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Blockade of transforming growth factor-β (TGF-β) 
 signaling by Smad7 gene therapy is known to prevent 
experimental renal fibrosis. This study investigated 
whether Smad7 suppresses renal fibrosis via altering the 
renal expression of fibrosis-related microRNAs. Applica-
tion of gene therapy into diseased kidneys of obstruc-
tive nephropathy and kidney cells by overexpressing 
Smad7 restored miR-29b but inhibited the expression of  
miR-192 and miR-21, resulting in blockade of renal 
 fibrosis. Furthermore, Smad7 overexpression also sup-
pressed advanced glycated end products- and angio-
tensin II-regulated expression of these microRNAs. In 
contrast, disruption of Smad7 gene in mice demon-
strated opposite results by enhancing the loss of miR-29b 
and upregulation of miR-192 and miR-21, resulting in 
promotion of renal fibrosis in ligated kidneys of a model 
of obstructive nephropathy. More importantly, treat-
ment with anti-miR-29b, miR-21 and miR-192 mimics in 
Smad7 overexpressing tubular epithelial cells abrogated 
the suppressive function of Smad7 on renal fibrosis, sug-
gesting that these microRNAs act downstream of Smad7 
to override the Smad7 function. In conclusion, Smad7 
protects kidneys from fibrosis by regulating TGF-β/
Smad3-mediated renal expression of miR-21, miR-192, 
and miR-29b. Restored renal miR-29b but suppressed 
miR-192 and miR-21 may be a mechanism by which 
gene therapy with Smad7 inhibits renal fibrosis.

Received 29 March 2012; accepted 16 September 2012; advance online 
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IntroductIon
Fibrosis, the common final manifestation of progressive diseases 
in kidney, lung, heart, and liver that leads to end-stage organ dis-
eases.1 Renal fibrosis involves an excess accumulation of inter-
stitial extracellular matrix and myofibroblasts accompanied by 
tubule atrophy.2,3 Transforming growth factor-β (TGF-β) is a 
well-studied mediator in the pathogenesis of fibrosis.4–7 During 
fibrosis, TGF-β upregulates many fibrogenic genes, such as extra-
cellular matrix proteins, and regulates epithelial–mesenchymal 
transition by its downstream mediators, Smad2 and Smad3.4–9 
The activation of Smad3 is associated with renal fibrosis and 

mediates the production of collagen induced by TGF-β, high glu-
cose, advanced glycated end products (AGEs), and angiotensin II 
(AngII) in mesangial cells (MC), tubular epithelial cells (TEC), 
and vascular smooth muscle cells.8 Smad3 function is inhibited 
by the overexpression of Smad7.8 This evidence demonstrates 
that TGF-β regulates renal fibrosis positively by Smad3, but nega-
tively by Smad7.8

As therapeutic approach for a general inhibition of TGF-β 
upstream signaling possibly increases the risk of renal inflamma-
tion due to blockade of the general anti-inflammatory property of 
TGF-β1, alternative strategies against Smad7 and TGF-β/Smad-
dependent microRNAs specific for fibrosis have been tested.10–16

Recently, many studies have shown that TGF-β regulates spe-
cific microRNAs to regulate fibrosis in various diseases. Recent 
reports demonstrate that TGF-β1 is capable of inducing miR-21, 
miR-93, miR-192, miR-216a, and miR-377, but reducing the miR-
200 and miR-29 families.17 Our laboratory also demonstrates that 
TGF-β1 regulates the expression of miR-21, miR-192, and miR-
29b during renal fibrosis via the Smad3, but not Smad2, depen-
dent mechanism.15,16,18 However, it remains unclear as to whether 
Smad7 suppresses renal fibrosis by regulating TGF-β-regulated 
microRNAs.

Our previous study demonstrated that overexpression of 
Smad7 in TECs suppressed miR-192 expression,18 demonstrating a 
link between Smad7 and fibrosis-related microRNAs. Thus in this 
study, we hypothesized that gene therapy with Smad7 suppresses 
renal fibrosis by regulating TGF-β-mediated microRNAs related 
to fibrosis. Results from both in vitro and in vivo studies revealed 
that gene therapy with Smad7 overexpression was able to restore 
miR-29b expression but suppress the expression of miR-21 and 
miR-192. Treatment with mimics of anti-miR-29b, miR-21, and 
miR-192 in TECs restored the renal fibrosis regardless of Smad7 
overexpression, suggesting that these microRNAs act downstream 
of Smad7 function.

results
Gene therapy with smad7 overexpression restores 
mir-29b but suppresses mir-21 and 192 expressions 
in obstructive nephropathy
Results from previous studies show that gene therapy with Smad7 
substantially inhibited renal fibrosis in rat models of obstruc-
tive, remnant kidney diseases and mouse models of autoimmune, 
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diabetic kidney diseases.10–14 In this study, this gene therapy 
approach was employed in mice to test our hypothesis that Smad7 
suppressed renal fibrosis by regulating the fibrosis-related 
microRNAs. To achieve this goal, Smad7 overexpression plas-
mids were delivered in the ligated kidneys of a mouse unilateral 
ureteral obstruction (UUO) model by ultrasound-microbubble 

gene transfer system to restore the renal expression of Smad7 
(Figure 1a,b).
As shown in Figure 1a, there was minimal collagen I and α-smooth 
muscle actin protein accumulation in the normal kidney of 
untreated mice. After UUO, mice developed severe tubulointer-
stitial fibrosis as demonstrated by elevating expression of collagen 
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Figure 1 delivery of smad7 overexpression plasmids attenuates renal fibrosis and the expression levels of fibrotic markers in mice.  
(a) Histology and immunohistochemistry. (b) Quantitative analysis of immunohistochemical staining. (c) Representative western blots. Expression of 
collagen I, α-SMA, and phosphorylated Smad3 (P-Smad3) in ligated kidneys increases at day 7 after unilateral ureteral obstruction (UUO) but reduces 
after gene transfer of Smad7 overexpression plasmids (S7 plasmid). Note that the expression levels of total Smad3 (T-Smad3) are not affected during 
fibrosis. Owing to the cross-reactivity of the antibody, the lower bands are total Smad3 while the upper bands are total Smad2 (T-Smad2). Each bar 
represents the mean + SEM for at least eight mice. **P < 0.01, ***P < 0.001 as compared with normal mice; ##P < 0.01, ###P < 0.001 as compared 
with UUO mice with control plasmids (Ctl plasmid). α-SMA, α-smooth muscle actin.
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I and α-smooth muscle actin at both mRNA and protein levels 
(Figures 1a and 2a). In contrast, Smad7 therapy largely reduced 
expression of these fibrotic markers in UUO kidneys (Figure 1b,c 
and 2a). Inhibition of renal fibrosis by Smad7 was associated 
with blockade of phosphorylated Smad3 (Figure 1c). All these 
data confirmed that gene therapy of Smad7 in mice attenuated 
renal fibrosis by blocking TGF-β/Smad3-mediated renal fibro-
sis. Further study showed that the development of severe renal 
fibrosis was associated with a loss of miR-29b, but upregulation 
of miR-192 and miR-21 in the UUO kidney (Figure 2b). Again, 
overexpression of Smad7 restored the normal level of renal miR-
29b expression but downregulated miR-192 and miR-21 in the 
obstructed kidney (Figure 2b). More significantly, results from 
the combination of immunohistochemical staining with the anti-
Smad7 antibody and in situ hybridization with FITC-miR-29b, 
miR-192, and miR-21 demonstrated that the levels of renal Smad7 
expression were correlated positively with miR-29b but nega-
tively with miR-21 and miR-192 expression during renal fibrosis 

(Figure 2c–e). All these results suggested that Smad7 overexpres-
sion suppressed renal fibrosis in the fibrotic kidney by altering the 
expression of these fibrosis-related microRNAs.

We then employed in vitro studies to validate the results 
from in vivo studies. To mimic the in vivo experiment, we gener-
ated the MCs and TECs19 stably expressing inducible vectors for 
Smad7 overexpression in which transgene expression was regu-
lated in the presence of doxycycline (Dox). Consistent with previ-
ous studies,19 overexpression of Smad7 suppressed expression of 
fibrotic markers not only in TECs19 (Figure 3a,c) but also in MCs 
(Figure 3b,d) at 24 hours after TGF-β1 treatment in both pro-
tein and RNA levels. For microRNAs, expression of miR-21 and 
miR-192 were elevated after treating TECs and MCs with TGF-β1 
(Figure 3e,f). In contrast, TGF-β1 treatment inhibited miR-29b 
expression in TECs and MCs (Figure 3e,f). More importantly, 
overexpression of Smad7 restored miR-29b expression but abol-
ished miR-21 and miR-192 in response to TGF-β1 in both MCs 
and TECs (Figure 3e,f). These results further confirmed that 
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Figure 2 smad7 overexpression attenuates the expression levels of fibrotic markers and alters the expression levels of fibrosis-related 
micrornAs. (a) Real-time PCR of expression of fibrotic markers in the unilateral ureteral obstruction (UUO) model. Expression of collagen I, fibronec-
tin (Fn), and α-smooth muscle actin (α-SMA) in ligated kidneys increases after UUO but reduces after gene transfer of Smad7 overexpression plasmids 
(S7 plasmid). (b) Real-time PCR of expression of renal expression of miR-29b, miR-192, and miR-21 in the UUO model. (c–e) The combination of 
immunohistochemical staining with the anti-Smad7 antibody (red) and in situ hybridization with FITC-miR-29b, miR-192, and miR-21 (green). At 
Day7 of UUO, expression levels of miR-192 and miR-21 are elevated and miR-29b expression is reduced. During UUO, endogenous Smad7 expression 
is reduced in ligated kidneys. Smad7 overexpression restores miR-29b expression but abolishes expression of miR-21 and miR-192. No signal was 
observed when a scramble microRNA probe was used (data not shown). Each bar represents the mean + SEM for at least eight mice. ***P < 0.001 as 
compared with normal mice; ##P < 0.01, ###P < 0.001 as compared with UUO mice with control plasmids (Ctl plasmid). Ctl: control plasmid; S7: 
Smad7 overexpression plasmid.
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Smad7 is critical for regulating expression of fibrosis-related 
microRNAs during TGF-β1-induced fibrotic response.

As TGF-β/Smad3 signaling also plays an important 
role in diabetic and hypertensive kidney injury, treatment 

with AGE and AngII activates Smad3 signaling pathway via 
the TGF-β-dependent signaling pathways.20–22 In addition, 
overexpression of Smad7 is able to suppress the AGE- and 
AngII-induced activation of Smad3 and fibrosis.20–26 We next 

Figure 3 overexpression of smad7 reduces transforming growth factor-β1 (tGF-β1)-induced expression of fibrotic markers and alters expres-
sion levels of mir-29b, mir-21, and mir-192 in rat mesangial cells (Mcs) and tubular epithelial cells (tecs). (a) Representative western blots 
of expression of fibrotic markers in TECs at 24 hour after treatment with TGF-β1. (b) Representative western blots of expression of fibrotic markers in 
MCs at 24 hour after treatment with TGF-β1. (c) Real-time PCR analysis of expression of fibrotic markers in TECs. (d) Real-time PCR analysis of expres-
sion of fibrotic markers in MCs. (e) Real-time PCR analysis of microRNA expression in TECs. (f) Real-time PCR analysis of microRNA expression in MCs. 
Overexpression of Smad7 in MCs and TECs suppresses mRNA and protein expression of collagen I (Col I), fibronectin (Fn), and α-smooth muscle actin 
(α-SMA) induced by TGF-β1 after Dox treatment. MCs and TECs transfected with Smad7 overexpression plasmids restores miR-29b expression, and 
inhibits the induction of miR-21 and miR-192 by TGF-β1. Each bar represents the mean + SEM for at least three independent experiments. *P < 0.05, 
**P < 0.01, ***P < 0.001 as compared with time 0; #P < 0.05, ##P < 0.01, ###P < 0.001 as compared with without Dox treatment.
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asked whether Smad7 therapy was also able to regulate these 
Smad3-dependent microRNAs in response to AGE and AngII 
in Dox-induced Smad7 overexpressing MC and TEC lines. As 
shown in Figure 4a–d, overexpression of Smad7 in MC and 
TEC lines was able to prevent AngII-induced loss of miR-29b 
expression but suppressed expression of miR-21 and miR-192, 
suggesting that that Smad7 regulation of these fibrosis- related 
microRNAs is a common mechanism to protect kidneys  
from fibrosis.

disruption of smad7 gene suppresses mir-29b  
but promotes mir-21 and mir-192 expression  
in obstructive nephropathy
Next, we examined whether loss of Smad7 function in Smad7 
knockout (Smad7ΔE1) mice would enhance renal fibrosis by 
altering Smad3-dependent microRNAs. In Smad7ΔE1 mice, renal 
TGF-β/Smad3 signaling was activated because it was no longer 
suppressed by Smad7, thereby enhancing renal fibrosis as shown 
in Figure 5a and previously reported.27 In our previous study, 
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deletion of Smad7 gene in mice promoted the induction miR-
192 in ligated kidneys.18 In this study, we further demonstrated 
that deletion of Smad7 largely enhanced miR-21, but suppressed 
miR-29b expression in the UUO kidney (Figure 5b). These results 
confirm that Smad7 has the ability to regulate the TGF-β/Smad3-
mediated microRNAs during renal fibrosis.

overexpression of mir-192 and mir-21 relieved the 
inhibitory effect of smad7 on tGF-β1-induced renal 
fibrosis in vitro
To determine whether these fibrosis-related microRNAs act down-
stream of Smad7 function, we overexpressed miR-21 and miR-192 
mimics in Smad7 overexpressing TECs by transiently transfect-
ing miR-21 and miR-192 mimics into the Dox-induced Smad7-
expressing TECs (Figures 6 and 7). Results of real-time PCR 
showed that although Smad7 overexpression indeed suppressed 

the endogenous levels of miR-192 and miR-21 (Figures 6a-(ii) 
and 7a-(ii)), overexpression of miR-192 and miR-21 mimics 
resulted in over 200-fold increase in expression levels of miR-192 
and miR-21 (Figures 6a-(i) and 7a-(i)), thereby largely revers-
ing the inhibitory effect of Smad7 on TGF-β1-induced collagen 
I, fibronectin, and α-SMA expression (Figures 6b–d and 7b–d). 
Similarly, treatment with anti-miR-29b inhibitor in Smad7 over-
expressing TECs was also able to overcome the inhibitory effect of 
Smad7 on TGF-β1-induced fibrosis (Figure 8).

dIscussIon
In this study, we demonstrated that restoration of renal miR-29b 
and inhibition of miR-192 and miR-21 may be a mechanism by 
which Smad7 therapy inhibits renal fibrosis. Gene therapy by over-
expressing Smad7 prevented a loss of renal miR-29b, but inhibited 
the upregulation of miR-21 and miR-192 in diseased kidney with 
progressive renal fibrosis. In contrast, disruption of Smad7 gene 
in mice reversed this phenomenon. More importantly, this study 
demonstrated that introduction of miR-29b inhibitor, miR-21, 
and miR-192 mimics were able to re-induce the renal fibrosis in 
response to TGF-β when Smad7 was overexpressed, implying that 
these microRNAs are downstream of Smad7.

It is well known that Smad7 acts as an inhibitory Smad to sup-
press Smad2 and Smad3 activation.8 Expression of Smad7 is induced 
by TGF-β1 via a Smad3-dependent mechanism. Once Smad7 is 
induced, it in turn inhibits TGF-β/Smad signaling by a negative 
feedback mechanism.17 Furthermore, activation of Smad3 also 
induces the expression of E3 ligases including Smurf2 and Arkidia, 
which can bind and degrade Smad7 protein via the ubiquitin pro-
teasome degradation mechanism.8 Therefore, in kidney diseases, 
ubiquitin-mediated degradation of Smad7 is enhanced, resulting 
in increased activation of TGF-β signaling and progressive renal 
fibrosis.17 This is supported by the findings that Smad7 KO mice 
develop more severe renal fibrosis in both obstructive nephropa-
thy and diabetic kidney disease as renal TGF-β/Smad3 signaling 
is enhanced.14,27 In contrast, Smad7 treatment blocks activation 
of TGF-β/Smad3 signaling, and therefore substantially attenuates 
progressive kidney diseases, as evidence by a reduction of protei-
nuria, serum creatinine, and an increase in creatinine clearance, 
in obstructive nephropathy, remnant kidney disease, and autoim-
mune crescentic glomerulonephritis.10,12,13 In this study, we added 
new evidence that the inhibitory effect of Smad7 on renal fibrosis 
may be attributed to altering the Smad3-dependent microRNAs-
related to fibrosis such as restoring renal miR-29b while suppress-
ing expression of renal miR-21 and miR-192.

It is now well accepted that Smad3 plays a pathological role 
in renal fibrosis.8,28,29 Recently, we have also demonstrated that 
Smad3 mediates renal fibrosis by upregulating miR-21, miR-192, 
while downregulating miR-29b because there are Smad3 response 
elements in their promoters.15–16,18 Thus, inactivation of TGF-β/
Smad3 signaling by Smad7 may be the common mechanism 
by which Smad7 treatment inhibited miR-21 and miR-192 but 
upregulated miR-29 expression in a variety of kidney diseases and 
in vitro in response to TGF-β1, AGE, and AngII as seen in this and 
other studies.20–22

Because Smad3 can directly regulate the expression of colla-
gens, fibronectin, and α-smooth muscle actin by binding to their 
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promoters,4,8 this raises a question about what the exact role of 
microRNAs is in fibrosis. Up to date, miR-29b is known to directly 
bind and suppress collagen expression.30 Under diabetic condition, 
miR-192 regulates E-box repressors to promote TGF-β-induced 
extracellular matrix protein expression.31 From a study in lung fibro-
sis, miR-21 promotes the TGF-β signaling by repressing Smad7,32 
therefore functioning in a feed-forward loop to amplify the TGF-β/
Smad3-mediated fibrosis.33 However, it is also possible that miR-21 
may promote fibrosis through other mechanisms such as activa-
tion of ERK/MAP kinase signaling and proliferation of fibroblasts.33 
Therefore, the Smad3-depdendent microRNAs may offer a fine-tun-
ing, dynamic, and adaptive regulation in TGF-β-mediated fibrosis.

In conclusion, this study illustrated that Smad7 suppresses 
renal fibrosis by regulating TGF-β-regulated microRNAs related 
to fibrosis. We also confirmed that these fibrosis-related microR-
NAs are downstream of Smad7. Most importantly, restored renal 
miR-29b but suppressed miR-192 and miR-21 may be a mecha-
nism by which gene therapy with Smad7 inhibits renal fibrosis.

Methods
Smad7 knockout (Smad7ΔE1) mice. Mutant mice deficient in exon 1 of 
the Smad7 gene (provided by Prof. Rainer L. Heuchel, Karolinska Institutet, 
Stockholm, Sweden) have been described recently.34 All mice were from 
a CD-1 background. Before obtaining from Charles River Laboratories, 
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Figure 6 delivery of mir-192 mimic re-induces transforming growth factor-β1 (tGF-β1)-induced expression of fibrotic markers in smad7 
overexpressing tubular epithelial cells (tecs). (a) Real-time PCR analysis of miR-192 in TECs at 24 hours after TGF-β1 treatment (i) with all samples 
(ii) without miR-192 mimic. (b) Representative western blots of fibrotic markers. (c) Quantitative analysis of western blots. (d) Real-time PCR analysis 
of fibrotic markers. Note that (a-i) TECs transfected with miR-192 mimics contain an excessive amount of the mature form of  miR-192. (a-ii) TECs 
transfected with Smad7 overexpression plasmids show a reduction of TGF-β1-induced miR-192 expression. After treatment with TGF-β1 for 24 hours, 
overexpression of Smad7 in TECs does not totally suppress TGF-β1-induced expression of collagen I (Col I), fibronectin (Fn), and α-SMA after the 
delivery of miR-192 mimic. Each bar represents the mean + SEM for at least three independent experiments. *P < 0.05, **P < 0.01, ***P < 0.001 as 
compared with time 0; #P < 0.05, ##P < 0.01, ###P < 0.001 as compared with no delivery of miR-192 mimic. ††P < 0.01, †††P < 0.001 as compared 
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heterozygous mutant mice were backcrossed five generations onto CD-1 
mice. Homozygous Smad7 wild-type and Smad7ΔE1 mice were back-
crossed five generations onto CD-1 mice in our institution. The genotyping 
Smad7ΔE1 mice was performed as described.34 Male mice aged 8 weeks 
with a weight of 20–25 g were used for this study.

Obstructive kidney disease model. A UUO kidney disease model was per-
formed in mice by ligating left ureter as described previously.11,27 Groups 
of 8 mice were killed on day 7 after UUO. In addition, groups of 8 normal 
mice were employed as untreated age-matched controls. The experimen-
tal procedures were approved by the Chinese University of Hong Kong’s 
Animal Experimental Ethics Committee. Kidney samples were collected 
for immunohistochemistry, real-time PCR, and western blot analyses.

Ultrasound-mediated gene transfer of inducible Smad7 overexpres-
sion plasmids into the ligated kidneys. The mixture of Smad7 and tet-on 

plasmids was combined with Sonovue (Bracco, Milan, Italy) at a ratio of 
1:1 (v/v) as described previously.11–13,15 The mixed solution (400 μl) was 
then injected via the tail vein of eight CD-1 mice (20–22 g body weight, 
10-weeks-old), followed by applying the ultrasound transducer (Therasonic, 
Electro-Medical Supplies, Wantage, England) onto the left kidney with the 
ultrasound media with a continuous wave output of 1 MHz at 1 W power 
output for a total of 5 minutes. Eight control animals received the same 
procedure with a mixture containing the same amount of empty control 
plasmids (pTRE2/ tet-on). After gene transfer, the left kidney was ligated to 
establish the renal fibrosis mouse model. To induce transgene expression, a 
dose of Dox solution (200 μg/ml in 200 μl volume) was firstly injected into 
the peritoneal cavity after the gene transfer and then followed by feeding 
the mice with drinking water containing Dox (200 μg/ml) until killing. A 
group of eight normal age-matched mice was employed as a normal control. 
All mice were killed on day 7 after UUO and their kidneys were collected 

Figure 7 delivery of mir-21 mimic re-induces transforming growth factor-β1 (tGF-β1)-induced expression of fibrotic markers in smad7 over-
expressing tubular epithelial cells (tecs). (a) Real-time PCR analysis of miR-21 in TECs at 24 hours after TGF-β1 treatment (i) with all samples (ii) 
without miR-21 mimic only. (b) Representative western blots of fibrotic markers. (c) Quantitative analysis of western blots. (d) Real-time PCR analysis 
of fibrotic markers. Note that (a-i) TECs transfected with miR-21 mimics contain an excessive amount of the mature form of miR-21. (a-ii) TECs 
transfected with Smad7 overexpression plasmids show a reduction of TGF-β1-induced miR-21 expression. After treatment with TGF-β1 for 24 hours, 
overexpression of Smad7 in TECs partly suppresses TGF-β1-induced expression of collagen I (Col I), fibronectin (Fn), and α-SMA after the delivery 
of miR-21 mimic. Each bar represents the mean + SEM for at least three independent experiments. *P < 0.05, **P < 0.01, ***P < 0.001 as compared 
with time 0; #P < 0.05, ##P < 0.01, ###P < 0.001 as compared with no delivery of miR-21 mimic. ††P < 0.01, †††P < 0.001 as compared with no Dox 
treatment. SCR: scramble microRNA; α-SMA, α-smooth muscle actin.
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for analysis. The experimental procedures were approved by the Chinese 
University of Hong Kong’s Animal Experimental Ethics Committee.

Cell culture. The normal rat MC, 1099, and TEC line, NRK52E, (ATCC, 
Manassas, VA) were maintained in Dulbecco’s modified Eagle medium/low 
glucose (DMEM/LG) supplemented with 5% fetal bovine serum, 100 units/
ml penicillin and 100 μg/ml streptomycin (Life Technologies, Carlsbad, CA). 
To investigate the negative regulating role of Smad7 in TGF-β-regulated 
microRNA expression, a stable, Dox-regulated Smad7-expressing NRK52E 
cell line was employed.19,35 MC-1099 cells were co-transfected with pTRE2-
Smad7 and pEFpurop-Tet-on by using Lipofectamine 2000 in Opti-MEM 
medium (Life Technologies). This Dox-regulated Smad7-expressing MC 
cell line were selected by both puromycin and hygromycin and were main-
tained in DMEM/LG supplemented with 5% fetal bovine serum, 100 units/
ml penicillin and 100 μg/ml streptomycin (Life Technologies).

At 24 hours before the treatment of TGF-β1, doxycycline at  2  μg/ml  
was added to the cells in a serum-free medium.19 The Dox-regulated 

Smad7-expressing MC and TEC cell lines were then stimulated with 
human TGF-β1 (R&D Systems, Minneapolis, MN) at 2 ng/ml for 0, 6, 
12, and 24 hours in a serum-free medium DMEM/LG with or without 
doxycycline at 2 μg/ml.

For determining the effects of AGE, Dox-regulated Smad7-
expressing MC and TEC cell lines were stimulated with AGE-bovine 
serum albumin (BSA) or BSA control at concentrations of 33 μg/ml for 
periods of 0, 6, 12, and 24 hours following our protocols.19,35 At 24 hours 
before the treatment of AGE, doxycycline at 2 μg/ml was added to the 
cells in a serum-free DMEM/LG medium with or without doxycycline 
at 2 μg/ml.19

For determining the effects of AngII, Dox-regulated Smad7-expressing 
MC and TEC cell lines were stimulated with AngII at concentrations of 
1.0 µmol/l for periods of 0, 6, 12, and 24 hours following our protocols.22 
At 24 hours before the treatment of AngII, doxycycline at 2 μg/ml was 
added to the cells in a serum-free DMEM/LG medium with or without 
doxycycline at 2 μg/ml.19

Figure 8 delivery of anti-mir-29b re-induces transforming growth factor-β1 (tGF-β1)-induced expression of fibrotic mark-
ers in smad7 overexpressing tubular epithelial cells (tecs). (a) Real-time PCR analysis of miR-29b in TECs at 24 hours after TGF-β1 treat-
ment (i) with all samples (ii) without anti-miR-29b only. (b) Representative western blots of fibrotic markers. (c) Quantitative analysis of 
western blots. (d) Real-time PCR analysis of fibrotic markers. Note that (a-i) TECs transfected with anti-miR-29b suppresses the expression of 
the mature form of miR-29b. TECs transfected with Smad7 overexpression plasmids show a restoration of TGF-β1-suppresed miR-29b expres-
sion. After treatment with TGF-β1 for 24 hours, overexpression of Smad7 in TECs partly suppresses TGF-β1-induced expression of collagen I  
(Col I), fibronectin (Fn), and α-SMA after the delivery of anti-miR-29b. Each bar represents the mean + SEM for at least three independent experiments.  
*P < 0.05, **P < 0.01, ***P < 0.001 as compared with time 0; #P < 0.05, ##P < 0.01, ###P < 0.001 as compared with no delivery of miR-21 mimic. 
††P < 0.01, †††P < 0.001 as compared with no Dox treatment. SCR: scramble microRNA; α-SMA, α-smooth muscle actin.
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Transient transfection with microRNAs. Dox-regulated Smad7-expressing 
MC and TEC cell lines were treated with doxycycline at 2 μg/ml for 24 hours, 
in DMEM/LG supplemented with 5% fetal bovine serum, 100 units/ml 
penicillin and 100 μg/ml streptomycin (Life Technologies). The cells were 
then transfected with 30 nmol/l of miR-21 mimic, or miR-192 mimic, or 
anti-miR-29b inhibitor (Life Technologies), or negative control 1 Precursor 
miRNAs as a scramble microRNA (Life Technologies) in 6-well plates using 
siPort Neo-FX in Opti-MEM medium (Life Technologies) according to the 
manufacturer’s instructions. After transient transfection with microRNA 
mimics and inhibitor, we synchronized the cells by culturing them in plain 
DMEM/LG medium without serum for 24 hours. The cells were finally 
stimulated with human TGF-β1 (R&D Systems) at 2 ng/ml for 0, 6, 12, and 
24 hours in a serum-free DMEM/LG medium with doxycycline at 2 μg/ml 
following our protocols.19,35

RNA extraction and quantitative reverse transcription-PCR analysis. 
RNAiso Plus reagent (Takara, Japan) was used to isolate total RNA from 
the cultured cells and kidney tissues in accordance with the manufacturer’s 
instructions. Template cDNA was prepared by using reverse transcriptase 
and Real-time RT-PCR analysis of the fibrotic markers was performed 
as previously described.16,27 Expression of microRNAs was quantified by 
Real-time PCR by Taqman MicroRNA Assay (Life Technologies) with 
small nuclear RNA U6 as an endogenous control for normalization, in 
accordance with manufacturer’s instructions as previously described.15,16,18 
Real-time RT-PCR analysis of the fibrotic markers was performed as pre-
viously described.20,27 Ratios for mRNA/GAPDH mRNA or miRNA/U6 
were calculated by using the ΔΔCt method for each sample and expressed 
as the mean ± SEM.

Western blot analysis. Western blot analysis was performed as previously 
described.24 Briefly, protein from kidney tissues was extracted with RIPA 
lysis buffer (1% Nonidet P-40, 0.1% SDS, 1 mmol/l phenylmethylsulfonyl 
fluoride, 0.5% sodium deoxycholate, 1 mmol/l sodium orthovanadate, and 
1 mmol/l sodium fluoride in phosphate-buffered saline). After determining 
protein concentrations, 20 μg of the protein was mixed with an equal amount 
of 2× SDS loading buffer (100 mmol/l Tris.HCl, 4% SDS, 20% glycerol, and 
0.2% bromophenol blue) for western blot analysis and subsequently the pro-
teins were transferred to a nitrocellulose membrane. After blocking with 
5% BSA in Tris-buffered saline buffer, the membranes were then incubated 
overnight at 4 °C with primary antibodies against collagen I (Southern Tech, 
Birmingham, AL), fibronectin (Dako, Carpinteria, CA), α-SMA (Sigma, 
St Louis, MO), Smad7 (H-79, G-23, Santa Cruz Biotechnology, Santa Cruz, 
CA), Phospho-Smad3 (Cell Signaling, Danvers, MA), Smad3 (Upstate, 
Billerica, MA), and GAPDH (Chemicon, Temecula, CA), followed by incu-
bation with an IRDyeTM800 conjugated secondary antibody (Rockland 
Immunochemicals, Gilbertsville, PA). The signals were visualized and quan-
tified by the Odyssey Infrared Imaging System (Odyssey, San Diego, CA). 
The protein levels of the markers were normalized with GAPDH. Then we 
combined these ratios from three blots and calculated the mean with SEs 
that were shown in the figures. As the samples were run in different gels, we 
normalized with the intensities of GAPDH bands from the samples without 
any treatment. (i.e., 0d with TGF-β1 and Scramble miRNA).

Histology, in situ hybridization, and immunohistochemistry. Changes 
in renal morphology were examined in methyl Carnoy’s- fixed, paraffin-
embedded tissue sections (4 µm) stained with hematoxylin and eosin or 
periodic acid-Schiff. Immunohistochemical analysis was applied in paraffin 
sections with a microwave-based antigen retrieval technique.23,24 The anti-
bodies used in this study included: collagen I (Southern Tech), fibronectin 
(Dako), α-SMA (Sigma), and Smad7 (Santa Cruz). Isotype-matched rabbit 
immunoglobulin G (Sigma) was used as negative controls throughout the 
study. All slides were counterstained with hematoxylin for the nuclei.

Specific 5′ FITC-labeled antisense-locked nucleic acid oligonucleotides 
for mmu-miR-21, mmu-miR-192, mmu-miR-29b, and a scramble probe as 
a negative control were purchased from Exiqon (Vedbaek, Denmark). The 

detailed procedure for in situ hybridization was done per manufacturer’s 
protocol.36 In brief, 5-μm slides were prepared from formalin fixed, 
paraffin-embedded kidney tissues. Following deparaffinization and 
deproteinization (10 µg/ml) for 8 minutes, the slides were prehybridized 
with 1× hybridization buffer without probe. The hybridization was carried 
out overnight in a 1× hybridization buffer (30–70 μl) with FITC-anti-sense 
microRNA probe at 45 oC for overnight. After washing, the slides were 
blocked and incubated with Smad7 (Santa Cruz Biotechnology) antibody, 
and subsequently with Alexafluor 555 conjugated secondary antibody (Life 
Technologies). Signals were visualized and detected under fluorescence 
microscope (Axioplan2 imaging, Carl Zeiss, Oberkoche, Germany).

Statistical analyses. Data from real-time PCR, immunohistochemical, 
and western blot analysis were expressed as the mean ± SEM and com-
pared using one-way analysis of variance (ANOVA) with Newman–Keuls 
comparison program from GraphPad Prism 5.0 (GraphPad Software, San 
Diego, CA).
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