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of osteogenic suppressor GNAS leads to osteogenic
differentiation of mesenchymal stem cells in vivo
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Approved drugs for the treatment of osteoporosis can prevent
further bone loss but do not stimulate bone formation. Ap-
proaches that improve bone density in metabolic diseases are
needed. Therapies that take advantage of the ability of mesen-
chymal stem cells (MSCs) to differentiate into various osteo-
genic lineages to treat bone disorders are of particular interest.
Here we examine the ability of small interfering RNA (siRNA)
to enhance osteoblast differentiation and bone formation by
silencing the negative suppressor gene GNAS in bone MSCs.
Using clinically validated lipid nanoparticle (LNP) siRNA de-
livery systems, we show that silencing the suppressor gene
GNAS in vitro in MSCs leads to molecular and phenotypic
changes similar to those seen in osteoblasts. Further, we
demonstrate that these LNP-siRNAs can transfect a large pro-
portion of mice MSCs in the compact bone following intrave-
nous injection. Transfection of MSCs in various animal models
led to silencing of GNAS and enhanced differentiation of MSCs
into osteoblasts. These data demonstrate the potential for LNP
delivery of siRNA to enhance the differentiation of MSCs into
osteoblasts, and suggests that they are a promising approach
for the treatment of osteoporosis and other bone diseases.

INTRODUCTION

Bone homeostasis is critical to quality of life as healthy bones are vital
for mobility, while fragile bones (e.g., in osteoporosis) are susceptible
to fractures resulting in long-term disability and mortality. Currently
approved drugs for the prevention and treatment of osteoporosis
include bisphosphonates, calcitonin, and selective estrogen receptor
modulators that work by inhibiting bone resorption.' > However,
these compounds can have many adverse effects and do not stimulate
new bone formation.® Parathyroid hormone, the first approved com-
pound capable of stimulating new bone formation, is limited to
24 months use due to potential side effects, including activation of
bone resorption, and has shown a limited efficacy on nonvertebral
fractures.””® Understanding the molecular details of the pathways
that control bone formation is critical for the development of novel ap-
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proaches to reverse osteoporosis, including the development of new
anabolic agents to improve bone quality. Presently, the most successful
anabolic drug is romosozumab, a monoclonal antibody that binds
sclerostin, increases bone formation, and decreases bone resorption.g
However, follow-up observations show increased risk for infections,
and currently applications are limited to osteoporosis. There is a sig-
nificant need for new anabolic drugs with broader scope that can be
used to modulate the molecular pathways that control bone formation.
This approach could be used not only to treat osteoporosis but also to
accelerate the healing of fractures that fail to resolve quickly.

The ability of human mesenchymal stem cells (hMSCs) to differen-
tiate into chondrogenic and osteogenic lineages'’ suggests potential
clinical use in regenerative medicine to treat bone disorders.'"'* In
addition to positive regulators that promote the transition from
stem cell to differentiated tissues, negative regulators that suppress
differentiation are also involved. This is demonstrated by evidence
of ectopic bone formation in humans carrying inactivating mutations
in the GNAS gene locus.'>'* Synthetic small interfering RNA (siRNA)
libraries from stem cells have been used to identify the endogenous
suppressors of osteogenic anabolism that, when silenced by the
appropriate siRNA, could stimulate osteogenic differentiation of
hMSCs and bone growth."”

siRNA oligonucleotides have been demonstrated to silence target
mRNA transcripts in rodents, non-human primates,””17 and hu-
mans.'® Silencing GNAS to stimulate bone growth is a logical
approach given bone formation arising from inactivating mutations
in GNAS.">'*'” The use of siRNA to silence GNAS requires in vivo
delivery of siRNA to the tissues where the target mesenchymal
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stem cells (MSCs) reside. The use of lipid nanoparticles (LNPs) for
siRNA delivery is showing considerable promise to silence target
genes in vivo. Potent LNP-siRNA systems have been developed that
can silence hepatocytes genes at intravenous (i.v.) doses as low as
10 pg siRNA/kg body weight,'” and silence target genes in immune

cells and tumors at somewhat higher doses.”>*

The aim of the study was to conduct proof-of-principle experiments to
investigate whether lipid-based nanosystems can be designed to safely
and effectively deliver gene-specific siRNAs to bone-residing MSCs
that can modulate cell differentiation in favor of bone formation.

Given that accumulation of nanoparticles in bone requires particles of
50-nm diameter or less,”” we employ limited-size LNP-siRNA sys-
tems (50-nm diameter) to maximize “passive” accumulation of
siRNA in bone tissue following i.v. administration. We demonstrate
delivery of LNP-siRNAs to mouse bone MSCs, use these LNP-
siRNA systems to silence GNAS, and characterize functional effects
on key osteogenic markers of bone formation. We show that this re-
sults in accelerated differentiation of MSCs into osteoblasts, as as-
sessed by the expression of specific markers.

RESULTS

Culturing cells in osteogenic medium results in upregulation of
bone osteogenic markers

MSC-like cells (mouse embryonic fibroblasts [MEFs] or C3H10T1/2
clone 8) are a good alternative source of primary bone-derived MSCs
for investigating osteogenic differentiation in bone tissue engineering
studies.”>** MEFs or C3H10T1/2 clone 8 cells were cultured in Dul-
becco’s modified Eagle’s medium (DMEM) or in osteogenic medium
(OM), and harvested at appropriate time points for the determination
of GNAS and osteogenic markers using RT-qPCR. In cells treated
with OM, a 3-fold increase in GNAS transcripts was observed after
3 days of treatment. However, GNAS transcripts decreased close to
baseline levels by day 10 (Figure 1A), suggesting that cells had differ-
entiated to a mature stage. Cells incubated with DMEM exhibited
background levels of GNAS throughout the entire incubation period.

In order to confirm that MSC-like cells treated with OM demonstrate
osteogenic characteristics, the expression of ALPL, a key marker of
osteogenic differentiation, was examined. Osteogenic stimulation
generated a significant increase in ALPL after 3 days of incubation
in OM and increased up to 18-fold at 10 days’ incubation time,
compared with cells treated with DMEM (Figure 1B). This increase
was also confirmed using an enzymatic assay for alkaline phosphatase
(ALP) protein expression in cells cultured in DMEM or OM over
3 weeks. After 2 weeks, the intensity of ALP staining in OM-treated
cells was significantly increased relative to cells treated with
DMEM, and after 3 weeks OM-treated cells exhibited the highest
levels of ALP (Figure 1G). To further confirm the osteogenic identity
of OM-treated cells, we also examined the expression of Sp7, BGLAP,
and IBSP markers for osteogenic differentiation. It was observed that
all three genes were significantly upregulated when cells were treated
with OM, compared with those treated with DMEM (Figures 1C-1E).

Finally, the housekeeping TATA-binding protein (TBP) gene did not
change in the presence of OM, suggesting that the effect was specific
for osteogenic markers. Taken together, the data indicate that MSC-
like cells are a good in vitro expression system for GNAS, where
expression occurs at significant levels following 3 days of incubation
in OM. In addition, the increased expression of osteogenic markers
associated with increased GNAS suggests that both MSC-like cells
could be utilized effectively as an in vitro system to assess the effect
of GNAS downregulation on bone osteogenic genes.

siRNA screening to identify the anti-GNAS duplex that mediates
optimal knockdown of the GNAS gene

MSC-like cells (C3H10T1/2 cells and MEFs) were transfected with the
fluorescently labeled transfection control duplex using RNAiMax and
examined 24 h later. Microscopy revealed 70%-80 % transfection ef-
ficiency following incubation with 10 or 30 nM TYE 563-labeled
siRNA respectively (data not shown). Cells pre-treated with OM for
48 h followed by incubation in DMEM were also transfected with
six siRNA duplexes (A-F), including the HPRT positive control
and a scrambled siRNA, at doses of 1, 3, and 10 nM (Table S1).

Relative mRNA levels were then determined using qRT-PCR at 4 days
post transfection with a variety of siRNAs shown in Table S1. It was
found that sequences C, D, and F were the most potent (Figures S1A
and S1B). Further knockdown studies were conducted on MSC-like
cells pre-incubated with OM, followed by treatment with sequences
C, D, and F, and downregulation of the GNAS target gene was deter-
mined using qRT-PCR and droplet digital PCR (ddPCR). Since the
ddPCR technique exhibits the best accuracy using a small number of
cells, GNAS mRNA was determined in 10,000 plated cells receiving
treatment with siRNA against GNAS (siGNAS). This study had a
2-fold aim, to confirm the most effective siRNA sequence, and to
compare two different methods to be used in vivo to determine GNAS
mRNA following systemic administration of LNP-siRNA. Data showed
that sequence D was the most effective in silencing the GNAS target gene
in vitro and that ddPCR data confirmed its robustness and accuracy in a
small number of cells (Figure S1D), corroborating the qRT-PCR data
(Figure S1C). Therefore, sequence D was selected to pursue further
in vitro and in vivo experiments aiming at silencing the GNAS target
gene.

As siRNA duplexes are susceptible to degradation in vivo, sequence D
was chemically modified by adding 2’ O-methyl bases that block
exonuclease activity and improve resistance to nucleases in vivo
(i.e., stealth siRNA). To assess the efficacy and toxicity of the modified
duplex, MSC-like cells were plated and treated with the modified
(stealth) and unmodified (standard) siRNA using the same transfec-
tion method, and GNAS mRNA was determined using qRT-PCR. It
was observed that stealth siGNAS showed similar efficacy to unmod-
ified duplex, producing over 70% knockdown of GNAS without
affecting cell viability assessed based on the RNA vyield across the
plates (Figure S2A). For consistency, all in vitro and in vivo experi-
ments were done using the stealth siRNA. Data also demonstrated
that GNAS silencing was sequence specific and gene specific, as
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Figure 1. Expression of GNAS transcripts and key osteogenic markers during induction of osteogenesis in vitro

(A-F) MSC-like cells were incubated in DMEM or OM and total RNA was extracted to measure (A) GNAS, (B) ALPL, (C) Sp7, (D) BGLAP, (E) IBSP, and (F) TBP mRNA at the
indicated time points. Bar graphs represent expression of the target mRNA relative to the HPRT housekeeping gene with or without OM. mRNA values on day O are consid-
ered to be 100%. Each data point represents the arithmetic mean + SD of three technical replicates. Data from one representative experiment of three independent exper-
iments are shown. (G) Alkaline activity was visualized in MSC-like cells following incubation in DMEM or OM in triplicate on 12-well plates. Data are representative of three
images captured with a 10x objective. Bar graphs depict quantification of images showing ALP activity of MSC-like cells following incubation with DMEM or OM medium.
Data are normalized to DMEM incubation medium and each point represents the arithmetic mean + SD of three technical replicates. Data from one representative experiment
of three independent experiments are shown (“p < 0.05). Images only from MEFs cells are shown. OM, osteogenic medium.

TBP mRNA expression following siRNA treatment remained intact
(Figure S2B). As well, a noticeable increase of osteogenic BGLAP
gene transcripts was observed at relatively high siRNA doses, indi-
cating the role of GNAS as a negative regulator (Figure S2C).

Transfection reagents such as Trifecta are not effective in vivo due to
bioavailability and toxicity issues, requiring use of LNP systems such
as those used for Onpattro. We therefore characterized the transfection
potency of LNP-siGNAS systems, particularly the efficacy of siGNAS
delivered with LNPs containing (R)-2,3-bis(octadecyloxy)propyl-1-
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(methoxy polyethylene glycol 2000) carbamate known as (PEG)-
DMG or PEG-(R)-2,3-bis(stearyloxy)propyl-1-(methoxy poly(eth-
ylene glycol) 2000 carbamate (DSG) known as PEG-DSG, at 1.5 mol
%. LNP systems containing PEG-DSG exhibit longer circulation life-
times in vivo,” important for accessing compact bone. MSC-like cells
were plated, pre-incubated with OM, and treated with LNP-siLuc con-
trol or LNP-siGNAS for 4 days. GNAS mRNA, two housekeeping gene
transcripts, namely HPRT and TBP, were determined using qRT-PCR
analysis. Cells treated with siGNAS delivered with LNPs containing
PEG-DMG exhibited significant downregulation of the target gene
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Figure 2. The structure of PEG lipid in the LNP compositions reduces the potency of siRNA-mediated knockdown of GNAS in vitro

(A-C) MSC-like cells were seeded in multi-well plates and siGNAS or siCtrl encapsulated in LNPs containing PEG-DMG or PEG-DSG were administered in triplicate wells at
indicated doses. Bar graphs represent expression of GNAS mRNA relative to HPRT determined 4 days after incubation with (A) PEG-DMG and (B) PEG-DSG LNPs as
determined by gRT-PCR. The GNAS mRNA was normalized to the housekeeping genes HPRT and TBP. GNAS mRNA values following LNP-siCtr! treatments are considered
100%. Each data point represents arithmetic mean + SD of three technical replicates. Data from one representative experiment of three independent experiments are shown.
Bar graphs in (C) represent expression of TBP mRNA relative to HPRT. TBP mRNA following siCtrl is considered to be 100% (“p < 0.05).

relative to siCtrl-treated cells for all three doses tested, leading to up to
70%-80% knockdown after 2 days of treatment (Figure 2A). When siG-
NAS was delivered with PEG-DSG LNPs, however, significantly fewer
transcripts of the target gene were measured after 2 days of treatment,
reducing the GNAS expression by 50%-60% (Figure 2B), suggesting
that LNPs-siRNAs containing PEG-DMG were more potent than those
formulated using PEG-DSG. The expression TBP housekeeping used in
addition to the HPRT remained constant across all doses tested, indi-
cating that no off-target effects occurred during treatment (Figure 2C).
Taken together, the data indicate that LNPs can efficiently transfect
MSC-like cells with siRNA, resulting in specific and significant
GNAS gene knockdown.

GNAS knockdown in vitro, mediated by LNP-siRNA, modulates
differentiation of MSC-like cells

To determine the anabolic effect of RNAi-mediated GNAS knock-
down, we measured the expression of early and late markers of oste-

ogenic differentiation following treatment with LNP-siGNAS. Cells
were incubated with LNP-siGNAS or LNP-siCtrl, and RNA tran-
scripts of bone osteogenic markers were determined at 7 days using
gRT-PCR analysis. Data showed that cells treated with LNP-siGNAS
generated modest increases in ALPL and COLIAI transcripts
compared with cells treated with siCtrl at doses of 5 and 10 pg/mL
(Figures 3A and 3B). To confirm the osteogenic identity of the cell
transformation, we also examined the expression of two additional
late-stage osteogenic markers (Table S2). BGLAP and IBSP were
significantly upregulated following treatment with siGNAS compared
with siCtrl, and this upregulation was largely dose dependent
(Figures 3C and 3D). It is well established that enhanced ALP is a
marker for osteoblast differentiation in vitro and for bone formation.
To further confirm the osteogenic differentiation of MSC-like cells
following siRNA-mediated GNAS knockdown, cells were briefly (48
h) incubated with OM and replenished with DMEM followed by
treatment with LNP-siCtrl and LNP-siGNAS for 3 weeks. Red staining
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Figure 3. siRNA-mediated GNAS knockdown increases expression of bone osteogenic markers and enhances ALP activity in vitro

(A-D) MSC-like cells were treated with PBS control, LNP-siGNAS, or LNP-siCtrl (comprising PEG-DMG) at indicated doses, and mRNA expression of bone osteogenic
markers was analyzed using gRT-PCR at 7 days following treatment. Expression of target genes, relative to HPRT, was determined and normalized to siCtrl levels, which
were considered to be 100%. Graphs depict increased mRNA transcripts of bone osteogenic markers (A) ALPL, (B) COL1A1, (C) BGLAP, and (D) IBSP following treatment
with siGNAS relative to siCtrl at 7 days after treatment. Each data point represents arithmetic mean + SD of three technical replicates. Data from one representative exper-
iment of three independent experiments are shown ("p < 0.05). MSC-like cells were seeded in plates at 60 x 10* cells per cm? and incubated with OM for 48 h. Next, they
were incubated with LNP-siGNAS or LNP-siCtrl (PEG-DMG) for 1 week at doses of 10 mg/mL, including PBS controls. ALP activity was assessed using photomicroscopy 2
and 3 weeks later based on red staining of ALP. (E) Data from one representative image of a minimum of three images per treatment are shown. Images were analyzed using
the OpenLab software and quantified as described in section “materials and methods.” (F) Bar graphs were obtained from the quantification of images and depict fold in-
crease (mean + SD, n = 3) of ALP activity over time, relative to cells treated with PBS or siCtrl. Data from one representative experiment of two independent experiments are
shown (*p < 0.05).

associated with production of ALP was significantly enhanced in cells
treated with LNP-siGNAS compared with LNP-siCtrl, suggesting a
significant increase in ALP activity compared with siCtrl control, pre-
sumably caused by GNAS knockdown (Figures 3E and 3F). The ALP
staining intensity began to increase 2 weeks after LNP-siGNAS treat-
ment and remained significantly higher than that for cells treated with
LNP-siCtrl. These results indicate that siRNA-mediated knockdown
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of GNAS gene exhibits an osteogenic effect as demonstrated by
increased ALP activity and differentiation to osteoblasts.

LNP-siRNA induced extended GNAS silencing in vitro without
affecting cell viability

Since phenotypic changes and cell differentiation may require
silencing of GNAS for an extended time period, it was important to
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Figure 4. LNP encapsulation induces prolonged siRNA-mediated GNAS knockdown in vitro and stimulates expression of osteogenic markers

(A-C) MSC-like cells were treated with LNP-siGNAS or LNP-siCtrl (PEG-DMG) at 5 ng/mL following brief induction of GNAS. After 3 days, plates were replenished with DMEM
and total RNA was extracted every 3 days for a period of 2 weeks. Total RNA was extracted and mRNA of (A) GNAS, (B) IBSP, and (C) BGLAP was determined using gRT-
PCR. Bar graphs represent mRNA expression of GNAS and selected bone osteogenic markers over time relative to an HPRT housekeeping gene. GNAS mRNA transcripts,
following siCtrl treatment, were considered to be 100%. Each data point represents arithmetic mean + SD of three technical replicates. Data from one representative exper-

iment of two independent experiments are shown (*p < 0.05).

examine the duration of RNAi-induced silencing in vitro after a single
treatment. Following a brief period of GNAS induction, MSC-like
cells were treated with LNP-siGNAS or LNP-siCtrl at a dose of
5 ng/mL. GNAS stimulation was performed to slightly boost gene
expression levels to achieve a reliable siGNAS dose-response curve
in vitro. Treatment was stopped after 2 days by replacing the medium
with DMEM, and GNAS mRNA was determined every 3 days for
2 weeks using real-time qRT-PCR. Data showed that GNAS tran-
scripts were reduced by 80% at 3 days after single treatment with siG-
NAS, compared with siCtrl (Figure 4A). GNAS expression started to
increase after 6 days and continued to increase during the 2-week
observation period. However, GNAS expression remained signifi-
cantly reduced compared with LNP-siCtri-treated MSC-like cells
even at 2 weeks. Microscopic monitoring of cells did not reveal evi-
dence of toxicity over the 15-day incubation period. Importantly,
despite significant downregulation of GNAS, the TBP housekeeping
gene remained unchanged, confirming target specificity of RNA
interference (data not shown). To determine the osteogenic effects
on MSCs following single treatments, mRNA transcripts of two key
osteogenic genes, IBSP and BGLAP, were also determined. A moder-
ate upregulation of the mRNA of both biochemical markers was
observed early during the observation period, which tended to in-

crease significantly over time (Figures 4B and 4C). Hence, a single-
dose treatment with LNP-siGNAS at 5 ug/mL produced a silencing
effect on the GNAS gene for several days without compromising
cell viability assessed by the RNA vyield, and elicited a moderate but
consistent osteogenic effect on MSC-like cells.

LNP-siRNA silences the reporter GFP gene in primary bone-
derived MSCs in vitro

To demonstrate that LNP-siRNAs were effective in silencing genes in
primary MSCs, it was important to isolate and confirm the identity of
primary MSCs. Freshly prepared cells, derived from compact bone of
green fluorescence protein (GFP) transgenic mice, were stained with a
cocktail of antibodies to PDGFRa,, Sca-1, CD45, CD31, and TER119,
and analyzed by flow cytometry. Viable cells were detected as propi-
dium iodide (PI) negative and Hoechst positive and hematopoietic
(CD45", CD31%, and TER119") cells were removed from the analysis
by gating out these marker signals. Sca-1 and PDGFRa receptors
was considered to be markers for the target MSCs (Figure 5A).
PDGFRo."/Sca-1" cells were isolated and cultured in the presence of
mouse mesenchymal stem cell stimulatory supplements (MesenCult
MSC Basal Medium, STEMCELL Technologies, Vancouver, BC, Can-
ada) in a hypoxic environment (5% O,, 10% CO,, 85% N, 25% CO,),
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Figure 5. Silencing of GFP mediated by LNP-siRNA in well-defined primary MSCs in vitro is specific and dose dependent

Enrichment of PDGFRa/Sca1 MSCs population of GFP-expressing mice.

(A) Representative flow cytometric profiles of compact bone-derived mononuclear cells (top left FSC/SSC) and gated nucleated live cells (Hoechst positive/propidium iodide
negative, top right) stained with CD45, TER119, CD31, biotinylated CD140 (PDGFRa, APA5, bottom left), SA-PE, and Sca-1 antibodies (bottom right). (B) Phase-contrast
micrographs showing the morphology of a colony of MSC-derived cells sorted from 5,000 PDGFRa+/Sca-1+ cells at 7, 14, and 21 days after plating and culturing in
MesenCult medium. Adipogenesis (bottom) as indicated by lipid vacuoles present intracellularly. (C) Osteogenesis of MSCs cultured for 14 days in DMEM or OM as detected
by ALP (top) or von Kossa staining (bottom). (D-F) Data depict the presence of Tye 563-labeled siRNA (red) intracellularly in bone MSCs visualized using a Leica confocal
microscope. Bone MSCs derived from GFP transgenic mice were treated with LNP-siGFP or LNP-siCtrl (PEG-DSG) at indicated doses. Bar graphs depict relative GFP
expression of MSCs determined by flow cytometry at 4 (E) and 7 (F) days after treatment, following detection of MSCs using the appropriate antibodies. Data from one repre-

sentative experiment of two independent experiments are shown (*p < 0.05).

known to trigger upregulation of genes involved in metabolism, cell
proliferation, and survival. Small and medium colonies developed
into spindle-shaped fibroblast-like cells, features that became more
evident on day 14 and 21, indicating a MSCs-like phenotype (Fig-
ure 5B) that could be used for future in vitro characterization and
silencing investigations. Cells were further expanded and their poten-
tial to differentiate into osteoblasts was tested following incubation
with MesenCult Osteogenic Stimulatory Kit (STEMCELL Technolo-

3040 Molecular Therapy Vol. 30 No 9 September 2022

gies, Vancouver, BC, Canada) or OM followed by staining for ALP, a
well-defined cytochemical marker of osteogenesis. While incubation
with DMEM caused only minor changes in ALP, incubation of cells
with OM significantly increased ALP activity (red staining) in pri-
mary MSCs after 21 days, reflecting their differentiation into osteo-
blasts (Figure 5C). This was supported by von Kossa staining, which
allows indirect visualization of calcium deposits (black spots, Fig-
ure 5C). This confirmed the osteogenic identity of MSCs cultured
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in vitro, which differentiated into osteoblasts following 3 weeks of in-
cubation with OM.

The transfection efficiency of siRNA in 80% confluent primary
MSCs, incubated with 10 nM TYE 563-labeled siRNA transfection
control duplexes, at 24 h was approximately 70%-80% based on
number of cells expressing the fluorescent red dye (red label, Fig-
ure 5D). To determine if transfection efficiency translates to a
knockdown of the GFP reporter gene in primary MSCs when siRNA
is delivered with LNPs, cells were treated with increasing doses of
LNP-siGFP and LNP-siCtrl as well as phosphate-buffered saline
(PBS). Four and 7 days later, GFP expression was determined in
MSCs (Sca-1"/PDGFRa") using flow cytometry. After 4 days of
treatment, a moderate but dose-dependent downregulation of GFP
signal was observed, relative to siCtrl at 5 and 10 pg/mL (Figure 5E).
Following incubation with LNP-siGFP, GFP transcripts were also
significantly reduced at 7 days post treatment for all doses compared
with siCtrl (Figure 5F). Hence, primary MSCs can be successfully
transfected with siRNA using LNPs, and LNP-siRNA nanosystems
can silence the GFP reporter gene in a sequence- and dose-depen-
dent manner.

siRNA-LNPs exhibit significant uptake by MSCs in vivo

Having characterized the osteogenic impact of GNAS silencing
in vitro, we next moved to in vivo studies. First, the uptake of
LNP-siRNAs by bone residing MSCs following an iv. injection
was investigated. PDGFRa-GFP transgenic mice that express the
GFP reporter gene only in MSCs were given intravenous adminis-
trations of LNP-siRNA labeled with Dil (red) or PBS controls.
Forty-eight hours later, bone sections devoid of bone marrow
were viewed by confocal microscopy. In mice treated with PBS,
MSCs were visualized as compact bone cells expressing nuclear
GFP, predominantly in the outer layers of bone, as indicated by
the green MSC and blue nuclear stain (Figure 6A). In those
receiving LNP-siRNA, a proportion of MSCs and nuclei overlapped
with Dil-red-labeled LNPs, indicating that a considerable number of
MSCs had taken up the LNP-siRNAs (Figure 6B). To quantitatively
examine the uptake of LNP-siRNA by MSCs, either 10 mg/kg LNP-
siRNA labeled with DiO (green) or PBS (controls) was administered
iv. into C57Bl6 mice via tail-vein injection. The presence of
LNP-siRNAs was then detected by flow cytometry in MSCs identi-
fied as PDGFRa"/Sca-1" cells at 48 and 72 h following injection
(Figure 6C). Fluorescence-activated cell sorting (FACS) analysis
showed that a significant proportion of MSCs (approximately
70%) contained the DiO-labeled LNP-siRNAs (Figure 6D). Taken
together, the data demonstrate that, following systemic administra-
tion, a substantial quantity of LNP-siRNAs was also taken up by a
large proportion of bone-derived MSCs, demonstrated by a 15-fold
increase of the mean fluorescence intensity (MFI). Aside from the
compact bone and bone marrow, the expression of GNAS is identi-
fied in a number of tissues, including adipose tissues, dental tissues,
and human placenta. However, due to the difficulty in characteriza-
tion of these cells in other tissues, assessment of LNP-siRNA uptake
by MSCs in those tissues was not pursued.

LNP-siRNA mediates silencing in GFP reporter genes in vivo
following systemic administration

Having achieved knockdown of GNAS in vitro, we determined
whether or not LNP-siRNAs could mediate silencing of a reporter
gene in MSCs in vivo. Transgenic mice expressing C57Bl6-GFP
received increasing doses of LNP-siGFP i.v., including PBS and siCtrl
as controls. Since MSCs constitute a very rare population representing
only 0.001% in the bone marrow and less in the compact bone, after
removing the marrow, bones of three mice were harvested, pooled,
and MSC isolates were identified as PDGFRa."/Sca-1" cells. Approx-
imately 5,000 cells were sorted for further testing. Referring to color
intensity in the heatmap, gene expression analysis demonstrated re-
ductions in numbers of GFP mRNA transcripts with increasing doses
of LNP-siRNA targeted against GFP (Figure S3A). Gene silencing,
determined by qRT-PCR, occurred 1 week following systemic admin-
istration, particularly at high doses. SiCtrl or siGFP administration
did not alter the expression HPRT or TBP housekeeping genes,
demonstrating that GFP knockdown was gene specific, which ruled
out any siRNA-mediated off-target effects. No signs of toxicity or
weight loss were observed following systemic administration of all
doses of LNP-siGFP, as indicated by clinical assessments and weight
measurements throughout the observation time (Figure S3B). In
addition, FACS analysis demonstrated downregulation of GFP in
MSCs derived from compact bone, reaching up to 60% knockdown
compared with LNP-siCtrl treatment at doses of 10 mg/kg LNP-
siGFP (Figure S3C). GFP signals were also significantly lower in
MSCs originated from bone marrow (p < 0.05) following treatment
with 10 mg/kg LNP-siRNA, overall correlating with GFP mRNA tran-
scripts (Figure S3D). Taken together, these data demonstrate that
substantial silencing of the GFP reporter gene in MSCs in vivo was ob-
tained with LNP-siRNA.

GNAS knockdown mediated by LNP-siRNA stimulates osteo-
genic differentiation of MSCs in vivo

The functional effect of silencing of the negative regulator GNAS gene
in MSCs was assessed by determining the molecular expression of key
osteogenic markers, following systemic administration of LNP-
siRNA targeting GNAS. Meanwhile, it was important to identify mo-
lecular changes in MSCs in vivo that would allow us to monitor any
phenotypic differentiation toward osteoblasts. Cell isolates from
C57Bl6 and PDGFRo.-GFP transgenic mice were stained with a cock-
tail of antibodies, including the MSC-specific markers PDGFRa and
Sca-1. C57Bl6-derived cells had a distinct cell population expressing
high levels of the MSC-specific receptors PDGFRa and Sca-1 (Fig-
ure S4A, left). However, cells derived from the compact bone of
PDGFRa. GFP transgenic mice (Figure S4A, middle) had (1) a cell
population that co-expressed GFP associated with PDGFRa receptor
and Sca-1, as well as (2) a cell population expressing PDGFRo.-GFP
alone. Staining these cells with the anti-PDGFRa antibody confirmed
the presence of two sub-populations, one that co-expressed PDGFRa
and the Sca-1 receptor, and one that expressed PDGFRa but lacked
expression of Sca-1. This became evident by overlaying the contour
plots of MSCs from transgenic mice expressing PDGFRa-GFP, as
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(A and B) Images depict representative areas of 5-um bone sections captured 2 days following systemic administration of (A) PBS and (B) Dil-labeled LNP-siRNAs (red),

comprising PEG-DSG analyzed by a confocal microscopy. Images demonstrate a degr

ee of overlap between MSCs (green) and LNP-siRNAs (red), indicating the intracellular

enrichment of bone MSCs with LNP-siRNAs. Scale bar, 5 um. The LNP-siRNA delivery to MSCs was also quantified using flow cytometry. (C) The contour plots (top) repre-
sent MSCs, defined as PDGFRa.*/Sca-1* cells, at the indicated time points. The contour plots in the bottom panel represent the percentage of Dil-positive MSCs defined as

PDGFRa."/Sca-1* cells of the upper panel, comprising high levels of labeled LNP-siRN
tative of two experiments performed in duplicate. (D) Bar graphs demonstrate the perc

As following their systemic delivery, compared with PBS controls. Plots are represen-
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expressing mice treated with PBS, and the fold increase of Dil MFI signal in MSCs (bottom) relative to PBS treatments, at the indicated time points. Data from one repre-

sentative experiment of two independent experiments are shown. Each data point re
fluorescence intensity.

detected by the PDGFRa antibody, and the plots of the same cell pop-
ulation as detected by GFP expression alone (Figure S4A, right).

To carry out the molecular characterization of MSCs, 3,000-5,000
cells co-expressing PDGFRa. and Sca-1 were sorted from C57Bl6
mice and three subsets of cells were obtained from transgenic mice
expressing PDGFRa.-GFP, namely (1) cells co-expressing PDGFRa
and Sca-1, (2) cells expressing PDGFRa alone, and (3) cells expressing
neither of these receptors (negative control). RNA was extracted and
expression of six key osteogenic markers, including HPRT and GNAS,
was determined quantitatively using ddPCR. Data showed that
PDGFRa.*/Sca-1" MSCs, isolated from C57Bl6 mice, expressed low
(Sp7 and RUNX2), intermediate (ALPL and IBSP), and relatively
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presents arithmetic mean + SD of three mice per treatment ("p < 0.001). MFI, mean

high (COLIAI and BGLAP) levels of osteogenic transcripts involved
in bone differentiation and maturation (Figure S4B). However, there
was a noticeable difference for cell populations sorted from mice ex-
pressing PDGFRo-GFP; cells identified as PDGFRa"/Sca-1" ex-
hibited somewhat lower expression of key osteogenic transcripts rela-
tive to the same cell population derived from C57Bl6. Further data
analysis demonstrated that a second cell population, identified as
PDGFRa.*/Sca-1", exhibited higher levels of osteogenic transcripts
than PDGFRa"/Sca-1" cells for most of the osteogenic markers.
Expression of osteogenic markers in the PDGFRa.™ /Sca-1" was barely
detectable (Figure S4C). Collectively, these observations suggest that
transgenic mice expressing PDGFRa.-GFP are a good model to detect
MSCs and examine the response of osteogenic markers following
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PDGFRa.*/Sca-1* cells (gate 1) or PDGFRa"/Sca-17- cells (gate 2). mRNA GNAS transcripts following siCtr! treatments were considered to be 100%. (B and C) Heatmap
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from one representative experiment of two independent experiments are shown.

silencing of a negative regulator such as GNAS, provided both
PDGFRa/Sca-1" and PDGFRa"/Sca-1~ cell populations are
investigated.

We examined the efficacy of LNP-siRNA targeting GNAS, and the
response of osteogenic markers, in both MSC populations. Trans-
genic mice expressing PDGFRa.-GFP were treated i.v. with LNP-siG-
NAS and LNP-siCtrl, and, 7 days after treatment, 3,000-5,000
PDGFRa"/Sca-1" MSCs and PDGFRa"/Sca-1" MSCs were sorted
(Figure 7A). RNA was extracted and expression of GNAS transcripts
along with osteogenic markers were determined using ddPCR. It was
observed that GNAS transcripts were moderately downregulated rela-
tive to LNP-siCtrl treatments in both MSC cell subsets at 7 days
following LNP-siGNAS administration (Figure 7B). Importantly,

ddPCR data analysis also revealed that intermediate and late osteo-
genic marker transcripts were moderately upregulated in the
PDGFRo/Sca-1" MSCs subset, with COLIAI and BGLAP demon-
strating a considerable increase relative to LNP-siCtrl 7 days
following systemic administration of LNP-siRNAs (Figure 7C).
Furthermore, when the PDGFRa.*/Sca-1~ MSCs subset was analyzed,
mRNA transcripts of intermediate and late osteogenic markers were
further upregulated, suggesting that moderate decrease of the GNAS
target gene was sufficient to trigger a significant increase of some of
the key osteogenic markers involved in differentiation (Figure 7C).

To further validate these observations, we investigated GNAS
downregulation and any effects on osteogenic markers during an
8-day observation time. C57Bl6 mice were administered iv. with
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Figure 8. Silencing of GNAS by LNP-siRNA in C57BI6 wild-type mice leads to osteogenic differentiation of MSCs in vivo

Osteogenic marker transcripts of PDGFRa.*/Sca-1" MSCs were determined in pooled bones (femur and tibiae) 4 and 8 days following treatment with LNP-siGNAS or LNP-
siCtrl (PEG-DSG), using ddPCR. (A) Dot plots (left) display PDGFRe."/Sca-1* MSCs following administration of siCtr/ and dot plots (right) display PDGFRe.*/Sca-1* MSCs
following administration of SiIGNAS. Bar graphs (middle) depict mMRNA GNAS transcripts of PDGFRe*/Sca-1* cell populations relative to siCtr/ at indicated time points.
mRNA GNAS transcripts following siCtr treatment were considered to be 100%. (B and C) Bar graphs depict GNAS mRNA transcripts of osteogenic markers relative to
siCtrl of PDGFRa*/Sca-1* MSC populations at (B) 4 days and (C) 8 days following systemic administration of LNP-siRNA. mRNA GNAS transcripts following siCtrl treatment
were considered to be 100%. Each data point represents arithmetic mean + SD of two mice. Data from one representative experiment of two independent experiments are

shown (“p < 0.05).

LNP-siCtrl, LNP-siGNAS, or a PBS control at a dose of 10 mg/kg.
After 4 and 8 days following treatment, mice of each group were
divided in four subgroups of two mice each. Following dissection,
femurs and tibia of two mice were pooled to enable a sufficient
MSC yield, hence producing a biological replicate for each treatment
and time point. In wild-type mice, as expected, a single population
of PDGFRa"/Sca-1" MSCs was identified and sorted at day 4 and 8
following systemic administration. The data demonstrated a statis-
tically significant downregulation of GNAS transcripts at 4 days
post with LNP-siGNAS, to LNP-siCtrl
(p < 0.05), and it remained low as long as 8 days post treatment
when a marginal increase of GNAS was detected (Figure 8A). After
4 days post treatment, no change of osteogenic markers was
observed (Figure 8B). However, after 8 days, ddPCR analysis
showed that most of the osteogenic transcripts were increased rela-
tive to controls, with both COL1A1 and BGLAP reaching statistical
significance (p < 0.05, Figure 8C) suggesting a time lag in the
response and molecular cell differentiation. It is important to note
that no treatment-related toxic effects were observed, as determined
by monitoring the mice weight loss (Figures S6A and S6B). In addi-
tion, clinical chemistry testing did not reveal alteration of the
markers, indicating that treatment and the dose employed were

treatment relative
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well tolerated (Table S3). Finally, to investigate a possible downre-
gulation of GNAS in other tissues, GNAS expression was first deter-
mined in various organs of three C57Bl6 mice. Next, 6 days
following the systemic administration of LNP-siGNAS (n = 3) or
LNPsi-Ctrl (n = 3), tissues were harvested and subjected to RNA
extraction. Residual GNAS mRNA was determined using RT-
qPCR and normalized to the respective LNP-siCtrl, which was
considered 100%. Tissues exhibited various patterns of GNAS
expression (Figure S6A). Furthermore, it was observed that GNAS
was significantly downregulated in the liver, moderately in the
spleen, as well as in the bone marrow. However, GNAS transcripts
remained unchanged in a broad range of other tissues tested where
isolation yielded RNA of reliable quality (Figure S6B). In fact, this
pattern correlates with biodistribution of nucleic acid-loaded
LNPs used in this study, whereby liver takes up the majority of these
LNPs, followed by spleen and bone marrow.”” Nonetheless, it is
difficult to assess GNAS silencing in MSCs of these organs
comprising the highest expression of GNAS, since isolation of
MSCs from tissues apart from compact bone and bone marrow
has not yet been optimized. Importantly, these organs particularly
liver, did not show any functional impairment as demonstrated by
the blood chemistry (Table S3).
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Taken together, these data demonstrate that, overall, the systemic
administration of LNP-siGNAS produced downregulation of GNAS
in mouse bone-derived MSCs at a level that affected the expression
of key osteogenic markers. This indicated that MSCs could undergo
transcription to form cells with the molecular characteristics of
osteoblasts.

DISCUSSION

The results of this investigation show that siRNA-induced silencing of
the suppressor gene GNAS in vitro in primary MSCs and MSC-like
cells moves MSCs toward osteoblast formation. Brief pre-incubation
of MSC-like cells with OM was done to enhance the GNAS mRNA, as
its expression was lower than in primary MSCs. This optimized the
siRNA knockdown conditions in vitro, whereby higher levels of the
target gene allowed detection of a dose-dependent silencing. Howev-
er, enhancement of GNAS was halted well before eliciting any effect
on osteogenic markers, and cells were subjected to treatment with
LNP-siGNAS when these osteogenic markers were at the lowest levels.
Further, we show that in vivo delivery of optimized siRNA to silence
GNAS packaged in LNP results in osteogenic differentiation of MSCs
in compact bone. There are three topics that require further discus-
sion. The first concerns the need for agents that boost osteogenesis
and the potential of GNAS as a gene silencing target for enhancing os-
teogenesis in MSCs. The second topic concerns the LNP-siRNA de-
livery system employed here and the ways this approach needs
improvement. The final topic concerns the animal model employed
and its relevance to bone disease.

There is a clear clinical need for new bone anabolic agents, and
recently efforts to promote osteogenic marker expression for osteopo-
7 Targeting MSCs to undergo
osteogenic differentiation in the bone, followed by mobilization of
the osteoblastic progenitors to the bone surface, is a physiologically
relevant approach to treat bone diseases associated with bone loss.
MSCs expand rapidly,”*’ thus enhancing osteoblast differentiation
of MSCs is a promising approach'>*%?'
procedures for MSC transplantation in vivo that are facing major
challenges due to their inability to home to the bone surfaces and pro-
mote osteogenic responses.‘u’33

rosis treatment have been made.

and a better alternative to

Regarding the targeting of LNP-siRNAs to bone MSCs, although LNP
delivery to the skeleton has been a challenge, the capillary supply of
bone multicellular unit (BMU) provides the vascular supply for mul-
tipotent stem and lining cells residing under the canopy.*® As such,
the marrow capillary of approximately 3-pum diameter, enables target-
ing of LNPs to MSCs. With regard to the GNAS as a relevant target
with predictable outcome, herein we provide validation of GNAS as
a silencing target for enhancing osteoblast differentiation in vitro.
However, the GNAS gene is a critical regulator of osteoblast differen-
tiation in mesenchymal progenitor cells, and modulation of GNAS
can have a wide variety of potential effects. For example, extreme
Wnt or Hedgehog signaling following complete knockout of GNAS
could inhibit bone formation, whereas an abundance of GNAS can
produce ectopic bone formation in soft tissues.”* However, other

work has shown that the GNAS gene is an osteogenic-specific negative
regulator of bone formation that can cause skeletal abnormalities
when mutated in mice and humans.'*'*** This is consistent with ob-
servations indicating that GNAS (or its Gso. subunit) is a negative
regulator of osteogenic commitment and that decreased GNAS
expression enhances an osteogenic cell fate in MSCs.'>*® The
in vitro work performed here is consistent with these latter studies,
showing that GNAS is present in MSC-like cells and that GNAS
silencing leads to characteristics of osteoblasts in target cells. This is
corroborated by the in vivo studies that clearly showed that a moder-
ate downregulation of GNAS was sufficient to produce an appreciable
osteogenic differentiation of MSCs following treatment. However,
due to the potential disparate effects of GNAS modulation, including
its effect in other tissues, it is necessary to identify alternative target
genes for safer and more specific control of bone formation before
clinical potential can be exploited.

With regard to the LNP delivery system employed here, previous in-
vestigators have used lipid-based formulations containing cationic
lipids 1,2-Dioleoyl-3-trimethylammonium propane (DOTAP) to
show that siRNA-induced silencing of genes that inhibit bone forma-
tion in osteogenic-lineage cells has promise.'”*” However, the clinical
utility of delivery systems containing permanently positively charged
lipids such as DOTAP is limited due to the toxicity of these
agents.”®”” LNP systems containing ionizable cationic lipids have
been shown to be effective agents for gene silencing in the liver in vivo
with therapeutic indices as high as 1,000*>*' resulting in the US Food
and Drug Administration (FDA)-approved drug Onpattro.'® None-
theless, the efficacy of these systems for gene silencing in non-hepatic
tissues is limited due to rapid accumulation in liver tissue following
i.v. administration. In the present study, we attempted to improve dis-
tribution to non-hepatic tissue by incorporating 1.5 mol % PEG-DSG
rather than PEG-DMG in the LNP-siRNA system as the longer resi-
dence time of PEG-DSG in the LNP particle would be expected to lead
to longer circulation lifetimes™ and thus improved distribution to
bone. However, these systems still exhibited rapid clearance
(t;/2 < 15 min), resulting in the need to administer LNP-siRNA at
the dose levels of 10 mg/kg siRNA to achieve appreciable distribution
to bone. This dose is higher than the dose level needed to induce gene
silencing in hepatocytes,'”** but below the maximum tolerated dose.
As a result, the LNP systems employed here may have limited clinical
potential. While the circulation lifetimes could be improved by incor-
porating higher levels of PEG-DSG, such levels render the LNP-
siRNA systems increasingly less transfection competent.””** Alterna-
tive methods of producing LNP-siRNA systems with long circulation
lifetimes that are potent transfection agents are urgently required.
Although this approach demonstrated efficacy with regard to delivery
to the targeted cells with a functional effect as assessed by increased
expression of relevant bone formation genes, the delivery system
may indeed require improvement. In this regard, screening of other
formulations with longer circulation life times are being investigated.

A final point is that the efficacy of the LNP-siRNA nanosystems was

tested only in healthy animals, free of bone abnormalities. It is
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possible that a functional response to gene silencing resulting in stim-
ulated bone formation could be reduced in these animals. Further ex-
periments are needed on disease models with bone anomalies result-
ing from gene mutations to bring the RNAi technology and gene
delivery closer to clinical applications.

In summary, the studies presented here provide proof-of-principle
confirmation that LNP delivery of siRNA to silence genes causing
downregulation of osteogenesis in MSCs in compact bone can lead
to osteogenic effects both in vitro and in vivo. While the gene targets
and the delivery systems to achieve these effects require further
improvement, the approach to treating genetic diseases in bones by
correcting underlying gene dysfunctions in stem cells clearly has sig-
nificant clinical potential. We note that gene silencing in MSCs in vivo
facilitates a natural mechanism to treat disease and has led to success
stories in other areas of medicine.**

MATERIALS AND METHODS

Preparation of LNPs and siRNA encapsulation

LNPs were prepared as described previously."” Briefly, one volume
each of dilinoleylmethyl-4-dimethylaminobutyrate (DLin-MC3-
DMA; courtesy of Dr. Marco Ciufolini, Department of Chemistry,
Faculty of Science, University of British Columbia), distearoylphos-
phatidylcholine (DSPC; from Avanti Polar Lipids, Alabaster AL,
USA), cholesterol (Sigma-Aldrich, ON, Canada), and (PEG-DSG
(from Avanti Polar Lipids, Alabaster AL, USA), at 50:10:38.5:1.5
mole ratio was dissolved in ethanol and mixed with three volumes
of siRNA (1:10 w/w siRNA to lipid) suspended in acetate buffer.
The cationic lipid was synthesized by Biofine International (Vancou-
ver, BC, Canada). A detailed description of the cationic lipid and its
activities has been given previously."” Formulation was performed
in a microfluidic mixer Chip provided by Precision Nanosystems
(Vancouver, BC, Canada), by pumping both solutions through the
micromixer at a combined flow rate of 4 mL/min (1 mL/min for
ethanol and 3 mL/min for aqueous buffer). The resultant mixture
was dialyzed against PBS, pH 7.4, for 16 h to remove ethanol, and
then filtered. A more detailed description of the method has been
given previously.”* To prepare fluorescently labeled LNPs,
0.2 mol % 1,1’-dioctadecyl-3,3,3',3'-tetramethylindodicarbocyanine-
5,5'-disulfonic acid (Dil-C,g), red) or 3,3'-dioctadecyloxacarbocya-
nine perchlorate (DiO-C;s, green) (Invitrogen), was added to the lipid
mix. Dynamic light scattering was used to determine LNP size (num-
ber weighting) using the Malvern Zetasizer NanoZS (Worcestershire,
UK). Size measurements were performed in PBS (pH 7.4). Encapsu-
lation was measured using the Quant-iT Ribogreen RNA assay (Life
Technologies, Burlington, ON). Particles were incubated at 37°C in
the presence or absence of 1% Triton X-100 (Sigma-Aldrich, St. Louis,
MO) for 10 min. Following incubation, Quant-iT Ribogreen RNA re-
agent was added and fluorescence intensity was measured (Ex/Em
480/520nm). Total siRNA was measured following treatment with
1% Triton X-100 (Sigma-Aldrich, ON, Canada) while non-treated
samples represented un-encapsulated siRNA. Particle size was
52 nm polydispersity index (PDI) = 0.03) and 52.5 nm (PDI =
0.05) for siGNAS and siLuciferase particles, respectively. Encapsula-
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tion efficiency measured using Quant-iT Ribogreen (Thermo Fisher
Scientific MA, USA) RNA assay was greater than 90% for both types
of LNPs (91.4% = 0.5% for siGNAS and 94.5% =+ 1.4% for siLuciferase
particles). The pKa of the ionizable cationic lipid component of the
particles, DLin-MC3-DMA, is 6.4, so the particles have a near-neutral
surface charge at a physiological pH of 7.4.

Cell culture, gene expression, siRNA transfection, and sequence
identification

The murine mesenchymal cell line MEFs and C3H10T1/2 clone 8
murine cells have many features of MSCs and therefore were both
used as MSC-like cells to investigate osteogenic differentiation
in vitro.”>** They were purchased from the American Type Culture
Collection (ATCC; Rockville, MD, USA) and monolayer cultures of
cells were routinely maintained in standard 100-cm® cell culture
dishes in DMEM (Sigma-Aldrich, St. Louis, MO, USA) supplemented
with 10% (v/v) fetal calf serum (FCS; Gibco, Gaithersburg, MD, USA),
1% L-glutamine and 1% penicillin and streptomycin (P/S) at 37°C in
a 5% carbon dioxide atmosphere. MEFs or C3H10T1/2 cells were
seeded in 12-well plates in triplicate wells at a density of 6 x 10*
cells/em? and incubated with DMEM, 10% FBS, and 1% P/S. At
80% confluence, cells were incubated in DMEM or in MesenCult
Osteogenic Stimulatory Kit (STEMCELL Technologies, Vancouver,
BC, Canada), known as OM, which is formulated to stimulate
in vitro differentiation of mouse mesenchymal progenitor stem cells
from compact bone and bone marrow into osteoblasts. Media were
changed every second day for 15 days. On days 0, 3, 7, and 10, cells
from triplicate wells were lysed using 350 pL of Lysis Buffer (Invitro-
gen, Carlsbad, CA, USA) and stored at —80°C. At the end of the
experiment, cell lysates were thawed, mixed with equal amounts of
70% ethanol, and RNA was extracted according to the manufacturer’s
directions (PureLink RNA extraction Kit, Life Technologies). Extri-
cated total RNA was used to determine mRNA expression of
GNAS, Sp7 (an early marker of osteoblast differentiation), ALP
(ALPL), an intermediate bone osteogenic marker, and two other
late osteogenic markers, BSP, a component of mineralized tissues,
and osteocalcin (BGLAP), a noncollagenous protein hormone found
in bone. The mRNA expression levels of GNAS or bone osteogenic
genes were quantified in cells cultured in DMEM or OM at various
times by real-time quantitative RT-PCR. To identify the best siRNA
sequence and test the efficacy of gene-specific siRNA, MSC-like cells
(MEFs or C3H10T1/2 cells) were cultured in OM for 48 h to induce
expression of GNAS. Next, wells were replenished with DMEM and
treated with six predesigned duplexes (TriFECTa, Integrated DNA
Technologies), namely A, B, C, D, E, and F, all from the RefSeq data-
base in GenBank (Table S1). Included in the treatment were a “uni-
versal” negative control duplex (NC1) that targets a site that is absent
from human, mouse, and rat genomes, and a positive control duplex
(HPRT-SI1 DS positive control) that targets a site in the hypoxanthine
phosphoribosyntransferase (HPRT) 1 gene common between human,
mouse, and rat. Cells were seeded in 24-well plates and forward trans-
fection was performed in triplicate according to the manufacturer’s
directions, by mixing the RNAiMax (Invitrogen) transfection reagent
with siRNA to obtain final concentrations of 10 and 20 nM, including
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positive and negative controls. Transfection progressed for 2 h before
the first medium renewal. After 24 h in culture, cells were lysed with
350 pL of Lysis Buffer (Life Technologies) and stored at —80°C.
Transfection efficiency was also visualized and monitored using Tye
563-labeled siRNA imaged in a Zeiss Axiovert 200 microscope with
a QImaging Retiga EX mono 12-bit camera. The mRNA expression
levels of GNAS or bone osteogenic markers were quantified by
qRT-PCR as described.”” To confirm the efficacy of the anti-GNAS
sequence, cells were plated in 24-well plates in triplicates and treated
with three of the best-performing siRNA duplexes at 10 and 20 nM
siRNA doses, including negative and positive controls, and GNAS
mRNA was determined using qQRT-PCR. To validate the findings,
GNAS mRNA levels were also determined in 5,000 cells following in-
cubation with selected siRNA duplexes using droplet digital PCR
(ddPCR), a method based on sample compartmentalization in single
oil droplets that represent independent PCR reactions. This permits
the absolute quantification of target DNA and greater precision rela-
tive to QRT-PCR.*” Cells were lysed and RNA was extracted using
RNeasy Plus Micro Kit (Qiagen) as per manufacturer’s directions, fol-
lowed by cDNA synthesis using High Capacity cDNA Reverse Tran-
scription kit (Applied Biosystems, Foster City CA, USA). GNAS tran-
scribed cDNA was determined using the QX100 Droplet Digital PCR
system (Bio-Rad Laboratories, Hercules, CA). A sample premixture
was produced by diluting the cDNA 2.5 times in TE-Buffer pH-8 (In-
vitrogen, Thermo Fisher Scientific) in Eppendorf tubes, and 9 pL of
this premixture was loaded in eight wells of a 96-well plate. Next,
1 pL of each primer assay (times the number of total samples) was
mixed with 10 pL (times the number of total samples) of ddPCR
Supermix for Probes (Bio-Rad) and loaded onto the wells of the
96-well plate containing 9 pL of the mixture. After a quick vortex,
the plate was spun down at 1,000 rpm for 1 min. Next, droplets
were generated by a QX200 Droplet Generator (Bio-Rad Labora-
tories) and the endpoint PCR was performed on a T100 Thermal
Cycler (Bio-Rad Laboratories) following the manufacturer’s recom-
mendations. PCR products were loaded into the QX100 Droplet
Reader and analyzed by QuantaSoft version 1.2 (Bio-Rad Labora-
tories). For the ddPCR experiments, the same primers and probes
were used as in qRT-PCR, with the identical nucleotide sequence
and dye/quenchers 6-FAM/ZEN/IBFQ (Integrated DNA Technolo-
gies, Iowa, USA).

In vitro knockdown efficiency and quantitative real-time PCR

To investigate the siRNA-mediated knockdown, MSC-like cells were
seeded in 12-well plates as described. The sequence of the mouse
GNAS gene (GenBank: NM_019690) was extracted from the NCBI
Entrez nucleotide database. The anti-GNAS siRNA (siGNAS) was
composed of two complementary RNA strands: sense strand
(GNAS-S) 5-5-mGmCrAmCrCmArUrUrGrUrGmArAmGrCmAr
GmArUrGrArGrGmAT-3’ and antisense strand (GNAS-AS): 5'-rAr
UmCrCrUrCrArUmCrUmGrCmUrUrCrArCrArArUrGrGmUrGm
CmUmU-3'-3'. The two strands of the GNAS siRNA are modified oli-
goribonucleotides that include multiple 2’-OMe modifications (de-
noted by the letter m) introduced into the siRNA to improve nuclease
stability and to reduce the risk of pure RNA triggering an innate im-

mune response in mammalian cells.”® In addition, the 2’ O-methyl
bases are a modification of RNA that increases stability of interac-
tions, making them resistant to attack by single-stranded ribonucle-
ases and less susceptible to DNases, thereby increasing stability and
binding affinity to the target. Cells were incubated in OM to induce
expression of GNAS for 48 h in culture. Next, the selected siRNA du-
plexes targeting GNAS (Table S1), or negative control siRNA (siLuci-
ferase S, cuuAcGcuGAGuAcuucGAdTsdT; AS, UCGAAGuACUc
AGCGuAAGAdTsdT) encapsulated in DLinMC3-DMA LNPs, were
added at 2.5, 5, and 10-pg/mL final concentration and incubated at
37°C (5% CO, and 5% O,). The control siRNA against luciferase con-
tained phosphorothioate linkages (indicated as the letter s) between
the 3'-deoxythymidine (dT) overhangs and includes multiple
2'-OMe modifications (indicated by lower-case letters). To assess
the efficacy of the modified duplex and rule out toxicity, cells were
plated and treated with the modified (stealth) and non-modified
(standard) siRNA using the same transfection method, and GNAS
mRNA transcripts were measured using qRT-PCR. Each siRNA
dose was administered in triplicate. One triplicate of wells was treated
with PBS and served as a negative control. The medium was changed
every 3 days, while the siRNA was maintained at the required concen-
trations throughout the entire incubation time. The incubation time
varied between 4 days, when testing the in vitro efficacy, and
14 days when assessing the osteogenic stimulation.

To investigate duration of silencing of the GNAS in vitro, cells were
cultured in 12-well plates in DMEM or OM and, after 48 h, medium
was removed and cells were replenished with DMEM plus additives.
Next, they were treated with LNP-siRNA Ctrl or LNP-siRNA target-
ing GNAS at 5 ng/mL dose. After 4 days, LNP-siRNA treatment was
stopped by removing the medium and replenishing the cells with
fresh DMEM. Cells were harvested every 3 days for a period
of 15 days. At different time points, cells were lysed with 350 pL
of RLT RNeasy Plus buffer containing 3.5 pL of
2-mercaptoethanol, vortexed, spun, and stored in a —80°C freezer.
The mRNA expression levels of GNAS or bone osteogenic genes
were quantified by qQRT-PCR and RNA was reverse transcribed to
cDNA from 1 pg of total RNA. Real-time PCR was performed on
a StepONEPlus Real-Time PCR system, which included forward
and reverse primers and the FAM-labeled probe for the target
gene respectively (Table S2). Relative expression between samples
was quantified using the comparative AACy algorithm, and the
amount of mRNA of each gene was normalized to two house-
keeping genes: mouse hypoxanthine phosphoribosyltransferase
(HPRT) and TBP, a general transcription factor that binds specif-
ically to a DNA sequence called the TATA box. When indicated,
the mRNA extracted from siRNA-treated cells was normalized to
mRNA of cells treated with control siRNA (siCtrl), which was
considered as 100% (.i.e., no efficacy).

lysis

MSC isolation, characterization, culture, and siRNA silencing of
a reporter gene in vitro and in vivo

Transgenic mice carrying GFP C57BLKa-Thyl.1 (GFP, CMV-IE,
chicken B-actin promoter’®) were a kind donation of Dr. Irvin
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Weissman, Stanford University School of Medicine. Bone MSCs
were isolated from mice as described, with minor modifications.”®
Briefly, femurs and tibias were dissected and minced into very small
pieces with scissors on a mortar placed on ice containing 5 mL of
cold PBS. The minced bones were gently washed once with PBS
containing 2% FBS and 10 mM HEPES to wash marrow from
bone tissue. The pellet of bone fragments was collected and incu-
bated for 1 h in a shaker at 37°C in 15 mL of RPMI medium con-
taining 3 mg/mL collagenase/dispase (Roche, Mississauga, ON, Can-
ada) and 2% FBS. Next, the cell mix was resuspended in 15 mL of
ice-cold (4°C) PBS and filtered through a cell strainer (Falcon) to
remove debris and bone fragments. The remaining bones were
transferred to a mortar containing 5 mL of ice-cold PBS and tapped
gently with a pestle. The mix was passed through the cell strainer
into the same collecting tube and the procedure was repeated three
times. The filtered cell pellet was then collected by centrifugation at
300 x g for 10 min at 4°C, washed twice in ice-cold PBS/FBS 2%,
and stained for 30 min on ice with the following monoclonal anti-
bodies (mAbs): biotinylated CD140 (PDGFRa, APAS5) that was
visualized with a second step staining with Streptavidin-PE or Alexa
488, Sca-1 conjugated to PE-Cy7 (Ly6A/E), CD45 (30-F11), TER119
(TER-119), and CD31 all conjugated to allophycocyanin, PI, and
Hoechst for labeling the nucleated cells. All mAbs were purchased
from eBioscience. PI fluorescence was measured and a live cell
gate was defined that excluded the cells positive for PI and included
Hoechst-positive cells. Gates were drawn to exclude cells that were
stained positive for CD45, TER119, and CD31 (lineage positive) and
cells stained positive for PDGFRa. and Sca-1, identified following
staining with the isotype controls, were defined as the target cells.
Flow cytometry analysis and sorting were performed on a BD
FACS Aria III or BD Influx cell sorter. Sorted cells (between
3,000 and 5,000 per groups of three or four mice) were seeded in
12-well plates and cultured in MesenCult Expansion Kit (Mouse),
STEMCELL Technologies, 1% L-glutamine, 1% penicillin, and
streptomycin. Bone MSCs were expanded in 12-well plates and, to
demonstrate their osteogenic potential, they were cultured for
21 days in MesenCult medium (MM) or MesenCult Osteogenic
(OM) Stimulatory Kit (Mouse) purchased from STEMCELL Tech-
nologies. Osteogenic differentiation was detected by ALP and silver
nitrate (von Kossa) staining as described below. To demonstrate
pluripotency, MSCs were cultured in adipocyte differentiation me-
dium containing DMEM, 10% FBS, 1 pM dexamethasone, 1 pM
troglitazone, and 5 pg/mL insulin (Sigma-Aldrich, ON, Canada)
and the medium was changed every 2 days. Transfection efficiency
was assessed following visualization of Tye 563-labeled siRNA in
bone MSCs using a Zeiss Axiovert 200 microscope with a QImaging
Retiga EX mono 12-bit camera. Fluorescence and phase-contrast
images were overlaid to visualize the intracellular siRNA. Next,
bone MSCs were cultured in 12-well plates and treated with siRNA
targeting GFP gene (siGFP) at doses of 1, 5, and 10 pg/mL. Four and
7 days after treatment, cells were harvested and MSCs were identi-
fied using antibodies as described above, and GFP expression was
determined using a BD LSRII flow cytometer following detection
of Scal*/PDGFRa" cells.
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To demonstrate the efficacy of LNP-siRNA against GFP reporter gene
in vivo, LNP-siGFP was administered i.v. to GFP transgenic mice (n =
3) at doses of 5 and 10 mg/kg, including siLuciferase (siCtrl) at 10 mg/
kg. One week later, bones were harvested, pooled, processed as
described, treated with collagenase/dispase, and stained with anti-
bodies to detect bone MSCs. After gating out lineage-positive cells
and gating in PI-negative and Hoechst-positive cells, GFP expression
was measured in PDGFRa*/Scal*-expressing cells following acquisi-
tion of approximately 1 million cells. In another set of experiments,
aimed at determining GFP mRNA levels, following i.v. administration
of LNP-siGFP or siCtrl, bone MSCs from pooled murine bones (n = 3)
were sorted in 350 pL of RLT RNeasy Plus lysis buffer containing
3.5 pL of B2-mercaptoethanol and stored at —80°C. GFP mRNA
expression was determined using ddPCR as described. To determine
the expected range of gene expression, MSCs were isolated from
10-week-old PDGFRa, H-2K°-GEP transgenic mice (Rossi Lab,
Biomedical Research Center, University of British Columbia
[UBC]' and C57Bl6 mice). From 3,000 to 5,000 cells from three
different cell populations were sorted; i.e., PDGFRa."-GFP/Sca-1*
(double positive), PDGFRo"-GFP/Sca-1~ (single positive) and
PDGFRa. -GFP /Sca-1~ (double negative). cDNA was extracted
and ddPCR was conducted using primer assays to determine expres-
sion of HPRT and TBP housekeeping genes, GNAS, and key early, in-
termediate, and late osteogenic markers of osteoblast differentiation
(Sp7, RunX2, ALPL, COL1A1, IBSP, and BGLAP). The same proced-
ure was followed for the C57Bl6 mice except that double-positive
(PDGFRa.*/Sca-1") populations only were sorted and the PDGFRa
receptor was detected with a two-step procedure; i.e., biotinylated
CD140 (PDGFRa), followed by streptavidin-PE. Following acquisi-
tion using FACSDiva software, contour plots obtained from data
analysis of cells derived from transgenic and wild-type mice were
overlaid to confirm the identification of targeted MSC populations.

ALP and von Kossa staining

MSCs were cultured for 21 days in MM or OM and incubated at 37°C
and 5% CO, and O,. At the end of observation period, osteogenic dif-
ferentiation was detected by ALP activity and von Kossa staining.
This procedure was also applied to evaluate the functional effect of
silencing of GNAS, following 7 days of treatment with LNP-siGNAS,
as assessed by the expression of ALP. After 2 weeks in culture, plates
were washed with PBS and fixed for 5 min with 5% formaldehyde at
room temperature. The fixative was rinsed thoroughly and the cells
were incubated with the ALP staining solution containing Napthol
AS-MX phosphate (Sigma-Aldrich) 0.1mg/mL and Fast Red Violet
LB Salt (Sigma-Aldrich) at 0.65 mg/mL for 1 h, protected from light.
Alkaline-dye mixture was then discarded, the cells were rinsed thor-
oughly for 2 minutes with deionized water, and plates were allowed to
dry. In the last few minutes of the incubation, von Kossa solution
(2.5% silver nitrate in dH,O) was added to the cells and they were
incubated for 1 h in the presence of strong light. Cells were then
washed with tap water, allowed to dry, covered with coverslips, and
viewed under a Zeiss Axiovert 200 microscope. The data were
analyzed using the OpenLab software. Quantification of ALP staining
was done in at least three acquired images and in multiple areas of
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each image using the NIH Image] win-32 software. The resulting Red,
Green and Blue (RGB) color images were analyzed as previously
described using the Color Deconvolution plugin 1.7 and, for each re-
gion of interest (ROI), the FastRed and FastBlue option was selected
to quantify the staining.”” The numerical intensities were converted to
optical density (OD) values with the following formula: OD = log
(maximum intensity/mean intensity), where maximum intensity =
255 for 8-bit images. A minimum of three images were examined
for each treatment and time point. The data were analyzed using
the OpenLab software.

Assessment of LNP-siRNA delivery in MSCs in vivo
Ten-week-old PDGFRa-GFP transgenic mice and C57Bl/6 female
mice (from Charles River) were used throughout. All animal experi-
ments in this study were performed according to approved protocols
and in compliance with the guidelines and requirements of Canadian
Council and UBC Committee on Animal Care. Dil-labeled LNP-
siRNA (DilICg, Invitrogen) formulations were administered i.v. to
mice via tail-vein injections at a dose of 10 mg/kg. Mice were weighed
prior to and post systemic administration of PBS and siLuc (siCtrl) or
siGFP encapsulated in LNPs. Two days following injections, mice
were euthanized, bones were dissected, the marrow was flushed,
and bones were fixed in 10% phosphate-buffered formalin. Bones
were then decalcified in a 0.5 M ethylenediaminetetraacetic acid
(EDTA; Sigma-Aldrich, ON, Canada) solution containing 0.2% glyc-
erol and 0.6% sodium hydroxide, pH 7.1, for several days then pro-
cessed overnight in two changes of 95% ethanol, four changes of
100% ethanol, three changes of xylene, and three changes of wax
for a total of 15.5 h. Bones were then embedded in wax and sectioned
at 5-um thickness using a Leica microtome. Once dry, bone tissues
were placed on slides and transferred to an oven at 60° for about
2 h to dewax, stained for 30 s with TOTO-3 (Invitrogen), washed,
and covered with coverslips. All z stack images were acquired using
a Leica TCS SP8 laser scanning confocal microscope using 20x or
60X objective (Leica, Germany) and images were analyzed using
LAS AF 3 software. The GFP was excited with a 488-nm argon laser
and Dil was excited with a 561-nm laser. The presence of Dil-labeled
LNP-siRNA in GFP-expressing PDGFRa" cells was determined based
on the overlap of nuclei-blue, MSCs-green, and LPN-siRNA red. To
confirm and quantify LNP-siRNA uptake by MSCs in vivo, C57Bl6
mice were injected iv. with DiO-labeled LNP-siRNA at doses of
10 mg/kg or PBS for controls. Forty-eight and 72 h following injec-
tions, femurs and tibiae were dissected and digested with collage-
nase/dispase and bone MSCs were identified as described. Fluores-
cence intensity produced by DiO-labeled LNP uptake by bone
MSCs was measured in 1 million events, acquired using BD LSRII
flow cytometer.

GNAS silencing in vivo and expression of osteogenic markers

The ultimate goal was to silence the negative regulator GNAS and
investigate the response of key osteogenic markers that would point
to a shift of MSCs from a progenitor to a more differentiated, oste-
oblast-like stage. For this, three mouse models were used. In the first
model, 10-week-old GFP transgenic mice were divided into groups

of four with three mice per group and received LNP-siGFP or LNP-
siCtrl i.v. at doses of 5, 10, and 15 mg/kg. In the second model,
10-week-old PDGFRa-GFP mice divided into two groups of three
mice each were subjected to systemic administration of 10 mg/kg
LNP-siGNAS or siCtrl. One week later, animals were euthanized
and, in order to obtain a workable number of MSCs (3,000-
5,000), femurs and tibiae of each group (n = 3) were harvested,
pooled, and processed as described. For the third model, wild-
type C57Bl/6 female mice (Charles River) were divided into four
groups with four animals per group and subjected to systemic
administration of LNP-siCtrl (n = 8) and LNP-siGNAS (n = 8).
An additional group of three mice was added and received PBS. Af-
ter 4 and 8 days following treatment, mice of each group were
divided into four subgroups of two mice each. Following dissection,
femurs and tibia of two mice were pooled to enable a sufficient MSC
yield, hence producing a biological replicate for each treatment and
time point. Mice were weighed prior to and post systemic adminis-
tration LNP-siRNAs and PBS to assess any weight loss during the
follow-up. For all the three models, the MSCs were identified using
the same staining strategy and approximately 5,000 cells were
sorted directly in 350 uL of RLT RNeasy Plus lysis buffer containing
3.5 uL of B2-mercaptoethanol and stored in a —80°C freezer. Of
note, during analysis of PDGFRa.-GFP transgenic mice, somewhat
unexpectedly, two subpopulation of MSCs were identified
(PDGFRa."-GFP/Sca-1" and PDGFRa.*-GFP/Sca-17) and both
were sorted for further molecular characterization. In the C57Bl6,
however, only one cell population was identified co-expressing
PDGFRa and Scal. Following cDNA synthesis, GNAS mRNA tran-
scripts and the osteogenic markers were determined by ddPCR us-
ing the respective predesigned primer assays. Finally, to investigate
downregulation of GNAS in other tissues, two groups of three mice
each were subjected to LNP-siGNAS or LNP-siCtrl via tail-vein in-
jection at a dose of 10 mg/kg. Six days following systemic adminis-
tration, tissues were harvested form a broad range of organs, RNA
was extracted as described, and residual mRNA expression was
determined by RT-qPCR. Relative expression of GNAS was also
determined in all tissues tested. In a last experiment, six C57Bl6
mice divided into two groups of three mice each received PBS or
LNP-siLuc systemically at a dose of 10 mg/kg. At day 4 following
treatment, blood was withdrawn and transferred to BD Microtainer
blood collection tubes (BD, NJ, USA) allowed to clot at room tem-
perature for 1 h, and centrifuged at 2,000 rpm. Serum was then
transferred to Eppendorf tubes and kept at 4°C. Custom clinical
chemistry tests were performed by IDEXX BioAnalytics, Sacra-
mento, CA, USA.

Statistical analysis

Experimental values are presented as means + SD of three values and
expressed as percentage of the control baselines. The n value repre-
sents the number of experiments conducted for analysis. Statistical
analyses were performed using a two-tailed Student’s t test, where
two groups were compared at each treatment or time point indicated
(i.e., siCtrl versus siGNAS or PBS versus OM-treated samples). The
analysis (paired or two-sample equal variance homoscedastic), was
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determined based on the variation of the standard deviation of two
populations. p < 0.05 was accepted as statistically significant
(*p < 0.05).
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Figure S1. Identification of the siRNA sequence targeting GNAS. MSC-like cells were seeded
in 12-well plates and incubated with DMEM followed by Osteogenic Media for 48 hours. Cells
were then transfected with 6 predesigned duplexes (A, B, C D, E and F) in triplicate wells at
indicated doses including a negative control siRNA (siCtrl) and a positive control (posCtrl).
SiRNA targeting GNAS was introduced using RNAIMAX (A) Bar graphs depict relative GNAS
MRNA transcript levels 48 hours post transfection (sequence A to C) and (B) sequence B to F,
relative to TBP or HPRT housekeeping gene determined using gRT-PCR. (C) Bar graphs depict
relative GNAS mRNA transcript levels 48 hours post transfection with selected siRNA sequences
(seq C, D and F) using gPCR or (D) droplet digital PCR. Each data point represents arithmetic
mean = SEM of three technical replicates. Data are shown as mean + SD of triplicate wells and
are representative of at least 3 experiments. Data from one representative experiment of three
independent experiments is shown. Bar graphs represent expression of GNAS mRNA transripts

relative to the HPRT or TBP (not shown). GNAS mRNA values following siCtrl treatment are
considered 100% (*: P < 00.5).
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Figure S2. The 2°0OMe modifications do not affect the siRNA-mediated GNAS knockdown.
MSC-like cells were seeded in 12-well plates and incubated with DMEM followed by
Osteogenic Media for 48 hours. Cells were then transfected in triplicate with unmodified
(standard) or modified (stealth) siRNA at 10nM final concentration using RNAIMAX. Forty
eight hours post transfection, mRNA of GNAS, TBP and HPRT housekeeping gene were
determined using gRT-PCR. (A) Bar graphs represent expression of GNAS and (B) TBP mRNA
transripts relative to HPRT at indicated doses. (C) Bar graphs depict the expression of BGLAP
osteogenic marker following treatment with siGNAS at indicated doses, relative to siCtrl
considered 100%. Data points represent arithmetic mean + SD of three technical replicates. Data

from one representative experiment of three independent experiments is shown (*: P <0.05).
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Figure S3. Silencing of GFP in vivo by LNP-siRNA. LNP-siRNA targeting GFP, LNP-siCtrl
(comprising PEG-DSG) or PBS, were administered i.v. into GFP expressing transgenic mice.
Bones of 3 mice per group were harvested, pooled and approximately 5,000 MSCs isolates
identified as PDGFRa*/Sca-1" cells were sorted. ddPCR was used to determine residual GFP
MRNA transcripts following RNA extraction and cDNA transcription. Residual GFP protein in
MSC isolates was also determined by FACS (A) Heat map depicts expression of GFP mRNA
transcripts at indicated doses relative to siCtrl treatments. Each square represents the signal
obtained from bone MSCs of 3 pooled mice. Data from one representative experiment of three
independent experiments is shown (B) Bar graphs represent the arithmetic mean £ SD weight
(gr) of 3 animals administered with indicated doses of LNP-siRNA. (C) Bar graphs represent the
arithmetic mean + SD of relative MFI of PDGFRo/Sca-1" MSCs derived from compact bone or

(D) bone marrow of three mice, following treatment with indicated doses of LNP-siGFP,



normalized to siCtrl which was considered to be 100%. *P < 0.05. Data from one representative

experiment of three independent experiments is shown.

PDGFRa ** l C57BI6
%
<
oh :
PDGFRa-PE (Ab) PDGFRa-EGFP
ddPCR B
15000
DNA copies 10000
y 5000
MSC A ) A S N A Q 2
ra ¥ 4 S $ N2 & Ra
g 0@ < \)e > 0 @ S
<* Qd' L2
SP7 ; : :
RS Normalized expression of osteogenic markers
Osteoprogenitor
early stage
ALP §-
coLL1A1 =z
g
Preosteoblast =
intermediate stage 8

1BSP
BGLAP

Osteoblast
late stage

Normalized expression of osteogenic markers

Figure S4. Molecular analysis using droplet digital PCR (ddPCR) reveals the osteogenic
potential of MSCs in C57BI6 and PDGFRoe-GFP expressing transgenic mice. mRNA
expression of MSCs was analyzed by ddPCR using specific primers (supplementary Table S2).
(A) Dot plots show the MSCs identified as PDGFRa/Sca-1" cells (left) as determined by
antibody staining. Dot plot (middle) represents the subpopulations of cells released from the
bones of PDGFRa-GFP expressing transgenic mice revealing a PDGFRa'/Sca-1" double
positive (1), PDGFRa‘/Sca-1" single positive (2) and PDGFRa/Sca-1" double negative
population (3). The dot plot (right) demonstrates the overlap of PDGFRa*/Sca-1" cells in
PDGFRa-GFP expressing transgenic mice (green) and the same cellular phenotype (red)
following staining with appropriate antibodies. The image is obtained by overlaying the
respective dot plots. (B) The heat map exhibits transcript levels of bone osteogenic markers in



sorted PDGFRa*/Sca-1* MSCs of C57BI6 mice identified by antibody staining, assessed by the
color intensity. (C) The heat map exhibits the expression of osteogenic markers in double
positive (PDGFRa*/Sca-1* Gate 1), single positive (PDGFRa'/Sca-1" Gate 2) and double
negative (PDGFRa’/Sca-1" Gate 3) cell populations sorted from PDGFRa-GFP expressing
transgenic mice, as determined by ddPCR. Each square represents the color signal obtained by

pooling of bones of 4 mice.
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Figure S5. Animals treated with LNP-siRNAs did not show weight loss. Mice were weighted
prior and post systemic administration of PBS and 10mg/kg of siLuc (SiCtrl) or siGNAS
encapsulated in LNPs. (A) Each data point represents arithmetic mean + SD of animal weight
(gr) of the group observed for 4 days (B) and the group observed for 8 days. Data from one
representative experiment of two independent experiments is shown.

siLuc: siRNA targeting Luciferase. SiGNAS: siRNA targeting GNAS gene.
PBS: Phosphate Buffered Saline
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Figure S6. Systemic administration of LNP-siGNAS alters GNAS expression in tissues.
GNAS expression was tested in various tissues of a 3 C57BI6 mice. Next, 6 mice were divided in
2 groups of 3 and received intravenously LNP-siCtrl (n=3) or LNP-siGNAS (n=3). After 6 days,
organs as indicated were harvested and subjected to RNA extraction. Residual GNAS mRNA
was determined using RT-qgPCR and normalized to the respective LNP-siCtrl which was
considered 100%. Bar graphs represent the arithmetic mean + SD (n=3) of relative GNAS mRNA
derived from indicated tissues. Data from one experiment is shown (* p < 0.05, * p < 0.01).
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A 5'- GCAUGUUAAUGGGUUUAACGGAGAG -3' 3'- GACGUACAAUUACCCAAAUUGCCUCUC -5'
B 5'-CGCUGGCAAAUCGAAGAUUGAGGAC -3' 3-GAGCGACCGUUUAGCUUCUAACUCCUG -5'
c 5'- GGGAGGACAACCAGACUAACCGCCT-3' 3'- AGCCCUCCUGUUGGUCUGAUUGGCGGA-5'
D 5'-GCACCAUUGUGAAGCAGAUGAGGAT -3' 3'- UUCGUGGUAACACUUCGUCUACUCCUA-5'

m

5'-GGAACACCCAAAUUUAAUUCAGCCT -3'

3'- UCCCUUGUGGGUUUAAAUUAAGUCGGA -5'
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GG'A

HPRT-S1 positive control

15Phos/rGrCrC rArGrA rCrUrU rUrGrU rUrGrG rArUrU
rUrGrA tArAT T

rArArUrUrUrCrArArArUrCrCrArArCrArArArGrurCrUrGrGrCrurU

NC1 Negative Control

rCrGrU rUrArA rUrCrG rCrGrU rArUrA rArUrA rCrGrC rGrUA
T

rArUrA rCrGrC rGrUrA rUrUrA rUrArC rGrCrG rArUrU rArArC rGrArC

The asterisk symbol (*) in the duplex indicates a phosphorothioate bond to help protect against exonuclease degradation

The asterisk symbol (*) in the duplex indicates a phosphorothioate bond to protect against exonuclease degradation

Table S1. siRNA sequences screened in the study.

Gene Forward Primer Reverse Primer

ALPL B-GCOTTOTORTCRAGT TERTAT-# 5-CAAGGACATCGCATATCAGCTA-3
S 5-AGCAGAGTGAGCAGAAAGATG-3" 5-GAACAGACAAGTCCCACACAG-3'

IBSE 5-GAGAGTGTGGAAAGTGTGGAG-3' 5-AGAAAATGGAGACGGCGATAG-3'

AR 5'-AACAAAGTCTGGCCTGTATCC-3' 5t-CCCCAAAATGGTTAAGGTTGC-3'

fils 5'CCAGAACTGAAAATCAACG-3' 5'4GTATCTACCGTGAATCTIGGC-3’

SF7 StCTTCTTTGTGCCTCCTTTCC-3 5-GCGTCCTCTCTGCTTGA3!

COLLIAT | 5 CATTGTGTATGCAGCTGACTTC-3 5-CGCAAAGAGTCTACATGTCTAGG-3'
RUNX2 , ,

5-TCCCCGGGAACCAAGAATCCCCGGGAACCAAGAA-3' | 5-GCGATCAGAGAACAAACTAGGTTTAGA-3

GNAS 5'-GTAGGACATAGCGAAGATGGAG-3' 5'-CCATTGTGAAGCAGATGAGGA-3'
Gene Accession number Probe

P "e o 5 -/ 56-F AMICGCCACCCA/ZEN/TGA TCACGTCGAT/31ABKFQ/-3
BGLAP NG 000060.7 5-/56-FAMICCCAGACCT/ZEN/AGCAGACACCATGAG/31ABKFQ/-3
BSp NG 00000 5-/56-FAM/ ATGAAGACC/ZEN/ AGGAGGCGGAGG/31ABKFQ/-3
HPRT NC 000086.8 5'-/55-FAM/CTTGCTGGT/ZEN/GAAAAGGACCICTCGAA/31ABKFQ/-3'
TBP NC 000083.7 5'-/56-FAMJACTTGACCT/ZEN/AAAGACCATTGCACITCGT/31ABKFQ/-3'
sp7 NC 000081.7 5-/56-FANVAAGCTCACT/ZEN/ATGGCTCCAGICCC/31ABKFCV-3
Col1A1 NC 000077.7 5'456-F AMICCGGAGGTC/ZEN/CACAAAGCTGAACA/31ABKFO/-3
RUNX2 NC_000083.7 6FAM/CACAGACAGAAGCTTGATGA/MGBNFQ

GNAS NC_000068.8 5-/56-FAM/CAAGGAGCA/ZEN/ACAGCGATGGAGTCTAT/3IABKFQ/-3

Table S2. Primer sequences of the genes determined in the study.




Test performed PBS LNP-siCtrl
ALP (U/L) 107 + 10.2 119+ 8.9
AST (U/L) 837 +30.8 715+ 25.9
ALT (U/L) 63 + 15 83+17.5

BUN (mg/dL) 36 +7.01 30+8.3
Creatinine (mg/dL) 1.5+£0.22 1.1+£0.29
Calcium (mg/dL) 9.0+£0.8 9.4+0.69
Chloride (mmol/L) 107 £5.9 108 £10.1
Potassium (mmol/L) 8.91+£0.9 7.61 +0.49
Sodium (mmol/L) 149+ 8.9 149+ 9.8
Lipemia Index Normal Normal

Table S3. Clinical chemistry of representative mice treated with PBS and LNP-siCtrl
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