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Abstract

Classical osteogenesis imperfecta (Ol) is an inherited rare brittle bone disease caused by dominant mutations
in the COL1A1 or COL1A2 genes, encoding for the a chains of collagen type |. The definitive cure for the
disease will require a gene therapy approach, aimed to correct or suppress the mutant allele. Interestingly,
individuals lacking a2(l) chain and synthetizing collagen a1(l)s homotrimers do not show bone phenotype,
making appealing a bone specific COL1AZ2 silencing approach for Ol therapy. To this aim, three different
Col1az-silencing RNAs (siRNAs), —3554, —-3825 and -4125, selected at the 3'-end of the murine Col1a2
transcript were tested in vitro and in vivo. In murine embryonic fibroblasts Col1a2-siRNA-3554 was able to
efficiently and specifically target the Col1a2 mRNA and to strongly reduce a2(l) chain expression. Its efficiency
and specificity were also demonstrated in primary murine osteoblasts, whose mineralization was preserved.
The efficiency of Col1a2-siRNA-3554 was proved also in vivo. Biphasic calcium phosphate implants loaded
with murine mesenchymal stem cells were intramuscularly transplanted in nude mice and injected with
Col1a2-siRNA-3554 three times a week for three weeks. Collagen a2 silencing was demonstrated both at
mRNA and protein level and Masson's Trichrome staining confirmed the presence of newly formed collagen
matrix. Our data pave the way for further investigation of Col7aZ2 silencing and siRNA delivery to the bone
tissue as a possible strategy for Ol therapy.
© 2020 The Author(s). Published by Elsevier B.V. This is an open access article under the CC BY-NC-ND license (http://
creativecommons.org/licenses/by-nc-nd/4.0/).

Introduction

Dominant mutations in the COL1A71 or COL1A2
genes, encoding for the two a chains of collagen
type 1, are responsible for the classical form of the
rare bone disease osteogenesis imperfecta (Ol).
Individuals affected by Ol are characterized by bone
deformity, frequent fractures and growth delay [1,2].
No definitive treatment is so far available and the
therapeutic options, based either on surgical inter-
ventions or drug administration, are for the most
focused on ameliorating patient's quality of life [3—5].

Only a gene therapy approach, aimed to correct or
suppress the expression of the mutant allele, could
be effective to cure patients.

Interestingly, individuals heterozygous for null
COL1A1 allele have a mild form of the disease [6]
and null COL1A2 allele in heterozygosis where
never described, suggesting an undetectable bone
phenotype [1]. This observation points to allele
specific silencing approach as an appealing strategy
for the disease.

Indeed, for defects in COL1A1 or COL1A2, the
specific silencing of the mutant allele could transform
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Image of Fig. 1

a severe phenotype into a mild osteoporotic form or
even cure the disease. In classical dominant Ol, over
85% of the mutations are single nucleotide substi-
tutions changing one of the glycine, present every
three residues in the helical domain and necessary
for proper chains folding, with a bulkier amino acid
[7]. RNA interference (RNAI) techniques based on
small interfering RNA (siRNA) and short hairpin RNA
(shRNA) were proved to be effective in allele specific
down regulation of gene expression in several
monogenic disorders [8—15]. RNA therapeutics are
easy to design, cost effective, generally stable and
easy to combine with carriers [16]. The first therapy
based on RNA interference gene silencing, termed
Onpattro®, has been approved by the US Food and
Drug Administration in 2018 [17]. This lipid complex
suspension, for intravenous use, contains a
transthyretin-directed siRNA and is indicated for
the treatment of the polyneuropathy of hereditary
transthyretin-mediated amyloidosis in adults [18].

The siRNAs are short chemical synthesized
double strand RNAs, they can be delivered into the
cells where they can be stabilized for weeks upon
association to the RISC complex, although they are
diluted during cell division. The shRNAs are short
double strand RNA molecules with a hairpin struc-
ture transcribed upon their subcloning in a plasmid or
viral vector used to transfect the host cells. shRNAs
have the advantage to be continuously synthesized
by the cell machinery upon integration in the host
genome, but the templates are subjected to random
DNA integration.

A single nucleotide difference in the highly
repetitive and GC rich collagen sequence represents
the first challenge in allele specific targeting of the
collagen type | genes. Nevertheless, siRNA/shRNA
were successfully used in Ol. The transfection of
allele specific siRNA specifically suppressing the
mutant Col1a1 allele in primary fibroblasts from the
Ol murine model Brtl/+, carrying in heterozygosis the
a1()-G349C substitution, led to about 60% down-
regulation of gene expression, affecting only 20%
the expression of the wild type allele. Mutant specific
Col1a1-shRNA suppressed about 50% the gene
expression, reducing to 60% the level of the mutated
protein without compromising cells proliferation [19].
A limiting factor of these strategies is the require-
ment of specific silencing molecules for the hun-

dreds of different mutations known to cause
dominant Ol (www.le.ac.uk/genetics/collagen/). To
overcome this limitation, a mutation-independent
approach in human bone derived cells using siRNA/
shRNA targeting heterozygous single nucleotide
polymorphisms in COL1A2[20] or insertion/ deletion
polymorphisms in both the COL1A1 and COL1A2
genes [21] were successfully attempted in vitro.

Interestingly, individuals carrying in homozygosis
null COL1A2 allele are affected by a form of Ehlers
Danlos syndrome (EDS) associated to vascular
impairment, but they do not manifest bone pheno-
type [22]. Such observation suggests that a skeletal
specific silencing of both mutant and normal
COL1A2 allele could indeed ameliorate the Ol
skeletal outcome in these individuals.

In this report, we evaluate the effect of Col1a2
specific transcript silencing and a2 collagen protein
suppression on osteoblast mineralization in vitro and
on matrix formation in vivo in mice.

Results

Col1a2-siRNA efficiently and specifically re-
duces gene expression in vitro in murine
embryonic fibroblasts

Three siRNAs targeting the murine Col1a2 gene
were selected in silico at the 3'-end of the collagen |
gene, encoding for the C-terminal propeptide do-
main and characterized by limited repetitive and GC
rich sequence. The siRNAs target positions in the
Col1a2 gene (NM_007743.3) were selected at the
nucleotide 3554-3572 for siRNA-3554, 3825-3845
for siRNA-3825 and 4215-4233 for siRNA-4215.
Their efficiency at two different concentrations,
10 nM and 50 nM, was first evaluated 48 h post
transfection (hpt) in primary murine embryonic
fibroblasts (MEFs). gPCR showed that siRNA-3554
silenced about 90% of the Col1a2 expression at both
concentrations while siRNA-3825 63% and 81% at
10 and 50 nM, respectively (Supplementary Fig.
1A). On the contrary, siRNA-4215 did not signifi-
cantly change Col1a2 expression, at least at the
lower concentration, and its use was discontinued.
The siRNA-LacZ, used as control, did not affect

Fig. 1. Efficient and specific Col1a2-siRNAs suppress collagen a2 chain protein expression in primary murine
embryonic fibroblasts. (A) The stability of Col1aZ2 silencing of the 2 most effective siRNAs (siRNA-3554 and — 3825) at 10
or 50 nM was evaluated 24, 48 and 72 h post transfection in MEFs plated 1 x 10* cells/well. gPCR analyses showed
Col1az2 relative expression. (B) The Col1a2 specificity was evaluated for the more promising molecule, siRNA-3554,
analyzing the Col1a1 and Col1a2 expression by gPCR. (C) Representative images of SDS-Urea-PAGE analyses of *H-
proline labelled type | collagen extracted from medium and cell layer of transfected cells. The densitometric analyses of
collagen type | a1 and a2 was performed and the a1/a2 ratio evaluated. In the collagen fraction extracted from cell layer a
contribution of collagen type V in the a1(l) quantitation cannot be excluded. Not transfected cells (NT) and cells transfected
with siRNA-LacZ were used as negative controls. A biological duplicate of the experiment was performed and each
experiment was performed in triplicate. * p value <.05 vs siRNA-LacZ, # p value <.05 vs NT.
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Fig. 2. Efficient and specific Col1a2 silencing in primary murine osteoblasts does not impair mineralization. (A) The
stability of Col1a2 silencing was evaluated in murine osteoblasts untrasfected (NT) and upon 10 nM siRNA-3554 or
siRNA-LacZ transfection at 1, 2, 8 and 12 days post transfection by qPCR quantitation of Col1a2 expression. (B) Similarly,
the Col1a2 silencing specificity was evaluated by qPCR quantitation of Col1a2 and Col1a1 expression in murine
osteoblasts NT and upon 10 nM siRNA-3554 or siRNA-LacZ transfection. (C) NT and transfected osteoblasts were
stained by Von Kossa following 19 days growth in mineralization media. Mineral was quantified and normalized
to DNA amount. A biological duplicate of the experiment was performed and each experiment was run at least in triplicate. *
p value <.05 vs siRNA-LacZ, # p value <.05 vs NT.
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50 nM, were used. At the lowest cell density and at
both siRNA concentrations, the Col1a2 expression
was reduced about 85% at all time points (Fig. 1A).

At the highest cell density only the 50 nM siRNAs
concentration showed good efficiency for both
siRNA molecules (Supplementary Fig. 1B).

Unfortunately, at the higher siRNA concentration
the cell health was compromised and a large number
of cells detached from the well, thus all the following
experiments were performed using 10 nM and the
1 x 10* cell density was chosen. The siRNA-3554
was selected for its higher efficacy at the selected
concentration.

Given the high similarity of the Col1a1 and Col1a2
genes, the siRNA-3554 specificity for Col1a2 was
tested by qPCR. At 48 hpt siRNA-3554 suppressed
Col1a2 without affecting the Col1a1 expression (Fig.
1B).

siRNA-3554 reduces a2(l) expression

To assess whether the silencing of the Col1a2
gene by siRNA-3554 leads to the a2 chain protein
down-regulation, 48 hpt the 3H-proline labelled
collagen was extracted from medium and cell layer
at steady state. SDS-PAGE analysis demonstrated
a strong reduction of the a2(l) chain in cells
transfected with the siRNA-3554 compared to the
cells transfected with siRNA-LacZ, used as control.
The densitometric ratio of the a1l and o2 bands
intensity was clearly higher in siRNA-3554 treated
cells, with respect to the 2:1 expected value based
on the collagen stoichiometry (2 a1 and 1 a2 chains).
This result supported the successful a2(l) chain
down regulation (Fig. 1C).

siRNA-3554 is efficient and specific in osteo-
blast cells

Ol is mainly a bone disease and osteoblasts are
the main affected cells, thus the efficiency and
specificity of the siRNA-3554 were tested in primary
murine osteoblasts. Cells were transfected in 24 well
plates at cell density of 2 x 10* cells/well using

10 nM siRNA. The higher cell density was chosen
based on the lower growth rate of osteoblasts
compared to MEFs [23].

A silencing time course experiment with siRNA-
3554 was performed. A down-regulation of Col1a2
expression of 82%, 73%, 67% and 56% with respect
siRNA-LacZ transfection and 84%, 78%, 63% and
40% with respect siRNA-3554 transfection was
obtained at 1, 2, 8, 12 days post transfection (dpt),
respectively (Fig. 2A). At 2 dpt cells transfected with
the siRNA-3554 showed a specific ~ 80% silencing
of the Col1a2 expression, with no change in the
Col1a1 expression (Fig. 2B). No effect on the
expression of Col1a1 was detected at all time points
in the time course experiment confirming the
specificity of siRNA-3554 for Col1a2 also in primary
osteoblasts (Supplementary Fig. 2A).

Osteoblast mineralization is conserved follow-
ing siRNA-3554 transfection

Mineralization is a fundamental step in bone
formation [24], thus the mineralization of primary
osteoblasts transfected with siRNA-3554 was eval-
uated. Osteoblasts mineralization was induced
24 hpt and after 19 days Von Kossa staining was
performed to visualize the mineral nodules (Fig. 2C).
Interestingly, transfected and control cells produced
the same amount of mineralized area normalized to
DNA content, indicating that the silencing of the
Col1aZ2 is not affecting the process (Fig. 2C).

In vivo siRNA-3554 efficiency and specificity

To have a proof-of-principle of the in vivo efficiency of
siRNA-3554, biphasic calcium phosphate (BCP) im-
plants loaded with mouse mesenchymal stem cells
(MSCs) expressing the enhanced green fluorescent
protein (EGFP) were prepared and transplanted
intramuscularly in Rj:NMRI-nude mice. These implants
were chosen based on their well known ability to favor
bone formation [25,26]. Following implantation, siRNA-
3554 and siRNA-LucF were injected at the implant site
three times a week for three weeks, PBS injection was

Fig. 3. Specific Col1aZ2 silencing in mouse mesenchymal stem cells injected in intramuscular biphasic calcium phosphate
implants in nude mice allows collagen deposition. (A) Col1a2 and Col1a1 qPCR analysis was performed on RNA obtained from
biphasic calcium phosphate (BCP) implants extracted from nude mice 28 days after transplantation and following siRNA-3554
(n = 4) or siRNA-LucF (n = 4) injections for three weeks. (B) The a1/a2 collagen chains ratio was evaluated by quantification of
collagen bands in SDS-Urea-PAGE of pepsin digested collagen from BCP implants extracted 28 days after transplantation
following siRNA-3554 or siRNA-LucF injections. (C) siRNA presence was evaluated in intramuscular BCP implants injected with
PBS, siRNA-3554 or siRNA-LucF extracted 28 days after transplantation. Fluorescent signal (pink) revealed siRNA-3554-ATTO
655 and siRNA-LucF-ATTO 655 that were used for the last three siRNA injections. (D) Histological analysis of intramuscular BCP
implants injected with siRNA-3554 or siRNA-LucF extracted 28 days after transplantation. EGFP-MSCs are stained in brown
following immunohistochemistry using anti-EGFP antibody. Masson's Trichrome staining revealed collagen in green, as
indicated by red asterisks. Picnotic nuclei are indicated by dasher circles. TRAP staining revealed the presence of osteoclasts
(pink) in the implants. * p value <.05. High magnification images are provided for all the panels in the inserts. Black scale bar =

100 pm, white scale bar = 30 ym.



performed as control. The three last injections were
performed with fluorescent sSiRNAs (ATTO 655-labelled
siRNA). At the sacrifice the implants appeared as a
compact mass of cells and particles (Supplementary
Fig. 3A) and contained both EGFP positive cells and
siRNAs in all siRNA injected samples (Fig. 3C,D).

Col1a2 expression was significantly silenced
(48%) in the implants injected with the siRNA-
3554, and the silencing was specific since no effect
on Col1a1 was detectable (Fig. 3A).

The analyses of collagen type | extracted from the
implants revealed an increased a1/ a2 chains ratio
following injection with siRNA-3554, supporting a2
suppression (Fig. 3B, Supplementary Fig. 3B).

Bone formation upon siRNAs injection was eval-
uated by Masson's Trichrome histological staining.
The presence of newly formed collagen matrix (red
asterisks) was proved in all samples, demonstrating
that the silencing of Col1a2 did not prevent collagen
matrix formation in vivo (Fig. 3D). Of note, the area of
the new collagen matrix was comparable in all
samples (100 + 17.14% in PBS-treated; 106.4 +
24.5% in siRNA-3554; 117.5 + 61% siRNA-LucF)
(Fig. 3D, Supplementary Fig. 3C). Areas of picnotic
nuclei were detectable (dashed circles) in siRNAs
injected samples, suggesting a necrotic effect of
lipoplex injections. Importantly, also osteoclasts
were detected by TRAP staining, indicating that
remodeling occurs upon siRNAs injection. Further-
more, the siRNAs did not affect the number of
macrophages, markers of inflammation, as shown
by immunohistochemistry using antibody against
CD68 (Supplementary Fig. 4). Thus, data showed
that the Col1aZ2 silencing was present in our in vivo
model both at molecular and protein level.

Discussion

Type | collagen is a heterotrimer composed of two
ai(l) and one a2(l) chains. While the complete
deficiency of a1(l) chain appears to be incompatible
with life [27], the synthesis of a1(l) homotrimers
lacking a2(l) was described in several situations. a1
(I)-trimers were isolated from normal human skin
where they account for <5% of the total collagen [28],
and their presence was also detected during
embryogenesis [29,30], in tumors [31,32], in fibrotic
tissues [33,34], in stressed mesangial cells [35], and
in a variety of pathological conditions [36—38].

Homozygous null mutations in COL1A2 also lead
to al1(l) homotrimers assembly and to a range of
phenotypes with an effect on tissue properties still
poorly understood. COL1A2 mutations impairing a2
() chain assembly in the triple helix, without affecting
gene transcription and translation, are associated to
severe osteogenesis imperfecta phenotype both in
humans and murine models [39,40]. On the contrary,
COL1A2 defects affecting transcript stability and

compromising a2(l) translation cause a mild EDS
syndrome in patients, with hypermobility in childhood
and cardiac valve disease in adulthood, but no bone
phenotype [22]. To explain the very different effects
of mutations in COL1A2, it is tempting to speculate
that those mutations in the a2(l) C-propeptide
associated to mutant a2(l) translation cause its
intracellular accumulation inducing a cellular stress
that we already described as a key player in Ol
skeletal outcome and a modulator of osteoblasts
differentiation [41,42]. Of note, in the Ol murine
model oim/oim, in which mutant a2(l) translation is
not impaired, but its assembly in collagen type |
heterotrimer is compromised, the osteoblasts differ-
entiation ability is affected [43].

The majority of the published silencing reports in
Ol comes from studies using in vitro approaches,
only very limited data are available from in vivo
studies in Ol murine models [44-47]. Indeed, the
availability of both in vitro and in vivo models is
particularly relevant in studies aimed to identify novel
therapeutic approaches. The in vitro approach is an
important tool that allows to dissect and analyze
specific cellular pathways without the interference of
the whole tissue/organ environment, on the other
hand the use of in vivo models is a mandatory step
before clinical trials.

Using Col1a2 silencing we demonstrated that in
the absence of a2(l) the mineralization in vitro and
collagen formation in vivo are not affected. Col1a2-
siRNA transfection allowed osteoblasts mineraliza-
tion, although we cannot exclude a rebound effect of
Col1a2 gene expression level from day 12 to day 19
post transfection. Indeed, a local delivery of Col1a2-
siRNA in vivo to BCP beads loaded with mesenchy-
mal stem cells preserved collagen deposition [48].

The in vivo silencing of the Col1a2 expression,
although specific, was less effective than in in vitro,
and similarly, a lower reduction of the a2(l) chain was
detected. A possible reason for this difference could
be linked to some intrinsic limitations of the system,
such as the difficulty to reach the cells inside the
implant and the formation of a connective tissue
capsule around the implant that could impair siRNAs
entrance/uptake into the target cells. Nevertheless,
collagen formation in the implant was not compro-
mised by the Col1a2-siRNA injection. However,
efficient in vivo model of new bone formation would
need further optimization.

The ultimate cure for dominant Ol would be the
correction of the DNA mutation, but for the more
severe forms the silencing of the mutant allele may
represent an interesting and probably more feasible
option. The highly repetitive primary sequence of
type | collagen, along with over a thousand distinct
single base substitutions identified in Ol patients,
presents a significant challenge to an allele-specific
targeting approach to treat this disease [7]. In Ol
patients carrying over 600 point mutations in



COL1A2, the bone phenotype could in principle be
treated by a mutation independent silencing ap-
proach. Our data represent a proof of principle of the
feasibility of the approach, but the issue of siRNA
bone delivery remains to be addressed. Indeed,
atelocollagen-mediated systemic administration of
siRNAs successfully inhibited bone metastasis [49].
The complexation of siRNAs with polyethylenimine
also was demonstrated to be effective following
systemic administration to deliver the siRNAs into
different organs, but no data on specific bone
targeting are available yet [50,51].

Systemic delivery of siRNA is a quite promising
therapeutic approach, but it should be taken into
consideration that in clinical trial a high number of
repeated siRNA injections could result in a de-
creased patient compliance and consequent imped-
iment to patient treatment [52].

In conclusion, following the in silico design of three
siRNAs molecules targeting the murine Col1a2, we
successfully identified a siRNA that efficiently and
specifically suppresses in vitro and in vivo the
Col1a2 expression. The optimization of a bone
specific delivery system will open a new era in the
treatment of Ol, at least for those forms with
dominant mutations in the COL1A2 gene.

Materials and methods

Animals

C57BI/6 control mice were purchased from Harlan
Laboratories and maintained in the animal facility at
the Department of Molecular Medicine of the
University of Pavia according to the current laws
on the animal care. All the experiments were
approved by the Italian Ministry of Health (protocol
n.1116/2015-PR, 21/10/2015), complied with the
ARRIVE guidelines and carried out in accordance
with the EU Directive 2010/63/EU for animal
experiments. Rj:NMRI-nude mice were purchased
from Elevages Janvier SAS and maintained in the
animal facility at the faculty of Medicine of the
University of Nantes. The local Ethic Committee
(CEEA.2012.27) approved the animal experimenta-
tion protocol for the research.

In silico siRNA selection and synthesis

The Basic Local Alignment Search Tool (BLAST)
was used to identify three siRNAs 19-21 nucleotides
long, specifically targeting the 3'-end of the murine
Col1a2 (NM_007743.3) gene encoding for the C-
propeptide domain of the a2 chain of type I collagen:
siRNA-3554 (5-GGACUAUGAAGUUGAUGCA-3)
targeting exon 49 (NM_007743.3, 3633-3652),
siRNA-3825 (5-GCCAACAAGCATGTCTGGTTA-
3’) targeting exon 50 (NM_007743.3, 3904—-3925),

and siRNA-4215 (5'-GAATTCCGTGTGGAGGTTG-
3') targeting exon 52 (NM_007743.3, 4303—-4322).
The three siRNAs targeting murine Col1a2 and two
negative controls for in vitro and in vivo experiments:
siRNA-LacZ (5’-GUGACCAGCGAAUACCUGU-3)
and siRNA-LucF (5-CUUACGCUGAGUA-
CUUCGA-3') respectively, were purchased from
Eurogentec (Seraing, Belgio) with the addition of a
dTdT nucleotide at their 3'-end.

Isolation and culture of primary murine embryo-
nic fibroblasts

Murine embryonic fibroblasts were obtained from
E13.5-14.5 C57BI/6 embryos. Briefly, upon sacrifice
the body was transferred in a sterile tube, minced
and sequentially digested with 1 g/l trypsin in 0.4 g/I
EDTA, 1.7 g/l NaCl for 5 min at 37 °C. Cells
obtained from four successive digestions were
passed through a 40 pm polypropylene mesh (Milli-
pore, Burlington, Massachusetts, USA) added with
Dulbecco modified Eagle's medium (D-MEM, Lonza,
Basilea, Switzerland) supplemented with 10% fetal
bovine serum (FBS), 4 mM glutamine, 100 pg/ml
penicillin and 0.1 mg/ml streptomycin and pooled.
The cells obtained from each embryo were plated in
10 cm petri dish and incubated at 37 °C. Cells at
passages P3-P6 were used for all the experiments.

Isolation and culture of primary murine calvarial
osteoblasts

Murine calvarial osteoblasts were isolated from 1
to 2 days old mice. Pups were euthanized, the
cranium was dissected, cleaned from the surround-
ing connective tissue, cut in half and collected in a-
Minimal Essential Medium (a -MEM, Sigma Aldrich,
St. Louis, Missouri, USA) supplemented with 10%
FBS, 4 mM glutamine, 100 pg/ml penicillin and
0.1 mg/ml streptomycin and 25 pg/ml sodium ascor-
bate (Fisher Scientific, Hampton, New Hampshire,
USA). Calvaria were then pooled and sequentially
digested with 200 U/ml collagenase type Il (Thermo
Fisher Scientific, Waltham, Massachusetts, USA) at
37 °C in an oscillating water bath for 20 min. Cells
obtained from the first two digestions were dis-
charged, while cells from the following three diges-
tions were passed through a 70 ym polypropylene
mesh, added with a -MEM containing 10% FBS and
pooled. Cells were plated in 10 cm petri dish at a
density of 2 x 10° cells/dish. The medium was
changed twice a week and cells were used at
passage P1.

Culture of murine mesenchymal stem cells
Mouse mesenchymal stem cells (MSCs) were

obtained from Invitrogen (GIBCO® Mouse C57BL/6
mesenchymal stem cells; Catalog no. S1502—-100)



and cultured as specified in the guidelines. They
have been modified to express the enhanced green
fluorescent protein (EGFP) using lentivirus as
previously described [53].

Cell transfection

For MEFs transfection experiments cells were
plated in 24 well plate at a density of 1 x 10* or
2 x 10* cells/well. After 24 h the cells were trans-
fected using Interferin (PolyPlus transfection, llikirch,
France) following manufacturer's recommendation.
For each siRNA two concentrations were tested, 10
and 50 mM respectively, and the RNA was collected
48 h after the transfection. For the two more efficient
and specific siRNAs, siRNA-3554 and siRNA-3825
and the negative control siRNA-LacZ a time course
was performed and the RNA was collected 24, 48
and 72 h after transfection with 10 nM siRNA.

For primary osteoblasts, cells were plated in 24
well plate at a density of 2 x 10* cells/well and
transfected after 24 h. siRNA-3554 was used at a
concentration of 10 nM and the RNA was collected
1, 2, 8, 12 days post transfection. Each experiment
was performed in duplicate.

Biphasic calcium phosphate implants

The biphasic calcium phosphate (BCP) implant was
composed by 40 mg of synthetic bone graft substitute
bioactive calcium phosphate 0.5-1 mm granules
(MBCP®, Biomatlante, Vigneux-de-Bretagne, France)
incubated for 1 hat RT with 1.4 x 10° GIBCO® Mouse
MSCs modified to express EGFP (EGFP-MSCs) in
60 pl of phosphate buffered saline (PBS). The lipoplex
complex for the siRNA delivery was obtained as follow:
a solution containing 0.67 pg/ul of siRNAs and 0.67 g/
pl of DNA plasmid pSL301 was mixed with 8 mM
cationic liposome DMAPAP/DOPE (charge ratio 1:6)
and incubated 20 min at room temperature to allow the
siRNA encapsulation [54].

Rj:NMRI-nude female mice 5 week old were used.
The mice were anesthetized by inhalation of 2%
isoflurane and injected with 10 ug Buprécare intra-
muscularly. The leg was incised at the level of the
tibia and a pocket in the muscle tissue was created.
The implant was then inserted in both legs, and the
cut was sutured with a non-resorbable suture thread.
The week after, the siRNA lipoplex complex was
injected on the implants three times a week for three
weeks. Fluorescent labelled (ATTO655) siRNAs
were injected the last week. The mice were injected
with 10 pg of siRNA-3554 or siRNA-LucF or with
PBS (n = 4/ group). The animals were then sacri-
ficed 28 days after the implantation. The BCP
implants were removed from the mice following
euthanasia. The implants were used to evaluate
collagen type | gene expression and protein levels
and for histological analysis.

Gene expression analysis

The RNA from MEFs and osteoblasts was
collected at the different time points detailed above
using the RNeasy Plus Mini Kit (Qiagen, Hilden,
Germany) according to the manufacturer instruction.

The RNA from BCP implants was extracted,
following removal of the surrounding connective
tissue, using Tri-Reagent (Sigma Aldrich). Briefly,
the implants were crushed with the use of a pestle in
1.5 ml tube (Argos EW-44468-19) in a final volume
of 1 ml of Tri-Reagent and the extraction followed
the manufacturer instruction. After DNase treatment,
cDNA was synthesized from 100 ng of RNA using
the High Capacity cDNA Reverse Transcription kit
(Applied Biosystem, Foster City, California, USA).
gPCR analysis was performed using TagMan
probes, and Universal PCR Master Mix (Applied
Biosystems) using the MX3000P qPCR (Stratagene,
San Diego, California, USA). All samples were run in
triplicate. Expression levels for Collaft
(MmO00801666_g1) and Col1a2 (Mm00483888_m1)
were evaluated. Gapdh (Mm99999915_g1) was
used as housekeeping. Relative expression levels
were calculated using the AACt method.

Type | collagen analysis

MEFs were plated in 6 well plate at a density of
1.2 x 10° cells/well. After 24 h the cells were
transfected with 10 nM siRNA-3554 or siRNA-LacZ
as described above. The day after transfection the
cells were pre-labelled with D-MEM, 1% FBS
containing 0.1 mg/ml ascorbic acid for 2 h to
stimulate collagen production. The labelling was
performed for 18 h in D-MEM pre-labelling medium
using 20 uCi of °H-Pro/well. Collagen was then
extracted and analyzed as previously described [55].
For the analysis of collagen from biphasic calcium
phosphate, dissected implants were washed in PBS
and decalcified in 0.5 M EDTA pH 7.1. Collagen was
extracted by pepsin digestion as described previ-
ously and lyophilized [55]. The pellet was resus-
pended in Laemmli buffer (62.5 mM Tris HCI,
pH 6.8, 10% glycerol, 2% sodium dodecyl sulphate
(SDS), 0.02% bromophenol blue), denatured at
80 °C for 5 min and separated on 6% SDS-PAGE
gels in presence of 0.5 M urea. The gels were
stained with Coomassie Picric Staining [56], and
digitalized by Versadoc (Biorad, Hercules, Califor-
nia, USA). The bands intensity was measured using
Quantity one software (Biorad).

Osteoblasts mineralization assay

24 h after transfection, the mineralization media a-
MEM, 10% FBS, 100 pg/ml penicillin, 0.1 mg/ml
streptomycin, 5 x 1078 M dexamethasone (Sigma
Aldrich), 0.2 mM ascorbic acid (Fisher Scientific)
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and 10 mM B-glycerophosphate (Sigma Aldrich)
was added for 19 days, changing the media three
times a week. The cells were then fixed in 10%
formalin solution neutral buffer (Sigma Aldrich) for
30 min at RT and Von Kossa staining was per-
formed. Images were acquired with a digital scanner
at 2400 dpi resolution and analyzed with the Leica
application suite V4.5 software. The percentage of
mineralized area was calculated on the total well
area and normalized on total DNA per well.

Histological and immunohistochemical analysis

The BCP implants were fixed for 24 h in 4%
buffered paraformaldehyde (PFA), decalcified in 4%
EDTA (Alfa Aesar, Haverhill, Massachusetts, USA)
dehydrated and included in paraffin as previously
described [57]. 3 um sections were obtained using
microtome RM2265 (Leica, Wetzlar, Germania,
USA). Slides were stained with Masson's Trichrome
combining hematoxylin for cell nuclei (blue/black),
fuchsine for cytoplasm, muscle and erythrocytes
(red) and light green solution for collagen (green),
and with Tartrate-Resistant Acid Phosphatase
(TRAP) commercial staining kit (Phosphatase Leu-
kocyte Staining Kit, Sigma Aldrich) for osteoclasts.

Immunohistochemistry was performed to evaluate
the presence of both EGFP expressing cells and
macrophages. Briefly, after dewaxing and rehydration,
heat-induced epitope retrieval was performed using
10 mM Tris HCI, 1 mM EDTA pH 9.0. Sections were
treated with 3% H,O, for 15 min at room temperature
and the non-specific antibody binding was blocked
using 2% normal donkey serum and 1% bovine serum
albumin in 1x TBS Tween for 25 min at room
temperature. Primary antibodies rat anti-mouse CD68
(1:100, FA-11, Biorad, France) and rabbit anti-EGFP
(1:2000, ab290, Abcam, France) were incubated over
nightat4 °C to detect macrophages and mouse EGFP-
MSCs implanted with the BCP patrticles, respectively.
Finally, a biotinylated goat anti-mouse IgG secondary
antibody (Dako) and streptavidin/ horse radish perox-
ydase complexes (Dako) were used and revealed by a
short incubation with 3,3'- diaminobenzidine (K3468,
Agilent, Denmark). Nuclei were counterstained with a
Gill-Hematoxylin solution. After dehydration and
mounting with petex, slides were acquired using
Nanozoomer 2.0 Hamamatsu slide scanner. Quantita-
tive analysis of the collagen tissue stained by Masson's
Trichrome was then performed. The collagen area and
the total area of the implants were manually defined
and quantified using Leica application suite V 4.5 (n =
4). The collagen amount was expressed as percentage
of the total area.

Statistical analysis

All results were expressed as mean + standard
deviation. Statistical comparisons were based on

Student's t-test. A p<.05 was considered
significant.
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