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Abstract. indian hedgehog signaling molecule (ihh) is 
known to play critical roles in chondrogenesis and cartilage 
development. However, it remains largely unknown how ihh 
is regulated during the process. Previous studies suggest that 
ihh plays an important regulatory role in the growth and 
development of articular cartilage, but whether it is regulated 
by mirnas is unclear. The present study aimed to investigate 
the effects of mir-1 on chondrocyte differentiation and matrix 
synthesis, and to determine whether mir-1 can regulate the 
ihh signaling pathway. in the present study, the expression 
level of mir-1 was altered via transfection of the mir-1 mimic 
or inhibitor in mouse thorax chondrocytes, and the impact on 
chondrocyte phenotypes and ihh expression was examined. 
overexpression of mir-1 promoted the expression of the 
matrix synthesis-associated molecules collagen (col)-ii and 
aggrecan, two key components in cartilage matrix. conversely, 
overexpression of mir-1 significantly downregulated the 
expression of chondrocyte differentiation markers col-X and 
matrix metallopeptidase 13. Moreover, overexpression of 
mir-1 dose-dependently inhibited endogenous ihh expres-
sion, and an association was observed between mir-1 and 
ihh expression. The 3'  untranslated region (uTr) of ihh from 
various species contains two mir-1 binding sites. luciferase 
reporter assays indicated that mir-1 post-transcriptionally 

suppressed ihh expression, which was dependent on the 
binding of mir-1 to one of the two putative binding sites of 
the ihh 3'uTr. Furthermore, via inhibition of ihh expression, 
mir-1 decreased the expression of molecules downstream of 
ihh in the Hedgehog signaling pathway in mouse thorax chon-
drocytes. This study provided new insight into the molecular 
mechanisms of mir-1 in regulating chondrocyte phenotypes 
via targeting the ihh pathway.

Introduction

Micrornas (mirnas/mirs) are a class of endogenous small 
single-stranded non-coding rnas that have post-transcription 
regulatory functions in eukaryotes (1). ranging from 20 to 25 
nucleotides in size, mirnas recognize the 3' untranslational 
region (3'uTr) of their target mrnas through base pairing, 
and suppress the translation or promote the degradation of 
target mrnas via the formation of rna-induced silencing 
complexes (2-4). mirnas are involved in a variety of physi-
ological processes including cell proliferation, differentiation, 
apoptosis, energy metabolism, and various pathological condi-
tions such as cardiac remodeling, B cell development, diabetes 
and allergic inflammation (5‑10).

accumulating studies have demonstrated that mirnas 
are also actively involved in regulating chondrogenesis 
and cartilage development (11). For example, mir-410 (12), 
miR‑29b (13) and miR‑218 (14) have been identified to regulate 
chondrogenic differentiation of bone marrow mesenchymal 
stem cells. mir-1 is expressed in muscle tissues and is involved 
in the regulation of proliferation and differentiation of muscle 
tissues through targeting histone deacetylase 4, as well as the 
activation of oxidative metabolism during muscle cell differ-
entiation through the miR‑1/133a‑myocyte‑specific enhancer 
factor 2a-Δ like non-canonical notch ligand 1-iodothyronine 
deiodinase 3 axis (15,16). Knockout of skeletal muscle‑specific 
mirnas-1-2 in vivo resulted in the death of 50% of mice due 
to cardiac morphological abnormalities, electrical conduction 
and cell cycle disorders (17). our previous study demonstrated 
that mir-1 is highly expressed in the hypertrophic zone of 
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growth plate cartilage, and regulates chondrocyte phenotypes 
during growth plate development (18). However, the roles 
of mir-1 in regulating matrix synthesis and chondrocyte 
proliferation and differentiation have not been extensively 
investigated.

The Hedgehog genes were originally identified during the 
study of the gene mutations in Drosophila melanogaster (19). 
one subtype of secretory Hedgehog proteins, indian 
hedgehog (ihh), is expressed predominantly in mammalian 
prehypertrophic chondrocytes (20,21). ihh plays an important 
role in bone development and maintains bone balance before 
and after birth. activation of ihh has been reported to promote 
chondrocyte hypertrophy in human osteoarthritic carti-
lage (22) and cultured chicken chondrocytes (23). Previous 
studies suggest that ihh plays an important regulatory role in 
the growth and development of articular cartilage (24-26), but 
whether it is regulated by mirnas is unclear.

in the present study, mouse primary chondrocytes were 
isolated and mir-1 levels were altered via the transfec-
tion of a mir-1-specific mirna mimic and inhibitor in 
chondrocytes. The expression of matrix synthesis associ-
ated molecules collagen (col)-ii and aggrecan (aGG), and 
chondrocyte differentiation markers col-X and matrix 
metallopeptidase (MMP)-13 were evaluated upon mir-1 
overexpression and inhibition in chondrocytes. importantly, 
this study demonstrated that mir-1 promotes cartilage matrix 
synthesis and regulates the chondrocyte differentiation by the 
post-transcriptional suppression of the ihh gene.

Materials and methods

miRNA mimic, inhibitor and small interfering (si)RNA oligo‑
nucleotides (oligos). The mir-1 mimic, corresponding negative 
control mimic (conmir), the mir-1 inhibitor (anti-mir-1), 
control mirna inhibitor (control), and the sirna oligos were 
purchased from Shanghai GenePharma co., ltd. The mirna-1 
mimics were double-stranded sirna oligos. The sense strand of 
mirna-1 mimic (5'-uGGaauGuaaaGaaGuauGuau-3') 
consisted of 21 bases, and the antisense strand was complemen-
tary to the sense chain. The mir-1 inhibitor consisted of rna 
oligos of 21 bases fully complementary to the target sequences 
and modified with 2' oxygen methyl. The siRNA oligo for 
knockdown of ihh (siihh) was designed and synthesized by 
Shanghai GenePharma co., ltd., and the sequences were as 
follows: sense, 5'-ccuucaGuGauGuGcuuauTT-3'.

Isolation and culture of primary chondrocytes. c57Bl/6 mice 
of specific‑pathogen‑free‑grade (male, 6‑8 weeks old) were 
purchased and maintained in the animal experimental center 
of Shanxi Medical university. a total of 10 mice were main-
tained in a specific pathogen‑free (SPF) ‘barrier’ facility and 
housed under 25˚C and humidity and alternating 12‑h light 
and dark cycles. The mice received SPF mouse food and were 
provided with sterile drinking water ad libitum. all experi-
ments involving the use of animals in this study were approved 
by the ethics committee of Shanxi Medical university. The 
isolation and culture of murine primary chondrocytes were 
conducted as previously reported (27). Briefly, mouse thoraxes 
were isolated and digested in PBS supplemented with 3 mg/ml 
collagenase D (Roche Diagnostics GmbH) for 90 min at 37˚C 

until soft tissues were peeled clean. Then, the tissues were 
further digested with fresh digestion medium containing 
3 mg/ml collagenase D at 37˚C for an additional 4 h with 
shaking. chondrocytes were harvested after centrifugation 
of the suspension at 1,000 x g, 4˚C for 10 min, and cultured 
in dulbecco's modified eagle's medium/nutrient Mixture 
F-12 (dMeM/F-12; 1:1 ratio mixture) medium supplemented 
with 10%, 100 u/ml of penicillin and 100 µg/ml of strepto-
mycin (all purchased from Gibco; Thermo Fisher Scientific, 
Inc.). Chondrocytes were grown in a humidified atmosphere 
with 5% co2 at 37˚C, and the medium was changed every 
other day.

Chondrocyte transfection. chondrocytes at passages 2-4 
were used for transfection of the mir-1 mimic, inhibitor 
and sirna. Transfection experiments were performed with 
lipofectamine® 2000 reagent (invitrogen; Thermo Fisher 
Scientific, inc.) following the manufacturer' s protocols. 
Briefly, chondrocytes were seeded at 3x105/well in 6-well 
plates. The mir-1 mimic, and its inhibitor, and sirna oligos 
against ihh (40 pM) were resuspended in GenMutt buffer 
(Promega corp.) and mixed with 10 µl of lipofectamine 2000 
reagent for transfection of cells in a single well. at 24 or 48 h 
after the transfection, the cells were harvested for rna isola-
tion, western blotting and immunofluorescence.

Cell proliferation assay. cell proliferation was detected by 
5-ethynyl-2'-deoxyuridine (edu; cell light edu apollo 567 
In Vitro imaging Kit; riboBio) labeling of cultured cells 
according to a previous study (13). after permeabilization 
with 0.5% Triton X-100 in PBS for 10 min and washing with 
PBS for 3 times, the cells were subsequently stained with 
apollo and daPi at room temperature for 1 h. The cells were 
observed immediately after staining under a fluorescence 
microscope (dM6 B; leica Microsystems GmbH) under x40 
magnification, and the percentages of positively stained cells 
(red) were calculated using image lab software 5.1 (Bio-rad 
laboratories, inc.). a total of ~300 cells in each group were 
counted, and three independent experiments were performed.

ELISA. The levels of ihh (cat. no. Sed116Mu; Wuhan uScn 
Business co., ltd.), MMP-13 (cat. no. Sea099Mu; Wuhan 
uScn Business co., ltd.), tissue inhibitor of metalloprotein-
ases-1 (TiMP-1) (cat. no. Sea552Mu; Wuhan uScn Business 
co., ltd.), glycosaminoglycan (GaG) (cat. no. eK3456; 
Signalway antibody, ltd.) and col-X (cat. no. Sec156Mu; 
Wuhan uScn Business co., ltd.) in cell culture supernatants 
were determined using eliSa. chondrocytes seeded in 
24-well plates at a density of 8,000 cells/well in dMeM/F-12 
medium were cultured overnight, and then separately trans-
fected with the mir-1 mimic, the mir-1 mimic control, the 
mir-1 inhibitor and the mir-1 inhibitor control. eliSas were 
performed according to the manufacturer' s protocols. all 
samples were normalized according to the total protein levels 
and run in duplicate, and the average value was calculated.

Reverse transcription‑quantitative PCR (RT‑qPCR). 
rT-qPcr was performed as previously described (18). 
Total rna was isolated from in vitro cultured chondrocytes 
using the rneasy Mini kit (Qiagen GmbH). Total rna (1 µg) 
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was reverse transcribed to complementary dna (cdna) using 
the iScript™ cdna Synthesis kit (Bio-rad laboratories, 
inc.). The cdna (40 ng) was used to quantify the expres-
sion of the target genes by rT-qPcr, using the QuantiTect 
SYBr®-Green Pcr kit (Qiagen GmbH) with the dna engine 
opticon® 2 cFd-3220 continuous Fluorescence detector 
(MJ research inc.). The internal controls were 18S and u6 
(cat. no. 218300; Qiagen GmbH) for mrna and mirna, 
respectively (u6 primer sequence not commercially available). 
The stem-loop primers for mir-1 were designed and purchased 
from Qiagen GmbH. The mrna expression changes of genes, 
including Ihh, GLI family zinc finger (Gli)‑1, smoothened, 
frizzled class receptor (Smo), aGG, col-ii, col-X, Sox-9, para-
thyroid hormone-like hormone (PTHrP), Gli-2 and Gli-3, were 
quantified as described in our previous publications (22,28). 
The thermocycling conditions were as follows: Pre-incubation 
of samples at 95˚C for 5 min, then 40 cycles of denaturation at 
95˚C for 10 sec, annealing at 55˚C for 30 sec, and extension at 
72˚C for 30 sec. The sequences of primers used in this study 
are listed in Table i. relative transcript levels were calculated 
by the 2-ΔΔcq method (29).

Western blotting. Total proteins were obtained after lysing 
in vitro-cultured chondrocytes with riPa lysis buffer (Beyotime 
Institute of Biotechnology). Total protein was quantified using 
a bicinchoninic acid assay kit (cat. no. 23225; Pierce; Thermo 
Fisher Scientific, inc.) and 30 µg protein/lane was separated 
on a 10% SdS-PaGe gel and then transferred to a PVdF 
membrane (Beijing Solarbio Science & Technology co., ltd.). 
non-specific binding was blocked with 5% non-fat milk in 
Tris-buffered saline plus 0.1% TBST (cat. no. T1081; Beijing 
Solarbio Science & Technology Co., Ltd) at 25˚C for 2 h, and 
then the membranes were incubated with the primary antibodies 
(purchased from abcam) against ihh (1:1,000; cat. no. ab52919), 
Gli-1 (1:50; cat. no. ab49314), Smo (1:100; cat. no. ab236465), 
col-ii (1:5,000; cat. no. ab185430), col-X (1:300; cat. no. ab58632), 
and MMP‑13 (1:3,000; cat. no. ab39012) overnight at 4˚C. β-actin 
(1:1,000; cat. no. ab8227; abcam) was used as the loading 
control. after washing with TBST, the immobilized primary 
antibodies were incubated with a horseradish peroxidase-conju-
gated secondary goat anti-rabbit igG antibody (1:2,000; cat. 
no. ab205718; Abcam) for 1 h at 25˚C and visualized using the 
ECL kit (Thermo Fisher Scientific, Inc.). Finally, the blots were 
analyzed quantitatively using image lab software (version 5.1; 
Bio-rad laboratories, inc.) as previously described (30).

Immunofluorescence assay. chondrocytes cultured in vitro 
were rinsed in PBS three times and fixed with 4% form-
aldehyde in PBS for 15 min at room temperature. after 
blocking non‑specific binding with 5% normal goat serum 
(Sigma‑Aldrich; Merck KGaA) at 25˚C for 1 h, cells were then 
incubated with antibody against col-i (1:200; cat. no. ab6308; 
abcam), col-ii (1:200; cat. no. ab34712; abcam) or ihh 
(1:1,000; cat. no. ab52919; Abcam) in PBS for 8 h at 4˚C. After 
washing with PBS 3 times at room temperature, the cells were 
incubated with FiTc-conjugated goat anti-rabbit igG H&l 
antibody (1:1,000; cat. no. ab6717; Abcam) in PBS at 25˚C 
for 1 h. after another three washes with PBS, the samples 
were incubated with 10 µg/ml daPi (Beyotime institute of 
Biotechnology) for 5 min at room temperature. After the final 

round of three washes, the samples were mounted on slides and 
examined using a confocal microscope (nikon eclipse 80i; 
Nikon Corporation) under x40 magnification.

Dual‑luciferase reporter assay. The online tools including 
TargetScan (http://www.targetscan.org) and miranda 
(microrna.org) were utilized to identify target genes for mir-1. 
Sequence analysis indicated that mir-1 is conserved across 
mammalian species (mirBas accession no. MiMaT0000416; 
microrna.sanger.ac.uk/sequences/) and there are two 
mir-1 target sites in the 3'uTr of ihh in different species 
(caTTccaT and aTGaccTTccc).

The dual-luciferase assay was employed to determine the 
effect of mir-1 on controlling luciferase expression, which was 
linked with and regulated by the 3'uTr of human ihh gene. 
Three luciferase reporter plasmids containing wild-type (WT) 
or mutated mir-1 seed sites within the 3'uTr sequence of 
human ihh gene were purchased from Sangon Biotech co., 
ltd. The 293T cells were co-transfected with a combination 
of 200 ng of the wild-type-ihh-3'uTr-luc reporter plasmid 
(WT 3'uTr of human ihh gene), or plasmid containing the 

Table i. Sequences of Pcr primers used in this study.

Gene Primer sequence (5'-3')

Ihh F: ccacTTccGGGccacaTTTG
 r: GGccaccacaTccTccacca
Gli‑1 F: GGTccGGaTGcccacGTGac
 r: TcccGcTTGGGcTccacTGT
Gli‑2 F: caT GGT aTc ccT aGc Tcc Tc
 r: GaT GGc aTc aaa GTc aaT cT
Gli‑3 F: caT Gaa caG ccc TTT aaG ac
 r: Tca TaT GTG aGG TaG cac ca
Smo F: cTccTacTTccaccTGcTcac
 r: caaaacaaaTcccacTcacaGa
PTHrP F: caaccaGcccaccaGaGGa
 r: GGcGGcTGaGacccTcca
Col‑X F: GccaGGaaaGcTGccccacG
 r: GaGGTccGGTTGGGccTGGT
MMP‑13 F: GGaccTTcTGGTcTTcTGGc
 r: GGaTGcTTaGGGTTGGGGTc
Col‑II F: aaGGGacaccGaGGTTTcacTGG
 r: GGGccTGTTTcTccTGaGcGT
Aggrecan F: caGTGGGaTGcaGGcTGGcT
 r: ccTccGGcacTcGTTGGcTG
Sox9 F: cGTGGacaTcGGTGaacTGa
 r: GGTGGcaaGTaTTGGTcaaacTc
18s F: cGG cTa cca caT cca aGG aa
 r: GcT GGa aTT acc GaG GcT

ihh, indian hedgehog signaling molecule; Gli, Gli family zinc 
finger; Smo, smoothened, frizzled class receptor; PTHrP, parathyroid 
hormone-like hormone; col, collagen; MMP-13, matrix metallopepti-
dase 13; Sox9, SrY-box transcription factor 9; F, forward; r, reverse.
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3'uTr of ihh muta1 (mir-1 binding site 1 mutation) or the 
3'uTr of ihh muta2 (mir-1 binding site 2 mutation), or the 
3'uTr of ihh muta1 and muta2, with mir-1 mimic or control 
mir-nc (20 nM), and a Renilla plasmid (SV40 promoter; 
Sangon Biotech co., ltd.) using lipofectamine 2000 reagent 
(Invitrogen; Thermo Fisher Scientific, Inc). After transfection 
for 48 h, firefly luciferase activity was determined and adjusted 
by Renilla luminescence using the assay kit according to the 
manufacturer's instructions (Promega corporation). each 
experiment was repeated four times.

Statistical analysis. all the experiments were repeated at least 
three times and the results are expressed as the means ± Sd. 
Statistical analyses were performed using SPSS (version 19.0; 
iBM corp.). independent sample t-test was used to compare 
the data from two different groups. The data from multiple 
groups were analyzed by one-way anoVa followed by the 
Turkey-Kramer multiple comparisons tests. Two-way anoVa 
was used to compare the time-dependent changes in GaG. 
Statistical significance was set at P<0.05.

Results

miR‑1 promotes the proliferation of mouse thorax chondro‑
cytes. First, mouse thorax chondrocytes were isolated, and 
the expression of matrix components col-i and col-ii were 
measured by immunofluorescence. As shown in Fig. 1A, Col‑I 
expression was not detected, while col-ii was abundantly 
expressed in the chondrocytes (Fig. 2c). To determine the 
impact of mir-1 expression on chondrocyte proliferation, the 
mir-1 mimic or inhibitor (anti-mir-1) was transfected into 
these chondrocytes to alter mir-1 expression. as validated 
by RT‑qPCR, transfection of the miR‑1 mimic significantly 
increased miR‑1 transcription, while anti‑miR‑1 significantly 
decreased its expression, compared with the corresponding 
controls (Fig. 1B). edu staining at 48 h post-transfection 
demonstrated that mir-1 levels were positively associated 
with chondrocyte proliferation (Fig. 1c). The mir-1 mimic 
almost doubled the percentage of edu-positive chondrocytes, 
whereas the anti-mir-1 reduced the percentage of edu-stained 
chondrocytes by ~50% (Fig. 1d). Moreover, the association 
between mir-1 level and cell proliferation in mouse thorax 
chondrocytes was further validated using the ccK-8 cell 
proliferation assay (Fig. 1e). Furthermore, in chondrocytes at 
24 h after transfection of the mir-1 mimic, or inhibitor, or 
controls, the mrna levels of the matrix enzyme Sox-9, which 
is also a marker of chondrocyte proliferation, were associated 
with mir-1 expression levels (Fig. 1F).

miR‑1 increases the expression of matrix synthesis associated 
molecules Col‑II and AGG in mouse thorax chondrocytes. 
next, the impact of mir-1 expression on matrix synthesis 
was examined by measuring GaG, col-ii and TiMP1 protein 
levels in cell culture supernatants using eliSa, and col-ii 
protein levels using western blotting. Whereas overexpres-
sion of mir-1 increased GaG levels in supernatant at 24, 
36 and 48 h post-transfection, suppression of mir-1 by 
anti-mir-1 significantly decreased GaG levels (Fig. 2a). 
Immunofluorescence staining and western blotting also indi-
cated an association between mir-1 expression and col-ii 

protein expression (Fig. 2B and c). eliSa results demonstrated 
that a mir-1 mimic promoted the secretion of col-ii (Fig. 2d) 
and TiMP1 (Fig. 2e) proteins from the chondrocytes at 48 h 
after transfection, whereas transfection of anti-mir-1 reduced 
expression levels of these proteins in cell culture supernatants. 
Moreover, mir-1 promoted transcription of aGG and col-ii, 
as the chondrocytes transfected with the mir-1 mimic had 
significantly higher mRNA levels of AGG and Col‑II, whereas 
transfection of anti-mir-1 reduced aGG and col-ii transcript 
levels (Fig. 2F and G).

miR‑1 downregulates the expression of chondrocyte differ‑
entiation associated molecules Col‑X and MMP‑13 in mouse 
thorax chondrocytes. The impact of mir-1 expression on 
chondrocyte differentiation was then evaluated by quanti-
fying protein and mrna levels of chondrocyte differentiation 
related molecules, col-X and MMP-13. Western blotting 
and eliSa results indicated that col-X (Fig. 3a and B) 
and MMP-13 (Fig. 3a and d) protein levels decreased at 
48 h after transfection of the mir-1 mimic and increased 
after transfection of anti-mir-1. in addition, as revealed by 
rT-qPcr assays, mrna levels of col-X (Fig. 3B) decreased 
at 24 h after transfection of the mir-1 mimic but increased 
after transfection of anti-mir-1. Therefore, an association 
between the expression of mir-1 and hypertrophy-associated 
molecules col-X and MMP-13 was observed in mouse thorax 
chondrocytes.

miR‑1 suppresses the expression of Ihh in mouse thorax 
chondrocytes. To determine the potential interaction between 
mir-1 function and Hedgehog signaling pathway in chon-
drocytes, the levels of ihh protein and mrna in mouse 
chondrocytes was quantified after transfection of the miR‑1 
mimic and anti-mir-1. at 48 h after transfection, the mir-1 
mimic inhibited the expression of ihh protein in the chon-
drocytes in a dose-dependent manner (Fig. 4a). consistently, 
whereas the mir-1 mimic inhibited the production of ihh 
protein, anti-mir-1 increased ihh protein expression as 
revealed by western blotting (Fig. 4B). Immunofluorescence 
staining also demonstrated a role of mir-1 in downregulating 
ihh expression (Fig. 4c). Moreover, the protein levels of ihh 
in cell culture supernatant decreased at 48 h after transfection 
of the miR‑1 mimic (Fig. 4D). Furthermore, similar findings 
were observed on ihh mrna levels at 24 h after transfection 
of the mir-1 mimic and anti-mir-1 in mouse thorax chondro-
cytes (Fig. 4e).

Post‑transcriptional regulation of Ihh by miR‑1 is dependent 
on the miR‑1 binding site in the 3'UTR of Ihh gene. Since mir-1 
regulates ihh mrna levels, the potential post-transcriptional 
inactivation of ihh by mir-1 was explored. Sequence analysis 
indicated that mir-1 is conserved in different mammalian 
species, and there are two putative seed regions of mir-1 
in the 3'uTr of the ihh gene (positions: 5'-271-278-3' and 
5'-490-498-3'), and the homologous binding sites in ihh 
gene among human, mouse, chimpanzee and rat were iden-
tified (Fig. 5A). To confirm the contribution of these miR‑1 
binding sequences in downregulating the ihh mrna levels, 
vectors were constructed that linked the coding sequence of 
the luciferase gene and the 3'uTr of human ihh gene. in these 
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vectors, the 3'uTr of human ihh gene included either two WT 
mir-1 seed regions, one mutated mir-1 seed region, or two 
mutated seed regions. luciferase reporter assays indicated 
that a mir-1 mimic suppressed luciferase activity of the WT 

ihh-3'uTr reporter containing two binding sites, and this 
suppression was abolished when expressing the ihh-3'uTr 
reporter containing mutations of two putative mir-1 binding 
sites (mutated-1 and 2) or a single mutation of the mir-1 

Figure 1. mir-1 promotes the proliferation of mouse thorax chondrocytes. (a) expression of col-i in mouse thorax chondrocytes was assessed using immu-
nofluorescence staining. Mouse fibroblasts were used as the positive control for Col‑I staining; magnification, x40; scale bars, 40 µm. (B) RT‑qPCR results 
showed that transfection of the mir-1 mimic (40 pM) increased mir-1 levels, whereas transfection of the anti-mir-1 decreased its expression, compared with 
the transfection of a negative control mimic (conmir) or a control mirna inhibitor (control) in the mouse sterna chondrocytes at 24 h post-transfection. n=3 
for each group; *P<0.05 vs. ConmiR or Control. (C and D) Cell growth was measured by EdU cell proliferation staining 48 h after mouse sterna chondrocytes 
were transfected with the mir-1 mimic (mir-1) or negative control mimic (conmir), and mir-1 inhibitor (anti-mir-1) or a control mirna inhibitor (control) 
at 120 nM, respectively; (c) images show the staining for edu and daPi, and (d) bar graph data summarizes the percentage of edu-proliferating cells in 
5 view fields per group; miR‑1 stimulates chondrocyte proliferation. Scale bars, 40 µm; *P<0.05 vs. ConmiR; #P<0.05 vs. Control. (E) Transfection of miR‑1 
enhanced mouse thorax chondrocyte proliferation, while transfection of anti-mir-1 inhibited proliferation, as measured by the ccK-8 cell proliferation assay. 
n=5 for each group; *P<0.05 vs. ConmiR or Control. (F) miR‑1 increased Sox‑9 mRNA levels, a marker for chondrocyte proliferation. Sox‑9 mRNA levels 
in mouse sterna chondrocytes transfected with the mir-1 mimic (mir-1), or control mirna mimic (conmir), and inhibitor (anti-mir-1) or control mirna 
inhibitor (Control) were quantified by RT‑qPCR at 24 h post transfection. n=3 for each group; *P<0.05 vs. ConmiR; #P<0.05 vs. Control. Col, collagen; 
Sox9, SrY-box transcription factor 9; rT-qPcr, reverse transcription-quantitative Pcr; mir/mirna, microrna.
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putative binding site 2 (mutated-2; Fig. 5c). These results 
suggested that the mir-1 binding site 2 contributes to the 
suppression of ihh expression by mir-1.

miR‑1 decreases the expression of Ihh downstream mole‑
cules in the Hedgehog signaling pathway in mouse thorax 
chondrocytes. To further validate the post-transcriptional 
regulation of mir-1 on the ihh gene, the impact of altered 
mir-1 expression on known genes downstream of ihh in the 

Hedgehog signaling pathway was examined in mouse thorax 
chondrocytes. overexpression of mir-1 with the mir-1 mimic 
decreased the mrna levels of Gli-1, Gli-2, Gli-3, Smo and 
PTHrP, while knockdown of mir-1 by anti-mir-1 transfection 
significantly increased the expression of these Ihh downstream 
genes, compared with the control mirnas (Fig. 6a). To 
determine whether the regulation of these genes required ihh, 
the mrna levels of Gli-1, Gli-2, Gli-3, Smo and PTHrP was 
quantified in mouse chondrocytes with knockdown of miR‑1 

Figure 2. mir-1 increases the expression of matrix synthesis-associated molecules col-ii and aGG in mouse thorax chondrocytes. (a) overexpression of 
mir-1 by transfection of the mir-1 mimic increased GaG in cell culture supernatant at 24, 36 and 48 h post-transfection in mouse thorax chondrocytes. 
*P<0.05 vs. the same group at 24 h; #P<0.05 vs. the same group at 48 h; ^P<0.05 vs. the same group at 72 h. (B) Levels of Col‑II were analyzed by western 
blotting 48 h after mir-1 mimic or anti-mir transfection. The relative protein expression was normalized to β-actin expression. *P<0.05 vs. ConmiR or Control 
group. (C) Col‑II expression in the chondrocytes was assessed using immunofluorescence. Magnification, x40; scale bars, 40 µm. ImageJ was used to perform 
semi‑quantitative analysis of fluorescence intensity. *P<0.05 vs. Control group. #P<0.05 vs. Control group. ELISA results demonstrated secreted (D) Col‑II 
and (e) TiMP-1 proteins in cell culture supernatants at 48 h after transfection of the mir-1 mimic or inhibitor in the chondrocytes. rT-qPcr results show the 
relative mrna levels of (F) aGG and (G) col-ii in the mouse chondrocytes with the indicated transfection. n=3 for each group; *P<0.05 vs. ConmiR group; 
#P<0.05 vs. Control group. miR/miRNA, microRNA; Col, collagen; GAG, glycosaminoglycan; TIMP, tissue inhibitor of metalloproteinases 1; AGG, aggrecan; 
rT-qPcr, reverse transcription-quantitative Pcr.
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(anti-mir-1) and knockdown of both mir-1 (anti-mir-1) and 
ihh (siihh; Fig. 6B). results of rT-qPcr assays demonstrated 
that anti‑miR‑1 significantly increased Gli‑1, Gli‑2, Gli‑3, 
Smo and PTHrP mrnas, and knockdown of ihh decreased 
Smo and Gli-1 expressions (Fig. 6B), but knockdown of ihh 
completely abrogated the effects of anti-mir-1 on mrna 
levels of these genes (Fig. 6c). Moreover, western blotting 
results showed that the Gli-1 and Smo protein levels were 
significantly increased in chondrocytes transfected with 
anti-mir-1, and ihh knockdown abolished the effect of 
anti-mir-1 (Fig. 6d). collectively, these data indicated that 
mir-1 regulated the expression of downstream genes in the 
Hedgehog signaling pathway via the post-transcriptional 
inactivation of ihh.

Discussion

The signaling pathways regulating chondrocyte hypertrophy 
are not completely understood. Significant changes in the 
extracellular matrix have been observed after hypertrophy, 
such as downregulation of col-ii, and upregulation of MMP-13 
and col-X (31). When ihh expression was suppressed, the 

expression of Gli-1, Gli-2, type X collagen and MMP-13 was 
decreased and the expression of aGG and type ii collagen was 
increased (32). However, the mechanism by which mirnas 
are involved in the regulation of extracellular matrix metabo-
lism during chondrocyte hypertrophy is not fully understood. 
mir-1 plays an important role in muscle cell proliferation and 
differentiation (15,16). The effects of mir-1 on the growth and 
development of growth plate have been systematically studied 
by our group (18). in the present study it was shown that mir-1 
enhanced the expression of the matrix synthesis-associated 
molecules col-ii, GaG, TiMP1 and aGG, and inhibited the 
expression of chondrocyte differentiation markers col-X 
and MMP-13 in mouse thorax chondrocytes. notably, it was 
demonstrated that mir-1 post-transcriptionally suppressed 
ihh expression via the targeting of one of the putative binding 
sites in the 3'uTr of the ihh gene, and regulated Hedgehog 
signaling downstream genes.

our previous results showed that mir-1 was expressed in 
the articular cartilage and growth plate in addition to muscle 
tissues of various species (18). expression levels of mir-1 in 
different regions of chicken tibia growth plates were different 
as revealed by various experimental methods. in particular, 

Figure 3. mir-1 downregulates the expression of chondrocyte differentiation-associated molecules col-X and MMP-13 in mouse thorax chondrocytes. 
(a) levels of col-X and MMP-13 were analyzed by western blotting 48 h after mir-1 mimic or anti-mir transfection. The relative protein expression was 
normalized to β-actin expression. *P<0.05 vs. ConmiR or Control group. (B‑E) Mouse thorax chondrocytes were transfected with the miR‑1 mimic (miR‑1), or 
control mirna (conmir), or the mir-1 inhibitor (anti-mir-1) or control mirna inhibitor (control), respectively. (B) col-X and (d) MMP-13 protein levels 
in the cell culture supernatants were determined using eliSa at 48 h after transfection. n=3 for each group; *P<0.05 vs. ConmiR group; #P<0.05 vs. Control. 
mrna levels of (c) col-X and (e) MMP-13 in the chondrocytes were quantitated by rT-qPcr at 48 h after the indicated transfection. n=3 for each group; 
*P<0.05 vs. ConmiR group; #P<0.05 vs. Control group. miR/miRNA, microRNA; Col, collagen; MMP‑13, matrix metallopeptidase; RT‑qPCR, reverse 
transcription-quantitative Pcr.
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the pre-hypertrophic and hypertrophic zones had higher 
mir-1 expression than proliferative zone, which implies a 
correlation between mir-1 expression levels and ihh (18,24). 
Additionally, miR‑1 has been identified as an miRNA involved 
in the regulation of chondrocyte phenotypes during the late 
stages of differentiation, and its expression was most repressed 
upon hypertrophic differentiation (33). consistent with those 
findings, the current study demonstrated that miR‑1 promoted 
chondrocyte proliferation. increased edu-positive cells and 
higher od values in the ccK-8 assay were observed when 
mir-1 was overexpressed in chondrocytes by the mir-1 
mimic transfection, whereas knockdown of mir-1 by inhibitor 
transfection significantly reduced chondrocyte proliferation. 
Moreover, overexpression of mir-1 promoted the mrna 
expression of Sox‑9, a specific marker of chondrocyte prolif-
eration (34), which further substantiates the proliferative role 
of mir-1 in mouse primary chondrocytes. overexpression of 
mir-1 increased GaG levels in the supernatant at 24, 36 and 
48 h post‑transfection, and the reason for a lack of a significant 
change of GaG at 72 h upon mir-1 post-transfection may 
be due to the transient transfection and expression of mir-1. 
The increased expression of col-ii and aGG in mouse thorax 
chondrocytes supported the hypothesis that mir-1 promotes 
matrix synthesis metabolism.

ihh is a secretory protein that belongs to the Hedgehog 
signaling family. it is mainly expressed in mammalian 

pre-hypertrophy chondrocytes, and regulates the growth and 
differentiation of growth plate chondrocytes by regulating their 
hypertrophy (20,21,24). Western blotting results demonstrated 
that overexpression of mir-1 inhibited ihh protein expression, 
whereas inhibition of mir-1 displayed the opposite effect. 
The negative correlation between mir-1 and ihh expression 
is consistent with the notion that mirnas control the trans-
lation and/or mrna degradation of target genes (9). as the 
iHH-PTHrP axis participates in the maintenance of articular 
cartilage and regulates the proliferation and differentiation 
of articular chondrocytes (24), the present data suggested 
that inhibition of ihh and the Hedgehog signaling pathway 
contributed to the role of mir-1 in stimulating chondrocyte 
proliferation.

it has been demonstrated that mirnas act via the 3'uTrs 
of targeted transcripts (9). Sequence analysis indicated that 
mir-1 is conserved in mammalian species (mirBas accession 
no. MiMaT0000416; microrna.sanger.ac.uk/sequences/) and 
homologous binding sites in the ihh gene between multiple 
species were identified. Within the ihh 3'uTr two mir-1 
binding sites were identified. The present data demonstrated 
that the mir-1 mimic inhibited luciferase activity that was 
linked with the post-transcriptional suppression of mir-1, when 
the luciferase reporter plasmid harboring the two WT binding 
sites of ihh 3'uTr was used. Thus, a decrease of luciferase 
activity by mir-1 expression indicated the post-transcriptional 

Figure 4. mir-1 inhibits ihh expression in mouse thorax chondrocytes. (a) mir-1 mimic (mir-1) downregulated ihh protein expression in mouse thorax 
chondrocytes in a dose-dependent manner. chondrocytes were transfected with a mir-1 mimic (mir-1) at 50 and 100 nM. Samples were collected and 
were subjected to western blot analysis 48 h after transfection. (B) Thorax chondrocytes were transfected with the mir-1 mimic (mir-1), mir-1 inhibitor 
(anti-mir-1) and negative control mimic (conmir). at 48 h after transfection, the ihh protein levels were determined by western blot assays. The representative 
images are from one of three independent experiments with similar results. Band intensities were quantified with normalization to β-actin. *P<0.05 vs. Control 
group. (C) Representative images of immunofluorescence staining show Ihh expression in the chondrocytes with indicated transfection. Magnification, x40; 
scale bars, 40 µm. ImageJ was used to perform semi‑quantitative analysis of fluorescence intensity. *P<0.05 vs. Control group. (D) ELISA results show secreted 
ihh protein in cell culture supernatants at 48 h after the indicated transfection in the chondrocytes. *P<0.05 vs. ConmiR or Control group. #P<0.05 vs. Control 
group. (E) mRNA levels of Ihh were quantified by RT‑qPCR at 24 h post‑transfection. n=3 for each group; *P<0.05 vs. ConmiR or Control group. miR/miRNA, 
microrna; ihh, indian hedgehog signaling molecule; rT-qPcr, reverse transcription-quantitative Pcr.
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degradation of ihh mrna. The mutagenesis study with single 
and combined mutations of the mir-1 binding sites further 
revealed that the binding region 2 in the 3'uTr of the ihh 
mrna was required for the mir-1 actions.

This report provided evidence that mir-1 is a critical 
mediator in regulating chondrocyte proliferation, which is 
associated with ihh suppression via the targeting the 3'uTr 
of ihh mrna by mir-1. However, the role of mir-1 in 
regulating ihh expression seems to be species-dependent 
and tissue-dependent. in primary chicken embryonic 
chondrocytes, the mrna levels of ihh and col-X can be 
significantly increased at 24 h after the transfection of the 
mir-1 mimic (18). Therefore, mir-1 was proposed to induce 
chondrocyte differentiation. on the contrary, the present 
study revealed that mir-1 downregulated the expression 
of ihh and col-X in cultured mouse thorax chondrocytes. 
mir-1 seems to differentially regulate the expression of 
aGG (33), the major cartilaginous proteoglycan gene, in 

mouse and human or chicken chondrocytes. Transfection 
of human chondrocytic HcS-2/8 cells, and chicken normal 
chondrocytes with mir-1 reduced the expression of aGG, 
whereas overexpression of mir-1 in culture mouse chondro-
cytes significantly increased AGG mRNA. Therefore, the 
specific roles of miR‑1 in regulating chondrogenesis under 
the context of species, development stages, and tissues need 
to be further investigated.

in summary, the present data indicated that mir-1 is able 
to regulate cell proliferation and the expression of matrix 
synthesis and chondrocyte differentiation associated molecules 
in mouse thorax chondrocytes. mir-1 post-transcriptionally 
suppressed ihh expression by binding to the 3'uTr of the 
ihh gene, and inhibiting downstream Hedgehog signaling. 
These findings may provide new insights into the molecular 
mechanisms of mir-1 in regulating chondrocyte phenotypes 
and suggest the potential use of a mir-1 mimic to treat chon-
drocyte hypertrophy.

Figure 5. Post-transcriptional regulation of ihh by mir-1 is dependent on the mir-1 binding site in the 3'uTr of ihh gene. (a) mir-1 is conserved among 
different mammalian species. Sequences of the mir-1 target sites in the 3'uTr of ihh genes of different species are shown. The predicted seeding sites are 
caTTccaT and aTGaccTTccc. (B) Schematic representation of the luciferase vectors with SV40 promoter, the luciferase gene and target fragments in 
the 3'UTR of human Ihh gene are shown. The desired SV40‑Ihh 3'UTR muta(1), SV40‑Ihh 3'UTR muta(2) and SV40‑Ihh 3'UTR muta(1+2) were confirmed 
by sequencing. (c) luciferase activity of the ihh 3'uTr was analyzed in 293T cells transfected with the luciferase plasmids containing differently mutated 
binding sites within the Ihh 3'UTR alone or together with the miR‑1 mimic (120 nM). At 48 h after transfection, 293T cells were collected for quantification 
of dual luciferase activities. *P<0.05 vs. wild‑type Ihh 3'UTR alone; #P<0.05 vs. wild‑type Ihh 3'UTR + miR‑1 mimic. miR/miRNA, microRNA; Ihh, Indian 
hedgehog signaling molecule; uTr, untranslated region.
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