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Abstract

Cyclical intravenous pamidronate therapy increases bone mass in children with osteogenesis imperfecta (OI), but the effect on the intrinsic
material properties of bone is unknown at present. Thus, a possible influence of pamidronate treatment on bone quality at the material level might
negate the beneficial effects of the gain in bone mass and lead to bone fragility in the long term. In the present study, we used transiliac bone
biopsy samples and assessed the intrinsic material properties of the bone tissue at the micron-level by combined backscattered electron imaging
and nanoindentation.

Paired iliac bone samples from 14 patients (age 3 to 17 years) with severe Ol before and after 2.5 + 0.5 years (mean + SD) of pamidronate
treatment as well as age-matched controls were examined. Bone histomorphometry was performed in all samples and confirmed an increase of
bone mass in treated patients. Backscattered electron imaging was used to measure the weighted mean calcium content (Caygeay), the most frequent
calcium content (Capey), the variation in mineralization (Caw;qg) and the amount of lowly mineralized areas (Cay ) that correspond to sites of
primary mineralization. Nanoindentation was performed in a subgroup of 6 patients and 6 controls to determine hardness and elastic modulus.

Compared to controls, untreated OI patients had a significantly higher degree of bone matrix mineralization (Cape, +7%, P < 0.001) and a
strong reduction of Cay o, (—38%, P < 0.001) despite enhanced bone formation, as well as increased hardness (+21%, P < 0.01) and elastic
modulus (+13%, P < 0.01). However, none of these parameters was significantly altered by the subsequent pamidronate treatment. This shows that
Ol bone is stiffer and more mineralized and that, despite the enhanced bone formation rate in these patients, areas of primary mineralization are
hardly visible.

We also conclude that pamidronate treatment in children with OI does not have an adverse effect on the intrinsic material properties of bone
and, as a consequence, that a long-term administration of the drug might not increase brittleness and fragility of the bone matrix. The antifracture
effectiveness of pamidronate treatment in OI, as shown in previous clinical studies, has to be explained by the increase of mainly cortical bone
volume.
© 2006 Elsevier Inc. All rights reserved.
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Introduction

Osteogenesis imperfecta (OI) is a heterogeneous heritable
disorder that is characterized by low bone mass and increased
* Corresponding author. Ludwig Boltzmann Institute of Osteology, UKH bone fraglhty [1]. In most patients, the disease is caused by
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background of OI and the resulting defects in collagen structure
have become increasingly well characterized, there is still little
understanding of the mechanisms leading to the marked bone
fragility in OI [2]. In particular, it is not clear to what extent the
increased susceptibility to bone fractures results from dimin-
ished bone mass or rather is the consequence of impaired bone
material quality.

Iliac bone samples of children with OI are abnormally small,
have thin cortices and a low amount of trabecular bone [3]. The
activity of both bone formation and bone resorption is increased
and the lamellar organization of trabeculae appears disordered,
reflecting a disturbed bone matrix architecture [1]. One study
has found that children with OI have hypermineralized bone
matrix [4]. Similar observations have been made in the oim, a
murine model of moderate-to-severe Ol. The bones of these
animals exhibit an abnormally high calcium concentration but a
low amount and poorly cross-linked collagen fibrils [5], leading
to increased hardness of the matrix combined with reduced
mechanical strength [6—8].

In the past few years, therapy with intravenous pamidronate
has been reported to increase bone mass and to decrease fracture
rates in children with severe OI [1]. Histomorphometric studies
suggest that the increase in bone mass is due to higher cortical
thickness and a larger number of trabeculae [9]. While the
improvement in fracture incidence probably can be explained
by the increase in bone mass, it is not known to what extent the
treatment also affects the intrinsic material properties of the
bone matrix.

Intrinsic material properties of bone tissue are defined by the
composition of the organic matrix and its degree of mineral-
ization at the ultrastructural level and are independent of bone
mass, geometry and trabecular structures. At the present time,
little is known about the quality of bone formed in the course of
pamidronate therapy. However, this question is of crucial
importance since bisphosphonates are known to increase the
degree and homogeneity of mineralization in patients with
postmenopausal osteoporosis [10,11]. The bone matrix of OI
patients is known to be already hypermineralized prior to
therapy [1]. Therefore, there are concerns that bisphosphonate
treatment might further increase the brittleness and therefore
fragility of OI bone [12].

In a previous study, we have shown that alendronate
treatment does not alter the mechanical and material properties
of bone in the oim mouse model, a rather encouraging
perspective for the bisphosphonate therapy in children with OI
[13]. But until now, there is no evidence that the same is true
in treated children. One difficulty is that biomechanical
properties of bone cannot be studied in humans by
conventional methods like whole-bone bending tests. To
determine bone stiffness and hardness within bone biopsies,
we used nanoindentation, a well-established technique to
assess the intrinsic mechanical properties of human bone and
cartilage [14—16].

In the present study, we compare bone histomorphometric
data, the degree of mineralization of the bone matrix and the
mechanical properties of bone material in 14 children with OI.
Paired iliac bone samples were taken and evaluated before and

after a 2.5-year pamidronate therapy as well as in age-matched
controls.

Materials and methods

Subjects

The study population comprised 14 patients (6 girls, 8 boys) with moderate
to severe OI that were treated at the Shriners Hospital for Children in Montreal.
These subjects are a subgroup of the cohort whose histomorphometric results
during pamidronate treatment have been reported earlier [9]. The distribution of
Ol types was as follows: Type I, N = 4; type III, N = 3; type IV, N = 7. Collagen
type I mutations were assessed as described previously [17]. Mutations were
found in 12 of these patients, in one patient no collagen type I mutation was
detectable by sequence analysis, and one patient had not been tested.

The indications for pamidronate treatment were one or more of the following
situations: long-bone deformities; more than two fractures per year during the
previous 2 years; vertebral compression fractures. Age at the time of the
pretreatment biopsy ranged from 3.6 to 17.5 years. At the time of the second
biopsy, these patients had received pamidronate therapy for 2.5 + 0.5 years
(mean + SD; range 1.2 to 3.4 years). Pamidronate was administered
intravenously on three consecutive days at a dose of 1 mg/kg daily in all
patients, as described [1]. Such 3-day cycles were repeated every 4 months,
resulting in a total annual dose of 9 mg per kg body weight. Results in the study
group were compared to those from 14 age-matched children (8 girls, 6 boys;
age 3.6 to 17.0 years) who were free from metabolic bone disorders, as described
earlier [18]. These children had undergone iliac bone biopsies during unrelated
orthopedic procedures. These biopsy samples had been obtained with the aim of
establishing reference data for pediatric histomorphometry [18]. The study was
approved by the Shriners Hospital Institutional Review Board, and informed
consent was obtained from the legal guardians.

Nanoindentation was performed in a subset of 6 OI patients (3 girls, 3 boys;
age at the time of the first biopsy 10.0 to 15.3 years) and 6 controls (3 girls, 3
boys; age 9.1 to 14.6 years). One of the OI patients was diagnosed with OI type
11, the other 5 were classified as having OI type IV. The biopsy in control
patients was obtained during corrective surgery for talipes equinovarus.

Bone densitometry

Bone densitometry was performed by dual-energy X-ray absorptiometry in
the antero-posterior direction at the lumbar spine (L1-L4) using a Hologic QDR
2000W or 4500A device (Hologic Inc., Waltham, MA). Volumetric bone mineral
density was derived as described by Carter et al. [19] using the formula:

volumetric bone mineral density
— (bone mineral content)/(projection area)'

Bone biopsy and histomorphometry

Whenever possible, labeling was performed prior to biopsy using
demeclocycline (15-20 mg/kg per day taken orally during two 2-day periods
separated by a 10-day free interval). This labeling course was completed before
the biopsy procedure in all study participants except for two of the control
subjects. Transiliac bone samples were collected 4 or 5 days after the labeling.
Samples were processed undecalcified and were embedded in polymethyl-
methacrylate as described previously [18]. Measurements were carried out using
a digitizing table with Osteomeasure® software (Osteometrics Inc., Atlanta,
GA). Nomenclature and abbreviations follow the recommendations of the
American Society for Bone and Mineral Research [20].

Quantitative backscattered electron imaging (qBEI)

The bone mineralization density distribution (BMDD) was determined in
trabecular bone by qBEI Full details of the technique and its precision have
been published previously [21,22]. Blocks containing polymethylmethacrylate-
embedded undecalcified iliac bone samples were prepared for qBEI by grinding
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and polishing in order to obtain planoparallel surfaces. Subsequently, the sample
surface was carbon coated prior to gBEI in the scanning electron microscope. A
digital scanning electron microscope (DSM 962, Zeiss, Oberkochen, Germany)
equipped with a four-quadrant semiconductor backscattered electron detector
was employed. The accelerating voltage of the electron beam was adjusted to
20 kV, the probe current to 110 pA and the working distance to 15 mm. The
entire trabecular bone tissue area was recorded by images of the same size
(I mm x 1.25 mm) at 100x nominal magnification, corresponding to a
resolution of 2 pm per pixel. A scan speed of 100 s per frame was used. The
qBEI images were converted into gray level histograms that displayed the
percentage of mineralized bone area occupied by a certain gray level. These
gray levels were transformed to weight percent Ca values by the following
method: first, the gray scale was calibrated using the atomic number contrast
between carbon (Z = 6) and aluminum (Z = 13) as reference materials. The
brightness and contrast control of the BE detector were adjusted prior to each
imaging run so that the gray level index of carbon was set to 25 and that of
aluminum to 225. Second, the calibrated gray scale was converted into weight
percent Ca by measuring once the gray value of osteoid (unmineralized
collagen, corresponding to 0 wt.% Ca) and pure hydroxyapatite
(corresponding to 39.86 wt.% Ca) as references. Gray levels were then
transformed into weight percent Ca by a linear interpolation between the
osteoid and hydroxyapatite gray level. A histogram bin width of 0.17 wt.% Ca
was thus achieved.

Four parameters were deduced from the BMDD: Cayeay, the weighted mean
Ca-concentration of the bone area; Capeyy, the peak position of the histogram,
which indicates the typical calcium concentration in the sample; Cayig, the full
width at half maximum of the distribution, describing the variation in
mineralization density; and Cay ., the amount of bone area which is mineralized
at less than 17.68 wt.% Ca. This specific Ca cutoft value was derived from the
BMDD of normal adults and divides the entire range of mineralization in a range
of higher and lower mineralization density covering 95% and 5% of the bone
area, respectively [22]. Additionally, it was found that areas undergoing primary
mineralization as marked by tetracycline fluorescence labeling have a mineral
content at about 18 wt.% Ca, which is comparable to that of the Ca cutoff value
above [23]. Therefore we interpret Cay ,,, to reflect the percentage of primary
mineralized bone.

Nanoindentation

Quasi-static nanoindentation tests were performed on the same bone sections
used for qBEI measurements. A combination of an atomic force microscope
(Digital Instruments, Veeco Metrology Group, Woodbury, NY) and an add-on
nanoindentation device (Hysitron Inc., Minneapolis, MN) was used. The
nanoindentation device consists of a three-plate capacitor. When a voltage is
applied on the outer plates, the electrostatic force on the center plate drives the
indenter into the sample (Fig. 1). The changes in electrostatic capacity due to the
center plate displacement serves as a measure for the penetration of the indenter
into the sample. The instrumental resolution is 100 nN for the force and 0.2 nm
for the displacement. A Berkovich three-sided pyramidal tip was used as
indentor. The indents were performed in a quasi load-controlled manner (i.e.
there was no feed-back control for the loading force).

The combination of an atomic force microscope with an add-on
nanoindentation device allows for imaging the surface topography and
performing indentations with the same tip, so that the location of the indent
can be chosen with high accuracy. Moreover, an image of the indented surface
can be taken immediately after the indentation (Fig. 1).

A complete loading—unloading cycle consisted of five linear segments (Fig.
1). A linear loading phase of 5 s (segment 1) is followed by a 60 s holding period
at a maximum force of 5 mN (segment 2). This leads to indentation depths of
500-700 nm, depending on the stiffness and hardness of the tested region.
Unloading was performed in three steps: a linear unloading segment of 10 s
down to 1 mN (segment 3), a holding period of 20 s (segment 4) and a further
linear unloading down to zero load (segment 5). The holding time at maximum
load was comparable to that found usually in the literature for nanoindentation in
bone [24]. This length of holding time ensures that the largest portion of creep
was finished before the start of unloading (segment 3). A large amount of creep
during unloading would have a noticeable influence on the slope of the
unloading curve, resulting in an overestimation of stiffness. The second holding
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Fig. 1. Scheme of the nanoindentation measurements: Force (P) displacement
(h) diagram composed by 5 segments: (1) linear loading, (2) holding, (3) initial
unloading, (4) holding, (5) final unloading. Slope (S) indicates the E-modulus.
Image above shows indents in bone surface immediately after indentation using
the indenter tip also for imaging.

time at 20% of the maximum load (segment 4) served mainly as a control of the
thermal drift of the instrument.

Elastic modulus and hardness were extracted from the first unloading curve,
using the Oliver—Pharr-method [25]. In this study, the elastic modulus was
measured as the so-called reduced modulus. Thus, the elasticity of the diamond
tip is considered negligible, which is justified by the fact that the elastic stiffness
of diamond is about 50 times that of bone.

Nanoindentation was performed in both the cortical and the trabecular
region of the biopsies. No statistically significant difference was found between
indents in either region, so all the measurements were analyzed together,
especially as very small amount of materials was available in general from the
OI patients. Areas suitable for analysis were identified by reflected light
microscopy. Five indents were performed in each of the 9 to 15 selected
indentation regions per sample. One of the five indents per region was placed in
the center of a rectangle. The other four indents were placed at a distance of
25 pm from the central indent at the corners of the rectangle (Fig. 1). After
indentation, imaging was performed in order to identify potential artifacts, such
as indents that had erroneously been placed in embedding material inside
haversian canals or very close to edges of bone material. This method of grouped
indentations covers areas of about 50 um x 50 um each, on the sample surface
and targets preferentially mature bone matrix, because mature bone exhibits the
major part of the bone area (96%) compared to less than 4% of newly formed
bone (see Cap,,, values in Table 1). In addition, the new bone is located
preferentially on the bone surface, sites generally excluded from indentation.
Hardness and E-modulus were calculated as the mean values for each subject.

Statistics

Differences between results at baseline and during Pamidronate treatment
were tested for significance using paired ¢ tests. Comparisons between controls
and results in OI patients at the two time points were performed by one-way
analysis of variance (ANOVA), followed by Fisher’s PLSD post hoc test.
P < 0.05 was considered statistically significant. Statistical analyses were
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Table 1
Results in controls and the OI study population before and during pamidronate
treatment

Control Ol before Ol during ~ P? PP
pamidronate pamidronate
Age (years) 9.4 (3.8) 9.3 (4.0) 11.9(39) 09 -
Histomorphometry
Core width (mm) 7.2 (1.9) 34 (1.2) 3.8 (1.7) <0.001 0.48
Cortical width 822 (199) 447 (202) 639 (228) <0.001  0.005
(um)
Bone volume per 21.7 (4.7) 9.6 (4.7) 11.3(6.1) <0.001 0.25
tissue volume
(%)
Trabecular 125 (21) 108 (238) 105 (23) 0.05 0.69
thickness
(um)
Trabecular 1.74 (0.26) 0.88 (0.30) 1.04 (0.48) <0.001 0.17
number (/mm)
Mineral 0.94 (0.09) 0.67 (0.18) 0.60 (0.16) <0.001 0.20
apposition
rate (pm/day)
Bone formation 44 (21) 66 (26) 20 (22) 0.03  <0.001

rate per bone
surface (um’
pum 2 year b}

¢BEI
CaMeun (%)
CaPcak (%)

20.96 (0.56) 22.62 (0.66) 22.54 (0.64) <0.001 0.74
21.65 (0.59) 23.22 (0.58) 23.05 (0.68) <0.001 0.51

Cawigm (%) 3.48(0.35) 3.50(0.33) 3.38(0.39) 0.85 0.34

Cay o (%) 6.85 (1.65) 4.25(1.45) 3.64 (1.50) <0.001 0.27

Nanoindentation

Hardness (GPa) 0.67 (0.05) 0.81(0.08) 0.83 (0.11) 0.01 0.69

E-modulus 18.8 (1.1) 21.3 (1.5) 22.1 (2.0) 0.01 0.43
(GPa)

Values represent mean (SD).
? Independent 7 test between control and OI before pamidronate treatment.
" Dependent ¢ test between OI time points.

performed using StatView 4.0 software (Abacus concepts, Inc., Berkeley, CA,
USA).

Results

The histomorphometric and densitometric results showed the
expected increase in bone mass and cortical thickness in OI

T
—O— Ol before PAM
5  —®@— Ol after PAM
—— control

frequency of appearance
[% bone area]
w

15 20 25 30
Ca-Concentration [weight %]

Fig. 3. Representative examples of BMDDs. Data correspond to the results of
the samples shown in Fig. 2.

patients during pamidronate treatment, as previously described
[9]. Pretreatment iliac bone samples of OI patients were smaller
than those of control patients (Table 1, Fig. 2A), had thinner
cortices and less trabecular bone (Table 1, Fig. 2B), but higher
trabecular bone formation rates. Cortical width increased during
pamidronate treatment (Table 1, Fig. 2C). Cancellous bone
volume also increased numerically, but this was not statistically
significant (Table 1). Lumbar spine densitometry in OI patients
revealed a rise in lumbar spine bone mineral content from 10.1 g
(SD 7.5 g) to 20.0 g (9.9 g) and in volumetric bone mineral
density from 71 mg/cm® (26 mg/em®) to 96 mg/cm® (20 mg/
cm’) during the study interval (P < 0.001 in both cases).

The BEI evaluations showed that the typical calcium
content (Capeac) Was significantly increased (+7%, P < 0.001)
in OI patients independently of pamidronate treatment.
Statistical analysis by paired ¢ test as well by one-way
ANOVA did not reveal any changes of Capgy in OI bone
before and after treatment (Table 1, Fig. 3). Interestingly, the
higher degree of matrix mineralization was accompanied in
all OI patients by a strong reduction of low mineralized bone
areas (Capoy). Indeed, bone matrix areas with a low calcium
content (17.68 wt.% or less) corresponding to areas of
primary mineralization were markedly less frequent (—38%)
in OI than in controls. Again, analysis by paired ¢ test as
well by one-way ANOVA did not reveal any changes of
Cap,, in OI after pamidronate treatment (Table 1). The
uniformity of mineralization (Caw;qq,) Was similar in all three
groups (Table 1).

Fig. 2. qBEI images of transiliac bone samples. (A) Control sample age matched. (B) Pretreatment sample from a 6 year-old girl with OI type III caused by a mutation
in the COL1A1 gene. (C) Specimen from the same patient after 2.8 years of pamidronate treatment.
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Fig. 4. Individual results for hardness and elastic modulus. The dashed-dotted
line in each graph represents the mean of the control group. The dotted line in the
Ol bars represents the mean before and the dashed line after pamidronate (PAM)
treatment.

Nanoindentation was performed in a subset of 6 OI patients
and 6 controls. qBEI results in these individuals were similar to
the data shown above. Hardness and the elastic indentation
modulus were increased by +21% (P < 0.01) and by +13%
(P < 0.1), respectively, in untreated OI patients compared to
control samples. Again, these results were not altered by
bisphosphonate therapy (Table 1, Fig. 4).

Discussion

The present study focused on the intrinsic bone material
quality in children affected with severe osteogenesis imperfecta
(OI types III and IV) and treated with the bisphosphonate
pamidronate. Summarizing the results obtained in the present
study, the following picture emerges: in agreement with
previous studies on OI patients and on the OI murine (oim)
model [1,6,7], the bone matrix appears to be more highly
mineralized, leading to a higher stiffness and hardness of the
bone material as measured for the first time in the present study
by nanoindentation. The main finding regarding the bone
mineral distribution is a shift towards generally higher mineral
content for OI patients (that is, an increase in Cape,i), With an
extreme reduction of newly formed bone areas with low calcium
content (Car o). The last aspect is particularly surprising, as Ol
is associated with elevated bone turnover [1] and, therefore, one
would expect to find a high proportion of matrix undergoing
primary mineralization. The fact that this was not the case
suggests that the abnormality in OI bone matrix is responsible
for this effect. Possibly, the altered collagen structure in OI
allows abnormally fast mineralization leading to the disappear-
ance of lowly mineralized areas. However, none of the
measured material properties was altered by pamidronate
treatment.

Nanoindentation was applied to bone biopsies after fixation
and embedding, a procedure, which might — in principle — lead
to a modification of the mechanical properties of the bone
matrix. However, all specimens — before and after treatment as
well as the controls — were fixed in exactly the same way, so that
we believe a comparison is possible despite the fixation. In

addition, the results for human OI are in agreement with our
previous study on the oim model [13], where it was shown by 3-
point bending tests, that material properties like bone strength,
stiffness, toughness, young modulus and moment of inertia
were not affected by alendronate treatment. In contrast, in the
wild-type mice, material and mechanical properties of bone
were improved and bone mineralization increased due to the
antiresorptive activity [13].

Our current results confirm that the only significant effect of
pamidronate found in the present study for OI in humans is an
increase in bone mass, mainly in the cortex, which is in
agreement with results of previous studies of iliac bone biopsies
[1,9] as well as lumbar spine [26] of affected patients. The
reduced fracture incidence after pamidronate treatment is
therefore most likely related to the increased amount of bone
material, while the intrinsic material properties of bone tissue
i.e., mineralization density or amount of mineral per volume of
bone, as well as, stiffness and hardness remained unaffected.

Interestingly, this increase of cortical bone material is
accompanied by a decreased bone turnover and does not really
affect trabecular architecture. This is linked to the special
situation in growing children where cortical bone is subjected to
modeling (as bone is growing), while cancellous bone is
remodeled. Indeed, osteoclasts remove bone on the inner
surface of the cortex, while osteoblasts add bone on the outer
cortex. Inhibiting the osteoclasts reduces turnover in cancellous
bone and avoids thinning of the cortex from inside. The activity
of osteoblasts on the outer side of the cortex is, however, not
reduced. As a consequence, the cortex is thickening. In contrast,
the cancellous space is mostly unaffected because the inhibition
of osteoclast activity by the bisphosphonate leads to a
corresponding decrease in osteoblast activity and thus, to a
reduced remodeling rate. Consequently, trabecular thickness
and architecture are not changing [1].

These results raise interesting questions about the origin of
bone fragility in OI patients and the differential effects of
bisphosphonates. It is clearly primarily the genetic defect in Ol,
leading to impaired collagen biosynthesis [1], which affects the
quality of the bone material [5]. But the abnormally high
material stiffness of Ol bone may also play a role in the
development of low bone mass in children with OL It is widely
assumed that osteocytes sense mechanical deformation inside
the bone matrix [27]. Their signals are then used to initiate bone
resorption and/or formation, depending on the mechanical
needs. When the material stiffness is abnormally increased, as it
is in children with OI, a given force will induce less bone matrix
deformation than in healthy children. Osteocytes will therefore
“underestimate” the real mechanical loads that are acting on the
bone. The consequence is that bone mass and strength
adaptation will lag behind the mechanical needs, thus creating
a situation of osteopenia. A similar scenario has been put
forward by Frost, who proposed that the clinical manifestations
of OI can be explained by a disturbance of the mechanostat
setpoint [28]. An alternative explanation is also possible using
the model by Burr and coworkers [29] who assume that the
stimulus for bone remodeling is microdamage rather than
deformation. In this spirit, one could speculate that bone
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fragility in OI patients leads to rapid accumulation of micro-
damage and, as a consequence, to enhanced remodeling activity.
However, since the new bone matrix is not better in terms of
mechanical competence, new signals will trigger even more
osteoclastic activity. Thus, bone hypermineralization may be
indirectly responsible for the increased remodeling activity in
OI bone, which was also observed in the present samples.

A second interesting aspect of this study is that the
bisphosphonate therapy induces no changes in the mineraliza-
tion profile of OI, while according to the literature, bispho-
sphonate therapy results in an increase of mineralization of bone
in postmenopausal osteoporosis [10,11]. However, this increase
of mineral density was reported in patients with normal or
lowered mineral density, like in osteoporosis, where the bone
matrix is typically undermineralized [11,30]. In contrast, in
human OI [4] as well as in the oim model [5-8,13], the bone
matrix is already hypermineralized prior to treatment. Hence, a
further increase upon treatment is not possible because of the
inherent saturation of the matrix.

In conclusion, this study shows that OI bone is abnormally
dense and stiff at the material level and that these intrinsic bone
material properties are not affected by pamidronate treatment.
The reduced fracture incidence after pamidronate treatment is
solely due to the observed increase of cortical bone mass in
combination with the growth of the patients. The results suggest
that pamidronate therapy in children with OI is neither
improving nor further deteriorating the already fragile bone
material. The increased bone mass, however, represents a clear
benefit for these patients.
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