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Abstract 

Development of a stable and prolonged gene delivery system is a key goal in the gene therapy field. To this 
end, we designed and fabricated a gene delivery system based on multiply-clustered gold particles that 
could achieve prolonged gene delivery in stem cells, leading to improved induction of differentiation.  
Methods: Inorganic gold nanoparticles (AuNPs) underwent three rounds of complexation with 
catechol-functionalized polyethyleneimine (CPEI) and plasmid DNAs (pDNAs), in that order, with 
addition of heparin (HP) between rounds, yielding multiply-clustered gold-based nanoparticles 
(mCGNPs). Via metal–catechol group interactions, the AuNP surface was easily coordinated with 
positively charged CPEIs, which in turn allowed binding of pDNAs.  
Results: Negatively charged HP was encapsulated with the positive charge of CPEIs via electrostatic 
interactions, making the NPs more compact. Repeating the complexation process yielded mCGNPs with 
improved transfection efficiency in human mesenchymal stem cells (hMSCs); moreover, these particles 
exhibited lower cytotoxicity and longer expression of pDNAs than conventional NPs. This design was 
applied to induction of chondrogenesis in hMSCs using pDNA harboring SOX9, an important 
chondrogenic transcription factor. Prolonged expression of SOX9 induced by mCGNPs triggered 
expression of chondrocyte extracellular matrix (ECM) protein after 14 days, leading to more efficient 
chondrogenic differentiation in vitro and in vivo. 

Key words: multiple cluster, prolonged gene delivery, gold nanoparticle, heparin, electrostatic interaction, 
hMSCs, chondrogenic differentiation  

Introduction 
Gene delivery by non-viral vectors is a 

promising biomedical strategy that provides a safe 
and effective approach for treating various diseases 
by intentionally altering gene expression levels [1, 2]. 
From this standpoint, successful clinical application of 
gene-based therapy relies on efficient gene delivery 
vehicles [3, 4]. Multiple trials have demonstrated that 
the efficiency of gene transfer into cells can be 
improved by modifying conventional non-viral 
vectors [5, 6]. One important aspect of gene delivery is 
the duration of expression of the delivered genes [7-9]. 
Permanent or prolonged gene expression could 

obviate the need for additional therapy, or at least 
decrease the frequency of return to the clinic, 
emphasizing the importance of treatments that can 
achieve long-term gene expression [10]. To address 
these needs, we have designed novel gene delivery 
vehicles and applied them to stem cells, resulting in 
better control of differentiation into specific cell types.  

In this study, we explored the use of gold-based 
nanoparticles (AuNPs) in such systems. AuNPs are 
important tools in nanotechnology due to their ease of 
surface functionalization [11], biocompatibility, 
chemical stability, and detectability by surface 
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plasmon resonance (SPR) [12]; consequently, they are 
promising materials for biomedical research [13-15]. 
Accordingly, AuNPs have been hybridized with other 
biomaterials for use in novel applications, including 
gene therapy [16-18]. In this context, the combination 
of AuNPs with polymer or hydrogels (hyaluronic acid 
[19, 20], heparin [21, 22], chitosan [23], etc), followed 
by cohesion, has attracted a great deal of attention.  

In previous studies, gold nanoparticles of 80 ~ 
150nm size, which is easy to transfer into cells, were 
coated with DOPAbPEI to transfer the gene, but there 
was a limitation in expressing the gene for a long 
time. Therefore, we have tried to produce transporter 
capable of gene expression for a long time. 

We found that in contrast to previously designed 
AuNPs, small AuNPs (5-20nm) could be assembled 
with polymers and gels to form core-nucleated gold 
nanoclusters.  

Once too small a gold nanoparticle (> 20 nm) 
was not suitable as an intracellular delivery carrier, 
heparin was used as a polymer for coagulation 
formation. In addition, to make cation carriers, gold 
nanoparticles were adsorbed on the surface of gold 
nanoparticles, and dopa-bPEI, which has many 
cations, was bonded. The 3,4-dihydroxyphenylalanine 
of DOPA-conjugated PEI was easily adsorbed on gold 
nanoparticles (~ 5 nm), and the cationic polymer, 
bPEI, was well linked to the gene. The resultant 
structures were not only the ideal size for gene 
delivery (80-250 nm), but also provided additional 
functions that promote prolonged expression of the 
delivered genes, thereby improving the overall 
efficacy of gene therapy. Small gold nanoparticles (~ 5 
nm) will aggregate with heparin and have a size (> 
150 nm) suitable for entry into the cell. In addition, 
clusters are degraded in cells, and gold nanoparticles 
(~ 5 nm) are loosened one by one, and they function as 
gene carriers. In other words, mCGNPs contain large 
amounts of genes in the core, and they have an 
appropriate size and shape that is easy to enter into 
cells. Subsequently, each transporter is slowly 
released in the cell to efficiently deliver the gene.  

Polyethyleneimine (PEI), a vital factor in gene 
delivery [24-26], can be modified with 3,4-dihydroxy-
phenylalanine (DOPA), which contains catechol 
groups, yielding catechol-functionalized PEI (CPEI). 
Catechol groups interact with metallic materials, 
including iron oxide, gold, and silver [27, 28]. Thus, 
CPEI can coordinate onto the surface of AuNPs, 
promoting complexation with plasmid DNA (pDNA). 
As illustrated in Scheme 1, AuNPs, CPEI, and pDNAs 
undergo three rounds of complexation. Between the 
rounds, heparin (HP), a negatively charged 
polysaccharide [21, 29], is added and encapsulated in 
the complexes, providing a more compact structure. 

Polysaccharides are natural molecules with 
advantages for theranostics, including diversity of 
size and charge, abundance, biodegradebility, and 
low toxicity in vivo [30, 31]. In particular, as materials 
for NPs, they are increasingly being used to control 
the release of molecular payloads [22, 32, 33].  

By repeating the complexation process, multi-
ply-clustered gold-based nanoparticles (mCGNPs) 
can be fabricated to serve as nanoscale gene delivery 
vehicles. For a comparative evaluation of the 
mCGNPs, we also fabricated singly-clustered gold- 
based nanoparticles (sCGNPs), which contain all of 
the aforementioned components except for HP and 
are formed by a different complexation method. 
Comparison of uptake efficiency, gene expression 
efficiency, and expression patterns of the delivered 
genes revealed that mCGNPs were more effective 
than sCGNPs for stable and long-term gene delivery.  

Finally, pDNA harboring SOX9 (SRY-Box9) was 
incorporated into mCGNPs, and the resultant parti-
cles were used to induce human mesenchymal stem 
cells (hMSCs) to undergo chondrogenic differentia-
tion in vitro and in vivo. SOX9 acts as a master 
regulator of chondrogenesis by promoting expression 
of extracellular matrix (ECM) proteins, including 
Col2a1 and aggrecan (AGG) [34-36]. Because SOX9 is a 
key chondrogenic transcription factor, it must be 
expressed in most periods of chondrogenesis [37-39]. 
Therefore, to promote chondrogenic differentiation of 
cells, pDNA-SOX9 complexed to mCGNPs must be 
released efficiently and expressed as long as possible. 
We achieved longer-term expression of SOX9 with 
mCGNPs than with sCGNPs. Longer-term expression 
of this transcription factor improved and accelerated 
induction of chondrogenic differentiation.  

Methods 
Materials  

AuNPs (5 nm in water, EM.GC5) were purch-
ased from BBI Solutions (Newport, Wales, UK). 3-(3,4- 
Dihydroxyphenyl) propionic acid (DPA), bPEI (25 
kDa), and RITC were purchased from Sigma-Aldrich 
(St. Louis, MO, USA). Fluorescein-conjugated HP 
(H7482) was purchased from Invitrogen (Carlsbad, 
CA, USA). 

Synthesis of CPEI  
DOPA-conjugated PEI was synthesized by the 

conventional carbodiimide reaction as previously 
described [17]. The fluorescent dye RITC (λex: 562 nm; 
λem: 583 nm) was chemically conjugated to the amine 
groups of PEI via the isocyanate–amine reaction, 
yielding CPEI.  
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Scheme 1. Illustration of multiply-clustered gold-based nanoparticles (mCGNPs) fabricated by repeated complexation of gold nanoparticles (AuNPs), 
catechol-functionalized polyethyleneimine (CPEI), and pDNA with heparin (HP), resulting in prolonged gene delivery and expression in vitro and in vivo. 
In this study, this system was used to induce stem cells to undergo chondrogenic differentiation by introducing pDNA-SOX9. Prolonged expression of SOX9 triggered 
expression of chondrogenic ECM proteins, including collagen type II (COLII) and aggrecan (AGG), from the early stage, thereby promoting and accelerating chondrogenic 
differentiation. 

 

Fabrication of sCGNPs and mCGNPs 
AuNPs ~5 nm in diameter were coated with 

CPEI via the catechol-mediated interaction between 
the AuNP surface and the catechol groups of DOPA. 
These cationic NPs were complexed with anionic 
pDNA. Total amount of AuNP, CPEI (5µg~ 15µg), 
and pDNA (3µg) were mixed at once, yielding 
sCGNPs. On the other hands, the sequential assembly 
process of complexation of 1/3 of total amount, 
AuNP, CPEI (1.67µg ~ 5µg), and pDNA (1µg), was 
repeated three times, and HP (5µg ~ 10µg) was 
encapsulated between each round, yielding mCGNPs. 

Characterization of sCGNPs and mCGNPs 
The hydrodynamic diameter and surface charge 

of NPs were measured with a Zetasizer Nano ZS 
(Malvern Incorporated, Malvern, UK). NPs were 
dispersed in ultra-pure water, and 20 measurements 
were conducted per sample. The morphology and 
distribution of NPs was visualized by TEM (H-7600, 
Hitachi, Tokyo, Japan) and AFM (NanoWizard II, JPK 

Instruments, Berlin, Germany). Samples were coated 
onto carbon film on 200 mesh copper grids (Electron 
Microscopy Science, Hatfield, PA, USA), dried 
overnight at room temperature, and visualized by 
TEM (ARM200F, JEOL, Tokyo, Japan). The levels of 
AuNP, CPEI, and HP in sCGNPs and mCGNPs were 
determined by various tools based on the physical 
and chemical properties of each component. AuNPs 
were characterized using a UV-vis spectrometer 
(TECAN PRO 200, Männedorf, Switzerland) in the 
wavelength range from 450 to 700 nm. CPEI and HP 
were detected on a fluorescence plate reader (TECAN 
PRO 200) using a ChemiDoc imaging system 
(BR170-8265, Bio-Rad Laboratories, Hercules, CA, 
USA), after which the fluorescence intensity was 
calculated. 

Dissociation of HP from mCGNPs 
FL-HP (H7482, Invitrogen) was used to detect 

HP associated with mCGNPs. mCGNPs complexed 
with FL-HP were suspended in phosphate-buffered 
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saline (PBS, PH 7.4) and incubated in 5 % CO2 at 37 °C. 
Samples were taken at pre-determined time intervals 
(1, 2, 3, 7, and 10 days) and centrifuged for 30 min. The 
supernatant was collected and subcutaneously 
injected into BALB/c nude mice, and fluorescence 
was detected (λex: ~480 nm; λem: ~520 nm) on a 
Xenogen instrument (IVIS imaging system 200, 
PerkinElmer, Waltham, MA, USA). The animal study 
was approved by the Institutional Animal Care and 
Use Committee (IACUC) of CHA. Fluorescence 
intensity of the collected supernatant was analyzed on 
a microplate reader (TECAN PRO 200). 

Release of loaded DNA from sCGNPs and 
mCGNPs 

sCGNP and mCGNP complexes were suspended 
in PBS (PH 7.4) and incubated in 5 % CO2 at 37 °C. 
Samples were taken at various time intervals (1, 2, 3, 7, 
and 10 days) and centrifuged at 13,000 rpm for 30 min. 
Supernatants were analyzed to determine the 
concentration of released DNA. The concentration of 
released pDNA was quantified by the PicoGreen 
assay (P11496, Invitrogen). pDNA solution from 
CGNPs (sCGNPs and mCGNPs) was diluted in TE 
buffer (10 mM Tris-HCl, 1 mM EDTA, PH 7.5). An 
equal volume of Quant-iT™ PicoGreen reagent was 
added to the samples and incubated for 2 to 5 min at 
room temperature in the dark. Fluorescence was 
measured on a microplate reader (TECAN PRO 200) 
at an excitation wavelength of 480 nm and an 
emission wavelength of 520 nm and detected using a 
ChemiDoc XRS system (BR170-8265, Bio-Rad 
Laboratories). 

Gel retardation assay 
To confirm that the NPs were capable of binding 

cargo genes, gel retardation assay was performed and 
visualized on a ChemiDoc imaging system (BR170- 
8265, Bio-Rad Laboratories, Hercules, CA, USA). 

Cell culture 
hMSCs isolated from the bone marrow of a 

20-year-old man were purchased from Lonza (PT- 
2501, Lonza, Walkersville, MD, USA). hMSCs were 
cultivated in DMEM high glucose medium (SH30022) 
supplemented with 10 % fetal bovine serum and 1% 
antibiotic–antimycotic solution in a humidified 5 % 
CO2 incubator at 37 °C. The culture medium was 
replaced every 2–3 days. All experiments were 
performed with cells at passages 5–7.  

Gene transfection of hMSCs using sCGNPs and 
mCGNPs 

hMSCs were transfected with pDNAs, using the 
optimal composition and concentration of sCGNPs 

and mCGNPs, in serum-free medium for 20 min, 
followed by incubation for 4 hours.  

Cytotoxicity studies of sCGNPs and mCGNPs 
in hMSC 

Cytotoxicity was evaluated using the Live/Dead 
assay (Invitrogen). hMSCs treated with sCGNPs or 
mCGNPs were incubated in a solution containing 2 
µM calcein AM (to stain live cells) and 4 µM EthD-1 
(to stain dead cells) and visualized by fluorescence 
microscopy (EVOS FL, Thermo Fisher, Waltham, MA, 
USA). The state of cells treated with NPs was 
confirmed by FACS (Guava Technologies, Hayward, 
CA, USA). 

Creation of articular cartilage defected rat 
models and mCGNP application 

Eight-week-old Sprague Dawley (SD) rats were 
used in this study. After para-patellar arthrotomy, the 
patellar groove was exposed by laterally dislocating 
patella and partial cartilage defect along the groove by 
the biopsy punch (1.0mm diameter, BP-10F, Kai 
Corporation, Tokyo, Japan). To establish the mode, a 
defect (200 µm × 9 mm2; depth × area) was introduced 
into the knee (i.e., the site of patellar groove). Sub-
sequently, prepared pellets of hMSCs (non-treated, 
sCGNP-treated, or mCGNP-treated) were trans-
planted at the defect sites in fibrin gel (Beriplast-P 
Combi-set, CSL Behring, Marburg, Germany). After 
the patella was relocated, the muscle and skin were 
sutured with a black silk 5-0 (SK526, Ailee Company 
Limited, Busan, Korea). At 1, 3, and 6 weeks after 
transplantation, three rats (two legs, n=6) from each 
group were sacrificed, the transplanted pellets were 
collected and the extent of repair was evaluated. 

Reverse transcription–polymerase chain 
reaction (RT-PCR) 

For analysis of mRNA, total RNA was extracted 
using TRIzol (Thermo Fisher Scientific), and quality 
and concentration were determined using a spectro-
photometer (NanoDrop 2000, Thermo Fisher Scien-
tific). Total RNA (500 ng) was reverse-transcribed 
according to the manufacturer’s protocol (M-MLV 
Reverse Transcriptase, Invitrogen). PCR reactions 
were performed using G-Taq PCR Mastermix 
(CMT7001, Cosmogenetech, Seoul, Korea) under 
conditions appropriate for each primer. PCR products 
were stained with ethidium bromide (EtBr) and 
confirmed on agarose gels visualized under UV light.  

Western blotting analysis 
For analysis of protein, total protein was 

extracted using radioimmunoprecipitation (RIPA) 
buffer. Cell lysates (40 µg) were analyzed on 10% 
SDS-PAGE gels. Blots were incubated with primary 
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antibodies and HRP-conjugated secondary antibodies 
(Bio-Rad); buffers contained 2.5% skim milk. Signals 
were detected on films using enhanced chemilumi-
nescence (Amersham Pharmacia; GE Healthcare, 
Pittsburgh, PA, USA). 

Immunofluorescence analysis 
The pellets of hMSCs cultured in 3D systems and 

collected from defected cartilage of rats were fixed 
with 4% paraformaldehyde, embedded in optimal 
cutting temperature compound (TISSUE-TEK 4583; 
Sakura Finetek Inc., Torrance, CA, USA), and sliced 
into sections (10 µm thick) using a cryotome (HM 525; 
Thermo Fisher Scientific). Immunofluorescence was 
performed under humidified conditions using prim-
ary antibodies against SOX9 (AB5335, Rb, Abcam) 
and COLII (MAB 1330, Ms, Millipore). Thereafter, 
samples were stained with fluorescently labeled 
secondary antibodies (1:500; Thermo Scientific), 
incubated with DAPI for 10 min to stain the nucleus, 
and visualized by fluorescence confocal microscopy 
(LSM 880 META, Zeiss).  

Results and Discussion 
Characterization of sCGNPs and mCGNPs 

We sought to fabricate mCGNPs by multiple 
rounds of complexation with HP, with the hope of 
forming more compact and layered structures that 
could achieve prolonged delivery of exogenous 
pDNA in transfected cells. In parallel, we synthesized 
gold clustered NPs with a single round of complexa-
tion, without HP (sCGNPs), using the same amount of 
AuNPs, CPEI, and pDNA as in the mCGNP system. 
As shown in fig. 1A, mCGNPs were fabricated in 
three steps, consisting of repeated rounds of 
complexation of AuNPs, CPEI, and pDNA in that 
order. Between the steps, HP was added by ionic 
complexation with CPEI. By contrast, sCGNPs were 
synthesized in one step. Intermediate products, 
including mono-clusters (Mo) and double clusters 
(Db), were produced at the first and second step of 
complexation; finally, after the third step, the triple 
clusters called mCGNPs were obtained. The sizes of 
Mo, Db, and Tp (mCGNPs) were confirmed by 
dynamic light scattering (DLS) to be 98, 156, and 198 
nm, with positive charge (Figure S1) indicating that 
they were of the proper size to serve as nano-carriers. 
As shown in the transmission electron microscopy 
(TEM) image, the NP structures in each of the three 
steps were getting tightened, and ultimately 
condensed mCGNPs with nucleated AuNPs were 
obtained (Figure 1A). DLS analysis and atomic force 
microscopy (AFM) revealed that the size distribution 
of mCGNPs was monodisperse (Figure S2A, B). The 

stability of the prepared mCGNP and sCGNP was 
confirmed at 1, 3, 7, 10, and 14 days in the aqueous 
solution, and gradually precipitated from day 7 
(Figure S3).  

Except for HP, sCGNPs and mCGNPs have the 
same components (Au (gold) of AuNP and N 
(nitrogen) of CPEI), as confirmed by elemental 
mapping by energy-dispersive X-ray spectroscopy 
(EDS) (Figure S4). First, we confirmed the relative 
amounts of components, including AuNPs, CPEI, and 
pDNA. sCGNPs and mCGNPs contained the same 
amount of AuNPs (Figure 1B-a), and both types of 
particles had absorbance peaks at a wavelength of 
about 540 nm. As the complexation steps of mCGNPs 
progressed, the absorbance peak increased in 
intensity and shifted slightly to the right, indicating 
that the particles got bigger as the AuNP content 
increased. Also, sCGNPs and mCGNPs contained the 
same amount of CPEI (Figure 1B-b). CPEI was 
detected with a fluorescence detector (ChemiDoc) via 
coupled rhodamine-B-isothiocyanate (RITC), which 
yielded similar values for sCGNPs and mCGNPs. As 
expected, HP was detected in mCGNPs, but not in 
sCGNPs. HP was detected on a fluorescence detector 
using FITC-conjugated HP (FL-HP) (Figure 1C). The 
FITC level in mCGNPs increased with the number of 
complexation steps. A gel retardation assay revealed 
that all components were tightly associated by mutual 
electrostatic interactions, i.e., the pDNA was 
efficiently complexed within the mCGNPs (Figure 
1D).  

In heparin and gene release from sCGNPs and 
mCGNPs 

The compact mCGNPs released pDNA due to 
dissociation of HP complexed with CPEI over time. 
Dissociation of HP and release of pDNA from 
mCGNPs were examined over the course of 10 days. 
TEM imaging confirmed that mCGNPs gradually 
loosened due to dissociation of HP, leading to the 
release of pDNA (Figure 2A). The use of FL-HP made 
it possible to trace or measure the relative amount of 
HP by confocal laser microscopy or on a microplate 
reader. During 10 days, released FL-HP from mCGNP 
was collected and detected by microplate fluorescence 
detector (Figure 2B-a). From days 1 to 10, FL-HP was 
detectable with the samples from mCGNPs, but not 
sCGNPs (Figure 2B-b). pDNA released from sCGNPs 
and mCGNPs was collected at 1, 2, 3, 7, and 10 days 
after complexation and subjected to gel retardation 
assay. Released pDNA was detectable for 10 days in 
samples containing mCGNPs, but only 3 days in those 
containing sCGNPs (Figure 2C). The same result was 
obtained in the PicoGreen assay (Figure 2D).  
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Figure 1. Characterization of sCGNPs and mCGNPs. Morphologies and sizes of sCGNPs and mCGNPs, determined by transmission electron microscopy, with brief 
schematic features of the fabrication process (A). Composition and amount of AuNPs and RITC-CPEI was determined by measuring absorbance on a plate reader (B). 
Composition and amount of heparin (HP) conjugated to FITC (FL-HP) was determined by measuring fluorescence (C). Finally, complexation of pDNA was confirmed by gel 
retardation assay (D). Scale bar, 100 nm. 

 

Cytotoxicity and dissociation from sCGNPs 
and mCGNPs 

To assess gene delivery activities, hMSCs were 
treated with sCGNPs and mCGNPs with pDNA and 
cultured until 10 d after transfection (Figure 3A). First, 
we performed live/dead assay to identify the proper 
concentration of CPEI in CGNP system (Figure 3B). 
The optimal quantity of CPEI was less than 5 µg in 
sCGNP system, while less than 15 µg in mCGNP 
system. With 7.5 µg of CPEI, the mCGNP-treated 
sample contained almost no dead cells (red color), 
whereas the sCGNP-treated sample had many more 
dead cells. Taken together, mCGNPs had lower 

cytotoxicity than sCGNPs. The cellular uptake study 
revealed that almost all hMSCs were taken up 
mCGNPs and sCGNPs as determined by FACS 
analysis (Figure S5A), confocal laser microscopy 
(Figure S5B), and TEM (Figure S5C). After 
internalization into cells, almost all NPs were 
concentrated near the nucleus, implying that both 
sCGNPs and mCGNPs entered cells and escaped 
from endosomes, ultimately drawing near the nucleus 
to deliver genes. Due to complexation with HP, the 
mCGNPs were more compact structures, resulting in 
sustained release of complexed pDNA and leading in 
turn to prolonged gene expression. After cellular 
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uptake of mCGNP, AuNP and CPEI gradually 
dissociated from mCGNPs via degradation of HP, 
resulting in the gradual release of pDNA. TEM 
analysis revealed gradual dissociation of AuNPs near 
the nucleus until day 10 after transfection in the 
mCGNP-system, while until day 3 in the sCGNP- 
system (Figure 3C). In addition, RITC- CPEI could be 
traced by FACS analysis. RITC-CPEI in mCGNPs was 
detected until day 10 (30 % of cells) after transfection, 
and until day 3 in sCGNP-treated cells (Figure 3D).  

To investigate the duration of gene expression in 
stem cells, human mesenchymal stem cells (hMSCs) 
were exposed to mCGNPs and sCGNPs harboring 
pDNA-EGFP, and then harvested 1, 3, or 10 days after 
transfection. On day 1, mCGNPs had higher gene 
expression efficiency than bPEI or sCGNP, and the 
expression was maintained for 10 days after 
transfection, but not by bPEI and sCGNP in RNA and 

protein level as determined by RT-PCR and western 
blotting (Figure S6A, B). When hMSCs were treated 
with mCGNPs harboring pDNA-EGFP, GFP 
expression was maintained for 10 days after 
transfection (Figure S6). Although GFP RNA, GFP 
protein persisted for 10 days using the mCGNP 
system, it was not detectable in the sCGNP system at 
this time point (Figure S10A, C). Protein levels, as 
determined by FACS, western blotting, and confocal 
laser microscopy, reflected the RNA levels (Figure 
S10B, C, D).Thus, mCGNPs achieved much more 
prolonged gene expression than sCGNPs, likely due 
to their structural features. In addition to GFP, 
another reporter gene, pDNA-Luciferase, was 
conjugated to various carriers and the efficiency of 
each carrier gene was confirmed on days 1, 3, 7, and 
10. Like GFP, pLuc was expressed up to 10 days when 
combined with mCGNP (Figure S7). 

 

 
Figure 2. Evaluating dissociation of heparin and release of loaded pDNA from sCGNPs and mCGNPs over 10 days. Brief illustration and TEM image showing 
dissociation of heparin with release of pDNA from mCGNPs for 10 days after fabrication (A). FL-HP collected from mCGNPs on days 1, 2, 3, 7, and 10 was subcutaneously 
injected into the mice and detected using a Xenogen instrument (B-a). The graph (B-b) shows the detected intensity value in the mice. pDNAs released from sCGNPs and 
mCGNPs were collected on days 1, 2, 3, 7, and 10. Qualitative and quantitative analysis of the pattern of pDNA release from sCGNPs and mCGNPs was performed by gel 
retardation assay (C) with the PicoGreen assay (D). Scale bar, 100 nm. 
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Figure 3. Cytotoxicity and dissociation of mCGNPs and sCGNPs in cells. A brief scheme shows that human mesenchymal stem cells (hMSCs), which were transfected 
with CGNPs (sCGNPs and mCGNPs) complexed with pDNA, were observed for cytotoxicity and dissociation of sCGNPs or mCGNPs for 10 days after transfection (A). 
Optimal concentration range of CPEI in sCGNPs and mCGNPs was determined by live/dead assay (B). Images of cell TEM analysis (C) and the results of FACS analysis (D) show 
the gradual dissociation of AuNP from sCGNPs and mCGNPs at 1, 3, and 10 days after internalization. Scale bar, 200 nm. 

 

Chondrogenic differentiation using sCGNPs or 
mCGNPs in a 3D environment  

We tested whether the mCGNP system could 
efficiently induce chondrogenic differentiation in 
hMSCs in a 3D culture system. To this end, we 
delivered SOX9, a key chondrogenic transcription 
factor, into hMSCs. mCGNPs containing pDNA-SOX9 
triggered faster and more prolonged expression of 
ECM proteins involved in chondrogenesis, including 
collagen type II (COLII) and AGG, than sCGNPs 
(Figure 4A). Moreover, pDNA-SOX9 was expressed 
for longer (until day 14) when delivered on mCGNPs 

than on sCGNPs (Figure 4B, C). In a glycosamino-
glycan (GAG) assay, ECM proteins exhibited much 
more prolonged expression (14 days) in the mCGNP 
system (Figure 4D). ECM-related genes were 
expressed earlier, at both the RNA and protein levels, 
when delivered on mCGNPs (day 14) than on 
sCGNPs (day 21), resulting in faster induction of 
chondrogenic differentiation (Figure 4E, F). Finally, 
we performed confocal laser microscopy to visualize 
the chondrocyte-related proteins SOX9 (red 
fluorescence) and COLII (green fluorescence) in 
pellets treated with sCGNPs or mCGNPs (Figure 4G). 
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mCGNP-treated hMSC pellets contained lacunae in 
their centers, and expressed COLII and SOX9 evenly 
throughout. In addition, mCGNP-treated hMSCs 
pellets stained brightly with Alcian blue and Safranin 
O, which label proteoglycans (Figure S11).  

Effect of sCGNPs or mCGNPs in the rat model 
of articular cartilage defect 

Finally, to confirm the therapeutic effect, we 
applied the mCGNP system to an animal model of 
articular cartilage defected using Sprague Dawley 
(SD) rats. A schematic of the experiment is provided 
in Figure 5A. The animals were randomized into three 
groups: non-treated hMSCs, pSOX9 coated sCGNP- 
treated hMSCs, pSOX9 coated mCGNP-treated 
hMSCs, and pLuc coated mCGNP-treated hMSCs. 
Repair of defects in the patellar groove started 1 week 

after transplantation of mCGNP-treated hMSCs, 
earlier than in animals that received non-treated or 
sCGNP-treated hMSCs (Figure S12A). Expression of 
COLII and AGG began 1 week after transplantation of 
mCGNP-treated hMSCs, as determined at the RNA 
level by RT-PCR (Figure S12B) and at the protein level 
by western blot analysis (Figure S12C). In addition, 
the knee in each group were collected, sectioned and 
stained with Alcian blue (Figure 5B) and Safranin O 
(Figure 5C), which label proteoglycans expressed in 
cartilage. As in RT-PCR and western blot results, 
repair of defects in the patellar groove started to 
express proteoglycan 1 week after transplantation of 
mCGNP-treated hMSCs, earlier than non-treated or 
sCGNP-treated hMSCs.  

 

 
Figure 4. Evaluation of chondrogenic differentiation in hMSCs treated with pDNA-SOX9 on sCGNPs or mCGNPs in a 3D environment. Illustration showing 
how pDNA-SOX9 delivered by mCGNPs efficiently triggered induction of chondrogenic differentiation in hMSCs by promoting expression of extracellular matrix (ECM) 
proteins, including COLII and aggrecan (AGG), earlier and more effectively than the same construct delivered by sCGNPs (A). Expression of pDNA-SOX9 was evaluated for 21 
days after transfection. RNA and protein levels of pDNA-SOX9 expression following delivery by sCGNPs or mCGNPs were determined by RT-PCR (B) and western blotting 
analysis (C), respectively. At 14, 21, and 28 days after transfection, GAG assays were performed to evaluate ECM proteins from hMSCs (D). RNA and protein levels of COLII and 
AGG were determined by RT-PCR (E) and western blot analysis (F), respectively. Pellets of hMSCs cultured for 21 days were sectioned, immunostained for SOX9 and COLII, 
and visualized by confocal laser microscopy (G). Scale bar, 100 µm. 
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Figure 5. Effect of mCGNP containing pDNA-SOX9 in the rat model of articular cartilage defect. Schematic of experimental procedures, including the creation of 
the cartilage defect model, transplantation of the engineered cells, and repair of cartilage (A). Histological analysis (Alcian blue (B) and Safranin O (C), which label proteoglycans.) 
of chondrogenic differentiation of rat knee at 1w, 3w, and 6w after treatment. 

 
 
Based on these results of in vitro and in vivo 

system, we conclude that induction of prolonged 
SOX9 expression caused stem cells to undergo 
chondrogenic differentiation more rapidly. mCGNPs 
shows the possibility as a tool for cell therapy by gene 
delivery for the reason. First, they were biocompatible 
as a gene delivery carrier. AuNPs (~5nm) and CPEI, 
composed of mCGNPs, are dissociated from mCGNP 
and then slowly released in the cell by exocytosis or 
degradation. Secondly, the pDNA was well-delivered 
by the mCGNP system during relatively prolonged 
time, resulting in the improvement of the therapeutic 
effect. The factor which needs to be expressed for as 
long as possible for the therapeutic effect, like SOX9 in 
the process of chondrogenesis, could be applied in the 
mCGNP system. 

Supplementary Material  
Supplementary materials and methods, figures.  
http://www.thno.org/v09p5009s1.pdf   

Acknowledgments 
Funding 

This work was supported by National Research 
Foundation of Korea (NRF) grants funded by the 
Korean Government (NRF-2017R1A2A1A05001264, 
NRF-2019R1A6A1A03032888, NRF-2017M3A9C60613 
60, and 2018R1D1A1B07040353).  

Data and materials availability 
All data associated with this study are in the 

paper or the Supplementary Materials. 



 Theranostics 2019, Vol. 9, Issue 17 
 

 
http://www.thno.org 

5019 

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Yin H, Kanasty RL, Eltoukhy AA, Vegas AJ, Dorkin JR, and Anderson DG. 

Non-viral vectors for gene-based therapy. Nat Rev Genet. 2014;15(8):541-55. 
2. Cutlar L, Zhou D, Hu X, Duarte B, Greiser U, Larcher F, et al. A non-viral gene 

therapy for treatment of recessive dystrophic epidermolysis bullosa. Exp 
Dermatol. 2016;25(10):818-20. 

3. Chen J, Guo Z, Tian H, and Chen X. Production and clinical development of 
nanoparticles for gene delivery. Mol Ther Methods Clin Dev. 2016;3:16023. 

4. Foldvari M, Chen DW, Nafissi N, Calderon D, Narsineni L, and Rafiee A. 
Non-viral gene therapy: Gains and challenges of non-invasive administration 
methods. J Control Release. 2016;240:165-90. 

5. Cheng W, Yang C, Hedrick JL, Williams DF, Yang YY, and Ashton-Rickardt 
PG. Delivery of a granzyme B inhibitor gene using carbamate-mannose 
modified PEI protects against cytotoxic lymphocyte killing. Biomaterials. 
2013;34(14):3697-705. 

6. Zhang X, Duan Y, Wang D, and Bian F. Preparation of arginine modified 
PEI-conjugated chitosan copolymer for DNA delivery. Carbohydr Polym. 
2015;122:53-9. 

7. Cataliotti A, Tonne JM, Bellavia D, Martin FL, Oehler EA, Harders GE, et al. 
Long-term cardiac pro-B-type natriuretic peptide gene delivery prevents the 
development of hypertensive heart disease in spontaneously hypertensive 
rats. Circulation. 2011;123(12):1297-305. 

8. Cao H, Wu J, Duan C, Du K, Lee CM, Yeger H, et al. Long-Term Expression of 
the Human CFTR Gene in Mouse Airway via Helper-Dependent Adenoviral 
Vector Delivery and Transient Immunosuppression. Hum Gene Ther. 
2016;27(1):83-91. 

9. Li N, Yang H, Yu Z, Li Y, Pan W, Wang H, et al. Nuclear-targeted siRNA 
delivery for long-term gene silencing. Chem Sci. 2017;8(4):2816-22. 

10. Nagahara AH, Bernot T, Moseanko R, Brignolo L, Blesch A, Conner JM, et al. 
Long-term reversal of cholinergic neuronal decline in aged non-human 
primates by lentiviral NGF gene delivery. Exp Neurol. 2009;215(1):153-59. 

11. Mandal S, Bakeine GJ, Krol S, Ferrari C, Clerici AM, Zonta C, et al. Design, 
development and characterization of multi-functionalized gold nanoparticles 
for biodetection and targeted boron delivery in BNCT applications. Appl 
Radiat Isot. 2011;69(12):1692-97. 

12. Mousavi MZ, Chen HY, Wu SH, Peng SW, Lee KL, Wei PK, et al. Magnetic 
nanoparticle-enhanced SPR on gold nanoslits for ultra-sensitive, label-free 
detection of nucleic acid biomarkers. Analyst. 2013;138(9):2740-48. 

13. Kim JH, and Lavin BW. Preparation of gold nanoparticle aggregates and their 
photothermal heating property. J Nanosci Nanotechnol. 2011;11(1):45-52. 

14. Liu Z, Zhao F, Gao S, Shao J, and Chang H. The Applications of Gold 
Nanoparticle-Initialed Chemiluminescence in Biomedical Detection. 
Nanoscale Res Lett. 2016;11(1):460. 

15. Jeong EH, Jung G, Hong CA, and Lee H. Gold nanoparticle (AuNP)-based 
drug delivery and molecular imaging for biomedical applications. Arch 
Pharm Res. 2014;37(1):53-9. 

16. Silva CO, Petersen SB, Reis CP, Rijo P, Molpeceres J, Fernandes AS, et al. EGF 
Functionalized Polymer-Coated Gold Nanoparticles Promote EGF 
Photostability and EGFR Internalization for Photothermal Therapy. PLoS One. 
2016;11(10):e0165419. 

17. Park JS, Park W, Kang AY, Larson AC, Kim DH, and Park KH. 
Multi-functional nanotracers for image-guided stem cell gene therapy. 
Nanoscale. 2017;9(14):4665-76. 

18. Encabo-Berzosa MM, Sancho-Albero M, Sebastian V, Irusta S, Arruebo M, 
Santamaria J, et al. Polymer functionalized gold nanoparticles as nonviral gene 
delivery reagents. J Gene Med. 2017;19(6-7). 

19. Lee MY, Yang JA, Jung HS, Beack S, Choi JE, Hur W, et al. Hyaluronic 
acid-gold nanoparticle/interferon alpha complex for targeted treatment of 
hepatitis C virus infection. ACS Nano. 2012;6(11):9522-31. 

20. Li YF, Zhang HT, and Xin L. Hyaluronic acid-modified polyamidoamine 
dendrimer G5-entrapped gold nanoparticles delivering METase gene inhibits 
gastric tumor growth via targeting CD44+ gastric cancer cells. J Cancer Res 
Clin Oncol. 2018;144(8):1463-73. 

21. Jeon O, Yang HS, Lee TJ, and Kim BS. Heparin-conjugated polyethylenimine 
for gene delivery. J Control Release. 2008;132(3):236-42. 

22. Liu S, Zhang L, Cheng J, Lu Y, and Liu J. Sustained release of hepatocyte 
growth factor by cationic self-assembling peptide/heparin hybrid hydrogel 
improves beta-cell survival and function through modulating inflammatory 
response. Int J Nanomedicine. 2016;11:4875-90. 

23. Boyles MS, Kristl T, Andosch A, Zimmermann M, Tran N, Casals E, et al. 
Chitosan functionalisation of gold nanoparticles encourages particle uptake 
and induces cytotoxicity and pro-inflammatory conditions in phagocytic cells, 
as well as enhancing particle interactions with serum components. J 
Nanobiotechnology. 2015;13:84. 

24. Ahn HH, Lee JH, Kim KS, Lee JY, Kim MS, Khang G, et al. 
Polyethyleneimine-mediated gene delivery into human adipose derived stem 
cells. Biomaterials. 2008;29(15):2415-22. 

25. Sawant RR, Sriraman SK, Navarro G, Biswas S, Dalvi RA, and Torchilin VP. 
Polyethyleneimine-lipid conjugate-based pH-sensitive micellar carrier for 
gene delivery. Biomaterials. 2012;33(15):3942-51. 

26. Wang X, Niu D, Hu C, and Li P. Polyethyleneimine-Based Nanocarriers for 
Gene Delivery. Curr Pharm Des. 2015;21(42):6140-56. 

27. Lin Y, Chen C, Wang C, Pu F, Ren J, and Qu X. Silver nanoprobe for sensitive 
and selective colorimetric detection of dopamine via robust Ag-catechol 
interaction. Chem Commun (Camb). 2011;47(4):1181-83. 

28. Castells-Gil J, Novio F, Padial NM, Tatay S, Ruiz-Molina D, and 
Marti-Gastaldo C. Surface Functionalization of Metal-Organic Framework 
Crystals with Catechol Coatings for Enhanced Moisture Tolerance. ACS Appl 
Mater Interfaces. 2017;9(51):44641-48. 

29. Crouzier T, Szarpak A, Boudou T, Auzely-Velty R, and Picart C. 
Polysaccharide-blend multilayers containing hyaluronan and heparin as a 
delivery system for rhBMP-2. Small. 2010;6(5):651-62. 

30. Basu A, Kunduru KR, Abtew E, and Domb AJ. Polysaccharide-Based 
Conjugates for Biomedical Applications. Bioconjug Chem. 2015;26(8):1396-412. 

31. Swierczewska M, Han HS, Kim K, Park JH, and Lee S. Polysaccharide-based 
nanoparticles for theranostic nanomedicine. Adv Drug Deliv Rev. 2016;99(Pt 
A):70-84. 

32. Bhalerao UM, Valiveti AK, Acharya J, Halve AK, and Kaushik MP. Controlled 
release studies of antimalarial 1, 3, 5-trisubstituted-2-pyrazolines from 
biocompatible chitosan-heparin Layer-by-Layer (LbL) self assembled thin 
films. Colloids Surf B Biointerfaces. 2015;125:151-9. 

33. Liu T, Zeng Z, Liu Y, Wang J, Maitz MF, Wang Y, et al. Surface modification 
with dopamine and heparin/poly-L-lysine nanoparticles provides a favorable 
release behavior for the healing of vascular stent lesions. ACS Appl Mater 
Interfaces. 2014;6(11):8729-43. 

34. Shi S, Mercer S, Eckert GJ, and Trippel SB. Regulation of articular chondrocyte 
aggrecan and collagen gene expression by multiple growth factor gene 
transfer. J Orthop Res. 2012;30(7):1026-31. 

35. Zhu Y, Tao H, Jin C, Liu Y, Lu X, Hu X, et al. Transforming growth 
factor-beta1 induces type II collagen and aggrecan expression via activation of 
extracellular signal-regulated kinase 1/2 and Smad2/3 signaling pathways. 
Mol Med Rep. 2015;12(4):5573-9. 

36. Yoon HJ, Kim SB, Somaiya D, Noh MJ, Choi KB, Lim CL, et al. Type II collagen 
and glycosaminoglycan expression induction in primary human chondrocyte 
by TGF-beta1. BMC Musculoskelet Disord. 2015;16:141. 

37. Tew SR, and Clegg PD. Analysis of post transcriptional regulation of SOX9 
mRNA during in vitro chondrogenesis. Tissue Eng Part A. 
2011;17(13-14):1801-7. 

38. Hino K, Saito A, Kido M, Kanemoto S, Asada R, Takai T, et al. Master 
regulator for chondrogenesis, Sox9, regulates transcriptional activation of the 
endoplasmic reticulum stress transducer BBF2H7/CREB3L2 in chondrocytes. 
J Biol Chem. 2014;289(20):13810-20. 

39. Liu CF, and Lefebvre V. The transcription factors SOX9 and SOX5/SOX6 
cooperate genome-wide through super-enhancers to drive chondrogenesis. 
Nucleic Acids Res. 2015;43(17):8183-03. 

 


