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Postprostatectomy erectile dysfunction (ED) is the major problem for patients with clinically localized prostate
cancer. Recently, gene and stem cell-based therapy of the corpus cavernosum has been attempted for post-
prostatectomy ED, but those therapies are limited by rapid blood flow and disruption of the normal architecture
of the corpus cavernosum. In this study, we attempted to regenerate the damaged cavernous nerve (CN), which
is the main cause of ED. We investigated the effectiveness of human adipose-derived stem cell (hADSC) and
nerve growth factor-incorporated hyaluronic acid-based hydrogel (NGF-hydrogel) application on the CN in a rat
model of bilateral cavernous nerve crush injury. Four weeks after the operation, erectile function was assessed by
detecting the intracavernous pressure (ICP)/arterial pressure level by CN electrostimulation. The ICP was
significantly increased by application of hADSC with NGF-hydrogel compared to the other experimental
groups. CN and penile tissue were collected for histological examination. PKH-26 labeled hADSC colocalized
with beta III tubulin were shown in CN tissue sections. hADSC/NGF-hydrogel treatment prevented smooth
muscle atrophy in the corpus cavernosum. In addition, the hADSC/NGF-hydrogel group showed increased
endothelial nitric oxide synthase protein expression. This study suggests that application of hADSCs with NGF-
hydrogel on the CN might be a promising treatment for postprostatectomy ED.

Introduction conducted by removing the entire prostate, while preserving
the autonomic nerves surrounding the gland to prevent ED.”

ROSTATE CANCER IS one of the most common cancers in  Despite the continuous development of NSRP technical in-
males and affects more than 16% of men; the United novation, the incidence of ED and urinary incontinence is
States has the highest incidence in the world. In addition, still high for postprostatectomy patients. Oral phosphodies-
with a Westernized lifestyle, prostate cancer has also in- terase type 5 (PDES5) inhibitors are one of the most common
creased rapidly in Asia.'? For curative treatment of localized  treatment options after surgery. However, it has had a poor
prostate carcinoma, radical prostatectomy (RP) has been response in postprostatectomy patients.® Recently, research-
performed as the main technique.®> Recently, robot-assisted ers have been more focused on the prevention of CN injury
surgery has carried out sensitive removal of the prostate to  and stimulating nerve generation. Consequently, adult stem
prevent erectile dysfunction (ED). Although more surgical cells and neurotrophic factors (including nerve growth factor
advances in prostatectomy, such as robot-assisted surgery, [NGF] and the brain-derived neurotrophic factor [BDNF])
have been applied to prevent cavernous nerve (CN) injury, have been regarded as a prospective treatment for ED by
complications, such as ED and urinary incontinence, still remedying CN injury. Recently, intracavernous injection of
frequently occur following RP.* Postprostatectomy ED ulti- nonhematopoietic bone marrow stem cells and adipose-
mately results in damage of the neurovascular system, such  derived stem cells (ADSCs) has been reported to improve
as the CN. CN injury is the main reason for post- erectile function after CN crush injury."” However, conven-
prostatectomy ED.>® Walsh et al. first developed nerve- tional reports involved direct injection of cells into the corpus
sparing radical prostatectomy (NSRP) in 1982, which is cavernosum. Furthermore, such studies have focused on
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smooth muscle atrophy in the corpus cavernosum. To pre-
vent and cure ED from a different angle, we directly applied
stem cells and the growth factor in injured CN as the ulti-
mate cause of ED.

In this study, we selected human adipose-derived stem
cells (hADSCs), which are increasingly garnering public in-
terest in clinical trials'“!'! and NGF, which contributes to the
survival and neuronal differentiation of stem cells.'** Bur-
gers et al. demonstrated the ability of NGF to enhance re-
generation of the CN in rat.’® In this study, we introduced a
tissue-engineered hydrogel system as a controlled delivery
vector for NGF to facilitate a sustained and localized appli-
cation into the CN. Among many current hydrogels, hya-
luronic acid-poly(ethylene oxide) (HA-PEO) has various
biological properties, including biocompatibility, biodegra-
dation, and controlled release of bioactive molecules.!®*® In
addition, HA specifically binds to proteins in the extracel-
lular matrix, on the cell surface, and within the cellular
cytosol; thus, it plays a role in target cell stabilization,
angiogenesis, cell mobility, inflammation regulation, and
growth factor actions.'®?

Therefore, we evaluated the effect of ADSCs and NGF-
incorporated hydrogel on ED in a rat model of CN injury.

Materials and Methods
Fabrication of HA-PEO hydrogel containing NGF

To synthesize the HA derivative, adipic dihydrazide
(ADH; Sigma-Aldrich) and acrylic acid (Sigma-Aldrich) were
sequentially grafted to hyaluronic acid (HA; Hanmi Phar-
maceutical Co.) as reported in previous reports.'® In brief,
after dissolving the HA polymer (0.10g) in distilled water
(70mL), ADH (0.04g) and N-(3-diethylpropyl)-N’-ethylcar-
bodiimide hydrochloride (EDC; Fluka Chemie GmbH,
0.05mL) were added to the HA solution at defined molar
ratios. HA-ADH was obtained through an EDC-mediated
coupling reaction between the carboxyl groups of HA and
the primary amines of ADH by stirring the mixture solution
at room temperature for 3h. After addition of acrylic acid
(0.04mL) and EDC (0.09mL) to the HA-ADH solution, the
reaction was continued by stirring with a magnetic stirrer for
another 3h. Acrylated HA powders (HA-ADH-Ac) were
obtained after lyophilizing for 2 days. The synthesized HA-
ADH-Ac powders (0.04g/mL) were dissolved in triethano-
lamine, leading to a formation of 4% (w/v) HA-ADH-Ac
solution. After mixing the PEO-hexa thiols (MW =10kDa;
Sunbio, Inc.) and NGF (600ng/mL) in the triethanolamine-
buffered solution (200pL), the HA-ADH-Ac solution was
added to 200 uL. PEO solution in a 1-mL disposable syringe.
HA-PEO hydrogel was spontaneously synthesized via the
Michael type addition reaction without any further treat-
ment.*!*?

Growth factor release study

Growth factor (NGF)-incorporated HA-PEO hydrogels
(volume, 200pL) were incubated in a 20mL phosphate-
buffered saline (PBS) supplemented with 1% bovine serum
albumin (BSA; Sigma-Aldrich) at 37°C for a period of up to 5
weeks, while undergoing mild shaking (~50rpm) to per-
form the release study. The medium was changed at preset
times and the collected medium was placed in a 50-mL

conical tube (Falcon) and frozen in a deep-freezer until
ELISA analysis. The amount of NGF released from the hy-
drogel was determined using a NGF ELISA Kit (Duoset®;
R&D Systems). The optical density was determined at a
wavelength of 450nm with a reference wavelength of
570 nm.

Preparation of adipose-derived stem cells

Human adipose tissues were obtained by simple liposuc-
tion from abdominal subcutaneous fat. The subcutaneous
adipose tissue was digested with collagenase I (1 mg/mL)
under gentle agitation for 60 min at 37°C. The digested tis-
sues were filtered through a 100-pm nylon sieve to remove
cellular debris and were centrifuged at 470 g for 5min to
obtain a pellet. The pellet was resuspended in the Dulbecco’s
modified Eagle’s medium (DMEM; Invitrogen)-based media
containing 0.2 mM ascorbic acid and 10% fetal bovine serum
(FBS). The cell suspension was recentrifuged at 470 g for
5min. The supernatant was discarded, and the cell pellet was
collected. The cell fraction was cultured overnight at 37°C/
5% CO2 in DMEM-based media containing 0.2 mM ascorbic
acid and 10% FBS. After 24 h, the cell adhesion was checked
under an inverted microscope, and nonadherent cells were
removed by washing with PBS. The cell medium was
changed to keratinocyte-SFM (Invitrogen)-based media
containing 0.2 mM ascorbic acid, 0.09 mM calcium, 5ng/mL
epidermal growth factor, and 5% FBS. The cells were main-
tained for 4-5 days until confluent (passage 0). When
the cells reached 90% confluency, they were subculture-
expanded in keratinocyte-SFM-based media until passage
3.2 The procedure for hADSC preparation was performed
under good manufacturing practice (GMP) conditions in the
Stem Cell Research Center of RNL BIO (Seoul, Korea). Im-
munophenotypic profiles of hADSC were demonstrated by a
previous study.*

CN injury rat model and ADSC transplantation

We used 8- to 10-week-old adult male rats (Sprague-
Dawley; Orient Bio Co.), and assigned five rats to each
group. All protocols were performed in accordance with the
guidelines and regulations pertinent to animal experiments
of the Institutional Animal Care and Use Committee,
Catholic University Medical College. Normal rats were an-
esthetized with subcutaneous injection of ketamine (110 mg/
kg). The urinary bladder and prostate were exposed by a
lower abdominal incision. The bilateral CN was identified
(Fig. 1). The CN exits the major pelvic ganglion in the
groove between the urethra and rectum.** The nerve was
damaged by compressing it with a clamp for 30s (nerve
crush).?® Then, PKH-26-labeled hADSCs (PKH26 Red
Fluorescent Cell Linker Kit; Sigma; cell dose: 1x10°) were
applied at the site of the damaged CN using a Hamilton
syringe (25-gauge needle). NGF-hydrogel was then imme-
diately applied to the site of the hADSCs. Experimental
animals were divided into five groups (n=5 per each
group): a normal group (Nr group), the saline application
after bilateral cavernous nerve crush injury (BCNI) group
(C group), the hADSCs application after the BCNI group
(A group), the NGF-hydrogel applied after the BCNI
group (N group), and the ADSCs covered with NGF-
hydrogel after the BCNI group (AN group).
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FIG. 1. Diagrams showing
application method of human
adipose-derived stem cells
(hADSCs) and nerve growth factor
(NGF)-hydrogel above CN. (A) A

Schematic diagram shows
anatomical location of CN. (B)
PKH-26-labeled hADSCs were
applied above injured CN using the
Hamilton syringe, and then
immediately covered with NGF-
hydrogel. MPG, major pelvic
ganglion; CN, cavernous nerve.
Color images available online at
www liebertpub.com/tea
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Erectile function measurement

Four weeks after operation, the rats were anesthetized
with subcutaneous injection of ketamine (110mg/kg) and
placed on the table in the supine position. The carotid artery
and CN were exposed to detect the mean arterial pressure
(MAP) and intracavernosal pressure (ICP). PE-50 tubing was
inserted into the carotid artery to measure the MAP (Fig. 2A).
At the same time, a 23-gauge butterfly needle filled with
heparin was inserted in the corpus cavernosum, and then
connected to a pressure transducer (Grass model S48K, Grass
Instrument Division; Astro-Med, Inc.) to measure the ICP.
Then, a bipolar stainless steel electrical stimulator was placed
on the ganglion to stimulate the CN at 10V for 50s and 2.4
mA with a pulse width of 0.5ms. CN stimulation was con-
ducted at least three times, and the interval between stimu-
lations was maintained for over 10 min. The peak ICP and
MAP were measured through an isometric force transducer
and were recorded on a computer with a commercial data
acquisition system (PowerLab®; AD Instruments). The ratio
of ICP to MAP was calculated to determine the erectile
function.

PKH-26/NGF costaining into CN

Immediately following the MAP and ICP measurements,
the CN was carefully dissected. To detect PKH-26-labeled
hADSCs around the CN, tissue samples from the CN were
frozen using 2-methylbutane, then embedded in optimal
cutting temperature compound (Tissue-Tek, Torrance), and
sectioned at 5um on a microtome (Leica). the slides were
washed with PBTx (0.1% Triton X-100 in PBS), blocked with
1% BSA (Amresco), and 1.5% normal goat serum (Vector
laboratories) in PBTx at 37°C for 1h. Then the sections were
incubated at 4°C overnight with a primary antibody to neu-
ron-specific beta-III tubulin (diluted 1:100; Abcam) for PKH-
26/beta-III tubulin costaining. After washing with PBTx, the
samples were then incubated with a secondary antibody
(Alexa Fluor® 488 goat anti-rabbit IgG; Invitrogen) in 1% BSA
and 1.5% normal goat serum in PBTx at room temperature for
1h. Then, a coverslip was mounted on the slide using a

mounting medium with 4,6-diamino-2-phenyl-indole (DAPT;
Vector Labs Burlingame) to observe the cell nuclei. The slide
was observed by a fluorescent microscope (Model BX51;
Olympus) and the distribution of colocalization hADSC for
PKH-26 was quantified in five fields per slide in triplicate by
Image analysis software (i-solution; IMT).

Histological and Immunohistochemical analyses
in the corpus cavernosum

For histological analysis of the corpus cavernosum, the
corpus cavernosum specimens were fixed in 4% parafor-
maldehyde for 24 h at 4°C, embedded with paraffin, and cut
into 5-pm sections with a microtome. The cross-sectioned
tissues were mounted on positively charged slides. For the
observation of the smooth muscle and collagen content, in
the corpus cavernosum, the tissue sections were stained with
Masson’s trichrome staining, using the general procedures
(n=>5 per group). Histological images were obtained using a
light microscope and the image capture were carried out in
triplicate for each group.

To examine the endothelial nitric oxide synthase (eNOS)
expression in the corpus cavernosum, The tissue sections
were deparaffinized, rehydrated, treated with 3% hydrogen
peroxidase to block endogenous peroxidase, rinsed, and then
kept in 0.01 M PBS, which were then microwaved to retrieve
the antigen, and then exposed to a 10% normal serum to
block nonspecific reactions. Sections were subsequently in-
cubated with the primary antibody, an anti-eNOS antibody
(diluted 1:100; Abcam) overnight at 4°C. After washing with
PBTX, the slides were incubated with horseradish peroxi-
dase-conjugated antibodies (DAKO), and then visualized
with a DAB kit (Invitrogen). Cell nuclei were counterstained
with hematoxylin. Images were captured under a micro-
scope, and then the positively stained vessels were counted
in three separate high-power fields (x400) per slide in trip-
licate by a blinded observer.

For detection of venous smooth muscle, the paraffin sec-
tions were immunostained with anti-a-smooth muscle actin
(SMA) (diluted 1:75; Abcam). The procedure used for a-SMA
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FIG. 2. Evaluating erectile
function by electrical
stimulation of the CN. (A)
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(ICP). (B) Representative
recordings of MAP and ICP
in response to pelvic ganglion
stimulation for each group.
(C) Ratios of mean ICP/MAP
were calculated for each
group (*p<0.05, ¥p<0.05
compared to bilateral
cavernous nerve crush injury
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available online at
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staining was identical to that described above for PKH-26/
beta-III tubulin costaining. The Alexa Fluor® 488- secondary
antibody was used for signal detection. Digital images were
obtained with an Olympus BX51 fluorescence microscope,
and the percentage of cells immune-positive for «-SMA was
quantified in five fields per slide in triplicate by Image
analysis software.

Statistical analysis

Statistical analyses were performed with the SPSS 15.0
software (SPSS, Inc.). Data are expressed as the mean +SEM.
Differences between groups were evaluated by analysis of
variance tests with the Tukey post-test. A two-group com-
parison was done using the unpaired t-test, and p <0.05 were
considered statistically significant.

Results
NGF release behavior from HA-PEO hydrogels

NGF was loaded into HA-PEO hydrogels to investigate
whether these hydrogels have a positive effect on hADSC-
mediated nerve regeneration in vivo. The release profiles of
growth factors from HA-PEO hydrogels are shown in Figure
3. The growth factors were continuously released from the
hydrogel for 4 weeks (up to 19.1%; 114.65+2.98 ng/mL). In
addition, HA-PEO hydrogels maintained their gel-like state
for 5 weeks.

Ratio of ICP and MAP

Representative recordings of the MAP and ICP in re-
sponse to pelvic ganglion stimulation are shown in Figure
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FIG. 3. Percent cumulative release of NGF from a hyaluronic
acid-poly(ethylene oxide) hydrogel incubated at 37°C for 35 days.
Error bars represent the standard deviation for 7=3 samples.

2B. There was little difference in the MAP among the animal
groups. As a result, we checked the ratio of ICP/MAP in
each group, and then calculated the mean ICP/MAP. ICP/
MAP ratios were 0.38+0.03, 0.09+£0.02, 0.19+0.02,
0.15+0.01, and 0.26+0.01 mmHg in the Nr, C, A, N, and AN
groups, respectively. As shown in Figure 2C, the ICP/MAP
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ratio in the C group was decreased at 4 weeks after surgery,
indicating that the ED of the rats was effectively induced by
the crush injury of the CN. The ICP/MAP ratios in the A, N,
and AN groups were increased compared to the C group. In
particular, the ICP in the AN group was significantly higher
than in the A and N groups.

Fluorescence-labeled hADSC localization in vivo

Four weeks after implanting red fluorescence-labeled
ADSCs, frozen sections of CN tissue were stained with
green-fluorescent beta-III tubulin. Representative images of
the A and AN groups are shown in Figure 4. In the A group,
a small amount of hADSCs were located with surrounding
tissue aside the CN with a red color. However, in the AN
group, red-fluorescent hADSCs costained with green fluo-
rescent NGF, showing a yellow color, indicated that incor-
porating with NGF-hydrogel contributed to hADSCs
engraftment into CN in vivo (Fig. 4A). The density of cost-
ained hADSCs with the CN was significantly increased in the
hADSC/NGF-hydrogel group (0.61%+0.05%), compared
with the value in the hADSC group (0.09% *0.03%) (Fig. 4B).

DAB staining of eNOS expression in the corpus
cavernosum

We evaluated the content of eNOS in the corpus ca-
vernosum by eNOS DAB staining (Fig. 5A). After DAB

A hADSC

FIG. 4. Double immunohisto-
chemistry using beta-III tubulin
and PKH-26 for tissue sections
obtained from around the CN at 4
weeks. (A) Magnification is x400.
PKH26-labeled hADSC (red) in the
adipose-derived stem cell (ADSC)
group was shown around the CN.
Merged ADSCs (yellow, arrow) in
the ADSC /brain-derived
neurotrophic factor-membrane
group were shown in colocalization
of PKH26-labeled ADSCs and CN

hADSC/NGF-hydrogel

50um

by immunostaining of beta-III B 1.2
tubulin (green). (B) Quantitative
analysis of fluorescent ADSCs
expression was quantified as the £ 104
relative percentage of ADSCs oS
expression in area stain for the Qo ® 0.8
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shows the mean values (+standard <G
error) from n=>5 rats per group. €2 06-
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available online at www oo
Jiebertpub.com/tea s 021
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FIG. 5. (A) Representative
images of endothelial nitric
oxide synthase (eNOS)
expression in the corpus
cavernosum 4 weeks after
surgery. Arrow indicates
eNOS-positive vessels
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staining, eNOS-positive vessels were counted in the corpus
cavernosum (Fig. 5B). The number of eNOS-positive vessels
were 5.0%0.89, 1.2+0.58, 5.0+0.70, 4.2+0.58, and 7.8+1.28
in the Nr, C, A, N, and AN groups, respectively. The number
of eNOS-positive vessels was decreased in the CN crush
injury group (C group) when compared with that of the Nr
group. The reduced eNOS-positive vessels were significantly
increased in all treated groups. In particular, the AN group
showed a significantly enhanced eNOS-positive vessel den-
sity when compared to that of the A and N groups (p <0.05).

Masson’s trichrome staining of corpus cavernosum

The content of collagenous connective tissue and smooth
muscle in the corpus cavernosum tissue was observed by
Masson’s trichrome staining. In group C, cavernous tissue
exhibited a much higher density of collagenous connective
tissue compared with the normal group (Fig. 6A). This result
indicated that smooth muscle atrophy in corpus cavernous
caused by CN injury leads to a relative collagen deposition.
In the A or N group, smooth muscle atrophy was moderate,
and there was no difference between the A and N groups
However, smooth muscle atrophy was minimal in the AN
group. Those results showed that smooth muscle atrophy in
the corpus cavernosum was effectively prevented by coap-
plication of hADSCs and NGF-hydrogel.

a-SMA staining of corpus cavernosum

Figure 6B shows representative images of -SMA immu-
nohistochemistry in the corpus cavernosum. The percentage
of a-SMA-positive areas in the Nr, C, A, N, and AN groups
were  17.56%+1.19%, 5.80%+0.62%, 10.21%+1.01%,
10.36%+0.87%, and 15.84%+0.67%, respectively (Fig. 6C).
Group C exhibited a severe deficiency of a-SMA down-
regulated smooth muscle. This result indicated that the
damage of CN induced significant apoptosis of smooth
muscle cells in corpus cavernosum. However, reduced
a-SMA-positive tissues were significantly increased in all
experimental groups. In particular, -SMA expression in the
AN group was similar to that of the normal group.

Discussion

With advancements in the early detection of prostate
cancer, RP is the most widely performed procedure for pa-
tients. However, ~25%-75% of men experience postopera-
tive ED.?° To find a cure for ED, numerous researchers in
recent years have studied gene (molecular target) and stem
cell-based therapies in preclinical studies. Stem cells hold
great promise for regenerative medicine because of their
ability to self-renew and to differentiate into various cell
types. Kendirci et al. reported that transplantation of bone
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FIG. 6. Histological
analyses in the corpus
cavernosum 4 weeks after
surgery. (A) Masson’s
trichrome staining for smooth
muscle and collagen in the
corpus cavernosum. Smooth
muscle was stained red, and
collagen was stained blue
(magnification is x200). (B)
Representative fluorescent
images of a-smooth muscle
actin (SMA)-positive area in a
section of adult rat penile
corpus cavernosum (smooth
muscle, green color;
magnification is x200).

(C) Result of a-SMA
quantification expressed as
the area of a-SMA-positive
tissue in the corpus
cavernosum (*p <0.05,
#p<0.05 compared to BCNI
group). Color images
available online at www
Jiebertpub.com/tea
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marrow stem cells into the corpus cavernosum ameliorated
erectile function after BCNIL.> Albersen et al. showed that
injection of ADSCs improved recovery of erectile function in
a rat BCNI model." In particular, ADSCs are increasingly
investigated for their potential in tissue repair and regener-

ation because of their many benefits, such as their abundance
and ease of isolation.

The critical role of molecular targets, including the vas-
cular endothelial growth factor (VEGF), NGF, and BDNF,
has been reported in a number of studies on erectile function
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in ED. Henry et al. showed that intracavernous injections of
VEGEF seemed to protect penile corporal endothelium against
the damaging effects of hypercholesterolemia in a rabbit
model of ED.?® In addition, several investigators have exam-
ined the ability of neurotrophic factors, such as NGF and
BDNF, using a gene transfer system to restore ED due to CN
injury.'*? To apply those neurotrophic factors around
damaged CN, we used HA-PEO hydrogel as the delivery
system of NGF in this study. Both HA and PEO have excellent
biological properties, such as biodegradability, biocompati-
bility, and nonimmunogenicity.>'** Hydrogelation of the
HA-PEO hydrogel was spontaneously achieved via the
Michael-type addition reaction between the methacrylate side
groups in the HA and the six thiol groups in PEO.** Hahn et al.
demonstrated sustained release formulation of protein using
HA-based hydrogels crosslinked by the Michael addition in
the presence of proteins to be loaded.** In this study, Figure 2
shows that the release of NGF from the HA-PEO hydrogel was
sustained, even though, NGF in HA-PEO hydrogel was re-
leased by the diffusion of them through the pores in the hy-
drogel network in vitro. It may be much more released from
HA-PEO hydrogel through enzymatic degradation in vivo.
Furthermore, NGF-hydrogel provides matrices for hADSCs to
anchor around the CN (Fig. 1) and prevents direct tissue ad-
hesion by surrounding organs. As shown in Figure 4, hADSCs
were detected in and around CN after 4 weeks. The survival of
hADSCs in the hydrogel is affected by the interaction between
the cells and surrounding environment. From a histological
phenotype perspective, colocalization (yellow color) of
hADSCs and CN could be evidence for neuronal differentia-
tion of hADSCs (Fig. 4). Consequently, those results indicate
that NGF-hydrogel provides a microenvironment for neuro-
nal differentiation of hADSCs.

To analyze erectile function, we used a rat model of CN
injury. As shown in Figure 1, the rat major pelvic ganglion
lies on either side of the dorsolateral lobes of the prostate.*
The ED model was created by crush injury of the CN. In the
BCNI group, there were no erections in any of the rats (Fig.
3). Even though this rat model was able to objectively eval-
uate erectile function, the present study has just one limita-
tion. This limitation is the use of immunodeficient nude mice
instead of out-bred rats. It is well known that xenografts lead
to an immune-mediated response in vivo. However, the CN
of nude mice was too small to be identified with the naked
eye. As a result, it was difficult to perform physiological
tests. However, the present study did not trigger an immune
reaction, such as tumor formation (data not shown). Song
et al. demonstrated that human-derived neural crest stem
cells transplanted in a rat model reconstructed endothelial
and smooth muscle cells in the corpus cavernosum.>

From physiological tests on erectile function, it was con-
firmed that the hADSC/NGF-hydrogel group was signifi-
cantly higher than other groups (Fig. 2C). We performed the
immunohistochemistry to elucidate evidence from those re-
sults. Neuronal NOS initiates cavernous tissue and vascular
relaxation, whereas eNOS further facilitates blood flow into
erectile tissue and maintains erection. Nitric oxide triggers
the increase in cGMP, a crucial signal molecule for corporal
smooth muscle relaxation within the penis.*® eNOS staining
demonstrated that eNOS expression in the hADSC/NGEF-
hydrogel group was significantly higher than the other
groups (Fig. 5B). Those results indicate that the veno-occlu-

sive dysfunction was improved in the corpus cavernosum.
This result is consistent with physiological tests.

The corpus cavernosum extracellular matrix is essential
for normal penile erection and has been implicated in a
number of types of ED.”” In that structure, there are nu-
merous blood-filled venous spaces surrounded by connec-
tive tissue and slips of smooth muscle; this is erectile tissue.®
The apoptosis of smooth muscle cells in the corpus ca-
vernosum was attributable to veno-occlusive dysfunction,
which leads to postprostatectomy ED. As shown in Figure
6C, the number of a-SMA-positive cells in the BCNI group
was significantly lower than in the normal group. In contrast,
the hADSC/NGF-hydrogel group showed a significantly
increased number of a-SMA-positive cells, similar to the
normal group. These data suggest that hADSC/NGF-hy-
drogel could play a key role in preventing smooth muscle
atrophy in the corpus cavernosum. These facts were re-
confirmed with the collagen/muscle ratio in the corpus ca-
vernosum by Masson’s trichrome staining.

Pinheiro et al. stated that the collagen is a key structural
protein in tissue subjected to stretching forces, as can be seen
by the thick and frizzy bundles in the corpus cavernosum.*
In addition, Wespes et al. reported that, in impotent patients
with corporeal veno-occlusive dysfunction and arterial le-
sions, the percentage of collagen fibers replacing the smooth
muscle cells is increased.?® However, the exact function of
these collagen is not yet clear. Figure 6A shows that the
muscle content (red color) was decreased and the collagen
content (blue color) was increased in the BCNI group. In the
hADSC/NGF-hydrogel group, the muscle distribution was
higher than in the other groups.

The present study shows that transplantation of hADSCs
and NGF-hydrogel into damaged CN improved erectile
function. However, these data cannot explain the mecha-
nisms underlying CN regeneration of hADSCs. We can only
speculate that hADSCs may affect CN recovery via the
paracrine effect of cytokines and growth factor. Furthermore,
NGF may act as an activator of CN regeneration by con-
tributing to the neuronal differentiation of hADSCs.

Conclusion

In this study, we showed that application of hADSCs and
NGF-hydrogel into the CN could restore erectile function in
a rat model of CN crush injury. As a result, hADSC and
NGF-hydrogel treatment showed a positive effect on eNOS
expression and collagen/smooth muscle distribution in the
corpus cavernosum. Therefore, combined transplantation of
hADSCs and NGF-hydrogel may be used as a novel therapy
for postprostatectomy ED.
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