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Abstract
Osteoporosis-pseudoglioma syndrome (OPPG) is a rare autosomal-recessive disorder, characterized by severe osteoporosis and
early-onset blindness. Loss of function mutations in the gene encoding low-density lipoprotein receptor-related protein 5 (LRP5)
have been established as the genetic defect of the disease.We report the clinical and genetic evaluation of ten OPPG cases in eight
related nuclear families and their close relatives. Bone mineral density (BMD) in OPPG patients was assessed by dual-energy X-
ray absorptiometry (DXA). Genotyping of LRP5 gene and targeted detection of index mutation were performed by DNA direct
sequencing. Four patients were introduced to bisphosphonates. Mutational screening of LRP5 gene revealed the c.2409_2503+
79del deletion in homozygous state, expected to result in a truncated protein. Among 44members of the pedigree, 10 (22%) were
identified homozygous and 34 (59%) heterozygous for this mutation. All patients had congenital blindness and 7 of them had also
impaired bone mineral density. Four of them received bisphosphonates and responded with decreased bone pain and improve-
ment in BMD; however, 3 patients presented with one fracture during treatment.

Conclusion: The current study presents the molecular and clinical profiles of 10 new OPPG cases, being part of an extended
pedigree. Patients who received bisphosphonate treatment responded well with increase in their BMD, though fractures occurred
during therapy.

What is known:
• OPPG syndrome is a rare genetic disorder characterized by congenital blindness and juvenile osteoporosis.
• Loss of function mutations in the gene encoding low-density lipoprotein receptor-related protein 5 (LRP5) is the genetic defect of the disease.

What is new:
• Genetic and clinical phenotype of 10 new OPPG patients.
• The ten new OPPG patients presented with phenotypical variability in osseous manifestations.
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Abbreviations
aa amino acids
BMD bone mineral density
DXA dual-energy X-ray absorptiometry
FEVR familial exudative vitreoretinopathy
LRP5 low-density lipoprotein receptor-related protein 5
OPPG osteoporosis-pseudoglioma syndrome

Introduction

Osteoporosis-pseudoglioma syndrome (OPPG; ΟΜΙΜ
259770) is a rare autosomal-recessive disorder character-
ized by impaired bone accrual and defective regression
of the fetal ocular fibrovascular system (pseudoglioma)
[1]. Although phenotypic variability—even among
siblings—has been described, the clinical hallmark of
the disease is the combination of severe early-onset os-
teoporosis and vitreoretinal pathology, leading to skeletal
fragility in early childhood and congenital or neonatal
blindness [7, 10, 24].

Loss of function mutations in the gene encoding low-
density lipoprotein receptor-related protein 5 (LRP5), ei-
ther in homozygous or compound heterozygous state,
was established as the genetic defect of the disease in
2001 [10]. LRP5 variants are associated with normal
bone mineral densi ty (BMD) variat ion [8, 11].
Furthermore, inactivating mutations of LRP5 in different
areas than for OPPG are also responsible for the reces-
sive form of familial exudative vitreoretinopathy
(FEVR), prompting the concept that both disorders lie
in the same phenotypic spectrum [16].

Currently, over seventy OPPG cases have been report-
ed, with a disease incidence estimated of 1/2,000,000 in
USA [1, 21]. A significant proportion of the cases
emerges in populations with high rate of consanguinity
[14]. Herein, we report 10 new OPPG cases from 8 nu-
clear families, all members of an extended pedigree.
Mutational analysis revealed that the affected individuals
carry the c.2409_2503+79del deletion in the LRP5 gene
in homozygous state. The clinical features of these pa-
tients and the response to treatment with bisphosphonates
in four of them are presented.

Materials and methods

Subjects and laboratory measurements

In this study, we included patients referred to our depart-
ment with clinical signs of OPPG and their close rela-
tives. In total, 44 individuals, 10 patients and 34 mem-
bers of their families, participated. The protocol was

approved by the Institutional Review Board of the
BAttikon^ University Hospital. Written informed consent
was obtained from the participants or the parents of the
affected children. Clinical examination of the patients
included the evaluation of somatometric features (i.e.,
height, weight) and musculoskeletal development.
Ophthalmological examination was performed to all
OPPG patients. Biochemical analysis, including calcium,
phosphorus, alkaline phosphatase, parathyroid hormone
(PTH), 25-hydroxyvitamin D, and lipid profile, was con-
ducted during the initial evaluation of each patient.

Bone mineral density (BMD) was measured at the lum-
bar spine (L1-L4) by dual-energy X-ray absorptiometry
(DXA), using a pediatric Hologic software (Hologic
2005, Bedford, MA). The precision in vitro was 0.36%,
using an appropriate spine phantom of the manufacturer.
BMD is expressed in grams per square centimeter and sex-
and age-adjusted values (Z scores). The World Health
Organization’s DXA-based definitions of osteopenia and
osteoporosis are in terms of T scores in adults. However,
in children, premenopausal women, and men under the age
of 50, the Z score, which represents the standard deviation
from age- and gender-matched controls, was used to assess
normalcy of BMD. In our study, Z score better than − 2.0
was defined as Bnormal,^ <− 2.0 with no fracture was con-
sidered Blow BMD for age,^ and <− 2.0 with fracture was
defined as Bosteoporosis.^ All DXA scans were analyzed
by the same person, in a semi-automatic fashion, including
manual modifications of the regions of interest.

Genotyping

DNAwas isolated fromwhole peripheral blood using standard
procedures. Primers were designed for the genotyping of the
entire LRP5 gene (23 exons) using a web-based primer design
program. Sequencing analysis was performed on all PCR
products of our first patient sample (patient B). Once the ge-
netic alteration was detected in one of the exons of the gene,
we performed targeted analysis on the other members of the
pedigree. RNA was extracted from peripheral blood of two
patients (patients B and C). Total RNA was isolated using
NucleoSpin RNABlood (Macherey-Nagel). RT PCRwas per-
formed using the primers 5′-GACGTCAGCCTGAAGACCAT-
3′ and 5′-TGAACAGCAAGAAGGTGGTGGG-3′ and the
Transcriptor First-Strand cDNA synthesis kit (Roche).
Amplicons (expected length of 775 and 550 bp for normal
and mutated, respectively) were sequenced.

Results

Overall, 44 individuals (L1-L34, A-H) participated in the study,
21 males and 23 females. The extended 6-generation pedigree of
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our proband (patient B) is illustrated in Fig. 1. All participants
belonged to Roma ethnicminority, residing inAthens (originated
fromLarissa, a city in central Greece).Most of themwere related,
and at least three consanguineous marriages were observed, be-
tween second- or third-degree relatives. Three of the confirmed
patients (E, G1, and G2) were children of consanguineous mar-
riages. The relation of a single nuclear family with the rest of the
kindred was not able to be determined. However, a common
ancestor is strongly suggested by the family members and the
segregation of the mutation.

Mutational analysis of the LRP5 gene in the first patient (Β)
led to the identification of the c.2409_2503+79del
(G804_G835delfsX49) genetic change. The exact frames of
this deletion were determined by analysis of the respective
cDNA sequence. The mutation would be expected to lead to
a truncated protein of 853 amino acids (aa) compared to the
normal protein of 1615 aa. PCR and sequencing analysis of
the members of the pedigree revealed 10 patients (A-H) ho-
mozygous for this mutation (22.0%) while 26 were identified
to harbor one mutant allele (59.0%). During the study, we
conducted prenatal screening in two families and we identified
one subject as being homozygous and the other heterozygous
for the mutation. Τhe parents of the homozygous fetus chose
to have the gestation aborted.

Clinical features and BMD evaluation in the OPPG patients
are presented in Table 1. The age of each patient at first eval-
uation varied from 6 months to 9 years. The mean duration of
patients’ follow-up was 3.2 years. Overall, the physical exam-
ination revealed short stature in 4 patients. Five patients

presented with microcephaly and patient B only with poor
weight gain.

All ten patients presented with persistent hyperplasia of the
primary vitreous (pseudoglioma), 9 patients with congenital
blindness, 6 with retinal detachment, 4 with microphthalmia, 1
with bulbis atrophy, and 1 with ocular cataracts. Patient D had
undergone surgical correction of retinal detachment in the
right eye at the age of six months and is the only one preserv-
ing minimal light perception. Ophthalmologic evaluation in
all patients revealed no changes over time. LRP5 mutation
heterozygotes had no history of eye anomalies.

Regarding osseous manifestations (or skeletal disease), a
broader spectrum of phenotypeswas recorded, with variability
of BMD measurements (Table 1). Seven of the patients pre-
sented with severe osteoporosis. Patients F2 and G2 did not
undergoDXA evaluation, as patient F2 was encased in a social
institution and follow-up was interrupted, while G2 patient’s
parents did not consent. However, both patients suffered from
skeletal pain. Delayed gait and muscle hypotonia were noticed
in 6 patients. Interestingly, patient G1 was diagnosed with
ligamentous laxity but had no findings of osteoporosis at
9 years of age, with a BMD Z score of − 1.2. Also, patient
G1 showed premature puberty and preauricular tags. Patients
B, C, D, and H sustained bone fractures from the age of 2, 3,
and 2 years, and 11 months of age, respectively. LRP5 muta-
tion heterozygotes had no history of fractures.

Cognitive dysfunction was noticed in 8 out of 10 patients,
showing social and expressive language delay after the age of
2 years. However, participating children did not undergo an
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Fig. 1 Genealogical tree of OPPG patients
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evaluation by a pediatric psychiatrist or by a developmental
pediatrician.

Biochemical data in the first visit are shown in Table 2.
Biochemical analysis for calcium homeostasis and lipid pro-
file was within normal range. Levels of 25-hydroxy-vitaminD
were low in 9 patients. All were treated with 800 IU vitamin
D3 daily and oral calcium. Pertaining to calcium dose, those
less than 3 years of age received 500 mg/day, those over the
age of 3 years old 750 mg/day, and patients who sustained
bone fractures 1000 mg/day.

Four families (of patients B, C, D, and H) agreed to bis-
phosphonate therapy. Patients B, C, D, and H were treated
with bisphosphonates (intravenous pamidronate and/or oral
alendronate) from the age of 2, 3, 7, and 1 year old, for a total
time duration of 4, 2, 3, and 2 years, respectively. Intravenous
pamidronate was administered at a dose of 1 mg/kg/day every
3 months for 3 consecutive days and oral alendronate at a dose
of 35 mg weekly in patients weighing less than 30 kg and
70 mg weekly in patients more than 30 kg. Patients B and D
were initially treated with intravenous pamidronate for
18 months, which subsequently was altered to oral
alendronate regimen. The therapeutic approach was modified
on the basis of oral versus intravenous administration benefits,
which minimizes hospitalization. Besides, alendronate is a
more potent anti-resorptive agent and fever or epigastralgia
are not common side effects. The patients responded to ther-
apy with decreased bone pain and improvement in BMD Z
scores, as shown in Table 1. However, patients B, C, and D did
sustain a low-impact peripheral fracture 2 years after the ini-
tiation of bisphosphonate therapy (Table 1), while patient B
was not able to walk at the age of 6 years old. The follow-up
laboratory assessment in all patients showed maintenance of
normal calcium homeostasis (data not shown).

Discussion

Molecular analysis revealed a high prevalence of LRP5 muta-
tion (G804_G835delfsX49) within 8 related families (59.0%)
of an extended pedigree. Patients’ phenotype was typical of
OPPG syndrome, with blindness in infancy and severe early-
onset osteoporosis. Also, most of the patients presented with
muscle hypotonia and 4 of them with short stature.
Bisphosphonate treatment, administrated to 4 patients, led to
pain recession and BMD improvement, though 3 of them did
sustain one fracture under therapy. Previously, a patient com-
pound heterozygous for the G804_G835delfsX49 and R1708X
mutations has been reported. Although not thoroughly present-
ed, he also exhibited a severe phenotype with congenital blind-
ness, bone fragility from 2 years of age, and intellectual disabil-
ity [1]. We are unaware of any previous reports presenting
patients homozygous for the above-mentioned deleterious
mutation.

Pertaining to inactivating mutations reported so far, rough-
ly 50% are missense and the rest nonsense and frame-shift
variations [15]. Splicing mutations and intragenic deletions
are presented with a rate of approximately 5% each [6, 15].
The mutation reported herein is located in the third β-
propeller domain of LRP5 protein. The deletion of 79 nucleic
bases at exon 11 generated a truncated protein which is ex-
pected to be nonfunctional, lacking pivotal protein domains,
both cytoplasmatic and transmembrane. Experimental data on
truncated LRP5 proteins depleted of the above-mentioned do-
mains suggest an impaired post-translational process, leading
to an aberrant intracellular protein trafficking [6, 15] or to a
protein more vulnerable to degradation [18, 23].

Even though a broad allelic heterogeneity in OPPG patients
has been recorded, the phenotype of patients does not seem to
present significant variation regarding the final ocular deficit.

Table 2 Biochemical data at first evaluation of the ten patients with OPPG

Patients Calcium metabolism Lipid profile

Albumin-corrected Ca
(mg/dl) (8.6–10.9)

P (mg/dl)
(2.5–5)

ALP (U/l)
(40–290)

25(OH)VitD
(ng/ml) (> 20)

PTH (pg/ml)
(15–65)

TC (mg/dl)
(< 170)

HDL (mg/
dl) (> 40)

LDL (mg/
dl) (< 110)

TG (mg/dl)
(< 100)

A 10.5 5.3 248 16.4 34 151 57 82 61

B 10.1 5.4 218 19 21 156 65 91 110

C 10.9 6.6 185 17 30.4 131 50 81 157

D 10.8 4.5 149 8.9 30.8 141 64 72 27

E un un un un un un un un un

F1 10.1 5.5 149 18 40 129 54 75 78

F2 10.6 6.6 247 19.4 31 152 39 96 85

G1 10.3 4.7 178 6.9 43.3 159 63 81 96

G2 9.9 5.9 128 14 24.7 123 33 90 un

H 10.5 5.8 163 38.9 23 128 33 45 156

ALP, alkaline phosphatase; Ca, calcium; HDL, high-density lipoprotein; LDL, low-density lipoprotein; OPPG, osteoporosis-pseudoglioma syndrome; P,
phosphorus; PTH, parathyroid hormone; TC, total cholesterol; TG, triglycerides; 25(OH)VitD, 25-hydroxyvitamin D; un, unknown
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Indeed, all our OPPG patients presented with persistent hy-
perplasia of the primary vitreous (pseudoglioma) whereas 9
with congenital blindness. The role of LRP5 in eye develop-
ment is intricate and not fully elucidated. It involves a variety
of mechanisms including Norrin signal [1, 10] and stabiliza-
tion of b-catenin [27], possibly leading to impaired
macrophage-mediated endothelial cell apoptosis [13].

LRP5 gene has emerged as a key regulator of bone metab-
olism via the Wnt signal pathway. A plethora of mutations in
this gene have been associated with a spectrum of altered bone
density phenotypes [7]. Moderate heterogeneity has been de-
scribed in either compound OPPG patients or even within the
same family [5, 24].Α significant variability in bonemass was
also noted among our homozygous OPPG patients. The mean
initial BMD Z score in 8 patients was − 4.05 (range from − 7.8
to − 1.2), in accordance with previously published OPPG
studies [1, 24]. However, patient B exhibited severe osteopo-
rosis with early, low-impact fractures and a lumbar spine Z
score at − 7.8 SD at the age of 2 years old, while patient H
exhibited fracture early, from infancy. On the contrary, patient
G1 had no history of fracture at the age of 9 years old and a
BMD Z score at − 1.2 SD. The above-mentioned findings
indicate variable expressivity and marked intra-familial vari-
ability of osseous phenotype in the reported family. Many
factors might have contributed to this divergence, such as
genetic modifiers [21] and genetic-environmental interference
[5, 6].

Cognitive dysfunction was impaired in 8 of 10 patients.
Unfortunately, participating children did not undergo an eval-
uation by a pediatric psychiatrist or by a developmental pedi-
atrician. In the largest cohort reported to date, cognitive dys-
function has been described in 8 out of 30 OPPG patients [1].
So far, no correlation of a specific protein domain with mental
impairment has been identified [1, 15]. We assume that genet-
ic factors in combination with environmental influences may
have contributed to the increased occurrence of cognitive dys-
function in our cohort.

Vitamin D deficiency [25(OH)D < 20 ng/ml] was observed
in all patients, except for patient H. Given the pivotal role of
vitamin D on calcium metabolism [20], as well as the indica-
tions of its involvement in enhancing the expression of the
Wnt signaling [9], vitamin D status should be examined and
maintained in normal range in OPPG patients. OPPG has also
been linked to other metabolic disorders, such as hypercho-
lesterolemia [22]. Our patients had no laboratory findings of
hypercholesterolemia, unlike few other OPPG patients previ-
ously reported [15]. Three patients had slightly elevated tri-
glycerides; however, lipids were not measured in unaffected
family members, in order to further clarify this finding.

Although no curative therapy currently exists,
bisphosphonates have demonstrated remarkable results on os-
seous manifestations and on areal BMD. Bisphosphonates
primarily inhibit osteoclastic bone resorption and have been

proved safe in patients with OPPG [3, 4, 17, 24, 26, 28].
Consistent with previous studies, our four treated patients re-
ported reduced bone pain, increased their BMD, and did not
experience any adverse effects. However, this increase in
BMD did not prove to be clinically significant, since 3 out
of the 4 treated patients suffered from fractures 2 years after
the initiation of bisphosphonate treatment.

In the literature, other patients have also been reported to
demonstrate substantial bone fragility under bisphosphonate
therapy, even after increase in BMD to normal range [2, 26].
This indicates that bisphosphonates are not an ideal treatment
of OPPG. Furthermore, it is under question if areal DXA is an
adequate method to thoroughly evaluate bone metabolism of
OPPG patients [25]. Streeten et al. found that though there
was an increase in areal BMD, in OPPG patients treated with
bisphosphonate, the trabecular volumetric BMD remained
low, and therefore, in the long-term, no significant improve-
ment occurs [25]. This fact emphasizes the progressive nature
of osteoporosis in OPPG patients. Taken all together, addition-
al anabolic regimens are essential to improve bone quality in
OPPG patients. Teriparatide—a drug not FDA approved for
children—has been administered in an adult and an adolescent
patient [2], while lithium ([19], NCT01108068) and anti-
sclerostin therapy [12] are being investigated as possible reg-
imens in OPPG syndrome.

There are limitations in this study, which are as follows: (a)
cognitive dysfunction in our cohort was not evaluated by a
specialist or a specific tool; (b) follow-up DXA data was not
available for all patients not treated with bisphosphonates; (c)
data on bisphosphonate treatment is insufficient to make any
conclusions on the effect on fractures; (d) DXA data was not
available for LRP5 mutation heterozygotes; and (e) lipids
were not measured in unaffected family members.

The current study presents the clinical and genetic evalua-
tion of 10 new OPPG cases. Patients who received bisphos-
phonate treatment responded well with increase in their BMD,
though fractures occurred during therapy. The osseous pheno-
typic variability among patient-carriers of the same LRP5mu-
tation and their response to treatment underline the complex
relation between Wnt pathway and bone metabolism.
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