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ABSTRACT
Objective: Transforming growth factor/Smad family
member 3 (TGF)-β/Smad3 signalling is essential for
maintaining articular cartilage. A relationship between
the genetic variants of TGF-β itself, TGF-β signalling
and binding molecules, and osteoarthritis (OA) has
been reported. Although variants of candidate genes
have become prime targets for genetic analysis, their
detailed interplay has not been documented. Our goal
was to establish whether single nucleotide
polymorphisms (SNPs) of TGF-β1, TGF-βRI,
Smad3 and tissue inhibitor of metalloproteinases
3 (TIMP3), and their interactions, are associated with
knee OA.
Design: We performed a case–control association
study and genotyped 518 knee patients with OA and
468 healthy controls. All participants were genotyped
for TGF-β1 (rs1800469C/T), TGF-βRI (rs1590A/G),
Smad3 (rs12901499A/G and rs6494629T/C), and
TIMP3 (rs715572G/A and rs1962223G/C)
polymorphisms by polymerase chain reaction–
restriction fragment length polymorphism analysis.
Multifactor dimensionality reduction (MDR) was used
to identify gene–gene interactions.
Results: Significant associations were observed for
TIMP3 rs715572G/A polymorphisms in knee patients
with OA and healthy individuals. The GA heterozygote
in TIMP3 (rs715572G/A) was significantly associated
with OA (p=0.007). Patient stratification using the
Kellgren–Lawrence grading scale showed significant
differences in TIMP3 rs715572G/A genotypes between
grade 4 knee OA and controls. By MDR analysis, a
two-locus model (Smad3 rs6494629T/C and TIMP3
rs715572G/A) of gene–gene interaction was the best
for predicting knee OA risk, and its maximum testing
accuracy was 57.55% and maximum cross-validation
consistency was 10/10.
Conclusions: TIMP3 rs715572G/A is a candidate
protective gene for severe knee OA. Gene–gene
interactions between Smad3 rs6494629T/C and TIMP3
rs715572G/A polymorphisms may play more important
protective roles in knee OA.

INTRODUCTION
Osteoarthritis (OA) is the most common
form of arthritis and is a leading cause of dis-
ability in the elderly. An increasing body of
evidence suggests that ageing, genetic predis-
position, obesity, inflammation and excessive
mechanical loading predispose to OA develop-
ment.1 The mechanisms by which these risk
factors predispose to the development of OA
are beginning to be explored and understood.
Irrespective of the initiating event, OA results
from an imbalance in catabolic and anabolic
processes, which leads to progressive cartilage
damage and destruction.2

The heritable component of OA is esti-
mated to be around 40–65%. Candidate
gene studies and, more recently, genome-
wide association studies, are beginning to
help identify key genetic factors that may

Strengths and limitations of this study

▪ This study is the first population-based study to
evaluate the interactions between single nucleotide
polymorphism variants of the transforming growth
factor/Smad family member 3 (TGF-β)/Smad3 sig-
nalling pathway for knee osteoarthritis (OA).

▪ Our results indicate tissue inhibitor of metallo-
proteinases 3 (TIMP3) rs715572G/A is asso-
ciated with more severe knee OA.

▪ Our study highlights the importance of the effect
of interactions between Smad3 rs6494629T/C
and TIMP3 rs715572G/A polymorphisms for
knee OA, which would be likely to be missed if
genes are individually examined without consid-
ering potential related pathways.

▪ In future research, the mechanisms of interac-
tions between Smad3 rs6494629T/C and TIMP3
rs715572G/A polymorphisms and their effects
on knee OA need to be established.
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influence susceptibility to onset and progression of
OA.3–5 Candidate gene studies and subsequent large-
scale studies and meta-analyses suggest that polymorph-
isms ASPN and GDF5 are associated with OA.6–8 The
gene for GDF5 codes for growth differentiation factor 5
is a member of the TGF-β superfamily and has import-
ant roles in skeletal and joint development with muta-
tions resulting in a range of skeletal abnormalities.9 10

Biological studies indicate that the rs143383 single
nucleotide polymorphisms (SNP) in GDF5 results in
reduced GDF5 transcription in joint tissues, which
in turn may be important in OA development.11 ASPN
in turn encodes for asporin, a member of the sub family
of small leucine-rich proteoglycans. Functionally, asporin
binds to transforming growth factor-β (TGF-β), prevent-
ing its binding to the TGF-β type II receptor and inhibit-
ing TGF-β-induced expression of anabolic cartilage
molecules including aggrecan and type II collagen.12

The effect on TGF-β activity is allele-specific, with the
D14 allele, which is associated with OA, causing a
greater inhibition of TGF-β activity than other alleles.13

TGF-β is a pleiotropic cytokine/growth factor with
important anabolic effects on chondrocytes14 and, as
such ,TGF-β signalling, especially via the Smad family
member 3 (Smad3), which plays a pivotal role in the
homeostasis of synovial joints.15 In the classical TGF-β/
Smad signalling pathway, phosphorylated Smad3 forms a
complex with Smad4; this complex then translocates to
the nucleus to regulate gene expression and promote an
anabolic phenotype in cartilage.16 This includes
TGF-β-induced production of a tissue inhibitor of metal-
loproteinases 3 (TIMP3) via the PI3K/Akt signalling
pathway.17 By inhibiting activity of matrix metalloprotei-
nases, a disintegrin and metalloproteinase with throm-
bospondin motifs 4/5 (ADAMTS-4/5) and tumour
necrosis factor (TNF-α) converting enzyme (TACE/
ADAM-17) TIMP3 acts to reduce joint inflammation and
cartilage matrix resorption.18

A relationship between the genetic variants of TGF-β
itself, TGF-β signalling and binding molecules, and OA,
has been reported in humans.19 Polymorphic variants of
TGF-β1, TGF-βRI, Smad3 and TIMP3 may be function-
ally expressed, suggesting that SNPs are among the
factors associated with susceptibility to OA. The genetic
aetiology of OA is likely to involve interactions between
multiple genetic variants of molecules within important
chondroprotective pathways such as the TGF-β/Smad3
axis. The current study was therefore undertaken to
assess whether interactions between multiple SNP var-
iants of TGF-β1, TGF-βRI, Smad3 and TIMP3, were asso-
ciated with knee OA.

MATERIALS AND METHODS
Subjects
This case–control study included 518 knee patients with
OA (328 females and 190 males; age 72.98±7.57 years)
received at Tri-Service General Hospital, Taipei, Taiwan.

Disease severity in the knee OA population was assessed
using the Kellgren–Lawrence (K–L) grading scale. All
patients had a K–L grade ≥2. Knee joint diseases of
other aetiologies such as inflammatory arthritis, post-
traumatic or postseptic arthritis, skeletal dysplasia or
developmental dysplasia, were excluded. The study also
included 468 healthy control participants (261 females
and 207 males; mean age 69.59±9.30 years) with no
symptoms of joint disease (pain, swelling, tenderness or
restriction of movement) in whom standard X-rays of
knee joints confirmed the absence of radiographical
knee OA. All clinical and biological samples were col-
lected, and DNA was genotyped after obtaining the
approval of this committee. After full explanation of the
study, written informed consent was obtained from all
participants.

Radiographic assessment
All participants underwent weight-bearing anteroposter-
ior radiographs to assess the structural changes of the
affected knee. Radiographic severity was assessed accord-
ing to the Kellgren-Lawrence (K-L) grading system:
grade 1, doubtful narrowing of joint space and possible
osteophytic lipping; grade 2, definite osteophytes and
possible narrowing of joint space; grade 3, moderate
multiple osteophytes, definite narrowing of joints space,
some sclerosis and possible deformity of bone contour;
grade 4, large osteophytes, marked narrowing of joint
space, severe sclerosis and definite deformity of bone
contour. An experienced observer, who was blinded to
the source of participants, scored the grading of radio-
graphs. All participants whose K-L grade was less than 2
were included in this study as normal controls.

SNP selection and genotyping
We selected TGF-β1, TGF-βRI, Smad3 and TIMP3 as can-
didate genes based on the published literature.20–23 To
select the most representative SNPs by capturing the
majority of genetic variations, SNP genotype information
was downloaded from the HapMap database (http://
www.hapmap.ncbi.nlm.nih.gov/) and the National
Center for Biotechnology Information dbSNP database
(http://www.ncbi.nlm.nih.gov/snp). Tag SNPs were
selected for TGF-β1, TGF-βRI, Smad3 and TIMP3, using
the criterion of minor allele frequency (MAF) >10%. We
also examined SNPs in regulatory regions and those
reported by other investigators. Genomic DNA was
extracted from the peripheral blood of patients and con-
trols using the QIAamp DNA Blood Mini Kit (QIAGEN
Inc, Hilden, Germany) and stored at −20°C until geno-
typing. TGF-β1 (rs1800469C/T), TGF-βRI (rs1590A/G),
Smad3 (rs12901499A/G and rs6494629T/C) and TIMP3
(rs715572G/A and rs1962223G/C) polymorphisms were
screened by polymerase chain reaction–restriction frag-
ment length polymorphism (PCR–RFLP) analysis. The
primer design was based on published sequences24 or
designed using the Primer Z software (http://genepipe.
ngc.sinica.edu.tw/primerz/beginDesign.do). PCR cycling
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conditions were: an initial denaturation at 95°C for 5 min,
followed by 35 denaturation cycles at 95°C for 30 s, anneal-
ing at 55°C for 30 s, extension at 72°C for 30 s and final
extension at 72°C for 7 min. The PCR products were
digested with appropriate restriction endonucleases (New
England Biolabs, Inc, Ipswich, USA). Resulting fragments
were separated in 2.5% agarose gel containing 0.5 μg/mL
ethidium bromide by electrophoresis at 100V and visua-
lised under UV light. Genotyping was performed by
laboratory personnel blinded to the case status, and 10%
of the samples were randomly selected for repeated testing
to validate genotyping procedures. Two authors independ-
ently reviewed the genotyping results, data entry and statis-
tical analyses. Online supplementary I summarises SNP
description and RFLP condition.

Statistical methods
Demographics were evaluated by Student’s t test for con-
tinuous variables and expressed as mean±SD. The Hardy–
Weinberg equilibrium (HWE) test was assessed by a
goodness-of-fit χ2 test and was performed to examine pos-
sible genotyping error for each SNP among the controls.
Genotypes and allelic frequencies were compared
between knee patients with OA and healthy controls using
the χ2 or Fisher’s exact test, when appropriate. Logistic
regression was used to estimate crude and adjusted (age,
gender and body mass index) ORs and 95% CIs as a
measure of the association with knee OA risk.
The level of significance was determined by

Bonferroni’s method for correcting multiple testing
errors. Under the selected six SNPs, a p value of less
than 0.0083 (0.05 divided by 6) was considered statistic-
ally significant. Statistical analysis was performed with
SPSS for Windows, V.18.0 (SPSS, Chicago, Illinois, USA).
To investigate the effect of gene–gene interaction on
OA, multifactor dimensionality reduction (MDR) (V.2.0
β) and MDR–permutation testing software applications
(V.1.0 β) were employed. In addition, the logistic regres-
sion model was performed to confirm the results of
gene–gene interaction analyses.

RESULTS
Basic characteristics of the study population
The demographic and clinical characteristics of knee
OA cases (n=518) and the controls (n=468) are shown
in table 1. Overall, patients with OA were significantly
older than control individuals, and were more likely to
be obese.

TGF-β, TGF-βRI, Smad3 and TIMP3 allele and genotype
frequencies
TGF-β1 (rs1800469C/T), TGF-βRI (rs1590A/G), Smad3
(rs12901499A/G and rs6494629T/C) and TIMP3
(rs715572G/A and rs1962223G/C) genotype distributions
were compatible with the HWE in knee OA cases and con-
trols (p>0.05). This indicates that the study participants
were representative of the study field. The genotype and

allele frequencies of six SNPs in knee patients with OA
and healthy controls are presented in table 2. There were
no significant differences between the genotype or allele
frequencies of TGF-β1 (rs1800469C/T), TGF-βRI
(rs1590A/G), Smad3 (rs12901499A/G and rs6494629T/
C) and TIMP3 (rs1962223G/C) polymorphisms in the
patient and control groups. SNPs in the dominant and
recessive modes showed no significant differences (data
not shown). The genotypic distributions of rs715572G/A
in TIMP3 significantly differed between knee OA cases
and healthy controls (p<0.05). When the TIMP3
rs715572GG genotype was used as the reference group,
the TIMP3 rs715572GA heterozygotes appeared to have a
lower risk for knee OA (adjusted OR=0.64, 95% CI=0.46 to
0.88; p=0.007). After the correction for multiple compari-
sons, the TIMP3 rs715572GA genotype still appeared to
have a lower risk for knee OA.

Stratification analysis according to disease severity
We conducted an analysis of associations between the
TIMP3 rs715572G/A genotypes and knee OA risk after
stratifying the patients using the K–L grading scale. The
results revealed significant differences between patients
with grade 4 knee OA after the correction for multiple
comparisons (GA/GG, adjusted OR=0.53, 95% CI=0.35
to 0.80), and controls (table 3).

Evaluation of gene–gene interactions: MDR
Table 4 summarises the results of exhaustive MDR ana-
lysis evaluating all possible combinations of the studied
polymorphisms. According to MDR analysis, the best
MDR model included Smad3 rs6494629T/C and TIMP3
rs715572G/A polymorphisms. This model had a
maximum testing accuracy of 0.5755 and a maximum
cross-validation consistency of 10/10. The model was sig-
nificant at the 0.010 level, which indicates that a model
as good or better was observed only once in 1000 per-
mutations; thus, this was unlikely under the null hypoth-
esis of no association. The significance was also

Table 1 Characteristics of the study population in case

and control participants

Case Control p Value

Number 518 468

Age 72.98±7.57 69.59±9.30 <0.001

Gender

Male 190 (36.7%) 207 (44.2%) 0.016

Female 328 (63.3%) 261 (55.8%)

BMI 25.81±3.33 24.40±3.72 <0.001

K–L grade

0 0 246

1 0 222

2 194 0

3 104 0

4 220 0

BMI, body mass index; K–L, Kellgren–Lawrence.
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confirmed by a logistic regression model (p for inter-
action=0.021 for the interaction term, data not shown).
Figure 1 depicts the interaction map of all genes, based
on entropy measures between individual variables.
A strong interaction effect was observed for Smad3
rs6494629T/C and TIMP3 rs715572G/A, which had
information gain values of 0.60%.

DISCUSSION
We investigated TGF-β1, TGF-βRI, Smad3 and TIMP3
polymorphisms in knee patients with OA and identified
a significant association between knee OA and TIMP3
rs715572G/A. We also presented statistical evidence of
significant interaction between Smad3 rs6494629T/C
and TIMP3 rs715572G/A affecting knee OA risk. This

Table 2 Analyses of the association of six SNPs with knee OA

SNP Case Control Crude OR (95% CI) Adjusted OR (95% CI)* p Value

TGF-β1 rs1800469C/T

T/T 166 167 1 1

T/C 238 212 1.03 (0.96 to 1.11) 1.19 (0.88 to 1.61) 0.254

C/C 114 89 1.07 (0.98 to 1.16) 1.27 (0.87 to 1.84) 0.214

C allele 0.45 0.42 1.16 (0.96 to 1.37) 1.14 (0.95 to 1.38) 0.167

TGF-βRI rs1590A/G
A/A 199 167 1 1

C/A 227 208 0.98 (0.91 to 1.05) 0.95 (0.70 to 1.28) 0.717

C/C 92 93 0.96 (0.87 to 1.04) 0.91 (0.63 to 1.33) 0.636

C allele 0.40 0.42 0.91 (0.76 to 1.08) 0.95 (0.78 to 1.51) 0.602

Smad3 rs12901499A/G

A/A 142 116 1 1

G/A 274 228 0.97 (0.90 to 1.05) 0.86 (0.62 to 1.19) 0.360

G/G 129 124 0.96 (0.88 to 1.05) 0.87 (0.60 to 1.26) 0.447

G allele 0.49 0.51 0.92 (0.77 to 1.8) 0.93 (0.77 to 1.12) 0.434

Smad3 rs6494629T/C

T/T 241 184 1 1

C/T 215 214 0.94 (0.88 to 1.00) 0.79 (0.59 to 1.05) 0.107

C/C 62 70 0.91 (0.82 to 1.00) 0.79 (0.52 to 1.20) 0.262

C allele 0.33 0.38 0.80 (0.66 to 0.96) 0.86 (0.70 to 1.04) 0.119

TIMP3 rs715572G/A

G/G 157 100 1 1

G/A 236 242 0.89 (0.83 to 0.96) 0.64 (0.46 to 0.88) 0.007†

A/A 125 126 0.89 (0.82 to 0.97) 0.71 (0.49 to 1.03) 0.071

A allele 0.47 0.53 0.79 (0.66 to 0.94) 0.84 (0.69 to 1.01) 0.065

TIMP3 rs1962223G/C

G/G 173 155 1 1

C/G 259 240 0.99 (0.93 to 1.06) 0.96 (0.71 to 1.58) 0.792

C/C 86 73 1.01 (0.92 to 1.11) 1.05 (0.71 to 1.29) 0.790

C allele 0.42 0.41 1.02 (0.85 to 1.22) 1.01 (0.84 to 1.23) 0.840

*Adjusted for age, gender and BMI.
†p Values were based on Bonferroni’s method.
BMI, body mass index; OA, osteoarthritis; Smad3, Smad family member 3; SNPs, single nucleotide polymorphisms; TGF, transforming growth
factor; TIMP3, tissue inhibitor of metalloproteinases 3.

Table 3 Stratified analysis of associations between TIMP3 rs715572G/A genotypes and knee OA risk using the K–L grading

scale

Genotype Model

K–L grading scale*

K–L OR (95% CI) Adjusted OR (95% CI)†

GG AA/GG 2 0.78 (0.49 to 1.24) 0.86 (0.53 to 1.41)

GA AA/GG 3 0.56 (0.31 to 1.03) 0.60 (0.32 to 1.12)

AA AA/GG 4 0.56 (0.36 to 0.87) 0.57 (0.35 to 0.92)

GA/GG 2 0.72 (0.48 to 1.09) 0.68 (0.44 to 1.05)

GA/GG 3 0.68 (0.41 to 1.13) 0.60 (0.36 to 1.02)

GA/GG 4 0.53 (0.36 to 0.77)‡ 0.53 (0.35 to 0.80)‡

*Grade 0, 1 as a reference category.
†Adjusted for age, gender and BMI.
‡p Values were based on Bonferroni’s method.
BMI, body mass index; K–L, Kellgren–Lawrence; OA, osteoarthritis; TIMP3, tissue inhibitor of metalloproteinases 3.
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interaction was also echoed in the logistic regression
approach.
TGF-β is an important anabolic and anticatabolic

factor in the maintenance of articular cartilage. Previous
gene-association studies have reported that TGF-β is
independently associated with knee OA25 and spinal
osteophytosis.26 In knee OA, TGFβ1 rs2278422 and
rs8179181 were found to have a possible role in suscepti-
bility to knee OA in a British Caucasian population,25

whereas a variation on Leu10Pro or SNP rs1982073 was
implicated with spinal osteophytosis in Japanese
women.26 An interaction between TGFβ1 rs1800469C/T
polymorphism and obesity with risk of hip OA has been
identified.27 Although no association with this SNP was
seen in the knee OA group, there was an association
between obesity and risk of OA with the rs2278422
TGFβ1 polymorphism.27 In our current study, the fre-
quencies of TGF-β1 rs1800469C/T and TGF-βRI

rs1590A/G genotypes and alleles, did not differ between
knee patients with OA and control groups, consistent
with previous findings. In our study population, the
patient group was, on average, mildly overweight
(BMI=25.81±3.33) rather than obese. It is possible that
TGF-β1 and TGF-βRI polymorphisms may only have an
effect on development of OA in specific joints, and then
only when appropriate additional conditions such as
obesity are present.
Smad3 is an intracellular molecule that links the extra-

cellular TGF-β signal with changes in gene transcription.
A number of studies have extensively investigated the
role of Smad3 protein in OA. A reduction in Smad3
activity results in OA phenotype in some model
systems.28–30 Smad3 variants have been recently reported
as being associated with OA in European populations,
supporting results from animal studies suggesting an
important role for this molecule in OA pathogenesis.31

Table 4 Results of MDR analysis

Locus

number Model

Training

Bal ACC

Testing

Bal ACC

Cross-validation

consistency p Value*

1 rs715572G/A 0.5447 0.5360 9/10 0.3900

2 rs6494629T/C, rs715572G/A 0.5780 0.5755 10/10 0.0100

3 rs6494629T/C, rs715572 G/A, rs1962223G/C 0.5980 0.5403 5/10 0.3090

4 rs1800469C/T, rs6494629T/C, rs715572G/A,

rs1962223G/C

0.6331 0.5105 8/10 0.8360

5 rs1800469C/T, rs1590A/C, rs6494629T/C,

rs715572G/A, rs1962223G/C

0.6939 0.5092 5/10 0.9110

6 rs1800469C/T, rs1590A/C, rs6494629T/C,

rs12901499A/G, rs715572G/A, rs1962223G/C

0.7723 0.5080 10/10 0.8620

*p Values were based on 1000 permutations.
MDR, multifactor dimensionality reduction; Testing Bal ACC, testing-balanced accuracy.

Figure 1 Interaction map for

osteoarthritis risk. Values inside

nodes indicate information gain

(IG) of individual attributes or

main effects, whereas values

between nodes show IG of

pairwise combinations of

attributes or interaction effects.

Positive entropy (plotted in red or

orange) indicates interaction,

while negative entropy (plotted in

green) indicates redundancy.

Smad3, Smad family member 3;

TGF, transforming growth factor;

TIMP3, tissue inhibitor of

metalloproteinases 3.
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Valdes et al31 showed that four SNPs (rs266335G/A,
rs12901499A/G, rs6494629T/C and rs2289263A/C) in
Smad3 were found to be significantly associated with
knee OA, but only one of them, rs12901499A/G, was
associated also with hip OA. A recent study on the role
of SMAD3 in graft-versus-host disease suggested that
inter-individual differences in SMAD3 expression levels
could not be attributed to in-cis genetic interactions in a
panel of 22 SNPs tested.32 In the northeastern Chinese
population, the Smad3 rs12901499A/G appears to be
involved in OA pathogenesis.33 However, no associations
were found between knee OA and Smad3 polymorph-
isms (rs12901499A/G and rs6494629T/C) in this study.
These inconsistencies or contradictory findings in differ-
ent studies may be due to factors such as the size of the
sample set and ethnic factors. Small sample size is a
common factor leading to different findings. Therefore,
more association studies with larger numbers of partici-
pants are needed to confirm the association between
Smad3 SNPs and knee OA.
Polymorphisms of the tissue inhibitor of TIMP3 have

been associated with a range of conditions including
resistance to high-altitude pulmonary oedema,34 and sus-
ceptibility and survival of patients with breast carcin-
oma,35 and adenocarcinoma of the gastro-oesophageal
junction.36 As far as we are aware, no previous study has
yet shown an association with this gene and OA. TIMP3
is potentially chondroprotective. It is closely associated
with chondrocytes in articular cartilage, and expression
by chondrocytes in vitro is increased following exposure
to TGFβ1.18 Also, TIMP-3 deficiency in mice results in
cartilage degradation similar to changes seen in patients
with OA, indicating TIMP-3 may play a pathophysiologic
role in the development of OA.37 In the current study,
TIMP3 rs715572G/A was associated with more severe
knee OA. The genetics of OA are complex and consid-
ered to involve interactions between multiple genetic
variants.
The magnitude of the effect of any single polymorph-

ism is likely to be missed if genes are individually exam-
ined without considering potential interactions with
other genes, especially those in related pathways. As
such, our findings suggesting that Smad3 rs6494629T/C
and TIMP3 rs715572G/A may cooperate in the deter-
mination of individual knee OA susceptibility profiles, is
relevant. The evaluation of gene–gene interactions not
only increases the detection power but also helps in
understanding the genetics of the biological and bio-
chemical pathways underlying the disease. Additional
studies are needed to establish the mechanisms of inter-
actions between Smad3 rs6494629T/C and TIMP3
rs715572G/A polymorphisms, and their effects on knee
OA predisposition.
Our results suggest that a TIMP3 polymorphism is

associated with severe knee OA in a Chinese Han popu-
lation. The effect of interactions between Smad3
rs6494629T/C and TIMP3 rs715572G/A polymorphisms
may be more important in knee OA. Further studies

have to replicate our findings and investigate whether
environmental factors act on different SNPs, whereas
functional studies have to investigate the exact biological
mechanism of these gene–gene interactions.

Author affiliations
1School of Public Health, National Defense Medical Center, Taipei, Taiwan
2Department of Pathology, Tri-Service General Hospital, National Defense
Medical Center, Taipei, Taiwan
3Department of Radiology, Tri-Service General Hospital, Taipei, Taiwan
4Department of Orthopedics, School of Medicine, College of Medicine, Taipei
Medical University and Hospital, Taipei, Taiwan
5Department of Orthopedics, Tri-Service General Hospital, National Defense
Medical Center, Taipei, Taiwan
6Department of Radiology, Tri-Service General Hospital Song-Shan Branch,
Taipei, Taiwan
7Graduate Institute of Life Sciences, National Defense Medical Center, Taipei,
Taiwan
8Center for Molecular Medicine, MRC IGMM, University of Edinburgh,
Edinburgh, UK
9Division of Rheumatology/Immunology/Allergy, Department of Internal
Medicine, Tri-Service General Hospital, National Defense Medical Center,
Taipei, Taiwan

Contributors S-LS, H-YY, H-SL, C-HL, H-CC conceived and designed the
experiments. S-LS, H-YY, W-SL, Y-TP, H-CC performed the experiments.
S-LS, H-YY, G-SH, H-CC analysed the data. S-LS, H-SL, C-HL, G-SH, H-CC
contributed reagents/materials/analysis tools. S-LS, H-YY, H-SL, DMS, H-CC
wrote the paper. All authors critically revised the manuscript and approved the
final version.

Funding This study was supported by grants from the National Science
Council and National Defense Medical Center, Tri-Service General Hospital,
Taiwan (NSC99-2314-B-016-001, NSC100-2320-B016-006-MY3,
TSGH-C102-069, TSGH-C103-072, MAB-102-57).

Competing interests None declared.

Patient consent Obtained.

Ethics approval The study was reviewed and approved by the institutional
ethical committee of Tri-Service General Hospital (TSGH-100-05-023) IRB,
Taipei, Taiwan.

Provenance and peer review Not commissioned; externally peer reviewed.

Data sharing statement No additional data are available.

Open Access This is an Open Access article distributed in accordance with
the Creative Commons Attribution Non Commercial (CC BY-NC 4.0) license,
which permits others to distribute, remix, adapt, build upon this work non-
commercially, and license their derivative works on different terms, provided
the original work is properly cited and the use is non-commercial. See: http://
creativecommons.org/licenses/by-nc/4.0/

REFERENCES
1. Neogi T, Zhang Y. Epidemiology of osteoarthritis. Rheum Dis Clin

North Am 2013;39:1–19.
2. Sofat N. Analysing the role of endogenous matrix molecules in the

development of osteoarthritis. Int J Exp Pathol 2009;90:463–79.
3. Zeggini E, Panoutsopoulou K, Southam L, et al., arcOGEN

Consortium, arcOGEN Collaborators. Identification of new
susceptibility loci for osteoarthritis (arcOGEN): a genome-wide
association study. Lancet 2012;380:815–23.

4. Reynard LN, Loughlin J. Genetics and epigenetics of osteoarthritis.
Maturitas 2012;71:200–4.

5. Valdes AM, Spector TD. The genetic epidemiology of osteoarthritis.
Curr Opin Rheumatol 2010;22:139–43.

6. Miyamoto Y, Mabuchi A, Shi D, et al. A functional polymorphism in
the 50 UTR of GDF5 is associated with susceptibility to osteoarthritis.
Nat Genet 2007;39:529–33.

7. Nakamura T, Shi D, Tzetis M, et al. Meta-analysis of association
between the ASPN D-repeat and osteoarthritis. Hum Mol Genet
2007;16:1676–81.

6 Su S-L, et al. BMJ Open 2015;5:e007931. doi:10.1136/bmjopen-2015-007931

Open Access

 on A
pril 19, 2024 by guest. P

rotected by copyright.
http://bm

jopen.bm
j.com

/
B

M
J O

pen: first published as 10.1136/bm
jopen-2015-007931 on 11 June 2015. D

ow
nloaded from

 

http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/
http://dx.doi.org/10.1016/j.rdc.2012.10.004
http://dx.doi.org/10.1016/j.rdc.2012.10.004
http://dx.doi.org/10.1111/j.1365-2613.2009.00676.x
http://dx.doi.org/10.1016/S0140-6736(12)60681-3
http://dx.doi.org/10.1016/j.maturitas.2011.12.001
http://dx.doi.org/10.1097/BOR.0b013e3283367a6e
http://dx.doi.org/10.1038/2005
http://dx.doi.org/10.1093/hmg/ddm115
http://bmjopen.bmj.com/


8. Evangelou E, Chapman K, Meulenbelt I, et al. Large-scale analysis
of association between GDF5 and FRZB variants and osteoarthritis
of the hip, knee, and hand. Arthritis Rheum 2009;60:1710–21.

9. Francis-West PH, Parish J, Lee K, et al. BMP/GDF-signalling
interactions during synovial joint development. Cell Tissue Res
1999;296:111–19.

10. Egli RJ, Southam L, Wilkins JM, et al. Functional analysis of the
osteoarthritis susceptibility-associated GDF5 regulatory
polymorphism. Arthritis Rheum 2009;60:2055–64.

11. Daans M, Luyten FP, Lories RJ. GDF5 deficiency in mice is
associated with instability-driven joint damage, gait and subchondral
bone changes. Ann Rheum Dis 2011;70:208–13.

12. Nakajima M, Kizawa H, Saitoh M, et al. Mechanisms for asporin
function and regulation in articular cartilage. J Biol Chem
2007;282:32185–92.

13. Kizawa H, Kou I, Iida A, et al. An aspartic acid repeat polymorphism
in asporin inhibits chondrogenesis and increases susceptibility to
osteoarthritis. Nat Genet 2005;37:138–44.

14. van der Kraan PM, Blaney Davidson EN, Blom A, et al. TGF-beta
signaling in chondrocyte terminal differentiation and osteoarthritis:
modulation and integration of signaling pathways through
receptor-Smads. Osteoarthritis Cartilage 2009;17:1539–45.

15. Finnson KW, Chi Y, Bou-Gharios G, et al. TGF-b signaling in
cartilage homeostasis and osteoarthritis. Front Biosci (Schol Ed)
2012;4:251–68.

16. Finnson KW, Parker WL, Chi Y, et al. Endoglin differentially
regulates TGF-beta-induced Smad2/3 and Smad1/5 signalling and
its expression correlates with extracellular matrix production and
cellular differentiation state in human chondrocytes. Osteoarthritis
Cartilage 2010;18:1518–27.

17. Qureshi HY, Ahmad R, Sylvester J, et al. Requirement of
phosphatidylinositol 3-kinase/Akt signaling pathway for regulation of
tissue inhibitor of metalloproteinases-3 gene expression by
TGF-beta in human chondrocytes. Cell Signal 2007;19:1643–51.

18. Morris KJ, Cs-Szabo G, Cole AA. Characterization of TIMP-3 in
human articular talar cartilage. Connect Tissue Res
2010;51:478–90.

19. van der Kraan PM, Goumans MJ, Blaney Davidson E, et al.
Age-dependent alteration of TGF-beta signalling in osteoarthritis.
Cell Tissue Res 2012;347:257–65.

20. Finnson KW, Parker WL, ten Dijke P, et al. ALK1 opposes ALK5/
Smad3 signaling and expression of extracellular matrix components
in human chondrocytes. J Bone Miner Res 2008;23:896–906.

21. Su S, Dehnade F, Zafarullah M. Regulation of tissue inhibitor of
metalloproteinases-3 gene expression by transforming growth
factor-beta and dexamethasone in bovine and human articular
chondrocytes. DNA Cell Biol 1996;15:1039–48.

22. Yamada Y. Association of a Leu(10)-->Pro polymorphism of the
transforming growth factor-beta1 with genetic susceptibility to
osteoporosis and spinal osteoarthritis. Mech Ageing Dev
2000;116:113–23.

23. Yao JY, Wang Y, An J, et al. Mutation analysis of the Smad3 gene
in human osteoarthritis. Eur J Hum Genet 2003;11:714–17.

24. Morimoto M, Matsui E, Kawamoto N, et al. Age-related changes of
transforming growth factor beta1 in Japanese children. Allergol Int
2009;58:97–102.

25. Limer KL, Tosh K, Bujac SR, et al. Attempt to replicate published
genetic associations in a large, well-defined osteoarthritis
case-control population (the GOAL study). Osteoarthritis Cartilage
2009;17:782–9.

26. Yamada Y, Okuizumi H, Miyauchi A, et al. Association of
transforming growth factor beta1 genotype with spinal osteophytosis
in Japanese women. Arthritis Rheum 2000;43:452–60.

27. Muthuri SG, Doherty S, Zhang W, et al. Gene-environment
interaction between body mass index and transforming growth factor
beta 1 (TGFbeta1) gene in knee and hip osteoarthritis. Arthritis Res
Ther 2013;15:R52.

28. Chen CG, Thuillier D, Chin EN, et al. Chondrocyte-intrinsic Smad3
represses Runx2-inducible matrix metalloproteinase 13 expression
to maintain articular cartilage and prevent osteoarthritis. Arthritis
Rheum 2012;64:3278–89.

29. Li TF, Gao L, Sheu TJ, et al. Aberrant hypertrophy in
Smad3-deficient murine chondrocytes is rescued by restoring
transforming growth factor beta-activated kinase 1/activating
transcription factor 2 signaling: a potential clinical implication for
osteoarthritis. Arthritis Rheum 2010;62:2359–69.

30. Yang X, Chen L, Xu X, et al. TGF-beta/Smad3 signals repress
chondrocyte hypertrophic differentiation and are required for
maintaining articular cartilage. J Cell Biol 2001;153:35–46.

31. Valdes AM, Spector TD, Tamm A, et al. Genetic variation in the
SMAD3 gene is associated with hip and knee osteoarthritis. Arthritis
Rheum 2010;62:2347–52.

32. Busque L, Belisle C, Provost S, et al. Differential expression of
SMAD3 transcripts is not regulated by cis-acting genetic elements
but has a gender specificity. Genes Immun 2009;10:192–6.

33. Liying J, Yuchun T, Youcheng W, et al. A SMAD3 gene
polymorphism is related with osteoarthritis in a Northeast Chinese
population. Rheumatol Int 2013;33:1763–8.

34. Kobayashi N, Hanaoka M, Droma Y, et al. Polymorphisms of the
tissue inhibitor of metalloproteinase 3 gene are associated with
resistance to high-altitude pulmonary edema (HAPE) in a Japanese
population: a case control study using polymorphic microsatellite
markers. PLoS ONE 2013;8:e71993.

35. Peterson NB, Beeghly-Fadiel A, Gao YT, et al. Polymorphisms in
tissue inhibitors of metalloproteinases-2 and -3 and breast cancer
susceptibility and survival. Int J Cancer 2009;125:844–50.

36. Bashash M, Shah A, Hislop G, et al. Genetic polymorphisms at
TIMP3 are associated with survival of adenocarcinoma of the
gastroesophageal junction. PLoS ONE 2013;8:e59157.

37. Sahebjam S, Khokha R, Mort JS. Increased collagen and aggrecan
degradation with age in the joints of Timp3(−/−) mice. Arthritis
Rheum 2007;56:905–9.

Su S-L, et al. BMJ Open 2015;5:e007931. doi:10.1136/bmjopen-2015-007931 7

Open Access

 on A
pril 19, 2024 by guest. P

rotected by copyright.
http://bm

jopen.bm
j.com

/
B

M
J O

pen: first published as 10.1136/bm
jopen-2015-007931 on 11 June 2015. D

ow
nloaded from

 

http://dx.doi.org/10.1002/art.24524
http://dx.doi.org/10.1007/s004410051272
http://dx.doi.org/10.1002/art.24616
http://dx.doi.org/10.1136/ard.2010.134619
http://dx.doi.org/10.1074/jbc.M700522200
http://dx.doi.org/10.1038/ng1496
http://dx.doi.org/10.1016/j.joca.2009.06.008
http://dx.doi.org/10.2741/S266
http://dx.doi.org/10.1016/j.joca.2010.09.002
http://dx.doi.org/10.1016/j.joca.2010.09.002
http://dx.doi.org/10.1016/j.cellsig.2007.02.007
http://dx.doi.org/10.3109/03008201003686958
http://dx.doi.org/10.1007/s00441-011-1194-6
http://dx.doi.org/10.1359/jbmr.080209
http://dx.doi.org/10.1089/dna.1996.15.1039
http://dx.doi.org/10.1016/S0047-6374(00)00131-7
http://dx.doi.org/10.1038/sj.ejhg.5201034
http://dx.doi.org/10.2332/allergolint.O-07-530
http://dx.doi.org/10.1016/j.joca.2008.09.019
http://dx.doi.org/10.1002/1529-0131(200002)43:2<452::AID-ANR28>3.0.CO;2-C
http://dx.doi.org/10.1186/ar4214
http://dx.doi.org/10.1186/ar4214
http://dx.doi.org/10.1002/art.34566
http://dx.doi.org/10.1002/art.34566
http://dx.doi.org/10.1002/art.27537
http://dx.doi.org/10.1083/jcb.153.1.35
http://dx.doi.org/10.1002/art.27530
http://dx.doi.org/10.1002/art.27530
http://dx.doi.org/10.1038/gene.2008.101
http://dx.doi.org/10.1007/s00296-012-2593-z
http://dx.doi.org/10.1371/journal.pone.0071993
http://dx.doi.org/10.1002/ijc.24405
http://dx.doi.org/10.1371/journal.pone.0059157
http://dx.doi.org/10.1002/art.22427
http://dx.doi.org/10.1002/art.22427
http://bmjopen.bmj.com/


Supplementary I SNP description and RFLP condition 

SNP Position 
Response solvent 

(μl) 

Restriction 

enzyme (μl) 

Reaction 

temperature 

Agarose gel 

concentration 

TGF-β1 -509C/T 

rs1800469 
Promoter 

ddH2O (6.2) 

NE buffer (1.2) 

BSA (0.4) 

PCR product (4) 

Bsu36I (0.4) 

37℃ 2.5% 

TGF-βR1 *4578T/G 

rs1590 
3’-Utr BsrI (0.4) 

Smad3 17251G/A 

rs12901499 
Intron MobII (0.4) 

Smad3 20917C/T 

rs6494629 
Intron HpaII (0.4) 

TIMP-3 43130G/A 

rs715572 
Intron N1aIII (0.4) 

TIMP-3 -2014C/G 

rs1962223 
Promoter AccI (0.4) 
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