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Figure 5. The effect of DPO on the expression of a-SMA and ECM compo-
nent in HG-treated MCs. A. Representative expression of fibronectin, a-SMA,
collagen | and IV protein in the MCs treated with normal glucose (NG) or
high glucose (HG) plus DPO at different concentrations (0.05 and 0.5 pg/
mL DPO), assayed by Western blotting. B. Quantitative analysis of the expres-

HG-treated MCs (Figure 4C,
4D).

The effect of DPO on the ex-
pression of a-SMA and ECM
components in HG- treated
MCs

The overexpression of a-SMA
in MC is considered as a shift
to a fibrogenic phenotype.
Phenotype-transited MCs can
promote an increased matrix
turnover. Thus, the effects of
DPO on the MC phenotype
transition were investigated.
The present research showed
that the expression of a-SMA
was up-regulated in MCs
under HG conditions. While
after treatment with 0.5 pg/
mL DPO, protein expression of
a-SMA was significantly de-
creased by 42.5% in HG-
treated MCs. We also investi-
gated that HG increased the
protein expression of fibro-
nectin, collagen | and IV by
Western blotting, however,
DPO treatment (0.5 pg/mL)
caused 63.5%, 62.8%, and
63.9% reduction of collagen |
and 1V, fibronectin relative to
HG counterparts (Figure 5A,

sion of fibronectin, a-SMA, collagen | and IV protein, normalized with B-actin. 5B)
Results represent mean + SD. *P < 0.05 compared to NG group, *P < 0.05 )

compared to HG group.

assayed by Western blotting, however, DPO, at
0.5 pg/mL, remarkably reduced the expression
by 75.2% in HG-treated MCs (Figure 3D, 3F).

The effects of DPO on apoptosis in HG-treated
MCs

The apoptosis in HG-treated MCs was also eval-
uated by TUNEL-staining and protein expres-
sion of caspase 3. A reduced TUNEL-positive
cells was observed in HG-treated MCs by DPO
treatment (0.5 yg/mL) (ratio of apoptotic cells
to total cells, DM:DPO = 0.37 + 0.10:0.16 *
0.04, P < 0.05) (Figure 4A, 4B), and DPO treat-
ment (0.5 pg/mL) also reduced the protein
expression of cleaved caspase 3 by 71.2% in
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DPO inhibits the expression
of a-SMA and collagen IV in
HG-treated MCs through Nox4/ERK1/2

We then evaluated the underlying mechanism
of DPO’s inhibitory effects on HG-induced over-
expression of ECM proteins in MCs. Protein
expression of Nox4 was up-regulated in HG-
treated MCs when compared with the NG group
as mentioned above (Figure 3E). The cells were
transfected with Nox4 siRNA before transferred
into HG. As showed in Figure 6A, transfection
with Nox4 siRNA decreased Nox4 expression
induced by HG in MCs. This was similar to the
effects of DPO in HG-treated MCs. Meanwhile,
a significant decline was observed in the phos-
phorylation of ERK1/2 and in the expression of
a-SMA and collagen IV in MC cells after expo-
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Figure 6. HG up-regulated the expression of a-SMA and collagen IV in MCs through Nox4/ERK1/2 and DPO sup-
pressed the activation of ERK1/2 in HG-treated MCs. MCs serum-starved for 24 h were transiently transfected with
Nox4 or control siRNA; 48 h later, the cells were incubation with normal glucose (NG) or high glucose (HG) for 48
h. After that, cells were collected for Western blot analysis. Representative Western blots and statistical analysis
are shown in (A-C). Depletion Nox4 by Nox4 siRNA significantly reduced Nox4 protein expression compared with
scrambled control in HG-treated MCs (A). HG markedly up-regulated the expression of phospho-ERK1/2, however,
transfection with Nox4 siRNA suppressed HG-induced up-regulation of phospho-ERK1/2 (B). HG significantly up-
regulated the expression of a-SMA and collagen IV, however, transfection of MCs with Nox4 siRNA suppressed
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HG-induced up-regulation of a-SMA and collagen IV (C). Therefore, HG activated ERK1/2 and up-regulated the
expression of a-SMA and collagen IV via NADPH. MCs were pretreated with U0126 (10 uM) for 30 min, followed
by treatment with NG or HG for 48 h. MCs were then collected for Western blot analysis. Representative Western
blots and statistical analysis are presentin (D, E). Pre-treatment with U0126 significantly inhibited the expression of
phospho-ERK1/2 in HG-treated MCs (D). HG significantly increased the expression of a-SMA and collagen IV, U0126
abated the increased expression of a-SMA and collagen IV induced by HG in MCs (E). Hence, HG upregulated the ex-
pression of a-SMA and collagen IV via ERK1/2. In general, HG up-regulated the expression of a-SMA and collagen IV
in MCs through Nox4/ERK1/2. MCs were treated with NG or HG for 24 h. After treatment of DPO at different concen-
trations (0.05 and 0.5 pyg/mL DPO) for another 24 h, cells were harvested for Western blot analysis. Representative
expression of the ERK1/2 protein in the MCs treated with NG or HG plus DPO at different concentrations (0.05 and
0.5 yg/mL DPO), assayed by Western blotting (F). Quantitative analysis of the expression of the phospho-ERK1/2
protein (G). DPO inhibited the activation of ERK1/2 in HG-treated MCs. The expression of Nox4, a-SMA and collagen
IV protein was normalized with B-actin. The expression of the phospho-ERK1/2 protein was normalized with total
ERK1/2 protein. Results represent mean + SD. P < 0.05 compared to NG or NG + Control siRNA group, #*P < 0.05

compared to HG or HG + Control siRNA group.

sure to HG (Figure 6B, 6C).Moreover, like
siNOX4 treatment, pretreatment with U0126,
an ERK1/2 inhibitor, could markedly suppress
the expression of phospho-ERK1/2 and subse-
quently reduced the expression of a-SMA and
collagen IV in HG-treated MCs (Figure 6D, 6E).
These data demonstrated that the NADPH
pathway was upstream of ERK1/2 in regulating
the expression of a-SMA and collagen IV in MCs
under hyperglycemic conditions. Accordingly,
DPO significantly inhibited HG-induced activa-
tion of ERK1/2 in MCs (Figure 6F, 6G).
Combined with those aforementioned inhibi-
tion effects on the expression of Nox4 (Figure
3F), a-SMA and collagen IV (Figure 5), DPO may
reduce the expression of a-SMA and collagen
IV in MCs through inhibiting Nox4/ERK1/2.

DPO inhibits ERK1/2 activation and sup-
presses the expression of Nox4, a-SMA and
collagen IV in renal cortexes of STZ

To uncover the mechanism of DPQO’s impact on
renal fibrosis in STZ rats, the effects of DPO on
Nox4/ERK1/2 signaling pathway In Vivo were
investigated. The expression of Nox4 was
determined by Western blotting. The protein
level of Nox4 was significantly increased 5.24 +
1.53 fold in STZ rats compared with controls,
but it was decreased 1.39 + 0.35 fold by treat-
ment with DPO (P < 0.05). Similarly, the expres-
sion of p22°* was also higher in STZ when
compared with the control rats, while it was
lower in STZ rats treated with versus without
DPO (DM:DPO = 1.65 + 0.16:0.93 + 0.23 fold
control, P < 0.05). The ratio of phospho-ERK1/2
to ERK1/2 protein expression was increased in
HG-treated MCs compared with controls, as
indicated by Western blot analysis. However,
DPO treatment suppressed the ratio by 44.1%.
DPO also reduced the protein expression of col-
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lagen IV and o-SMA by 30.4% and 48.7%,
respectively, in STZ. These results demonstrat-
ed that the DPO may protect against diabetic
renal fibrosis through Nox4/ERK1/2 signaling
(Figure 7).

Discussion

In our research, Effects of DPO on STZ-induced
nephropathy and HG-treated MCs were investi-
gated. Long-term treatment with low-dose DPO
ameliorated hyperglycemia and improved renal
function without stimulating hematopoiesis.
DPO reduced glomerular hypertrophy and me-
sangial expansion in STZ. DPO also attenuated
apoptosis and fibrosis in the glomerular area
of STZ. Furthermore, DPO significantly reduced
ROS production and inhibited apoptosis and
fibrosis in HG-cultured MCs.

It has been suggested that recombinant
human (rh) EPO (150 U/kg) exerts renal-protec-
tive effects without stimulating hematopoiesis
in STZ rats [10]. 150 U/kg rhEPO has been
found to reverse the creatinine clearance rate,
urinary albumin and serum creatinine in STZ
rats, attenuate STZ-induced collagen accumu-
lation in the glomerular area, exert antioxidant
properties by inhibiting Nox4, and reduce apop-
totic cell in diabetic rat kidneys [10]. DPO has a
longer half-life than EPO [11]. The amount of
DPO was pharmacologically equivalent to a
dose of EPO divided by 200 [13]. Therefore, the
effects of 0.75 pg/kg DPO in STZ rats were
investigated in our research. We also observed
higher levels of Ccr, lower levels of serum cre-
atinine and urinary microalbumin in STZ rats
treated with versus without DPO. DPO improved
oxidative stress in STZ rat kidneys by inhibiting
the expression of Nox4 and p22°"*. DPO inhib-
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ited apoptosis and fibrosis in the glomerular
area of STZ (Figures 2, S1 and S2), as rhEPO
did in STZ rats.

RhEPO improves pancreatic B-cell damage and
glucose metabolism in STZ rats [18], and epo-
etin beta ameliorates hyperglycemia in STZ
rats [19]. However, some studies have not ob-
served an improvement in glucose levels in STZ
rats treated with rhEPO [10]. The reasons for
these conflicting results might involve the dose
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Figure 7. The effect of DPO
on the expression of Nox4,
p22phox, ERK1/2, a-SMA and
collagen 1V in renal cortexes
of STZ. A. Representative ex-
pression of Nox4, p22phox,
ERK1/2, a-SMA, and collagen
IV protein of control, diabetic
rats (DM), and diabetic rats
treated with DPO (DPO). B.
Quantitative analysis of the
expression of Nox4, p22phox,
a-SMA, collagen IV protein,
normalized with B-actin. Quan-
titative analysis of the expres-
sion of the phospho-ERK1/2
protein, normalized with total
- ERK1/2 protein. Results rep-
resent mean + SD. "P < 0.05
compared to control group, *P
< 0.05 compared to DM group.
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of EPO, the treatment period, or others. 300 U/
kg rhEPO (3 times/week for 4 weeks) was found
to improve glucose metabolism in STZ (25 mg/
kg) rat provided with a high fat diet [18], while
150 U/kg rhEPO (3 times/week for 4 weeks) did
not in STZ (65 mg/kg) rat provided with stan-
dard rodent chow [10]. The present study
showed that the glucose levels of STZ rats (65
mg/kg, and the rats were treated with standard
chow) were decreased significantly by DPO
(0.75 pg/kg, once a week for 10 weeks) treat-
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ment. Therefore, we didn’t know whether DPO
exerted its renal-protection through its anti-
oxidative properties or its indirect glucose-low-
ering effects in STZ rats, thus an In Vitro experi-
ment was carried out in our research.

In the animal experiment, we found that Ccr
was improved in DPO treated STZ rat. DPO
reduced mesangial expansion and inhibited
glomerular hypertrophy in STZ by histopatho-
logical analysis. Given that mesangial expan-
sion leads to the loss of Ccr, and is present in
DN patients before the onset of clinical mani-
festations [20, 21]. The mesangial expansion
was inversely related to Ccr in type | diabetes
mellitus [22]. Amelioration of mesangial expan-
sion is one of the targets against DN [23]. Thus,
DPO may maintain Ccr through amelioration of
mesangial expansion in STZ. Our In Vivo experi-
ment has confirmed that DPO protected against
glomerular injury in STZ by anti-apoptosis and
anti-fibrosis. In order to understand the cellular
events that DPO mediates to inhibit mesangial
expansion in DN. Therefore, we investigated
the effects of DPO in HG-treated MCs. In the
present study, we found that DPO also had
anti-oxidative effects in HG-treated MCs by
inhibiting Nox4 and reducing ROS production.
Moreover, DPO attenuated HG-induced MC
apoptosis by inhibiting caspase 3. We further
found that DPO also inhibiting HG-induced MC
fibrosis by inhibiting the expression of ECM pro-
teins. The overexpression of a-SMA is a sign of
the MC activation and trans-differentiation,
indicating a myofibroblast phenotypic transition
[24]. When in pathological conditions, MC may
up-regulate the expression of a-SMA, transit
into a myofibroblast phenotype and secrete
extracellular matrix [25-27]. Our findings sh-
owed that HG can facilitate the transition of MC
into myofibroblast phenotype by overexpres-
sion of a-SMA and promote the production of
ECM by up-regulating the expression of fibro-
nectin, collagen | and 1V, which would contrib-
ute to mesangial expansion. However, DPO
inhibited these changes. Beyond its lowering
glucose effects in STZ rats In Vivo, DPO still pro-
tected against HG-induced MCs damage In
Vitro.

Extracellular signal-regulated kinase (ERK) 1/2
is a crucial signaling molecule in the regulation
of ECM protein synthesis [28]. It has been
reported that ERK1/2 signaling is activated in
the diabetic rat kidneys and in HG-treated MCs

15091

[29], which was also observed in our research.
It has been suggested that NADPH regulates
the ERK1/2 signaling pathway to mediate fibro-
sis [30, 31]. EPO attenuates TGF-B-induced
myocardial fibrosis through the inhibitory ef-
fects on NADPH/ERK1/2 pathway [30]. Based
on these investigations, we were prompted to
examine the effects of DPO on NADPH/ERK1/2
pathway in renal cortex of STZ kidneys and
HG-treated MCs. In the present study, DPO
treatment significantly inhibited the expression
of Nox4 and phosphorylation of ERK1/2 in
HG-treated MCs and renal cortex of STZ kidney.
Our In Vitro experiment further reveal that
down-regulated Nox4 inhibited the phosphory-
lation of ERK1/2 and the expression of a-SMA
and collagen IV, whereas, down-regulated phos-
phorylation of ERK1/2 suppressed the expres-
sion of a-SMA and collagen IV. These data indi-
cate that NADPH regulates the ERK1/2 sig-
naling pathway to mediate mesangial cell phe-
notypic transition and collagen production in
HG-treated MCs. Moreover, it seems that DPO
suppresses HG-induced ECM accumulation in
MCs by inhibiting Nox4/ERK1/2, which would
contribute to the amelioration of mesangial
expansion in STZ kidney, and the improvement
of renal function of STZ rats, eventually.

We did not employ osmotic control in In Vitro
experiment; however, there seems little influ-
ence of osmotic stress on fibrosis, oxidation,
and apoptosis in NG-treated MCs [32, 33]. But
further research is needed to provide solid evi-
dence of the effects of osmotic stress in MCs.

In conclusion, the present research showed
that long-term low-dose DPO treatment amelio-
rated hyperglycemia and renal damage beyond
hematopoiesis in STZ rats. DPO protected ag-
ainst diabetes-induced glomerular hypertrophy,
mesangial expansion. DPO may attenuate dia-
betes-induced MC damage In Vitro and In Vivo
by anti-apoptosis and anti-fibrosis. NADPH reg-
ulates the ERK1/2 signaling pathway to medi-
ate phenotypic transition and collagen produc-
tion in HG-treated MCs. DPO suppresses renal
fibrosis in DN by inhibiting NADPH/ERK1/2.
Low-dose DPO may have a therapeutic applica-
tion in chronic DN.
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Figure S1. The effect of DPO on the expression of cleaved caspase 3 in renal cortexes of STZ. A. Representative
expression of cleaved caspase 3 protein of control, diabetic rats (DM), and diabetic rats treated with DPO (DPO). B.
Quantitative analysis of the expression of cleaved caspase 3 protein, normalized with B-actin. Expression of cleaved
caspase 3 was higher in the DM group compared with the controls; however, the expression of cleaved caspase 3
was decreased by DPO treatment. Results represent mean + SD. "P < 0.05 compared to control group, *P < 0.05
compared to DM group.
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Figure S2. TGF-B1 mRNA expression renal cortexes. A. Representative expression of the mRNA for TGF-B1 in renal
cortexes of control, diabetic rats (DM), and diabetic rats treated with DPO (DPO), assayed by RT-PCR. B. Quantitative
analysis of expression of the mRNA for TGF-B1, normalized with B-actin. Total RNA was isolated from renal cortex
using Tri-Reagent (Qiagen, Valencia, CA) according to the manufacturer’s instructions. RNA was then DNased. cDNA
was synthesized from RNA (1 ug) using a commercial kit (SuperScript™ First-Strand Synthesis System for RT-PCR,
Invitrogen Co., CA, USA). cDNA was amplified using Taq DNA polymerase (TaKaRa Ex Taq™, TAKARA, Kyoto, Japan).
RT-PCR was performed as described previously [1]. The primers used in this study, including rat TGF-B1 and B-actin,
were described previously [1, 2]. The ratio for TGF-B1 mRNA was normalized with B-actin. Expression of TGF-B1
mRNA was higher in the DM group compared with the controls; however, the expression was reduced by DPO treat-
ment. Results represent mean + SD. “P < 0.05 compared to control group, #*P < 0.05 compared to DM group.
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