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Aims. Cavernosal endothelial dysfunction is one of the factors in developing diabetic erectile dysfunction (DED), but the mechanism
of cavernosal endothelial dysfunction is unclear. The present study is aimed at determining the contribution of autophagy in
cavernosal endothelial dysfunction of DED rats and explaining the therapeutic effect of urine-derived stem cells (USCs). Methods.
After rat corpus cavernosal vascular endothelial cells (CCECs) were isolated and cultured in vitro, CCECs were treated with
advanced glycation end products (AGEs) to mimic the diabetic situation. Autophagy flux, proliferation, and apoptosis of CCECs
were determined by mRFP-GFP-LC3 adenovirus infection combined with fluorescence observation and western blot analysis.
USCs were isolated from the urine of six healthy male donors, and coculture systems of USCs and CCECs were developed to assess
the protective effect of USCs for CCECs in vitro. The contribution of autophagy to the cellular damage in CCECs was evaluated by
the autophagic inhibitor, 3-methyladenine (3-MA). Then, DED rats were induced by streptozotocin (50mg/kg) and screened by
apomorphine test (100 μg/kg). In DED rats, USCs or PBS as vehicle was administrated by intracavernous injection (n = 15 per
group), and another 15 normal rats served as normal controls. Four weeks after injection, erectile function was evaluated by
measuring the intracavernosal pressure (ICP) and mean arterial pressure (MAP). Cavernosal endothelial function and autophagic
activity were examined by western blot, immunofluorescence, and transmission electron microscopy. Results. In vitro, AGE-treated
CCECs displayed fewer LC3 puncta formation and expressed less LC3-II, Beclin1, and PCNA but expressed more p62 and cleaved-
caspase3 than controls (p < 0 05). Coculture of USCs with CCECs demonstrated that USCs were able to protect CCECs from
AGE-induced autophagic dysfunction and cellular damage, which could be abolished by 3-MA (p < 0 05). DED rats showed lower
ratio of ICP/MAP, reduced expression of endothelial markers, and fewer autophagic vacuoles in the cavernosal endothelium when
compared with normal rats (p < 0 05). Intracavernous injection of USCs improved erectile function and cavernosal endothelial
function of DED rats (p < 0 05). Most importantly, our data showed that the repaired erectile function and cavernosal endothelial
function were the result of restored autophagic activity of the cavernosal endothelium in DED rats (p < 0 05). Conclusions.
Impaired autophagy is involved in the cavernosal endothelial dysfunction and erectile dysfunction of DED rats. Intracavernous
injection of USCs upregulates autophagic activity in the cavernosal endothelium, contributing to ameliorating cavernosal
endothelial dysfunction and finally improving the erectile dysfunction induced by diabetes.
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1. Introduction

Erectile dysfunction (ED) is a common complication of dia-
betes, affecting 35% to 90% of male patients [1]. Diabetic
ED (DED) has an earlier onset and is more severe, and its
incidence increases with disease duration [1–3]. The core
pathogenesis of DED is cavernosal smooth muscle relaxation
disorder and corporal fibrosis, leading to corporal veno-
occlusive dysfunction [4–7]. Cavernosal endothelial dysfunc-
tion is currently suggested as an initiating factor in developing
DED, and it is in the upstream of smooth muscle relaxation
disorder and corporal fibrosis [8–10]. Cavernosal endothelial
dysfunction can be promoted by hyperglycemia-induced
formation of advanced glycation end products (AGEs) or
increased oxidative stress [9, 11]. But the mechanism of caver-
nosal endothelial dysfunction remains to be elucidated.

Autophagy is an evolutionarily conserved cellular cata-
bolic process, in which cytoplasmic materials are encased in
intracellular vesicles and then delivered to lysosome for deg-
radation [12, 13]. In most cells, a basal level of autophagy is
occurring constantly and is essential to maintain the cellular
homeostasis by eliminating damaged organelles, protein
aggregates, and invading pathogens [14]. Numerous studies
have indicated that autophagy plays critical and complex
roles in diabetes and its complications [15–17]. Autophagy
defect induced by mTORC1 upregulation was found in
podocytes of both animal models and humans with diabetic
nephropathy [18]. And it is reported that histone HIST1H1C
regulates autophagy in the development of diabetic retinopa-
thy [19]. However, limited studies have addressed the rela-
tionship between autophagy and DED.

Owing to the complex pathogenesis, DED does not
respond well to phosphodiesterase type 5 inhibitors which
are currently the first-line treatment for ED [20–22]. Conse-
quentially, it is urgent to develop new therapies targeting
DED. Recently, stem cell therapy has become a novel choice
for ED treatment [23]. Several types of stem cells, such as
bone marrow-derived mesenchymal stem cells and adipose
tissue-derived stem cells, have been proven to be effective
for the treatment of DED [24–26]. Urine-derived stem cells
(USCs) are a new subpopulation of stem cells isolated from
human urine. Our previous study and unpublished data
revealed that USCs originate from parietal epithelium cells
of the renal capsule [27]. They can be easily isolated and
expanded by noninvasive method in vitro, possess multipo-
tential differentiation capacity, and share similar characteris-
tics of mesenchymal stem cells (MSCs) [28–30]. We have
previously demonstrated that both USCs and USCs geneti-
cally modified with bFGF could improve erectile function
and repair cavernosal endothelial structure in DED rat
models [31]. The exact mechanisms of USCs’ repair effect
on cavernosal endothelial dysfunction and whether USCs
take effect via regulating autophagic activity are unclear.

Based on the above evidence, in this study, we have
focused on endothelial dysfunction in DED, and thus on
the autophagic changes of cavernosal endothelial cells in a
diabetic state in vitro and in vivo, and whether USCs restored
erectile function and cavernosal endothelial function via the
regulation of autophagy.

2. Materials and Methods

2.1. Isolation, Culture, and Identification of USCs. A total of
18 sterile voided urine samples (300-400ml) from 6 healthy
male volunteers (24-28 years old) were collected. The proto-
col to use human urine samples conforms to the ethical
guidelines of Helsinki Declaration and was approved by
the Institutional Review Board of the First Affiliated Hospital
of Sun Yat-sen University. Written informed consent was
obtained from every urine donor. The USCs were isolated
and cultured as reported previously [28]. Briefly, fresh mid-
and last-stream urine samples were centrifuged at 500 × g
at room temperature for 10 minutes, and the cell pellet was
gently suspended with mixed medium composed of keratino-
cyte serum-free medium and progenitor cell medium in a
1 : 1 ratio. The cell suspension was plated in 24-well plates
and incubated at 37°C in a humidified atmosphere with 5%
CO2. The culture medium was refreshed every other day.
Colonies that derived from single cells were marked and pas-
saged using 0.25% trypsin when they reached approximately
80% confluence. USCs at passage 3–4 were used for the fol-
lowing study.

The USCs were identified according to our previously
described methods [31]. The osteogenic and adipogenic
differentiation of the USCs were assessed by Alizarin red S
(Santa Cruz Biotechnology, Santa Cruz, CA, USA) or Oil
red O staining (Abcam, Cambridge, UK), respectively. Cell
surface markers of USCs were measured with flow cytometry
analysis (S3e™ Cell Sorter, Bio-Rad Laboratories, USA) by
using fluorochrome-conjugated antibodies including CD24-
FITC (20 μl/test; 560992, BD Biosciences, USA), CD31-
FITC (20 μl/test; 560984, BD Biosciences), CD34-FITC
(20 μl/test; 560942, BD Biosciences), CD44-PE (20 μl/test;
561858, BD Biosciences), CD45-PE (20 μl/test; 561866, BD
Biosciences), CD73-PE (20μl/test; 561014, BD Biosciences),
CD90-APC (5μl/test; 561971, BD Biosciences), and
CD105-PE (5μl/test; 560839, BD Biosciences).

2.2. Culture and Characterization of CCECs. The primary
cultured rat corpus cavernosal vascular endothelial cells
(CCECs) were purchased from Procell Life Science & Tech-
nology Co. Ltd. (Wuhan, China). CCECs were cultured in
endothelial cell growth media (EGM-2; Lonza, Switzerland)
at 37°C in a humidified atmosphere containing 5% CO2.
The cells were passaged using 0.25% trypsin when they
reached approximately 80% confluence. Passage 2 was used
for the present study. The CCECs were identified by immu-
nofluorescent staining of cell surface-bound CD31, as
described previously [32].

2.3. Treatment of CCECs. CCECs at passage 2 were randomly
divided into five groups: (1) control (homoculture of CCECs
only); (2) bovine serum albumin (BSA; Abcam, USA); (3)
AGE-BSA (AGEs; Abcam); (4) AGEs+USCs; and (5) AGEs
+USCs+3-methyladenine (3-MA; Selleckchem, USA).

The coculture was performed in a Transwell unit (Costar
3413, Corning, USA). Cell suspensions of CCECs or USCs
were prepared in endothelial cell growth media, respectively,
at the concentration of 1 × 105 cells/ml. CCECs (600μl) were
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cultured in the lower chamber, and USCs (100μl) were cul-
tured in the upper chamber separately. After being incubated
overnight, CCECs were infected with mRFP-GFP-LC3 ade-
novirus (HanBio Technology, Shanghai, China) according
to the instructions. After 2 h, CCECs were changed with
complete medium, and BSA/AGEs was added into the cul-
ture medium according to the grouping for 72 h. For groups
(4) and (5), the upper chambers with USCs were placed
above the lower CCEC chambers. For group (5), 3-MA
was added into the lower chambers for 24h. All experiments
were performed in triplicate. The concentration of AGEs
(200 μg/ml) and 3-MA (2mM) used in the present study
was referred to previous studies [33–35].

2.4. Western Blot Analysis for Autophagy, Proliferation, and
Apoptosis of CCECs after Treatment In Vitro. The autophagy,
proliferation, and apoptosis of CCECs after treatment were
analyzed by western blot as described previously [36].
Briefly, all the CCECs were harvested from each lower
chamber, and proteins were extracted using RIPA lysis
buffer (Cwbiotech, China) containing proteinase inhibitor
cocktail (Cwbiotech) and phosphatase inhibitor cocktail
(Cwbiotech). The primary antibodies included anti-PCNA
(1 : 1000; 200947-2E1, ZenBio, China), anti-cleaved-caspase3
(1 : 1000; 9661, Cell Signaling Technology, USA), anti-LC3
A/B (1 : 1000; 4108, Cell Signaling Technology), anti-p62
(1 : 1000; ab56416, Abcam), anti-Beclin1 (1 : 2000; ab207612,
Abcam), and anti-GAPDH (1 : 2000; Affinity Biosciences,
USA) antibodies. PCNA is an indicator of cell proliferation
and cleaved-caspase3 is an indicator of cell apoptosis. LC3,
p62, and Beclin1 are autophagic markers. GAPDH was used
as loading control.

2.5. Autophagic Flux Assay of CCECs after Treatment In Vitro
via Confocal Microscopy. The fluorescent signal of GFP
could be quenched under the acidic condition, but the mRFP
fluorescent signal has no significant change. The neutral
autophagosomes are shown as yellow puncta (RFP+GFP+),
and acidic autolysosomes are shown as red puncta (RFP+
GFP-) [37]. The mRFP-GFP-LC3 adenovirus makes it possi-
ble to monitor the progression of autophagic flux.

The LC3 puncta were examined with a confocal micro-
scope (TSC-SP8, Leica, Germany). For each group, ten inde-
pendent images were randomly selected to count the number
of LC3 puncta.

2.6. Establishment of a DED Rat Model and USC
Implantation In Vivo. Sixty-five male Sprague-Dawley rats
(8–10 weeks old) were used in this study. The animal proce-
dures were approved by the Institutional Animal Care and
Use Committee of Sun Yat-sen University. Diabetes was
induced by intraperitoneal (ip) injection of streptozotocin
(STZ; 50mg/kg; Sigma-Aldrich, USA) dissolved in pH 4.5
citric acid buffer. Diabetes was defined as a random blood
glucose level higher than 300mg/dl for three consecutive
days after 72 hours of STZ injection. Eight weeks after STZ
injection, an apomorphine (Sigma-Aldrich) test (100 μg/kg)
was performed to confirm DED rats according to Heaton’s
method [38].

After being anesthetized with pentobarbital sodium
(50mg/kg, ip), the DED rats received bilateral intracavernous
injection of a total of 1 × 106 USCs in 200 μl phosphate-
buffered saline (USC-treated group) or just 200μl PBS (DED
group) (n = 15 per group), as our previous study described
[24]. Another 15 normal rats served as the control group.

2.7. Erectile Function Evaluation. Erectile function was evalu-
ated via intracavernosal pressure (ICP) and the ratio of ICP
to mean arterial pressure (MAP) at four weeks after intraca-
vernous injection, as previously described [39]. Briefly, rats
were anesthetized with pentobarbital sodium (50mg/kg, ip).
The left carotid artery was cannulated with a PE-50 catheter
filled with heparinized saline (250 IU/ml) to monitor the
MAP. A 25-gauge needle filled with heparin (250 IU/ml)
was inserted into the penile crus and connected to another
pressure transducer. The cavernosal nerve was isolated and
hooked by a bipolar electrode 3–4mm distal to the major
pelvic ganglion. Monophasic rectangular pulses (stimulus
parameter settings of 2ms width, 5V voltage, 25Hz fre-
quency, and 60 s duration) were delivered from the stimula-
tor (BL-420F, Taimeng, China). Three electrostimulations
were replicated at intervals of 10 minutes. MAP and ICP were
recorded and analyzed with BL New Century 2.1 software
(Taimeng). The erectile function was evaluated as the ratio
of ICP/MAP to normalize for variations in systemic blood
pressure. The penis was then harvested for histological and
western blot analysis.

2.8. Western Blot Analysis for Endothelial Function and
Autophagy in Corpus Cavernosum Tissues. The corpus caver-
nosum tissues were lysed, and western blot analysis was per-
formed as described previously [36]. The primary antibodies
included anti-CD31 (1 : 2000; ab222783, Abcam), anti-eNOS
(1 : 500; ab76198, Abcam), anti-phosphor-eNOS (S1177)
(1 : 1000; 9571, Cell Signaling Technology), anti-VEGFRA
(1 : 200; ab1316, Abcam), anti-VEGFR2 (1 : 1000; 9698, Cell
Signaling Technology), anti-LC3 A/B (1 : 1000; 4108, Cell
Signaling Technology), anti-p62 (1 : 1000; ab56416, Abcam),
anti-Beclin1 (1 : 2000; ab207612, Abcam), and anti-GAPDH
(1 : 2000; Affinity Biosciences, USA) antibodies. CD31,
eNOS, phosphor-eNOS (S1177), VEGFRA, and VEGFR2
are indicators of endothelial function.

2.9. Immunofluorescent Staining Analysis for Endothelial
Marker in Corpus Cavernosum Tissues. The corpus caverno-
sum tissues were fixed in 4% paraformaldehyde overnight.
Paraffin-embedded tissue specimens were routinely pre-
pared, sectioned at 5 μm thickness. To visualize the tissular
expression of endothelial marker, an anti-CD31 antibody
(1 : 100; ab222783, Abcam) was used for immunofluorescent
staining, as described previously [36]. Images were captured
with a confocal microscope (TSC-SP8, Leica).

2.10. Autophagic Vacuole Observations via Transmission
Electron Microscopy. Specimens of the corpus cavernosum
were fixed in a fixative for TEM (Servicebio, China) at 4°C
for 2-4 h and then postfixed in osmium tetroxide and embed-
ded in EMBed 812 (SPI, USA). The specimens were cut into
0.1 μm sections, stained with uranyl acetate/lead citrate, and
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viewed with a transmission electron microscope (TEM;
HT7700, Hitachi, Japan). The tissues obtained from three
rats in each group were examined. For each specimen, ten
cavernosal endothelial cells were randomly selected, and the
average number of autophagic vacuoles (including autopha-
gosomes and autolysosomes) was compared between the
samples collected from each group.

2.11. Statistical Analyses. Continuous values were expressed
as mean ± standard deviation. One-way analysis of variance
followed by a Student-Newman-Keuls post hoc test for
multiple comparisons was used when appropriate. A two-
tailed p < 0 05 was considered as statistically significant.
Statistical analysis was performed with IBM SPSS Statistics
23.0 (IBM, USA).

3. Results

3.1. Characterization of USCs. USCs exhibited typical rice-
shaped appearance (Figure 1(a)). The osteogenic- and

adipogenic-induced USCs (stained with Alizarin red S or
Oil red O, respectively) confirmed the multipotential differ-
entiation capacity of USCs (Figures 1(b) and 1(c)). Flow
cytometry analysis showed that USCs were strongly positive
for MSCs markers (CD24, CD44, CD73, and CD90), weakly
positive for CD105, and negative for hematopoietic stem cell
markers (CD31, CD34, and CD45) (Figure 1(d)).

3.2. Characterization of CCECs. CCECs exhibited typical
cobblestone-like appearance (Figure 2(a)), whose morphol-
ogy and growth features were similar to previous reports
[40, 41]. Immunofluorescent staining was performed to ana-
lyze the expression of endothelial marker (CD31), and more
than 90% of CCECs stained positive for CD31 (Figure 2(b)).

3.3. AGEs Induce Autophagic Dysfunction and Cellular
Damage in CCECs In Vitro. Western blot analysis was per-
formed to assess autophagic markers in protein levels.
Compared with blank controls, AGE treatment significantly
reduced the ratio of LC3-II/LC3-I and the expression of
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Figure 1: Characterization of urine-derived stem cells (USCs). (a) The typical rice-shaped appearance of USCs (p1). (b) Osteogenic- and (c)
adipogenic-induced USCs with Alizarin red S staining or Oil red O staining, respectively. (d) Flow cytometry analysis showed that USCs (p3)
were strongly positive for mesenchymal stem cell markers (CD24, CD44, CD73, and CD90), weakly positive for CD105, and negative for
hematopoietic stem cell markers (CD31, CD34, and CD45).
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Beclin1 in CCECs and simultaneously increased the level of
autophagic substrate (p62) (p < 0 05) (Figures 3(a)–3(d)).
To further confirm the effect of AGEs on autophagic flux,
we examined the mRFP-GFP-LC3 puncta formation with
a confocal fluorescence microscope. Consistently, CCECs
treated with AGEs displayed significantly reduced number
of both autophagosomes (yellow puncta) and autolysosomes
(red puncta) (p < 0 05) (Figures 3(e)–3(g)).

Cellular viability and apoptosis of CCECs were determined
via western blot analysis. As shown in Figures 4(a)–4(c), AGEs
significantly decreased the expression of proliferation-related
protein PCNA and increased the expression of apoptosis-
related protein cleaved-caspase3 (p < 0 05), which indicated
that AGEs induced cellular damage in CCECs.

Compared with the control group, none of the above
changes was observed following BSA treatment (p > 0 05),
indicating that BSA was not cytotoxic to CCECs
(Figures 3(a)–3(g) and 4(a)–4(c)).

3.4. USCs Protect CCECs from AGE-Induced Autophagic
Dysfunction and Cellular Damage In Vitro. Compared with
the AGE-treated group, the ratio of LC3-II/LC3-I was higher,
the expression of Beclin1 was increased, and the protein
levels of p62 were reduced in the USC coculture group dem-
onstrated by western blot analysis (p < 0 05) (Figures 3(a)–
3(d)). Moreover, autophagic flux detection via mRFP-
GFP-LC3 adenovirus showed that USCs markedly increased
the number of autophagosomes in AGE-treated CCECs
(p < 0 05). Interestingly, the autolysosomes displayed an
increasing tendency, but it was not statistically significant
(p > 0 05) (Figures 3(e)–3(g)).

Importantly, when cocultured with USCs, the expression
of PCNA was significantly reduced and the expression of
cleaved-caspase3 was increased in AGE-treated CCECs
(p < 0 05) (Figures 4(a)–4(c)). These data indicated that the
USCs could protect CCECs from AGE-induced autophagic
dysfunction and cellular damage.

In order to further confirm the protective effect of USCs,
specific autophagy inhibitor (3-MA) was added in the
medium of CCECs. Our data showed that the inhibition of
autophagy by 3-MA could abolish the protective effect of
USCs (Figures 3(a)–3(g) and 4(a)–4(c)).

3.5. Autophagic Activity Is Decreased in Cavernosal
Endothelium of DED Rats. Importantly, significantly lower
ratio of LC3-II/LC3-I and expression of Beclin1 and higher
levels of p62 were found in corpus cavernosum tissues of
the DED group than in the normal control group by western
blot analysis (p < 0 05) (Figures 5(a) and 5(b)). To further
investigate the exact autophagic activity in the cavernosal
endothelium, autophagic vacuoles were directly observed via
TEM. The number of autophagic vacuoles in DED rats’ caver-
nosal endothelial cells was significantly smaller than that in the
normal control group (p < 0 05) (Figures 5(c) and 5(d)).

3.6. USCs Improve Erectile Function and Cavernosal
Endothelial Function in DED Rats. As shown in Figures 6(a)–
6(c), four weeks after USC intracavernous injection, the ICP
and ICP/MAP ratio of the USC-treated group reached up
to 67 6 ± 7 6mmHg and 60 1 ± 8 3%, respectively, which
were significantly higher than those of the DED group
(44 5 ± 3 0mmHg and 39 8 ± 3 4%) (p < 0 05), representing
an improved erectile function. But the values were still lower
than those in the normal control group (97 7 ± 5 3mmHg
and 85 7 ± 5 4%) (p < 0 05).

A series of endothelial markers were assessed by western
blot analysis (Figures 6(d) and 6(e)). The results showed a
large decrease in CD31, eNOS, phospho-eNOS, VEGFRA,
and VEGFR2 expression in DED rats compared with the nor-
mal control group (p < 0 05). Intracavernous injection of
USCs partially restored the endothelial content in DED rats’
penile tissues (p < 0 05). Similarly, the expression of CD31
decreased in DED rats’ penile tissues and increased in USC
treatment confirmed by immunofluorescent staining analysis
(Figure 6(f)).

3.7. USCs Restore Autophagic Activity of Cavernosal
Endothelium in DED Rats. Compared with the DED group,
the USC-treated group exhibited significantly higher ratio
of LC3-II/LC3-I, higher levels of Beclin1 in the cavernous tis-
sue, and lower levels of p62 (p < 0 05) (Figures 5(a) and 5(b)).
Correspondingly, more autophagic vacuoles were observed
via TEM in DED rats’ cavernosal endothelium after USC
injection than in the DED group (p < 0 05) (Figures 5(c)
and 5(d)). Taken together, these observations indicated that

(a)

CD31
DAPI

(b)

Figure 2: Characterization of corpus cavernosal vascular endothelial cells (CCECs). (a) The typical cobblestone-like appearance of CCECs
(p1). (b) Immunofluorescent staining showed that more than 90% of CCECs (p2) were positive for endothelial markers (CD31, red
fluorescence).
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Figure 3: Continued.
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Figure 3: USCs protected CCECs from AGE-induced autophagic dysfunction in vitro and inhibition of autophagy attenuated the protective
effect of USCs. (a) Western blot and (b–d) quantification for western blot of autophagy positive-related proteins (LC3 and Beclin1) and
autophagy negative-related proteins (p62) in CCECs for each group. (e) Representative images of LC3 staining in CCECs for each group
after infection with mRFP-GFP-LC3 adenovirus. Autophagosomes were shown as yellow puncta (RFP+GFP+), and autolysosomes were
shown as red puncta (RFP+GFP-). (f, g) Quantification for autophagosome and autolysosome formation representing puncta staining sites
per cell of 30 cells from each group. Treatment groups: control, BSA, AGEs, AGEs+USCs, and AGEs+USCs+3-MA. The concentration of
BSA or AGEs was 200 μg/ml. The concentration of 3-MA was 2mM, and the treat time was 24 h. n = 3. ∗p < 0 05. C-caspase3: cleaved-
caspase3; BSA: bovine serum albumin; AGEs: advanced glycation end products; 3-MA: 3-methyladenine.
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Figure 4: USCs protected CCECs from AGE-induced cellular damage in vitro and inhibition of autophagy attenuated the protective effect
of USCs. (a) Western blot and (b, c) quantification for western blot of proliferation-related protein (PCNA) and apoptosis-related protein
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caspase3; BSA: bovine serum albumin; AGEs: advanced glycation end products; 3-MA: 3-methyladenine.
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USCs could restore autophagic activity in the cavernosal
endothelium of DED rats.

4. Discussion

The present study demonstrated that AGEs could inhibit the
autophagic flux in CCECs and consequently lead to cellular
damage in vitro. After being cocultured with USCs, the

autophagic activity of CCECs was restored and cellular
damage was alleviated. In further experiment, we found
that suppressed autophagic activity was involved in the
dysfunction of cavernosal endothelial cells in DED models.
Intracavernous injection of USCs led to a significant increase
of autophagic activity in the cavernosal endothelium, which
coincided with improved cavernosal endothelial function
and erectile function.
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Figure 5: USCs restored autophagic activity of the cavernosal endothelium in DED rats. (a) Western blot and (b) quantification for western
blot of autophagy positive-related proteins (LC3 and Beclin1) and autophagy negative-related proteins (p62) in cavernous tissue of normal
rats and DED rats 4 weeks after intracavernous injection of PBS or USCs (n = 6 per group). (c) Representative TEM images of autophagic
vacuoles (arrows) in cavernosal endothelial cells for each group. (d) Quantification for average autophagic vacuoles in 10 cells randomly
selected from every specimen in each group (n = 3 per group). ∗p < 0 05. TEM: transmission electron microscopy.
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AGEs are a group of heterogeneous compounds con-
tinuously formed under hyperglycemic conditions [42].
Increased levels of AGEs have been found in both diabetic
human beings and rodents [34, 43]. There is evidence that
the accumulation of AGEs is associated with diabetic compli-
cations [11] and is responsible for cavernosal endothelial
dysfunction in DED [9, 11]. AGEs have been adopted in
some previous studies [32–34] to investigate the cellular
effects of chronic hyperglycemia, as a more appropriate treat-
ment factor in in vitro experiment than just high glucose
level. Our data showed that, after treatment with AGEs,
CCECs displayed reduced number of autophagosomes and
autolysosomes, reduced expression of autophagy positive-
related proteins (LC3 and Beclin1), and increased expres-
sion of autophagy negative-related protein (p62), indicating
a blocked autophagic flux. At the same time, the cellular
viability was decreased and apoptosis was increased, reveal-
ing the AGE-induced autophagic dysfunction was relevant
to cellular damage. Similar outcomes were reported in the
AGE-treated podocytes and chondrocytes from previous
studies [33, 34].

However, in some other studies, AGEs induced cellular
autophagy, which is contrary to our results [32, 44]. There
are likely several explanations for this contradiction. On
the one hand, different types of cells have different sensi-
bility and different autophagic response to AGEs. On the
other hand, the concentration of AGEs and exposure time
determine the treatment effects. Short exposure to AGEs
causes the cells to be in a state of acute stress, which is
a common trigger of autophagy, activating the cellular
self-protection program [12]. But a high concentration of
AGEs and long exposure time tend to cause cellular
decompensation, when autophagic dysfunction and cellular
damage are observed. These concentration-dependent and
time-dependent effects have already been demonstrated in
previous study [33, 34].

Then, we established a DED rat model to further confirm
the above phenomenon in vivo. Besides a lower ratio of ICP/-
MAP and decreased expression of a series of endothelial
function-related proteins in DED rats, levels of autophagic
protein markers (LC3, p62, and Beclin1) in corpus caverno-
sum tissues of DED rats indicate a reduced autophagic activ-
ity, which is in accordance with other studies [45]. But these
results only represented the autophagic change in the whole
corpus cavernosum, and the endothelium only accounts for
a small proportion of penile tissue. To detect the autophagic
activity exactly in the endothelium, we used TEM to observe
the autophagic vacuoles in endothelial cells. We found that
the number of autophagic vacuoles in DED rats’ cavernosal
endothelial cells was significantly fewer than that in the nor-
mal control group. Taking all the data of in vitro and in vivo
experiments into consideration, we have sufficient reasons to
speculate that long-standing diabetes induces autophagic
dysfunction in cavernosal endothelial cells, eventually lead-
ing to endothelial dysfunction and erectile dysfunction in
DED rat. In addition, it is likely that the autophagy in the
cavernosal smooth muscle also plays a significant role in
the condition of DED, and more studies are needed to exam-
ine its relative impact vis-à-vis the endothelium.

As we have revealed the autophagic disorder in the
cavernosal endothelium of DED rats, the regulation of
autophagy may be a new therapeutic target for reversing
DED. It has been reported that rapamycin can ameliorate
erectile function via inducing autophagy in DED rats [46].
Nevertheless, autophagy possesses organ specificity, tissue
specificity, and even cell specificity, that is, a different body
part has different autophagic changes in the same disease.
Moreover, excessively activated autophagy would lead to
negative impacts [47]. Therefore, systemic administration
of autophagy-regulated agents is inappropriate. In recent
years, stem cell therapy emerges as a promising strategy in
treating chronic diseases [48, 49]. Stem cells can help repair

Normal DED USCs

100 �휇m

(f)

Figure 6: USCs improved erectile function and cavernosal endothelial function in diabetic erectile dysfunction (DED) rats. (a) Representative
ICP tracing response to the stimulation of cavernous nerve (2ms, 5V, 25Hz, and duration of 60 s) in normal rats and DED rats 4 weeks after
intracavernous injection of PBS or USCs. (b) The USC injection increased ICP of DED rats, and (c) the ratio of ICP toMAP was calculated for
each group (n = 8 per group). (d) Western blot and (e) quantification for western blot revealed that CD31, eNOS, p-eNOS, VEGFRA, and
VEGFR2 expressions were all increased in the USC-treated group 4 weeks after cell transplantation (n = 6 per group). (f)
Immunofluorescent staining confirmed the significantly higher expression of CD31 in cavernous tissue. ∗p < 0 05. ICP: intracavernous
pressure; MAP: mean arterial pressure; p-eNOS: phospho-eNOS.
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damaged tissues or structures towards the normal state, and
numerous studies have demonstrated that stem cells take
effect via restoring autophagy homeostasis [50, 51]. Several
types of MSCs, such as bone marrow-derived mesenchymal
stem cells and adipose tissue-derived stem cells, have been
utilized to treat DED via intracavernous injection and
shown positive effects [24, 25]. However, these stem cells
must be obtained by invasive methods, thus limiting their
use in clinical practice. USCs may be a better cell candidate
as they can be obtained through a safe, simple, low-cost,
and noninvasive procedure.

In this study, we utilized a coculture system to investigate
the effects of USCs on CCECs. We found that USCs could
partly correct the autophagic disorder of AGE-treated
CCECs and reduce cellular damage in vitro, and these protec-
tive effects could be abolished by autophagy inhibitors. Fur-
thermore, we found that intracavernous injection restored
autophagic activity in cavernosal endothelial cells of DED
rats, as well as the cavernosal endothelial function and erec-
tile function. These outcomes contribute to a better under-
standing of the mechanism of USCs in the treatment of
DED. Our previous outcomes showed that rare labeled USCs
could be tracked in the penile tissue since day 7 after cell
transplantation, which was similar to most studies that uti-
lized other MSCs to treat ED rat models [31]. Thus, we spec-
ulate that it was the paracrine effect of USCs that regulated
autophagic balance due to USCs were able to secrete lots of
paracrine factors [30], and further studies are needed to verify
this hypothesis. It is reported that VEGF expressed by MSCs
can take part in autophagy via triggering the PI3K/AKT/m-
TOR signaling pathway and consequently ameliorate DED
in rats [45]. Maybe USCs regulate autophagy via the same sig-
naling pathway, as we have demonstrated that VEGF is one of
the growth factors that USCs secrete [31].

Due to the fact that human cells were injected into
immunocompetent rats, the issue of immune tolerance is
very important. As a type of MSCs, USCs possess the
same immunomodulatory and immunosuppressive prop-
erty, which permits their allogeneic or even xenogeneic trans-
plantation into immunocompetent recipients in the absence
of immunosuppressants [52]. Our previous studies have
proven that neither immune reaction nor inflammatory
response occurred within the injected sites of rats’ penile tis-
sue after injection of USCs [31, 36]. As for the limitation of
USCs, their therapeutic effect may be influenced by changes
in the biochemical composition of urine. Thus, for patients
with urological diseases, such as urinary infection and renal
or other urologic neoplasms, their USCs do not appear to
be suitable for autologous cell transplantation.

Inevitably, some limitations existed in our study. First,
the exact autophagic pathway that is abnormal in DED and
by which USCs restore autophagic activity of the cavernosal
endothelium needs to be clarified in further studies. Second,
no attempt was done to assess changes in the functions of
cavernosal smooth muscle, fibroblasts, or peripheral nerve
after endothelial dysfunction was alleviated. Third, the effects
of USCs are complicated, and it is unclear how long the USCs
persist, when the paracrine effects occur, and how long the
effects last.

5. Conclusion

Our study suggests that impaired autophagy is involved in
the cavernosal endothelial dysfunction and erectile dys-
function of DED rats. Intracavernous injection of USCs
upregulates autophagic activity in the cavernosal endothe-
lium, contributing to ameliorating cavernosal endothelial
dysfunction and finally improving the erectile dysfunction
induced by diabetes. These findings provide a basis for
the future use of USCs as a new biological therapeutic
approach for DED.

Data Availability

The data are available by contacting the corresponding
authors.

Conflicts of Interest

The authors declare that there is no duality of interest associ-
ated with this manuscript.

Authors’ Contributions

Chi Zhang, Daosheng Luo, and Tingting Li contributed
equally to this work.

Acknowledgments

This work was supported by the National Natural Science
Foundation of China (grant numbers 81671449, 81671834,
81571489, and 81871110); the Frontier and Key Technology
Innovation Special Foundation of Guangdong Province,
China (grant number 2016B030230001); the Natural Science
Foundation of Guangdong Province, China (grant numbers
2015A030313013, 2016A030313229, and 2018A030310286);
the Health Care Collaborative Innovation Foundation Major
Projects of Guangzhou City, Guangdong Province, China
(grant number 201604020189); and the Youth Teacher
Training Project of Sun Yat-sen University (grant numbers
17ykpy68 and 18ykpy09).

References

[1] L. S. Malavige and J. C. Levy, “Erectile Dysfunction in Diabetes
Mellitus,” The Journal of Sexual Medicine, vol. 6, no. 5,
pp. 1232–1247, 2009.

[2] V. S. Thorve, A. D. Kshirsagar, N. S. Vyawahare, V. S. Joshi,
K. G. Ingale, and R. J. Mohite, “Diabetes-induced erectile dys-
function: epidemiology, pathophysiology and management,”
Journal of Diabetes and its Complications, vol. 25, no. 2,
pp. 129–136, 2011.

[3] D. F. Penson, D. M. Latini, D. P. Lubeck, K. L. Wallace, J. M.
Henning, and T. F. Lue, “Do impotent men with diabetes have
more severe erectile dysfunction and worse quality of life than
the general population of impotent patients? Results from the
Exploratory Comprehensive Evaluation of Erectile Dysfunc-
tion (ExCEED) database,” Diabetes Care, vol. 26, no. 4,
pp. 1093–1099, 2003.

11Stem Cells International



[4] I. S. De Tejada, J. Angulo, S. Cellek et al., “Pathophysiology of
Erectile Dysfunction,” The Journal of Sexual Medicine, vol. 2,
no. 1, pp. 26–39, 2005.

[5] J. Hidalgo-Tamola and K. Chitaley, “Type 2 Diabetes Mellitus
and Erectile Dysfunction,” The Journal of Sexual Medicine,
vol. 6, no. 4, pp. 916–926, 2009.

[6] I. Kovanecz, G. Nolazco, M. G. Ferrini et al., “Early onset of
fibrosis within the arterial media in a rat model of type 2 dia-
betes mellitus with erectile dysfunction,” BJU International,
vol. 103, no. 10, pp. 1396–1404, 2009.

[7] W. J. Li, M. Xu, M. Gu et al., “Losartan preserves erectile
function by suppression of apoptosis and fibrosis of corpus
cavernosum and corporal veno-occlusive dysfunction in
diabetic rats,” Cellular Physiology and Biochemistry, vol. 42,
no. 1, pp. 333–345, 2017.

[8] Z. A. Kamenov, “A comprehensive review of erectile dysfunc-
tion in men with diabetes,” Experimental and Clinical Endocri-
nology & Diabetes, vol. 123, no. 3, pp. 141–158, 2015.

[9] A. Castela and C. Costa, “Molecular mechanisms associated
with diabetic endothelial-erectile dysfunction,” Nature
Reviews. Urology, vol. 13, no. 5, pp. 266–274, 2016.

[10] B. Musicki and A. L. Burnett, “Endothelial dysfunction in dia-
betic erectile dysfunction,” International Journal of Impotence
Research, vol. 19, no. 2, pp. 129–138, 2007.

[11] N. Ahmed, “Advanced glycation endproducts–role in pathol-
ogy of diabetic complications,” Diabetes Research and Clinical
Practice, vol. 67, no. 1, pp. 3–21, 2005.

[12] N. Mizushima and M. Komatsu, “Autophagy: renovation of
cells and tissues,” Cell, vol. 147, no. 4, pp. 728–741, 2011.

[13] N. Mizushima, B. Levine, A. M. Cuervo, and D. J. Klionsky,
“Autophagy fights disease through cellular self-digestion,”
Nature, vol. 451, no. 7182, pp. 1069–1075, 2008.

[14] C. He and D. J. Klionsky, “Regulation mechanisms and signal-
ing pathways of autophagy,” Annual Review of Genetics,
vol. 43, no. 1, pp. 67–93, 2009.

[15] Y. Riahi, J. D. Wikstrom, E. Bachar-Wikstrom et al., “Autoph-
agy is a major regulator of beta cell insulin homeostasis,” Dia-
betologia, vol. 59, no. 7, pp. 1480–1491, 2016.

[16] Z. F. Chen, Y. B. Li, J. Y. Han et al., “The double-edged effect of
autophagy in pancreatic beta cells and diabetes,” Autophagy,
vol. 7, no. 1, pp. 12–16, 2011.

[17] D. Bhattacharya, M. Mukhopadhyay, M. Bhattacharyya, and
P. Karmakar, “Is autophagy associated with diabetes mellitus
and its complications? A review,” EXCLI Journal, vol. 17,
pp. 709–720, 2018.

[18] T. B. Huber, C. L. Edelstein, B. Hartleben et al., “Emerging role
of autophagy in kidney function, diseases and aging,” Autoph-
agy, vol. 8, no. 7, pp. 1009–1031, 2012.

[19] W. Wang, Q. Wang, D. Wan et al., “Histone HIST1H1C/H1.2
regulates autophagy in the development of diabetic retinopa-
thy,” Autophagy, vol. 13, no. 5, pp. 941–954, 2017.

[20] B. G. A. Stuckey, M. N. Jadzinsky, L. J. Murphy et al., “Silden-
afil citrate for treatment of erectile dysfunction in men with
type 1 diabetes: results of a randomized controlled trial,” Dia-
betes Care, vol. 26, no. 2, pp. 279–284, 2003.

[21] I. Goldstein, J. M. Young, J. Fischer et al., “Vardenafil, a new
phosphodiesterase type 5 inhibitor, in the treatment of erectile
dysfunction in men with diabetes: a multicenter double-blind
placebo-controlled fixed-dose study,” Diabetes Care, vol. 26,
no. 3, pp. 777–783, 2003.

[22] Y. Vardi, “Microvascular complications in diabetic erectile
dysfunction: do we need other alternatives?,” Diabetes Care,
vol. 32, suppl_2, pp. S420–S422, 2009.

[23] A. Alwaal, U. B. Zaid, C. S. Lin, and T. F. Lue, “Stem cell treat-
ment of erectile dysfunction,” Advanced Drug Delivery
Reviews, vol. 82-83, pp. 137–144, 2015.

[24] G. Liu, X. Sun, J. Bian et al., “Correction of diabetic erectile
dysfunction with adipose derived stem cells modified with
the vascular endothelial growth factor gene in a rodent diabetic
model,” PLoS One, vol. 8, no. 8, p. e72790, 2013.

[25] Y. He, W. He, G. Qin, J. Luo, and M. Xiao, “Transplantation
KCNMA1 modified bone marrow-mesenchymal stem cell
therapy for diabetes mellitus-induced erectile dysfunction,”
Andrologia, vol. 46, no. 5, pp. 479–486, 2014.

[26] M. Li, H. Li, Y. Ruan, T. Wang, and J. Liu, “Stem cell therapy
for diabetic erectile dysfunction in rats: a meta-analysis,” PLoS
One, vol. 11, no. 4, p. e0154341, 2016.

[27] S. Bharadwaj, G. Liu, Y. Shi et al., “Multipotential differenti-
ation of human urine-derived stem cells: potential for thera-
peutic applications in urology,” Stem Cells, vol. 31, no. 9,
pp. 1840–1856, 2013.

[28] Y. Zhang, E. McNeill, H. Tian et al., “Urine derived cells
are a potential source for urological tissue reconstruction,”
The Journal of Urology, vol. 180, no. 5, pp. 2226–2233,
2008.

[29] G. Liu, X.Wang, X. Sun, C. Deng, A. Atala, and Y. Zhang, “The
effect of urine-derived stem cells expressing VEGF loaded in
collagen hydrogels on myogenesis and innervation following
after subcutaneous implantation in nude mice,” Biomaterials,
vol. 34, no. 34, pp. 8617–8629, 2013.

[30] G. Liu, R. Wu, B. Yang et al., “Human urine-derived stem cell
differentiation to endothelial cells with barrier function and
nitric oxide production,” Stem Cells Translational Medicine,
vol. 7, no. 9, pp. 686–698, 2018.

[31] B. Ouyang, X. Sun, D. Han et al., “Human urine-derived stem
cells alone or genetically-modified with FGF2 Improve type 2
diabetic erectile dysfunction in a rat model,” PLoS One,
vol. 9, no. 3, p. e92825, 2014.

[32] H. Jin, Z. Zhang, C. Wang et al., “Melatonin protects endothe-
lial progenitor cells against AGE-induced apoptosis via
autophagy flux stimulation and promotes wound healing in
diabetic mice,” Experimental & Molecular Medicine, vol. 50,
no. 11, p. 154, 2018.

[33] Z. J. Wang, H. B. Zhang, C. Chen, H. Huang, and J. X. Liang,
“Effect of PPARG on AGEs-induced AKT/MTOR signaling-
associated human chondrocytes autophagy,” Cell Biology
International, vol. 42, no. 7, pp. 841–848, 2018.

[34] X. Zhao, Y. Chen, X. Tan et al., “Advanced glycation end-
products suppress autophagic flux in podocytes by activating
mammalian target of rapamycin and inhibiting nuclear trans-
location of transcription factor EB,” The Journal of Pathology,
vol. 245, no. 2, pp. 235–248, 2018.

[35] Y. Wang, Z. Hu, Z. Liu et al., “MTOR inhibition attenuates
DNA damage and apoptosis through autophagy-mediated
suppression of CREB1,” Autophagy, vol. 9, no. 12, pp. 2069–
2086, 2013.

[36] Q. Yang, X. Chen, T. Zheng et al., “Transplantation of human
urine-derived stem cells transfected with pigment epithelium-
derived factor to protect erectile function in a rat model of
cavernous nerve injury,” Cell Transplantation, vol. 25, no. 11,
pp. 1987–2001, 2016.

12 Stem Cells International



[37] D. J. Klionsky, K. Abdelmohsen, A. Abe et al., “Guidelines for
the use and interpretation of assays for monitoring autophagy
(3rd edition),” Autophagy, vol. 12, no. 1, pp. 1–222, 2016.

[38] J. P. W. Heaton, S. J. Varrin, and A. Morales, “The characteri-
zation of a bio-assay of erectile function in a rat model,” The
Journal of Urology, vol. 145, no. 5, pp. 1099–1102, 1991.

[39] G. Liu, X. Sun, Y. Dai et al., “Chronic administration of silden-
afil modified the impaired VEGF system and improved the
erectile function in rats with diabetic erectile dysfunction,”
The Journal of Sexual Medicine, vol. 7, no. 12, pp. 3868–
3878, 2010.

[40] J. Chen, C. L. Sun, Z. Chen et al., “Separation, culture and iden-
tification of SD rat corpus cavernosal endothelial cells,”Andro-
logia, vol. 44, no. 4, pp. 250–255, 2012.

[41] Z. Zhang, H. Y. Zhang, Y. Zhang, and H. Li, “Inactivation of
the Ras/MAPK/PPARγ signaling axis alleviates diabetic
mellitus-induced erectile dysfunction through suppression of
corpus cavernosal endothelial cell apoptosis by inhibiting
HMGCS2 expression,” Endocrine, vol. 63, no. 3, pp. 615–631,
2019.

[42] K. Nowotny, T. Jung, A. Hohn, D. Weber, and T. Grune,
“Advanced glycation end products and oxidative stress in type
2 diabetes mellitus,” Biomolecules, vol. 5, no. 1, pp. 194–222,
2015.

[43] B. K. Kilhovd, T. J. Berg, K. I. Birkeland, P. Thorsby, and K. F.
Hanssen, “Serum levels of advanced glycation end products
are increased in patients with type 2 diabetes and coronary
heart disease,” Diabetes Care, vol. 22, no. 9, pp. 1543–1548,
1999.

[44] X. Hou, Z. Hu, H. Xu et al., “Advanced glycation endproducts
trigger autophagy in cadiomyocyte via RAGE/PI3K/AKT/m-
TOR pathway,” Cardiovascular Diabetology, vol. 13, no. 1,
p. 78, 2014.

[45] G. Q. Zhu, S. H. Jeon, W. J. Bae et al., “Efficient promotion of
autophagy and angiogenesis using mesenchymal stem cell
therapy enhanced by the low-energy shock waves in the treat-
ment of erectile dysfunction,” Stem Cells International,
vol. 2018, 14 pages, 2018.

[46] H. Lin, T. Wang, Y. Ruan et al., “Rapamycin supplementation
may ameliorate erectile function in rats with streptozotocin-
induced type 1 diabetes by inducing autophagy and inhibiting
apoptosis, endothelial dysfunction, and corporal fibrosis,” The
Journal of Sexual Medicine, vol. 15, no. 9, pp. 1246–1259, 2018.

[47] G. Das, B. V. Shravage, and E. H. Baehrecke, “Regulation and
function of autophagy during cell survival and cell death,” Cold
Spring Harbor Perspectives in Biology, vol. 4, no. 6, p. a008813,
2012.

[48] M. F. Wang, Y. B. Li, X. J. Gao, H. Y. Zhang, S. Lin, and Y. Y.
Zhu, “Efficacy and safety of autologous stem cell transplanta-
tion for decompensated liver cirrhosis: a retrospective cohort
study,” World Journal of Stem Cells, vol. 10, no. 10, pp. 138–
145, 2018.

[49] E. Favaro, A. Carpanetto, S. Lamorte et al., “Human mesen-
chymal stem cell-derived microvesicles modulate T cell
response to islet antigen glutamic acid decarboxylase in
patients with type 1 diabetes,” Diabetologia, vol. 57, no. 8,
pp. 1664–1673, 2014.

[50] H. He, Q. Zeng, G. Huang et al., “Bone marrow mesenchymal
stem cell transplantation exerts neuroprotective effects follow-
ing cerebral ischemia/reperfusion injury by inhibiting autoph-
agy via the PI3K/Akt pathway,” Brain Research, vol. 1707,
pp. 124–132, 2019.

[51] B. P. Woodall and A. B. Gustafsson, “Mesenchymal stem
cell-mediated autophagy inhibition,” Circulation Research,
vol. 123, no. 5, pp. 518–520, 2018.

[52] C. S. Lin, G. Lin, and T. F. Lue, “Allogeneic and xenogeneic
transplantation of adipose-derived stem cells in immunocom-
petent recipients without immunosuppressants,” Stem Cells
and Development, vol. 21, no. 15, pp. 2770–2778, 2012.

13Stem Cells International


	Transplantation of Human Urine-Derived Stem Cells Ameliorates Erectile Function and Cavernosal Endothelial Function by Promoting Autophagy of Corpus Cavernosal Endothelial Cells in Diabetic Erectile Dysfunction Rats
	1. Introduction
	2. Materials and Methods
	2.1. Isolation, Culture, and Identification of USCs
	2.2. Culture and Characterization of CCECs
	2.3. Treatment of CCECs
	2.4. Western Blot Analysis for Autophagy, Proliferation, and Apoptosis of CCECs after Treatment In Vitro
	2.5. Autophagic Flux Assay of CCECs after Treatment In Vitro via Confocal Microscopy
	2.6. Establishment of a DED Rat Model and USC Implantation In Vivo
	2.7. Erectile Function Evaluation
	2.8. Western Blot Analysis for Endothelial Function and Autophagy in Corpus Cavernosum Tissues
	2.9. Immunofluorescent Staining Analysis for Endothelial Marker in Corpus Cavernosum Tissues
	2.10. Autophagic Vacuole Observations via Transmission Electron Microscopy
	2.11. Statistical Analyses

	3. Results
	3.1. Characterization of USCs
	3.2. Characterization of CCECs
	3.3. AGEs Induce Autophagic Dysfunction and Cellular Damage in CCECs In Vitro
	3.4. USCs Protect CCECs from AGE-Induced Autophagic Dysfunction and Cellular Damage In Vitro
	3.5. Autophagic Activity Is Decreased in Cavernosal Endothelium of DED Rats
	3.6. USCs Improve Erectile Function and Cavernosal Endothelial Function in DED Rats
	3.7. USCs Restore Autophagic Activity of Cavernosal Endothelium in DED Rats

	4. Discussion
	5. Conclusion
	Data Availability
	Conflicts of Interest
	Authors’ Contributions
	Acknowledgments

