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ABSTRACT. Osteogenesis imperfecta (OI) is a heterogeneous disorder 
that causes fragility, deformity, and fractures in bones. A large number 
of genes that are associated with the disease have been identified in 
the last decade; this makes the genetic diagnosis of OI more difficult. 
To improve our knowledge of the genetic mutation profile in OI we 
used single-stranded conformation polymorphism screening and 
automated sequencing to investigate the SERPINH1, FKBP10, and 
SERPINF1 genes, which are related to recessive OI, in 23 unrelated 
Brazilian patients. Nine rare changes and four common polymorphisms 
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were detected. Most changes were benign genetic variants. In general, 
changes in the SERPINH1 and SERPINF1 genes were synonymous 
polymorphisms or missense changes located in non-coding regions. A 
pathogenic change was found in the FKBP10 gene. The characterization 
of mutations related to OI in distinct populations can improve our 
knowledge of the genetic aspects of OI and help us develop molecular 
strategies for the diagnosis of the disease.

Key words: Recessive osteogenesis imperfecta; FKBP10; SERPINH1; 
SERPINF1

INTRODUCTION

Osteogenesis imperfecta (OI), also known as “brittle bone disease”, is a clinically 
and genetically heterogeneous disorder that is mainly characterized by bone deformity and 
fragility; it leads to the frequent occurrence of fractures. Traditionally, OI is classified into OI 
types I (mild), II (lethal), III (severe, non-lethal), and IV (moderate) (Sillence et al., 1979). 
The Sillence classification was extended based on the identification of causative genes (Rauch 
and Glorieux, 2004).

In most cases, OI arises from autosomal dominant mutations in COL1A1 or COL1A2 genes 
that code for type I collagen, one of the most important proteins in bone, skin, and tendons (Barsh 
and Byers, 1981; Gajko-Galicka, 2002; Canty and Kadler, 2005). Recently, dominant autosomal 
mutations have also been detected in OI patients that carry genetic changes in the IFITM5 gene. 
This gene codes for an osteoblast-specific transmembrane protein that appears to be associated with 
bone mineralization (Moffatt et al., 2008; Cho et al., 2012; Semler et al., 2012).

The number of recessive cases in OI has increased significantly in the past few years. 
Thirteen genes have already been described to be targets of autosomal recessive mutations in 
OI: LEPRE1 (Cabral et al., 2007), CRTAP (Morello et al., 2006), PPIB (van Dijk et al., 2009), 
FKBP10 (Alanay et al., 2010), SERPINH1 (Christiansen et al., 2010), SERPINF1 (Becker 
et al., 2011), PLOD2 (Puig-Hervás et al., 2012), TMEM38B (Shaheen et al., 2012), BMP1 
(Martínez-Glez et al., 2012), WNT1 (Fahiminiya et al., 2013), SP7 (Lapunzina et al., 2010), 
CREB3L1 (Symoens et al., 2013), and SPARC (Mendoza-Londono et al., 2015).

In general, most genes associated with recessive forms of OI are responsible for 
posttranslational modifications, assembling, folding, processing, or secretion of type I collagen. 
HSP47 (heat shock protein 47) and FKBP65 [an immunophilin found in the rough endoplasmic 
reticulum (RER)] are encoded by SERPINH1 and FKBP10, respectively, and act as molecular 
chaperones for type I procollagen, stabilizing the molecule in the RER, assisting in its folding, 
and preventing premature aggregation of its chains (Ishikawa et al., 2009). In addition, HSP47 
and FKBP65 remain associated with type I procollagen during its transport from the RER to 
the Golgi apparatus, suggesting that the chaperones are also involved in procollagen type I 
secretion (Alanay et al., 2010). Deficient HSP47 or FKBP65 activity leads to the accumulation 
of type I procollagen in the cells and to a delayed secretion, without affecting synthesis and 
posttranslational modifications of the molecules (Alanay et al., 2010; Venturi et al., 2012a).

SERPINF1 encodes pigment epithelium-derived factor (PEDF) protein, a member 
of the serpins family, widely expressed in the brain, spinal cord, plasma, lungs, eyes, heart, 
and bones (Tucker et al., 2012). PEDF is a strong inhibitor of angiogenesis, and works by 
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suppressing endothelial cell migration and proliferation and induction of endothelial cell apoptosis 
(Quan et al., 2005). PEDF has a high affinity for the collagens that form the extracellular matrix 
(Venturi et al., 2012b). In bones, it regulates osteoprotegerin, which inhibits the maturation of 
osteoclasts, blocking proliferation and differentiation of the precursors of these cells. Thus, 
mutations that result in the loss of function in SERPINF1 lead to a reduction in the levels of 
osteoprotegerin, which can result in increased numbers of osteoclasts, and a consequent increase 
in bone resorption (Akiyama et al., 2010; Homan et al., 2011). Mutations in SERPINF1 have not 
been associated with defects in the synthesis, posttranslational modifications, or secretion of type 
I collagen but do lead to the development of severe phenotypes of OI.

Here, we present genetic alterations detected in SERPINH1, FKBP10, and SERPINF1 
genes in a cohort of Brazilian OI patients. We identified potentially deleterious mutations and 
benign changes. Our results provide additional information about the mutational pattern of 
genes related to recessive OI.

MATERIAL AND METHODS

Samples

Clinical data and peripheral blood samples from 23 unrelated OI patients were 
collected at the Nossa Senhora da Glória Children’s Hospital (HINSG), located in Vitória, a 
city in the southeast of Brazil. The probands were clinically diagnosed with OI according to 
the Sillence et al. (1979) classification. When available, samples from the patients’ relatives 
were also analyzed. One hundred chromosomes from unaffected individuals of the same 
population were used for control samples.

This study was approved by the Research Ethics Committee of the HINSG and 
informed consent was obtained from all participants (Barbirato et al., 2015).

Molecular analysis

DNA was extracted from peripheral blood cells using the methodology described by 
Miller et al. (1988). Fragments containing the five exons of SERPINH1, the ten exons of 
FKBP10, the eight exons of SERPINF1, and the exon-intron boundaries were amplified by 
polymerase chain reaction (PCR) in a Veriti® 96-well thermal cycler (Applied Biosystems, 
USA). The primer sequences are available on request. The PCR products were screened 
for mutations by single-stranded conformation polymorphism (SSCP) on 5 and 7% 
polyacrylamide, 5% glycerol gels and on 6% glycerol mutation detection enhancement gels 
(Cambrex Bio Science Rockland, Inc.) (Orita et al., 1989; Spinardi et al., 1991). Fragments 
showing abnormal migration patterns were sequenced to detect the variation in the patients’ 
DNA sequences compared with the National Center for Biotechnology Information (NCBI) 
reference sequences NG_012052.1, NG_015860.1, and NG_028180.1 (for SERPINH1, 
FKBP10, and SERPINF1, respectively), and with mutations described by Dalgleish (1998) in 
the Human Collagen Mutation Database (Barbirato et al., 2015).

In previous studies, COL1A1 and COL1A2 genes of the same samples were analyzed 
through SSCP screening and automatic sequencing, and no mutations were detected. In a 
similar study, our group also analyzed LEPRE1, CRTAP, and PPIB genes and the results have 
already been published (Barbirato et al., 2015).
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RESULTS

Nine rare changes were identified in FKBP10, SERPINH1, and SERPINF1 genes 
after the investigation of 23 patients with OI. The mutations detected are listed in Table 1. 
Moreover, four common polymorphisms of SERPINH1 and SERPINF1 were observed in high 
frequency in the control samples.

Hom = homozygosity; Het = heterozygosity.

Table 1. Genetic changes identified in patients with osteogenesis imperfecta (OI). 

Number Mutation Gene Type of mutation Novel or known Patient Zygosity of mutation OI type 
1 c.590A>G/(p.Lys197Arg) FKBP10 Missense Known P.1 Het III 
2 c.831dupC FKBP10 Frameshift Known P.2 Hom III 
3 c.1546G>A/p.Leu516Phe FKBP10 Missense Novel P.3 Het I 

P.4 Het III 
4 c.-190A>G SERPINH1 Intronic region Novel P.5 Het IV 
5 c.-211G>A SERPINH1 Intronic region Novel P.6 Het III 
6 c.84+40G>A SERPINF1 Intronic region Novel P.7 Het III 
7 c.643+82T>C SERPINF1 Intronic region Novel P.8 Hom I 

P.9 Hom I 
P.10 Hom III 

8 c.18A>G (p.Leu6=) SERPINF1 Synonymous Novel P.1 Het III 
9 c.21C>A (p.Leu7=) SERPINF1 Synonymous Novel P.1 Het III 
 

FKBP10 gene

Three distinct variations were detected in the FKBP10 gene. The c.590A>G 
(p.Lys197Arg) mutation (Figure 1a) was found in the OI type III patient (P.1) in 
heterozygosis. P.1 was an isolated case: she was the daughter of an unaffected couple 
who reported no consanguinity. DNA from the patient’s mother also had the same variant. 
DNA from her father was not available for analysis. Patient P.2 was an isolated case with 
a severe form of OI; the patient’s parents reported no consanguinity. A duplicated cytosine 
(c.831dupC) in exon 5 in the homozygous state was detected in P.2 (Figure 1b). The 
heterozygous c.1546G>A (p.Leu516Phe) change (Figure 1c) was detected in two patients 
with mild (P.3) and severe (P.4) OI. There was no information about the familial history of 
patient P.3. Patient P.4 had an affected sister and unaffected parents who reported absence 
of consanguinity. DNA from her father had the same variant. This change was absent in 
her affected sister and her mother.

SERPINH1 gene

Two changes were identified in the SERPINH1 gene. We detected two heterozygous 
genetic variations in the 5'-UTR region: c.-190A>G (Figure 2a) in an OI type IV patient (P.5), 
and c.-211G>A (Figure 2b) in an OI III patient (P.6). Both patients were isolated cases and 
reported no consanguinity.

Moreover, two non-pathogenic polymorphisms were detected in the SERPINH1 
gene. The c.598C>T (p.Leu200=) change (Figure 2c) in exon 2, and the c.1011G>A 
(p.Leu337=) synonymous change (Figure 2d) in exon 5 were found in 42 and 66% of 
control alleles, respectively.
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Figure 1. Single-stranded conformation polymorphism (SSCP) gels and sequencing of FKBP10 fragments. (a) 
c.590A>G/p.Lys197Arg; (b) c.831dupC; (c) c.1546G>A/p.Leu516Phe. *Abnormal fragments in SSCP gel, C = 
control samples, and the arrows point to the variants in the electropherograms.

Figure 2. Single-stranded conformation polymorphism (SSCP) gels and sequencing of SERPINH1 fragments. (a) 
c.-190A>G; (b) c.-211G>A; (c) c.598C>T/p.Leu200=; (d) c.1011G>A/p.Leu337=. HM = homozygous state, HT 
= heterozygous state, *abnormal fragments in SSCP gel, C = control samples and the arrows point to the variants 
in the electropherograms.
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SERPINF1 gene

Four variants detected in the SERPINF1 gene were present in the OI patients. The 
heterozygous c.84+40G>A change (Figure 3a) was found in an OI type III patient (P.7). P.7 was 
the daughter of a non-consanguineous couple, and she was an isolated case of OI in her family. 
The homozygous c.643+82T>C genetic variation (Figure 3b) was detected in three unrelated 
cases (P.8, P.9, and P.10). Patients P.9 and P.10 were isolated cases in their families, but patient 
P.8 had an affected mother and sibling, suggesting autosomal dominant inheritance. The parents 
of patient P.9 reported that they were cousins, suggesting an autosomal recessive pattern. Hence, 
this change may not have been the causative mutation of OI in the presented patients. Patient P.1 
and her unaffected mother carried two synonymous mutations in heterozygosity: the c.18A>G 
(p.Leu6=) change and the c.21C>A (p.Leu7=) genetic variation (Figure 3c).

We also detected two polymorphisms present in patients and control samples: the c.-
86C>A intronic change (Figure 3d), and the c.963T>C (p.Tyr321=) synonymous polymorphism 
(Figure 3e), present in 50 and 40% of control alleles, respectively.

Figure 3. Single-stranded conformation polymorphism (SSCP) gels and sequencing of SERPINF1 fragments. (a) 
c.84+40G>A; (b) c.643+82T>C; (c) c.18A>G/p.Leu6= and c.21C>A/p.Leu7=; (d) c.-86C>A; (e) c.963T>C/p.
Tyr321=. *Abnormal fragments in SSCP gel, C = control samples, and the arrows point to the variants in the 
electropherograms.
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DISCUSSION

Osteogenesis imperfecta is a bone disorder with relevant genetic heterogeneity, 
including recessive and dominant inheritance. To improve our knowledge of the mutation 
pattern in OI genes, we investigated FKBP10, SERPINH1, and SERPINF1, which are 
related to recessive OI, in 23 Brazilian patients. Nine rare genetic changes and four common 
polymorphisms were detected.

The proteins encoded by SERPINH1 and FKBP10 (HSP47 and FKBP65, respectively) 
act as molecular chaperones of type I collagen, and participate in stabilization, folding, 
prevention of premature aggregate formation, and secretion of the molecule (Ishikawa et 
al., 2009; Alanay et al., 2010). PEDF, encoded by the SERPINF1 gene, is associated with 
osteoclast maturation and bone resorption because it regulates osteoprotegerin (Akiyama et 
al., 2010; Homan et al., 2011). Mutations in FKBP10, SERPINH1, and SERPINF1 have been 
reported to cause recessive OI forms, resulting in affected type I collagen biosynthesis or an 
altered bone reabsorption rate.

The pathogenic c.831dupC duplication (exon 5) in the FKBP10 gene detected in 
patient P.2 has been reported previously (Dalgleish 1998; Alanay et al., 2010; Kelley et al., 
2011; Shaheen et al., 2011; Caparrós-Martin et al., 2013; Schwarze et al., 2013). This mutation 
produces a translational frameshift (p.Gly278ArgfsX95) predicted to result in a stop codon 
and premature truncation of the protein. Absence of FKBP65 cDNA in mRNA from skin 
fibroblasts of a patient carrying c.831dupC alleles indicates that the mutation results in null 
alleles (Alanay et al., 2010).

Two other rare changes were detected in heterozygosity in the FKBP10 gene. The 
c.590A>G (p.Lys197Arg) variation found in patient P.1 is predicted to be a benign change. The 
1546G>A (p.Leu516Phe) change detected in patients P.3 and P.4 is predicted to be potentially 
damaging in the African American and European American populations (Exome Variant Server 
from the NHLBI GO Exome Sequencing Project, last accessed in April, 2016) (Schwarz et 
al., 2014). However, this genetic variation was not detected in patient P.4’s affected sister, 
suggesting that it is a non-pathogenic change.

We detected two changes in the SERPINH1 gene localized in the 5'-UTR region: 
the c.-211G>A change, predicted as a polymorphism, and the c.-190A>G change, detected 
in patient P.5 and predicted to be disease-causing (Schwarz et al., 2014). Indeed, 5'-UTR 
mutations have already been reported as the cause of diseases including OI (Cho et al., 2012; 
Semler et al., 2012; Shaheen et al., 2012, Caparrós-Martin et al., 2013). However, because the 
second mutation in patient P.5 was not identified, and this change is localized in a non-coding 
region, we suggest that the c.-190A>G change is not a disease-causing mutation.

Four rare changes were detected in the SERPINF1 gene. Two synonymous mutations 
(c.18A>G/p.Leu6= and c.21C>A/p.Leu7=) were present in the heterozygous state in the 
same patient (P.1). These variants are predicted to be disease-causing (Schwarz et al., 2014). 
However, the patient’s unaffected mother also carried both variants, suggesting that these 
are rare non-pathogenic changes. Two other changes were detected in the SERPINF1 gene: 
the heterozygous c.84+40G>A identified in patient P.7, and the homozygous c.643+82T>C 
detected in patients P.8, P.9, and P.10, predicted as polymorphisms (Schwarz et al., 2014). 
Moreover, SERPINH1 and SERPINF1 presented polymorphic changes in the control samples 
in significantly high percentages, and the majority of cases were synonymous variations.

In the present study, we did not detect causative mutations in the SERPINH1 gene 
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and there are few cases of reported mutations in SERPINH1 causing OI (Christiansen et al., 
2010; Duran et al., 2015). Therefore, pathogenic changes in the SERPINH1 gene are thought 
to be very rare in OI patients. In contrast, an increasing number of authors describe causative 
mutations in the SERPINF1 gene, including the 19-bp deletion detected in two Brazilian 
OI patients (Minillo et al., 2014). Although we have detected four rare changes in the 
SERPINF1 gene, the prediction program and the pattern of inheritance suggest that they are 
not disease-causing variants. In FKBP10, we also identified two missense changes, probably 
non-pathogenic variations, and the homozygous c.831dupC frameshift mutation that causes 
a severe OI phenotype. Pathogenic changes in the FKBP10 gene have also been reported in 
distinct countries (Dalgleish, 1998), suggesting that pathogenic mutations in FKBP10 can be 
found in different populations.

In conclusion, we reported 13 mutations and polymorphisms in FKBP10, SERPINH1, and 
SERPINF1 genes; this work provides new information about the genetic aspects of recessive OI.
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