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TherapeuTic advances in 
Musculoskeletal disease

Introduction
Tendinopathies are disabling musculoskeletal 
disorders mainly affecting athletes, but frequently 
observed also in the general population. These 
are characterized by both micro- and macro-
structural tendon alterations, leading to pro-
longed mechanical pain.1–4

The management of chronic tendinopathies is still a 
challenge, since the numerous treatments available, 

including conservative options (non-steroidal anti-
inflammatory drugs, steroids or hyaluronic acid 
injections, physiotherapy) and surgery often fail.4–10 
To this regard, the novel therapeutic options based 
on the regenerative medicine principles could be a 
useful tool for the treatment of tendinopathies.11 
Specifically, injections of adipose-derived mesen-
chymal stem cells (ASCs) in tendinopathic patients 
showed good safety and tolerability, assuring 
encouraging outcomes.4 However, although the 
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adverse events related to ASCs injections are not 
serious, they may affect treatment compliance 
and satisfaction.12 Therefore, a recent growing 
interest has been developed also for extracellular 
vesicles and/or for mesenchymal stem cells (MSCs) 
conditioned medium (CM) as novel tools for pro-
moting tendon healing in preclinical studies, poten-
tially able to avoid ASCs side effects.13–19 Particularly, 
CM properties seem related to the many bioactive 
factors therein contained.20 One of these factors is the 
transforming growth factor beta 1 (TGF-β1),21–25 a 
cytokine that controls proliferation, differentiation, 
and other functions in most cells and that is 
extremely poor in the tendons of diabetic rats, thus 
contributing to the typical tendinous alterations 
induced by hyperglycemia.26 Indeed, diabetes 
affects both the onset of tendon damage and its 
healing, due to specific factors such as the disorgani-
zation and the abnormal production of collagen fib-
ers, the accumulation of advanced glycation end 
products and the vascular impairment.2,22–24,27 
Consequently, the tendon mechanical properties 
are weaker, the healing ability is lower, and the 
recurrence rate is higher due to the prolonged expo-
sure to high glucose (HG) levels.2,28–30

However, no study has so far investigated the 
effects of ASC-CM on the morphology, cell via-
bility, structure, and ability to recover from scratch 
damage of human tenocytes (HTNC) exposed to 
prolonged hyperglycemia, by reproducing the 
clinical conditions of diabetic tendinopathy. 
Moreover, no study has explored the possibility of 
reinforcing the low levels of endogenous TGF-β1 
in diabetic tenocytes using ASC-CM.

Therefore, the present study aimed to assess the 
effect of human ASC-CM on the morphology, 
cell viability and TGF-β1 levels in HTNC 
exposed to HG concentration for several days, 
along with their capacity to recover from a scratch 
damage.

Materials and methods

Collection and processing of human 
lipoaspirated microfragmented adipose tissue
The reporting of this study conforms to the 
Minimum Information for Studies Evaluating 
Biologics in Orthopaedics (MIBO) stem cells 
checklist31 (Supplemental Table 1).

The collection of the human microfragmented 
adipose tissue (µFAT), its processing for ASCs 

isolation and the subsequent in vitro procedures 
were approved by the Ethics Committee of the 
AOU University of Campania ‘Luigi Vanvitelli’ 
(protocol number 0035781/i, 15/12/2021). All 
the procedures adhered to the Declaration of 
Helsinki and Good Clinical Practice guidelines. 
Subcutaneous adipose tissue samples were 
obtained at the Unit of Orthopaedics, University 
of Campania ‘Luigi Vanvitelli’ (Naples, Italy), 
from subjects diagnosed with early osteoarthritis, 
undergoing abdominal lipoaspiration before knee 
or hip ASCs injections. All patients matched the 
following inclusion criteria: (I) diagnosis of uni-
lateral/bilateral knee or hip osteoarthritis con-
firmed by radiography; (II) age > 18 years; (III) 
joint pain refractory to conservative therapy; (IV) 
informed consent signed. The exclusion criteria 
were (I) presence of congenital joint anomalies; 
(II) recent joint trauma (within 3 months); (III) 
previous hip or knee prosthetic treatment; (IV) 
previous drug infiltration in the joint (within 
12 months); (V) body mass index < 18 kg/m2; 
(VI) diagnosis of diabetes.

A mean of 50 ml of lipoaspirate, collected and 
microfragmented by using Lipogems® device 
(Lipogems International S.p.A.; Milan, Italy) as 
previously described from the donor patient,32–37 
was sufficient to obtain a 10 ml volume of the 
final µFAT33 used for a single autologous intra-
articular injection. If any, the exceeding volume 
of µFAT after the intra-articular injection was 
used to suddenly isolate human ASCs.

Human ASCs isolation from µFAT
A mean of 3 ml of µFAT was digested in 7 ml of 
α-Minimum Essential Medium (αMEM; M4526, 
Merck; Milan, Italy), containing low glucose 
(5 mM), 1% of l-Glutamine (l-Glu; 25030081, 
Thermo Fisher Scientific; Milan, Italy), 1% of 
Penicillin-Streptomycin (P/S; AU-L0022, 
Aurogene; Rome, Italy) solution and collagenase 
type II (1 mg/ml, C2-BIOC, Merck; Milan, Italy). 
After an incubation at 37°C with agitation 
(200 rpm) for 30 min, the µFAT was filtered 
through cell strainers (70 μm mesh) and suspended 
in complete αMEM (5 mM glucose, 1% l-Glu, 
1% P/S and 10% Fetal Bovine Serum – FBS; 
AU-S181H, Aurogene; Rome, Italy) before being 
centrifuged at 1500 rpm for 5 min at room temper-
ature.33 The final ASCs pellet was washed three 
times in Phosphate Buffer Saline (PBS; 14200, 
Thermo Fisher Scientific; Milan, Italy) before the 
cell counting. ASCs were grown in complete 
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αMEM at 37°C, 5% CO2.38 Particularly, 5 × 103 
ASCs were seeded in 96-well plates to measure cell 
viability at different time points, while 16.6 × 103 
ASCs/cm2 were seeded on culture plates and daily 
observed with optical microscope until they 
reached an 80% confluence. Then, ASCs were 
trypsinized, counted and plated for ASCs charac-
terization by immunofluorescence.

Assessment of human ASCs cell viability
5 × 103 ASCs were seeded into 96-well plates, to 
assess cell viability at different time points.39,40 
This was measured by using the 3-(4,5-dimethyl-
thiazol-2-yl)-2,5-diphenyltetrazolium bromide 
(MTT) assay. Briefly, at each time point (day 4, 
7 and 10), ASCs were incubated at 37°C for 4 h 
with medium MTT (1:10). Then 100 µL dime-
thyl sulfoxide (DMSO) were used to solubilize 
the formazan crystals. The absorbance at 570 nm 
was read by using a 96-well plate reader.

Human ASCs characterization
ASCs phenotype was determined by immunoflu-
orescence, by verifying the presence of specific 
surface antigens (CD73, CD90, CD105) and the 
absence of hematopoietic markers such as CD34, 
CD45 and Human Leukocyte antigen-antigen D 
related (HLA-DR).38,41,42 As previously 
described,41 1 × 103 cells/cm2 were grown on 
cover slips at 37°C, 5% CO2. After 18 h, cells 
were fixed with 3.7% paraformaldehyde (PFA; 
1004968350, Merck; Milan, Italy) at room tem-
perature for 15 min. The cover slips were then 
washed with PBS and blocked with PBS contain-
ing 3% bovine serum albumin (BSA; A7906, 
Merck; Milan, Italy) and 0.3% Triton X-100 
(93443, Merck; Milan, Italy). These steps were 
followed by an overnight incubation at 4°C with 
the anti-CD73 (1:100; sc-398260, Santa Cruz; 
Santa Cruz, CA, USA), anti-CD90 (1:100; 
sc-53116, Santa Cruz; Santa Cruz, CA, USA), 
anti-CD105 (1:100; sc-18893, Santa Cruz; Santa 
Cruz, CA, USA), anti-CD34 (1:100; sc-74499, 
Santa Cruz; Santa Cruz, CA, USA), anti-CD45 
CD34 (1:100; sc-1178, Santa Cruz; Santa Cruz, 
CA, USA) and anti-HLA-DR (1:100; sc-18875 
Santa Cruz; Santa Cruz, CA, USA) primary 
human antibodies, diluted in PBS containing 1% 
BSA and 0.1% Triton X-100. Then, the cover 
slips were incubated at room temperature for 1 h 
with Alexa Fluor™ 594 rat (4 µg/ml; A-11007, 
Thermo Fisher Scientific; Milan, Italy), 
AlexaFluor™ 594 mouse (2 µg/ml; A-11032, 

Thermo Fisher Scientific; Milan, Italy) or 
AlexaFluor™ 488 mouse (2 µg/ml; A-32723, 
Thermo Fisher Scientific; Milan, Italy) secondary 
antibodies, diluted in PBS containing 1% BSA 
and 0.1% Triton X-100. ASCs were counter-
stained and mounted with VECTASHIELD 
Antifade Mounting Medium with 4′,6-diamid-
ino-2-phenylindole (DAPI) (H-1200-NB, Novus 
Biologicals; Centennial, CO, USA). A fluores-
cence microscope (Leica, Wetzlar, Germany) was 
used to obtain the immunofluorescence images, 
analyzed with Leica FW4000 software (Leica, 
Wetzlar, Germany). The percentage (%) of posi-
tive cells was calculated as the number of positive 
stained cells on total cells counted for each field. 
A mean of 200 total cells was counted for each 
field (N = 4), by considering only DAPI counter-
stained cells.

Preparation of ASC-CM
4 × 105 ASCs (passage 3–5) were seeded in cul-
ture flasks and cultured in complete αMEM as 
described above.43 Reaching an 80% confluence, 
cells were incubated for 24 h with a serum free 
αMEM.42,44 The ASC-CM was then collected, 
centrifuged for 10 min at 200 g and sterilized with 
0.22 μm syringe filter.44

Characterization of ASC-CM
TGF-β1 (total or active) and thrombospondin 1 
(TSP-1) secreted by ASCs were assessed in 
ASC-CM by Enzyme-Linked Immunosorbent 
Assay (ELISA), using commercially available kits 
according to the manufacturer’s protocols 
(EH0287, FineTest; Wuhan, China; 437707, 
Bio-legend; San Diego, CA, USA; MBS701627, 
MyBioSource; San Diego, CA, USA).

Human Tenocytes (HTNC) cell culture
Commercially available HTNC (P10968, 
Innoprot; Derio, Bizkaia, Spain), isolated from 
healthy human patellar tendon, were seeded in a 
T-75 flask precoated with poly-l-lysine (2 µg/cm2; 
PLL, Innoprot; Derio, Bizkaia, Spain) and grown 
at 37°C, 5% CO2 in Tenocyte Medium (TCM; 
P60177, Innoprot; Derio, Bizkaia, Spain). This is 
a basal medium supplemented with 5% FBS, 1% 
Tenocyte Growth supplement and 1% P/S 
(P60177, Innoprot; Derio, Bizkaia, Spain), 
according to the manufacturer’s instructions. 
Reaching an 80% confluence, HTNC were 
trypsinized, seeded at a specific cell density for 
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each assay and then cultured in normal glucose 
TCM (5 mM; NG) or HG TCM (25 mM).45,46 
20 mM mannitol was added to NG as positive 
osmotic control (M group) and did not affect 
HTNC morphology and viability (Supplemental 
Figure 1). Particularly, HTNC were exposed to 
NG or HG for 6, 13 and 20 days.22,46,47 Then NG 
or HG medium was removed before adding 
ASC-CM for the last 24 h44 (NG + ASC-CM, 
HG7 + ASC-CM, HG14 + ASC-CM, 
HG21 + ASC-CM groups). Serum-free αMEM 
was used as control in NG (NG group) or HG 
groups (HG7, HG14, HG21 groups). HTNC were 
daily observed at the optical microscope. Three 
independent experiments were done, each per-
formed in triplicates (N = 9).

HTNC cell viability
HTNC were seeded in PLL (2 µg/cm2) pre-coated 
96-well plates, at a density of 5 × 103/well48 and 
treated as above described. Cell viability was 
measured by MTT assay49,50 after 7, 14 and 
21 days. Briefly, 10 µL of MTT reagent was added 
to each well. After an incubation at 37°C for 4 h, 
the MTT solution was substituted by 100 µL 
DMSO. A plate reader was used to read the 
absorbance at 570 nm (measured as optical den-
sity, OD) and the following equation was used to 
calculate HTNC cell viability, by using NG group 
as control: % viability = (mean OD treatment/
mean OD control) × 100.

HTNC scratch assay
HTNC were seeded in PLL (2 µg/cm2) pre-coated 
6-well plates, at a density of 8 × 103 cells/well.51 
After 6, 13 and 20 days of NG or HG, cell mon-
olayers were vertically scratched by using a 200 μL 
sterile pipette tip (T0). Then, HTNC were 
exposed for 24 h to serum free TCM or ASC-CM 
(T24). Cells were observed by using Leica DMi1 
microscope at T0 and after 24 h.51 Image J soft-
ware 1.47 was used to measure the % of the initial 
wound covered by cells (wound closure) over the 
24 h, normalized against the wound area at T0.52,53

ELISAs for HTNC
1 × 105 HTNC were seeded in PLL (2 µg/cm2) 
pre-coated T-25 culture flasks54 and treated as 
above described. After 7, 14 and 21 days, HTNC 
were trypsinized and centrifuged at 
1000 rpm × 5 min, according to the manufactur-
er’s protocol. After centrifugation, HTNC 

medium was separated by HTNC cell pellet. This 
was washed two times with PBS. The levels of 
total TGF-β1, TSP-1, Collagen I (Col I) and 
Vascular Endothelial Growth Factor (VEGF) 
were assessed in HTNC by ELISAs, using com-
mercially available kits according to the manufac-
turer’s protocols (EH0287, FineTest; Wuhan, 
China; MBS701627, MyBioSource; San Diego, 
CA, USA; ab285250, abcam; Milan, Italy; 
EH0327, FineTest; Wuhan, China).

Active TGF-β1 immunostaining in HTNC
HTNC were seeded in 24-well plates at a density 
of 2 × 104 cells/well55, grown on a 1-cm diameter 
cover glasses56 and treated as above described. 
After 7, 14 and 21 days, cells were fixed in 3.7% 
PFA for 15 min and the protocol for immunocy-
tochemistry described above was followed. To 
target active TGF-β1 form, a specific anti-TGFβ1 
primary antibody (1:250; sc-130348, Santa Cruz; 
Santa Cruz, CA, USA) was used, along with a 
secondary anti-mouse antibody (2 µg/ml; A-11032 
Thermo Fisher Scientific; Milan, Italy). The % of 
active TGF-β1 positive HTNC was calculated as 
the number of positive stained HTNC on total 
HTNC counted for each field, by considering 
only DAPI counterstained HTNC. A mean of 
250 total HTNC was counted for each field 
(N = 4).

Statistical analysis
Data were obtained from three independent experi-
ments; each performed in triplicate (N = 9). Results 
were reported as mean ± standard deviation. 
GraphPad Prism 6.0 software (La Jolla, CA, United 
States) was used to perform the statistical analysis, 
by using Two-way repeated measures Analysis of 
Variance followed by post hoc Bonferroni for mul-
tiple comparisons. The strength of association 
between two parameters was evaluated by Pearson 
correlation analysis and reported as Pearson corre-
lation coefficient (r). A p value < 0.05 was consid-
ered statistically significant.

Results

Characteristics of the µFAT donors
µFAT was collected from seven adult non-dia-
betic females (49–59 years). These were diag-
nosed with unilateral knee osteoarthritis (3), 
bilateral knee osteoarthritis (2) or unilateral hip 
osteoarthritis (2). All exhibited joint pain 
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refractory to conservative therapy and signed a 
written informed consent.

ASCs isolation and characterization
ASCs isolated from µFAT formed small colonies, 
which became larger starting from 4 days of cul-
ture [Figure 1(a)]. Within 7 days, ASCs appeared 
as adherent thin, long spindle-shaped fibroblast-
like cells, gradually expanding in size [Figure 
1(a)] and showing an increased cell viability 
[Figure 1(a) and (b)]. This was not evident 
between day 7 and day 10 [Figure 1(b)], probably 
due to the variability in ASCs cell viability evi-
denced from the different donors, possibly associ-
ated to sampling bias. ASCs characterization 
showed their immunoreactivity to the specific 
MSCs markers CD73, CD90 and CD105 up to 

90–97% [Figure 1(c)], along with the lack of 
immunoreactivity (0.3–2%) to CD34, CD45 and 
HLA-DR (Supplemental Figure 2).

Effects of ASC-CM on HTNC
While HTNC in NG evidenced a fibroblast cell-
like morphology, HTNC in HG showed increased 
cell roundness instead of the normal elongated 
shape [Figure 2(a)]. Moreover, HG condition 
significantly decreased HTNC cell viability com-
pared to NG, starting from 7 days of HG [Figure 
2(b)]. A further decrement of HTNC cell viabil-
ity was detected starting from day 14 of HG, still 
present after 21 days [Figure 2(b)]. After the 
exposure to ASC-CM, HTNC in HG were spin-
dle-shaped or enlarged triangles, recovering an 
appearance of fibroblasts [Figure 2(c)]. Also, 

Figure 1. (a) Representative images of optical microscopy showing ASCs isolated from µFAT (Day 0), then 
after 4, 7 and 10 days (Day 4–7–10); scale bar: 20 µm; magnification 10×, (b) ASCs cell viability, expressed 
as OD values at 570 nm ± SD. ** p < 0.01 versus Day 4 and (c) representative immunofluorescence images 
of CD90/CD73/CD105 expression shown in red, with the nucleus stained in blue by DAPI (4′,6-diamidino-2-
phenylindole). Scale bar: 10 µm; magnification 20×. The relative quantization was expressed by the percentage 
of positive cells (red) on total cells counted (blue) ± SD. Results are expressed as mean ± SD of nine 
observations.
ASC, adipose-derived mesenchymal stem cell; µFAT, microfragmented adipose tissue; OD, optical density.
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HTNC viability was recovered by ASC-CM after 
the HG exposure, with a significant increment of 
HTNC cell viability at all HG time points [Figure 
2(c)]. The positive effects of ASC-CM on HTNC 
cell damage induced by HG levels was confirmed 
by the scratch assay, reporting a significant 
increase of the scratch wound closure both in NG 
and at all the HG time points, with the highest 
recovery in HTNC exposed to ASC-CM after 
7 days of HG [Figure 2(c)].

Determination of TGF-β1 and TSP-1 in ASC-CM
The levels of total TGF-β1 in ASC-CM were 
168 ± 30 pg/ml, significantly higher (p < 0.01) 
compared to the minimum levels of active TGF-
β1 detected (9 ± 0.4 pg/ml), by indicating a 
marked presence of latent TGF-β1 in ASC-CM 

[Figure 3(a)]. TSP-1 levels in ASC-CM were 
326 ± 44 ng/ml [Figure 3(a)].

ASC-CM increases total and active  
TGF-β1 in HTNC
HG exposure starting from 7 days induced a sig-
nificant decrease of total and active TGF-β1 in 
HTNC [Figure 3(b) and 4). This was present 
also at HG14 and at HG14. As expected, the stim-
ulation of HTNC with ASC-CM lead to a signifi-
cant increase in total TGF-β1 levels in NG and at 
all the HG time points [Figure 3(b)]. The inter-
nalization of latent TGF-β1 present in ASC-CM 
by HTNC was confirmed by the assessment of 
total TGF-β1 content in ASC-CM after the 24 h 
of HTNC stimulation (Supplemental Figure 3). 
The total TGF-β1 elevation in HTGN cultured 

Figure 2. (a) Representative optical microscope images of HTNC morphology in NG or HG (6, 13 and 20 days) 
followed by 24 h of αMEM as control (NG, HG7, HG14, HG21) or ASC-CM. Scale bar: 20 µm; magnification 10×, (b) 
HTNC cell viability in NG or HG (6, 13 and 20 days) followed by 24 h of αMEM as control (NG, HG7, HG14, HG21) 
or ASC-CM. HTNC metabolic activity was measured as OD at 570 nm and calculated as (mean OD treatment/
mean OD control) × 100 and (c) representative images of wound healing in HTNC at T0 (day 6, 13, 20) and after 
24 h in serum free αMEM as control or serum free ASC-CM. The percentage of scratch wound closure at T24 
was measured by ImageJ and normalized against the wound area at T0; scale bar: 10 µm; magnification 20×. 
Results are expressed as mean ± SD of nine observations.
ASC-CM, adipose-derived mesenchymal stem cell conditioned medium; HG, high glucose; HTNC, human tenocytes; αMEM, 
α-minimum essential medium; NG, normal glucose; OD, optical density.
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in HG and exposed to ASC-CM was paralleled 
by a significant increase of Col I and VEGF lev-
els, markedly decreased by hyperglycemic condi-
tions [Figure 3(c) and (d)].

Interestingly, HTNC in NG or HG evidenced 
also increased levels of active TGF-β1 staining 
after ASC-CM exposure (Figure 4).

TSP-1 levels in HTNC cultured in HG and 
exposed to ASC-CM
Since low levels of active TGF-β1 detected in 
ASC-CM, the increment of TGF-β1 active form 
in HTNC could be due to the higher TSP-1 

levels evidenced by these cells after ASC-CM 
stimulation [Figure 5(a)]. The Pearson correla-
tion analysis confirmed a significant positive asso-
ciation between active TGF-β1 and TSP-1 levels 
in HTNC (r = 0.76, p < 0.01) [Figure 5(b)]. 
Active TGF-β1 and TSP-1 levels in ASC-CM 
after the 24 h of HTNC stimulation are reported 
in Supplemental Figure 3.

Discussion
To date, integrative and regenerative medicine 
have gained a lot of interest in the field of muscu-
loskeletal degenerative disorders and related 
pain.11,34,57 Particularly, PRP (platelet-rich 

Figure 3. (a) Total TGF-β1 (pg/ml ± SD), active TGF-β1 (pg/ml ± SD) and TSP-1 levels (ng/ml ± SD) in ASC-
CM; **p < 0.01 versus active TGF-β1, (b) total TGF-β1 (pg/ml ± SD), (b and c) Col I (ng/ml) and (b and d) VEGF 
(pg/ml) levels in HTNC after exposure to NG or HG (6, 13 and 20 days) followed by 24 h of αMEM as control 
(NG, HG7, HG14, HG21) or ASC-CM. Results are expressed as mean ± SD of nine observations. *p < 0.05 and 
**p < 0.01 versus NG; °°p < 0.01 versus HG at the same time point; ^^p < 0.01 versus HG7; §§p < 0.01 versus 
HG7 + ASC-CM, #p < 0.05 versus HG14 + ASC-CM.
ASC-CM, adipose-derived mesenchymal stem cell conditioned medium; Col I, Collagen I; HG, high glucose; NG, normal 
glucose; TGF-β1, transforming growth factor beta 1; TSP-1, thrombospondin 1; αMEM, α-minimum essential medium; 
VEGF, Vascular Endothelial Growth factor.
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Figure 4. Representative images of immunocytochemistry showing active TGF-β1 in HTNC after exposure 
to NG or HG (6, 13 and 20 days) followed by 24 h of αMEM as control (NG, HG7, HG14, HG21) or ASC-CM, with 
relative quantization reported as % of positive cells (red for TGF-β1, blue for the nucleus) on total cells 
counted. Results are expressed as mean ± SD of nine observations. Scale bar: 10 µm; magnification 20×. 
**p < 0.01 versus NG; °°p < 0.01 versus HG at the same time point; ^^p < 0.01 versus HG7; §§p < 0.01 versus 
HG7 + ASC-CM.
ASC-CM, adipose-derived mesenchymal stem cell conditioned medium; HG, high glucose; HTNC, human tenocytes; NG, 
normal glucose; TGF-β1, transforming growth factor beta 1; αMEM, α-minimum essential medium.
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plasma) and MSCs seem to be promising in 
reducing pain and improving function in osteoar-
thritic joints.58,59 Recently their use had been sug-
gested also in tendinopathies with debated 
results.4,60,61 Interestingly, in case of shoulder cal-
cific tendinopathy ultrasound-guided percutane-
ous lavage seems to be one of the most efficacious 
treatment.62

Among the regenerative medicine options, ASCs 
have well documented good clinical outcomes in 
various diseases, including degenerative osteoar-
thritis,34,36,37,63 diabetic ulcer64–66 and non-dia-
betic tendinopathies.4 ASCs injections in 
non-diabetic tendinopathic patients were associ-
ated to rapid and long tendon pain recovery.4 
However, some studies to test the effects of 
ASC-CM in non-diabetic tendinopathies are also 
emerging. CM from ASC has been injected in 
several animal models of tendinopathies, with sat-
isfactory results for tendon and ligament healing 
processes, due to the increased proliferation and 

viability of tenocytes evidenced after CM injec-
tions.16,67–71 Beside this, however, no study has so 
far tested the possibility of using ASC-CM against 
the damage caused by exposing HTNC to pro-
longed HG levels, reproducing in vitro the clinical 
setting of diabetic tendinopathy.

Here, in fact, it is shown for the first time that an 
ASC-CM improves the impaired morphology and 
structure of HTNC from patellar tendon exposed 
to a prolonged period of HG levels. This implies an 
amelioration in the maintenance and restoration of 
tendon tissue, as well as a reduction of extracellular 
matrix (ECM) structural and biochemical changes, 
during diabetic tendinopathy.72,73

From the molecular point of view, the current  
in vitro setting showed that tenocytes exhibited 
alterations in cell morphology along with low 
TGF-β1 levels, recovered after ASC-CM expo-
sure. This was translated as a higher wound clo-
sure of a mechanical scratch caused to the cells, 

Figure 5. (a) TSP-1 content (ng/ml ± SD) in HTNC after exposure to NG or HG (6, 13 and 20 days) followed by 
24 h of αMEM as control (NG, HG7, HG14, HG21) or ASC-CM; (b) Pearson correlation analysis between active 
TGF-β1 levels in HTNC (% of positive cells/total cells counted) and TSP-1 levels (ng/ml) in HTNC. Results are 
expressed as mean ± SD of nine observations. **p < 0.01 versus NG; °p < 0.05 and °°p < 0.01 versus HG at the 
same time point; ^^p < 0.01 versus HG7; §§p < 0.01 versus HG7 + ASC-CM.
ASC-CM, adipose-derived mesenchymal stem cell conditioned medium; HG, high glucose; NG, normal glucose; TGF-β1, 
transforming growth factor beta 1; TSP-1, thrombospondin 1; αMEM, α-minimum essential medium.
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thus resembling the in vivo recovering from a ten-
don rupture. To this regard, it is to note that a 
significant down-regulation of both latent and 
active TGF-β1 was evident in HTNC exposed to 
HG. These were paralleled by reduced cell viabil-
ity and decreased wound healing, as expected 
from a reduced TGF-β1 content and activation.74 
Notably, TGF-β isoforms and their receptors are 
strongly associated with tendon formation, differ-
entiation, and regeneration, as well as to stimula-
tion of collagen transcription in tendon fibroblasts 
and tissue repair.75–78 However, contrasting evi-
dence is reported about the influence of diabetes 
on TGF-β1 expression in tendons. Indeed, while 
HG conditions were associated to increased 
TGF-β1 levels in tenocytes from porcine patellar 
tendons,79 with consequent scar formation and 
tenocytes death,80 TGF-β1 was found to be 
downregulated in tenocytes from the Achilles ten-
don of diabetic Sprague Dawley rats, character-
ized by fiber disorganization and increased 
interfibrillar spaces.22 Moreover, injured tendons 
in diabetic rats showed a weaker immunoreactiv-
ity for TGF-β1 compared to injured tendons of 
non-diabetic rats.27

After ASC-CM, TGF-β1 elevation was paralleled 
by higher levels of Col I and VEGF in tenocytes 
exposed to HG. Although the evidence about the 
expression of Col I and VEGF in hyperglycemia-
induced tendon damage is controversial,23,71,81,82 
our results are in line with the reduction of Col I 
and neoangiogenesis reported in preclinical and 
clinical settings of diabetic tendinopathy.21,81,83–85 
The TGF-β1 related effects in diabetes51,74,81,86–89 
on the levels of Col I, the main component of ten-
don dry mass90 and of VEGF, the most important 
angiogenic factor involved in tendon healing,91 
support the potential role of TGF-β released by 
ASC-CM in improving tenocytes mediated ten-
don healing process under HG stimulus.

Tendon repair is also associated with alterations of 
TGF-β activation.92 The activation of the latent 
precursor of TGF-β is obtained after its binding to 
TSPs,93 extracellular matrix proteins involved in 
tendon pathophysiology, tendon healing, vasculari-
zation and able to activate the latent TGF-β1 iso-
form.94–97 TSP-1 deficiency has been associated 
with impaired wound healing,94 supported by 
impaired activation of the TGF-β1 precursor. 
Furthermore, TSP-1 is present in the CM of dis-
tinct types of mesenchymal stem cells,98,99 and, 
interestingly, in ASC-CM.100 Thus TSP, like TGF, 

may be pivotal for proper tendon development and 
maintenance. Increased TSP-1 levels in tenocytes 
could have pleiotropic effects in addition to TGF-
β1 activation, as it appears to co-localize with Col 
I,101 the most abundant isoform in healthy ten-
dons102 and it seems to reduce the inflammatory 
process in osteoarthritis when released in 
ASC-CM.100 Obviously, as with TGF-β1, no evi-
dence of TSP-1 levels achieved in diabetic teno-
cytes after ASC-CM stimulation has been reported. 
On the latter aspect, the present study is the first to 
demonstrate that TSP-1 was reduced in tenocytes 
exposed to HG levels, while it was increased after 
their exposure to ASC-CM and positively associ-
ated with active TGF-β1 levels.

In conclusion, from a translational point of view, 
the present study paves the way for further inves-
tigations regarding the use of CM as a promising 
strategy for the management of diabetic tendi-
nopathy. Of course, the present study did not 
explore other cytokines and factors present in 
ASC-CM, as well as further appropriate inhibi-
tion studies are needed to strengthen the pro-
posed mechanisms related to the effects of 
ASC-CM in the several cell lines involved in the 
musculoskeletal system. However, even if the pre-
sent study cannot give clinical evidence for the 
application of a CM to patients, it is in line with 
beneficial effects of human MSC-CM on wound 
healing in diabetic rats103 and suggests novel per-
spectives in the field of new pharmaceuticals for 
regenerative medicine in tendon healing. Indeed, 
the use of CM for tendinopathies could have sev-
eral advantages compared to ASCs, such as the 
easier manufacturing, freezing, packaging and 
transport. Moreover, CM could also avoid the 
rejection problems for the recipient patient when 
using allogeneic ASCs.104

Declarations

Ethics approval and consent to participate
This study was approved by the Ethics Committee 
of the AOU University of Campania ‘Luigi 
Vanvitelli’, Naples - Italy (protocol number 
0035781/i, 15/12/2021). A written informed con-
sent to participate was obtained from all the par-
ticipants to the study.

Consent for publication
A written informed consent for publication was 
obtained from all the participants to the study.

https://journals.sagepub.com/home/tab


MC Trotta, A Itro et al.

journals.sagepub.com/home/tab 11

Author contributions
Maria Consiglia Trotta: Conceptualization; 
Formal analysis; Writing – original draft.

Annalisa Itro: Data curation; Formal analysis; 
Writing – original draft.

Caterina Claudia Lepre: Investigation; Writing 
– original draft.

Marina Russo: Investigation; Writing – original 
draft.

Francesca Guida: Methodology; Writing –  
original draft.

Antimo Moretti: Methodology; Writing – review 
& editing.

Adriano Braile: Methodology; Writing – review 
& editing.

Umberto Tarantino: Methodology; Writing – 
review & editing.

Michele D’Amico: Conceptualization; Writing 
– review & editing.

Giuseppe Toro: Conceptualization; Validation; 
Writing – review & editing.

Acknowledgements
The authors acknowledge Tecsud s.r.l. for sup-
porting the study with the materials used. The 
authors acknowledge Dr. Roberta Miranda, Dr. 
Carlo Vitiello, Dr. Michele Schiavone and Dr. 
Tullio Coppola for their technical support.

Funding
The author(s) disclosed receipt of the following 
financial support for the research, authorship, 
and/or publication of this article: This study has 
been supported by University of Campania “Luigi 
Vanvitelli”, Naples - Ital (STEMBIONEC pro-
ject, 2023).

Competing interests
The authors declare that there is no conflict of 
interest.

Availability of data and materials
All data are included within the article and its 
Supplemental Materials.

ORCID iD
Giuseppe Toro  https://orcid.org/0000- 
0002-8560-721X

Supplemental material
Supplemental material for this article is available 
online.

References
 1. Maffulli N, Khan KM and Puddu G. Overuse 

tendon conditions: time to change a confusing 
terminology. Arthrosc J Arthrosc Relat Surg 1998; 
14: 840–843.

 2. Lui PPY. Tendinopathy in diabetes mellitus 
patients-epidemiology, pathogenesis, and 
management. Scand J Med Sci Sports 2017; 27: 
776–787.

 3. D’Amora M, Mondillo F, Cantalupo T, et al. 
Achilles tendinopathy and patellar tendon: 
integrated imaging. Minerva Ortop E Traumatol. 
Epub ahead of print January 2021. DOI: 
10.23736/S0394-3410.20.03984-3.

 4. Itro A, Trotta MC, Miranda R, et al. Why use 
adipose-derived mesenchymal stem cells in 
tendinopathic patients: a systematic review. 
Pharmaceutics 2022; 14: 1151.

 5. Kellam JF, Hunter GA and McElwain JP. Review 
of the operative treatment of Achilles tendon 
rupture. Clin Orthop 1985; 201: 80–83.

 6. Muneta T, Koga H, Ju Y-J, et al. Hyaluronan 
injection therapy for athletic patients with patellar 
tendinopathy. J Orthop Sci 2012; 17: 425–431.

 7. Childress MA and Beutler A. Management of 
chronic tendon injuries. Am Fam Physician 2013; 
87: 486–490.

 8. Merolla G, Bianchi P and Porcellini G. 
Ultrasound-guided subacromial injections 
of sodium hyaluronate for the management 
of rotator cuff tendinopathy: a prospective 
comparative study with rehabilitation therapy. 
Musculoskelet Surg 2013; 97(Suppl. 1): 49–56.

 9. Crimaldi S, Liguori S, Tamburrino P, et al. 
The role of hyaluronic acid in sport-related 
tendinopathies: a narrative review. Med Kaunas 
Lith 2021; 57: 1088.

 10. Gervasi M, Barbieri E, Capparucci I, et al. 
Treatment of Achilles tendinopathy in 
recreational runners with peritendinous 
hyaluronic acid injections: a viscoelastometric, 
functional, and biochemical pilot study. J Clin 
Med 2021; 10: 1397.

 11. Lakhani A, Sharma E, Kapila A, et al. Known 
data on applied regenerative medicine in tendon 
healing. Bioinformation 2021; 17: 514–527.

https://journals.sagepub.com/home/tab
https://orcid.org/0000-0002-8560-721X
https://orcid.org/0000-0002-8560-721X


TherapeuTic advances in 
Musculoskeletal disease Volume 16

12 journals.sagepub.com/home/tab

 12. Zhao D, Pan J, Yang W, et al. Intra-articular 
injections of platelet-rich plasma, adipose 
mesenchymal stem cells, and bone marrow 
mesenchymal stem cells associated with better 
outcomes than hyaluronic acid and saline in knee 
osteoarthritis: a systematic review and network 
meta-analysis. Arthrosc J Arthrosc Relat Surg 2021; 
37: 2298–2314.e10.

 13. Costa-Almeida R, Calejo I and Gomes ME. 
Mesenchymal stem cells empowering tendon 
regenerative therapies. Int J Mol Sci 2019; 20: 
3002.

 14. Lombardi F, Palumbo P, Augello FR, et al. 
Secretome of adipose tissue-derived stem cells 
(ASCs) as a novel trend in chronic non-healing 
wounds: an overview of experimental in vitro and 
in vivo studies and methodological variables. Int J 
Mol Sci 2019; 20: 3721.

 15. Li J, Liu Z-P, Xu C, et al. TGF-β1-containing 
exosomes derived from bone marrow 
mesenchymal stem cells promote proliferation, 
migration and fibrotic activity in rotator cuff 
tenocytes. Regen Ther 2020; 15: 70–76.

 16. Rhatomy S, Prasetyo TE, Setyawan R, et al. 
Prospect of stem cells conditioned medium 
(secretome) in ligament and tendon healing: a 
systematic review. Stem Cells Transl Med 2020; 9: 
895–902.

 17. Chen S-H, Chen Z-Y, Lin Y-H, et al. 
Extracellular vesicles of adipose-derived stem 
cells promote the healing of traumatized Achilles 
tendons. Int J Mol Sci 2021; 22: 12373.

 18. Fu G, Lu L, Pan Z, et al. Adipose-derived stem 
cell exosomes facilitate rotator cuff repair by 
mediating tendon-derived stem cells. Regen Med 
2021; 16: 359–372.

 19. Lyu K, Liu T, Chen Y, et al. A “cell-free 
treatment” for tendon injuries: adipose stem cell-
derived exosomes. Eur J Med Res 2022; 27: 75.

 20. Harrell C, Fellabaum C, Jovicic N, et al. 
Molecular mechanisms responsible for 
therapeutic potential of mesenchymal stem cell-
derived secretome. Cells 2019; 8: 467.

 21. Ahmed R, Khalil S and Al-Qahtani M. Diabetic 
retinopathy and the associated risk factors in 
diabetes type 2 patients in Abha, Saudi Arabia. J 
Fam Community Med 2016; 23: 18.

 22. Wu Y-F, Wang H-K, Chang H-W, et al. High 
glucose alters tendon homeostasis through 
downregulation of the AMPK/Egr1 pathway. Sci 
Rep 2017; 7: 44199.

 23. Lu P-P, Chen M-H, Dai G-C, et al. 
Understanding cellular and molecular 
mechanisms of pathogenesis of diabetic 

tendinopathy. World J Stem Cells 2020; 12: 
1255–1275.

 24. Primadhi RA, Gunawan H, Rachmayati S, et al. 
TGF-ß1 expression in contractured achilles 
tendon among diabetic foot patients: a semi-
quantitative study. Muscle Ligaments Tendons J 
2021; 11: 265.

 25. Patel SH, Mendias CL and Carroll CC. 
Descriptive transcriptome analysis of tendon 
derived fibroblasts following in-vitro exposure to 
advanced glycation end products. PLOS ONE 
2022; 17: e0271770.

 26. Veronez A, Pires LA, de Aro AA, et al. Effect of 
exercising in water on the fibrocartilage of the 
deep digital flexor tendon in rats with induced 
diabetes. Tissue Cell 2022; 76: 101764.

 27. Ahmed AS, Li J, Schizas N, et al. Expressional 
changes in growth and inflammatory mediators 
during Achilles tendon repair in diabetic rats: new 
insights into a possible basis for compromised 
healing. Cell Tissue Res 2014; 357: 109–117.

 28. Cho NS, Moon SC, Jeon JW, et al. The influence 
of diabetes mellitus on clinical and structural 
outcomes after arthroscopic rotator cuff repair. 
Am J Sports Med 2015; 43: 991–997.

 29. Guney A, Vatansever F, Karaman I, et al. 
Biomechanical properties of Achilles tendon 
in diabetic vs. non-diabetic patients. Exp Clin 
Endocrinol Diabetes 2015; 123: 428–432.

 30. Ranger TA, Wong AMY, Cook JL, et al. Is there 
an association between tendinopathy and diabetes 
mellitus? A systematic review with meta-analysis. 
Br J Sports Med 2016; 50: 982–989.

 31. Murray IR, Geeslin AG, Goudie EB, et al. 
Minimum information for studies evaluating 
biologics in orthopaedics (MIBO): platelet-rich 
plasma and mesenchymal stem cells. J Bone Jt 
Surg 2017; 99: 809–819.

 32. Bianchi F, Maioli M, Leonardi E, et al. A new 
nonenzymatic method and device to obtain a fat 
tissue derivative highly enriched in pericyte-like 
elements by mild mechanical forces from human 
lipoaspirates. Cell Transplant 2013; 22: 2063–2077.

 33. Randelli P, Menon A, Ragone V, et al. Lipogems 
product treatment increases the proliferation rate 
of human tendon stem cells without affecting 
their stemness and differentiation capability. Stem 
Cells Int 2016; 2016: 1–11.

 34. Schiavone Panni A, Vasso M, Braile A, et al. 
Preliminary results of autologous adipose-
derived stem cells in early knee osteoarthritis: 
identification of a subpopulation with greater 
response. Int Orthop 2019; 43: 7–13.

https://journals.sagepub.com/home/tab


MC Trotta, A Itro et al.

journals.sagepub.com/home/tab 13

 35. Viganò M, Lugano G, Perucca Orfei C, et al. 
Autologous microfragmented adipose tissue 
reduces inflammatory and catabolic markers in 
supraspinatus tendon cells derived from patients 
affected by rotator cuff tears. Int Orthop 2021; 45: 
419–426.

 36. Braile A, Toro G, Cicco AD, et al. Hallux rigidus 
treated with adipose-derived mesenchymal stem 
cells: a case report. World J Orthop 2021; 12: 
51–55.

 37. Vasso M, Corona K, Capasso L, et al. 
Intraarticular injection of microfragmented 
adipose tissue plus arthroscopy in isolated 
primary patellofemoral osteoarthritis is clinically 
effective and not affected by age, BMI, or stage of 
osteoarthritis. J Orthop Traumatol 2022; 23: 7.

 38. Czapla J, Matuszczak S, Kulik K, et al. The 
effect of culture media on large-scale expansion 
and characteristic of adipose tissue-derived 
mesenchymal stromal cells. Stem Cell Res Ther 
2019; 10: 235.

 39. Guo Q, Wang D, Liu Z, et al. Effects of p21 gene 
down-regulation through RNAi on antler stem 
cells in vitro. PLOS ONE 2015; 10: e0134268.

 40. Mohamed-Ahmed S, Fristad I, Lie SA, et al. 
Adipose-derived and bone marrow mesenchymal 
stem cells: a donor-matched comparison. Stem 
Cell Res Ther 2018; 9: 168.

 41. Debnath T and Chelluri LK. Standardization and 
quality assessment for clinical grade mesenchymal 
stem cells from human adipose tissue. Hematol 
Transfus Cell Ther 2019; 41: 7–16.

 42. Ayaz-Guner S, Alessio N, Acar MB, et al. A 
comparative study on normal and obese mice 
indicates that the secretome of mesenchymal 
stromal cells is influenced by tissue environment 
and physiopathological conditions. Cell Commun 
Signal 2020; 18: 118.

 43. Jung H, Kim HH, Lee DH, et al. Transforming 
growth factor-beta 1 in adipose derived stem cells 
conditioned medium is a dominant paracrine 
mediator determines hyaluronic acid and collagen 
expression profile. Cytotechnology 2011; 63: 
57–66.

 44. Chen Q, Liang Q, Zhuang W, et al. Tenocyte 
proliferation and migration promoted by rat 
bone marrow mesenchymal stem cell-derived 
conditioned medium. Biotechnol Lett 2018; 40: 
215–224.

 45. Lin Y-C, Li Y-J, Rui Y-F, et al. The effects of high 
glucose on tendon-derived stem cells: implications 
of the pathogenesis of diabetic tendon disorders. 
Oncotarget 2017; 8: 17518–17528.

 46. Wu Y-F, Huang Y-T, Wang H-K, et al. 
Hyperglycemia augments the adipogenic 
transdifferentiation potential of tenocytes and is 
alleviated by cyclic mechanical stretch. Int J Mol 
Sci 2017; 19: 90.

 47. Ryan CNM, Pugliese E, Shologu N, et al. A 
combined physicochemical approach towards 
human tenocyte phenotype maintenance. Mater 
Today Bio 2021; 12: 100130.

 48. Spang C, Chen J and Backman LJ. The tenocyte 
phenotype of human primary tendon cells in vitro 
is reduced by glucocorticoids. BMC Musculoskelet 
Disord 2016; 17: 467.

 49. Wan Nar Wong M, Lui WT, Chuen Fu S, et al. 
The effect of glucocorticoids on tendon cell 
viability in human tendon explants. Acta Orthop 
2009; 80: 363–367.

 50. Gallorini M, Berardi AC, Ricci A, et al. Dual 
acting carbon monoxide releasing molecules 
and carbonic anhydrase inhibitors differentially 
modulate inflammation in human tenocytes. 
Biomedicines 2021; 9: 141.

 51. Vieira CP, Viola M, Carneiro GD, et al. Glycine 
improves the remodeling process of tenocytes in 
vitro: glycine effect in remodeling of tenocytes. 
Cell Biol Int 2018; 42: 804–814.

 52. Kim RJ, Hah Y-S, Gwark J-Y, et al. 
N-acetylcysteine reduces glutamate-induced 
cytotoxicity to fibroblasts of rat supraspinatus 
tendons. Connect Tissue Res 2019; 60: 431–443.

 53. Kim W, Lee SK, Kwon Y-W, et al. Pioglitazone-
primed mesenchymal stem cells stimulate cell 
proliferation, collagen synthesis and matrix gene 
expression in tenocytes. Int J Mol Sci 2019; 20: 
472.

 54. Lee KJ, Clegg PD, Comerford EJ, et al. A 
comparison of the stem cell characteristics of 
murine tenocytes and tendon-derived stem cells. 
BMC Musculoskelet Disord 2018; 19: 116.

 55. Viganò M, Perucca Orfei C, Colombini A, et al. 
Different culture conditions affect the growth of 
human tendon stem/progenitor cells (TSPCs) 
within a mixed tendon cells (TCs) population.  
J Exp Orthop 2017; 4: 8.

 56. Poulsen RC, Carr AJ and Hulley PA. Protection 
against glucocorticoid-induced damage in human 
tenocytes by modulation of ERK, Akt, and 
forkhead signaling. Endocrinology 2011; 152: 
503–514.

 57. Maghbool M, Khosravi T, Vojdani S, et al.  
The effects of eugenol nanoemulsion on pain 
caused by arteriovenous fistula cannulation  
in hemodialysis patients: A randomized  

https://journals.sagepub.com/home/tab


TherapeuTic advances in 
Musculoskeletal disease Volume 16

14 journals.sagepub.com/home/tab

double-blinded controlled cross-over trial. 
Complement Ther Med 2020; 52: 102440.

 58. Sanapati J, Manchikanti L, Atluri S, et al. Do 
regenerative medicine therapies provide long-
term relief in chronic low back pain: a systematic 
review and metaanalysis. Pain Physician 2018; 21: 
515–540.

 59. Doria C, Mosele G, Caggiari G, et al. Treatment 
of early hip osteoarthritis: ultrasound-guided 
platelet rich plasma versus hyaluronic acid 
injections in a randomized clinical trial. Joints 
2017; 05: 152–155.

 60. Andia I and Maffulli N. Platelet-rich plasma 
for muscle injury and tendinopathy. Sports Med 
Arthrosc Rev 2013; 21: 191–198.

 61. Sisk D and Fredericson M. Taping, bracing, and 
injection treatment for patellofemoral pain and 
patellar tendinopathy. Curr Rev Musculoskelet Med 
2020; 13: 537–544.

 62. Catapano M, Robinson DM, Schowalter S, et al. 
Clinical evaluation and management of calcific 
tendinopathy: an evidence-based review.  
J Osteopath Med 2022; 122: 141–151.

 63. Jo CH, Chai JW, Jeong EC, et al. Intratendinous 
injection of autologous adipose tissue-derived 
mesenchymal stem cells for the treatment of 
rotator cuff disease: a first-in-human trial. Stem 
Cells 2018; 36: 1441–1450.

 64. Minteer D, Marra KG and Rubin JP. Adipose-
derived mesenchymal stem cells: biology and 
potential applications. In: Weyand B, Dominici 
M, Hass R, et al. (eds) Mesenchymal stem cells - 
basics and clinical application I. Berlin, Heidelberg: 
Springer Berlin Heidelberg, pp. 59–71.

 65. Yu S, Cheng Y, Zhang L, et al. Treatment with 
adipose tissue-derived mesenchymal stem cells 
exerts anti-diabetic effects, improves long-term 
complications, and attenuates inflammation in type 
2 diabetic rats. Stem Cell Res Ther 2019; 10: 333.

 66. Pomatto M, Gai C, Negro F, et al. Differential 
therapeutic effect of extracellular vesicles derived 
by bone marrow and adipose mesenchymal stem 
cells on wound healing of diabetic ulcers and 
correlation to their cargoes. Int J Mol Sci 2021; 
22: 3851.

 67. Lange-Consiglio A, Rossi D, Tassan S, et al. 
Conditioned medium from horse amniotic 
membrane-derived multipotent progenitor cells: 
immunomodulatory activity in vitro and first 
clinical application in tendon and ligament injuries 
in vivo. Stem Cells Dev 2013; 22: 3015–3024.

 68. Sevivas N, Teixeira FG, Portugal R, et al. 
Mesenchymal stem cell secretome: a potential 
tool for the prevention of muscle degenerative 

changes associated with chronic rotator cuff tears. 
Am J Sports Med 2017; 45: 179–188.

 69. Sun Y, Chen W, Hao Y, et al. Stem cell–
conditioned medium promotes graft remodeling 
of midsubstance and intratunnel incorporation 
after anterior cruciate ligament reconstruction in a 
rat model. Am J Sports Med 2019; 47: 2327–2337.

 70. Wang Y, He G, Guo Y, et al. Exosomes from 
tendon stem cells promote injury tendon healing 
through balancing synthesis and degradation of 
the tendon extracellular matrix. J Cell Mol Med 
2019; 23: 5475–5485.

 71. Shen H, Yoneda S, Abu-Amer Y, et al. Stem cell-
derived extracellular vesicles attenuate the early 
inflammatory response after tendon injury and 
repair. J Orthop Res 2020; 38: 117–127.

 72. Li Y, Wu T and Liu S. Identification and 
distinction of tenocytes and tendon-derived stem 
cells. Front Cell Dev Biol 2021; 9: 629515.

 73. Vaidya R, Lake SP and Zellers JA. Effect of 
diabetes on tendon structure and function: not 
limited to collagen crosslinking. J Diabetes Sci 
Technol 2023; 17: 89–98.

 74. Klein MB, Yalamanchi N, Pham H, et al. Flexor 
tendon healing in vitro: effects of TGF-β on 
tendon cell collagen production. J Hand Surg 
2002; 27: 615–620.

 75. Fenwick SA, Curry V, Harrall RL, et al. 
Expression of transforming growth factor-beta 
isoforms and their receptors in chronic tendinosis. 
J Anat 2001; 199: 231–240.

 76. Wall ME, Dyment NA, Bodle J, et al. Cell 
signaling in tenocytes: response to load and 
ligands in health and disease. In: Ackermann PW 
and Hart DA (eds) Metabolic influences on risk for 
tendon disorders. Cham: Springer International 
Publishing, pp. 79–95.

 77. Kaji DA, Howell KL, Balic Z, et al. TGFβ 
signaling is required for tenocyte recruitment and 
functional neonatal tendon regeneration. eLife 
2020; 9: e51779.

 78. Tan G-K, Pryce BA, Stabio A, et al. Tgfβ 
signaling is critical for maintenance of the tendon 
cell fate. eLife 2020; 9: e52695.

 79. Burner T, Gohr C, Mitton-Fitzgerald E, et al. 
Hyperglycemia reduces proteoglycan levels in 
tendons. Connect Tissue Res 2012; 53: 535–541.

 80. Sharir A and Zelzer E. Tendon homeostasis: the 
right pull. Curr Biol 2011; 21: R472–R474.

 81. Ueda Y, Inui A, Mifune Y, et al. The effects of 
high glucose condition on rat tenocytes in vitro 
and rat Achilles tendon in vivo. Bone Jt Res 2018; 
7: 362–372.

https://journals.sagepub.com/home/tab


MC Trotta, A Itro et al.

journals.sagepub.com/home/tab 15

 82. Oliveira RRD, Martins CS, Rocha YR, et al. 
Experimental diabetes induces structural, 
inflammatory and vascular changes of Achilles 
tendons. PLoS ONE 2013; 8: e74942.

 83. Shi L, Li Y, Dai G, et al. Impaired function 
of tendon-derived stem cells in experimental 
diabetes mellitus rat tendons: implications for 
cellular mechanism of diabetic tendon disorder. 
Stem Cell Res Ther 2019; 10: 27.

 84. Abate M, Schiavone C and Salini V. 
Neoangiogenesis is reduced in chronic 
tendinopathies and type 2 diabetic patients. Int J 
Immunopathol Pharmacol 2012; 25: 757–761.

 85. Yoshikawa T, Mifune Y, Inui A, et al. Quercetin 
treatment protects the Achilles tendons of rats 
from oxidative stress induced by hyperglycemia. 
BMC Musculoskelet Disord 2022; 23: 563.

 86. Heinemeier K, Langberg H, Olesen JL, et al. Role 
of TGF-beta1 in relation to exercise-induced type 
I collagen synthesis in human tendinous tissue.  
J Appl Physiol Bethesda Md 1985 2003; 95: 
2390–2397.

 87. Hou Y, Mao Z, Wei X, et al. The roles of TGF-
beta1 gene transfer on collagen formation during 
Achilles tendon healing. Biochem Biophys Res 
Commun 2009; 383: 235–239.

 88. Makowski L, Leffers M, Waltenberger J, et al. 
Transforming growth factor-β1 signalling triggers 
vascular endothelial growth factor resistance and 
monocyte dysfunction in type 2 diabetes mellitus. 
J Cell Mol Med 2021; 25: 5316–5325.

 89. Xu X, Zheng L, Yuan Q, et al. Transforming 
growth factor-β in stem cells and tissue 
homeostasis. Bone Res 2018; 6: 2.

 90. Tresoldi I, Oliva F, Benvenuto M, et al. Tendon’s 
ultrastructure. Muscle Ligaments Tendons J 2019; 03: 2.

 91. Liu X, Zhu B, Li Y, et al. The role of vascular 
endothelial growth factor in tendon healing. Front 
Physiol 2021; 12: 766080.

 92. Li Y, Liu X, Liu X, et al. Transforming growth 
factor-β signalling pathway in tendon healing. 
Growth Factors 2022; 40: 98–107.

 93. Murphy-Ullrich JE and Suto MJ. 
Thrombospondin-1 regulation of latent TGF-β 
activation: a therapeutic target for fibrotic disease. 
Matrix Biol 2018; 68–69: 28–43.

 94. Agah A, Kyriakides TR, Lawler J, et al. The 
Lack of thrombospondin-1 (TSP1) dictates the 
course of wound healing in double-TSP1/TSP2-
Null mice. Am J Pathol 2002; 161: 831–839.

 95. Shi M, Zhu J, Wang R, et al. Latent TGF-β 
structure and activation. Nature 2011; 474: 
343–349.

 96. Sbardella D, Tundo G, Fasciglione G, 
et al. Role of metalloproteinases in tendon 
pathophysiology. Mini-Rev Med Chem 2014; 14: 
978–987.

 97. Ge H, Shrestha A, Liu C, et al. MicroRNA 
148a-3p promotes thrombospondin-4 expression 
and enhances angiogenesis during tendinopathy 
development by inhibiting Krüppel-like factor 
6. Biochem Biophys Res Commun 2018; 502: 
276–282.

 98. Yu K, Ge J, Summers JB, et al. TSP-1 secreted 
by bone marrow stromal cells contributes to 
retinal ganglion cell neurite outgrowth and 
survival. PLoS ONE 2008; 3: e2470.

 99. Kim B-S, Kang K-S and Kang S-K. Soluble 
factors from ASCs effectively direct control of 
chondrogenic fate: Chondrogenic priority of 
ASCs. Cell Prolif 2010; 43: 249–261.

 100. Maumus M, Manferdini C, Toupet K, et al. 
Thrombospondin-1 partly mediates the 
cartilage protective effect of adipose-derived 
mesenchymal stem cells in osteoarthritis. Front 
Immunol 2017; 8: 1638.

 101. Rosini S, Pugh N, Bonna AM, et al. 
Thrombospondin-1 promotes matrix 
homeostasis by interacting with collagen and 
lysyl oxidase precursors and collagen cross-
linking sites. Sci Signal 2018; 11: eaar2566.

 102. Thankam FG, Dilisio MF, Gross RM, et al. 
Collagen I: a kingpin for rotator cuff tendon 
pathology. Am J Transl Res 2018; 10: 3291–
3309.

 103. Saheli M, Bayat M, Ganji R, et al. Human 
mesenchymal stem cells-conditioned medium 
improves diabetic wound healing mainly through 
modulating fibroblast behaviors. Arch Dermatol 
Res 2020; 312: 325–336.

 104. Pawitan JA. Prospect of stem cell conditioned 
medium in regenerative medicine. BioMed Res 
Int 2014; 2014: 1–14.

Visit Sage journals online 
journals.sagepub.com/
home/tab

 Sage journals

https://journals.sagepub.com/home/tab
https://journals.sagepub.com/home/tab
https://journals.sagepub.com/home/tab

