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Abstract: Scaffold-assisted gene therapy is a highly promising tool to treat articular cartilage lesions
upon direct delivery of chondrogenic candidate sequences. The goal of this study was to examine
the feasibility and benefits of providing highly chondroreparative agents, the cartilage-specific
sex-determining region Y-type high-mobility group 9 (SOX9) transcription factor or the transforming
growth factor beta (TGF-β), to human bone marrow-derived mesenchymal stromal cells (hMSCs)
via clinically adapted, independent recombinant adeno-associated virus (rAAV) vectors formulated
with carbon dots (CDs), a novel class of carbon-dominated nanomaterials. Effective complexation
and release of a reporter rAAV-lacZ vector was achieved using four different CDs elaborated from
1-citric acid and pentaethylenehexamine (CD-1); 2-citric acid, poly(ethylene glycol) monomethyl ether
(MW 550 Da), and N,N-dimethylethylenediamine (CD-2); 3-citric acid, branched poly(ethylenimine)
(MW 600 Da), and poly(ethylene glycol) monomethyl ether (MW 2 kDa) (CD-3); and 4-citric acid
and branched poly(ethylenimine) (MW 600 Da) (CD-4), allowing for the genetic modification of
hMSCs. Among the nanoparticles, CD-2 showed an optimal ability for rAAV delivery (up to 2.2-fold
increase in lacZ expression relative to free vector treatment with 100% cell viability for at least 10 days,
the longest time point examined). Administration of therapeutic (SOX9, TGF-β) rAAV vectors in
hMSCs via CD-2 led to the effective overexpression of each independent transgene, promoting
enhanced cell proliferation (TGF-β) and cartilage matrix deposition (glycosaminoglycans, type-II
collagen) for at least 21 days relative to control treatments (CD-2 lacking rAAV or associated to
rAAV-lacZ), while advantageously restricting undesirable type-I and -X collagen deposition. These
results reveal the potential of CD-guided rAAV gene administration in hMSCs as safe, non-invasive
systems for translational strategies to enhance cartilage repair.
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1. Introduction

Articular cartilage lesions represent serious clinical issues in orthopaedics as this specialized
tissue does not fully heal on itself by lack of vascularization and of local chondroregenerative cells
that may repopulate the defects [1,2]. Despite the availability of a number of clinical interventions
(Pridie drilling, microfracture, cell transplantation), none can promote the generation of the original
hyaline cartilage (proteoglycans, type-II collagen) in the lesions, with instead the appearance of
a fibrocartilaginous repair tissue (type-I collagen) showing lesser mechanical properties and that may
be prone to osteoarthritis [1–4]. Administration of chondroreparative mesenchymal stromal cells
(MSCs) [5–7] in focal cartilage defects represents a valuable therapeutic alternative to activate the local
healing processes [8,9], yet here again formation of the native hyaline cartilage is not observed [8,9],
showing the necessity to develop improved treatments for adapted cartilage repair.

Scaffold-assisted gene transfer is an attractive therapeutic approach for cartilage repair as it has
the potential to activate the intrinsic repair processes in sites of cartilage lesions by controlling the
delivery of carriers coding for candidate genes [10–12], having been reported using nonviral [13–19]
and lentiviral vectors [20–23]. While such gene vectors commonly support short-term transgene
expression (nonviral vectors) or have the potential to activate oncogenes following genome integration
(lentiviral vectors), vectors based on adeno-associated viruses (AAV) may be more adapted as they
promote transgene expression over extended periods of time (some years) in a much safer manner due
to the lack of viral protein coding sequences in the recombinant AAV (rAAV) backbone [10,11]. Thus far,
biomaterial-assisted rAAV gene transfer for cartilage research has been described including polymeric
micelles [24–27], hydrogels [28–32] and solid scaffolds [33], yet other materials may constitute valuable
systems for rAAV delivery in experimental cartilage therapy. In this regard, carbon dots (CDs),
a recently discovered class of carbon-dominated, biocompatible nanomaterials [34,35] used in drug
delivery and theranostic approaches [35,36], may be good candidates to achieve this goal as they have
been reported for their ability to intracellularly deliver nucleic acids and proteins in vitro [37] and in
experimental models in vivo of cancer [38–40] and for regenerative medicine [41,42]. It remains to be
seen whether CDs are capable of assisting rAAV vector transfer for cartilage repair as such vectors are
more effective than nonviral vehicles to deliver genetic material in target cells [10,11].

The goal of this study was therefore to evaluate the potential of various CDs to associate with
and release rAAV vectors as a means to target chondrogenically competent human MSCs (hMSCs),
with a focus on transferring DNA sequences for the highly chondroreparative sex-determining region
Y-type high mobility group box 9 (SOX9) transcription factor [43] and transforming growth factor beta
(TGF-β) [5,6]. The data show that CDs are potent systems to efficiently vectorize and release rAAV,
especially CD-2 nanoparticles, which allow hMSCs to be optimally targeted via rAAV gene transfer.
Specific delivery of rAAV vectors carrying either the candidate SOX9 or TGF-β sequences assisted
by CD-2 led to effective expression of the transgenes in these cells, enhancing cell proliferation and
cartilage matrix deposition (glycosaminoglycans, type-II collagen) with reduced type-I and -X collagen
production. These findings provide evidence on the ability of CD-assisted therapeutic rAAV gene
delivery to target chondroreparative hMSCs in future non-invasive and safe applications to treat sites
of cartilage injury.

2. Materials and Methods

2.1. Reagents

All reagents were purchased at Sigma (Munich, Germany) unless otherwise indicated. The anti-
SOX9 (C-20) and anti-TGF-β (V) antibodies were from Santa Cruz Biotechnology (Heidelberg, Germany),
the anti-type-II collagen (II-II6B3) from the NIH Hybridome Bank (University of Iowa, Ames, IA, USA),
the anti-type-I collagen (AF-5610) antibody from Acris (Hiddenhausen, Germany), and the anti-type-X
collagen (COL-10) antibody from Sigma. The biotinylated secondary antibodies and ABC reagent
were from Vector Laboratories (Alexis Deutschland GmbH, Grünberg, Germany). The AAVanced



Nanomaterials 2020, 10, 855 3 of 16

Concentration Reagent was from System Bioscience (Heidelberg, Germany) and the Cy3 Ab Labeling
Kit from Amersham/GE Healthcare (Munich, Germany). The AAV titration ELISA was from Progen
(Heidelberg, Germany). Theβ-gal staining kit and the Cell Proliferation Reagent WST-1 were purchased
at Roche Applied Science (Mannheim, Germany), the Beta-Glo® Assay System at Promega (Mannheim,
Germany), and the TGF-β Quantikine ELISA at R&D Systems (Wiesbaden, Germany).

2.2. Human Bone Marrow-Derived Mesenchymal Stromal Cells

The study was approved by the Ethics Committee of the Saarland Physicians Council (Ärztekammer
des Saarlandes, reference number Ha06/08). All patients provided informed consent before being
included in the study, which was performed in accordance with the Helsinki Declaration. Bone marrow
aspirates (~15 mL; 0.4–1.2 × 109 cells/mL) were prepared from the distal femurs of patients undergoing
total knee arthroplasty (n = 12, age 75 ± 3 years). Bone marrow-derived human mesenchymal stromal
cells (hMSCs) were isolated by washing and centrifuging the aspirates in Dulbecco’s modified Eagle’s
medium (DMEM) and resuspending the pellet in red blood cell lysing buffer with DMEM (1:1) [44,45].
The mixtures were washed and resuspended in DMEM, 10% fetal bovine serum, 100 U/mL penicillin,
and 100 µL/mL streptomycin (growth medium) for cell plating and maintenance in T75 flasks at 37 ◦C
under 5% CO2. A medium change was performed after 24 h using growth medium with recombinant
FGF-2 (1 ng/mL) for expansion [44,45], followed by changes every 2–3 days and replating when the
cells reached a density of 85%, using cells at no more than passage 1–2.

2.3. Preparation of the Carbon Dots

The various carbon dots (CD-1 to CD-4) were generated through a bottom-up approach,
using pyrolysis of citric acid (CA) as the carbon source, in the presence of various additives as
passivation reagent: pentaethylenehexamine (PEHA), N,N-dimethylethylenediamine (DMEDA),
branched poly(ethyleneimine) 600 Da (bPEI600), poly(ethylene glycol) monomethyl ether 550 Da
(mPEG550), or 2 kDa (mPEG2000) [35,38] (Figure 1 and Table 1). Pyrolysis was conducted under
conventional heating or microwave irradiation, and the resulting nanoparticles were purified using
extensive dialysis against HCl 0.1 N and ultrapure H2O (MWCO 1000 Da) [35,38]. The CDs were
freeze-dried, and 5.0 mg/mL stock solutions were prepared and stored at 4 ◦C until use [35,38]. The size
and charge (zeta potential, ζ) of the nanoparticles were determined using dynamic light scattering
(DLS) (NanoSizer NanoZS, Malvern UK) and transmission electron microscopy (TEM) operating at
5 kV (LVEM5, Delong Instruments, Brno, Czech Republic) [35,38] (Table 1).
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Table 1. Characteristics of the various carbon dots (CD-1 to CD-4) employed in the study.

Name
Starting Material

(w/w) Activation Mode
Size (nm) a

Potential a

(mV)DLS TEM

CD-1 CA/PEHA
(1/4)

(1) 30 min at 180 ◦C b

(2) 30 min at 230 ◦C b
36.4 ±
12.0 17.9 +18.6 ± 0.9

CD-2 CA/mPEG550/DMEDA
(1/3/3)

(1) 30 min at 180 ◦C b

(2) 30 min at 230 ◦C b 17.7 ± 0.9 16.3 +26.9 ± 1.6

CD-3 CA/bPEI600/mPEG2000
(1/4/1) MW 620 W, 190 s c 13.3 ± 0.4 - +29.4 ± 0.4

CD-4 CA/bPEI600
(1/4) MW 620 W, 120 s c 11.7 ± 0.9 - +37.6 ± 3.2

a Measured at 1.0 mg/mL in 1.5 mM NaCl, pH 7.4. b Reactions were conducted under conventional heating.
c Reactions were conducted in a domestic microwave oven.

2.4. Preparation of the rAAV Vectors

The vectors were generated using pSSV9, a parental AAV-2 genomic clone [46,47]. rAAV-lacZ
carries the E. coli β-galactosidase (lacZ) reporter gene, rAAV-FLAG-hsox9 a 1.7-kb FLAG-tagged
human sox9 (hsox9) cDNA sequence, and rAAV-hTGF-β a 1.2-kb human transforming growth
factor beta 1 (hTGF-β) sequence, all controlled by the cytomegalovirus immediate-early (CMV-IE)
promoter [25,44,45]. Conventional packaging of not self-complementary vectors was performed using
helper-free (two-plasmid) transfection in 293 cells with the packaging plasmid pXX2 and adenovirus
helper plasmid pXX6 [25,45]. Vector purification was performed using the AAVanced Concentration
Reagent [25], and vector titers were monitored using real-time PCR [25,44,45], averaging 1010 transgene
copies/mL (~1/500 functional recombinant viral particles).

2.5. Cy3 Labeling

The rAAV vectors were labeled using a Cy3 Ab Labeling Kit according to the manufacturer’s
recommendations by mixing rAAV (1 mL) in sodium carbonate/sodium bicarbonate buffer (pH 9.3)
for 30 min at room temperature, followed by labeling with Cy3 and dialysis against 20 mM HEPES
(pH 7.5)/150 mL NaCl [25].

2.6. Complexation of the rAAV Vectors with the Carbon Dots and Release Studies

The various CDs (40 µL) were directly mixed with the rAAV vectors (40 µL, 8 × 105 transgene
copies) and incubated for 30 min at room temperature to generate the rAAV/CD systems. Alternatively,
Cy3-labeled rAAV vectors were employed for the visualization analyses of the complexation studies by
mixing Cy3-labeled rAAV (40 µL, 8 × 105 transgene copies) with the CDs (40 µL) in 96-well plates in
serum-free DMEM (100 µL). Cy3 labeling of the samples was monitored under live fluorescence with
a rhodamine filter set (Olympus CKX41, Hamburg, Germany). For the release studies, the rAAV/CD
systems as prepared above were placed in 24-well plates in 350 µL of serum-free DMEM, and rAAV was
measured in aliquots of culture medium at the denoted time points using an AAV titration ELISA [25].

2.7. rAAV/CD-Mediated Gene Transfer

Monolayer cultures of hMSCs were directly incubated with the rAAV/CD systems prepared as
described above in the various assays at the indicated cell densities, culture formats, and volume/

multiplicity of infection (MOI) [25,44,45]. The cultures were maintained in growth medium [44,45] in
a humidified atmosphere with 5% CO2 and at 37 ◦C for up to 21 days for the analyses.
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2.8. Transgene Expression

lacZ expression was assessed using X-Gal staining for monitoring under light microscopy
(Olympus BX45) and using the Beta-Glo® Assay System to provide an estimation of the β-gal
activity (values expressed as relative luminescence units—RLU—with normalization to the number
of cells) [25]. Expression of SOX9 and TGF-β was monitored using immunohistochemical analysis
with specific primary antibodies, a biotinylated secondary antibody, and using the ABC method
with diaminobenzidine (DAB) as a chromogen for monitoring under light microscopy (Olympus
BX45) [44,45]. TGF-β expression was also measured using specific ELISA [45]. All measurements were
performed using a GENios spectrophotometer/fluorometer (Tecan, Crailsheim, Germany).

2.9. Cell Viability and Proliferation

Cell viability was monitored using the Cell Proliferation Reagent WST-1, with OD450 nm being
proportional to the number of cells [25,44,45]. Cell proliferation was provided as a direct index [44,45].
Cell viability percentage [25] was calculated as:

Cell viability (%) = (absorbance of the sample/absorbance of the negative control) × 100

All measurements were performed using a GENios spectrophotometer/fluorometer (Tecan).

2.10. Histology and Immunohistochemistry

Cells in monolayer cultures were harvested at the denoted time points for fixation in 4% formalin.
Fixed cells were stained with alcian blue for glycosaminoglycans as previously reported [25], with
removal of excess stain in double distilled water. The stain was quantitatively estimated using
solubilization in 6 M guanidine hydrochloride overnight to measure OD600 nm [25] using a GENios
spectrophotometer/fluorometer. Immunohistochemical evaluations were also performed to examine
the deposition of type-II, -I, and -X collagen using specific primary antibodies, biotinylated secondary
antibodies, and the ABC method with DAB as a chromogen for monitoring under light microscopy
(Olympus BX45) [25,44,45]. Control conditions lacking primary antibodies were also evaluated to
check for secondary immunoglobulins.

2.11. Histomorphometric Analysis

The intensities of X-Gal staining and the percentages of SOX9+, TGF-β+, and type-II+/-I+/-X+

collagen cells (SOX9-, TGF-β-, and type-II/-I/-X collagen-stained cells to the total cell numbers) were
measured at three random sites standardized for their surface using the SIS analySIS program (Olympus)
and Adobe Photoshop (Adobe Systems, Unterschleissheim, Germany) [25,45].

2.12. Statistical Analysis

Data are provided as mean ± standard deviation (SD) of separate experiments. Each condition
was performed in triplicate in three independent experiments per patient. Data were obtained by two
individuals blinded with respect to the groups. The t-test and the Mann-Whitney rank sum test were
used where appropriate. A P value of less than 0.05 was considered statistically significant.

3. Results

3.1. Effective rAAV Association to Carbon Dots and Release

The reporter rAAV-lacZ gene vector was first formulated with the various CDs (CD-1 to CD-4) to
examine the ability of these nanoparticles to associate with rAAV and release it over time (up to 10 days,
the longest time point evaluated) using Cy labeling and fluorescent evaluation of the vectors in the
systems and by measuring the rAAV concentrations in the culture medium via AAV titration ELISA.
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Successful formulation of Cy3-labeled rAAV vectors with the different CDs was seen as revealed
by the effective detection of live fluorescence in the samples after 24 h relative to the control conditions
(CDs formulating unlabeled rAAV and CDs lacking rAAV), without visible difference between CDs or
when using Cy3-labeled rAAV vectors in the absence of CD formulation (Figure 2A). Furthermore,
all CDs were capable of releasing rAAV over a period of at least 10 days, with CD-2 allowing for the
highest early vector release and a good maintenance of vector concentration over time (rAAV-lacZ/CD-2)
relative to the other CDs (rAAV-lacZ/CD-1, rAAV-lacZ/CD-3, and rAAV-lacZ/CD-4) and versus free
vector control (rAAV-lacZ) (Figure 2B).
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Figure 2. Complexation and release of rAAV vectors from the carbon dots. The rAAV-lacZ vector was
labeled with Cy3 and formulated with the various CDs (40 µL rAAV, 8 × 105 transgene copies/40 µL
CD) and placed in culture over time. (A) Cy3-labeled rAAV formulated with the various CDs were
examined under live fluorescence after 24 h (magnification ×10; scale bars: 100 µm; all representative
data). Control conditions included CD formulations with unlabeled rAAV, CDs lacking rAAV, and
absence of CDs. (B) rAAV release from the various CDs was monitored by measuring the rAAV
concentrations in the culture medium at the denoted time points using an AAV titration ELISA. Free
vector treatment was used as a control condition.
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3.2. Effective rAAV-Mediated Reporter lacZ Overexpression in hMSCs upon Delivery Assistance by
Carbon Dots

The reporter rAAV-lacZ gene vector was next formulated with the various CDs to determine the
ability of the systems to promote the safe genetic modification of hMSCs over time (up to 10 days,
the longest time point evaluated) relative to control conditions (CDs lacking rAAV, i.e., -/CD; free
rAAV, i.e., rAAV-lacZ; absence of both CDs and rAAV, i.e., -) by monitoring lacZ expression using X-Gal
staining and via quantitative detection of the β-gal activities in the cells using a Beta-Glo® Assay and
by evaluating their viability using the Cell Proliferation Reagent WST-1.

A preliminary, histomorphometric analysis of the early X-Gal staining intensities in the cells on day
1 revealed that the CD-2, CD-3, and CD-4 formulations of rAAV-lacZ were capable of promoting lacZ
expression in the hMSCs without significant difference relative to free vector administration (P ≥ 0.050)
(Figure 3A). The staining intensities in the cells treated with rAAV-lacZ/CD-2, rAAV-lacZ/CD-3, and
rAAV-lacZ/CD-4 increased on day 10, especially when using CD-2 (1.4-fold increase versus day 1;
P = 0.060), again without difference compared with free rAAV-lacZ treatment (P ≥ 0.050) (Figure 3B).
In marked contrast, delivery of rAAV-lacZ in the cells via CD-1 promoted a significant reduction of the
staining intensities in hMSCs relative to free vector administration (102.9- and 32.5-fold decrease on
days 1 and 10, respectively; always P ≤ 0.040) (Figure 3A,B). Overall, these results were supported by
a comprehensive, quantitative estimation of the β-gal activities in the cells using the Beta-Glo® Assay,
even showing increased activities when providing rAAV-lacZ via CD-2, CD-3, or CD-4 versus free
vector treatment (up to 2.9- and 2.3-fold difference on days 1 and 10, respectively; always P ≤ 0.050) and
with reduced activities when using CD-1 (19- and 15.8-fold difference versus free vector administration;
always P ≤ 0.020) (Figure 3A,B).

CD-guided delivery of rAAV-lacZ to hMSCs using either CD-1 or CD-2 was safe, as revealed by
the results of a WST-1 assay, with 100% cell viability preserved on day 1, without significant difference
relative to the corresponding control conditions (-, -/CD-1, -CD-2, and free vector administration;
always P ≥ 0.180) (Figure 4A). In contrast, CD-3 and CD-4 had significantly detrimental effects on cell
viability (<32%; always P ≤ 0.010 versus all other conditions). Similar observations were noted on
day 10, with 100% viability using CD-1 and CD-2, as noted in the corresponding control conditions
(always P ≥ 0.050), and about 25-30% viability using CD-3 or CD-4 (always P ≤ 0.040 versus all other
conditions) (Figure 4B).
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data) with corresponding histomorphometric analyses (bottom left panel) and using quantitative 
estimation of the β-gal activities using the Beta-Glo® Assay System (bottom right panel) after one (A) 
and 10 days (B). Control conditions included CDs lacking rAAV (-/CD), free rAAV (rAAV-lacZ), and 
absence of both CD and rAAV (-). Statistically significant relative to a -, b -/CD and c rAAV-lacZ. 

CD-guided delivery of rAAV-lacZ to hMSCs using either CD-1 or CD-2 was safe, as revealed by 
the results of a WST-1 assay, with 100% cell viability preserved on day 1, without significant 
difference relative to the corresponding control conditions (-, -/CD-1, -CD-2, and free vector 
administration; always P ≥ 0.180) (Figure 4A). In contrast, CD-3 and CD-4 had significantly 
detrimental effects on cell viability (<32%; always P ≤ 0.010 versus all other conditions). Similar 
observations were noted on day 10, with 100% viability using CD-1 and CD-2, as noted in the 
corresponding control conditions (always P ≥ 0.050), and about 25‒30% viability using CD-3 or CD-4 
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Figure 3. Detection of reporter (lacZ) gene overexpression in hMSCs transduced with the rAAV/CD
systems. The rAAV-lacZ vector (20 µL, 4 × 105 transgene copies) was formulated with the various CDs
(CD-1 to CD-4; 20 µL), and the resulting rAAV/CD systems (40 µL, i.e., 4 × 105 transgene copies) were
incubated with hMSCs (3000 cells in 96-well plates; MOI = 133) for up to 10 days. Expression of lacZ was
examined using X-Gal staining (top panel: magnification ×4; scale bars: 500 µm; all representative data)
with corresponding histomorphometric analyses (bottom left panel) and using quantitative estimation
of the β-gal activities using the Beta-Glo® Assay System (bottom right panel) after one (A) and 10 days
(B). Control conditions included CDs lacking rAAV (-/CD), free rAAV (rAAV-lacZ), and absence of both
CD and rAAV (-). Statistically significant relative to a -, b -/CD and c rAAV-lacZ.
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Figure 4. Cell viability in hMSCs transduced with the rAAV/CD systems. The rAAV-lacZ vector (20 µL,
4 × 105 transgene copies) was formulated with the various CDs (CD-1 to CD-4; 20 µL) and the resulting
rAAV/CD systems (40 µL, i.e., 4 × 105 transgene copies) were incubated with hMSCs (3,000 cells in
96-well plates; MOI = 133) for up to 10 days. Cell viability was examined after one (A) and 10 days (B)
using the Cell Proliferation Reagent WST-1. Control conditions included CDs lacking rAAV (-/CD), free
rAAV (rAAV-lacZ), and absence of both CD and rAAV (-). Statistically significant relative to a - and
b rAAV-lacZ.

3.3. Effective rAAV-Mediated SOX9 and TGF-β Overexpression in hMSCs upon Vector Delivery via
Carbon Dots

In light of the efficacy and safety of CD-2, the therapeutic rAAV-FLAG-hsox9 and rAAV-hTGF-β
were next formulated independently with these nanoparticles (rAAV-FLAG-hsox9/CD-2 and
rAAV-hTGF-β/CD-2, respectively) to determine the ability of the system to promote the overexpression
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of each candidate gene (SOX9, TGF-β) in hMSCs over time (up to 21 days, the longest time point
evaluated) relative to control conditions (CD-2 lacking rAAV, i.e., -/CD-2, CD-2 formulating rAAV-lacZ,
i.e., rAAV-lacZ/CD-2) using immunocytochemical detection of each transgene product. Therapeutic
(SOX9, TGF-β) rAAV vectors without CD-2 were not included, as controls because they have been
characterized in similar culture conditions in earlier studies [44,45], and in light of the quantitative
estimation of the β-gal activities in the cells on day 10, significantly increased activities with
rAAV-lacZ/CD-2 versus free rAAV-lacZ vector treatment were revealed (Figure 3B).

An immunocytochemical analysis of SOX9 expression in the cells revealed that administration of
rAAV-FLAG-hsox9 to hMSCs via CD-2 led to significantly higher levels of SOX9 expression relative to all
other conditions after 21 days (65-, 43.3-, and 1.8-fold difference using rAAV-FLAG-hsox9/CD-2 versus
-/CD-2, rAAV-lacZ/CD-2, and rAAV-hTGF-β/CD-2, respectively; always P ≤ 0.001) (Figure 5A and
Table 2). An evaluation of TGF-β expression using immunocytochemistry also showed that delivery of
rAAV-hTGF-β to hMSCs via CD-2 led to significantly higher levels of TGF-β expression relative to all
other conditions after 21 days (10.3-, 6.8-, and 9.4-fold difference using rAAV-hTGF-β/CD-2 versus
-/CD-2, rAAV-lacZ/CD-2, and rAAV-FLAG-hsox9/CD-2, respectively; always P ≤ 0.001) (Figure 5B
and Table 2). This result was corroborated by an estimation of the levels of TGF-β production in
the cells using ELISA, with up to 2.8-, 2.8-, and 3.8-fold higher TGF-β secretion levels when using
rAAV-hTGF-β/CD-2 after 5, 7, and 21 days, respectively, versus all other conditions (always P ≤ 0.001)
(Figure 5B).Nanomaterials 2020, 10, x FOR PEER REVIEW 10 of 16 
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Figure 5. Detection of therapeutic (SOX9, TGF-β) gene overexpression in hMSCs transduced with the
rAAV/CD-2 system. The rAAV-FLAG-hsox9, rAAV-hTGF-β, and rAAV-lacZ vectors (40 µL each vector,
8 × 105 transgene copies) were formulated with CD-2 (40 µL), and the resulting rAAV/CD systems
(80 µL, i.e., 8 × 105 transgene copies) were incubated with hMSCs (10,000 cells in 48-well plates; MOI =

80) for up to 21 days. SOX9 (A) and TGF-β (B) expression was examined using immunocytochemistry
(A, B; magnification ×20; scale bars: 50 µm; all representative data) and using specific (TGF-β) ELISA
(B). rAAV-lacZ/CD-2 and CD-2 lacking rAAV were used as controls.

Table 2. Histomorphometric analyses in hMSCs transduced with the rAAV/CD-2 systems.

Parameter -/CD-2 rAAV-lacZ/CD-2 rAAV-FLAG-hsox9/CD-2 rAAV-hTGF-/CD-2

SOX9 1.5 ± 0.6 2.3 ± 0.5 97.5 ± 1.3 a,b 52.8 ± 2.2 a,b,c

TGF- 7.8 ± 3.1 11.8 ± 2.4 8.5 ± 1.3 79.8 ± 3.9 a,b,c

Type-II collagen 4.8 ± 2.5 5.5 ± 2.6 84.8 ± 2.2 a,b 68.5 ± 4.5 a,b,c

Type-I collagen 85.3 ± 2.2 85.8 ± 2.6 4.3 ± 1.7 a,b 3.8 ± 1.0 a,b

Type-X collagen 73.3 ± 1.7 72.3 ± 1.7 11.8 ± 1.7 a,b 12.8 ± 1.7 a,b

Values are given as mean ± SD. All parameters are in % of positively (SOX9+, TGF-β+, type-II+/-I+/-X+ collagen)
stained cells to the total cell numbers. Statistically significant relative to a -/CD-2, b rAAV-lacZ/CD-2 and
c rAAV-FLAG-hsox9.
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3.4. Effects of rAAV-Mediated SOX9 and TGF-β Overexpression on the Biological Activities in hMSCs upon
Vector Delivery via Carbon Dots

The ability of the delivery systems to trigger the biological activities (cell proliferation, matrix
deposition) in hMSCs over time (21 days) relative to control conditions (-/CD-2, rAAV-lacZ/CD-2) was then
examined with the two formulations rAAV-FLAG-hsox9/CD-2 and rAAV-hTGF-β/CD-2 by evaluating
cell viability using the Cell Proliferation Reagent WST-1 and matrix deposition via spectrophotometric
detection of alcian blue staining (glycosaminoglycans) and via immunocytochemical detection of type-II,
-I, and -X collagen expression.

Administration of rAAV-hTGF-β in hMSCs via CD-2 led to significantly higher levels of cell
proliferation relative to all other conditions after 21 days (1.3-, 1.3-, and 1.2-fold difference using
rAAV-hTGF-β/CD-2 versus -/CD-2, rAAV-lacZ/CD-2, and rAAV-FLAG-hsox9/CD-2, respectively; always
P ≤ 0.001), while no difference was seen with rAAV-FLAG-hsox9/CD-2 (P ≥ 0.065 versus -/CD-2 or
rAAV-lacZ/CD-2) (Figure 6A). Delivery of either rAAV-FLAG-hsox9 or rAAV-hTGF-β in hMSCs via
CD-2 led to significantly higher levels of glycosaminoglycans relative to all other conditions after 21
days (1.3- and 1.2-fold difference using rAAV-FLAG-hsox9/CD-2 versus -/CD-2 and rAAV-lacZ/CD-2,
respectively, always P ≤ 0.002; 1.8- and 1.7-fold difference using rAAV-hTGF-β/CD-2 versus -/CD-2
and rAAV-lacZ/CD-2, respectively, always P ≤ 0.001), with a stronger effect of TGF-β relative to SOX9
(1.4-fold difference; P ≤ 0.001) (Figure 6B). Delivery of either rAAV-FLAG-hsox9 or rAAV-hTGF-β to
hMSCs via CD-2 led to significantly higher levels of type-II collagen expression relative to all other
conditions after 21 days (17.8- and 15.4-fold difference using rAAV-FLAG-hsox9/CD-2 versus -/CD-2 and
rAAV-lacZ/CD-2, respectively, always P≤ 0.001; 14.4- and 12.5-fold difference using rAAV-hTGF-β/CD-2
versus -/CD-2 and rAAV-lacZ/CD-2, respectively, always P ≤ 0.001), with a stronger effect of SOX9
relative to TGF-β (1.2-fold difference; P ≤ 0.002) (Figure 6C and Table 2).

Interestingly, administration of rAAV-FLAG-hsox9 or of rAAV-hTGF-β in hMSCs via CD-2 led to
significantly lower levels of type-I collagen expression relative to all other conditions after 21 days
(20.1- and 20.2-fold difference using rAAV-FLAG-hsox9/CD-2 versus -/CD-2 and rAAV-lacZ/CD-2,
respectively, always P ≤ 0.001; 22.7- and 22.9-fold difference using rAAV-hTGF-β/CD-2 versus
-/CD-2 and rAAV-lacZ/CD-2, respectively, always P ≤ 0.001), without difference between SOX9 and
TGF-β (P = 0.319) (Figure 6D and Table 2). Similar results were noted when analyzing type-X
collagen expression (6.2- and 6.1-fold difference using rAAV-FLAG-hsox9/CD-2 versus -/CD-2 and
rAAV-lacZ/CD-2, respectively, always P ≤ 0.001; 5.7-fold difference using rAAV-hTGF-β/CD-2 versus
-/CD-2 or rAAV-lacZ/CD-2, respectively, always P ≤ 0.001), again without difference between SOX9 and
TGF-β (P = 0.257) (Figure 6E and Table 2).
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Figure 6. Biological activities in hMSCs transduced with the rAAV/CD-2 system. The rAAV-FLAG-hsox9,
rAAV-hTGF-β, and rAAV-lacZ vectors (40 µL each vector, i.e., 8 × 105 transgene copies) were formulated
with CD-2 (40 µL), and the resulting rAAV/CD systems (80 µL) were incubated with hMSCs (10,000
cells in 48-well plates; MOI = 80) for up to 21 days. Cell proliferation was examined using the Cell
Proliferation Reagent WST-1 (A), glycosaminoglycans using alcian blue staining (light microscopy;
magnification ×4; scale bars: 200 µm; all representative data) with spectrophotometric analysis after
solubilization (histograms) (B), and the deposition of type-II collagen (C), type-I collagen (D), and type-X
collagen (E) using immunocytochemistry (magnification ×20; scale bars: 50 µm; all representative data).
rAAV-lacZ/CD-2 and CD-2 lacking rAAV were used as controls. Statistically significant relative to
a -/CD-2, b rAAV-lacZ/CD-2, and c rAAV-FLAG-hsox9.

4. Discussion

Biomaterial-guided gene delivery using clinically adapted rAAV vectors [10,11,24–33] is an
emerging, potent approach to treat focal cartilage lesions by non-invasive transfer and overexpression
of chondroregenerative factors. In the present study, we examined the feasibility of providing
independent rAAV constructs coding for the highly chondroreparative SOX9 transcription factor [43]
and TGF-β [5,6] to hMSCs via carbon dots (CDs) as a means to stimulate the biological activities in
these cells, an advantageous source of progenitor cells to enhance the intrinsic healing processes in
sites of cartilage damage [5–7].
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The present findings show, for the first time to our best knowledge, that CDs may be effective
systems to successfully formulate and release rAAV gene transfer vectors. Among all the CDs tested
here, CD-2, a carbonaceous nanoparticle prepared using pyrolysis at normal pressure of a mixture
of CA, mPEG550, and DMEDA, allowed for the highest intracellular vector release with a good over
time maintenance for at least 10 days, the longest time point examined. Equally important, CD-2 was
able to promote the effective and sustained modification of hMSCs when used to deliver a reporter
(rAAV-lacZ) gene vector for at least 10 days (up to 2.2-fold increase in lacZ expression relative to free
vector treatment) in a safe manner (100% cell viability, presumably due to the presence of the PEG
protective shield around the particles), reaching levels similar to those noted with other nano-sized
systems for rAAV delivery in hMSCs [24]. In contrast, the genetic modification of hMSCs using CD-3
or CD-4 was associated with decreased levels of cell viability, while CD-1 led to a reduction of gene
transfer efficiency relative to free vector administration and other control conditions.

The results next demonstrate that the optimal CD-2 nanoparticles were further capable of
promoting the delivery of rAAV vectors coding for the therapeutic sox9 and TGF-β candidate
genes in hMSCs, promoting a significant overexpression of each transgene in the cells over an
extended period of time (about 97.5% SOX9+ cells using rAAV-FLAG-hsox9/CD-2 and 79.8% TGF-β+

cells with rAAV-hTGF-β/CD-2 after 21 days) relative to control treatments (≤7.8% and ≤11.8%
transgene-expressing cells in the -/CD-2 and rAAV-lacZ/CD-2 conditions, respectively), higher than
upon free rAAV sox9 application (80–85%) [44] and comparable to free TGF-β gene transfer (80%) [45].
Yet, the levels of TGF-β produced via rAAV-hTGF-β/CD-2 (155–225 pg/mL) were 4- to 56-fold higher
than those achieved upon free rAAV TGF-β gene transfer (17–24 pg/mL) [45]. This result is probably
due to the difference of vector doses applied (MOI = 80–133 here compared with MOI = 4–20 using free
vector gene administration, i.e., a 4- to 33-fold difference), but it reflects the improvement of TGF-β
production via CD-2-guided rAAV gene transfer, as application of the current vector dose in a free
form would have only raised 70-160 pg/mL of growth factor in cells versus 155–225 pg/mL here via
CD-2 (i.e., a 1.4- to 2.2-fold difference). Interestingly, application of rAAV-hTGF-β/CD-2 resulted in the
detection of 52.8% SOX9+ cells, probably due to an upregulation of SOX9 expression in response to
TGF-β production via rAAV/CD-2, as previously noted when using TGF-β in its recombinant form
(rTGF-β) [48] or upon free rAAV TGF-β gene transfer [45], while no effects of SOX9 overexpression
were seen on the levels of TGF-β. Effective SOX9 and TGF-β overexpression via CD-2-guided gene
delivery led to increased levels of cartilage matrix production in the cells (glycosaminoglycan and
type-II collagen expression) over time (21 days) relative to the control conditions, concordant with the
respective pro-anabolic activities of SOX9 [43] and TGF-β [5–7], with observations showing short-term
effects only of nonviral SOX9 gene transfer using arginine-based CDs (14 days) [42], and with our
previous findings using free rAAV sox9 or TGF-β gene transfer [44,45]. Furthermore, application of
rAAV-hTGF-β/CD-2 had a significant influence on hMSC proliferation, in good agreement with the
properties of the growth factor [6] and with our previous observations using free rAAV TGF-β gene
transfer [45]. In contrast, rAAV-FLAG-hsox9/CD-2 had no impact on such a process, consistent with
the activities of SOX9 [49] and with our findings via free rAAV sox9 gene transfer [44]. Interestingly,
CD-2-guided delivery of either rAAV-FLAG-hsox9 or rAAV-hTGF-β advantageously prevented the
deposition of type-I and -X collagen in hMSCs over time versus control treatments, concordant with
the effects of SOX9 [49] and with results obtained using free rAAV sox9 gene transfer [44], but in
contrast to findings using rTGF-β [5] or upon free rAAV TGF-β gene delivery [45]. This might be
due to differences of culture conditions and cell environment (monolayer hMSC cultures here versus
three-dimensional hMSC cultures in free rAAV TGF-β gene transfer setting) [45] or to the differences
between the levels of TGF-β achieved here via rAAV-hTGF-β/CD-2 (155–225 pg/mL) and the amounts
of rTGF-β applied elsewhere (10 ng/mL, i.e., a 44- to 65-fold difference) [5].

In conclusion, the present work reports the possibility of transferring therapeutic rAAV (SOX9
or TGF-β) gene vectors to reparative hMSCs using optimal carbon-based nanoparticles as a novel,
off-the-shelf system for cartilage repair. It will be interesting to extend the current approach in



Nanomaterials 2020, 10, 855 13 of 16

the future using adipose-derived hMSCs as these cells can be harvested at a 1000-fold higher yield
in a less invasive manner than bone marrow-derived MSCs while displaying longer life-span and
higher proliferative capacity and carrying micro-RNAs that regulate tissue inflammation and cell
interplays [50,51]. Analyses are ongoing to test the value of the approach in a three-dimensional
environment (high-density cultures) using single and combined CD-2-assisted rAAV SOX9/TGF-β gene
transfer to potentiate the effects of the two factors on cell proliferation (TGF-β) and matrix deposition
(glycosaminoglycans with TGF-β superiority and type-II collagen with SOX9 superiority) [52] and
next in an orthotopic in vivo model of cartilage defect [14,16,53,54]. Such evaluations will provide
insights into the potential benefits of CDs over other scaffolds (collagen, hyaluronic acid) or treatments
like autologous platelet-rich plasma [50,55,56] for translational cartilage regeneration. Overall, this
evaluation provides original evidence on the ability of CD-guided therapeutic rAAV gene transfer in
regenerative hMSCs as platforms for therapy of cartilage defects in translational protocols.

Author Contributions: Conceptualization, J.K.V. and M.C. (Magali Cucchiarini); methodology, W.M., A.R.-R.,
M.C. (Mickaël Claudel), G.S., and S.S.-M.; software, W.M. and A.R.-R.; validation, formal analysis, investigation,
data curation and visualization, W.M., A.R.-R., M.C. (Mickaël Claudel), G.S., S.S.-M., F.P., L.L., J.K.V. and
M.C. (Magali Cucchiarini); writing—original draft preparation, W.M., A.R.-R., F.P., L.L., J.K.V. and M.C.
(Magali Cucchiarini); writing—review and editing, W.M., A.R.-R., M.C. (Mickaël Claudel), G.S., S.S.-M., F.P., L.L.,
J.K.V. and M.C. (Magali Cucchiarini); resources and supervision, F.P., L.L., J.K.V. and M.C. (Magali Cucchiarini).
All authors have read and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Acknowledgments: We thank R. J. Samulski (The Gene Therapy Center, University of North Carolina, Chapel Hill,
NC), X. Xiao (The Gene Therapy Center, University of Pittsburgh, Pittsburgh, PA), G. Scherer (Institute for Human
Genetics and Anthropology, Albert-Ludwig University, Freiburg, Germany) for the human sox9 cDNA, and E. F.
Terwilliger (Division of Experimental Medicine, Harvard Institutes of Medicine and Beth Israel Deaconess Medical
Center, Boston, MA, USA) for providing the genomic AAV-2 plasmid clones and the 293 cell line. We acknowledge
support by the Saarland University within the funding programme Open Access Publishing.

Conflicts of Interest: The authors declare no conflicts of interest.

References

1. Buckwalter, J.A. Articular cartilage: Injuries and potential for healing. J. Orthop. Sports Phys. Ther. 1998, 28,
192–202. [CrossRef]

2. O’Driscoll, S.W. The healing and regeneration of articular cartilage. J. Bone Jt. Surg. 1998, 80, 1795–1812.
[CrossRef]

3. Brittberg, M.; Lindahl, A.; Nilsson, A.; Ohlsson, C.; Isaksson, O.; Peterson, L. Treatment of deep cartilage
defects in the knee with autologous chondrocyte transplantation. N. Engl. J. Med. 1994, 331, 889–895.
[CrossRef] [PubMed]

4. Madry, H.; Grün, U.W.; Knutsen, G. Cartilage repair and joint preservation: Medical and surgical treatment
options. Dtsch. Arztebl. Int. 2011, 108, 669–677. [PubMed]

5. Johnstone, B.; Hering, T.M.; Caplan, A.I.; Goldberg, V.M.; Yoo, J.U. In vitro chondrogenesis of bone
marrow-derived mesenchymal progenitor cells. Exp. Cell Res. 1998, 238, 265–272. [CrossRef] [PubMed]

6. Mackay, A.M.; Beck, S.C.; Murphy, J.M.; Barry, F.P.; Chichester, C.O.; Pittenger, M.F. Chondrogenic
differentiation of cultured human mesenchymal stem cells from marrow. Tissue Eng. 1998, 4, 415–428.
[CrossRef] [PubMed]

7. Pittenger, M.F.; Mackay, A.M.; Beck, S.C.; Jaiswal, R.K.; Douglas, R.; Mosca, J.D.; Moorman, M.A.;
Simonetti, D.W.; Craig, S.; Marshak, D.R. Multilineage potential of adult human mesenchymal stem
cells. Science 1999, 284, 143–147. [CrossRef]

8. Slynarski, K.; Deszczynski, J.; Karpinski, J. Fresh bone marrow and periosteum transplantation for cartilage
defects of the knee. Transplant. Proc. 2006, 38, 318–319. [CrossRef]

9. Gigante, A.; Cecconi, S.; Calcagno, S.; Busilacchi, A.; Enea, A. Arthroscopic knee cartilage repair with covered
microfracture and bone marrow concentrate. Arthrosc. Tech. 2012, 1, e175–e180. [CrossRef]

10. Cucchiarini, M. Human gene therapy: Novel approaches to improve the current gene delivery systems.
Discov. Med. 2016, 21, 495–506.

http://dx.doi.org/10.2519/jospt.1998.28.4.192
http://dx.doi.org/10.2106/00004623-199812000-00011
http://dx.doi.org/10.1056/NEJM199410063311401
http://www.ncbi.nlm.nih.gov/pubmed/8078550
http://www.ncbi.nlm.nih.gov/pubmed/22114626
http://dx.doi.org/10.1006/excr.1997.3858
http://www.ncbi.nlm.nih.gov/pubmed/9457080
http://dx.doi.org/10.1089/ten.1998.4.415
http://www.ncbi.nlm.nih.gov/pubmed/9916173
http://dx.doi.org/10.1126/science.284.5411.143
http://dx.doi.org/10.1016/j.transproceed.2005.12.075
http://dx.doi.org/10.1016/j.eats.2012.07.001


Nanomaterials 2020, 10, 855 14 of 16

11. Cucchiarini, M.; Madry, H. Biomaterial-guided delivery of gene vectors for targeted articular cartilage repair.
Nat. Rev. Rheumatol. 2019, 15, 8–29. [CrossRef] [PubMed]

12. Kelly, D.C.; Raftery, R.M.; Curtin, C.M.; O’Driscoll, C.M.; O’Brien, F.J. Scaffold-based delivery of nucleic
acid therapeutics for enhanced bone and cartilage repair. J. Orthop. Res. 2019, 37, 1671–16801. [CrossRef]
[PubMed]

13. Diao, H.; Wang, J.; Shen, C.; Xia, S.; Guo, T.; Dong, L.; Zhang, C.; Chen, J.; Zhao, J.; Zhang, J. Improved
cartilage regeneration utilizing mesenchymal stem cells in TGF-beta1 gene-activated scaffolds. Tissue Eng.
Part A 2009, 15, 2687–2698. [CrossRef]

14. Im, G.I.; Kim, H.J.; Lee, J.H. Chondrogenesis of adipose stem cells in a porous PLGA scaffold impregnated
with plasmid DNA containing SOX trio (SOX-5,-6 and -9) genes. Biomaterials 2011, 32, 4385–4392. [CrossRef]
[PubMed]

15. Li, B.; Yang, J.; Ma, L.; Li, F.; Tu, Z.; Gao, C. Fabrication of poly(lactide-co-glycolide) scaffold filled with fibrin
gel, mesenchymal stem cells, and poly(ethylene oxide)-b-poly(L-lysine)/TGF-β1 plasmid DNA complexes
for cartilage restoration in vivo. J. Biomed. Mater. Res. A 2013, 101, 3097–3108. [CrossRef] [PubMed]

16. Needham, C.J.; Shah, S.R.; Dahlin, R.L.; Kinard, L.A.; Lam, J.; Watson, B.M.; Lu, S.; Kasper, F.K.; Mikos, A.G.
Osteochondral tissue regeneration through polymeric delivery of DNA encoding for the SOX trio and
RUNX2. Acta Biomater. 2014, 10, 4103–4112. [CrossRef]

17. Gonzalez-Fernandez, T.; Tierney, E.G.; Cunniffe, G.M.; O’Brien, F.J.; Kelly, D.J. Gene delivery of TGF-β3 and
BMP2 in an MSC-laden alginate hydrogel for articular cartilage and endochondral bone tissue engineering.
Tissue Eng. Part A 2016, 22, 776–787. [CrossRef]

18. Lee, Y.H.; Wu, H.C.; Yeh, C.W.; Kuan, C.H.; Liao, H.T.; Hsu, H.C.; Tsai, J.C.; Sun, J.S.; Wang, T.W.
Enzyme-crosslinked gene-activated matrix for the induction of mesenchymal stem cells in osteochondral
tissue regeneration. Acta Biomater 2017, 63, 210–226. [CrossRef]

19. Park, J.S.; Yi, S.W.; Kim, H.J.; Kim, S.M.; Kim, J.H.; Park, K.H. Construction of PLGA nanoparticles coated
with polycistronic SOX5, SOX6, and SOX9 genes for chondrogenesis of human mesenchymal stem cells.
ACS Appl. Mater. Interfaces 2017, 9, 1361–1372. [CrossRef]

20. Brunger, J.M.; Huynh, N.P.; Guenther, C.M.; Perez-Pinera, P.; Moutos, F.T.; Sanchez-Adams, J.; Gersbach, C.A.;
Guilak, F. Scaffold-mediated lentiviral transduction for functional tissue engineering of cartilage. Proc. Natl.
Acad. Sci. USA 2014, 111, E798–E806. [CrossRef]

21. Glass, K.A.; Link, J.M.; Brunger, J.M.; Moutos, F.T.; Gersbach, C.A.; Guilak, F. Tissue-engineered cartilage
with inducible and tunable immunomodulatory properties. Biomaterials 2014, 35, 5921–5931. [CrossRef]
[PubMed]

22. Moutos, F.T.; Glass, K.A.; Compton, S.A.; Ross, A.K.; Gersbach, C.A.; Guilak, F.; Estes, B.T. Anatomically
shaped tissue-engineered cartilage with tunable and inducible anticytokine delivery for biological joint
resurfacing. Proc. Natl. Acad. Sci. USA 2016, 113, E4513–E4522. [CrossRef] [PubMed]

23. Rowland, C.R.; Glass, K.A.; Ettyreddy, A.R.; Gloss, C.C.; Matthews, J.R.L.; Huynh, N.P.T.; Guilak, F. Regulation
of decellularized tissue remodeling via scaffold-mediated lentiviral delivery in anatomically-shaped
osteochondral constructs. Biomaterials 2018, 177, 161–175. [CrossRef] [PubMed]

24. Rey-Rico, A.; Venkatesan, J.K.; Frisch, J.; Rial-Hermida, I.; Schmitt, G.; Concheiro, A.; Madry, H.;
Alvarez-Lorenzo, C.; Cucchiarini, M. PEO-PPO-PEO micelles as effective rAAV-mediated gene delivery
systems to target human mesenchymal stem cells without altering their differentiation potency. Acta Biomater.
2015, 27, 42–52. [CrossRef] [PubMed]

25. Rey-Rico, A.; Frisch, J.; Venkatesan, J.K.; Schmitt, G.; Rial-Hermida, I.; Taboada, P.; Concheiro, A.; Madry, H.;
Alvarez-Lorenzo, C.; Cucchiarini, M. PEO-PPO-PEO carriers for rAAV-mediated transduction of human
articular chondrocytes in vitro and in a human osteochondral defect model. ACS Appl. Mater. Interfaces 2016,
8, 20600–20613. [CrossRef]

26. Rey-Rico, A.; Venkatesan, J.K.; Schmitt, G.; Concheiro, A.; Madry, H.; Alvarez-Lorenzo, C.; Cucchiarini, M.
rAAV-mediated overexpression of TGF-β via vector delivery in polymeric micelles stimulates the biological
and reparative activities of human articular chondrocytes in vitro and in a human osteochondral defect
model. Int. J. Nanomed. 2017, 12, 6985–6996. [CrossRef]

27. Rey-Rico, A.; Venkatesan, J.K.; Schmitt, G.; Speicher-Mentges, S.; Madry, H.; Cucchiarini, M. Effective
remodelling of human osteoarthritic cartilage by SOX9 gene transfer and overexpression upon delivery of
rAAV vectors in polymeric micelles. Mol. Pharm. 2018, 15, 2816–2826. [CrossRef]

http://dx.doi.org/10.1038/s41584-018-0125-2
http://www.ncbi.nlm.nih.gov/pubmed/30514957
http://dx.doi.org/10.1002/jor.24321
http://www.ncbi.nlm.nih.gov/pubmed/31042304
http://dx.doi.org/10.1089/ten.tea.2008.0621
http://dx.doi.org/10.1016/j.biomaterials.2011.02.054
http://www.ncbi.nlm.nih.gov/pubmed/21421267
http://dx.doi.org/10.1002/jbm.a.34618
http://www.ncbi.nlm.nih.gov/pubmed/23529956
http://dx.doi.org/10.1016/j.actbio.2014.05.011
http://dx.doi.org/10.1089/ten.tea.2015.0576
http://dx.doi.org/10.1016/j.actbio.2017.09.008
http://dx.doi.org/10.1021/acsami.6b15354
http://dx.doi.org/10.1073/pnas.1321744111
http://dx.doi.org/10.1016/j.biomaterials.2014.03.073
http://www.ncbi.nlm.nih.gov/pubmed/24767790
http://dx.doi.org/10.1073/pnas.1601639113
http://www.ncbi.nlm.nih.gov/pubmed/27432980
http://dx.doi.org/10.1016/j.biomaterials.2018.04.049
http://www.ncbi.nlm.nih.gov/pubmed/29894913
http://dx.doi.org/10.1016/j.actbio.2015.08.046
http://www.ncbi.nlm.nih.gov/pubmed/26320543
http://dx.doi.org/10.1021/acsami.6b06509
http://dx.doi.org/10.2147/IJN.S144579
http://dx.doi.org/10.1021/acs.molpharmaceut.8b00331


Nanomaterials 2020, 10, 855 15 of 16

28. Lee, H.H.; Haleem, A.M.; Yao, V.; Li, J.; Xiao, X.; Chu, C.R. Release of bioactive adeno-associated virus from
fibrin scaffolds: Effects of fibrin glue concentrations. Tissue Eng. Part A 2011, 17, 1969–1978. [CrossRef]

29. Díaz-Rodríguez, P.; Rey-Rico, A.; Madry, H.; Landin, M.; Cucchiarini, M. Effective genetic modification
and differentiation of hMSCs upon controlled release of rAAV vectors using alginate/poloxamer composite
systems. Int. J. Pharm. 2015, 496, 614–626. [CrossRef]

30. Rey-Rico, A.; Venkatesan, J.K.; Frisch, J.; Schmitt, G.; Monge-Marcet, A.; Lopez-Chicon, P.; Mata, A.;
Semino, C.; Madry, H.; Cucchiarini, M. Effective and durable genetic modification of human mesenchymal
stem cells via controlled release of rAAV vectors from self-assembling peptide hydrogels with a maintained
differentiation potency. Acta Biomater. 2015, 18, 118–127. [CrossRef]

31. Rey-Rico, A.; Babicz, H.; Madry, H.; Concheiro, A.; Alvarez-Lorenzo, C.; Cucchiarini, M. Supramolecular
polypseudorotaxane gels for controlled delivery of rAAV vectors in human mesenchymal stem cells for
regenerative medicine. Int J Pharm 2017, 531, 492–503. [CrossRef] [PubMed]

32. Madry, H.; Gao, L.; Rey-Rico, A.; Venkatesan, J.K.; Müller-Brandt, K.; Cai, X.; Goebel, L.; Schmitt, G.;
Speicher-Mentges, S.; Zurakowski, D.; et al. Thermosensitive hydrogel based on PEO-PPO-PEO poloxamers
for a controlled in situ release of recombinant adeno-associated viral vectors for effective gene therapy of
cartilage defects. Adv. Mater. 2020, 32, 1906508. [CrossRef] [PubMed]

33. Venkatesan, J.K.; Falentin-Daudré, C.; Leroux, A.; Migonney, V.; Cucchiarini, M. Biomaterial-guided
recombinant adeno-associated virus delivery from poly(sodium styrene sulfonate)-grafted poly(ε-caprolactone)
films to target human bone marrow aspirates. Tissue Eng. Part A 2019. [CrossRef] [PubMed]

34. Xu, X.; Ray, R.; Gu, Y.; Ploehn, H.J.; Gearheart, L.; Raker, K.; Scrivens, W.A. Electrophoretic analysis
and purification of fluorescent single-walled carbon nanotube fragments. J. Am. Chem. Soc. 2004, 126,
12736–12737. [CrossRef] [PubMed]

35. Fan, J.; Claudel, M.; Ronzani, C.; Arezki, Y.; Lebeau, L.; Pons, F. Physicochemical characteristics that affect
carbon dot safety: Lessons from a comprehensive study on a nanoparticle library. Int. J. Pharm. 2019, 569,
118521. [CrossRef]

36. Qiu, J.; Zhang, R.; Li, J.; Sang, Y.; Tang, W.; Rivera Gil, P.; Liu, H. Fluorescent graphene quantum dots as
traceable, pH-sensitive drug delivery systems. Int. J. Nanomedicine 2015, 10, 6709–6724.

37. Zhang, J.X.; Zheng, M.; Xie, Z.G. Co-assembled hybrids of proteins and carbon dots for intracellular protein
delivery. J. Mater. Chem. B 2016, 4, 5659. [CrossRef]

38. Pierrat, P.; Wang, R.; Kereselidze, D.; Lux, M.; Didier, P.; Kichler, A.; Pons, F.; Lebeau, L. Efficient in vitro and
in vivo pulmonary delivery of nucleic acid by carbon dot-based nanocarriers. Biomaterials 2015, 51, 290–302.
[CrossRef]

39. Giron-Gonzalez, M.D.; Salto-Gonzalez, R.; Lopez-Jaramillo, F.J.; Salinas-Castillo, A.; Jodar-Reyes, A.B.;
Ortega-Munoz, M.; Hernandez-Mateo, F.; Santoyo-Gonzalez, F. Polyelectrolyte complexes of low molecular
weight pei and citric acid as efficient and nontoxic vectors for in vitro and in vivo gene delivery. Bioconjug.
Chem. 2016, 27, 549–561. [CrossRef]

40. Wu, Y.F.; Wu, H.C.; Kuan, C.H.; Lin, C.J.; Wang, L.W.; Chang, C.W.; Wang, T.W. Multi-functionalized carbon dots
as theranostic nanoagent for gene delivery in lung cancer therapy. Sci. Rep. 2016, 6, 21170–21181. [CrossRef]

41. Chen, J.; Wang, Q.; Zhou, J.; Deng, W.; Yu, Q.; Cao, X.; Wang, J.; Shao, F.; Li, Y.; Ma, P.; et al. Porphyra
polysaccharide-derived carbon dots for non-viral co-delivery of different gene combinations and neuronal
differentiation of ectodermal mesenchymal stem cells. Nanoscale 2017, 9, 10820–10831. [CrossRef] [PubMed]

42. Cao, X.; Wang, J.; Deng, W.; Chen, J.; Wang, Y.; Zhou, J.; Du, P.; Xu, W.; Wang, Q.; Wang, Q.; et al.
Photoluminescent cationic carbon dots as efficient non-viral delivery of plasmid SOX9 and chondrogenesis
of fibroblasts. Sci. Rep. 2018, 8, 7057–7067. [CrossRef] [PubMed]

43. Bi, W.; Deng, J.M.; Zhang, Z.; Behringer, R.R.; de Crombrugghe, B. Sox9 is required for cartilage formation.
Nat. Genet. 1999, 22, 85–89. [CrossRef] [PubMed]

44. Venkatesan, J.K.; Ekici, M.; Madry, H.; Schmitt, G.; Kohn, D.; Cucchiarini, M. SOX9 gene transfer via safe,
stable, replication-defective recombinant adeno-associated virus vectors as a novel, powerful tool to enhance
the chondrogenic potential of human mesenchymal stem cells. Stem Cell Res. Ther. 2012, 3, 22–36. [CrossRef]
[PubMed]

http://dx.doi.org/10.1089/ten.tea.2010.0586
http://dx.doi.org/10.1016/j.ijpharm.2015.11.008
http://dx.doi.org/10.1016/j.actbio.2015.02.013
http://dx.doi.org/10.1016/j.ijpharm.2017.05.050
http://www.ncbi.nlm.nih.gov/pubmed/28552768
http://dx.doi.org/10.1002/adma.201906508
http://www.ncbi.nlm.nih.gov/pubmed/31763733
http://dx.doi.org/10.1089/ten.tea.2019.0165
http://www.ncbi.nlm.nih.gov/pubmed/31680637
http://dx.doi.org/10.1021/ja040082h
http://www.ncbi.nlm.nih.gov/pubmed/15469243
http://dx.doi.org/10.1016/j.ijpharm.2019.118521
http://dx.doi.org/10.1039/C6TB01622G
http://dx.doi.org/10.1016/j.biomaterials.2015.02.017
http://dx.doi.org/10.1021/acs.bioconjchem.5b00576
http://dx.doi.org/10.1038/srep21170
http://dx.doi.org/10.1039/C7NR03327C
http://www.ncbi.nlm.nih.gov/pubmed/28726952
http://dx.doi.org/10.1038/s41598-018-25330-x
http://www.ncbi.nlm.nih.gov/pubmed/29728593
http://dx.doi.org/10.1038/8792
http://www.ncbi.nlm.nih.gov/pubmed/10319868
http://dx.doi.org/10.1186/scrt113
http://www.ncbi.nlm.nih.gov/pubmed/22742415


Nanomaterials 2020, 10, 855 16 of 16

45. Frisch, J.; Venkatesan, J.K.; Rey-Rico, A.; Schmitt, G.; Madry, H.; Cucchiarini, M. Determination of the
chondrogenic differentiation processes in human bone marrow-derived mesenchymal stem cells genetically
modified to overexpress transforming growth factor-β via recombinant adeno-associated viral vectors.
Hum. Gene Ther. 2014, 25, 10500–10560. [CrossRef]

46. Samulski, R.J.; Chang, L.S.; Shenk, T. A recombinant plasmid from which an infectious adeno-associated
virus genome can be excised in vitro and its use to study viral replication. J. Virol. 1987, 61, 3096–3101.
[CrossRef]

47. Samulski, R.J.; Chang, L.S.; Shenk, T. Helper-free stocks of recombinant adeno-associated viruses: Normal
integration does not require viral gene expression. J. Virol. 1989, 63, 3822–3828. [CrossRef]

48. Murphy, M.K.; Huey, D.J.; Hu, J.C.; Athanasiou, K.A. TGF-β1, GDF-5, and BMP-2 stimulation induces
chondrogenesis in expanded human articular chondrocytes and marrow-derived stromal cells. Stem Cells
2015, 33, 762–773. [CrossRef]

49. Akiyama, H.; Lyons, J.P.; Mori-Akiyama, Y.; Yang, X.; Zhang, R.; Zhang, Z.; Deng, J.M.; Taketo, M.M.;
Nakamura, T.; Behringer, R.R.; et al. Interactions between Sox9 and beta-catenin control chondrocyte
differentiation. Genes Dev. 2004, 18, 1072–1087. [CrossRef]

50. Scioli, M.G.; Bielli, A.; Gentile, P.; Cervelli, V.; Orlandi, A.J. Combined treatment with platelet-rich plasma
and insulin favours chondrogenic and osteogenic differentiation of human adipose-derived stem cells in
three-dimensional collagen scaffolds. Tissue Eng. Regen. Med. 2017, 11, 2398–2410. [CrossRef]

51. Gentile, P.; Garcovich, S. Concise review: Adipose-derived stem cells (ASCs) and adipocyte-secreted exosomal
microRNA (A-SE-miR) modulate cancer growth and promote wound repair. J. Clin. Med. 2019, 8, 855.
[CrossRef] [PubMed]

52. Tao, K.; Frisch, J.; Rey-Rico, A.; Venkatesan, J.K.; Schmitt, G.; Madry, H.; Lin, J.; Cucchiarini, M.
Co-overexpression of TGF-β and SOX9 via rAAV gene transfer modulates the metabolic and chondrogenic
activities of human bone marrow-derived mesenchymal stem cells. Stem Cell Res. Ther. 2016, 7, 20–31.
[CrossRef] [PubMed]

53. Cucchiarini, M.; Orth, P.; Madry, H. Direct rAAV SOX9 administration for durable articular cartilage repair
with delayed terminal differentiation and hypertrophy in vivo. J. Mol. Med. 2013, 91, 625–636. [CrossRef]
[PubMed]

54. Cucchiarini, M.; Asen, A.K.; Goebel, L.; Venkatesan, J.K.; Schmitt, G.; Zurakowski, D.; Menger, M.D.;
Laschke, M.W.; Madry, H. Effects of TGF-β overexpression via rAAV gene transfer on the early repair
processes in an osteochondral defect model in minipigs. Am. J. Sports Med. 2018, 46, 1987–1996. [CrossRef]

55. Gentile, P.; Bottini, D.J.; Spallone, D.; Curcio, B.C.; Cervelli, V.J. Application of platelet-rich plasma in
maxillofacial surgery: Clinical evaluation. J. Craniofacial Surg. 2010, 21, 900–904. [CrossRef]

56. Cervelli, V.; Lucarini, L.; Spallone, D.; Palla, L.; Colicchia, G.M.; Gentile, P.; De Angelis, B. Use of platelet-rich
plasma and hyaluronic acid in the loss of substance with bone exposure. Adv. Skin Wound Care 2011, 24,
176–181. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1089/hum.2014.091
http://dx.doi.org/10.1128/JVI.61.10.3096-3101.1987
http://dx.doi.org/10.1128/JVI.63.9.3822-3828.1989
http://dx.doi.org/10.1002/stem.1890
http://dx.doi.org/10.1101/gad.1171104
http://dx.doi.org/10.1002/term.2139
http://dx.doi.org/10.3390/jcm8060855
http://www.ncbi.nlm.nih.gov/pubmed/31208047
http://dx.doi.org/10.1186/s13287-016-0280-9
http://www.ncbi.nlm.nih.gov/pubmed/26830674
http://dx.doi.org/10.1007/s00109-012-0978-9
http://www.ncbi.nlm.nih.gov/pubmed/23149825
http://dx.doi.org/10.1177/0363546518773709
http://dx.doi.org/10.1097/SCS.0b013e3181d878e9
http://dx.doi.org/10.1097/01.ASW.0000396302.05959.d3
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Reagents 
	Human Bone Marrow-Derived Mesenchymal Stromal Cells 
	Preparation of the Carbon Dots 
	Preparation of the rAAV Vectors 
	Cy3 Labeling 
	Complexation of the rAAV Vectors with the Carbon Dots and Release Studies 
	rAAV/CD-Mediated Gene Transfer 
	Transgene Expression 
	Cell Viability and Proliferation 
	Histology and Immunohistochemistry 
	Histomorphometric Analysis 
	Statistical Analysis 

	Results 
	Effective rAAV Association to Carbon Dots and Release 
	Effective rAAV-Mediated Reporter lacZ Overexpression in hMSCs upon Delivery Assistance by Carbon Dots 
	Effective rAAV-Mediated SOX9 and TGF- Overexpression in hMSCs upon Vector Delivery via Carbon Dots 
	Effects of rAAV-Mediated SOX9 and TGF- Overexpression on the Biological Activities in hMSCs upon Vector Delivery via Carbon Dots 

	Discussion 
	References

