig. 2B). Thus,
increased VEGF-A expression by endothelial cells had no effect on growth of prostatic cells
under the renal capsule. Increased expression of VEGF-A by the implanted endothelial cells
also did not alter the number of blood vessels surrounding the prostatic growths (data not
shown).

Discussion

We have found that vascular endothelial cells are able to support the growth and maintenance
of differentiation of prostatic epithelium in vivo. Substantial evidence supports a close relation
between endothelial growth or regression and epithelial growth or regression in the prostate.
This close relationship may partly be the result of secretion of angiogenic factors by prostatic
epithelium. Prostatic epithelial cells produce several angiogenic factors, including vascular
endothelial growth factor (VEGF), fibroblast growth factors, and the angiopoietins (29-34).
Synthesis of VEGF is regulated by androgens in prostatic luminal epithelial cells (31,35-38).
Thus, castration may decrease the balance of pro-angiogenic factors produced by the
epithelium, resulting in regression of the vasculature. Vascular regression would starve the
epithelium of essential nutrients, resulting in epithelial regression. Similarly, restoration of
androgen to castrated animals would stimulate VEGF production by prostate epithelial cells
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leading to expansion of the vasculature. The growing vasculature would supply nutrients to
support the expansion of the epithelial compartment.

VEGF seems to play an essential role in the regulation of vascular growth in response to
androgens as blocking VEGF signals with soluble VEGF receptors reduced vascular growth
in the prostates of castrated mice administered testosterone (17,39) and inhibited regeneration
of the prostate (16,17). However, in the experiment presented here, increased expression of
VEGF did not alter the ability of endothelial cells to potentiate prostate tissue growth. VEGF
is highly expressed in the kidney (40). Thus, it is likely that the kidney already produced
adequate amounts of VEGF to support endothelial cell expansion in the implants, and increased
amounts were superfluous.

The relationship between prostatic epithelial cell and blood vessel health has been used to
suppress prostate tumor growth. As in other tumors, prostate tumors regulate their
vascularization by the release of angiogenesis factors that stimulate the surrounding vasculature
to sprout new capillaries that grow into the tumor. Factors that target angiogenic factors or
endothelial cells themselves block the recruitment of new blood vessels and thereby inhibit
prostate tumor growth (41-47). These anti-vascular therapies are believed to act by starving
the prostatic tumors of nutrients supplied by the blood vessels.

However, in the experiments presented here, endothelial cells themselves, without being
organized into vessels, were able to support the establishment and growth of prostatic tissue
in vivo. These results may be related to the observation that the vascular endothelium appears
to have a direct role in supporting growth of some epithelial tissues. In mice that do not develop
blood vessels because of the knockout of the endothelial cell specific receptor, VEGF
receptor-2, liver does not develop (48). Similarly, the islets of Langerhans do not develop in
Xenopus embryos in which the early dorsal aorta has been ablated, thereby blocking further
vascular development (49). The development of these tissues is blocked at a stage before blood
begins to flow in the embryo, suggesting that there is a direct requirement for endothelium
rather than the nutrients delivered through the blood. Development of these tissues can be
rescued in vitro by addition of endothelial cells. Thus, development of some epithelia requires
factors directly supplied by endothelial cells. Even in adult animals, liver responds to factors
secreted by the endothelium. Administration of VEGF to mice stimulates liver growth by
stimulating growth of sinusoidal endothelial cells (50). Growth of the endothelium stimulates
the growth of the liver epithelium. Epithelial growth is partly due to hepatocyte growth factor
(HGF) produced by the endothelial cells (50). A recent study reported that in mice deficient in
the angiogenesis inhibitor, pigment epithelium-derived factor, there is overgrowth of blood
vessels and hyperplasia of prostatic epithelium, suggesting that prostatic epithelium may also
respond to direct signals from endothelial cells (51).
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Figure 1.

Characterization of endothelial cell lines. A. Expression of von Willebrand factor and Tie-2
by mouse endothelial cells. Proteins were extracted from confluent cultures of lung endothelial
cells from wild-type mice (MLE 0.5-1) or from mice expressing 3-galactosidase under control
of the tie-2 promoter (MLE-Rgal). As a control, proteins were extracted from cultures of B16
melanoma cells. Equal amounts of protein were separated by electrophoresis on an 8%
polyacrylamide SDS gel and blotted onto nitrocellulose. Blots were probed with antibodies to
von Willebrand factor (vVWF) or Tie-2. B. Confluent cultures of MLE-Rgal cells were lightly
fixed with 0.2 % glutaraldehyde and stained for 3-galactosidase activity using the X-gal
substrate.
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Figure 2.

Growth of prostatic cells under the renal capsule. MLE-Rgal mouse endothelial cells (2.5 x
10° cells) transfected with an expression vector encoding VEGFA (MLE-VEGF) or with the
vector alone (MLE) were co-inoculated under the renal capsule with 5 x 10° PE-L-1 prostate
luminal epithelial cells (A) or PE-B-1 prostate basal epithelial cells (B). As a control 7.5 x
10° MLE, MLE-VEGF, PE-L-1, or PE-B-1 cells were implanted alone. After 60 days, the mice
were sacrificed, and the size of the prostatic growth measured. * p < 0.01 compared to MLE
alone and p < 0.05 compared to PE-L-1 alone; ** p < 0.01 compared to MLE-VEGF alone or
PE-L-1 alone; *** p < 0.01 compared to MLE alone or PE-B-1 alone; **** p <0.01 compared
to MLE-VEGF alone or PE-B-1 alone.
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Figure 3.

Histological and immunohistochemical analysis of growth under the renal capsule. Growths
arising from the implantation of 2 x 10° MLE-Rgal cells and 5 x 10° PE-L-1 cells (A to C) or
PE-B-1 cells (D to F) were harvested after 60 days, and 5 um sections were stained with
hematoxylin and eosin (A and D). Sections were also immunostained with antibodies to
cytokeratin 8 (B and E) or cytokeratin 5 (C and F). Arrows in D point out cords of epitheloid
cells. Bar in A equals 50 um. All panels have the same magnification.
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Figure 4.

Vascularity of prostatic growths under the renal capsule. Sections from the prostatic growth
were stained with antibodies to PECAM-1 and vessel segments were counted in the prostatic
growths. * p < 0.05 compared to MLE alone or PE-L-1 alone.
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Figure 5.

Characterization of cell lines. A. Flt-1 expression in PE-L-1 cells. RNA isolated from PE-L-1
cells or MLE-Rgal cells was analyzed by RT-PCR with primers specific for flt-1. As a control,
the same samples were analyzed by RT-PCR with primers specific for B-actin. B. VEGF
expression in transfected MLE-RBgal cells. RNA isolated from MLE-Rgal cells transfected with
an expression vector for VEGF-A (MLEVEGF) or with the vector alone (MLE) was analyzed
by RT-PCR with primers specific for VEGF or R-actin. C. VEGF protein expression in
transfected MLE-Rgal cells. Conditioned medium from confluent cultures of MLE-Rgal cells
transfected with an expression vector for VEGF-A (MLE-VEGF) or with the vector alone
(MLE) was concentrated 20-fold, run on an 8% polyacrylamide gel, and blotted onto
nitrocellulose. Blots were probed with antibodies to VEGF-A.
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