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Genetic Variants Involved in Extracellular Matrix Homeostasis Play a
Role in the Susceptibility to Frozen Shoulder: A Case-Control Study.
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ABSTRACT: Frozen shoulder is a condition of loss of active and passive motion as result of inflammatory contracture and fibrosis of the
joint capsule. We hypothesize that genetic variants in genes involved in these processes such as genes that play a role in extracellular
matrix homeostasis (collagens, glycoproteins, genes involved in TGFb signaling, and metalloproteinases and its inhibitors) may
contribute to the susceptibility to frozen shoulder. We evaluated eighteen SNPs of genes involved in extracellular matrix homeostasis
in 186 cases (Nfemales¼ 114;Nmales¼72) of frozen shoulder and 600 age-matched controls (Nfemales¼308;Nmales¼292). Multivariate
logistic regressions were carried out with age, gender, genetic ancestry, and common comorbidities as covariates. Carriers of the C
allele of MMP13 rs2252070 and G/G MMP9 (rs17576 A>G/rs17577 G>A) haplotype may have an increased risk of frozen shoulder
(p¼ 0.002, OR¼1.64, 95%CI¼ 1.20–2.26, and p¼ 0.046, OR¼ 1.40, 95%CI¼ 1.01–1.95, respectively), especially in females (p¼0.005,
OR¼1.91, 95%CI¼ 1.22–2.99, and p¼ 0.046, OR¼ 1.59, 95%CI¼1.01–2.51, respectively). In females, the G allele of MMP9 rs17576
tended to contribute to the susceptibility to the studied disease (p¼ 0.05, OR¼1.51, 95%CI¼0.97–2.33). In contrast, the presence of
the C allele of TGFB1 rs1800470 seems to be associated with a reduced risk (p¼ 0.04, OR¼0.47, 95%CI¼0.23–0.96) while the GG-
genotype of TGFBR1 rs1590 was associated with increased risk (p¼0.027, OR¼4.11, 95%CI¼ 1.17–14.38) to frozen shoulder
development in males. Thus, we identified genetic variants that were independent risk factors that can aid in the risk assessment of
frozen shoulder reinforcing the involvement of MMP and TGFb signaling in disease development. � 2019 Orthopaedic Research
Society. Published by Wiley Periodicals, Inc. J Orthop Res
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Frozen shoulder (FS), also known as adhesive capsu-
litis, is a debilitating condition in which patients
present with limited active and passive shoulder
motion. The loss of motion is a result of an inflamma-
tory contracture of the joint capsule, which seems to
lead to capsular fibrosis.1

FS occurs in 3–5% of the general population.2 It is
found predominantly among women aged 40–60.3 In
diabetes patients, the FS incidence increases to 10.8–
29%.4–6 Dyslipidemia7,8 and high blood pressure7 seem
to increase the risk of this shoulder injury. Hypothy-
roidism is also a FS risk factor, especially in
females.9,10 Possible racial differences have been de-
scribed.4

The etiology of FS remains unclear. Genetic factors
may be involved in susceptibility, and its heritability
is estimated to be 42%.11 Single nucleotide polymor-
phisms (SNPs) are the most studied type of genetic
variations, and knowing which SNPs are associated
with complex diseases provides insights into underly-
ing etiologic mechanisms.12 Xu et al. originally de-
scribed that the rare variant of the metalloproteinase

MMP3 rs650108 was associated with increased suscep-
tibility to FS in a Chinese Han population.13

The shoulder capsule is composed of cellular and
fibrous elements. Types I (encoded by COL1A1 and
COL1A2s), III (encoded by COL3A1), and V fibrillar
collagens (mainly encoded by COL5A1 and COL5A2 in
joint tissues) are the most common types present in
the extracellular matrix (ECM) of this tissue.14 Matrix
metalloproteinases (MMPs) are enzymes responsible
for tissue remodeling and ECM degradation.15 These
enzymes are classified based on their substrate prefer-
ence, including collagenases (e.g., MMP1 and
MMP13), stromelysins (e.g., MMP3), and gelatinases
(e.g., MMP2 and MMP9).15 MMPs are inhibited by
tissue inhibitor of metalloproteinases (TIMP), includ-
ing TIMP2.16 A balance between MMPs and TIMPs is
necessary for tissue maintenance and remodeling. As
described above, a SNP of MMP3 (rs650108) may play
a role in the FS etiology.13

Rodeo et al. previously suggested that cytokines,
such as transforming growth factor beta (TGFb), may
play a key role in the inflammatory and fibrotic
processes that occur in FS.17 TGFb activity is medi-
ated by signaling receptors such as TGFb receptor I
(encoded by the TGFBR1 gene).18 TGFb regulates and
is regulated by several ECM proteins, including colla-
gens, fibronectin 1 (FN1) and tenascin C (TNC).19,20

However, both FN1 and TNC glycoproteins act in
TGFb modulation.21,22 Increased TNC and FN1
mRNA expression is a possible a marker of capsule
injury.23 Upregulation of TGFBR1 seems also to be
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dependent on symptom duration, and thus TGFb
signaling may be involved in FS.23 Because TNC, FN1,
and TGFBR1 may play a role in FS by contributing to
capsule inflammation and fibrosis, we hypothesize that
genetic variants in these genes, as well as in COL1A1
and COL5A1, TGFB1, TIMP2, and MMPs, may con-
tribute to the susceptibility to this shoulder condition.

Here, we investigated whether 18 SNPs in genes
involved in ECM structure and homeostasis may
contribute to the risk of idiopathic FS. To elucidate
whether genetic variants may be independent risk
factors, we included in our models genetic ancestry
and epidemiological risk factors for the disease to
avoid population stratification or an intrinsic associa-
tion between the studied SNPs and common comorbid-
ities previously associated with FS incidence. This
approach was chosen to identify SNPs that may add
predictive information beyond the clinical variables
that are currently easily accessed in clinical practice.
We originally demonstrated the involvement of SNPs
in MMP2, MMP9, MMP13, TGFB1, and TGFBR1 in
susceptibility to FS.

MATERIALS AND METHODS
Subject Selection
This is a case–control study involving 786 individuals.
Patients and controls were recruited at the Hospital S~ao
Paulo of the Universidade Federal de S~ao Paulo, Brazil.
Each subject agreed to participate by signing a written
consent form before data and sample collection approved by
the ethics committee of the Universidade Federal de S~ao
Paulo (approval number:CEP 1918/11).

Between 2012 and 2016, 186 patients with idiopathic FS
or history of this disease were recruited (Nfemales¼ 114;
Nmales¼ 72). During the diagnostic clinical evaluations, the
patients presented pain, loss of motion and severe limitations
during daily activities; functional restriction of active and

passive shoulder motion and no history of trauma or previous
shoulder pathologies. Magnetic resonance imaging (MRI)
was used to exclude secondary stiff shoulder. Exclusion
criteria were: Generalized arthritis; previous shoulder com-
promise, such as major trauma, fracture, rotator cuff tear,
calcifying tendonitis, or shoulder instability; and superior
labral anterior and posterior (SLAP) lesions.

The control group consisted of 600 age-matched subjects
(�1 years) and given an a priori estimated ratio of 1:3 cases–
controls (Nfemales¼ 308; Nmales¼ 292). All controls were physi-
cally active in their daily lifestyle; however, sports participa-
tion or occupational activities were not used as inclusion or
exclusion criteria in both case and control groups. Exclusion
criteria were: History of FS; history of other shoulder disease;
family history of shoulder injuries; genetic syndromes.

All patients answered a questionnaire concerning gender,
age, smoking habits and other medical conditions (Table 1
and Supplementary Table S1). High blood pressure, dyslipi-
demia, diabetes and thyropathy (mainly hypothyroidism)
were the main comorbidities observed in cases and controls.

DNA Extraction
Genomic DNA was extracted from fresh white blood cells
using Gentra Puregene Blood Kit (Qiagen, Valencia, CA).
DNA concentration and quality were determined using a
Nanodrop ND-1000 (Thermo Scientific, Wilmington, DE) and
stored at �20˚C.

Molecular Ancestry
To identify SNPs that may be associated with the risk of FS,
we initially evaluated their frequency in a subpopulation in
which we determined the genetic ancestry to avoid popula-
tion stratification bias. Genetic ancestry was determined for
164 randomly selected cases and 460 gender-matched con-
trols whose age was the same or up to 2 years older than
selected cases. This older age was used because they were
more exposed to possible environmental factors that can
contribute to FS risk and did not develop the condition
(Table 1). Subjects were genotyped for a set of 61 biallelic

Table 1. Distribution of Clinical Variables and Genetic Ancestry in Subjects With and FS

All Subjects (n¼ 786)
All Subjects With Genetic Ancestry Data

(n¼ 624)

Variables Controls (n¼ 600) Cases (n¼ 186) p-value Controls (n¼ 460) Cases (n¼ 164) p-value

Age (years; mean�SD) 53.49� 11.73 52.66� 9.04 0.373 54.49� 11.01 52.50� 9.27 0.039�

Gender [n(%)]
Female 308 (51.3) 114 (61.2) 0.02� 263 (57.2) 97 (59.1) 0.729
Male 292 (48.7) 72 (38.8) 197 (42.8) 67 (40.9)

Genetic ancestry (%; mean�SD)
African component – – – 23� 21 10� 13 <0.001�

Ameridian component – – – 11� 10 8� 6 <0.001�

European component – – – 62� 24 75� 25 <0.001�

Smoker [n(%)] 62 (10.3) 17 (9.1) 0.392 52 (11.3) 15 (9.1) 0.282
High blood pressure [n(%)] 230 (38.4) 43 (23.1) <0.001� 176 (38.3) 40 (24.4) 0.001�

Dyslipidemia [n(%)] 52 (8.7) 51 (27.4) <0.001� 39 (8.5) 45 (27.4) <0.001�

Diabetes [n(%)] 124 (20.7) 24 (12.9) 0.012� 101 (22.0) 21 (12.8) 0.008�

Thyropathy [n(%)] 62 (10.4) 57 (30.6) <0.001� 49 (10.6) 48 (29.3) <0.001�

Hypothyroidism [n(%)] 35 (5.8) 39 (21) <0.001� 30 (6.5) 31 (18.9) <0.001�

n: Number of individuals; SD: standard deviation. �Significant difference between groups (p< 0.05) by t-test for independent samples
(quantitative variables) or X2 test (categorical variables).
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validated short insertion/deletion polymorphisms (INDELs)
using the ABI PRISM 3130 Genetic Analyzer (Applied
Biosystems, Foster Ciyt, CA) and analyzed with GeneMapper
v3.2 software (Applied Biosystems) in a single center, as
previously described.24 The ABIGS LIZ-500 ladder (Applied
Biosystems) was used as a reference. Standards of known
size were included in each assay for quality control.24

The admixture model assumes that each subject inherits
part of his or her ancestral markers from ancestral popula-
tions. Based on this assumption, the results were plotted
against the three parental populations (African, Amerindian,
and European) that constitute the Brazilian population to
perform ancestry stratification. Structure v2.3.4 software
was used to estimate admixture.

Genotyping
Details of the studied genetic variants are shown in Supple-
mentary Table S2. All SNPs were in genes associated with
ECM structure and homeostasis and/or fibrosis process.
SNPs were selected based on at least one of the following
criteria: Be functional; previously associated with the risk of
orthopedic disease/injuries; previously associated with the
risk of comorbidities that are related with FS development
(see references in Supplementary Table S2). The minor allele
frequency (MAF) based on the 1000 genomes project was
used to selected SNPs for each we could detect an estimated
1.4–2.1genotype relative risk with 80% of expected power at
the 5% significance level in our sample (http://csg.sph.umich.
edu//abecasis/cats/gas_power_calculator/index.html).

Genotyping was performed by 50 nuclease PCR using the
TaqMan allelic discrimination system (Supplementary Table
S2; Life Technologies, Grand Island, NY) in a ViiA 7 Real-
Time PCR System (Life Technologies) in a single center. Blank
and known samples representative of each genotype were
included in all runs. Genotype calling was performed using
TaqMan Genotyper Software (Life Technologies). Analyses
were performed in single-replicates; however, replicates were
performed if possible low-quality data was detected. Genotype
calling, as well as genetic ancestry analysis, were performed
by investigators blind for clinical data during the analyses.
This study followed the The STrengthening the REporting of
Genetic Association studies (STREGA) recommendations.25

Models
Designating the minor (rare) allele as m and the major allele as
M, the association between the SNPs and FS risk was assessed
under the following genetic models: A) dominant model (Mmþ
mm vs. MM), where the presence of the rare allele is involved
in an increased or reduced risk of FS; B) recessive model (mm
vs. MmþMM), where the presence of two copies of the rare
allele is necessary to modify the phenotype; and C) additive
model in which samples were coded as 0 (MM), 1 (Mm) or 2
(mm). In the additive model, individuals with two copies of the
rare allele would be more susceptible to the disease than
individuals with one copy; however, individuals with one copy
of the rare allele would have a greater risk of disease than
individuals without the allele rare. In all analyses, the common
homozygote genotype in the control population was defined as
the reference category.

Statistical Analyses
The chi-square test was used to compare gender, smoking
habits and the presence of medical conditions between patients
with FS and controls. T-test was used to compare age and

genetic ancestry between cases and controls. These analyses
were performed using SPSS v.18 software (IBM, Armonk, NY).

Samples with missing data (genotype) were excluded from
statistical analysis. Allele and genotype frequencies were
calculated for polymorphisms, and the chi-square test was
used to investigate deviation from Hardy-Weinberg Equilib-
rium (HWE).

The association between the case–control status and each
individual SNP, as measured by the odds ratio (OR) and its
corresponding 95% confidence interval (CI), was estimated
using unconditional logistic regression. First, the logistic
regression was performed using sex and age as covariates. p
values are usually adjusted in studies aiming to identify
SNPs associated with the risk of joint injuries, including in
the previous study with FS.13

Second, European and African ancestry were included as
covariates, as this correction is essential to avoid bias due to
an association between a SNP and genetic ancestry in an
admixed population. To avoid multicollinearity, Amerindian
ancestry was not included in the model because it could be
inferred based on the percentages of the other ancestries.

Third, logistic regression was performed using sex, age,
genetic ancestry, high blood pressure, dyslipidemia, diabetes
and hypothyroidism (the main thyropathy in our population)
as covariates. These covariates were previously described as
epidemiological risk factors for FS, and their distributions
differed between cases and controls in our population (Table 1).
As a validation step, logistic regression was performed for the
SNPs identified as independent risk factors in the previous
analyses (adjusted by genetic ancestry) with all recruited
individuals (n¼ 786). In this step, sex, age, and the main
comorbidities were included as covariates. Genetic ancestry
was not included. A final model considered more than one
SNP as a possible risk factor.

The models described above were also evaluated sepa-
rately among females and males. All model were evaluated
using SNPstat software.26

Linkage disequilibrium (LD) and the associations between
haplotypes of selected SNPs of a gene and the risk of FS
were estimated using SNPstat software.26 First, p values
were adjusted for gender, age, and genetic ancestry. Then, p
values were adjusted for gender, age, and comorbidities in
the analyses involving all recruited subjects. To allow the
investigation of a larger number of samples necessary for
haplotype analyses, genetic ancestry was not included as co-
variable in the validation set.

A p-value of 0.05 was considered statistically significant.

RESULTS
Medical Conditions and Genetic Ancestry
The most frequent medical conditions in cases and
controls were high blood pressure, dyslipidemia, diabe-
tes and thyropathy, mainly hypothyroidism (Table 1
and full data at Supplementary Table S1). Dyslipide-
mia and hypothyroidism were more frequent in
patients with FS than in controls (p<0.001). Con-
versely, high blood pressure and diabetes were more
common in controls (p<0.05). Females with FS also
presented increased frequency of dyslipidemia and
hypothyroidism and reduced frequency of high blood
pressure and diabetes in relation to the recruited
controls (all p< 0.001; Supplementary Table S1). The
frequency of dyslipidemia was significantly higher

JOURNAL OF ORTHOPAEDIC RESEARCH1 MONTH 2019



GENETIC VARIANTS INVOLVED IN EXTRACELLULAR MATRIX 3951

among males with FS in relation to controls (p<0.001;
Supplementary Table S1).

Males with FS had a higher frequency of high blood
pressure (p¼0.002) and diabetes (p¼0.007) than
females. In contrast, hypothyroidism was more fre-
quent in females than in males (p¼ 0.004; Table 1).

All subjects had mixed genetic ancestry. European
ancestry was predominant in both groups, followed by
African and Amerindian components (Table 1 and
Supplementary Table S1). Only 17 individuals had
less than 80% of European, African and Amerindian
ancestry, which could be result of other population
ancestry, such as Asian.

European component was more frequent among
cases than controls (p<0.001; Table 1 and Supplemen-
tary Table S1). In contrast, both Amerindian and
African components were more frequent among the
controls (p< 0.001; Table 1 and Supplementary
Table S1).

SNPs and FS Susceptibility
Alleles and genotypes were in HWE, with the excep-
tions of COL1A1 rs1800012 and COL5A1 rs12722,
which deviated significantly from HWE in the studied
population (p¼0.027 and p¼0.015; respectively) and
mainly in the controls (p¼ 0.006 and p¼0.037, respec-
tively). Although these SNPs could be considered in
HWE if a Bonferroni correction was applied after
multiple comparisons, the results of COL1A1
rs1800012 and COL5A1 rs12722 should be considered
with care.

The genotype distributions of the studied SNPs for the
cases and controls are shown in Supplementary Tables
S3–S5. SNP MMP2 rs243865 (p¼ 0.049, OR¼1.39, 95%
CI¼ 1.00–1.93; additive model) and MMP3 rs522616
(p¼0.04, OR¼ 0.45, 95%CI¼ 0.21–0.98; recessive model)

were associated with FS development when adjusted for
age and gender (Supplementary Table S3). However, no
significant association between these SNPs and disease
susceptibility was detected after adjusting for genetic
ancestry.

The rare allele of MMP13 rs2252070 was an
independent risk factor for FS, including in an addi-
tive model that adjusted for gender, age, genetic
ancestry and the main comorbidities (p¼ 0.002, OR
¼1.64, 95%CI¼1.20–2.26; Supplementary Table S3).
Therefore, both homozygous and heterozygous individ-
uals for the C-allele of MMP13 rs2252070 may be at
increased risk of developing FS; however, CC-genotype
carriers are even more susceptible. This finding was
confirmed when a multivariate logistic regression was
carried out using the data of all recruited patients
(Fig. 1A; Table 2).

When only females were evaluated, the C-allele of
MMP13 rs2252070 was also an independent risk factor
for FS (p¼ 0.005, OR¼1.91, 95%CI¼ 1.22–2.99; addi-
tive model adjusting for gender, age, genetic ancestry
and comorbidities; Supplementary Table S4; Fig. 1A;
Table 2). Despite the higher frequency of the C allele
among cases, this SNP was not associated with disease
susceptibility in males (p>0.05 for all models; Fig. 1A;
Supplementary Table S5; Table 2).

Comparing the genotype frequency of MMP9
rs17576 in females, initially we observed that the G-
allele (minor allele) tended to contribute to risk of the
disease (p¼0.05, OR¼ 1.51, 95%CI¼0.97–2.33; addi-
tive model adjusting for age, genetic ancestry and
comorbidities; Supplementary Table S4). When all
recruited females were evaluated (including samples
without genet ancestry data), providing a larger
sample size, the rare variant of MMP9 rs17576 was
significant associated with disease susceptibility

Figure 1. Genotype frequencies in the recruited individuals with or without FS. (A) MMP13 rs2252070; (B) MMP9 rs17576; (C)
TGFB1 rs1800470; (D) TGFBR1 rs1590. �Significant difference between groups after adjustment by age, gender and comorbidities
(p< 0.05).
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(p¼ 0.044, additive model adjusting for age and comor-
bidities; Fig. 1B). However, in a model considering
both MMP9 rs2252070 and rs17576, the rs17576
variant only tended to contribute to the risk of FS
(p¼ 0.05; Table 2).

In males, the presence of the T-allele of TIMP2
rs2277698 was associated with the risk of FS in a
dominant model adjusted for age and ancestry
(p¼ 0.035, OR¼ 2.15, 95%CI¼ 1.06–4.36; dominant
model; Supplementary Table S5). However, it was not
an independent risk factor when comorbidities were
included in the model.

The SNPs TGFB1 rs1800470 and TGFBR1 rs1590
were also involved in susceptibility to FS in males
(Supplementary Table S5). The C-allele of rs1800470
was associated with a reduced risk of FS (p¼0.04,
OR¼ 0.47, 95%CI¼0.23–0.96; dominant model adjust-
ing for age, genetic ancestry and comorbidities). GG-
genotype carriers of TGFBR1 rs1590 had an increased
risk of this condition (p¼0.027, OR¼4.11, 95%CI
¼ 1.17–14.38; recessive model adjusting for age, ge-
netic ancestry and comorbidities). These genetic var-
iants were confirmed as independent risk factors for
FS susceptibility when all recruited males were evalu-
ated (Table 2; Fig. 1C and D).

Table 2 shows p values, OR and 95%CI of the final
model including the significant SNPs and clinical
variables as possible risk factors adjusted for age and
gender (when necessary). It is important to highlight
that diabetes was an independent risk factor only
among females, and dyslipidemia was the unique
comorbidity associated with FS risk in males
(p< 0.05).

Haplotypes and FS Susceptibility
For the haplotype analyses, only polymorphisms in
HWE were included. There was strong linkage dis-
equilibrium in TGFB1, TGFBR1, MMP2, MMP3, and
MMP9 loci.

For between-group comparisons, p values were
first adjusted for gender, age and genetic ancestry.

Comparing the MMP9 haplotypes between cases and
controls, a significant association was detected be-
tween the G/G (rs17576 A>G/rs17577 G>A) haplo-
type and FS (p¼ 0.046, OR¼1.40, 95%CI¼1.01–1.95;
Table 3) and when only females were evaluated
(p¼ 0.046, OR¼1.59, 95%CI¼1.01–2.51; Table 3). In
females, the T/C/G MMP2 (rs243865 C>T/rs2285053
C>T/rs243866 G>A) haplotype was also associated
with the susceptibility of FS (p<0.0001; Table 3).
However, the frequency of this haplotype was low in
the studied population. These findings were con-
firmed in the analysis involving all recruited cases
and controls with adjustment for age, gender and
main comorbidities (Supplementary Table S6).

DISCUSSION
The present study provides additional evidence that
FS is a complex disease that involves both environ-
mental and genetic risk factors. We identified SNPs or
haplotypes that were independent risk factors for this
injury even in models that included common comorbid-
ities as covariates. Therefore, analysis of these genetic
variations can contribute to FS risk assessment.
Currently, the diagnosis of FS is often one of exclu-
sion, which may be difficult because the disease can
share symptoms with many other shoulder condi-
tions.2 In that way, knowledge of the molecular basis
of a disease can help in the development of improved
diagnostic tools.

We observed that carriers of the C-allele of MMP13
rs2252070 and, especially female, may present in-
creased FS susceptibility. Moreover, CC-genotype car-
riers are even more susceptible. The rs2252070 is a
functional variant in the Sp1 (a transcription factor)
binding site of MMP13 promoter, and this polymor-
phism has been found to influence gene expression.27

The C-allele of rs2252070, but not the T-allele, can
bind Sp1 and promote MMP13 expression.28 Similari-
ties between the fibrosis process of FS and Dupuytren
disease have been reported29 and increased MMP13
expression has been described in this disease.30 Thus,

Table 2. Risk Factors for FS Susceptibility in a Multivariate Logistic Regression

All Subjects Females Males

Variable p-Value OR (95%CI) p-Value OR (95%CI) p-Value OR (95%CI)

Age 0.188 0.98 (0.97–1.01) 0.355 0.99 (0.96–1.01) 0.001� 0.94 (0.91–0.97)

Gender (Reference: Male) 0.112 1.36 (0.93–1.98) – – – –

rs2252070 (Reference: TT; additive model) <0.001� 1.68 (1.27–2.21) 0.001� 1.84 (1.27–2.63) – –

rs17576 (Reference: AA; additive model) 0.05# 1.47 (1.00–2.16) – –

rs1800470 (Reference: AA; dominant model) – – 0.008� 0.41 (0.21–0.79)

rs1590 (Refence: TT; recessive model) – – – – 0.010� 3.08 (1.31–7.23)

High blood pressure (Reference: Absence) <0.001� 0.31 (0.19–0.50) <0.001� 0.18 (0.09–0.38) – –

Dyslipidemia (Reference: Absence) <0.001� 7.04 (4.13–11.98) <0.001� 8.03 (3.57–18.02) <0.001� 8.19 (3.84–17.51)

Diabetes (Reference: Absence) – – 0.045� 0.40 (0.16–0.98) – –

Thyropathy (Reference: Absence) <0.001� 4.08 (2.38–6.99) <0.001� 6.03 (3.09–11.77) – –

OR: odds ratio; CI: confidence interval. �risk factor for FS susceptibility (p<0.05). #Tendency to be a risk factor (p¼ 0.05).
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our study highlights the involvement of MMP collage-
nase in the etiology of FS.

We also identified the G (minor allele)/G (major
allele) MMP9 (rs17576/rs17577) haplotype as an inde-
pendent risk factor for the disease, especially in
females. This MMP9 haplotype conferred 1.4 times the
risk of FS in general and 1.7 times the risk among
females. Although less predictive than MMP13
rs2252070, the G-allele of rs17576 was also associated
with disease risk among females independently from
the rs17577 genotype. A haplotype represents a set of
alleles which are inherited together and represent a
specific interval on a chromosome and may be associ-
ated with a phenotype. Both rs17576 and rs17577 are
missense polymorphisms and therefore involve the
substitution of one amino acid for another, which may
result in altered protein activity. rs17576 is located in
the MMP9-specific fibronectin type II domains, which
presumably enhance substrate binding,31,32 and
rs17577 is located in the hemopexin domain, which
seems to negatively affect the substrate and inhibitor
binding.33,34 FN1 is among the proteins with a fibro-
nectin type II domain that can be degraded by MMP9.
However, FN1, which is increased in the capsule of
patients with FS,23 is also able to induce an increase
of MMP9 expression.35 The feedback between these
proteins is important for tissue remodeling because, in
this context, MMP9 has been suggested to release or

activate a number of cytokines and growth factors,
including TGFB1.36

The gelatinase MMP2 T (minor-allele)/C (major-
allele)/G (major-allele) haplotype (rs243865/rs2285053/
rs243866) was also associated with FS susceptibility,
though only among females. MMP2 presents proteolytic
activity against matrix and nonmatrix proteins. Thus,
it is expected that genetic variants that directly affect
gene expression and/or protein function may impact the
progression of pathological processes involving tissue
remodeling,37 such as FS. The rs243865 is a known
functional SNP that interrupts a MMP2 Sp1 site. It
was previously demonstrated that the rs243865 C-allele
presents increased activity and expression in relation
to the T-allele.37 It is worth noting that the T/C/G
haplotype was infrequent in our population. Thus,
investigation in a larger population is necessary to
elucidate how this haplotype impacts the female FS
risk susceptibility.

Both SNPs of MMP13 and MMP2 associated with FS
risk are located in Sp1 sites. Regions rich in Sp1 sites
are influenced by DNA methylation,38 a dynamic
mechanism of gene expression regulation. DNA methyl-
ation is a mechanism of control of MMPs expression in
shoulder injuries.39 Moreover, the impact of methyla-
tion in SNPs was shown in osteoarthritis susceptibil-
ity.40 Thus, the dynamic nature of FS with the shoulder
function improving overtime suggests that SNPs that

Table 3. Haplotype Frequencies in Cases and Controls

All Subjects Females Males

Gene Haplotype Controls Cases p-Valuea Controls Cases p-Valuea Controls Cases p-Valuea

TGFB1 rs1800470/

rs1800469

A/Gb 0.5063 0.5488 0.4963 0.5361 0.5201 0.5672

G/A 0.3887 0.3811 0.5 0.4034 0.3814 0.54 0.3677 0.3806 0.72

G/G 0.1008 0.0701 0.44 0.0958 0.0825 0.82 0.1084 0.0522 0.17

A/A 0.0042 NA 1 0.0045 NA 1 0.0038 NA 1

TGFBR1 rs11568785/ rs1590 A/Tb 0.6492 0.6616 0.6452 0.6725 0.6546 0.6493

A/G 0.293 0.2713 0.68 0.2978 0.2657 0.71 0.2865 0.2761 0.86

G/T 0.0578 0.0671 0.8 0.057 0.0595 0.86 0.0589 0.0746 0.54

G/G 0 0 – 0 0.0024 0 0 –

MMP2 rs243865/ rs2285053/

rs243866

C/C/Gb 0.7026 0.6646 0.6844 0.6701 0.7359 0.6567

T/C/A 0.1427 0.189 0.52 0.1597 0.1907 0.66 0.111 0.1866 0.11

C/T/G 0.1547 0.1433 0.46 0.1559 0.134 0.2 0.1442 0.1567 0.7

T/C/G NA 0.003 – NA 0.0052 <0.0001� 0.0089 0 –

T/T/A 0 0 – 0 0 – 0 0 1

MMP3 rs679620/ rs522616 T/Tb 0.3971 0.4207 0.3821 0.3969 0.4174 0.4552

C/T 0.3044 0.3232 0.59 0.3213 0.3711 0.62 0.2816 0.2537 0.99

C/C 0.2969 0.2561 0.42 0.2966 0.232 0.34 0.2975 0.291 0.88

T/C 0.0016 0 1 0 0 – 0.0035 0 1

MMP9 rs17576/ rs17577 A/Gb 0.6899 0.6555 0.7064 0.6443 0.6678 0.6716

G/G 0.1695 0.2409 0.046� 0.1643 0.2423 0.046� 0.1766 0.2388 0.44

G/A 0.1366 0.1037 0.41 0.1247 0.1134 0.9 0.1525 0.0896 0.23

A/A 0.004 0 1 0.0046 0 1 0.0031 0 1
ap-value adjusted by age, gender (when applied) and genetic ancestry. bReference haplotype. �Significant difference between groups;
p<0.05.
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have an effect in the DNA methylation pattern may
play a key role in the disease susceptibility.

A previous study in a Chinese population also
suggested the involvement of MMP3 rs650108 in FS
risk. We did not evaluate this SNP; however, like Xu
et al., we evaluated the rs679620 and no association
between this genetic variant and the risk of FS when
adjusting for gender and age was detected. Conversely,
the CC-genotype of MMP3 rs522616 was significantly
more common among controls than among FS patients
after adjusting for the same variables. However, the
results were not significant once genetic ancestry was
added to the model. This finding highlights the
necessity of ancestry adjustment in a genetic study,
especially in admixed populations. Large-scale ge-
nome-wide studies such as HapMap and 1000 genomes
projects demonstrate that there is a broad range in
SNPs frequencies among populations from different
continents. Supplementary Table S2 exemplifies the
range in SNPs frequencies by showing the MAF of the
studied genes in African, Amerindian, and European
populations according the 1000 genomes project. In
populations with massive interethnic admixture, the
establishment of one’s ethnicity for research purposes
is an imprecise task, and physical appearance may not
be an efficient indicator of an individual’s ances-
try.24,41 Therefore, genetic ancestry determination is
essential to avoid the description of SNPs associated
with disease risk when the SNPs are truly associated
with a subpopulation in the studied samples.

In males, TIMP2 rs2277698, TGFB1 rs1800470, and
TGFBR1 rs1590 seem to be involved in the susceptibil-
ity to FS. However, only TGFB1 rs1800470 and
TGFBR1 rs1590 were independent risk factors of this
shoulder injury. The rare allele TGFB1 rs1800470
(missense SNP) seems to be reduce the risk of FS.
Conversely, TGFBR1 rs1590 is located in the 30-UTR
region, which is involved in the regulation of mRNA
stability, and the rare homozygous variant seems to be
associated with increased disease risk. These findings
reinforce the involvement of TGFb signaling in FS, as
previously demonstrated by gene expression analysis.23

It is worth noting that none of the SNPs associated
with FS among females were significantly associated
with the risk of this disease in males. In females, the
significant SNPs were located in MMP genes, while
SNPs of TGFB1 and TGFBR1 were associated with FS
susceptibility in males. We cannot exclude that dis-
tinct genetic factors may play different roles in the
disease development due to the interaction and func-
tion of diverse proteins in hormone-dependent path-
ways. Moreover, we believe that this gender difference
may have interfered in the observation of only MMP13
rs2252070 as a genetic factor in the analysis including
both genders.

The proportion of males and females in our study is
in agreement with the predominance of the disease
among females.3 Although the male population was
small, the FS risk in men seems to be less influenced

by common clinical comorbidities. The selection of
individuals with clinically relevant phenotypes it is an
intuitive approach by which to study the underlying
causes of a common disease. This strategy assumes
that these patients are the most informative and thus
should be studied separately, rather than being
included in larger series of patients who might dilute
the information that they can provide.42

While it is original, this study presents some
limitations. First, the sample size is small for a genetic
study. Although we demonstrated that the evaluation
of genetic variants may help in the understanding of
FS etiology; validation in larger populations is still
necessary, especially taking in account the necessity of
genetic ancestry adjustment. Second, p-values were
not adjusted for multiple comparisons; however, var-
iants/genes were rationally selected based on their
function in joint tissues and thus it is not a “hypothe-
sis-free” investigation. Moreover, considering the de-
mographic heterogeneity of patients and controls, we
prioritized the correction for clinical and genetic
ancestry that could lead to false positive discoveries
due to sample stratification. Third, we analyzed 18
SNPs, and the analysis of other genetic variants in the
studied genes or in other genes involved the tissue
remodeling, inflammation or fibrosis is needed. Indeed,
FS is a multifactorial disease, and therefore several
genetic variants may contribute small effects to its
susceptibility. Even so, the analysis of genetic variants
may be used as a less subjective tool to determine FS
risk after further investigations.

In conclusion, carriers of the C-allele of MMP13
rs2252070 and of the G/G MMP9 (rs17576/rs17577)
haplotype may present increased risk of FS, especially
in females. In females, the T/C/G MMP2 (rs243865/
rs2285053/rs243866) haplotype was also associated
with FS risk, and the G-allele of rs17576 tended to
contribute to susceptibility to the studied disease. In
contrast, the C-allele of TGFB1 rs1800470 reduces the
risk of FS development, and the GG-genotype of
TGFBR1 rs1590 increases the risk of the disease in
males.
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