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MiRNA-20a-loaded graphene oxide—
polyethylenimine enters bone
marrow mesenchymal stem cells via
clathrin-dependent endocytosis for
efficient osteogenic differentiation
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Precise control of osteogenic differentiation of stem cells through osteogenesis-promoting microRNAs
(miRNAs), such as miR-20a, is an exceptionally promising strategy to enhance bone regeneration.
However, due to the difficulty of miRNAs in penetrating the negatively charged cell membrane and their
susceptibility to degradation by Rnase in vivo, vectors are needed to protect miRNAs and effectively
deliver them into cells. Graphene oxide (GO) has gained prominence as a vector for drug and gene
delivery due to its outstanding physicochemical properties. In this study, the polyethyleneimine (PEI)-
functionalized GO complex (GO-PEI) efficiently delivered miR-20a into rat bone marrow mesenchymal
stem cells (BMSCs), resulting in a sustained high level of miR-20a in the cells. The GO-PEI/miR-20a
complex could significantly promote osteogenic differentiation of BMSCs under the combined action of

Received 26th April 2024, GO-PEIl and miR-20a. In addition, the cellular uptake mechanism of the GO—-PEI/miR-20a complex was

Accepted 17th July 2024 investigated, confirming that it entered BMSCs via clathrin-mediated, energy-dependent endocytosis. In
summary, the GO-PEI/miR-20a complex represents an effective platform for enhancing osteogenesis,

and the elucidation of its cellular internalization mechanism contributes to a deeper understanding of
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Introduction

Bone exhibits the intrinsic capacity for regeneration and under-
goes continuous self-remodeling throughout life. However,
there are complex clinical conditions in which bone regenera-
tion is required in large quantity, such as for skeletal recon-
struction of large bone defects, or cases in which the
regenerative process is compromised, including avascular
necrosis, atrophic non-unions and osteoporosis." Recently,
numerous research studies have harnessed RNA interference
(RNAi) technology as a therapeutic strategy for bone
regeneration.”™* This approach can effectively and specifically
regulate the intracellular expression of certain proteins by
introducing exogenous short interfering RNAs (siRNAs) or
microRNAs (miRNAs), thereby accelerating osteogenesis.
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the interactions between GO—-PEI and cells.

MiRNA is a highly conserved type of endogenous non-protein-
encoding RNA of about 19-25 nucleotides in length, which
plays roles in regulating cell proliferation, differentiation,
apoptosis, and development by binding to the 3’ untranslated
region of target mRNAs, whereby they can degrade or induce
translational silencing.® It has been reported that miR-20a, a
significant regulator of bone metabolism,® promotes osteo-
genic differentiation in human bone marrow mesenchymal
stem cells (BMSCs),” adipose stem cells® and dental pulp stem
cells,” which suggests the potential of utilizing miR-20a in RNAi
therapy for bone regeneration based on stem cells. Due to the
susceptibility of miRNAs to degradation by RNase, vectors are
essential for protecting miRNAs and ensuring their efficient
delivery into cells."®

Currently, a variety of nanomaterials are attracting increas-
ing attention, such as silica and silicon-based nanoparticles,
metal and metal oxide nanoparticles, carbon nanoparticles,
dendrimers, polymers, etc.'* They hold the potential to over-
come the challenges and barriers in miRNA delivery due to
their unique physicochemical properties.'>**> Graphene oxide
(GO) is a highly oxidized form of graphene produced by
chemical oxidation of large graphite powders, with a thin
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atomic structure similar to graphene.'® GO is characterised by
good biocompatibility, strong mechanical properties, colloidal
stability, abundant oxygen-containing functional groups and a
large specific surface area.'” These attributes allow GOs to
deliver drugs,'® proteins'® and nucleic acids® via n-n stacking,
electrostatic or hydrophobic interactions. But the presence of
negative charges on both GO and nucleic acids could poten-
tially hinder the efficient loading of nucleic acids. Covalent
modification of GO is a common method to enhance the
delivery efficiency and improve its stability. Polyethyleneimine
(PEI) is a polycationic derivative that can efficiently condense
nucleic acids to transfer into the cells and is regarded as a
golden standard polymer for endosomal escape of genes.*! It
has been reported that PEI functionalized GO (GO-PEI) was
successfully employed as a DNA vector, and it showed higher
gene delivery efficiency than bare PEL>* However, GO-PEI was
mainly used as a drug and a gene carrier for cancer cells
previously; little research has been reported on its use as a
miRNA vector for bone regeneration enhancement.?

The present work investigated the potential of using positively
charged GO-PEI as a carrier for miR-20a to facilitate the osteogenic
differentiation of BMSCs. The cellular delivery efficiency and
osteogenic differentiation-promoting ability of GO-PEI/miR-20a
were assessed. Moreover, despite the notable progress in the
biomedical applications of GO, there remains a lack of in-depth
understanding of the cellular uptake mechanism of GO."*** There-
fore, this study further examined the cellular uptake mechanism of
the GO-PEI/miR-20a complex to provide a scientific basis for the
design and optimization of GO-PEI-based delivery systems.

Materials and methods

Preparation and characterization of the GO-PEI/miR-20a
complex

PEI functionalized GO (GO-PEI) with a diameter ranging from 190
to 320 nm was purchased from Nanjing/Jiangsu XFNANO Materials
Tech Co., Ltd (Nanjing, China). The sense strand sequence of miR-
20a was 5’-UAAAGUGCUUAUAGUGCAGGUAG (Tsingke Biotechnol-
ogy Co., Ltd, Beijing, China). After ultrasonic treatment of GO-PEI
for 30 minutes, GO-PEI/miR-20a complexes of different N/P ratios
(0, 5, 10, 20, 40 and 80) were obtained by homogeneously mixing
the appropriate volume of GO-PEI solution (0.5 mg mL™") and
miR-20a solution (10 pM) on ice for 20 min.

The morphology of GO-PEI was examined using transmis-
sion electron microscopy (TEM; JEOL JEM-F200, Japan). The
surface charge and size of the samples in deionized water was
measured using a nanoparticle size potentiometer (Malvern
Zetasizer Nano ZS90, UK). The UV-Vis absorption spectra from
200 to 800 nm for GO-PEI, miR-20a, and GO-PEI/miR-20a
samples were recorded using a UV-Vis spectrophotometer
(Shimadzu UV-3600, Japan).

Cell culture

BMSCs were harvested from the bone marrow of two-week-old

Sprague-Dawley (SD) rats that were purchased from

6888 | Mater. Adv, 2024, 5, 6887-6898

View Article Online

Materials Advances

GemPharmatech Co., Ltd. Cells were cultured in o-minimum
essential medium (a-MEM; Hyclone, Logan, UT, United States)
supplemented with 10% fetal bovine serum (FBS; Gibco, United
States), 100 U mL " of penicillin, and 100 pg mL™* of strepto-
mycin. The BMSCs were cultured in incubation at 37 °C, and
the medium was replaced every 3 days. The BMSCs at passages
2-6 were used for subsequent studies.

Cell viability measurements

The cellular toxicity of GO-PEI was examined using a CCK-8
assay kit (AbMole, United States). Briefly, BMSCs were cultured
in 24-well plates at a density of 5 x 10* per well. 6 h after being
seeded, GO-PEI was added to the cells at final concentrations
of 5, 10, 20, 30, 40, 50 and 60 pug mL~*. Cells without GO-PEI
treatment were set as the control group. After 24 and 48 h, the
medium was removed, and the mixture of CCK-8 solution and
fresh medium with a volume ratio of 1:10 was added to each
well. Then, the cells were incubated at 37 °C for 2 h. The
absorbance was tested by using a SpectraMAX iD3®™ Multi-
mode microplate reader (Sunnyvale, CA, USA) at 450 nm. The
cytotoxicity of cells treated with free miR-20a, GO-PEI (5 pg mL ™),
Lipo8000 Transfection Reagent (Lipo; Beyotime, Beijing, China),
GO-PEI/miR-20a and Lipo8000/miR-20a (Lipo/miR-20a) for 2, 4,
and 6 days was further examined as described above.

Confocal microscopy studies

Cy3-labeled miR-20a (miR-20a-cy3; 10 pM) solution was mixed
with GO-PEI at different N/P ratios and Lipo for appropriate
time periods, respectively. Then, BMSCs were treated with GO-
PEI/miR-20a-cy3 (red fluorescence) and Lipo/miR-20a-cy3 com-
plexes at a final miRNA concentration of 50 nM for 6 hours.
Next, the cells were extensively washed with cold PBS and fixed
with 4% formaldehyde for 30 min. After rinsing twice with PBS,
the cells were stained with antifade mounting medium with
DAPI (Beyotime, Beijing, China) for cell nucleus (blue fluores-
cence). Finally, the slides were mounted and observed using a
confocal laser scanning microscope (CLSM; Leica, Germany).
Cell counts and nomalized relative fluorescence intensity were
obtained using Image].

Real-time PCR analysis

To determine the relative levels of miR-20a, BMSCs were treated
with GO-PEI/miR-20a and Lipo/miR-20a complexes at the same
final concentration of miR-20a (50 nM) for 6, 12, 24, 48, 72 and
96 hours. Then, total RNA was extracted from BMSCs using an
RNA Isolation Kit (Beyotime, Beijing, China). The relative
mRNA expression of miR-20a was determined using an miR-
cute Plus miRNA First-Strand c¢cDNA Kit and miRcute Plus
miRNA qPCR Kit (TIANGEN, China). The reaction and detec-
tion were conducted using a CFX96 real-time PCR detection
system (Bio-Rad Laboratories, Inc., Hercules, CA, United
States). The cycle threshold (Ct) values were collected and
normalized to the level of U6, a housekeeping microRNA. The
primer sequences of miR-20a and U6 are listed in Table 1.

To measure the relative expression levels of osteogenic
differentiation markers (Runx-2, ALP, OCN and OPN), BMSCs

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 1 List of primer sequences used in RT-PCR

Gene Primer sequence (5'-3')

miR-20a F:GGCTAAAGTGCTTATAGTGCAGGTAG
U6 F:GCTTCGGCAGCACATATACTAAAAT

Runx-2 F:GGCCACTTACCACAGAGCTATTA
R:GTGTCTGCCTGGGATCTGTAATC
ALP F:CCAAAGGCTTCTTCTTGCTAGTG
R:TGATCAGCAGTAACCACAGTCAA
OCN F:GAGGGCAGTAAGGTGGTGAATAG
R:GGGTCGAGTCCTGGAGAGTAG
OPN F:CGCATTACAGCAAACACTCAGAT
R:CCGTTTCTTCAGAGGACACAGAA
GAPDH F:GAAGGTCGGTGTGAACGGAT

R:CCCATTTGATGTTAGCGGGAT

were treated with free miR-20a, GO-PEI, GO-PEI/miR-20a, Lipo,
and Lipo/miR-20a in osteogenic medium for 3, 7, and 14 days.
The osteogenic medium contained basal growth medium with
50 pg mL " ascorbic acid (Solarbio, Beijing, China), 10 mM
B-glycerophosphate (Sigma-Aldrich, Germany), and 10 nM dex-
amethasone (Solarbio, Beijing, China). The medium was chan-
ged every three days, and the complexes and miRNA were
added accordingly. The relative levels of genes were quantified
using ABScript III RT Master Mix for qPCR and 2x Universal
SYBR Green Fast qPCR Mix (ABclonal, Wuhan, China). The
relative quantification of target genes was normalized to that of
GAPDH, and the 27**“* method was used to calculate the gene
expression. The primer sequences used were synthesized by
Tsingke Biotechnology and are listed in Table 1.

Alkaline phosphatase (ALP) staining and activity

BMSCs were cultured to confluence in 6-well plates and treated
with free miR-20a, GO-PEI, Lipo, GO-PEI/miR-20a and Lipo/miR-
20a in osteogenic medium for 7 or 14 days. Next, the cells were
rinsed with PBS twice, fixed in 4% paraformaldehyde for 30
minutes, and subsequently incubated with BCIP/NBT ALP working
solution (Beyotime, Beijing, China) for 5 minutes. The cells were
washed thoroughly with dH,O and then images were acquired. As
for ALP activity, the cells were lysed with 0.1% Triton X-100, and the
protein concentration was measured using a BCA protein assay kit
(Beyotime, Beijing, China). ALP activity was determined at 405 nm
using a commercially available kit (Beyotime, Beijing, China)
according to the manufacturer’s instructions.

Alizarin Red S (ARS) staining

BMSCs were cultured for 14 and 21 days and then incubated in an
Alizarin Red S Staining Kit for Osteogenesis (Beyotime, Beijing,
China) for 20 minutes at room temperature. After incubation, the
cells were washed thoroughly with dH,O and air-dried to visualize
calcium deposits. For quantitative analysis, the staining was eluted
using 10% cetylpyridinium chloride (Solarbio, Beijing, China) at
room temperature for 30 minutes. The eluted dye solution was
collected and the absorbance was read at 562 nm.

Cellular uptake mechanism analysis of the GO-PEI/miR-20a complex

BMSCs were seeded in 6-well culture plates at a density of 10°
cells per mL, and then cultured at 37 °C in 5% CO, humidified

© 2024 The Author(s). Published by the Royal Society of Chemistry
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incubator. After 24 h, different endocytosis inhibitors
were added separately to the culture medium as follows:
(1) to inhibit the clathrin-dependent endocytosis pathway,
15 pg mL ™' chlorpromazine (CPZ; AbMole, United States) was
used for 0.5 h;*® (2) to inhibit the macropinocytosis pathway,
75 pg mL~' amiloride (Solarbio, Beijing, China) was used
for 1 h;®® and (3) to inhibit caveolae-mediated endocytosis,
10 mM methyl-B-cyclodextrin (MBCD; Solarbio, Beijing, China)
was used for 0.5 h.>” Subsequently, the culture medium was
removed and the cells were thoroughly washed twice with PBS.
Next, fresh medium with GO-PEI/miR-20a-cy3 (N/P = 20) was
added and maintained for 6 h at 37 °C. To hinder the energy-
dependent endocytosis pathway, another group of cells without
inhibitors was treated with GO-PEI/miR-20a-cy3 for 6 hours at
4 °C.”® The final concentration of miR-20a in all groups is
50 nM. The cells without inhibitor pretreatment and cultured at
37 °C were set as the control. Next, the cells were extensively
washed with cold PBS and fixed with 4% formaldehyde for
30 min. After rinsing twice with PBS, the cells were stained with
Actin-Tracker Green-488 (Beyotime, Beijing, China) for cell
skeleton (green fluorescence), and finally, DAPI for cell nucleus
(blue fluorescence). The slides were observed under an upright
fluorescence microscope (ZEISS, Germany). Cell counts and
nomalized relative fluorescence intensity were obtained using
Image].

Statistical analysis

All experiments were repeated at least three times to confirm
the reliability of the study. Data were provided as mean =+
standard deviation (SD). Statistical comparisons between dif-
ferent groups or two groups were evaluated by one-way ANOVA
test or t-test comparison. In all of the statistical evaluations,
*p< 0.05, **p< 0.01 and **p< 0.001 were considered statis-
tically significant.

Results
Characterization of GO-PEI and the GO-PEI/miR-20a complex

GO has been extensively researched in the field of nanomedi-
cine owing to its exceptional physicochemical, electrical,
and optical properties. A physiologically stable polymer-
functionalized nano-GO conjugate (GO-PEI) was obtained by
covalently conjugating PEI with GO through amide bonds.
Other studies have reported in detail the synthesis of GO-
PEL*® GO-PEI and miR-20a interact electrostatically to form
GO-PEI/miR-20a nanoparticles. The GO-PEI complex is stable
in both PBS and cell culture medium without significant
aggregation. TEM images demonstrated the overlapping sur-
faces of GO-PEI (Fig. 1a). The nanoparticle size potentiometer
analysis demonstrated that both GO-PEI and GO-PEI/miR-
20a were positively charged. The zeta potential of GO-PEI
was 11.7 + 4.58 mV, while that of GO-PEI/miR-20a was
slightly lower at 8.11 + 5.44 mV (Fig. 1b). Dynamic light
scattering (DLS) analysis showed that the average diameters
of GO-PEI and GO-PEI/miR-20a were 165.1 + 17.99 nm and

Mater. Adv., 2024, 5, 6887-6898 | 6889
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Fig. 1 Characterization of GO-PElI and GO-PEI/miR-20a complexes. (a) TEM images of GO-PEI. Scale bars: 100 nm and 50 nm. (b) Measurement of the
zeta potential of GO-PEI (GP) and GO-PEI/miR-20a (GP/m) complexes. (c) Size distributions of GO-PElI and GO-PEI/miR-20a measured by DLS
analysis. (d) UV-vis absorption spectra from 200 to 800 nm for GO-PEI (red line), free miR-20a (black line), and the GO—-PEI/miR-20a complex (blue line)

in phosphate buffer.

423.0 + 62.52 nm, respectively (Fig. 1c). The UV-vis spectrum
exhibited UV absorption peaks at about 260 nm for miRNA and
GO-PEI/miR-20a (Fig. 1d). The results suggested that positively
charged GO-PEI complexes could bind and encapsulate
negatively charged miRNAs.

Biocompatibility and delivery efficiency of the GO-PEI/miR-20a
complex

Low cytotoxicity is a prerequisite for potential nucleic acid
delivery vectors. The cell proliferation ability of BMSCs treated
with different concentrations of GO-PEI was examined using
Cell Count Kit-8 (CCK-8). The results showed that the viability
of BMSCs was not significantly affected by GO-PEI at a concen-
tration of up to 40 ug mL™" after 24 and 48 hours (Fig. 2a).
Interestingly, 10 ug mL~' GO-PEI showed a proliferative effect
on the cells after 48 hours. In the following study, the max-
imum working concentration of GO-PEI used was less than
40 pg mL™". The cytotoxicity of GO-PEI and commonly used
lipid transfection agents was further compared. After 4 and
6 days, the absorbance of cells treated with lipo and lipo/miR-
20a was significantly lower compared to those treated with GO-
PEI and the GO-PEI/miR-20a complex (Fig. 2b), indicating that
GO-PEI showed lower long-term cytotoxicity.

Confocal microscopy studies were carried out to examine the
delivery of miR-20a. The images indicated that free miR-20a-cy3
was unable to enter the cells, whereas dispersed red fluores-
cence signals were clearly observed in the cells treated with GO-
PEI/miR-20a-cy3 and lipo/miR-20a-cy3 (Fig. 2¢). In samples with
N/P ratios below 20, the relative fluorescence intensity of miR-
20a-cy3 in cells was weak. The relative fluorescence intensities
in samples with N/P ratios of 20, 40 and 80 were not signifi-
cantly different and were higher than those of groups treated

6890 | Mater. Adv, 2024, 5, 6887-6898

with lipo/miR-20a-cy3 (Fig. 2d). To ensure high delivery effi-
ciency and low cytotoxicity, the GO-PEI/miR-20a complex with
an N/P ratio of 20 was used. The levels of miR-20a in cells at
different time points were further evaluated by qPCR. Com-
pared to the control group, the relative levels of miR-20a in
BMSCs treated with GO-PEI/miR-20a and lipo/miR-20a
increased continuously over time, peaking at 24 hours at
approximately 140-fold and 70-fold, respectively (Fig. 3). The
level of miR-20a gradually decreased after 48 h and then
increased again after the reintroduction of GO-PEI/miR-20a
and lipo/miR-20a. At each time point, the levels of miR-20a in
the GO-PEI/miR-20a group were 2-3 times higher than those in
the Lipo/miR-20a group. All these results indicated that GO-PEI
could deliver miR-20a efficiently.

GO-PEI/miR-20a complex facilitated osteogenic differentiation
of BMSCs

To evaluate the effects of GO-PEI/miR-20a and GO-PEI on the
osteogenic differentiation of BMSCs, key markers of early
differentiation (Runx2 and ALP) and mineralization (OCN and
OPN) stages were measured by qRT-PCR. Compared with the
control group, the levels of the four markers did not signifi-
cantly change in cells treated with free miR-20a and Lipo
groups at each tested time points (3, 7, and 14 days). While
the levels of these markers obviously elevated to varying degrees
in the GO-PEI, lipo/miR-20a, and GO-PEI/miR-20a groups
(Fig. 4). Among them, the cells treated with GO-PEI/miR-20a
consistently displayed the highest levels of osteogenic differ-
entiation markers at all time points.

ALP is an osteogenesis marker that is often highly expressed
in osteoblasts and is associated with the early onset of miner-
alization in newly formed bone.*® ALP staining results showed a

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 The levels of miR-20a in cells treated with GO-PEI/miR-20a (GP/
m) and lipo/miR-20a (L/m) at 6, 12, 24, 48, 72 and 96 h.

similar trend with the gene expression assays. Cells treated with
GO-PE], Lipo/miR-20a and GO-PEI/miR-20a appeared signifi-
cantly darker in blue-purple color than the control, free miRNA
and Lipo groups, indicating higher ALP activity in these groups
(Fig. 5a). The GO-PEI/miR-20a group exhibited the highest ALP
activity at both 7 and 14 days. The results of the quantitative
study of ALP were consistent with the staining results (Fig. 5b).
Furthermore, alizarin red S staining revealed that small miner-
alized nodules were present in the control, free miRNA, and

© 2024 The Author(s). Published by the Royal Society of Chemistry

Lipo groups, whereas calcium deposition was significantly
greater in cells treated with GO-PEI, GO-PEI/miR-20a, and
Lipo/miR-20a for 14 and 21 days (Fig. 6a). The highest level of
calcium deposition was observed in cells treated with GO-PEI/
miR-20a. Notably, a large number of mineralized nodules were
also detected in the GO-PEI group, which was almost double of
the control group after 21 days (Fig. 6b). These results sug-
gested that GO-PEI could promote osteogenic differentiation of
BMSCs, and the GO-PEI/miR-20a complex had a more excellent
sustaining effect on osteogenic induction.

Cellular uptake mechanism of the GO-PEI/miR-20a complex

To elucidate the potential cellular uptake mechanism of the
GO-PEI/miR-20a complex, the cells were pretreated with several
specific endocytosis inhibitors.>'** The energy dependency of
cellular uptake was also investigated by incubating the cells
under low temperature conditions (4 °C).”**** In the control
group (without inhibitor pretreatment), GO-PEI/miR-20a-cy3
entered the cells after mere 30 minutes (Fig. 7a) and accumu-
lated in the cells after 1 hour (Fig. 7b). Fluorescent particles
(indicated by arrows) were frequently observed on the cell
membrane (Fig. 7c) and in the cytoplasm near the nucleus
(Fig. 7d). Cellular viability assays demonstrated minimal cyto-
toxicity of the three inhibitors including CPZ (clathrin inhibi-
tor), amiloride (actin inhibitor), and MBCD (caveolae inhibitor)
at their working concentrations (Fig. 7e). In cells pretreated
with CPZ, the red fluorescence was significantly reduced

Mater. Adv., 2024, 5, 6887-6898 | 6891
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(Fig. 7g) and the relative fluorescence intensity decreased to
approximately 12% of the control group (Fig. 7f). The relative

fluorescence intensities of the cells pretreated with amiloride
and MBCD showed no significant reduction. Furthermore, the
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cells cultured under low temperature conditions internalized
only a very small amount of GO-PEI/miR-20a-cy3. The results
suggested that the GO-PEI/miR-20a complex rapidly entered
BMSCs mainly via clathrin-mediated endocytosis, which was an
energy dependent process.

Discussion

Increasing evidence indicates that miRNAs are critical regula-
tors of stem cell differentiation and the use of miRNA mimics is
a potential strategy to improve bone formation.** MiR-20a
is a member of the miR-17-92 gene cluster, which plays a
crucial role in bone development and osteogenic differen-
tiation.>®> MiR-20a promotes osteogenic differentiation by
directly down-regulating several inhibitors of osteoblast
differentiation.® Researches have shown that miR-20a could
enhance bone formation in rat calvarial bone defects*® and
promote rat cranial bone augmentation.?” In addition, miR-20a
can negatively regulate osteoclast proliferation and differentia-
tion through different pathways.**>° Despite the important role

© 2024 The Author(s). Published by the Royal Society of Chemistry

of miR-20a in bone homeostasis, the challenges associated with
miRNA delivery, such as its difficulty in crossing the cell
membrane and rapid degradation, have limited its application
in RNAI therapy.

In recent years, numerous studies have concentrated on the
development of carbon nanomaterials as delivery platforms.*®
GO is a representative two-dimensional carbon nanomaterial,
characterized by its ease of synthesis, controlled particle size,
and large specific surface area.?’ The current study indicated
that prolonged exposure to water induces the gradual degrada-
tion of GO flakes, converting them into humic acid-like
structures.*’ Graphene did not cause appreciable toxicity to
treated mice when appropriately functionalized and adminis-
tered in controlled dosages.*”> GO could be gradually cleared
primarily through kidneys and feces excretion pathways.*>**
Good biocompatibility and clearance have laid the foundation
for GO as a novel miRNA vector. However, both GO and nucleic
acids carry negative charges, leading to electrostatic repulsion
between them. Cationic PEI can preserve the biological activity
of the miRNA by inducing endosomal release.*> The escape
from the endo-/lysosomal compartment is attributed to the

Mater. Adv,, 2024, 5, 6887-6898 | 6893
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interplay of three effects, namely of the proton sponge effect,
umbrella effect, and disruptive interaction with the endosomal
membrane.*® The high cytotoxicity of PEI due to its high
positive charge density and non-degradability is a major obsta-
cle that limits its application in RNAi therapy. The cytotoxicity
of PEI depends on its molecular weight, structure and
concentration.”

In this study, PEI-functionalized GO was employed, it was
beneficial for combining the attractive characteristics of GO
and PEI to achieve an efficient nanocarrier. PEI endowed the
complex with a positive charge, thereby facilitating its binding
to miRNA and enhancing both its cellular uptake and delivery

6894 | Mater Adv, 2024, 5, 6887-6898

efficiency. Meanwhile, GO-PEI at a low mass ratio was signifi-
cantly less cytotoxic than PEI, which might be due to the greater
biocompatibility of GO than PEL*” The CCK-8 assay showed
that the cytotoxicity of GO-PEI was concentration-dependent.
The viability of BMSCs was not significantly affected by GO-PEI
at a concentration of up to 40 pg mL~". In addition, GO-PEI
demonstrated a tendency to promote cell proliferation at low
concentration. This could be attributed to the abundant
oxygen-containing functional groups present in GO, which
enhance the polarity and hydrophilicity of the surface, thereby
facilitating the adhesion of proteins and cells.*®*° Then, it was
shown that GO-PEI efficiently delivered miR-20a into the cells,

© 2024 The Author(s). Published by the Royal Society of Chemistry
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which resulted in a sustained high level of miR-20a. These
results indicate that GO-PEI exhibited significant advantages
as a gene delivery vector.

Following the demonstration of consistent and efficient
delivery of miR-20a by GO-PEI, the effect of GO-PEI/miR-20a
on promoting osteogenic differentiation of BMSCs was further
examined. Runx2, a key transcription factor, is crucial for the
commitment of mesenchymal stem cells to the osteoblast
lineage and regulates the expression of osteoblast-specific
genes.”® ALP is an early marker of osteogenic differentiation,
OCN and OPN are secreted by osteoblasts and activated in the
later stages of bone differentiation, particularly in the miner-
alization process.”"*> The qRT-PCR assay showed the most
significant increase in the expression of osteogenesis-related
genes in cells treated with the GO-PEI/miR-20a complex at
tested time points (3, 7 and 14 days). ALP staining and activity
assays as well as ARS staining and quantification demonstrated
a consistent trend with gene upregulation. Given the above, it
could be inferred that after entering the cells, the GO-PEI/miR-
20a complex escaped the endo-/lysosomal pathway and then
effectively increased the level of miR-20a. Subsequently, miR-
20a activated the BMP/Runx2 signaling pathway by co-
repressing several target genes, including PPARy, Bambi and
Crim1, thereby enhancing the osteogenic differentiation of
BMSCs.>%>® However, it is not yet clear at which stage the
nucleic acid dissociates from the complex and where the free
miRNA resides.*® Meanwhile, it is noteworthy that GO-PEI
alone also significantly promoted the osteogenic differentiation
of BMSCs. This could be attributed to its physical properties,
such as porous wrinkled surface, large specific surface area and
high Young’s modulus. These characteristics could induce
changes in cell adhesion, tension and shape, facilitating spon-
taneous osteoblastic differentiation of cells through the activa-
tion of the integrin/FAK axis.**® Furthermore, GO can also
function as a preconcentration platform for osteoinductive
agents, hastening the commitment of BMSCs to the osteogenic
lineage.**”°® These findings suggested that the GO-PEI/miR-
20a complex was highly effective in promoting osteogenic
differentiation of BMSCs, with both components, GO-PEI and
miR-20a, actively contributing to the process. Recent research
studies have applied GO in scaffolds for bone tissue engineer-
ing, aiming to improve their mechanical properties, hydrophi-
licity, immunomodulatory ability, antibacterial ability, and
osteoinductive activity.>>®® Further research could combine
GO-PEI/miR-20a with bone regeneration scaffolds, such as
hydrogels, with a view to enhancing the properties of the
composite and achieving more precise and controllable
release.®!

With the advance of nanotechnology, elucidating the role of
endocytosis in nanoparticle internalization is becoming
increasingly vital. This would be key to understand the post-
internalization destiny and toxicological characteristics of
nanoparticles. Endocytosis is generally categorized into
two types: clathrin-dependent endocytosis and clathrin-
independent endocytosis. Clathrin-independent endocytosis
primarily includes caveolin-dependent endocytosis, clathrin

© 2024 The Author(s). Published by the Royal Society of Chemistry
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and caveolae-independent endocytosis, macropinocytosis and
phagocytosis.®> Nanoparticles must bind to the surface of
the cell membrane in all these types of transport and are
then enveloped by the membrane to form a transport vesicle.
Eventually, the transport detaches from the
cell membrane and is directed to the appropriate cell
organelle such as endosome or lysosome. This study revealed
that the GO-PEI/miR-20a complex was internalized efficiently
by BMSCs primarily through clathrin-mediated endocytosis,
which is an energy-dependent process. Previous studies
have reported that GO is actively internalized via
phagocytosis,”® macropinocytosis,®® clathrin-dependent endo-
cytosis,®® caveolin-dependent endocytosis>> or endocytosis
mediated by other factors. The size of the nanoparticle is often
considered to be one of the main factors influencing cellular
uptake. Mammalian cells internalize particles with sizes ran-
ging from 100 nm to about 300 nm via clathrin-mediated
endocytosis, particles with sizes ranging from 50 to 80 nm via
caveolin-mediated endocytosis and larger particles (0.5-2 pm)
via micropinocytosis.®® The average size of GO-PEI in this study
was 165.1 + 17.99 nm, which meets the requirement for
clathrin-mediated endocytosis. The average size of GO-PEI/
miR-20a was 423.0 £ 62.52 nm, and the increase in the complex
size due to the addition of miR-20a did not appear to affect the
uptake mechanism of the complex. However, it could not be
completely excluded that GO-PEI/miR-20a was internalized
through caveolin-mediated endocytosis or macropinocytosis.
Whether the difference in the relative fluorescence intensity
between cells pretreated with and without amiloride and MBCD
was statistically significant or not is difficult to elucidate at this
stage. Because multiple entry mechanisms often operate
simultaneously during the process of endocytosis, and the
inhibitory effect of inhibitors may depend on the type of cell
line.*>*® Besides size, the endocytosis process is significantly
influenced by the surface charge of the nanoparticles. Neutral
and anionic nanoparticles are internalized considerably less
efficiently than cationic nanoparticles because of the high
affinity of cations with the negatively charged proteoglycans
expressed in the surface of most cells.®””®® Therefore, the
positive charge on the surface of GO-PEI facilitated its inter-
nalization by BMSCs in this study. Moreover, it should be
mentioned that the impact of the size of graphene derivatives
on their cellular uptake pathways highly depends on their
surface charges: the cellular uptake efficacy of positively
charged graphene sheets is size-independent and occurs via
phagocytosis and clathrin-mediated endocytosis pathways; for
graphene sheets with a negative surface charge, the cellular
uptake efficiency is significantly affected by their size.?® In
addition to the intrinsic properties, the cellular uptake mecha-
nism and efficiency of GO may also depend on cell types.***%°
The uptake rate of GO by mouse BMSCs was considerably
higher than that of mouse macrophage cells (Raw264.7) and
human epithelial cells (A549), which might be accounted for
the abundant intracellular vesicles in BMSCs.”® Moreover, it is
worth noting that biotransformation phenomena play an
important role in biological interactions between cells and

vesicle
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nanomaterials. Bioactive compounds such as enzymes may
cause defects on the GO surface or reduce its chemical
groups.”" Meanwhile, biomolecules could adsorb onto the sur-
face of GO and affect its endocytosis. For instance, Alnasser
et al. found that the internalization of graphene is mediated by
the interaction of the specific cellular scavenger receptor Bl
and the key protein recognition motif apolipoprotein A-I pre-
sented on the graphene surface.”” Taken together, the uptake
mechanism of GO-PEI is influenced by multiple factors, further
studies need to be undertaken to gather comprehensive biolo-
gical data as well as to gain a better understanding of its
behavior in biological systems.

In summary, as illustrated in Fig. 8, the GO-PEI/miR-20a
complex internalized primarily through clathrin-
dependent endocytosis and efficiently promoted the osteogenic
differentiation of BMSCs owing to the contribution of both
components.

was

Conclusions

Effective gene delivery can open new avenues for research
studies by extending nucleic acid or gene products to the
otherwise inaccessible intracellular targets. In this work, the
GO-PEI/miR-20a complex served as an effective platform for
enhancing osteogenic differentiation, with both GO-PEI
and miR-20a playing critical roles. The GO-PEI/miR-20a
complex was internalized mainly through clathrin-mediated,

6896 | Mater. Adv, 2024, 5, 6887-6898

energy-dependent endocytosis. The strategy of stem cell-based
osteogenesis using the GO-PEI/miR-20a complex represents a
promising approach for bone regeneration and deserves further
investigation in vivo. The elucidation of its endocytosis mecha-
nism is crucial to gain deeper insights into the cytotoxicity of
GO-PEI and the interactions between GO-PEI and cells, which
will facilitate its implementation in the field of biomedicine.
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