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Role of Mesenchymal Stem Cells Transfected With
Vascular Endothelial Growth Factor in Maintaining
Renal Structure and Function in Rats with Unilateral
Ureteral Obstruction
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Abstract

Objectives: Mesenchymal stem cells hold promise
for renal disease treatment. Vascular endothelial
growth factor may heal tubule-interstitial fibrosis
in unilateral ureteral obstruction by inhibiting
epithelial-mesenchymal transition. We investigated
the protective effect of vascular endothelial growth
factor in transfected mesenchymal stem cells in
unilateral ureteral obstruction-induced renal injury
in rats.

Materials and Methods: Male Wistar Albino rats (32
rats; weight, 250-300 g) were divided into 4 equal
groups: group 1, control; group 2, unilateral ureteral
obstruction; group 3, unilateral ureteral obstruction
and mesenchymal stem cells; and group 4, unilateral
ureteral obstruction and vascular endothelial growth
factor-transfected mesenchymal stem cells. Vascular
endothelial growth factor-transfected mesenchymal
stem cells were administered intravenously before
onset of unilateral ureteral obstruction. On day 14,
the rats were killed and kidneys were retrieved.
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Tubular necrosis, mono-nuclear cell infiltration, and
interstitial fibrosis were evaluated in paraffin
blocks. We evaluated green fluorescent protein-
positive and vascular endothelial growth factor-
positive cells; anti-inflammatory (Prostaglandin E2
Receptor) and interleukin 1 receptor antagonist),
proinflammatory/anti-inflammatory (interleukin 6),
and proinflammatory (MPO) cytokine expression
levels; and levels of nitric oxide; transforming growth
factor B1, E-cadherin, and hydroxyproline.

Results: Green fluorescent protein-positive cells were
negative in the renal parenchyma in groups 1 and 2
and positive in groups 3 and 4. Vascular endothelial
growth factor levels were significantly higher in
group 4. Transforming growth factor B1, nitric
oxide, and E-cadherin levels were significantly
higher in the unilateral ureteral obstruction than
control group; however, in the study groups, these
values were not significantly different from the
unilateral ureteral obstruction group. In stem cell-
transplanted tissue samples, EP3, interleukin 1
receptor antagonist, and interleukin 6 levels were
elevated, but MPO expression levels were low.
Although there were significant differences for
tubular necrosis and fibrosis in group 2, there were
significant reductions in tubular injury and fibrosis
in groups 3 and 4.

Conclusions: Systemic stem cells transplanted into
the kidney protected against unilateral ureteral
obstruction-induced renal epithelial-mesenchymal
transition and renal fibrosis.
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Introduction

Ureteral obstruction occurs at any stage of life from
fetal development until adult life in any segment of
the ureter between the ureteral orifices and renal
pelvis. Both the degree (partial or complete) and
duration of obstruction (acute or chronic) are
responsible for the affect. Obstructive nephropathy,
which is characterized by the development of tubule-
interstitial fibrosis, is a common cause of renal failure
or end-stage renal disease in adults and children.
Interstitial fibrosis is a complex pathophysiologic
process that involves inflammatory cell infiltration,
fibroblast proliferation, and an imbalance between
extracellular matrix synthesis and degradation.!?

In an animal model of unilateral ureteral
obstruction (UUO), the pathophysiology of ureteral
obstruction-induced renal injury has been well
studied. In the UUO model, chronic ureteral
obstruction-induced renal fibrosis injures the renal
tubules. In the early stage, this injury is mediated by
macrophages. In the late stages of obstruction, injury
is mediated by both transforming growth factor 1
(TGF-p1) and an imbalance between extracellular
matrix synthesis and degradation due to increased
fibroblast proliferation.?Activated fibroblasts are the
principal effector cells responsible for extracellular
matrix deposition and development of tubule-
interstitial fibrosis. Furthermore, recent evidence
suggests that growth factors, such as TGF-f1, can
induce renal tubular epithelial cells to undergo
phenotypic transformation into matrix-producing
myofibroblasts under pathologic conditions, known
as epithelial-mesenchymal transition (EMT).3# Renal
cortical TGF-B1 levels increase significantly in
response to obstruction, and TGF-f1 is a major
regulator of fibrosis by stimulating EMT, fibroblast
proliferation, and extracellular matrix synthesis.!

Several agents have been used to prevent UUO-
induced renal injury in animal models, but there are
few experiments regarding the role of stem cells.>8
Mesenchymal stem cells (MSCs) have been used in a
rodent model of UUO.” ! Major mechanisms with
therapeutic implications for stem cells include the
inhibition of EMT, immunosuppression, and anti-
inflammatory effects.!%-12 In addition, MSC transplant
causes decreased fibrosis in the heart, lung, liver, and
kidney in experimental animal models.313-1¢ These
results suggest that the beneficial effect is attributable
to a reduction in the rejection by MSCs.

In the present study, we aimed to investigate the
therapeutic effects of rat MSCs and MSCs transfected
with vascular endothelial growth factor (VEGF). We
evaluated the effect of both the cell line (MSCs
and transfected MSCs) during ureteral obstruction
and the possible preventive mechanisms of action
of MSCs on renal damage in rats. In addition,
we determined the role of stem cells and
VEGF-transfected MSCs in facilitating kidney
regeneration.

Materials and Methods

Animals

This study was completed in the Department of
Experimental Medical Research and Application of
Kocaeli University. The Animal and Ethics Review
Committee at Kocaeli University evaluated and
approved the protocol used in this study according
to the institutional and national animal welfare
guidelines. The animals were housed under standard
conditions before use.

Isolation and culture of bone marrow mesenchymal
stem cells

Bone marrow (BM) was removed from twelve, 10- to
12-week-old male Wistar Albino rats as previously
described for adherent culture of the BM-MSCs in
vitro.1¢17 The femurs and tibias were excised, and the
bone cavity was flushed with a standard culture
medium using a 21-gauge needle. The marrow plug
was suspended in a solution of phosphate-buffered
saline (PBS) and separation medium (Histopaque,
1.077 g/mL, Sigma, St. Louis, MO, USA) and was
centrifuged at 200 xg for 10 minutes. The supernatant,
which contained thrombocytes and erythrocytes, was
discarded, and the cell pellet was resuspended in
Dulbecco Modified Eagle Medium (DMEM)
(Gibco/Invitrogen, Paisley, United Kingdom). The
cells from each rat were seeded in 25-cm? plastic tissue
culture flasks and incubated under standardized
culture conditions (37°C, 5% carbon dioxide,
humidified atmosphere) for 3 days. The adherent cells
were grown to 70% confluence and were passaged
using trypsin (0.25%, Gibco/Invitrogen). These cells
were defined as passage zero (P0). Standardized
culture medium (DMEM supplemented with 10%
fetal bovine serum [Gibco/Invitrogen] and 1%
penicillin/streptomycin [Gibco/Invitrogen]) was
replaced every 3 days.



264 Emin Ozbek et al/Experimental and Clinical Transplantation (2015) 3: 262-272

Flow cytometry

The BM-MSCs (passage 3 [P3]) were subjected to flow
cytometry analysis (FACSCalibur, BD Biosciences, San
Jose, CA, USA). Imnmunophenotyping analysis was
performed for the antigens CD29, CD45, CD54, CD90,
CD106, major histocompatibility complex (MHC)
class I, and MHC class II (BD Biosciences).

In vitro differentiation

To induce adipogenic differentiation, cells (P3;
3000 cells/cm?) were seeded on coverslips coated
with type I collagen (BD Biosciences) in 6-well plates.
The adipogenic medium, which was DMEM
supplemented with 10% fetal bovine serum, 0.5
isobutyl methylxanthine (IBMX; Sigma), 10 uM
dexamethasone (Fluka Chemie AG, Buchs,
Switzerland), 10 ug/mL insulin (Invitrogen/-
GIBCO), 200 w indomethacin (Sigma), and 1%
penicillin/ streptomycin, was used for 4 weeks. The
medium was replaced twice weekly. Intracellular
lipid droplets, which indicated adipogenic
differentiation, were confirmed by Oil Red O stain
(0.5% in methanol) (Sigma).

For osteogenic differentiation, cells (P3; 3000
cells/cm?) were seeded on coverslips coated with
type I collagen 6-well plates. The differentiation
medium was DMEM supplemented with 10% fetal
bovine serum, 0.1 uM dexamethasone (Sigma),
0.05 uM ascorbate-2-phosphate (Wako Chemicals,
Richmond, VA, USA), 10 mM f-glycerophosphate
(Sigma), and 1% penicillin/streptomycin, and was
replaced twice weekly. After 4 weeks, osteogenic
differentiation was confirmed by Alizarin Red stain.
For Alizarin Red staining, the cells were fixed for 5
minutes in ice-cold 70% ethanol. The cells were
stained with Alizarin Red solution (2%; pH 4.2).
Stained cells were dehydrated in pure acetone, fixed
in an acetone-xylene (1:1) solution, and cleared with
xylene.

Green fluorescent protein labeling of stem cells

Stem cells were labeled with green fluorescent
protein (GFP) by labeling with pGFP (Clontech, Palo
Alto, CA, USA) using a transfection system (Neon,
Invitrogen-Life Technologies, Carlsbad, CA, USA)
according to the instructions described by the
supplier.’® The cells were washed 3 times with PBS
and mixed with pGFP. The transfer parameters were
990 V, 40 ms, and 2 pulses. The stable cell lines were
maintained by the continuous culture of transfected
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cells in the culture media with G418 (Gibco/Life
Sciences; 200 ug/mL).

Transfection of vascular endothelial growth factor
gene

The VEGEF carrying the VEGF-165 gene was provided
kindly by Dr. Duran Ustek, Department of Genetics,
Institute of Experimental Medicine, Istanbul
University. The gene was ligated down-stream of the
cytomegalovirus promoter of the pGFP vector
(Clontech). After excising the GFP gene by restriction
digestion. The plasmid of VEGF was cotransfected
with pGFP (1:10). The same procedures were used in
transfection and selection as described for the
GFP-labeling of cells.

Surgical procedure and cell transplant

Male Wistar Albino rats (32 rats; weight, 250-300 g),
were divided into 4 equal groups (8 rats each): group
1, control (sham operation); group 2, UUO; group 3,
UUO and systemic transplanted MSCs (UUO +
MSC); and group 4, UUO and systemic transplanted
VEGF and MSCs (UUO + VEGF + MSC). The rats
were housed at 21°C and given tap water and rat
food. All groups were killed 14 days after the surgical
procedure.

All surgical procedures were performed
under anesthesia using ketamine hydrochloride
(50-100 mg/kg) and under sterile conditions. The
UUO was induced as described previously.!® The left
ureter was isolated and ligated using 3-0 silk sutures.
In the MSC group, the UUO surgery was performed,
and we injected 1 mL allogeneic MSC and VEGF-
transfected MSC suspension (1 x 10 cells/mL) into
the inferior vena cava 10 minutes after ureteral
ligation. In the UUO group, the ureters were ligated,
and 1 mL saline was injected into the inferior vena
cava. Sham-operated controls (group 1) had the
abdominal cavity opened and ureter manipulated
without any ligation. No antibiotics or analgesics
were given before or after the surgical procedure.

At the end of day 14 after surgery, the rats
were killed, and the kidneys were removed, snap
frozen in liquid nitrogen for biochemical analysis,
and fixed for MSC localization and histopathologic
examination.

Histopathologic examination
Left nephrectomies were performed on the rats.
The tissues were postfixed in 4% formaldehyde
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overnight, embedded in paraffin, and sectioned to
4-um thickness. The sections were stained with
hematoxylin and eosin. An experienced pathologist
conducted the histologic assessments without
knowing the identity of the groups. The kidney
sections were analyzed semiquantitatively as
previously described.® Tubular necrosis, interstitial
fibrosis, and mononuclear cell infiltration in the
sections were studied and scored from 0 to 3 (0, none;
1, slight; 2, moderate; and 3, dense). Masson
trichrome stain was used to distinguish cells from the
surrounding connective tissue.

Immunostaining for paraffin sections

Consecutive sections, each 4-um thick, were taken from
paraffin-embedded left kidney samples. To detect GFP-
positive and VEGF-positive MSCs, a double
immunostaining protocol was followed. Slides were
deparaffinized with xylene for 5 minutes twice, and
rehydrated in a series of graded alcohol solutions (70%-
100%). Endogenous peroxidases were inhibited by
incubation with 3% hydrogen peroxide in PBS.
Nonspecific staining was blocked with a mixture of
serum in 1.5% PBS for 30 minutes at room temperature,
and tissue sections were incubated in a mixture of 2
primary antibodies in pairwise fashion with mouse
monoclonal anti-GFP antibody (SC-9996 or SC-5385)
and VEGF (Thermo Scientific, Fremont, CA, USA) at
appropriate dilutions for 1 hour at room temperature.
After incubation with appropriate fluorescent-
conjugated secondary antibodies, the sections were
covered with mounting medium containing 4',6-
diamidino-2-phenylindole (DAPI) (Santa Cruz,
Heidelberg, Germany).

Measurement of transforming growth factor f1,
E-cadherin, nitric oxide, and hydroxyproline levels
The TGF-B1 enzyme-linked immunosorbent assay kit
(MB100B, R&D Systems Inc, Minneapolis, MN, USA)
was used to measure TGF-B1 in the left renal tissue.
Total proteins (50 ug) from each tissue were assayed.
This assay detected activated TGF-B1 with a sensitivity
of 4.6 pg/mL. The intra-assay coefficient of variation
was < 4%, and the interassay coefficient of variation
was < 8%.

The concentration of soluble E-cadherin was
measured with a commercially available sandwich
enzyme-linked immunosorbent assay kit based on
monoclonal antibodies (Zymed Laboratories Inc., San
Francisco, CA 94080, USA). The intra-assay coefficient

of variation was < 5%, and the interassay coefficient of
variation was 7%. The sensitivity was 2.0 ng/ mL.

Nitrate concentrations in the samples were assayed
by enzymatically reducing nitrate. Each sample (50 uL)
was incubated with the same volume of reductase
buffer (0.1 M potassium adenine dinucleotide), and 4
units of nitrate curve were obtained by incubating
sodium nitrate (10-200 uM) with the buffer. The total
amounts of nitrite and nitrate in the samples were then
determined using Griess method.!° The samples were
incubated with the same volume of Griess reagent (1%
sulphanilamide and 0.1% N-(1-Naphthyl) ethylene-
diamine dihydrochloride in 5% phosphoric acid). The
absorbance at 550 nm was determined using a
multiwell plate reader. The results were reported as
concentration of nitrate plus nitrite (uM NO; + NO,)
for samples of nitrite supernatants.

Left renal tissue fragments were homogenized in
0.9% saline, frozen, and lyophilized. The assay was
performed with 40 mg of lyophilized tissue that was
subjected to alkaline hydrolysis in 300 uL plus 75 uL
sodium hydroxide (10 M) at 120°C for 20 minutes. An
aliquot of 50 uL of the hydrolyzed tissue was added to
450 uL of chloramine T oxidizing reagent (chloramine
T [0.056 mmoL/L] and n-propanol [10%] in
acetate/ citrate buffer, pH 6.5) and allowed to react for
20 minutes. A hydroxyproline standard curve with the
highest concentration of 400 ug was prepared likewise.
Color was developed by the addition of 500 uL of
Ehrlich reagent (p-dimet-hylaminobenzaldehyde, 1 M)
diluted in n-propanol/perchloric acid (2:1); the
supernatant was transferred to 96-well plates, and the
absorbance was measured at 550 nm.

Statistical analyses

The results of all groups were reported as mean +
standard deviation (SD). Statistical analyses of the
histopathologic evaluation of the groups were
performed using chi-square test, and biochemical data
were analyzed with a 1-way analysis of variance. The
significance between 2 groups was determined by
Dunnett multiple comparison test, and P < .05 was
accepted as a statistically significant value.

Results

Culture and characterization of mesenchymal stem
cells

Isolated cells from rat bone marrow (rBM) were
distributed sparsely on the culture flasks and
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displayed mostly fibroblastlike, spindle-shaped
morphology during the early days of incubation.
Small colonies, termed colony-forming units,
appeared within 4 to 7 days (Figure 1), and these
primary cells reached monolayer confluence within
12 to 15 days. In the later passages, most of these
MSCs exhibited large, flattened, or fibroblastlike
morphology (Figure 1).

Flow cytometry analysis data indicated that rBM-
MSCs maintained the typical immunologic character
of MSCs, expressing CD29, CD54, CD90, and MHC
class I but not CD45, CD106, or MHC class II. This
phenotypic character was maintained throughout all
passages (Figure 1). The isolated cells were incubated
in differentiation media for adipocyte and osteocyte
formation (Figure 1). Morphologic, histologic, and
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immunohistochemical analyses showed that the cells
differentiated successfully.

Histopathology

In the control group, there were normal tubules and
glomeruli in the left kidney cortex; however, there
also was slight epithelial vacuolization in the
proximal tubules (score 1) and a normal glomerulus
in the groups treated with UUO + MSC or UUO +
VEGF + MSC. There was severe tubular total
necrosis, tubular degeneration, and epithelial
vacuolization in the proximal tubules (score 4) in the
group 2 and mild epithelial vacuolization in the
proximal tubules (score 2) and normal glomerulus in
the group 3 and group 4. However, in rats that had
UUQ, leukocyte infiltration was reduced in the

Figure 1. Rat Bone Marrow Mesenchymal Stem Cell Cultures

(A) Isolated cells from rat bone marrow (rBM) were distributed sparsely in the culture flasks and displayed mostly fibroblastlike, spindle-shaped morphology
during the early days of incubation. Small colonies, termed colony-forming units (*), appeared within 4 to 7 d (A: zero passage, fourth day), and these primary cells
reached monolayer confluence within 12 to 15 d. (B, C) In the later passages, most of these mesenchymal stem cells (MSCs) exhibited large, flattened, or fibroblastlike
morphology (B) second passage, eighth day; (C) third passage, fourth day). (D) Immunophenotypic properties of rBM-MSCs evaluated with flow cytometry.
Predefined markers that specified MSCs were used to define the characteristics of cultured cells. The rBM-MSCs expressed all mesenchymal stem cell markers
including CD29, CD54, CD90, and major histocompatibility complex (MHC) class I, but not CD45 or MHC class II. (E, E, G) In vitro differentiation of rBM-MSCs.
(E) The rBM-MSCs differentiated into the adipogenic lineage after 17 days of incubation. (F) Adipogenic differentiation was identified by neutral lipid vacuole
formation (stained with Oil Red O), arrows) (green, actin) in cultures (scale bar, 50 ym). (G) Osteogenic differentiation of rBM-MSCs (day 8) after osteogenic
induction. Mineral nodules were stained positive (arrows) with Alizarin Red S stain.
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groups treated with MSC or VEGF + MSC (score 1
and 2). Severe fibrosis was observed in the
peritubular interstitium of the UUO group (score 3),
but light fibrosis was reduced in the groups treated
with MSC or VEGF + MSC (score 1), and mild
fibrosis was reduced in the VEGF-treated group
(score 1) (Masson trichrome stain) (Table 1, Figures 2
and 3).

Transforming growth factor -1, E-cadherin, nitric
oxide, and hydroxyproline levels

We determined the effects of MSCs alone and MSCs
transfected with VEGF on the levels of TGF-31,
E-cadherin, NO, and hydroxyproline in kidney

Figure 2. Representative Kidney Sections From Control and Experimental
Groups

(A) Control kidney cortex showed absence of fibrosis in normal tissue. There
was no histopathologic change in the glomeruli (g) and tubules (hematoxylin-
eosin; original magnification x100). (B) In the unilateral ureteral obstruction
(UUO) group, there was severe total tubular necrosis, tubular degeneration,
and epithelial vacuolization in the proximal tubules (score 4) and leukocyte
infiltration (*) in the peritubular interstitium (score 3) (hematoxylin-eosin;
original magnification x100). (C, D) All the histopathologic alterations noted
in the UUO group (B) were decreased in (C) the group with UUO and
mesenchymal stem cells (MSC) (UUO + MSC) and (D) the group with UUO
and vascular endothelial growth factor (VEGF) and MSC (UUO + VEGF +
MSC). Leukocyte infiltration was reduced in the MSC-treated groups (*).
Slight epithelial vacuolization was observed in the proximal tubules (black
arrows) and normal glomeruli (hematoxylin-eosin; original magnification
x200).

tissue samples of rats with UUO. Levels of TGF-1,
E-cadherin (P < .001), and NO (P < .05) were
significantly higher in group2 than studies groups
(groups 2 and 3). Hydroxypyroline levels were higher
in the UUO group 2, but there was no significant
difference between the other groups (Table 2).

Figure 3. Renal Histopathologic Scores of Experimental Groups

Abbreviations: MSC, mesenchymal stem cell; UUO, unilateral ureteral
obstruction; VEGE, vascular endothelial growth factor

(A) Tubular necrosis. (B) Interstitial fibrosis. (C) Mononuclear cell infiltration.
Scores: 0, no degeneration; 1, middle generation; 2, moderate degeneration;
and 3, severe degeneration.

Table 1. Left Kidney Histopathologic Scores at Study Termination*

Groups Control uuo UUO + MSC UUO + VEGF +MSC P<t P<t
(Group 1) (Group 2) (Group 3) (Group 4)
Tubular necrosis 0 2.4 (1-3) 1.1 (0-3) 1(0-3) .001 .001
Interstitial fibrosis 0 2.3(1-3) 0.8 (0-2) 0.9 (0-2) .001 .001
Mononuclear cell infiltration 0 2.5(1-3)
1.1(0-2)
1(0-2) .001 .001

Abbreviations: MSC, mesenchymal stem cell; UUO, unilateral ureteral obstruction; VEGEF, vascular endothelial growth

factor

*N = 8 rats/ group. Scored from 0 to 3. Data reported as mean (range, minimum-maximum).

fComparison between groups 2 and 3.
*Comparison between groups 2 and 4.
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Table 2. Assay Levels in Left Kidney Tissue*

Exp Clin Transplant

Parameters Control uuo UUO + MSC  UUO + VEGF + MSC
(Group I) (Group 2) (Group 3) (Group 4)

TGF-B1 (pg/mL) 25£0.6 72+15 3.8+0.9" 4.1+09"

E-cadherin (ng/mL) 3.7+05 7.4+12 4.1 +0.6" 4 +0.91

NO (umol/g) 20.6 35 62.3+19.8 26.6 + 8.9% 32+ 8.8t

Hydroxyproline (pg/mL)  357.5 + 84.9 4341+518  423.5+63.8 426.9 +62.1

Abbreviations: MSC, mesenchymal stem cell; NO, nitrous oxide; TGF-1, transforming growth factor f1; UUO,
unilateral ureteral obstruction; VEGE, vascular endothelial growth factor

*N = 8 rats/ group. Data reported as mean + SD.
*Significantly different from UUO group; P < .001.
*Sig*nificantly different from UUO group; P < .05.

Detection of cells positive for green fluorescent
protein and vascular endothelial growth factor in
kidney tissue

Stem cells were administered intravenously (inferior
vena cava) because of the unique accessibility of the
kidney from the vascular network. After the left
kidneys were excised, tissues were screened for the
presence of GFP-positive and GFP-positive/ VEGF-
positive MSCs. In the tissue sections, MSCs
expressing GFP and VEGF were spread through the
kidney in the MSC-treated group, and the cells were
discovered in the tubules, glomeruli, interstitial
regions, and perivascular areas (Figures 4 and 5).
In both groups with GFP-positive and GFP-
positive / VEGF-positive rBM-MSCs, the expression
levels of proinflammatory and anti-inflammatory
cytokines were altered. To assess this change,
sections were analyzed for the expression of anti-
inflammatory (Prostaglandin E2 Receptor (EP3),
IL-1RA), pro- and anti-inflammatory (IL-6), and

Figure 4. Effects of Mesenchymal Stem Cells (MSCs) Alone and Transfected
With Vascular Endothelial Growth Factor (VEGF) on the Levels of
Transforming Growth Factor 1 (TGF-1), E-Cadherin, Nitric Oxide (NO), and
hydroxypyrrolidine (OH-Pyrroline) in Kidney Tissue in Rats With Unilateral
Ureteral Obstruction (UUO)

The TGF-B1, NO, and E-cadherin levels were significantly greater in the UUO
than control the group; however, these values were significantly lower in the
treated groups than in the UUO group. The OH-pyrroline levels were higher
in the UUO group, but results were not significant compared with other
groups (comparison with UUO group:*P < .05; **P < .001).

Figure 5. Mesenchymal Stem Cell (MSC) Infiltration and Vascular Endothelial
Growth Factor (VEGF) Expression in Renal Tissue Sections After Venous
Delivery

The MSCs labeled with green fluorescent protein (GFP) (green-stained cells;
arrows) were localized to the renal tubules and interstitium of the kidney at 2
weeks after unilateral ureteral obstruction (UUQO) (UUO + MSC) (B2 and B4)
and VEGF + GFP + MSC group (C2 and C4). In control or phosphate-buffered
saline-treated rats with UUQ, all-green fluorescent staining represented
background (A2 and D2); in the UUO + GFP + MSC and UUO + GFP + VEGF
+ MSC groups, the cytoplasmic micronuclear counterstains confirmed MSC
migration to tubules and the interstitial compartment (orange or green
cytoplasm /nuclei; arrows). The GFP-positive and VEGF-positive MSCs also
were observed in the tubules (C4). The VEGF immunoreactivity was slightly
positive in the UUO group, despite strongly positive staining in both groups
including GFP + MSC and GFP + VEGF + MSC groups. The expression levels
of VEGF were positive in the control group, especially in the tubules (DAPL,
4',6-diamidino-2-phenylindole).

proinflammatory (MPO) cytokines. The expression
of EP3 and IL-1RA were significantly increased in the
tissue of the groups injected with MSCs (with or
without VEGF), but the same expression was
observed weakly in the UUO group 2 (Figure 6). The
cytokine IL-6 was strongly expressed in the tubules
of rats that had UUO and treatment with MSCs with
or without VEGF (Figure 6); this cytokine is the
predominant mediator of the acute phase response
triggered by inflammation, but it also functions as an
anti-inflammatory factor. After the administration of
MSCs with or without VEGF, cytokine expression
levels IL-1RA, EP3, and IL-6) in rats with UUO were
significantly increased (Figure 6), and a reduction in
MPO expression was observed (Figure 4). However,
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Figure 6. Rat Kidney Tissue Sections Stained for Green Fluorescent Protein (GFP) and Vascular Endothelial Growth Factor (VEGF) in

Different Groups

Abbreviations: DAPI, 4',6-diamidino-2-phenylindole; UUO, unilateral ureteral obstruction

(A1-A4) Rats treated with mesenchymal stem cells (MSCs).

(B1-B4) Rats treated with VEGF-transfected MSCs. Alteration in VEGF protein expression was observed in renal tissues of rats treated with

VEGF-transfected MSCs (B4).

the expression of MPO was increased in the sections
of the rats without cell injection (Figure 6). In tissue
samples from rats transplanted with stem cells, the
EP3, IL-1RA, and IL-6 levels were high, but MPO
expression levels were low (Figure 7).

Figure 7. Expression of Anti-Inflammatory and Proinflammatory Cytokines
in Kidney Paraffin Sections in Rats with Unilateral Ureteral Obstruction
(UUO), Control Rats, and Rats Transplanted with Mesenchymal Stem Cells
(MSCs)

Abbreviations: GFP, green fluorescent protein; IL-1RA, interleukin 1 receptor
antagonist; IL-6, interleukin 6; MPO, myeloperoxidase; MSC, mesenchymal
stem cell; UUO, unilateral ureteral obstruction; VEGF, vascular endothelial
growth factor)

Higher expression of EP3, IL-IRA and IL-6 was observed in the tissues of MSC
groups compared with the UUO and control groups. In contrast, the expression
of the proinflammatory cytokine MPO was reduced in MSC groups.

Discussion

Paracrine and autocrine effects are believed to be
important for the therapeutic effects of MSCs beyond
their differentiation into injured tissue cell types. The
MSCs at injured tissue environments secrete several
cytokines and growth factors that have paracrine and

autocrine activities.?%2! Nephrons and collecting
ducts are of mesenchymal origin, and MSCs do not
transdifferentiate into a malignant phenotype after
transplant; therefore, the MSC therapy has great
potential for renal repair.?>?3 The targeting of MSCs
into the damaged tissue site by increased chemokine
concentrations at the site of inflammation was well
characterized, and intravenously injected MScs
migrate to the glomeruli, interstitium, peritubular
capillaries, and tubules in both acute and chronic
kidney injury models.”82425

There have been many studies that address
transplanted systemic MSC therapy for healing
kidney damage or injury. Yet, these studies have not
investigated the effect of MSCs + VEGF treatment.
The literature has limited studies about the effects of
stem cell therapy on healing parameters. The present
study showed that MSCs can be engrafted safely and
successfully after injection into kidney tissue. The
labelled MSCs were observed within the left kidney
tissue. The staining results demonstrated that MSCs
were well incorporated into obstructed kidneys,
localizing primarily to the interstitial space and renal
tubules, and were retained for up to 2 weeks after
injection. Our results demonstrate that venous GFP-
positive and GFP-positive/ VEGF-positive MSCs
were observed in the tubules, glomeruli, interstitial
regions, and perivascular areas.

The expression of VEGF was significantly greater
in the GFP-positive and GFP-positive / VEGF-positive
MSC-transplanted groups than the UUO group. The
VEGEF is a potent angiogenic factor, and endogenous
VEGF and its receptors are induced in ischemic
tissues.2029 However, the function of VEGF in the
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normal adult kidney and renal disease is unknown.
The induction of vascular permeability, monocyte
chemotaxis, and vasodilation by VEGF has been
implicated in the pathogenesis of kidney disease,30-32
but other studies have suggested that VEGF has a
protective effect in thrombotic microangiopathy and
crescentic glomerulonephritis.333* An analysis of the
effect of VEGF inhibition on renal structure and
function under physiologic conditions showed that
VEGF might protect the kidney from the injurious
effects of hypertension and the renin-angiotensin
system.?

In the presence of exogenous MSCs, VEGF gene
expression was significantly reduced in response to
obstruction. Similarly, we determined that the
expression of VEGF protein was decreased in our
UUO group than the control group. However, GFP-
positive and GFP-positive/ VEGF-positive MSCs
could be incorporated into the tubules of the injured
kidney. These results suggest that VEGF from MSCs
or VEGF-positive MSCs (exogenously derived
VEGF) might involve kidney repair after acute injury.

The second finding in our study was the immuno-
modulation in the groups with GFP-positive and
GFP-positive / VEGF-positive MSCs. We evaluated
the expression of anti-inflammatory (IL-1RA, EP3),
proinflammatory (MPO), and pro- and anti-
inflammatory (IL-6) cytokines in kidney tissue
samples of all groups. The expression levels of EP3
and IL-1RA were significantly increased in the tissue
of the MSC-injected group, but the same expression
in the control and UUO groups was weak. The EP3,
a receptor for prostaglandin E2 (a major renal
cyclooxygenase product of arachidonic acid
metabolism), is expressed in renal vessels, the thick
ascending limb, and the collecting duct. The EP3 has
at least 6 alternative splice variants that couple to Gi
proteins to inhibit cyclic adenosine monophosphate,
inhibiting sodium and water transport.3¢ The EP3
has both proinflammatory and anti-inflammatory
effects in skin inflammation in rodents and humans,
and EP3 signalling stimulation suppresses skin
inflammation in murine contact hypersensitivity.

The cytokine IL-1 is an important proinflammatory
cytokine that has a wide range of effects, including the
activation of endothelial cells, stimulation of tissue
infiltration by neutrophils and macrophages, and
induction of other mediators of inflammation such as
tumor necrosis factor a and NO.% Its pathologic
role has been identified in glomerulonephritis.3”38
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Glomerular and tubular epithelial cells may be the
origin of IL-1. Alternatively, IL-1IRA may suppress
IL-1 activity.38% The site-specific delivery of the IL-IRA
gene into inflamed glomeruli by bone marrow-derived
cells as a vehicle suppresses local IL-1 action and
prevents the progress of disease. Similarly, interstitial
inflammation and fibrosis in obstructive nephro-pathy
in tubulointerstitial injury was attenuated by the
delivery of the IL-1RA gene by CD11b-positive vehicle
cells. Anti-inflammatory mediators such as interleukin
10 (IL-10), IL-1IRA, and interleukin 13 (IL-13) are
increased after MSC treatment. The IL-1RA inhibits
IL-1 and IL-1 attracts neutrophils, macrophages, and
lymphocytes, resulting in tissue inflammation and the
maintenance of epithelial cell survival.4%4! Our results
indicated that EP3 and IL-1RA expression levels were
significantly increased in the kidney of the MSC-
treated groups, which could cause beneficial effects in
injured kidney tissue.

The oxide NO is an important mediator in UUO.
In our previous experiment, we showed that UUO
decreased NO production and that melatonin
increased its production.!® In previous experiments
using MSCs in a UUO model, the role of NO was not
studied. In the present study, we showed the positive
effect of MSCs on NO production in UUO.

The EMT may be the major pathophysiologic
mechanism responsible for UUO-induced renal
injuries.> The EMT is the leading hypothesis for the
origin of tubulointerstitial myofibroblasts.*3 Using
biochemical assays, we measured renal cortical
E-cadherin, TGF-$1, hydroxyproline, and NO levels
as evidence of EMT. Levels of TGF-p1, E-cadherin,
and NO levels were higher in the UUO group;
however, in the study group, these values were
significantly lower. Previous studies showed that
E-cadherin levels were lower after UUO.>7 In our
experiment, E-cadherin levels were higher after
UUO and were reduced in the treated rats compared
with the control group; however, the values in the
treated group were higher than the control group.
Similarly, hydroxyproline values were higher in the
UUO group, but in treated rats, these values were
lower, and no difference observed in all groups.

The MSCs spontaneously secrete TGF-p1, hepa-
tocyte growth factor, and IL-6 but not interferon v,
IL-4, IL-5, or IL-10 in vitro.**45 Soluble factors
secreted by MSCs that modulate inflammation and
angiogenesis are significantly involved in tissue
repair.# We previously reported that the cocultivation
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of IBM-MSCs with islets and streptozotocin-damaged
islets led to an increase in IL-6 and TGF-$1 into the
culture supernatant compared with monocultures of
rBM-MSCs, islets, and streptozotocin-damaged
islets. The secretion of these cytokines by MSCs could
have an effect in their anti-inflammatory or
antiapoptotic function.”

In this study, the expression of IL-6 in kidney
tissue was increased after MSC injection. These
results suggest that the IL-6 in kidney parenchyma
might be responsible for MSC-induced renal
recovery after UUO-induced damage of the kidney.
In a previous study, increased MPO activity and
inflammation (infiltration of leukocytes and
proinflammatory cytokines) caused oxidative stress
and tissue damage in cisplatin-induced acute renal
injury.#” In our experiment, reduced kidney MPO
activity after MSC injection indicated a possible
decrease in neutrophil accumulation or activity. This
finding indicates that MSCs could be a therapeutic
approach as a potent immunosuppressive for the
attenuation of histopathologic signs of UUO.

The present results showed that the anti-
inflammatory and immunosuppressive effects of
MSCs should be noted by a potential decrease of
proinflammatory cytokines and an increase of anti-
inflammatory cytokines. The treatment of UUO-
induced renal EMT and renal fibrosis caused by
exogenous MSCs and MSCs transfected with VEGF
may affect kidney healing by the delivery of growth
factors and cytokines that may improve some
parameters. By understanding paracrine activity
mediated by VEGF-positive MSCs and by
elucidating the mechanisms of stem cell activation, it
may be possible to develop effective clinical
therapies to prevent UUO-induced renal damage.
Currently, stem cells are used for the treatment of
organ failure and regenerative therapy. Stem cells,
especially allograft stem cells, may be used as an
alternative therapy in the treatment of acute and
chronic renal failure. Further clinical studies are
needed to achieve a better understanding of the
benefits and risks of MSC therapeutic use in clinical
settings long term.
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