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Abstract: Autophagy is a cellular process that contributes to the maintenance of cell homeostasis
through the activation of a specific path, by providing the necessary factors in stressful and physiolog-
ical situations. Autophagy plays a specific role in chondrocyte differentiation; therefore, we aimed to
analyze this process in adipose-derived mesenchymal stromal cells (ASCs) laden in three-dimensional
(8D) hydrogel. We analyzed chondrogenic and autophagic markers using molecular biology, immuno-
histochemistry, and electron microscopy. We demonstrated that ASCs embedded in 3D hydrogel
showed an increase expression of typical autophagic markers Beclin 1, LC3, and p62, associated with
clear evidence of autophagic vacuoles in the cytoplasm. During ASCs chondrogenic differentiation,
we showed that autophagic markers declined their expression and autophagic vesicles were rare,
while typical chondrogenic markers collagen type 2, and aggrecan were significantly increased. In
line with developmental animal models of cartilage, our data showed that in a 3D hydrogel, ASCs
increased their autophagic features. This path is the fundamental prerequisite for the initial phase of
differentiation that contributes to fueling the cells with energy and factors necessary for chondrogenic
differentiation.
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1. Introduction

Autophagy is a highly conservative eukaryotic process that represents a crucial path
in the maintenance of cellular homeostasis under physiological and stressful situations. It is
characterized by an intracellular degradation and recycling pathway in which metabolites
generated in the vacuoles or lysosomes are reused as sources of energy or for the synthe-
sis of new macromolecules [1]. A series of protein complexes, activated by autophagy-
related genes (atg), coordinate and regulate the formation of the autophagosome and
auto-lysosome membrane [2-7]. The autophagic process starts with a UNC 51-like kinase
1 (ULK1) induction complex followed by Beclin 1 (BECN1) protein-nucleation complex
that gives rise to a nascent autophagosome membrane [1,2,5]. The microtubule-associated
proteins 1A /1B light chain 3B (MAP1LC3B/LC3)-complex elongate the autophagosome
membrane by encapsulating the cargo in vesicles that subsequently generate an autolyso-
some by the action of sequestosome 1 (SQSTM1/p62)-complex [1,8]. The contents are
then degraded by proteases, lipases, nucleases, and glycosidases, and the breakdown
products (amino acids, lipids, nucleosides, and carbohydrates) are released into cytosol for
cell-recycling pathways [1,6,7]. The main players of autophagy machinery are lysosomes
and autophagosomes and, based on the cytoplasmic components inside the autophago-
somes, there are three different forms of autophagy: macro-autophagy (simply called
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autophagy), which is the best characterized form of autophagy, microautophagy, and
chaperone-mediated autophagy [1,9-11].

It has been shown, using the zebrafish joint formation model and murine limbs at
prenatal stages, that autophagy coordinates chondrocyte differentiation and the transition
of prechondrogenic cells into chondroblasts in vivo [12,13]. It has been confirmed in vitro
that autophagy plays an indispensable role in the transition of mesenchymal stromal cells
(MSCs) to proliferative chondrocytes [14]. Moreover, it has been postulated that autophagy
is involved in chondrogenesis, mainly in terms of nutrient supply and the replacement
of cellular components [15]. In fact, it has been shown that ablation of ATG5 or ATG7
during chondrogenesis causes mild growth retardation accompanied by enhanced cell
death and reduced cell proliferation [16], while target deletion of ATG5 in chondrocytes
promotes age-related osteoarthritis (OA) [17], confirming that autophagy has a chon-
droprotective role in OA disease [18,19]. Modulation of autophagy is fundamental for cell
differentiation in different cell types (i.e., myocytes, osteoblasts, neuronal cells, adipocytes,
chondrocytes) [2,20-23]. The use of positive and negative modulators of autophagy have
contributed to confirming this direct relation with chondrogenic differentiation [15,24]. It
has been shown that autophagy activation contributes to suppressing the chondrogenesis
of MSCs, while the reduction of the autophagic process contributes to the activation of
MSCs chondrogenesis [25]. In fact, the delay of cartilage development is strictly related to
the inhibition of autophagy [12,13].

MSCs are widely studied for their potential to induce chondrogenic differentiation [26,27].
Adipose tissue represents the source that contains a higher percentage of MSCs, defined
as adipose-derived MSCs (ASCs). These cells require the use of specific growth factors
for inducing chondrogenesis [28,29]. TGF31 or 3 and BMP6 are the growth factors mainly
responsible for the chondrogenic differentiation of MSCs [29].

Natural and synthetic hydrogels are widely studied as a good support for embedding
MSCs, creating a microenvironment that protects the cells and also favors chondrogenic dif-
ferentiation [30-32]. It has been shown that VitroGel® (VG) hydrogels mimic the cartilage
extracellular matrix (ECM) [33], and we recently demonstrated the positive chondrogenic
differentiation of encapsulated ASCs in VG hydrogel functionalized with an arginine—
glycine—aspartic acid (RGD) motif [34]. This tripeptide favors cell adhesion and matrix
interaction by boosting different cellular functions, such as proliferation and differentia-
tion [35,36].

To gain new insight into the chondrogenic differentiation process of human (h)ASCs
embedded in hydrogel, we analyzed the autophagy path focusing on Beclin 1, LC3, and
p62 markers, and we confirmed the presence of autophagic vacuoles by means of electron
microscopy.

2. Results and Discussion
2.1. VG-RGD Hydrogel Retains hASCs Typical Markers Well

The antigenic characterization and differentiation potential of human ACSs, accord-
ing to internationally accepted criteria for defining MSCs [37], have been previously re-
ported [34].

Consistent with the data obtained for hASCs in monolayer [34], we found that typical
positive markers (CD73, CD90, CD105 and CD146) of ASCs encapsulated in VG-RGD still
maintained their high expression at days 2 and 7 (Figure 1). Interestingly, VG-RGD hydrogel
retained the undifferentiated state of hASCs well by maintaining the expression of these
markers in the 3D system, as previously reported using a poly(ethylene glycol)diacrylate
(PEGDA)-based hydrogel [38].
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Figure 1. Flow cytometry analysis of IgG1 (isotype negative control), CD73, CD90, CD105, and
CD146 markers (a). Quantitative analysis of hASCs embedded in VG-RGD hydrogel at days 2 and 7
(b). Data are expressed as percentage of positive cells. Data presented as mean & SD, n = 5.

2.2. TGFB3 Combined with BMP6 Support the Chondrogenic Processes Well

The chondrogenic commitment of hASCs is dependent on the growth factors used
in the culture medium [28,29]. By using a 3D pmass model, we preliminarily checked the
growth factors TGFf33 and BMP6, alone and in combination, to define the best conditions for
inducing hASCs chondrogenic differentiation. As shown in Figure S1, we demonstrated that
TGEF[33 combined with BMP6 was the most efficient condition for inducing the proteoglycan
staining, as well as the COL2A1 and ACAN genes expression at day 28.

According to these preliminary results, the chondrogenic differentiation of hASCs
laden in VG-RGD was induced by TGF{33 and BMP6 and analyzed in basal condition (day

2) and after chondrogenic induction (days 10 and 28), as indicated in the experimental
scheme (Figure 2).
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Figure 2. Experimental scheme.

We confirmed, as we previously reported [34], that the COL2A1 and ACAN genes
were not detected at day 2, while an increase was already demonstrated at day 10 and
significantly increased at day 28 (Figure 3a). Interestingly, at day 28, we also confirmed a
positive staining for collagen type 2 (Figure 3b). The rheological and mechanical properties
of VG-RGD hydrogel have been previously reported [34], and these data confirmed that the
chondrogenic differentiation occurred following an increase in the typical chondrogenic
markers, as we previously reported [34].
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Figure 3. Real-time PCR analysis of COL2A1 and ACAN genes of hASCs embedded in VG-RGD
hydrogel at days 2, 10, and 28 (a). Data were expressed as % GAPDH (housekeeping gene) and
represented as a boxplot with median, minimum, and maximum. Kruskal-Wallis with Dunn’s
multiple comparisons test was used for statistical analysis: * indicates differences along time points
(day 10 to day 28); *** p < 0.0005, **** p < 0.0001. Representative images of immunohistochemical
analysis at day 28: negative control (control) and collagen type 2 (b). Positive areas are pink. Bar =
100 pm.

2.3. Autophagic Markers Modulation Associated with Chondrogenic Differentiation

Autophagy is a well-known catabolic process that allows the cells to destroy or recycle
damaged organelles or protein to ensure their survival by protecting the cells from senes-
cence and contributing to their rejuvenation [39,40]. It has been shown that the autophagy
path is strictly correlated with chondrogenic differentiation [24,25,41]. The main autophagy
players are Beclin 1, LC3, and p62, known to be essential for autophagosome formation in
MSCs [42].

First, we analyzed these genes at day 2 in basal condition using molecular biology
techniques. As shown in Figure 4, we demonstrated that the gene expression of SQSTM1
was significantly higher than BECN1 and MAP1LC3B, and MAP1LC3B was higher than
BECNT1 in hASCs embedded in VG-RGD hydrogel. A similar trend was also confirmed
in hASCs maintained in 2D monolayer or in 3D pmass (Figure S2), characterized by a
significant increase of SQSTM1 in VG-RGD. The hydrogel matrix widely contributed to
increasing the expression of these three autophagic genes, suggesting that the microen-
vironment influenced the properties of the cells, as previously reported by using other
hydrogel types [43]. In fact, as we previously demonstrated [34], VG hydrogel with RGD
motif created a better microenvironment than VG without RGD for ASCs chondrogenic
differentiation by up-regulating the chondrogenic markers and decreasing the collagen
type 1 fibrotic marker. This result represents an important prerequisite for the potential
treatment of cartilage defects. It has been shown, in line with our data, that basal autophagy
is high in the MSC population and is required for the maintenance of their stemness and
self-renewal capabilities [44,45].
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Figure 4. Real-time PCR analysis of BECN1, MAP1LC3B, SQSTM1 genes of hASCs embedded in VG-
RGD hydrogel at day 2. Data were expressed as % GAPDH (housekeeping gene) and represented as a
boxplot with median, minimum, and maximum. Kruskal-Wallis with Dunn’s multiple comparisons
test was used for statistical analysis: * indicates differences between autophagic markers; * p < 0.05,
**p < 0.005, **** p < 0.0001.

Interestingly, in line with molecular biology data, we confirmed by quantification
of immunohistochemical staining a significantly high percentage of positive cells to all
the autophagic markers analyzed (Beclin 1, LC3, p62) at day 2. Beclin 1 was positive in
approximately 65% of the cells, while p62 and LC3 showed a significantly higher percentage
(approximately 85% of positive cells). Interestingly, LC3 and p62 were both significantly
higher than Beclin 1 (Figure 5), confirming an activation of this dynamic biological process
in hASCs embedded in VG-RGD hydrogel. In fact, it has been shown that modulation of
autophagy (activation or deactivation) is a mechanism for controlling cell differentiation
and homeostasis [1,15,23,24].
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Figure 5. Immunohistochemical analysis of Beclin 1, LC3 and p62 proteins of hASCs embedded in
VG-RGD hydrogel at day 2. Bar = 100 um. Arrows indicate positive stained cells. Quantification of the
percentage of positive cells. Data were expressed as percentage of positive cells and represented as a
boxplot with median, minimum, and maximum. Kruskal-Wallis with Dunn’s multiple comparisons test
was used for statistical analysis: * indicates differences between autophagic markers; **** p < 0.0001.
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The autophagic genes were then analyzed during the hASCs chondrogenic differentia-
tion at day 10 and day 28. At day 10, we showed a significant increase in the MAPILC3B
gene compared to BECN1, while at day 28 the MAPILC3B and SQSTM1 genes were signifi-
cantly higher than BECN1 (Figure 6).
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Figure 6. Real-time PCR analysis of the BECN1, MAP1LC3B, and SQSTM1 genes on chondrogenic
differentiated hASCs embedded in VG-RGD hydrogel, at days 10 and 28. Data were expressed as %
GAPDH (housekeeping gene) and represented as a boxplot with median, minimum, and maximum.
Kruskal-Wallis with Dunn’s multiple comparisons test was used for statistical analysis: * indicates
differences along time points (day 10 to day 28); * p < 0.05, ** p< 0.005, *** p < 0.0005.

We confirmed the same trend by immunohistochemical analysis, showing at day 10 a
significant increase in not only LC3 but also in p62 proteins. Interestingly, at day 28, we
found a decrease in p62 and Beclin 1 proteins compared to day 10 (Figure 7).
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Figure 7. Inmunohistochemical analysis of Beclin 1, LC3, and p62 proteins on chondrogenic differ-
entiated hASCs embedded in VG-RGD at days 10 and 28. Bar = 100 um. Arrows indicate positive
stained cells. Quantification of the percentage of positive cells was performed at days 10 and 28.
Data were expressed as percentage of positive cells and represented as a boxplot with median, mini-
mum, and maximum. Kruskal-Wallis with Dunn’s multiple comparisons test was used for statistical
analysis: * indicates differences along time points (day 10 to day 28); ** p < 0.005, **** p < 0.0001.

Moreover, considering the high percentage of positive cells found at day 2, we showed
a decrease at days 10 and 28 in Beclin 1 that, starting from approximately 65% of positive
cells, reached a level lower than 20% of positive cells (Figure 8). Interestingly, also p62
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and LC3 decreased, but in a lower percentage, from day 2 to day 10 (Figure 8). Finally, we
focused on the intensity of the positive cells, and we observed that Beclin 1 immunostaining
intensity was higher at day 2 than day 28. Interestingly, although the percentages of LC3-
and p62-positive cells were comparable at day 2 and day 28 (Figure 8), we noticed a
lower intensity of LC3 than p62 at day 2 and day 28 (Figures 5 and 7). It is known that
autophagy is a dynamic modulated process that is enhanced by cells in specific conditions
for increasing their energy and promoting the biomacromolecule synthesis necessary for
maintaining cell survival and homeostasis [1,5,9,23]. When chondrogenic differentiation
occurs (at days 10 and 28), we showed a decrease in Beclin 1, a known starting sensor of
the autophagic process associated with a down-modulation of LC3 and p62 responsible for
autophagosome maturation, confirming the regulatory role of this process.

150+ 150+ 150+

Basal 1 *+ Chondrogenic factors Basal + Chondrogenic factors

KK

L |

= |
T

e |

T T T T T T T T T
Day 2 Day 10 Day 28 Day 2 Day 10 Day 28 Day 2 Day 10 Day 28

N
a
1
N
a
1

Hkk K

=
S
*
-
*
*
°
S
1
E|:.----.
N
a
“}
*

Beclin 1 % positive cells

g 3

LC3 % positive cells
o ~
3 P

p62 % positive cells
a ~N B
3 o 8
T i

N
a
1
N
a
N
a

Figure 8. Immunohistochemical analysis of Beclin 1, LC3, and p62 proteins on chondrogenic dif-
ferentiated hASCs embedded in VG-RGD at days 2, 10, and 28. Quantification of the percentage
of positive cells. Data were expressed as percentage of positive cells and represented as a boxplot
with median, minimum, and maximum. Kruskal-Wallis with Dunn’s multiple comparisons test
was used for statistical analysis: * indicates differences along time points; ** p < 0.005, *** p < 0.0005,
% p < 0.0001.

Transmission electron microscopy analysis helped to confirm and better describe the
nature of autophagic vacuoles that were also previously evaluated by immunohistochemi-
cal analysis. At day 2 (Figure 9), ultrastructural analysis of hASCs embedded in VG-RGD
showed an oval, round, or elongated cell morphology. Nuclei were large, slightly indented,
with dispersed chromatin (c). Cytoplasm revealed abundant rough endoplasmic reticulum
(rer), some lipid droplets (1d), numerous well-preserved mitochondria (m), with regularly
orientated cristae. We observed a high concentration of vacuoles (v) that differed for mor-
phology and heterogenous intraluminal contents. These characteristics are ascribable to
phagocytized cytoplasmic material. We also noted the presence of some empty vacuoles
(ev). Different autophagic vacuoles contained partially degraded material compatible
with late autophagic vacuoles (Iv), while the double-membraned (black arrow) vacuoles
containing cytoplasmic material slated to be degraded, ascribable to autophagosome (AP),
were observed less. All together, these results demonstrate that all the autophagic markers
analyzed (Beclin 1, LC3, p62,) are highly expressed and associated with an increase in au-
tophagic vacuoles into the cells before starting the chondrogenic differentiation, suggesting
that the cells activate this process for the maintenance of cell homeostasis in the 3D hydro-
gel. It has been shown [43] that rabbit chondrocytes seeded on different hydrogels show an
increase in autophagy-related genes on gellan gum and agarose hydrogels, indicating that
these polysaccharides activate this process, as we found embedding hASCs in VG-RGD
hydrogel.

After 10 days of chondrogenic differentiation (Figure 9), we noted in the ASCs the
presence of elongated nuclei with highly dispersed chromatin (c) and prominent nucleolus
(data not shown). Cytoplasm was characterized by numerous well-preserved mitochondria,
many lipid droplets (1d), and an extended rough endoplasmic reticulum (rer) composed
of long, irregular, and thin cisternae that demonstrated an active protein synthesis. We
observed a decrease in the number of autophagic vacuoles inside the cytoplasm, which
could be ascribable to late autophagic vacuoles (lv). In this chondrogenic differentiation
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phase, we showed banded collagen fibrils (coll) distributed randomly and not oriented
throughout the extracellular space.

After 28 days of differentiation (Figure 9), the chondrogenic cells were arranged in
a small group, and we showed the presence of abundant deposition of banded collagen
fibrils (coll) around them, suggesting that the differentiation process was happening. At
this time point, the presence of autophagic vesicles was strongly lower compared to
differentiated cells at day 10. The cells observed were characterized by slightly indented
nuclei with dispersed chromatin (c), prominent nucleolus (nu), abundant and dilated
rough endoplasmic reticulum (rer), lipid droplets (I1d), many mitochondria, and numerous
transport vesicles (tv). These features confirmed that the hASCs encapsulated in VG-RGD
were strongly committed to protein synthesis and secretion.

Figure 9. Representative transmission electron microscopy images of chondrogenic differentiated
hASCs embedded in VG-RGD at days 2 (A-C), 10 (D-F), and 28 (G-I). In the images, s indicates
VG-RGD hydrogel, c indicates dispersed chromatin, rer indicates rough endoplasmic reticulum, 1d
indicates lipid droplet, m indicates mitochondria, v indicates vacuoles, ev indicates empty vacuole, Iv
indicates degradative vacuole, black arrow indicates double membrane, AP indicates autophagosome,
coll indicates collagen, and tv indicates transport vesicles. (A,G) bar 5 um; (E,H) bar 2 um; (D) bar
10 um; (B,C,F,I) bar 1 um.

The immunohistochemical analysis and electron microscopy evaluations helped
demonstrate that when the typical chondrogenic markers, such as collagen type 2 and
aggrecan were increased (day 28, Figure 3), a significant decrease in Beclin 1, LC3, and
p62 autophagic markers was observed, indicating that autophagy modulation in hASCs
affects their ability to differentiate and suggesting an interplay between the two processes
(Figure 10). It has been shown, in osteogenic differentiation [46], that transient autophagy
activation supplies cells with energy, confirming that autophagy is fundamental in the
initial phase because it fuels the cells that are then prone to differentiation. Interestingly;,
this evidence is also in line with papers [12,13] that studied the developmental of cartilage
using in vivo animal models, demonstrating that the initial induction of autophagy played
a peculiar role in coordinating chondrocyte differentiation and pre-chondrogenic cells
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transitioning into chondroblasts. Moreover, it has been shown that autophagy protects the
cells from senescence [39], contributes to their rejuvenation [40], and shows a potential key
contribution to hASCs’ therapeutic action [20,47] by providing a vital activity to cells. In
fact, it has also been postulated that there is a relationship between autophagy and some
signals that regulate the transduction mechanism directly involved in their differentia-
tion [48], such as wingless/integrated (Wnt)/ 3-catenin, neurogenic locus notch homolog
protein (Notch), and NF-E2-related factor 2 (Nrf2)-Kelch-like ECH-associated protein 1
(Keap1) signaling. All these autophagy functions on cells might represent an interesting
way to improve the differentiation of hASCs for purposes of cartilage regeneration.

3D VG-RGD + hASCs basal condition Chondrogenic differentiation

Autophagy activation .
phagy chondrogenic markers
/ 1 BECN1 - Beclinl / ‘ BECN1 -Beclinl \

1 mapiLc3B-LC3 | mapiLc3B-1C3

| sastmzi - p62

'a N\
’ [ Autophagy reduction and increase in

t sastm1 - ps2

Autophagic vacuoles S O ‘ Autophagic vacuoles (TEM)

TEM
\ ( ) 1 COL2A1 - Collagen type 2

k 1 ACAN - Aggrecan /

Figure 10. Summary of the main results of autophagy in chondrogenic differentiation of hASCs laden

in VG-RGD hydrogel. Green arrows indicate induced markers, red arrows indicate reduced markers.

3. Conclusions

In conclusion, we demonstrated that chondrogenic differentiation of hASCs embedded
in 3D hydrogel is associated to a significant inhibition of autophagy vesicles and markers.
The hydrogel environment contributed to increasing the hASCs” autophagy markers before
starting chondrogenesis, thus furnishing the building blocks necessary for the chondrogenic
differentiation of hASCs by acting on specific cellular processes. However, a limitation of
this study is the importance of a deep analysis of VG-RGD hydrogel as a modulator of
ASC characteristics that could help to identify a new positive pathway of chondrogenesis.
Autophagy modulation might represent a new perspective for enhancing or repressing the
characteristic of hASCs, and thus opening a new pathway in cartilage regeneration. Hydro-
gel’s properties are an intriguing way to guide the differentiation of ASCs by facilitating
their translation to the clinic.

4. Materials and Methods
4.1. Human ASC Culture

hASCs derived from normal (non-diabetic) adult lipoaspirates were collected during
elective surgical liposuction procedures and purchased from Lonza (Morrisville, NC, USA)
(N =5). The hASCs (p1) were expanded in T150 culture flasks by seeding 7500 cells/cm? in
x-MEM supplemented with 5% Human Platelet-Rich Plasma (HPRP) (IsoCellsGROWTH,
Euroclone, Pero, IT) and 1% penicillin/streptomycin (Life Technologies, Bleiswijk, The
Netherlands).

Human ASCs pmasses were prepared in 15 mL polypropylene conical tubes by cen-
trifuging 25 x 10* hASCs at 250 g x 5 min. The pmasses were cultured in an incubator at
37 °C and 5% CO;, for 2 days prior to starting chondrogenic differentiation. Chondrogenic
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differentiation was induced using basal chondrogenic medium DMEM (Life Technolo-
gies) supplemented with 50 mg/mL ITS + premix, 10~7 M dexamethasone, 50 pg/mL
ascorbate-2phosphate, 1-mM sodium pyruvate, and 100 U/mL-100 pg/mL penicillin—
streptomycin, (Life Technologies) and the chondrogenic factors TGFf33 (10 ng/mL, Miltenyi
Biotech, Auburn, CA, USA), BMP6 (10 ng/mL, Miltenyi Biotech) were added alone or in
combination.

4.2. hASCs Embedding in Hydrogel

We mixed 2 x 10° hASCs in 1 mL of VitroGel®-RGD hydrogel (VG-RGD, The Well
Biosciences, North Brunswick, NJ, USA), diluted 1:2, prepared according to the protocol
guidelines recommended by the company and previously described [34]. Briefly, 300 uL of
the hydrogel suspension were gently plated into the cell crown (Scaffdex, Finland), which
were transferred into 24-well plates for ionic crosslinking. Hydrogels were maintained in
basal chondrogenic medium. At days 2 and 7 the cells were retrieved from the hydrogels
with VitroGel® cell recovery solution (The Well Bioscience) and analyzed by FACS to check
the markers CD73, CD90, CD105, and CD 146 (BD, Franklin Lakes, NJ, USA), as previously
reported [34].

HASCs embedded in VG-RGD were treated with a chondrogenic medium containing
the chondrogenic factors TGF-f33 (10 ng/mL) and BMP6 (10 ng/mL). The cell culture
medium was changed three times a week. Each construct was analyzed on days 2, 10,
and 28 to test the chondrogenic and autophagic markers, as indicated in the experimental
scheme (Figure 2).

4.3. Molecular Biology

Total RNA was extracted from all chondrogenic samples at days 2, 10, and 28. Hydrogel-
laden hASCs, umasses, and hASCs in monoculture were treated with 1 mL of Eurogold
RnaPure (EuroClone), immediately flash frozen in liquid nitrogen (—196 °C) and stored
in a freezer at —80 °C. RNA extraction was performed by homogenizing samples and
following the Eurogold manufacturer’s instructions, as previously described [49]. Re-
verse transcription was performed using a Super Script® Vilo™ cDNA synthesis Kit (Life
Technologies), according to the manufacturer’s instructions. Real-time polymerase chain
reaction (PCR) was performed with QuantStudiol (Applied Biosystems by Thermo Fisher
Scientific, 0706 Singapore 739256) for the quantification of the following genes: Beclin 1
(BECN1), microtubule-associated protein 1 light chain 3 beta (MAP1LC3B), sequestosome 1
(SQSTM1), collagen type 2 alpha 1 chain (COL2A1), aggrecan (ACAN) (Table S1). All primer
efficiency was confirmed to be high (>90%) and comparable (Table S1). For each target
gene, mRNA levels were calculated, normalized to the housekeeping gene glyceraldehyde-
3-phosphate dehydrogenase (GAPDH) according to the formula 272, and expressed as a
percentage of the reference gene.

4.4. Immunohistochemical Staining

Ondays 2, 10, and 28, VG-RGD hydrogel-embedded hASCs were fixed in 4% formalde-
hyde in DPBS for 40 min, washed in PBS, dehydrated in ethanol, and embedded in paraffin.
Immunohistochemistry techniques were used to evaluate collagen type 2, Beclin 1, LC3,
p62 expression. Serial sections of 5 um were incubated for 60 min at room temperature
(RT), with monoclonal mouse anti-human collagen type 2 (10 ug/mL, Chemicon Interna-
tional, Temecula, CA, USA) or rabbit polyclonal anti-human Beclinl (0.4 pg/mL), LC3
(1.5 pg/mL), p62 (5.8 ug/mL) (all from Proteintech, Manchester, UK), rinsed, and then se-
quentially incubated at RT for 20 min with multilinker biotinylated secondary antibody and
alkaline phosphatase-conjugated streptavidin (Biocare Medical, Walnut CreeK, CA, USA).
The colorimetric reactions were developed using fast red (Biocare Medical) counterstained
with hematoxylin and mounted with glycerol jelly. Negative and isotype-matched control
sections were performed. Semi-quantitative analysis of immunohistochemical stained
slides were performed on twenty microscopic fields (200 x magnification) for each section.
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The analysis was performed using red/green/blue (RGB) with Software NIS-Elements
and Eclipse 90i microscope (Nikon Instruments Europe BV). Briefly, we acquired the total
number of blue stained nuclei and the total number of positive stained red cells. The data
were expressed as a percentage of cells positive for Beclin 1, LC3, and p62.

4.5. Transmission Electron Microscopy

For ultrastructural evaluation, the VG-RGD hydrogel-embedded hASCs were fixed
with 2.5% glutaraldehyde in 0.1 M cacodylate buffer pH 7.4 for 1 h at room temperature
and for 3 h at 4 °C. Afterwards, samples were postfixed with 1% osmium tetroxide in
0.1 M cacodylate buffer for 2 h at 4 °C, dehydrated in an ethanol series, infiltrated with
propylene oxide, and embedded in Epon resin. Cross-sections of each hydrogel were cut to
allow internal analysis. Ultrathin sections (80 nm thick) were stained with uranyl acetate
and lead citrate (15 min each) and observed with a Jeol Jem 1011 transmission electron
microscope (Jeol Jem, USA), operated at 100 kV. Images were captured using an Olympus
digital camera and iTEM software.

4.6. Statistical Analysis

Statistical analysis was completed using CSS Statistical Software (Statsoft Inc., Tulsa,
OK, USA). Non-parametric tests were performed since the data did not have normal or
strongly asymmetric distribution. The Kruskal-Wallis with Dunn’s multiple comparisons
test was used, and values of p < 0.05 were considered statistically significant. Values were
expressed either as the median and minimum and maximum or as mean =+ SD.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/gels8120766/s1, Figure S1: Safranin immunohistochemical staining
and real-time PCR analysis of COL2A1 and ACAN genes expression of hASCs in 3D pmasses; Figure
52: Real-time PCR analysis of BECN1, MAP1LC3B, SQSTM1 genes on hASCs in 2D monolayer, 3D
umasses and VG-RGD; Table S1: Oligonucleotide primers used for real-time PCR.

Author Contributions: Conceptualization, G.L., E.G. and C.M.; methodology E.G., E.L,, CM,, Y.S,,
P.D. and M.C;; formal analysis, E.G., E.L., CM.,, Y.S. and M.C,; investigation, E.G., E.L.,, CM,, PD., Y.S.
and M.C,; data curation, G.L., E.G,, E.L.,, CM,, PD,, Y.S. and M.C.; writing—original draft preparation,
G.L,; writing—review and editing, E.G., E.L.,, CM., P.D., Y.S. and M.C.; supervision, G.L.; project
administration, G.L.; funding acquisition, GL. All authors have read and agreed to the published
version of the manuscript.

Funding: This work received funding from the European Union Horizon 2020 research and in-
novation program, grant agreement No. 814413, project ADMAIORA (AdvanceD nanocomposite
MAterlals for in situ treatment and ultRAsound-mediated management of osteoarthritis).

Institutional Review Board Statement: Ethical review and approval were waived for this study
because the human ASCs were purchased from Lonza.

Informed Consent Statement: Not applicable because the human ASCs were purchased from Lonza.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Conflicts of Interest: The authors declare that there is no conflict of interest.

1.  Gomez-Virgilio, L.; Silva-Lucero, M.D.; Flores-Morelos, D.S.; Gallardo-Nieto, J.; Lopez-Toledo, G.; Abarca-Fernandez, A.M.;
Zacapala-Gomez, A.E.; Luna-Munoz, J.; Montiel-Sosa, F.; Soto-Rojas, L.O.; et al. Autophagy: A Key Regulator of Homeostasis
and Disease: An Overview of Molecular Mechanisms and Modulators. Cells 2022, 11, 2262. [CrossRef]

2. Ugland, H.; Naderi, S.; Brech, A.; Collas, P; Blomhoff, H.K. cAMP induces autophagy via a novel pathway involving ERK, cyclin
E and Beclin 1. Autophagy 2011, 7, 1199-1211. [CrossRef]

3.  Ichimiya, T.; Yamakawa, T.; Hirano, T.; Yokoyama, Y.; Hayashi, Y.; Hirayama, D.; Wagatsuma, K.; Itoi, T.; Nakase, H. Autophagy
and Autophagy-Related Diseases: A Review. Int. . Mol. Sci. 2020, 21, 8974. [CrossRef]

4. Nakamura, S.; Yoshimori, T. New insights into autophagosome-lysosome fusion. . Cell Sci. 2017, 130, 1209-1216. [CrossRef]


https://www.mdpi.com/article/10.3390/gels8120766/s1
https://www.mdpi.com/article/10.3390/gels8120766/s1
http://doi.org/10.3390/cells11152262
http://doi.org/10.4161/auto.7.10.16649
http://doi.org/10.3390/ijms21238974
http://doi.org/10.1242/jcs.196352

Gels 2022, 8, 766 12 0f 13

o

220 ® N

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

=

Yu, L.; Chen, Y,; Tooze, S.A. Autophagy pathway: Cellular and molecular mechanisms. Autophagy 2018, 14, 207-215. [CrossRef]
Levine, B.; Deretic, V. Unveiling the roles of autophagy in innate and adaptive immunity. Nat. Rev. Immunol. 2007, 7, 767-777.
[CrossRef]

Levine, B.; Mizushima, N.; Virgin, HW. Autophagy in immunity and inflammation. Nature 2011, 469, 323-335. [CrossRef]
Stolz, A.; Ernst, A.; Dikic, I. Cargo recognition and trafficking in selective autophagy. Nat. Cell. Biol. 2014, 16, 495-501. [CrossRef]
Mizushima, N. Autophagy: Process and function. Genes Dev. 2007, 21, 2861-2873. [CrossRef]

Jung, M.; Choi, H.; Mun, ].Y. The autophagy research in electron microscopy. Appl. Microsc. 2019, 49, 11. [CrossRef]

Cecconi, F;; Levine, B. The role of autophagy in mammalian development: Cell makeover rather than cell death. Dev. Cell 2008,
15, 344-357. [CrossRef] [PubMed]

Moss, J.J.; Wirth, M.; Tooze, S.A.; Lane, ].D.; Hammond, C.L. Autophagy coordinates chondrocyte development and early joint
formation in zebrafish. FASEB J. 2021, 35, €22002. [CrossRef] [PubMed]

Ramesova, A.; Svandova, E.; Vesela, B.; Vacek, L.; Lesot, H.; Matalova, E. Autophagy-related proteases accompany the transition
of pre-chondrogenic cells into chondroblasts. Ann. Anat. 2022, 239, 151781. [CrossRef]

Horigome, Y.; Ida-Yonemochi, H.; Waguri, S.; Shibata, S.; Endo, N.; Komatsu, M. Loss of autophagy in chondrocytes causes severe
growth retardation. Autophagy 2020, 16, 501-511. [CrossRef]

Liu, W,; Luo, H.; Wang, R.; Kang, Y,; Liao, W.; Sun, Y.; Chen, G.; Shao, L. Rapamycin-Induced Autophagy Promotes the
Chondrogenic Differentiation of Synovium-Derived Mesenchymal Stem Cells in the Temporomandibular Joint in Response to
IL-1beta. Biomed. Res. Int. 2020, 2020, 4035306. [CrossRef] [PubMed]

Vuppalapati, K K.; Bouderlique, T.; Newton, P.T.; Kaminskyy, V.O.; Wehtje, H.; Ohlsson, C.; Zhivotovsky, B.; Chagin, A.S. Targeted
Deletion of Autophagy Genes Atg5 or Atg7 in the Chondrocytes Promotes Caspase-Dependent Cell Death and Leads to Mild
Growth Retardation. J. Bone Miner. Res. 2015, 30, 2249-2261. [CrossRef] [PubMed]

Bouderlique, T.; Vuppalapati, KK.; Newton, P.T; Li, L.; Barenius, B.; Chagin, A.S. Targeted deletion of Atg5 in chondrocytes
promotes age-related osteoarthritis. Ann. Rheum. Dis. 2016, 75, 627-631. [CrossRef]

Kao, W.C.; Chen, ].C,; Liu, P.C,; Lu, C.C; Lin, S.Y,; Chuang, S.C.; Wu, S.C.; Chang, L.H.; Lee, M.].; Yang, C.D; et al. The Role of
Autophagy in Osteoarthritic Cartilage. Biomolecules 2022, 12, 1357. [CrossRef]

Valenti, M.T.; Dalle Carbonare, L.; Zipeto, D.; Mottes, M. Control of the Autophagy Pathway in Osteoarthritis: Key Regulators,
Therapeutic Targets and Therapeutic Strategies. Int. J. Mol. Sci. 2021, 22, 2700. [CrossRef] [PubMed]

Jakovljevic, J.; Harrell, C.R.; Fellabaum, C.; Arsenijevic, A.; Jovicic, N.; Volarevic, V. Modulation of autophagy as new approach in
mesenchymal stem cell-based therapy. Biomed. Pharmacother. 2018, 104, 404—410. [CrossRef]

Wang, L.; Fan, ].; Lin, Y.S.; Guo, Y.S.; Gao, B.; Shi, Q.Y.; Wei, B.Y.; Chen, L.; Yang, L.; Liu, J.; et al. Glucocorticoids induce autophagy
in rat bone marrow mesenchymal stem cells. Mol. Med. Rep. 2015, 11, 2711-2716. [CrossRef] [PubMed]

Sin, J.; Andres, A.M.; Taylor, D.J.; Weston, T.; Hiraumi, Y.; Stotland, A.; Kim, B.J.; Huang, C.; Doran, K.S.; Gottlieb, R.A.
Mitophagy is required for mitochondrial biogenesis and myogenic differentiation of C2C12 myoblasts. Autophagy 2016, 12,
369-380. [CrossRef] [PubMed]

Yang, Y.P.,; Lai, W.Y.; Lin, TW,; Lin, Y.Y.; Chien, Y.; Tsai, Y.C.; Tai, H.Y.; Wang, C.L.; Liu, Y.Y,; Huang, P.I; et al. Autophagy
reprogramming stem cell pluripotency and multiple-lineage differentiation. J. Chin. Med. Assoc. 2022, 85, 667-671. [CrossRef]
Cao, Z.; Huang, S.; Dou, C.; Xiang, Q.; Dong, S. Cyanidin suppresses autophagic activity regulating chondrocyte hypertrophic
differentiation. J. Cell. Physiol. 2018, 233, 2332-2342. [CrossRef]

Wang, X.; Lin, Q.; Zhang, T.; Wang, X.; Cheng, K.; Gao, M; Xia, P; Li, X. Low-intensity pulsed ultrasound promotes chondrogenesis
of mesenchymal stem cells via regulation of autophagy. Stem Cell Res. Ther. 2019, 10, 41. [CrossRef] [PubMed]

Wang, Y.; Yuan, M.; Guo, Q.Y.; Lu, S.B.; Peng, J. Mesenchymal Stem Cells for Treating Articular Cartilage Defects and Osteoarthritis.
Cell Transpl. 2015, 24, 1661-1678. [CrossRef] [PubMed]

Somoza, R.A.; Welter, ].E; Correa, D.; Caplan, A.I. Chondrogenic differentiation of mesenchymal stem cells: Challenges and
unfulfilled expectations. Tissue Eng. Part B Rev. 2014, 20, 596-608. [CrossRef] [PubMed]

Estes, B.T.; Diekman, B.O.; Gimble, ] M.; Guilak, F. Isolation of adipose-derived stem cells and their induction to a chondrogenic
phenotype. Nat. Protoc. 2010, 5, 1294-1311. [CrossRef] [PubMed]

Puetzer, ].L.; Petitte, ].N.; Loboa, E.G. Comparative review of growth factors for induction of three-dimensional in vitro chon-
drogenesis in human mesenchymal stem cells isolated from bone marrow and adipose tissue. Tissue Eng. Part B Rev. 2010, 16,
435-444. [CrossRef]

Deng, Y.; Sun, A.X.; Overholt, KJ.; Yu, G.Z,; Fritch, M.R.; Alexander, P.G.; Shen, H.; Tuan, R.S.; Lin, H. Enhancing chondrogenesis
and mechanical strength retention in physiologically relevant hydrogels with incorporation of hyaluronic acid and direct loading
of TGF-beta. Acta Biomater. 2019, 83, 167-176. [CrossRef]

Levinson, C.; Lee, M.; Applegate, L.A.; Zenobi-Wong, M. An injectable heparin-conjugated hyaluronan scaffold for local delivery
of transforming growth factor betal promotes successful chondrogenesis. Acta Biomater. 2019, 99, 168-180. [CrossRef]

Yang, J.; Li, Y,; Liu, Y.; Li, D.; Zhang, L.; Wang, Q.; Xiao, Y.; Zhang, X. Influence of hydrogel network microstructures on
mesenchymal stem cell chondrogenesis in vitro and in vivo. Acta Biomater. 2019, 91, 159-172. [CrossRef] [PubMed]

Wang, F; Nan, L.P; Zhou, S.F; Liu, Y,; Wang, Z.Y.; Wang, ].C.; Feng, X.M.; Zhang, L. Injectable Hydrogel Combined with Nucleus
Pulposus-Derived Mesenchymal Stem Cells for the Treatment of Degenerative Intervertebral Disc in Rats. Stem Cells Int. 2019,
2019, 8496025. [CrossRef] [PubMed]


http://doi.org/10.1080/15548627.2017.1378838
http://doi.org/10.1038/nri2161
http://doi.org/10.1038/nature09782
http://doi.org/10.1038/ncb2979
http://doi.org/10.1101/gad.1599207
http://doi.org/10.1186/s42649-019-0012-6
http://doi.org/10.1016/j.devcel.2008.08.012
http://www.ncbi.nlm.nih.gov/pubmed/18804433
http://doi.org/10.1096/fj.202101167R
http://www.ncbi.nlm.nih.gov/pubmed/34708458
http://doi.org/10.1016/j.aanat.2021.151781
http://doi.org/10.1080/15548627.2019.1628541
http://doi.org/10.1155/2020/4035306
http://www.ncbi.nlm.nih.gov/pubmed/33145347
http://doi.org/10.1002/jbmr.2575
http://www.ncbi.nlm.nih.gov/pubmed/26077727
http://doi.org/10.1136/annrheumdis-2015-207742
http://doi.org/10.3390/biom12101357
http://doi.org/10.3390/ijms22052700
http://www.ncbi.nlm.nih.gov/pubmed/33800062
http://doi.org/10.1016/j.biopha.2018.05.061
http://doi.org/10.3892/mmr.2014.3099
http://www.ncbi.nlm.nih.gov/pubmed/25515523
http://doi.org/10.1080/15548627.2015.1115172
http://www.ncbi.nlm.nih.gov/pubmed/26566717
http://doi.org/10.1097/JCMA.0000000000000728
http://doi.org/10.1002/jcp.26105
http://doi.org/10.1186/s13287-019-1142-z
http://www.ncbi.nlm.nih.gov/pubmed/30670079
http://doi.org/10.3727/096368914X683485
http://www.ncbi.nlm.nih.gov/pubmed/25197793
http://doi.org/10.1089/ten.teb.2013.0771
http://www.ncbi.nlm.nih.gov/pubmed/24749845
http://doi.org/10.1038/nprot.2010.81
http://www.ncbi.nlm.nih.gov/pubmed/20595958
http://doi.org/10.1089/ten.teb.2009.0705
http://doi.org/10.1016/j.actbio.2018.11.022
http://doi.org/10.1016/j.actbio.2019.09.017
http://doi.org/10.1016/j.actbio.2019.04.054
http://www.ncbi.nlm.nih.gov/pubmed/31055122
http://doi.org/10.1155/2019/8496025
http://www.ncbi.nlm.nih.gov/pubmed/31737077

Gels 2022, 8, 766 13 of 13

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Manferdini, C.; Trucco, D.; Saleh, Y.; Gabusi, E.; Dolzani, P,; Lenzi, E.; Vannozzi, L.; Ricotti, L.; Lisignoli, G. RGD-Functionalized
Hydrogel Supports the Chondrogenic Commitment of Adipose Mesenchymal Stromal Cells. Gels 2022, 8, 382. [CrossRef]

Li, Z; Cao, B.; Wang, X.; Ye, K; Li, S.; Ding, J. Effects of RGD nanospacing on chondrogenic differentiation of mesenchymal stem
cells. J. Mater. Chem. B 2015, 3, 5197-5209. [CrossRef] [PubMed]

Chen, F; Ni, Y;; Liu, B.; Zhou, T,; Yu, C; Su, Y,; Zhu, X,; Yu, X.; Zhou, Y. Self-crosslinking and injectable hyaluronic acid /RGD-
functionalized pectin hydrogel for cartilage tissue engineering. Carbohydr. Polym. 2017, 166, 31-44. [CrossRef]

Dominici, M.; Le Blanc, K.; Mueller, I.; Slaper-Cortenbach, I.; Marini, F; Krause, D.; Deans, R.; Keating, A.; Prockop, D.; Horwitz,
E. Minimal criteria for defining multipotent mesenchymal stromal cells. The International Society for Cellular Therapy position
statement. Cytotherapy 2006, 8, 315-317. [CrossRef] [PubMed]

Kollmer, M.; Keskar, V.; Hauk, T.G.; Collins, ].M.; Russell, B.; Gemeinhart, R.A. Stem cell-derived extracellular matrix enables
survival and multilineage differentiation within superporous hydrogels. Biomacromolecules 2012, 13, 963-973. [CrossRef]
Rastaldo, R.; Vitale, E.; Giachino, C. Dual Role of Autophagy in Regulation of Mesenchymal Stem Cell Senescence. Front. Cell Dev.
Biol. 2020, 8, 276. [CrossRef] [PubMed]

Zhou, X.; Hong, Y.; Zhang, H.; Li, X. Mesenchymal Stem Cell Senescence and Rejuvenation: Current Status and Challenges. Front.
Cell Dev. Biol. 2020, 8, 364. [CrossRef] [PubMed]

Marycz, K.; Kornicka, K.; Grzesiak, J.; Smieszek, A.; Szlapka, ]. Macroautophagy and Selective Mitophagy Ameliorate Chondro-
genic Differentiation Potential in Adipose Stem Cells of Equine Metabolic Syndrome: New Findings in the Field of Progenitor
Cells Differentiation. Oxid. Med. Cell. Longev. 2016, 2016, 3718468. [CrossRef]

Kabeya, Y.; Mizushima, N.; Ueno, T.; Yamamoto, A.; Kirisako, T.; Noda, T.; Kominami, E.; Ohsumi, Y.; Yoshimori, T. LC3, a
mammalian homologue of yeast Apg8p, is localized in autophagosome membranes after processing. EMBO J. 2000, 19, 5720-5728.
[CrossRef] [PubMed]

Heo, D.N.; Kim, HJ.; Lee, D.; Kim, H.; Lee, S.J.; Lee, H.R.; Kwon, LK.; Do, S.H. Comparison of polysaccharides in articular
cartilage regeneration associated with chondrogenic and autophagy-related gene expression. Int. J. Biol. Macromol. 2020, 146,
922-930. [CrossRef]

Oliver, L.; Hue, E.; Priault, M.; Vallette, EM. Basal autophagy decreased during the differentiation of human adult mesenchymal
stem cells. Stem Cells Dev. 2012, 21, 2779-2788. [CrossRef]

Lee, Y,; Jung, J.; Cho, KJ.; Lee, S.K,; Park, ] W.; Oh, L.LH.; Kim, G.J. Increased SCF/c-kit by hypoxia promotes autophagy of human
placental chorionic plate-derived mesenchymal stem cells via regulating the phosphorylation of mTOR. J. Cell. Biochem. 2013, 114,
79-88. [CrossRef]

Nuschke, A.; Rodrigues, M.; Stolz, D.B.; Chu, C.T.; Griffith, L.; Wells, A. Human mesenchymal stem cells/multipotent stromal
cells consume accumulated autophagosomes early in differentiation. Stem Cell Res. Ther. 2014, 5, 140. [CrossRef]

Ceccariglia, S.; Cargnoni, A.; Silini, A.R.; Parolini, O. Autophagy: A potential key contributor to the therapeutic action of
mesenchymal stem cells. Autophagy 2020, 16, 28-37. [CrossRef] [PubMed]

Menshikov, M.; Zubkova, E.; Stafeev, I.; Parfyonova, Y. Autophagy, Mesenchymal Stem Cell Differentiation, and Secretion.
Biomedicines 2021, 9, 1178. [CrossRef]

Manferdini, C.; Gabusi, E.; Sartore, L.; Dey, K.; Agnelli, S.; Almici, C.; Bianchetti, A.; Zini, N.; Russo, D.; Re, E; et al. Chitosan-
based scaffold counteracts hypertrophic and fibrotic markers in chondrogenic differentiated mesenchymal stromal cells. J. Tissue
Eng. Regen. Med. 2019, 13, 1896-1911. [CrossRef]


http://doi.org/10.3390/gels8060382
http://doi.org/10.1039/C5TB00455A
http://www.ncbi.nlm.nih.gov/pubmed/32262595
http://doi.org/10.1016/j.carbpol.2017.02.059
http://doi.org/10.1080/14653240600855905
http://www.ncbi.nlm.nih.gov/pubmed/16923606
http://doi.org/10.1021/bm300332w
http://doi.org/10.3389/fcell.2020.00276
http://www.ncbi.nlm.nih.gov/pubmed/32391362
http://doi.org/10.3389/fcell.2020.00364
http://www.ncbi.nlm.nih.gov/pubmed/32582691
http://doi.org/10.1155/2016/3718468
http://doi.org/10.1093/emboj/19.21.5720
http://www.ncbi.nlm.nih.gov/pubmed/11060023
http://doi.org/10.1016/j.ijbiomac.2019.09.215
http://doi.org/10.1089/scd.2012.0124
http://doi.org/10.1002/jcb.24303
http://doi.org/10.1186/scrt530
http://doi.org/10.1080/15548627.2019.1630223
http://www.ncbi.nlm.nih.gov/pubmed/31185790
http://doi.org/10.3390/biomedicines9091178
http://doi.org/10.1002/term.2941

	Introduction 
	Results and Discussion 
	VG-RGD Hydrogel Retains hASCs Typical Markers Well 
	TGF3 Combined with BMP6 Support the Chondrogenic Processes Well 
	Autophagic Markers Modulation Associated with Chondrogenic Differentiation 

	Conclusions 
	Materials and Methods 
	Human ASC Culture 
	hASCs Embedding in Hydrogel 
	Molecular Biology 
	Immunohistochemical Staining 
	Transmission Electron Microscopy 
	Statistical Analysis 

	References

