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Abstract: Patellar tendinopathy is a common clinical problem, but its underlying pathophysiology
remains poorly understood, primarily due to the absence of a representative experimental model.
The most widely used method to generate such a model is collagenase injection, although this
method possesses limitations. We developed an optimized rat model of patellar tendinopathy via the
ultrasound-guided injection of collagenase mixed with a thermo-responsive Pluronic hydrogel into
the patellar tendon of sixty male Wistar rats. All analyses were carried out at 3, 7, 14, 30, and 60 days
post-injury. We confirmed that our rat model reproduced the pathophysiology observed in human
patients through analyses of ultrasonography, histology, immunofluorescence, and biomechanical
parameters. Tendons that were injured by the injection of the collagenase-Pluronic mixture exhibited
a significant increase in the cross-sectional area (p < 0.01), a high degree of tissue disorganization and
hypercellularity, significantly strong neovascularization (p < 0.01), important changes in the levels of
types I and III collagen expression, and the organization and presence of intra-tendinous calcifications.
Decreases in the maximum rupture force and stiffness were also observed. These results demonstrate
that our model replicates the key features observed in human patellar tendinopathy. Collagenase is
evenly distributed, as the Pluronic hydrogel prevents its leakage and thus, damage to surrounding
tissues. Therefore, this model is valuable for testing new treatments for patellar tendinopathy.

Keywords: animal model; collagenases; hydrogels; injections; patellar ligament; Pluronic; rats;
tendinopathy; ultrasonography

1. Introduction

Musculoskeletal injuries can affect muscles, bones, and joint tissues, including tendons,
ligaments, and cartilage. According to the World Health Organization (WHO), muscu-
loskeletal injuries represent a major burden on individuals, as well as to health and social
care systems, and they affect people of all ages worldwide [1]. Self-reported musculoskele-
tal diseases are highly prevalent (estimated to affect between 2% and 65% of the population).
Moreover, their prevalence and effects are expected to increase with the aging of the global
population [1,2]. Professional and recreational athletes are at a greater risk of injury due to
their high levels of physical activity [3,4]. Among these pathologies, tendon injuries are
prevalent and represent a significant clinical problem in sports-related medicine, accounting
for 30% of general practice consultations for musculoskeletal pain [5,6].
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Tendons are an essential part of the musculoskeletal system because of their structural
role in connecting muscle and bone [5]. Injuries and abnormalities in the tendons are
extremely common, often debilitating [6,7], and are typically diagnosed as sports injuries [8].
Injured tendons heal slowly and rarely recover the integrity of a healthy tendon, which
results in clinical challenges and patient burden [4].

Damage to a tendon can result from an acute injury, such as a partial or complete ten-
don rupture, or chronic degenerative pathology (tendinopathy) [9]. The term tendinopathy
describes the complex and multifaceted pathology of tendon injuries, which are character-
ized by pain, loss of function, and reduced exercise tolerance, resulting in a tendon that is
less able to withstand repeated tensile loads [5,6,10]. It is identified by a disruption of the
highly organized structure of collagen fibers, an increase in the non-collagenous extracellu-
lar matrix (ECM), hypercellularity, and neovascularization, among other conditions [5,11].
Tendinopathy affects more than 30 million people annually, impacting their health and
quality of life, and it can even be career-ending for some athletes [12,13].

Based on clinical observations and statistical analyses, certain tendons, such as the
patellar tendon, are more susceptible to injury [4]. Athletes participating in various sports
exhibit an overall prevalence of 12% for patellar tendinopathy [14]. Patellar tendinopathy,
or jumper’s knee, usually occurs in teenagers and young adults in the proximal part of the
patellar tendon [7] and is associated with jumping sports, showing a higher prevalence in
volleyball and basketball players [7,13,15-18].

Patellar tendinopathy is clinically diagnosed using imaging [13], with ultrasound
(US) and magnetic resonance imaging (MRI) being the preferred clinical imaging tech-
niques [15,19,20]. Power Doppler and color Doppler US imaging of the degenerated
tendons typically reveal hypervascularity and neovascularization of the patellar tendon,
which is associated with the pathogenesis [7,21,22]. Pathological features that are character-
istic of tendinopathies, like alterations in the cross-sectional area (CSA), thickening of the
tendon, and gray-scale ultrasonographic changes related to hypoechoic areas [23-26], are
easily detected by means of US.

In addition, tendinopathy may be associated with calcific deposits inside the substance
of a tendon, contributing to its symptoms [27]. The ossification of the tendon tissue within
an injured tendon may increase the risk of tendon rupture and the incidence of post-
operative complications and may result in a slow recovery time [28]. Such ossifications
have been observed in imaging studies [20,29] and are thought to result from degenerative
changes in the injured tendon. Achilles and patellar tendon ossifications are formed via
a process resembling endochondral ossification, with bone formation and remodeling
mediated by populations of osteoblasts and osteoclasts [28,30].

Among all the changes that occur during the development of tendinopathy, the role of
inflammation has always been controversial, with various hypotheses proposed to describe
the process, suggesting a significant cellular response to an injury [5,13,21,31]. However,
several studies have suggested a potential role for immune cells in tendon healing [32]
and in the evolution of tendinopathy [33-35]. Schubert et al. observed the presence of
macrophages and T and B lymphocytes in Achilles tendinopathy samples [36]. The presence
of inflammatory cytokines has also been associated with tendinopathy, as evidenced by
the upregulation of IL-6 family members [37] and alterations in the TNF-« system [38].
However, the mechanisms underlying the persistence of inflammation, its resolution, and
the role it may play in pathogenesis remain of interest in tendon diseases [39,40].

There is no standard treatment for tendinopathy, and available treatments are divided
into surgical and non-surgical options. Non-surgical treatment is the primary option, and
these therapies include exercise-based strategies, extracorporeal shockwave therapy, and
injections of compounds such as platelet-rich plasma (PRP) or corticosteroids, among
others [15,41,42]. The effect of treatment with percutaneous electrolysis, combined with
exercise, in patients with patellar tendinopathy has recently been studied and may have
an impact on improving pain and disability [43]. On the other hand, novel therapies that
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show potential for treating tendinopathy, such as scaffolds, stem cells, or gene therapy, are
currently being developed [42].

To elucidate the pathogenesis of tendinopathy and to further develop novel therapeu-
tic strategies for treating patients, the generation of in vitro and in vivo models represents
an urgent need [5,44]. In vitro models are essential tools for studying the tendon microen-
vironment, cellular cross-talk, and the mechanisms of response to tendon mechanical
loading [45,46]. They also play a crucial role in understanding the changes that occur in
tendon cells due to pathology and are key to the development of potential treatments [47].
Explant cell cultures have been used to study the communication between the stromal
collagen and the vascular compartments of tendons when temperature or oxygen levels
are altered [48], as well as to study the development of the chondrogenic differentiation of
tendon cells under pathological conditions [49]. More recently, 3D cultures have been de-
veloped through bioprinting to create tendon-on-chip models [50] and through controlled
3D architectures of electrospun microfibers to study the differences between pathological
and healthy tendons [51]. In addition to the knowledge gained from in vitro models, using
in vivo models is essential for understanding the dynamic interactions within living or-
ganisms, thereby providing a broader view that includes complex physiological responses
and interactions. Although several in vivo models have been used to study tendon pathol-
ogy [5], the lack of representative animal models closely mimicking human disease has
hindered tendinopathy research [52]. Depending on the method used, the generated animal
model presents specific characteristics of tendon pathology [53]. Collagenase injection is
one of the most commonly used methodologies to generate tendon injury [54-57], since it
reproduces many of the features seen in human tendinopathy, such as hypercellularity, loss
of matrix organization, increased vascularity, and changes in the echogenic intensity of US
tendon images [44,53].

Different types of enzymes can degrade the collagen matrix, but the most commonly
used enzyme for generating tendinopathy models is collagenase type I, although there
is no established consensus regarding the concentration and volume of collagenase to be
injected [58]. De Cesar Netto et al. tested different doses and serial injections of collagenase
for the development of an Achilles tendinopathy model in rabbits [59]. This model was
based on the rat model developed by Perucca Orfei et al., in which they observed more
visible changes in tendons treated with a higher dose of collagenase [55]. Similarly, Ghelfi
etal. developed a porcine model of patellar tendinopathy and evaluated neovascularization
and neovessel formation [60]. Similar models have also been used to evaluate molecular
changes [61] and alterations in the biomechanical and US properties of injured tendons [62],
increases in the expression of substance P and calcitonin gene-related peptide [63], and the
presence of calcifications [64], which are associated with tendinopathy. On the other hand,
when a collagenase liquid solution is injected inside a tendon, its distribution is usually
not completely homogeneous, and a portion of it can spread outside the tendon, causing
undesired damage to adjacent tissues. Acute inflammation and significant damage to the
tissues surrounding a tendon have been described with the use of the liquid injection of
enzymes that degenerate the ECM [65,66]. Other models have been developed to prevent
the diffusion of these agents to unwanted areas and to promote more localized tendon
injury generation through the use of kartogenin—alginate beads [67] or fibrinogen [57].
Therefore, using collagenase-containing thermo-responsive hydrogels could also solve this
problem and allow for the localized and targeted administration of collagenase to produce
an optimal tendon injury model.

Hydrogels are hydrophilic polymer networks that are able to retain large amounts
of water or biological fluids; they can be either chemically stable or degradable, and they
eventually disintegrate and dissolve [68]. Because of their composition, some types of
hydrogels are thermo-responsive, such as Pluronic F127, which shows a fast gelation process
at 37 °C and is a non-toxic, biodegradable, and FDA-approved hydrogel [69,70]. Using
hydrogels to optimize the delivery of intra-tendinous injected collagenase could facilitate
the development of novel and more accurate tendinopathy models to imitate human
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degenerative tendon pathology. Hydrogels have been widely used for tissue engineering
applications [71-74], controlled release of therapeutic agents [75,76], cell delivery [77], and
new treatment strategies in cancer [78,79].

This study presents a novel animal model of degenerative patellar tendinopathy that
is induced via the US-guided injection of collagenase mixed with Pluronic hydrogel. In this
study, the longitudinal evolution of collagenase—Pluronic-induced degenerative patellar
tendinopathy was evaluated via histological and biomechanical testing to assess the degree
of tendon degeneration or tendon healing [55,80,81]. This model may provide a valuable
in vivo approach for studying tendinopathy and evaluating the efficacy of innovative
regenerative therapies in future in vivo studies.

2. Results
2.1. Histology and Immunofluorescence Analysis of Patellar Tendon Injury

To evaluate the changes produced in the patellar tendon in the rat model, histological
and immunohistochemical analyses were performed on both healthy (H) control and
injured samples at each post-injury time point after the injection of Pluronic hydrogel
(P) alone or a collagenase-Pluronic hydrogel (CP) combination into the patellar tendon.
Collagenase mixed with Pluronic hydrogel was used to optimize and improve existing
animal models that mimic tendon pathology [55,59,60,65,66].

Through hematoxylin—eosin (H&E) staining, we analyzed the longitudinal evolution
of the structural characteristics of the tendon tissue. We found intense tissue disorgani-
zation and hypercellularity in the tendons of the CP group at all time points (Figure 1A).
For the longest post-injury time points, we also observed a tendency of nucleus and fiber
realignment and the presence of intra-tendinous calcifications at 60 days post-injury. The
administration of Pluronic hydrogel alone in the P group produced only a slight disorga-
nization in the tendon structure and fiber alignment (Figure 1A). The size of the patellar
tendons was also evaluated after the injections, and the transversal dimensions of the
tendons (Figure 1B,C) were measured and quantified. The CP group showed a significant
increase in tendon size, reaching a maximum transversal size (3.19 &+ 0.61 mm) around
7 days post injury. Subsequently, the size of the tendons in the CP group gradually de-
creased until 60 days post-injection (1.04 £ 0.33 mm), at which point no significant size
differences were observed compared to the H group’s tendons. The tendons of the P group
did not show significant differences compared to the H group’s tendons throughout this
longitudinal study.

The expression levels of structural (collagen types I and III), vascular (x-SMA and
CD31), and inflammatory (CD68 and CD206) markers were determined by means of
immunofluorescence analysis.

Important changes in the organization of collagen types I and III were observed in
the tendons of the CP group, which showed significant structural changes during the
longitudinal evolution of the tendon injury. Collagenase administration provoked a prompt
and substantial tissue disorganization in the CP group during the first weeks following
the injection. However, their tendons recovered the structure and fibrillary organization
from 30 days post-injury onwards, showing an improvement up to 60 days post-injury.
In contrast, the administration of Pluronic hydrogel alone in the P group produced only
minor structural changes in the patellar tendon. In particular, the analysis of type I collagen
expression (Figure 2A) in the CP group showed a substantial decrease in collagen-I levels,
reaching the highest decline (14.28 £ 8.76%) at 30 days post-injury. Interestingly, the
collagen-I levels were almost recovered and reached similar levels to those observed in the
H group at 60 days after injury. In contrast, the P group showed a slight non-significant
decrease of around 4%.
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Figure 1. Histological analysis of rat patellar tendons. Tendon dimensions were analyzed using
H&E-stained patellar tendon sections. Representative images show H&E-stained sections (A,B)
of healthy, Pluronic hydrogel-treated, or collagenase-Pluronic hydrogel-treated patellar tendons.

Measurement of the transversal dimensions (C) of rat patellar tendons after treatment at different
points in time. Intergroup comparisons: # collagenase-Pluronic treated vs. healthy; * p < 0.01.

On the other hand, the analysis of type III collagen expression levels (Figure 2B)
showed the opposite phenomenon to that observed with type I collagen. Thus, a substan-
tial increase in collagen-III levels (more than 10-fold) was promptly detected from 3 to
14 days post-injury, reaching its peak at 7 days after injury (14.22 £ 4.20%) and showing
a progressive decline from 14 days to 30 and 60 days post-injury (4.68 & 1.97%). Again,
the tendons of the P group showed only slight changes, revealing a collagen-III expression
pattern similar to that of the H group.

The presence of vessels that were positive for the angiogenic markers CD31 (a marker
for vascular endothelial cells of blood vessels [82,83]) and «-SMA (which stains the smooth
muscle layer of blood vessels [84,85]), alone or co-expressed, was evaluated in the CP and
P treatment groups. The patellar tendons in the CP group showed a prompt and strong
increase during the first 2 weeks after collagenase administration, which then decreased
at 30 and 60 days after injury. In the P group, only a few small vessels were observed
(Figure 3A). An increase in x-SMA(+) and CD31(+) blood vessels was promptly observed
on day 3 after injury in the CP group, reaching a maximum number of positive vessels at
7 days post-injury (105.46 & 67 vessels/mm?) (Figure 3B). Between 14 and 60 days post-
injury, there was a progressive decrease in «-SMA(+) and CD31(+) blood vessels. Despite
this, a significant number of x-SMA(+) and CD31(+) blood vessels remained detectable
even 2 months after collagenase administration in the CP group (45.56 - 8.87 vessels/mm?).
In contrast, the injection of Pluronic hydrogel alone in the P group resulted in a minor
presence of x-SMA(+) and CD31(+) blood vessels, which remained relatively constant over
the subsequent 2 months.
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Figure 2. Immunohistochemical analysis of collagen types I and III in rat patellar tendons. Tendon
structural characteristics were analyzed via immunofluorescence staining of patellar tendon sections.
Representative images show photomicrographs (10x) for both collagen types I (A) and III (B) of
healthy, Pluronic hydrogel-treated, or collagenase-Pluronic hydrogel-treated rat patellar tendons.
The scale bar indicates 200 um. Values of the area of expression (%) are presented. Intergroup
comparisons: ? collagenase-Pluronic treated vs. healthy; * p < 0.01.
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Figure 3. Neovascularization analysis of rat patellar tendons. The presence of vessels positive for
angiogenic markers inside the rat patellar tendons was analyzed using immunofluorescence-stained
patellar tendon sections. (A) Representative images show photomicrographs (10 x) of vessels positive
for a-SMA and CD31 markers inside healthy, Pluronic hydrogel-treated, or collagenase-Pluronic
hydrogel-treated rat patellar tendons. The scale bar indicates 200 um. (B) Quantification of vessels
positive for «-SMA and CD31 (number of vessels/mm?). H: healthy; CP: collagenase-Pluronic
hydrogel; and P: Pluronic hydrogel. Statistical results are shown for the total number of positive
vessels. Intergroup comparisons: # collagenase—Pluronic treated vs. healthy; * p < 0.01.

The CD68 and CD206 inflammatory markers were used to evaluate the inflam-
matory response in the injured tendons. CD68, a marker associated with monocytes/
macrophages [86,87], and CD206, a well-known marker for identifying the M2 macrophage
subtype [88], were analyzed in the H group and the CP and P treatment groups (Figure 4A).
During the initial 3-14 days post-injury, the tendons in the CP group showed a higher
number of CD68-positive cells (11.90 £ 5.94%) than CD206-positive cells (7.45 £ 3.16%).
However, this pattern reversed 30 days after injury, with a higher proportion of CD206-
positive cells (18.28 £ 3.80%) than CD68-positive cells (10.27 £ 1.38%). A similar trend
was observed in the P group, where CD206-positive cells outnumbered CD68-positive
cells. In the H group, the tendons consistently expressed both markers over time, with
a higher proportion of cells positive for CD206 than for CD68 (Figure 4B). The presence
of CD68(+)/CD206(+) double-positive cells (Figure 4B) remained relatively constant over
time in the H and P groups, with higher values in the P group. In the CP group, there was
a higher presence of these cells during the initial 3-14 days after injury (46.74 + 2.41%).
However, this proportion decreased by half at 30 to 60 days after injury (23.20 & 3.53%).
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Figure 4. Analysis of inflammation-related cells in rat patellar tendons. The inflammatory re-
sponse in the injured tendons was also evaluated based on the presence of cells expressing the
CD68 and CD206 inflammatory markers using immunofluorescence-stained patellar tendon sections.
(A) Representative images show photomicrographs (40 x) of cells positive for CD68 and CD206 markers
in healthy, Pluronic hydrogel-treated, or collagenase-Pluronic hydrogel-treated rat patellar tendons. The
scale bar indicates 50 um. (B) Quantification (%) of cells positive for CD206(+) or CD68(+) alone and
cells double-positive for CD206(+)/CD68(+). Intergroup comparisons: ? collagenase—Pluronic treated vs.
healthy, € Pluronic treated vs. healthy; intragroup comparisons: ¢ compared to 7 days post-injury;
*p<0.01.

2.2. Ultrasound Clinical Imaging Analysis of the Longitudinal Evolution of Patellar Tendon Injury

Through clinical US imaging, we monitored the longitudinal evolution of the rat
patellar tendons and assessed their evolution at each time point. As shown in Figure 5,
US was used to confirm the accurate delivery of the Pluronic hydrogel or the collagenase—
Pluronic mixture inside the rat patellar tendons. Additionally, it was used to evaluate the
anatomical and structural changes in the treated tendons, considering echogenicity and
size variations.

In contrast to healthy human tendons that appear as echogenic fibrillar structures [89],
healthy rat patellar tendons of the H group showed an anechoic signal on clinical US
imaging. Injured rat patellar tendons showed an increase in echogenicity, indicating that
the injured tendons of the CP group were hyperechogenic compared to the tendons of the
H group. After the injection of the collagenase-Pluronic mixture (Figure 5A), differences in
tendon appearance were observed in the CP group in both the longitudinal and transversal
axes, which were accompanied by signs of inflammation. Notably, at 60 days post-injury,
we observed the presence of intra-tendinous calcifications in the tendons of the CP group
(marked with yellow arrows, Figure 5A). According to the US images, these calcifications
within the tendons appeared as hyperechoic spots with hypoechoic shadows underneath, a
characteristic feature seen in bone detection images. Contrastingly, the patellar tendons in
the P group exhibited a similar appearance to those in the H group, with no calcifications
detected within the tendon during the US evaluation.
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Figure 5. Longitudinal evolution of rat patellar tendons via clinical US imaging. (A) Representative
US images of patellar tendons (N = 6 for each time point) in both longitudinal (upper panels) and
transverse (lower panels) views. The scale bar indicates 3 mm. The red arrows indicate the patella
(kneecap bone), and the yellow arrows indicate intra-tendinous calcifications. (B) Measurement of the
cross-sectional area (mm?) of rat patellar tendons. Intergroup comparisons:  collagenase-Pluronic
treated vs. healthy, P collagenase-Pluronic treated vs. Pluronic treated; * p < 0.01, ** p < 0.001.

The cross-sectional area (CSA) of the patellar tendons was also measured in the
different treatment groups using the US images (Figure 5B). CSA values were longitu-
dinally evaluated throughout the whole study and were compared between the base-
line and the final time point for each animal. A significant increase in CSA values was
promptly observed in all injured tendons in the CP group, showing a maximum increase
(0.062 4 0.032 mm?) when compared to the H group’s tendons (0.002 & 0.001 mm?) at
7 days post-injury. At 14 days post-injury, the CSA values of the CP group started to
progressively decrease, but still showed an almost 10-fold increase at 60 days after in-
jury (0.027 £ 0.018 mm?). In contrast, the patellar tendons of the P group showed a
slight increase in the CSA, reaching a maximum 2.5-fold increase compared to tendons of
the H group.

Additionally, we evaluated similarities between our rat model of patellar tendinopathy
induced via the injection of the collagenase—Pluronic mixture and observations in human
athletes. The evaluation was performed by comparing US images obtained from the rat
model with those acquired from professional basketball players. As shown in Figure 6,
we demonstrated that our patellar tendinopathy model in rats faithfully reproduces the
characteristics observed in athletes during the US evaluation. In our rat model, we observed
the presence of inflammation, along with a significant increase in the size of the tendon
and the development of intra-tendinous calcifications 2 months after injury (Figure 6A).
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The echogenic signs detected in these rats closely resembled those observed in the patellar
tendons of professional basketball players. These signs included an increase in tendon
size, neovascularization with blood vessel infiltration, and calcifications in the proximal
insertional region or within the patellar tendon itself (Figure 6B).

Figure 6. US in vivo imaging of tendon intra-tendinous calcifications for comparison between
the collagenase-Pluronic treated rat patellar tendinopathy model and the images from human
professional athletes. The red arrows indicate the patella, and the yellow arrows indicate intra-
tendinous calcifications. The green rectangle indicates the area where Doppler US was analyzed.
Longitudinal views (upper panels) and transversal views (lower panels) of the patellar tendons are
shown. (A) Representative US images of the rat tendinopathy model at 60 days after injury, when
intra-tendinous calcifications and substantial tendon swelling can be observed. (B) Representative
US images of human patellar tendinopathy (images from a 23-year-old male professional basket-
ball player), showing the presence of calcifications in the proximal region of the patellar tendon
((B), left panels), and Doppler US imaging indicating neovascularization with infiltrating blood
vessels ((B), right panels).

2.3. Biomechanical Analysis of Patellar Tendon Injury

The biomechanical properties of the injured tendons were evaluated using the rat
model. On the one hand, we assessed the maximum rupture force (load-to-failure) values
of the patellar tendons (Figure 7A), revealing important changes in tendon biomechanics.
There was a notable decrease in tendon force observed in the CP group at 3 days after injury
(53.83 £9.70 N and 25.12 & 2.79 N in the H and CP groups, respectively). The tendons of
the H group exhibited a stronger rupture force compared to those of the P and CP groups.
However, at 60 days post-injury, we observed the opposite effect, and the tendons of the
CP group presented a significantly higher maximum rupture force (58.98 + 25.20 N and
91.15 £ 14.13 N in the H and CP groups, respectively).

On the other hand, we measured the stiffness of the patellar tendons (Figure 7B),
defined as the force required to deform the tissue. The stiffness showed a similar pattern to
the maximum rupture force measurement, with the H group showing higher stiffness values
than the P and CP groups. However, at 60 days after injury, the CP group showed higher
stiffness values than did the H group. The patellar tendons of the CP group presented
stiffness values that were lower than those measured for the tendons of the H and P groups
at 3 days after injury (40.03 £ 2.73 N/mm, 48.87 &= 21.43 N/mm, and 31.19 & 18.70 N/mm
in the H, P, and CP groups, respectively). Over time, the stiffness values increased, reaching
the highest values among the different groups at 60 days post-injury (39.94 £ 27.84 N/mm,
4416 £ 20.71 N/mm, and 77.06 & 5.19 N/mm in the H, P, and CP groups, respectively).
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Figure 7. Biomechanical properties of rat patellar tendons. Evaluation of changes in the tendon
biomechanics via (A) measurement of the maximum tendon rupture force (N) and (B) measurement
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compared to results 3 days post-injury;

3. Discussion

In this study, we present a novel animal model of degenerative patellar tendinopathy
induced in rats via intra-tendinous collagenase injection guided by US, using a Pluronic
thermo-responsive hydrogel as a vehicle for collagenase administration. While previous
studies have reported the use of gels to optimize the delivery of collagenolytic enzymes,
such as the use of a fibrin gel to induce tendinopathy via collagenase injection in an equine
model [57], or the use of a thermo-responsive chitosan—gelatin—glycerol-phosphate hy-
drogel as a collagenase carrier for early fibrovascular tissue regeneration [90], the use
of thermo-responsive gels to optimize a collagenase-induced tendinopathy model has
not been previously reported. In the present work, we introduced, for the first time, a
combination of collagenase and a thermo-responsive hydrogel, specifically Pluronic F127,
to generate a model of patellar tendinopathy. Type I collagenase was selected as the col-
lagenolytic agent [91] for inducing the degeneration of the tendon tissue to produce tendon
injury, a method that was previously employed in established models replicating this
pathology [54-56,58-61]. Pluronic F127 hydrogel was chosen for its documented properties
as a thermo-responsive, non-toxic, biodegradable, and FDA-approved hydrogel [69,70].

Numerous animal models of tendinopathy have been induced through the use of
the intra-tendinous injection of collagenolytic enzymes, with the majority involving the
direct injection of collagenase in a liquid form [55,59-61,65,66]. One common limitation of
this model is the heterogeneous distribution of these enzymes, leading to irregular and
inconsistent injuries or undesired damage to adjacent tissues. In existing animal models
of tendinopathy, significant damage, with a subsequent inflammatory response in the
surrounding tissues, has been described when ECM-degrading enzymes are injected into
the targeted tendon [65,66]. To overcome this issue, we mixed collagenase with Pluronic
hydrogel to ensure a uniform distribution of collagenase throughout the patellar tendon.
The collagenase—Pluronic solution was injected homogeneously into the patellar tendon,
and it rapidly gelled as the temperature increased to the animal’s body temperature.

The collagenase/Pluronic mixture ratio used was 1:4, based on studies conducted by
Meng et al. [92]. This ratio was found to be optimal at preventing the spread of collagenase
and unwanted damage to adjacent tissues. The great potential of hydrogels in preventing
the diffusion of ECM-degrading enzymes when developing tendinopathy models has
been previously reported. Yuan et al. created localized tendinopathic lesions by injecting
kartogenin—alginate beads [67], and Watts et al. used a fibrinogen gel as a collagenase
carrier in their tendinopathy model [57].

In the present work, we evaluated the precision and reproducibility of collagenase—
Pluronic hydrogel administration and the longitudinal evolution of tendon injury via
clinical US imaging. The changes produced during the degenerative injury and healing pro-
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cess were determined using histological and immunofluorescence analyses. Additionally,
we evaluated the biomechanical and functional properties of the treated patellar tendons
by performing load-to-rupture tests to thoroughly characterize the model. H&E staining
was performed on the tendon specimens, while specific markers, including collagen types
I and III, x-SMA /CD31, and CD68/CD206, were evaluated by means of immunofluores-
cence analysis. These assessments aimed to identify the presence of structural, vascular,
and inflammatory changes. The effects of the degenerative injury were further confirmed
via in vivo clinical imaging using US and biomechanical load-to-rupture analysis. Our
analyses collectively demonstrated that our model follows the same degenerative processes
observed in similar animal models [64,93,94] and in human patients [95].

The obtained histological data confirmed that our rat model of patellar tendinopathy
showed signs of tissue disorganization, hypercellularity, and intra-tendinous calcifications
at 60 days post-injury, as well as an increase in tendon size, as observed in other models
established to reproduce this disease [64,96]. We further demonstrated that our model
showed the structural and vascular changes typically observed in this type of injury. The
analyses of collagen types I and III showed substantial variations. In our rat model, type III
collagen was upregulated, while type I collagen was downregulated, a phenomenon that
has been widely reported to occur naturally in tendinopathies [57,96-98]. In contrast to
healthy tendons, tendinopathic rat patellar tendons showed important changes in collagen
expression and organization, resulting in a loss of the classical hierarchical structure.
Notably, type I collagen expression showed a significant decrease in tendinopathic patellar
tendons, indicating an evident degradation of the fibrillary tendon structure, as has been
observed in other studies on tendinopathy [54,99-101]. A major disorganization of the
tissue was observed, resulting in a loss of the hierarchical collagen I structure. This structure
is mainly responsible for the tendon’s mechanical characteristics, and its loss could lead
to a reduced ability to withstand high loads. Additionally, type III collagen expression
showed a prompt and strong increase (a greater than 12-fold increase) in the first 14 days,
which is a common molecular change observed in tendinopathy [11]. Previous studies have
reported that abnormal amounts of type III collagen are associated with wound healing,
since type III collagen is produced in the initial phases of tendon damage to rapidly “patch”
the injured area [2,6].

The prompt and strong increase in x-SMA and CD31 vascular markers demonstrated
the appearance of strong intra-tendinous neovascularization, which is also associated with
the natural process of tendon repair [95,102]. We observed a contrast between avascular
healthy patellar tendons and the increased neovascularization observed in injured tendons.
As the degenerative injury progressed and the patellar tendon started to heal, the number
of a-SMA(+) and CD31(+) blood vessels progressively decreased. These findings are
consistent with power Doppler US imaging data obtained from athletes who suffer from
tendinopathy, which also show increased tendon vascularity [21,25]. Some in vivo studies
have associated this neovascularization with pain, possibly because of the generation of new
nerves following the formation of new blood vessels [52]. Our model could be used to study
new treatment options to reduce this pain and improve current treatment techniques, such
as the injection of sclerosing agents to inhibit vessel formation [15,103,104], corticosteroid
injection, or PRP therapies [52]. Importantly, the histological analysis of the injured tendons
showed the presence of intra-tendinous calcifications in the rat model at 60 days after injury.
Intra-tendinous calcifications are commonly detected in human tendinopathy [7,15,21] and
can be considered one of the problems arising from a degenerative pathology that should
be resolved in human clinics. In this sense, our model of degenerative tendinopathy in rats
also provides an excellent model to study and treat intra-tendinous calcifications that can
cause severe problems and morbidity in patients with tendinopathy.

The role of inflammation in tendinopathy is not clearly established and is still a matter
of debate. Several studies, both in human and animal models, have suggested a potential
role of immune cells in the tendon repair process [5,32,105]. The existence of resident
macrophages and the presence of other immune cells and markers have been described
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in different tissues, including tendons. These cells play specific roles, such as maintaining
tendon homeostasis, and could also be involved in the process of the repair and regeneration
of tendon damage, as well as in resolving tendon inflammation [106,107]. More recently,
tendon-resident cells expressing immune cell markers have been identified and described
as “tenophages”, or macrophage-like tendon-resident cells [108]. Thus, we evaluated the
presence of the inflammation-related markers CD68 (a monocyte/macrophage marker)
and CD206 (an M2 subtype macrophage marker). A prompt and strong increase in the
expression levels of CD68 and CD206 was detected in injured tendons, indicating the
presence of macrophages or macrophage-like cells during the first days after injury and
throughout the development of patellar tendinopathy. Macrophages play an essential role
in modulating the inflammatory processes associated with the pathogenesis and resolution
of tissue injury and inflammation [108]. The presence of macrophages in both the control
and tendinopathic tendons has also been observed in other studies [109]. We observed
some inflammatory cells positive for CD68, especially during the first days after injury, that
are found in specimens obtained from acutely ruptured tendons [109] and non-ruptured
chronic tendinopathic tendons [110]. The presence of macrophages in an injured tendon
has been reported to accelerate the healing process by increasing cell proliferation and
ECM generation. However, the presence of macrophages may decrease the mechanical
properties of the tendon [111]. We also observed a significant increase in cells positive for
the CD206 marker, especially in the first 60 days after injury. This finding corroborates
previously reported data regarding the presence of M1 macrophages throughout the tendon
injury evolution and the accumulation of M2 macrophages at sites of ECM reorganization,
becoming the predominant phenotype at 4 weeks after injury [112]. The M2 macrophage
subtype increases its concentration as the healing process advances and seems to play
a role in the termination of inflammation by stimulating new tissue deposition and cell
proliferation within the injured tendon [113]. On the other hand, other studies have
reported that the accumulation of M1 macrophages in the first days after injury did not
induce changes in the expression of M2 macrophages during the evolution of tendon
injury [114]. All these results indicate that further studies investigating the relationship
between inflammation and tendinopathy are still needed.

Most sports-related injuries in humans are commonly assessed using non-invasive
imaging techniques such as US, despite the operator-dependent nature and limited soft-
tissue contrast inherent in these methods [15,26]. In this study, we evaluated the progression
of patellar tendinopathy in our rat model using clinical US imaging. Remarkably, we ob-
served a substantial increase in the tendon CSA dimensions in the CP group due to the
degenerative injury. The increase in CSA suggests severe inflammation and swelling of
the tendinopathic tendon [6], a finding supported by similar observations in studies of
tendinopathy in human athletes [24]. Additionally, we identified intra-tendinous calcifi-
cations at 60 days post-injury, confirming the histological findings obtained using our rat
model. These calcifications were clearly visible in the tendon body and could occupy up
to 5% of the tendon area. Such calcifications are a common sonographic finding, as well
as a clinical manifestation associated with human tendinopathy [7,15,21]. The origin of
intra-tendinous calcifications could be attributed to the aberrant differentiation of resident
cells in an injured tendon or the presence of other cell types that migrate to the injured
tendon to participate in the regenerative process. These cells could be influenced by their
environment, and a combination of cytokines in the injured area could induce aberrant
cell differentiation, causing cells to commit to the path of osteogenesis, resulting in the
subsequent formation of calcifications.

This idea is supported by the fact that the aberrant cell differentiation of resident
tendon cells, such as tendon stem cells (TSCs), into an osteoblastic lineage with a compro-
mised capacity for tendon healing could be responsible for calcifications within the tendon
tissue [5,21]. In particular, the capacity of TSCs for osteogenic differentiation has already
been reported to be influenced by the signaling received by these cells and the activation
of specific signaling pathways, such as ERK1/2 [115] and the Hedgehog signaling path-
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way [116], or the effect of reactive oxygen species [117]. These data support the potential
role of tendon resident cells in generating intra-tendinous calcifications due to abnormal
cell differentiation. It has also been observed that BMP-2-mediated effects on human TSCs
may contribute to the formation of calcified tissues in tendinopathic tendons [118]. More-
over, this erroneous deposition of the extracellular matrix and bone tissue deposits could
be responsible for weakening the tendon, resulting in failed healing and activity-related
tendon pain [119].

To delve into the impact of tendon degenerative injuries, we also analyzed the biome-
chanical properties of the patellar tendon after an injury. The biomechanical analysis
results showed a prompt decrease in the maximum rupture force in the CP group at 3 days
post-injury, after which the biomechanics of the patellar tendons showed a progressive
improvement until reaching values comparable to those of the H group. The decreased
resistance to tendon rupture can be attributed to the disorganization of the tendon fibrillar
structure and the appearance of non-native tendon tissue. As has been described in human
tendinopathy, the formation of scar tissue instead of fibrillar and well-organized native
tendon tissue can reduce tensile strength by up to one-third that of intact tendons [5]. In
addition, the rapid appearance of many type III collagen fibrils, which may be smaller and
less resistant than those formed by type I collagen, could also contribute to a rapid decrease
in mechanical properties [53]. Interestingly, at 60 days post-injury, the tendons of the CP
group showed an increased resistance to rupture by mechanical stretching, along with stiff-
ness values higher than those of the H group. These findings are corroborated by previous
animal studies reporting similar data in regards to increased maximum rupture force and
stiffness over time in collagenase-injected rat Achilles tendons [62], as well as by several
human studies in which the influence of tendinopathy has already been associated with
changes in elastic properties and higher patellar tendon stiffness [24,120], thereby affecting
the biomechanical properties of the injured tendon during the evolution of tendinopathy.

The results of our study have broader implications for the field of tendon pathology
research by providing a more comprehensive understanding of disease progression and
prospective targets for intervention, such as the development of potential therapies for the
treatment of calcific deposits within an injured tendon [121]. In addition, the successful
development of this model opens up new avenues for translational research, with promising
clinical applications. Pluronic hydrogels have been tested in several pre-clinical studies,
and some clinical trials are currently testing their use in various therapies [122]. The model
we developed has the capacity to advance therapeutic strategies and contribute to the
development of targeted treatments for patellar tendinopathy and potentially other related
tendon disorders [42], including the development of novel stem cell-based [12,54,80], drug
delivery-based [123,124], or gene-based therapies [125,126].

We acknowledge several limitations of our study. First, this study included a limited
sample size, which may affect the generalizability of our findings and have implications
regarding the robustness of the statistical analysis. In addition, the rat model developed
in our study may possess limited translatability to humans. Conducting similar studies
in larger animal models may increase the relevance and applicability of our findings to
human conditions. In addition, given the lack of consensus regarding the use of collagenase
concentrations to induce tendinopathy models, different concentrations may have different
effects, which were not examined in our study.

4. Materials and Methods
4.1. Animals

A total of 60 adult (3-month-old) male Wistar rats (Envigo Laboratories, Indianapolis,
IN, USA), with a mean body weight of 389.45 + 33.93 g, were used in this study. The rats
were housed at 22-24 °C on a 12 h light/dark cycle. Tap water and food were offered ad
libitum during the experiment. All procedures were performed following Spanish (Real
Decreto 53/2013) and European (2010/63/UE) regulations and were approved by the
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Departament d’Agricultura, Ramaderia, Pesca, Alimentacié i Medi Natural of the Catalan
Government, under procedure number 52/17.

The sample size was calculated according to Mead’s resource equation (E = N-T,
10 < E < 20), as carried out in other animal models of collagenase-induced tendinopathy [55,60].
Considering that for each time point (3-, 7-, 14-, 30-, and 60-day post-injection), half of
the tendons were used for functional load-to-failure force analysis and the other half for
histological analysis, we considered two groups for analysis per time point (T = 2 analysis
x 5 time-points = 10). Our calculations for each analysis were based on the use of 3 animals
(N =T x 3 =30), so the sample size was calculated as follows: E = (30 — 1) — (10 — 1) = 20.
Thus, 30 animals were used for each group, including the collagenase—Pluronic treated (CP)
and the Pluronic treated (P) groups. The animals were randomly divided into 5 treated
groups (N = 6 per group/time) following time points at which euthanasia was carried
out—3, 7, 14, 30, and 60 days post-injection. Prior to euthanasia, half of the animals were
randomly assigned to the functional load-to-failure force analysis group (N = 3) and the
other half to the histological analysis group (N = 3). In the functional load-to-failure force
analysis, the tendon tissue was destroyed and became non-viable for further histological
analysis, thus requiring the allocation of half of the animals to each type of analysis. In all
animals, the contralateral tendon was left untreated and was used as a healthy (H) control.

4.2. Generation of Patellar Tendinopathy Model in Rats

The animals were anesthetized and maintained in this state (5% and 2%, respectively)
via the inhalation of isoflurane (Baxter International Inc., Deerfield, IL, USA), and they
were placed in a supine position, with the right knee joint facing up prior to the surgical
procedures. The knee joint was shaved and sterilized with 70% ethanol before injection.

The rats were injected, in the right patellar tendon, with a mixture of Pluronic F127
hydrogel (BASF, Ludwigshafen, Germany) and collagenase type IA (collagenase from
Clostridium histolyticum, Sigma-Aldrich, St. Louis, MO, USA) or with Pluronic F127
hydrogel alone. Collagenase is an enzyme that breaks the peptide bonds of collagen [55,91],
destroying the tendon’s collagen fibers and generating pathological effects. To achieve a
homogeneous distribution of collagenase, we used a hydrogel with thermo-responsive
properties that allows a homogeneous and controlled release of collagenase [90,92,127,128].
Specifically, Pluronic F127 is a biodegradable, non-toxic, and FDA-approved hydrogel with
thermo-responsive properties [69,70], making it a good candidate for use in our model.
Each injection contained 20 uL of the mixture of collagenase (3 mg/mL) + Pluronic hydrogel
in a proportion of 1:4 (final collagenase solution of 0.3%), or 20 pL of Pluronic hydrogel
mixed with a saline solution, which was also in a proportion of 1:4 [55,92]. The collagenase
was previously dissolved in a saline solution, filtered for sterilization using a 0.22 pm filter
(Merck KGaA, Darmstadt, Germany), and mixed with the hydrogel under sterile condi-
tions. The collagenase + Pluronic hydrogel and Pluronic hydrogel solutions were main-
tained at cold temperatures (2-8 °C) until the moment of injection to avoid the gelation of
the hydrogel.

The sterile collagenase + Pluronic hydrogel or Pluronic hydrogel solutions were in-
jected into the rat patellar tendons using a 30 G needle (BD Microlance™, Becton Dickinson,
Franklin Lakes, NJ, USA). The intervention was performed under US guidance by inserting
the needle into the proximal part of the tendon until it reached the deep fibers, and then
20 puL of the solution was released (Supplementary Materials, Video S1). By performing
the injections under US guidance, we were able to employ a minimally invasive technique
to avoid additional harm to the animals. This approach prioritized animal welfare and
ensured precise and accurate injection to the desired location within the patellar tendon.
After the surgical procedure, post-surgical analgesia (buprenorphine at 0.01 mg/kg) was
administered subcutaneously to all animals. Careful monitoring was implemented to
ensure the welfare of the animals after the induction of the degenerative injury, and regular
examinations showed no signs of pain or morbidity after injection.
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4.3. Ultrasound Clinical Imaging Analysis of the Longitudinal Evolution of Patellar Tendon Injury

For the US imaging analysis, animal anesthesia was induced and maintained via the
inhalation of isoflurane (5% and 2%, respectively). All US procedures were performed
using a portable MyLab ONE US device (Esaote, Genoa, Italy) and an SL3116 22 MHz
linear transducer (Esaote, Genoa, Italy), with a frequency range of 8 to 22 MHz.

The images obtained from the patellar tendons were captured from both longitudinal
and transversal views. The evolution of tendon pathology was longitudinally monitored via
US imaging. The cross-sectional area of the patellar tendons was measured after marking
the total transverse area of the tendon using Image J software (version 1.52, U. S. National
Institutes of Health, Bethesda, MD, USA), based on a calibrated pixel ratio to the actual
size (mm) of the area.

4.4. Histology and Immunofluorescence Analysis of Patellar Tendon Injury

Immediately after euthanasia, half of the animals (N = 3) from both groups (CP and P
groups) were randomly selected at each time point for the histological analysis. The patellar
tendons from both legs were extracted from the patella to the tibial insertion, including
Hoffa’s fat pad. Then, the tendons were immediately placed in disposable base molds and
covered with OCT® Tissue Freezing Medium (Leica Biosystems, Nuflloch, Germany). The
specimens were immediately frozen in liquid nitrogen and stored at —80 °C until use. The
frozen patellar tendon samples were longitudinally sectioned (10 um thick) using a cryotome
(Leica Microsystems, Wetzlar, Germany) at a temperature of below —20 °C and mounted on
PolysineTM glass slides (VWR, Radnor, PA, USA). Consecutive frozen sections were stored at
—20 °C and used for subsequent histological and immunofluorescence analyses.

For the histological analysis, cryosectioned patellar tendons were stained with hema-
toxylin and eosin (2 min of hematoxylin and 1 min of eosin), dehydrated with graded
ethanol solutions (ethanol 50%, ethanol 70% twice, ethanol 90% twice, and ethanol 100%
twice, for 1 min each), cleared in xylene (5 s), and mounted with DPX mounting medium
(Sigma-Aldrich, St. Louis, MO, USA) and a coverslip (VWR, Radnor, PA, USA). Harris’
hematoxylin solution was purchased from QCA (Quimica Clinica Aplicada S.A, Tarragona,
Spain ), and the eosin solution was prepared by dissolving 0.5 g of Eosin Yellowish (Panreac
Quimica S.L.U, Castellar del Valles, Spain) in 100 mL of distilled water with 200 uL of
glacial acetic acid (VWR, Radnor, PA, USA). Ethanol absolute and xylene were obtained
from Panreac (Panreac Quimica S.L.U, Castellar del Valles, Spain). The histological samples
were evaluated using a BX61 microscope (Olympus, Tokyo, Japan), a DP72 camera (Olym-
pus, Tokyo, Japan), and CellSens® Digital Imaging software (version 1.9, Olympus, Tokyo,
Japan). The images were measured using Image J software (version 1.52, U. S. National
Institutes of Health, Bethesda, MD, USA) to determine the transversal dimensions of the
tendon (mm).

For the immunofluorescence analysis, cryosectioned patellar tendons were fixed in
cold (=20 °C) acetone (Quimica Clinica Aplicada S.A, Tarragona, Spain) for 10 min, air-
dried for 5 min, and blocked in phosphate-buffered saline (PBS; VWR, Radnor, PA, USA)
1x containing 3% bovine serum albumin (BSA; Biowest, Nuaillé, France) for 10 min at room
temperature. Then, the tendon sections were incubated overnight with primary antibodies
diluted 1:100 in PBS 1X + 3% BSA in a dark, humid chamber at 4 °C. The primary antibodies
used were against rabbit anti-collagen I (ab34710, Abcam, Cambridge, UK), rabbit anti-
collagen III (ab7778, Abcam, Cambridge, UK), rabbit anti-a-smooth muscle actin, x-SMA
(ab5694, Abcam, Cambridge, UK), mouse anti-rat CD31 (550300, BD-Pharmingen, Becton
Dickinson, Franklin Lakes, NJ, USA), mouse anti-rat CD68 (MCA341R, Bio-Rad, Hercules,
CA, USA), and rabbit anti-CD206 (ab64693, Abcam, Cambridge, UK). The samples were
washed 5 times each in PBS 1X and then incubated with the secondary antibodies Alexa
Fluor® 488 donkey anti-rabbit (A21206, Life Technologies, Carlsbad, CA, USA) or Alexa
Fluor® 568 donkey anti-mouse (A10037, Life Technologies, Carlsbad, CA, USA), diluted to
1:1000 in PBS 1X + 3% BSA, in a dark, humid chamber for 1 h at room temperature. Finally,
the samples were washed 5 times with PBS 1X and mounted using Fluoromount-G™ with
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DAPI (Invitrogen, Waltham, MA, USA). Fluorescence was then evaluated using a BX61
microscope (Olympus, Tokyo, Japan) equipped with a DP72 camera (Olympus, Tokyo,
Japan) and CellSens® Digital Imaging software (version 1.9, Olympus, Tokyo, Japan). The
images were measured using Fiji software (version 2.14.0, U. S. National Institutes of
Health, Bethesda, MD, USA) to evaluate the density area of collagen I and collagen III
and to determine the presence of x-SMA and CD31-positive blood vessels or CD68- and
CD206-positive inflammatory cells in the tissue samples.

4.5. Biomechanical Analysis of Patellar Tendon Injury

For biomechanical studies, the patellar tendons of both the injured and healthy con-
tralateral legs were harvested immediately after euthanasia from half (N = 3) of the an-
imals of each group (Groups CP and P) at every time point. The tendon specimens
were immediately used for maximum rupture force (load-to-failure) analysis by clamping
them vertically into the grips of a Z010 universal testing machine (ZwickRoell, Ulm, Ger-
many). Tendon biomechanical load-to-failure testing was performed at a rate of 0.1 mm/s,
and axial force—displacement and stress—strain curves were plotted to obtain the parame-
ters of the biomechanical properties using TestXpert II software (version 3.2, ZwickRoell,
Ulm, Germany).

4.6. Statistical Analysis

Statistical analysis was performed using IBM SPSS Statistics version 26.0 (IBM, Ar-
monk, NY, USA). Due to the small sample size, normality and homoscedasticity analyses
of the data were not performed. As a result, nonparametric Kruskal-Wallis tests were
performed directly to assess statistical significance. The post hoc Dunn’s test was per-
formed for multiple comparisons, and the Bonferroni correction was applied to control for
type I errors.

The multiple comparisons assessed the differences between the different groups (H,
CP, and P) at each time point (3, 7, 14, 30, and 60 days post-injury) and between the different
time points for each group for all variables. Differences were considered significant with
an adjusted p-value less than 0.01. The data are presented as mean £ SD for all the
studied variables.

5. Conclusions

In summary, this study presents a novel animal model of patellar tendinopathy in-
duced by injecting a collagenase-Pluronic mixture into rats; this mimics the degeneration
processes of tendinopathy and reproduces the main features of degenerative tendinopathy
observed in human patients, such as tissue disorganization, significant changes in the ex-
pression of tissue structure components, neovascularization, acute inflammatory response,
tensile strength variations, and the appearance of intra-tendinous calcifications. Addition-
ally, using Pluronic hydrogel prevents collagenase leakage and damage to the surrounding
tissues, which opens the door to the development of treatments targeted to specific and
localized tissue areas. This novel in vivo model of collagenase-Pluronic hydrogel-induced
patellar tendinopathy could provide insight into the pathogenesis of tendinopathy and
could open up new avenues for developing innovative therapeutic strategies to improve
tendon healing.

Supplementary Materials: The following supporting information can be downloaded at https://
www.mdpi.com/article/10.3390/ijms25031868/s1.

Author Contributions: Conceptualization, M.M. and L.V.; methodology, L.V., M.L.-G., V.V. and
L.V, validation, L.V., V.V. and M.M.; formal analysis, L.V. and M.M.; investigation, L.V., V.V,, M.L.-
G. and 1.V,; resources, M.M., D.D. and G.R.; writing—original draft preparation, L.V. and M.M.;
writing—review and editing, M.M. and G.R.; visualization, L.V. and M.M.; supervision, M.M.; project
administration, M.M.; funding acquisition, M.M. All authors have read and agreed to the published
version of the manuscript.


https://www.mdpi.com/article/10.3390/ijms25031868/s1
https://www.mdpi.com/article/10.3390/ijms25031868/s1

Int. J. Mol. Sci. 2024, 25, 1868 18 of 23

Funding: This research received no external funding.

Institutional Review Board Statement: The animal study protocol was approved by the Departament
d’Agricultura, Ramaderia, Pesca, Alimentaci6 i Medi Natural of the Catalan Government (protocol
code 52/17 and date of approval 17 November 2020).

Informed Consent Statement: Not applicable.
Data Availability Statement: The data are contained within the article or in the Supplementary Materials.

Acknowledgments: The authors acknowledge Cristina del Rio and Albert Briz from the Materials
area of the Department of Advanced Technology Services at Leitat Technological Center (Terrassa,
Spain), and Marta Rosal and Juan Antonio Camara from the Animal Facility Unit of Vall d"Hebron
Institut de Recerca (VHIR), Hospital Universitari Vall d"Hebron (Barcelona, Spain), for their valuable
technical assistance.

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

References

1. Woolf, A.D.; Pfleger, B. Burden of Major Musculoskeletal Conditions. Bull. World Health Organ. 2003, 81, 646—656.

2. Kaux, J.-E; Forthomme, B.; Goff, C.L.; Crielaard, J.-M.; Croisier, J.-L. Current Opinions on Tendinopathy. J. Sports Sci. Med. 2011,
10, 238-253.

3. Valle, X.; Alentorn-Gel, E.; Tol, ].L.; Hamilton, B.; Garrett, W.E.].; Pruna, R.; Til, L.; Gutierrez, J.A.; Alomar, X.; Balius, R.; et al.
Muscle Injuries in Sports: A New Evidence-Informed and Expert Consensus-Based Classification with Clinical Application.
Sports Med. 2017, 47, 1241-1253. [CrossRef]

4. Wu, E; Nerlich, M.; Docheva, D. Tendon Injuries: Basic Science and New Repair Proposals. EFORT Open Rev. 2017, 2, 332-342.
[CrossRef] [PubMed]

5. Nourissat, G.; Berenbaum, F.; Duprez, D. Tendon Injury: From Biology to Tendon Repair. Nat. Rev. Rheumatol. 2015, 11, 223-233.
[CrossRef] [PubMed]

6.  Millar, N.L.; Murrell, G.A.C.; McInnes, I.B. Inflammatory Mechanisms in Tendinopathy-towards Translation. Nat. Rev. Rheumatol.
2017, 13, 110-122. [CrossRef] [PubMed]

7. Miller, T.T. The Patellar Tendon. Semin. Musculoskelet. Radiol. 2013, 17, 56-59. [CrossRef] [PubMed]

8.  Timpka, T.; Jacobsson, J.; Bickenbach, J.; Finch, C.E; Ekberg, J.; Nordenfelt, L. What Is a Sports Injury? Sports Med. 2014, 44,
423-428. [CrossRef] [PubMed]

9.  Sharma, P; Maffulli, N. Tendon Injury and Tendinopathy: Healing and Repair. J. Bone Jt. Surg. Am. 2005, 87, 187-202. [CrossRef]

10. Cook, J.L.; Purdam, C.R. Is Tendon Pathology a Continuum? A Pathology Model to Explain the Clinical Presentation of
Load-Induced Tendinopathy. Br. J. Sports Med. 2009, 43, 409-416. [CrossRef] [PubMed]

11. Riley, G. Tendinopathy--from Basic Science to Treatment. Nat. Clin. Pract. Rheumatol. 2008, 4, 82-89. [CrossRef]

12.  Liu, L.; Hindieh, J.; Leong, D.J.; Sun, H.B. Advances of Stem Cell Based-Therapeutic Approaches for Tendon Repair. J. Orthop.
Transl. 2017, 9, 69-75. [CrossRef]

13.  Rudavsky, A.; Cook, J. Physiotherapy Management of Patellar Tendinopathy (Jumper’s Knee). J. Physiother. 2014, 60, 122-129.
[CrossRef] [PubMed]

14. Scott, A.; Ashe, M.C. Common Tendinopathies in the Upper and Lower Extremities. Curr. Sports Med. Rep. 2006, 5, 233-241.
[CrossRef]

15. Figueroa, D.; Figueroa, F,; Calvo, R. Patellar Tendinopathy: Diagnosis and Treatment. |. Am. Acad. Orthop. Surg. 2016, 24,
e184-e192. [CrossRef]

16. Zwerver, ].; Bredeweg, S.W.; van den Akker-Scheek, I. Prevalence of Jumper’s Knee among Nonelite Athletes from Different
Sports: A Cross-Sectional Survey. Am. J. Sports Med. 2011, 39, 1984-1988. [CrossRef] [PubMed]

17.  van der Worp, H.; van Ark, M.; Roerink, S.; Pepping, G.-].; van den Akker-Scheek, I.; Zwerver, ]J. Risk Factors for Patellar
Tendinopathy: A Systematic Review of the Literature. Br. |. Sports Med. 2011, 45, 446—452. [CrossRef]

18.  Maffulli, N.; Wong, J.; Almekinders, L.C. Types and Epidemiology of Tendinopathy. Clin. Sports Med. 2003, 22, 675-692. [CrossRef]

19. Chang, A.; Miller, T.T. Imaging of Tendons. Sports Health 2009, 1, 293-300. [CrossRef] [PubMed]

20. Abat-Gonzalez, F; Martin-Martinez, A.; de-Rus-Aznar, I.; Campos-Moraes, J. Patellar tendinopathy: Diagnosis by ultrasound and
magnetic resonance imaging. Conservative and surgical management alternatives. Rev. Espafiola De Artrosc. Y Cirugia Articul.
2022, 29, 13. [CrossRef]

21.  Fu, S.-C,; Rolf, C.; Cheuk, Y.-C.; Lui, P.P; Chan, K.-M. Deciphering the Pathogenesis of Tendinopathy: A Three-Stages Process.
Sports Med. Arthrosc. Rehabil. Ther. Technol. 2010, 2, 30. [CrossRef]

22.  Watson, J.; Barker-Davies, R.M.; Bennett, A.N.; Fong, D.T.P.; Wheeler, P.C.; Lewis, M.; Ranson, C. Sport and Exercise Medicine

Consultants Are Reliable in Assessing Tendon Neovascularity Using Ultrasound Doppler. BM] Open Sport Exerc. Med. 2018,
4,e000298. [CrossRef] [PubMed]


https://doi.org/10.1007/s40279-016-0647-1
https://doi.org/10.1302/2058-5241.2.160075
https://www.ncbi.nlm.nih.gov/pubmed/28828182
https://doi.org/10.1038/nrrheum.2015.26
https://www.ncbi.nlm.nih.gov/pubmed/25734975
https://doi.org/10.1038/nrrheum.2016.213
https://www.ncbi.nlm.nih.gov/pubmed/28119539
https://doi.org/10.1055/s-0033-1333915
https://www.ncbi.nlm.nih.gov/pubmed/23487335
https://doi.org/10.1007/s40279-014-0143-4
https://www.ncbi.nlm.nih.gov/pubmed/24469737
https://doi.org/10.2106/JBJS.D.01850
https://doi.org/10.1136/bjsm.2008.051193
https://www.ncbi.nlm.nih.gov/pubmed/18812414
https://doi.org/10.1038/ncprheum0700
https://doi.org/10.1016/j.jot.2017.03.007
https://doi.org/10.1016/j.jphys.2014.06.022
https://www.ncbi.nlm.nih.gov/pubmed/25092419
https://doi.org/10.1097/01.CSMR.0000306421.85919.9c
https://doi.org/10.5435/JAAOS-D-15-00703
https://doi.org/10.1177/0363546511413370
https://www.ncbi.nlm.nih.gov/pubmed/21737835
https://doi.org/10.1136/bjsm.2011.084079
https://doi.org/10.1016/S0278-5919(03)00004-8
https://doi.org/10.1177/1941738109338361
https://www.ncbi.nlm.nih.gov/pubmed/23015886
https://doi.org/10.24129/j.reacae.29175.fs2002009
https://doi.org/10.1186/1758-2555-2-30
https://doi.org/10.1136/bmjsem-2017-000298
https://www.ncbi.nlm.nih.gov/pubmed/29527321

Int. J. Mol. Sci. 2024, 25, 1868 19 of 23

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Couppé, C.; Kongsgaard, M.; Aagaard, P.; Hansen, P.; Bojsen-Moller, J.; Kjaer, M.; Magnusson, S.P. Habitual Loading Results
in Tendon Hypertrophy and Increased Stiffness of the Human Patellar Tendon. |. Appl. Physiol. 2008, 105, 805-810. [CrossRef]
[PubMed]

Zhang, Z.].; Ng, G.Y.; Lee, W.C.; Fu, S.N. Changes in Morphological and Elastic Properties of Patellar Tendon in Athletes with
Unilateral Patellar Tendinopathy and Their Relationships with Pain and Functional Disability. PLoS ONE 2014, 9, e108337.
[CrossRef]

Terslev, L.; Qvistgaard, E.; Torp-Pedersen, S.; Laetgaard, J.; Danneskiold-Samsge, B.; Bliddal, H. Ultrasound and Power Doppler
Findings in Jumper’s Knee—Preliminary Observations. Eur. |. Ultrasound 2001, 13, 183-189. [CrossRef]

Warden, S.J.; Brukner, P. Patellar Tendinopathy. Clin. Sports Med. 2003, 22, 743-759. [CrossRef] [PubMed]

Beebe, ].A.; Cross, P.S. Patellar Tendinopathy: Preliminary Surgical Results. Sports Health 2013, 5, 220-224. [CrossRef]

Oliva, E; Via, A.G.; Maffulli, N. Physiopathology of Intratendinous Calcific Deposition. BMC Med. 2012, 10, 95. [CrossRef]
Butt, A.; Umaskanth, N.; Sahu, A. Image-Guided Intervention in the Management of Chronic Patellar Tendinopathy with
Calcification: A Three-Pronged Approach. BM]J Case Rep. 2021, 14, €240553. [CrossRef]

Fenwick, S.; Harrall, R.; Hackney, R.; Bord, S.; Horner, A.; Hazleman, B.; Riley, G. Endochondral Ossification in Achilles and
Patella Tendinopathy. Rheumatology 2002, 41, 474-476. [CrossRef]

Cook, J.L.; Rio, E.; Purdam, C.R; Docking, S.I. Revisiting the Continuum Model of Tendon Pathology: What Is Its Merit in Clinical
Practice and Research? Br. ]. Sports Med. 2016, 50, 1187-1191. [CrossRef]

Arvind, V,; Huang, A .H. Reparative and Maladaptive Inflammation in Tendon Healing. Front. Bioeng. Biotechnol. 2021, 9, 719047.
[CrossRef]

Millar, N.L.; Dean, B.J.; Dakin, S.G. Inflammation and the Continuum Model: Time to Acknowledge the Molecular Era of
Tendinopathy. Br. J. Sports Med. 2016, 50, 1486. [CrossRef]

Dakin, S.G.; Martinez, FO.; Yapp, C.; Wells, G.; Oppermann, U.; Dean, B.].F.; Smith, R.D.J.; Wheway, K.; Watkins, B.; Roche, L.;
et al. Inflammation Activation and Resolution in Human Tendon Disease. Sci. Transl. Med. 2015, 7, 311ra173. [CrossRef]

Dean, B.].F,; Gettings, P.; Dakin, S5.G.; Carr, A.]. Are Inflammatory Cells Increased in Painful Human Tendinopathy? A Systematic
Review. Br. |. Sports Med. 2016, 50, 216-220. [CrossRef]

Schubert, T.E.O.; Weidler, C.; Lerch, K.; Hofstddter, F; Straub, R.H. Achilles Tendinosis Is Associated with Sprouting of Substance
P Positive Nerve Fibres. Ann. Rheum. Dis. 2005, 64, 1083-1086. [CrossRef]

Legerlotz, K.; Jones, E.R.; Screen, H.R.C.; Riley, G.P. Increased Expression of IL-6 Family Members in Tendon Pathology.
Rheumatology 2012, 51, 1161-1165. [CrossRef]

Gaida, J.E.; Bagge, J.; Purdam, C.; Cook, J.; Alfredson, H.; Forsgren, S. Evidence of the TNF-« System in the Human Achilles
Tendon: Expression of TNF-a and TNF Receptor at Both Protein and MRNA Levels in the Tenocytes. Cells Tissues Organs 2012,
196, 339-352. [CrossRef] [PubMed]

Andarawis-Puri, N.; Flatow, E.L.; Soslowsky, L.]. Tendon Basic Science: Development, Repair, Regeneration, and Healing.
J. Orthop. Res. 2015, 33, 780-784. [CrossRef] [PubMed]

Smith, RK.W.; Mcllwraith, C.W. “One Health” in Tendinopathy Research: Current Concepts. J. Orthop. Res. 2021, 39, 1596-1602.
[CrossRef] [PubMed]

Theodorou, A.; Komnos, G.; Hantes, M. Patellar Tendinopathy: An Overview of Prevalence, Risk Factors, Screening, Diagnosis,
Treatment and Prevention. Arch. Orthop. Trauma Surg. 2023, 143, 6695-6705. [CrossRef] [PubMed]

Challoumas, D.; Biddle, M.; Millar, N.L. Recent Advances in Tendinopathy. Fac. Rev. 2020, 9, 16. [CrossRef]

Mufioz-Fernandez, A.C.; Barragan-Carballar, C.; Villafarie, ]. H.; Martin-Pérez, S.; Alonso-Pérez, J.L.; Diaz-Meco, R.; Garcia-
Jiménez, D.; Sanchez-Romero, E.A. A New Ultrasound-Guided Percutaneous Electrolysis and Exercise Treatment in Patellar
Tendinopathy: Three Case Reports. Front. Biosci. 2021, 26, 1166-1175. [CrossRef]

Dirks, R.C.; Warden, S.J. Models for the Study of Tendinopathy. J. Musculoskelet. Neuronal Interact. 2011, 11, 141-149.

Wu, S.Y; Kim, W.; Kremen, T.].J. In Vitro Cellular Strain Models of Tendon Biology and Tenogenic Differentiation. Front. Bioeng.
Biotechnol. 2022, 10, 826748. [CrossRef]

Gomez-Florit, M.; Labrador-Rached, C.J.; Domingues, RM.A.; Gomes, M.E. The Tendon Microenvironment: Engineered in Vitro
Models to Study Cellular Crosstalk. Adv. Drug Deliv. Rev. 2022, 185, 114299. [CrossRef]

Citeroni, M.R,; Ciardulli, M.C.; Russo, V.; Della Porta, G.; Mauro, A.; El Khatib, M.; Di Mattia, M.; Galesso, D.; Barbera, C.; Forsyth,
N.R;; et al. In Vitro Innovation of Tendon Tissue Engineering Strategies. Int. J. Mol. Sci. 2020, 21, 6726. [CrossRef] [PubMed]
Wunderli, S.L.; Blache, U.; Beretta Piccoli, A.; Niederost, B.; Holenstein, C.N.; Passini, ES.; Silvan, U.; Bundgaard, L.; Auf dem
Keller, U.; Snedeker, ].G. Tendon Response to Matrix Unloading Is Determined by the Patho-Physiological Niche. Matrix Biol.
2020, 89, 11-26. [CrossRef] [PubMed]

de Mos, M.; Koevoet, W.; van Schie, H.T.M.; Kops, N.; Jahr, H.; Verhaar, ].A.N.; van Osch, G.J.V.M. In Vitro Model to Study
Chondrogenic Differentiation in Tendinopathy. Am. J. Sports Med. 2009, 37, 1214-1222. [CrossRef]

Monteiro, R.E; Bakht, S.M.; Gomez-Florit, M.; Stievani, E.C.; Alves, A.L.G.; Reis, R.L.; Gomes, M.E.; Domingues, RM.A. Writing
3D In Vitro Models of Human Tendon within a Biomimetic Fibrillar Support Platform. ACS Appl. Mater. Interfaces 2023, 15,
50598-50611. [CrossRef]


https://doi.org/10.1152/japplphysiol.90361.2008
https://www.ncbi.nlm.nih.gov/pubmed/18556433
https://doi.org/10.1371/journal.pone.0108337
https://doi.org/10.1016/S0929-8266(01)00130-6
https://doi.org/10.1016/S0278-5919(03)00068-1
https://www.ncbi.nlm.nih.gov/pubmed/14560545
https://doi.org/10.1177/1941738113478768
https://doi.org/10.1186/1741-7015-10-95
https://doi.org/10.1136/bcr-2020-240553
https://doi.org/10.1093/rheumatology/41.4.474
https://doi.org/10.1136/bjsports-2015-095422
https://doi.org/10.3389/fbioe.2021.719047
https://doi.org/10.1136/bjsports-2016-096419
https://doi.org/10.1126/scitranslmed.aac4269
https://doi.org/10.1136/bjsports-2015-094754
https://doi.org/10.1136/ard.2004.029876
https://doi.org/10.1093/rheumatology/kes002
https://doi.org/10.1159/000335475
https://www.ncbi.nlm.nih.gov/pubmed/22572155
https://doi.org/10.1002/jor.22869
https://www.ncbi.nlm.nih.gov/pubmed/25764524
https://doi.org/10.1002/jor.25035
https://www.ncbi.nlm.nih.gov/pubmed/33713481
https://doi.org/10.1007/s00402-023-04998-5
https://www.ncbi.nlm.nih.gov/pubmed/37542006
https://doi.org/10.12703/b/9-16
https://doi.org/10.52586/5017
https://doi.org/10.3389/fbioe.2022.826748
https://doi.org/10.1016/j.addr.2022.114299
https://doi.org/10.3390/ijms21186726
https://www.ncbi.nlm.nih.gov/pubmed/32937830
https://doi.org/10.1016/j.matbio.2019.12.003
https://www.ncbi.nlm.nih.gov/pubmed/31917255
https://doi.org/10.1177/0363546508331137
https://doi.org/10.1021/acsami.2c22371

Int. J. Mol. Sci. 2024, 25, 1868 20 of 23

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

Calejo, I.; Labrador-Rached, C.J.; Gomez-Florit, M.; Docheva, D.; Reis, R.L.; Domingues, R M.A.; Gomes, M.E. Bioengineered 3D
Living Fibers as In Vitro Human Tissue Models of Tendon Physiology and Pathology. Adv. Healthc. Mater. 2022, 11, €2102863.
[CrossRef]

Schwartz, A.; Watson, ].N.; Hutchinson, M.R. Patellar Tendinopathy. Sports Health 2015, 7, 415-420. [CrossRef] [PubMed]

Lake, S.P.; Ansorge, H.L.; Soslowsky, L.J. Animal Models of Tendinopathy. Disabil. Rehabil. 2008, 30, 1530-1541. [CrossRef]
[PubMed]

Oshita, T.; Tobita, M.; Tajima, S.; Mizuno, H. Adipose-Derived Stem Cells Improve Collagenase-Induced Tendinopathy in a Rat
Model. Am. J. Sports Med. 2016, 44, 1983-1989. [CrossRef] [PubMed]

Perucca Orfei, C.; Lovati, A.B.; Vigano, M.; Stanco, D.; Bottagisio, M.; Di Giancamillo, A.; Setti, S.; de Girolamo, L. Dose-Related
and Time-Dependent Development of Collagenase-Induced Tendinopathy in Rats. PLoS ONE 2016, 11, e0161590. [CrossRef]
[PubMed]

Jeong, C.; Kim, S.E.; Shim, K.-S.; Kim, H.-].; Song, M.H.; Park, K.; Song, H.-R. Exploring the In Vivo Anti-Inflammatory Actions of
Simvastatin-Loaded Porous Microspheres on Inflamed Tenocytes in a Collagenase-Induced Animal Model of Achilles Tendinitis.
Int. ]. Mol. Sci. 2018, 19, 820. [CrossRef]

Watts, A.E.; Nixon, A.J.; Yeager, A.E.; Mohammed, H.O. A Collagenase Gel/Physical Defect Model for Controlled Induction of
Superficial Digital Flexor Tendonitis. Equine Vet. ]. 2012, 44, 576-586. [CrossRef] [PubMed]

Luo, J.; Wang, Z; Tang, C.; Yin, Z.; Huang, J.; Ruan, D.; Fei, Y.; Wang, C.; Mo, X,; Li, J.; et al. Animal Model for Tendinopathy. J.
Orthop. Transl. 2023, 42, 43-56. [CrossRef]

de Cesar Netto, C.; Godoy-Santos, A.L.; Augusto Pontin, P.; Natalino, R.J.M.; Pereira, C.A.M.; Lima, FD.d.O.; da Fonseca, L.E;
Staggers, ].R.; Cavinatto, L.M.; Schon, L.C.; et al. Novel Animal Model for Achilles Tendinopathy: Controlled Experimental Study
of Serial Injections of Collagenase in Rabbits. PLoS ONE 2018, 13, e0192769. [CrossRef]

Ghelfi, J.; Bacle, M.; Stephanov, O.; de Forges, H.; Soulairol, I.; Roger, P.; Ferretti, G.R.; Beregi, ].-P.; Frandon, ]J. Collagenase-
Induced Patellar Tendinopathy with Neovascularization: First Results towards a Piglet Model of Musculoskeletal Embolization.
Biomedicines 2021, 10, 2. [CrossRef]

Ueda, Y.; Inui, A.; Mifune, Y.; Takase, F.; Kataoka, T.; Kurosawa, T.; Yamaura, K.; Kokubu, T.; Kuroda, R. Molecular Changes to
Tendons after Collagenase-Induced Acute Tendon Injury in a Senescence-Accelerated Mouse Model. BMC Musculoskelet. Disord.
2019, 20, 120. [CrossRef]

Lee, S.-Y.; Chieh, H.-E; Lin, C.-J; Jou, L.-M.; Sun, Y.-N.; Kuo, L.-C.; Wu, P.-T.; Su, F-C. Characteristics of Sonography in a Rat
Achilles Tendinopathy Model: Possible Non-Invasive Predictors of Biomechanics. Sci. Rep. 2017, 7, 5100. [CrossRef]

Lui, PP-Y,; Chan, L.-S.; Fu, S.-C.; Chan, K.-M. Expression of Sensory Neuropeptides in Tendon Is Associated with Failed Healing
and Activity-Related Tendon Pain in Collagenase-Induced Tendon Injury. Am. . Sports Med. 2010, 38, 757-764. [CrossRef]
[PubMed]

Lui, PP; Fu, S.; Chan, L.; Hung, L.; Chan, K. Chondrocyte Phenotype and Ectopic Ossification in Collagenase-Induced Tendon
Degeneration. J. Histochem. Cytochem. 2009, 57, 91-100. [CrossRef] [PubMed]

Sullo, A.; Maffulli, N.; Capasso, G.; Testa, V. The Effects of Prolonged Peritendinous Administration of PGEL1 to the Rat Achilles
Tendon: A Possible Animal Model of Chronic Achilles Tendinopathy. J. Orthop. Sci. 2001, 6, 349-357. [CrossRef] [PubMed]
Yamamoto, Y.; Yamamoto, M.; Hirouchi, H.; Taniguchi, S.; Watanabe, G.; Matsunaga, S.; Abe, S. Regeneration Process of
Myotendinous Junction Injury Induced by Collagenase Injection between Achilles Tendon and Soleus Muscle in Mice. Anat. Sci.
Int. 2024, 99, 138-145. [CrossRef] [PubMed]

Yuan, T.; Zhang, J.; Zhao, G.; Zhou, Y.; Zhang, C.-Q.; Wang, ].H.-C. Creating an Animal Model of Tendinopathy by Inducing
Chondrogenic Differentiation with Kartogenin. PLoS ONE 2016, 11, e0148557. [CrossRef]

Hoffman, A.S. Hydrogels for Biomedical Applications. Adv. Drug Deliv. Rev. 2002, 54, 3—12. [CrossRef] [PubMed]

Gioffredi, E.; Boffito, M.; Calzone, S.; Giannitelli, S.M.; Rainer, A.; Trombetta, M.; Mozetic, P.; Chiono, V. Pluronic F127 Hydrogel
Characterization and Biofabrication in Cellularized Constructs for Tissue Engineering Applications. Procedia CIRP 2016, 49,
125-132. [CrossRef]

Cidade, M.T.; Ramos, D.J.; Santos, J.; Carrelo, H.; Calero, N.; Borges, ].P. Injectable Hydrogels Based on Pluronic/Water Systems
Filled with Alginate Microparticles for Biomedical Applications. Materials 2019, 12, 1083. [CrossRef]

Perumal, G.; Ramasamy, B.; Nandkumar, A.M.; Doble, M. Influence of Magnesium Particles and Pluronic F127 on Compressive
Strength and Cytocompatibility of Nanocomposite Injectable and Moldable Beads for Bone Regeneration. J. Mech. Behav. Biomed.
Mater. 2018, 88, 453-462. [CrossRef]

Lee, J.; Kim, G. Three-Dimensional Hierarchical Nanofibrous Collagen Scaffold Fabricated Using Fibrillated Collagen and Pluronic
F-127 for Regenerating Bone Tissue. ACS Appl. Mater. Interfaces 2018, 10, 35801-35811. [CrossRef]

Brunet-Maheu, J.-M.; Fernandes, J.C.; de Lacerda, C.A.V;; Shi, Q.; Benderdour, M.; Lavigne, P. Pluronic F-127 as a Cell Carrier for
Bone Tissue Engineering. |. Biomater. Appl. 2009, 24, 275-287. [CrossRef] [PubMed]

Suntornnond, R.; Tan, E.Y.S.; An, J.; Chua, C.K. A Highly Printable and Biocompatible Hydrogel Composite for Direct Printing of
Soft and Perfusable Vasculature-like Structures. Sci. Rep. 2017, 7, 16902. [CrossRef] [PubMed]

Akash, M.S.H.; Rehman, K.; Chen, S. Pluronic F127-Based Thermosensitive Gels for Delivery of Therapeutic Proteins and Peptides.
Polym. Rev. 2014, 54, 573-597. [CrossRef]


https://doi.org/10.1002/adhm.202102863
https://doi.org/10.1177/1941738114568775
https://www.ncbi.nlm.nih.gov/pubmed/26502416
https://doi.org/10.1080/09638280701785460
https://www.ncbi.nlm.nih.gov/pubmed/18608372
https://doi.org/10.1177/0363546516640750
https://www.ncbi.nlm.nih.gov/pubmed/27159294
https://doi.org/10.1371/journal.pone.0161590
https://www.ncbi.nlm.nih.gov/pubmed/27548063
https://doi.org/10.3390/ijms19030820
https://doi.org/10.1111/j.2042-3306.2011.00471.x
https://www.ncbi.nlm.nih.gov/pubmed/21950378
https://doi.org/10.1016/j.jot.2023.06.005
https://doi.org/10.1371/journal.pone.0192769
https://doi.org/10.3390/biomedicines10010002
https://doi.org/10.1186/s12891-019-2488-1
https://doi.org/10.1038/s41598-017-05466-y
https://doi.org/10.1177/0363546509355402
https://www.ncbi.nlm.nih.gov/pubmed/20139325
https://doi.org/10.1369/jhc.2008.952143
https://www.ncbi.nlm.nih.gov/pubmed/18824634
https://doi.org/10.1007/s007760100031
https://www.ncbi.nlm.nih.gov/pubmed/11479765
https://doi.org/10.1007/s12565-023-00748-0
https://www.ncbi.nlm.nih.gov/pubmed/37987921
https://doi.org/10.1371/journal.pone.0148557
https://doi.org/10.1016/S0169-409X(01)00239-3
https://www.ncbi.nlm.nih.gov/pubmed/11755703
https://doi.org/10.1016/j.procir.2015.11.001
https://doi.org/10.3390/ma12071083
https://doi.org/10.1016/j.jmbbm.2018.08.002
https://doi.org/10.1021/acsami.8b14088
https://doi.org/10.1177/0885328208096534
https://www.ncbi.nlm.nih.gov/pubmed/18987015
https://doi.org/10.1038/s41598-017-17198-0
https://www.ncbi.nlm.nih.gov/pubmed/29203812
https://doi.org/10.1080/15583724.2014.927885

Int. J. Mol. Sci. 2024, 25, 1868 21 0f 23

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.
99.

100.

101.

Andrade, F; das Neves, J.; Gener, P.; Schwartz, S.J.; Ferreira, D.; Oliva, M.; Sarmento, B. Biological Assessment of Self-Assembled
Polymeric Micelles for Pulmonary Administration of Insulin. Nanomedicine 2015, 11, 1621-1631. [CrossRef] [PubMed]

Diniz, LM.A,; Chen, C.; Xu, X.; Ansari, S.; Zadeh, H.H.; Marques, M.M.; Shi, S.; Moshaverinia, A. Pluronic F-127 Hydrogel as
a Promising Scaffold for Encapsulation of Dental-Derived Mesenchymal Stem Cells. J. Mater. Sci. Mater. Med. 2015, 26, 153.
[CrossRef] [PubMed]

Rafael, D.; Andrade, F.; Montero, S.; Gener, P.; Seras-Franzoso, J.; Martinez, F.; Gonzalez, P.; Florindo, H.; Arango, D.; Say®s, J.;
et al. Rational Design of a SiRNA Delivery System: ALOX5 and Cancer Stem Cells as Therapeutic Targets. PRNANO 2018, 1,
86-105. [CrossRef]

Rafael, D.; Gener, P.; Andrade, F; Seras-Franzoso, J.; Montero, S.; Fernandez, Y.; Hidalgo, M.; Arango, D.; Say®s, J.; Florindo, H.E;
et al. AKT2 SiRNA Delivery with Amphiphilic-Based Polymeric Micelles Show Efficacy against Cancer Stem Cells. Drug Deliv.
2018, 25, 961-972. [CrossRef]

Lee, S.Y,; Kwon, B.; Lee, K,; Son, Y.H.; Chung, S.G. Therapeutic Mechanisms of Human Adipose-Derived Mesenchymal Stem
Cells in a Rat Tendon Injury Model. Am. J. Sports Med. 2017, 45, 1429-1439. [CrossRef]

Dominguez, D.; Contreras-Muiioz, P; Lope, S.; Rodas, G.; Marotta, M. Generation of a New Model of Patellar Tendinopathy in
Rats Which Mimics the Human Sports Pathology: A Pilot Study. Apunt. Med. Esport 2017, 52, 53-59. [CrossRef]

Pusztaszeri, M.P.,; Seelentag, W.; Bosman, FT. Inmunohistochemical Expression of Endothelial Markers CD31, CD34, von
Willebrand Factor, and Fli-1 in Normal Human Tissues. . Histochem. Cytochem. 2006, 54, 385-395. [CrossRef] [PubMed]
Lertkiatmongkol, P; Liao, D.; Mei, H.; Hu, Y.; Newman, PJ. Endothelial Functions of Platelet/Endothelial Cell Adhesion
Molecule-1 (CD31). Curr. Opin. Hematol. 2016, 23, 253-259. [CrossRef] [PubMed]

Donadon, M.; Santoro, M.M. The Origin and Mechanisms of Smooth Muscle Cell Development in Vertebrates. Development 2021,
148, dev197384. [CrossRef] [PubMed]

Bacakova, L.; Travnickova, M.; Filova, E.; Matéjka, R.; Stepanovska, J.; Musilkova, ].; Zarubova, J.; Molitor, M.; Bacakova, L.;
Travnickova, M.; et al. The Role of Vascular Smooth Muscle Cells in the Physiology and Pathophysiology of Blood Vessels. In
Muscle Cell and Tissue—Current Status of Research Field; IntechOpen: London, UK, 2018; ISBN 978-1-78984-006-3.

Klinge, U.; Dievernich, A.; Tolba, R.; Klosterhalfen, B.; Davies, L. CD68+ Macrophages as Crucial Components of the Foreign
Body Reaction Demonstrate an Unconventional Pattern of Functional Markers Quantified by Analysis with Double Fluorescence
Staining. J. Biomed. Mater. Res. Part B Appl. Biomater. 2020, 108, 3134-3146. [CrossRef] [PubMed]

Chistiakov, D.A.; Killingsworth, M.C.; Myasoedova, V.A.; Orekhov, A.N.; Bobryshev, Y.V. CD68/Macrosialin: Not Just a
Histochemical Marker. Lab. Investig. 2017, 97, 4-13. [CrossRef]

Részer, T. Understanding the Mysterious M2 Macrophage through Activation Markers and Effector Mechanisms. Mediat. Inflamm.
2015, 2015, 816460. [CrossRef]

Hodgson, R.J.; O’Connor, PJ.; Grainger, A.]. Tendon and Ligament Imaging. Br. J. Radiol. 2012, 85, 1157-1172. [CrossRef]
Huang, Y.-M,; Lin, Y.-C.; Chen, C.-Y.; Hsieh, Y.-Y.; Liaw, C.-K,; Huang, S.-W.; Tsuang, Y.-H.; Chen, C.-H.; Lin, F.-H. Thermosensitive
Chitosan-Gelatin-Glycerol Phosphate Hydrogels as Collagenase Carrier for Tendon-Bone Healing in a Rabbit Model. Polymers
2020, 12, 436. [CrossRef]

Mallya, S.K.; Mookhtiar, K.A.; Van Wart, H.E. Accurate, Quantitative Assays for the Hydrolysis of Soluble Type I, II, and III
3H-Acetylated Collagens by Bacterial and Tissue Collagenases. Anal. Biochem. 1986, 158, 334-345. [CrossRef]

Meng, X.; Liu, J.; Yu, X.; Li, J.; Lu, X.; Shen, T. Pluronic F127 and D-«-Tocopheryl Polyethylene Glycol Succinate (TPGS) Mixed
Micelles for Targeting Drug Delivery across The Blood Brain Barrier. Sci. Rep. 2017, 7, 2964. [CrossRef]

Dan, M J.; Oliver, R.A.; Crowley, ].D.; Lovric, V.; Parr, W.C.H.; Broe, D.; Cross, M.; Walsh, W.R. The Effect of Surgery on Patellar
Tendinopathy: Novel Use of MRI Questions the Exploitability of the Rat Collagenase Model to Humans. Knee 2019, 26, 1182-1191.
[CrossRef]

Allen, A.D.; Bassil, A.M.; Berkoff, D.J.; Al Maliki, M.; Draeger, RW.; Weinhold, P.S. Minocycline Microspheres Did Not
Significantly Improve Outcomes after Collagenase Injection of Tendon. J. Orthop. 2019, 16, 580-584. [CrossRef]

Kader, D.; Saxena, A.; Movin, T.; Maffulli, N. Achilles Tendinopathy: Some Aspects of Basic Science and Clinical Management. Br.
J. Sports Med. 2002, 36, 239-249. [CrossRef] [PubMed]

Lui, PP-Y,; Chan, L.-S; Lee, Y.-W.; Fu, S.C.; Chan, K.-M. Sustained Expression of Proteoglycans and Collagen Type III/Type 1
Ratio in a Calcified Tendinopathy Model. Rheumatology 2010, 49, 231-239. [CrossRef] [PubMed]

Oshiro, W.; Lou, J.; Xing, X.; Tu, Y.; Manske, P.R. Flexor Tendon Healing in the Rat: A Histologic and Gene Expression Study.
J. Hand Surg. Am. 2003, 28, 814-823. [CrossRef] [PubMed]

Riley, G. The Pathogenesis of Tendinopathy. A Molecular Perspective. Rheumatology 2004, 43, 131-142. [CrossRef] [PubMed]
Marques, A.C.d.E; Albertini, R.; Serra, A.J.; da Silva, E.A.P.; de Oliveira, V.L.C,; Silva, L.M.; Leal-Junior, E.C.P.,; de Carvalho, P. de
T.C. Photobiomodulation Therapy on Collagen Type I and III, Vascular Endothelial Growth Factor, and Metalloproteinase in
Experimentally Induced Tendinopathy in Aged Rats. Lasers Med. Sci. 2016, 31, 1915-1923. [CrossRef] [PubMed]

Bin, Z; Liu, X,; Sheng, G.; Dingxuan, W.; Sen, L. Animal Models of Tendinopathy Induced by Chemicals. Cell. Mol. Biol. 2022,
68, 221. [CrossRef]

Tom, S.; Parkinson, J.; Ilic, M.Z.; Cook, J.; Feller, J.A.; Handley, C.J. Changes in the Composition of the Extracellular Matrix in
Patellar Tendinopathy. Matrix Biol. 2009, 28, 230-236. [CrossRef] [PubMed]


https://doi.org/10.1016/j.nano.2015.05.006
https://www.ncbi.nlm.nih.gov/pubmed/26049134
https://doi.org/10.1007/s10856-015-5493-4
https://www.ncbi.nlm.nih.gov/pubmed/25773231
https://doi.org/10.29016/180629.1
https://doi.org/10.1080/10717544.2018.1461276
https://doi.org/10.1177/0363546517689874
https://doi.org/10.1016/j.apunts.2017.01.002
https://doi.org/10.1369/jhc.4A6514.2005
https://www.ncbi.nlm.nih.gov/pubmed/16234507
https://doi.org/10.1097/MOH.0000000000000239
https://www.ncbi.nlm.nih.gov/pubmed/27055047
https://doi.org/10.1242/dev.197384
https://www.ncbi.nlm.nih.gov/pubmed/33789914
https://doi.org/10.1002/jbm.b.34639
https://www.ncbi.nlm.nih.gov/pubmed/32475069
https://doi.org/10.1038/labinvest.2016.116
https://doi.org/10.1155/2015/816460
https://doi.org/10.1259/bjr/34786470
https://doi.org/10.3390/polym12020436
https://doi.org/10.1016/0003-2697(86)90558-0
https://doi.org/10.1038/s41598-017-03123-y
https://doi.org/10.1016/j.knee.2019.10.017
https://doi.org/10.1016/j.jor.2019.06.007
https://doi.org/10.1136/bjsm.36.4.239
https://www.ncbi.nlm.nih.gov/pubmed/12145112
https://doi.org/10.1093/rheumatology/kep384
https://www.ncbi.nlm.nih.gov/pubmed/19955224
https://doi.org/10.1016/S0363-5023(03)00366-6
https://www.ncbi.nlm.nih.gov/pubmed/14507513
https://doi.org/10.1093/rheumatology/keg448
https://www.ncbi.nlm.nih.gov/pubmed/12867575
https://doi.org/10.1007/s10103-016-2070-0
https://www.ncbi.nlm.nih.gov/pubmed/27624782
https://doi.org/10.4172/1165-158X.1000221
https://doi.org/10.1016/j.matbio.2009.04.001
https://www.ncbi.nlm.nih.gov/pubmed/19371780

Int. J. Mol. Sci. 2024, 25, 1868 22 of 23

102.

103.

104.

105.
106.

107.

108.

109.

110.

111.

112.

113.

114.

115.

116.

117.

118.

119.

120.

121.

122.

123.

124.

Knobloch, K. The Role of Tendon Microcirculation in Achilles and Patellar Tendinopathy. J. Orthop. Surg. Res. 2008, 3, 18.
[CrossRef] [PubMed]

Ohberg, L.; Alfredson, H. Ultrasound Guided Sclerosis of Neovessels in Painful Chronic Achilles Tendinosis: Pilot Study of a
New Treatment. Br. J. Sports Med. 2002, 36, 173-175. [CrossRef] [PubMed]

Alfredson, H.; Ohberg, L. Neovascularisation in Chronic Painful Patellar Tendinosis--Promising Results after Sclerosing Neoves-
sels Outside the Tendon Challenge the Need for Surgery. Knee Surg. Sports Traumatol. Arthrosc. 2005, 13, 74-80. [CrossRef]
[PubMed]

Rees, ].D.; Stride, M.; Scott, A. Tendons--Time to Revisit Inflammation. Br. J. Sports Med. 2014, 48, 1553-1557. [CrossRef] [PubMed]
Bautista, C.A.; Srikumar, A.; Tichy, E.D.; Qian, G.; Jiang, X.; Qin, L.; Mourkioti, F.; Dyment, N.A. CD206+ Tendon Resident
Macrophages and Their Potential Crosstalk with Fibroblasts and the ECM during Tendon Growth and Maturation. Front. Physiol.
2023, 14, 1122348. [CrossRef]

Russo, V.; El Khatib, M.; Prencipe, G.; Citeroni, M.R.; Faydaver, M.; Mauro, A.; Berardinelli, P; Cerver6-Varona, A.; Haidar-Montes,
A.A; Turriani, M.; et al. Tendon Immune Regeneration: Insights on the Synergetic Role of Stem and Immune Cells during Tendon
Regeneration. Cells 2022, 11, 434. [CrossRef]

Lehner, C.; Spitzer, G.; Gehwolf, R.; Wagner, A.; Weissenbacher, N.; Deininger, C.; Emmanuel, K.; Wichlas, F; Tempfer, H.;
Traweger, A. Tenophages: A Novel Macrophage-like Tendon Cell Population Expressing CX3CL1 and CX3CR1. Dis. Model. Mech.
2019, 12, dmm041384. [CrossRef]

Klatte-Schulz, F; Minkwitz, S.; Schmock, A.; Bormann, N.; Kurtoglu, A.; Tsitsilonis, S.; Manegold, S.; Wildemann, B. Different
Achilles Tendon Pathologies Show Distinct Histological and Molecular Characteristics. Int. J. Mol. Sci. 2018, 19, 404. [CrossRef]
Kragsnaes, M.S.; Fredberg, U,; Stribolt, K.; Kjaer, S.G.; Bendix, K.; Ellingsen, T. Stereological Quantification of Inmune-Competent
Cells in Baseline Biopsy Specimens from Achilles Tendons: Results from Patients with Chronic Tendinopathy Followed for More
Than 4 Years. Am. ]. Sports Med. 2014, 42, 2435-2445. [CrossRef]

de la Durantaye, M.; Piette, A.B.; van Rooijen, N.; Frenette, ]. Macrophage Depletion Reduces Cell Proliferation and Extracellular
Matrix Accumulation but Increases the Ultimate Tensile Strength of Injured Achilles Tendons. J. Orthop. Res. 2014, 32, 279-285.
[CrossRef]

Sugg, K.B.; Lubardic, J.; Gumucio, ]J.P.; Mendias, C.L. Changes in Macrophage Phenotype and Induction of Epithelial-to-
Mesenchymal Transition Genes Following Acute Achilles Tenotomy and Repair. J. Orthop. Res. 2014, 32, 944-951. [CrossRef]
[PubMed]

Sunwoo, J.Y.; Eliasberg, C.D.; Carballo, C.B.; Rodeo, S.A. The Role of the Macrophage in Tendinopathy and Tendon Healing.
J. Orthop. Res. 2020, 38, 1666-1675. [CrossRef] [PubMed]

Marsolais, D.; Coté, C.H.; Frenette, ]. Neutrophils and Macrophages Accumulate Sequentially Following Achilles Tendon Injury.
J. Orthop. Res. 2001, 19, 1203-1209. [CrossRef] [PubMed]

Li, P; Xu, Y;; Gan, Y.; Song, L.; Zhang, C.; Wang, L.; Zhou, Q. Role of the ERK1/2 Signaling Pathway in Osteogenesis of Rat
Tendon-Derived Stem Cells in Normoxic and Hypoxic Cultures. Int. ]. Med. Sci. 2016, 13, 629-637. [CrossRef] [PubMed]

Li, G; Deng, Y.; Li, K,; Liu, Y.,; Wang, L.; Wu, Z.; Chen, C.; Zhang, K.; Yu, B. Hedgehog Signalling Contributes to Trauma-Induced
Tendon Heterotopic Ossification and Regulates Osteogenesis through Antioxidant Pathway in Tendon-Derived Stem Cells.
Antioxidants 2022, 11, 2265. [CrossRef] [PubMed]

Shen, H.; Cheng, L.; Zheng, Q.; Liu, W.; Wang, Y. Scavenging of Reactive Oxygen Species Can Adjust the Differentiation of
Tendon Stem Cells and Progenitor Cells and Prevent Ectopic Calcification in Tendinopathy. Acta Biomater. 2022, 152, 440-452.
[CrossRef] [PubMed]

Zhang, ].; Wang, ].H.-C. BMP-2 Mediates PGE(2)-Induced Reduction of Proliferation and Osteogenic Differentiation of Human
Tendon Stem Cells. . Orthop. Res. 2012, 30, 47-52. [CrossRef]

Rui, Y; Lui, PP,; Chan, L.; Chan, K.; Fu, S.; Li, G. Does Erroneous Differentiation of Tendon-Derived Stem Cells Contribute to the
Pathogenesis of Calcifying Tendinopathy? Chin. Med. J. 2011, 124, 606-610.

Breda, S.J.; van der Vlist, A.; de Vos, R.-].; Krestin, G.P,; Oei, E.H.G. The Association between Patellar Tendon Stiffness Measured
with Shear-Wave Elastography and Patellar Tendinopathy-a Case-Control Study. Eur. Radiol. 2020, 30, 5942-5951. [CrossRef]
Arirachakaran, A.; Boonard, M.; Yamaphai, S.; Prommahachai, A.; Kesprayura, S.; Kongtharvonskul, J. Extracorporeal Shock
Wave Therapy, Ultrasound-Guided Percutaneous Lavage, Corticosteroid Injection and Combined Treatment for the Treatment
of Rotator Cuff Calcific Tendinopathy: A Network Meta-Analysis of RCTs. Eur. J. Orthop. Surg. Traumatol. 2017, 27, 381-390.
[CrossRef] [PubMed]

Constantinou, A.P.; Georgiou, T. K Pre-Clinical and Clinical Applications of Thermoreversible Hydrogels in Biomedical Engineer-
ing: A Review. Polym. Int. 2021, 70, 1433-1448. [CrossRef]

Hsiao, M.-Y,; Lin, A.-C; Liao, W.-H.; Wang, T.-G.; Hsu, C.-H.; Chen, W.-S; Lin, F.-H. Drug-Loaded Hyaluronic Acid Hydrogel as a
Sustained-Release Regimen with Dual Effects in Early Intervention of Tendinopathy. Sci. Rep. 2019, 9, 4784. [CrossRef] [PubMed]
Choi, S.; Song, M.H.; Shim, K.-S.; Kim, H.-J.; Lim, Y.-M.; Song, H.-R.; Park, K.; Kim, S.E. Therapeutic Efficacy of Intratendinous
Delivery of Dexamethasone Using Porous Microspheres for Amelioration of Inflammation and Tendon Degeneration on Achilles
Tendinitis in Rats. Biomed. Res. Int. 2020, 2020, 5052028. [CrossRef] [PubMed]


https://doi.org/10.1186/1749-799X-3-18
https://www.ncbi.nlm.nih.gov/pubmed/18447938
https://doi.org/10.1136/bjsm.36.3.173
https://www.ncbi.nlm.nih.gov/pubmed/12055110
https://doi.org/10.1007/s00167-004-0549-x
https://www.ncbi.nlm.nih.gov/pubmed/15756611
https://doi.org/10.1136/bjsports-2012-091957
https://www.ncbi.nlm.nih.gov/pubmed/23476034
https://doi.org/10.3389/fphys.2023.1122348
https://doi.org/10.3390/cells11030434
https://doi.org/10.1242/dmm.041384
https://doi.org/10.3390/ijms19020404
https://doi.org/10.1177/0363546514542329
https://doi.org/10.1002/jor.22504
https://doi.org/10.1002/jor.22624
https://www.ncbi.nlm.nih.gov/pubmed/24700411
https://doi.org/10.1002/jor.24667
https://www.ncbi.nlm.nih.gov/pubmed/32190920
https://doi.org/10.1016/S0736-0266(01)00031-6
https://www.ncbi.nlm.nih.gov/pubmed/11781025
https://doi.org/10.7150/ijms.16045
https://www.ncbi.nlm.nih.gov/pubmed/27499695
https://doi.org/10.3390/antiox11112265
https://www.ncbi.nlm.nih.gov/pubmed/36421451
https://doi.org/10.1016/j.actbio.2022.09.007
https://www.ncbi.nlm.nih.gov/pubmed/36108965
https://doi.org/10.1002/jor.21485
https://doi.org/10.1007/s00330-020-06952-0
https://doi.org/10.1007/s00590-016-1839-y
https://www.ncbi.nlm.nih.gov/pubmed/27554465
https://doi.org/10.1002/pi.6266
https://doi.org/10.1038/s41598-019-41410-y
https://www.ncbi.nlm.nih.gov/pubmed/30886307
https://doi.org/10.1155/2020/5052028
https://www.ncbi.nlm.nih.gov/pubmed/32090096

Int. J. Mol. Sci. 2024, 25, 1868 23 of 23

125.

126.

127.

128.

Ialtdinov, A.W.; Gong, Y.; Leong, D.J.; Gruson, K.I.; Zheng, D.; Fung, D.T.; Sun, L.; Sun, H.B. Advances in the Development
of Gene Therapy, Noncoding RNA, and Exosome-Based Treatments for Tendinopathy. Ann. N. Y. Acad. Sci. 2021, 1490, 3-12.
[CrossRef] [PubMed]

Chen, S.-Y;; Jou, L-M.; Ko, P-Y,; Hsu, K.-L.; Su, W.-R.; Kuo, L.-C.; Lee, P-Y.; Wu, C.-L.; Wu, P.-T. Amelioration of Experimental
Tendinopathy by Lentiviral CD44 Gene Therapy Targeting Senescence-Associated Secretory Phenotypes. Mol. Ther. Methods Clin.
Dev. 2022, 26, 157-168. [CrossRef]

Kim, M.Y,; Farnebo, S.; Woon, C.Y.L.; Schmitt, T.; Pham, H.; Chang, ]. Augmentation of Tendon Healing with an Injectable Tendon
Hydrogel in a Rat Achilles Tendon Model. Plast. Reconstr. Surg. 2014, 133, 645e—653e. [CrossRef]

Zuniga, K.; Gadde, M.; Scheftel, J.; Senecal, K.; Cressman, E.; Van Dyke, M.; Rylander, M.N. Collagen/Kerateine Multi-Protein
Hydrogels as a Thermally Stable Extracellular Matrix for 3D in Vitro Models. Int. . Hyperth. 2021, 38, 830-845. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1111/nyas.14382
https://www.ncbi.nlm.nih.gov/pubmed/32501571
https://doi.org/10.1016/j.omtm.2022.06.006
https://doi.org/10.1097/PRS.0000000000000106
https://doi.org/10.1080/02656736.2021.1930202

	Introduction 
	Results 
	Histology and Immunofluorescence Analysis of Patellar Tendon Injury 
	Ultrasound Clinical Imaging Analysis of the Longitudinal Evolution of Patellar Tendon Injury 
	Biomechanical Analysis of Patellar Tendon Injury 

	Discussion 
	Materials and Methods 
	Animals 
	Generation of Patellar Tendinopathy Model in Rats 
	Ultrasound Clinical Imaging Analysis of the Longitudinal Evolution of Patellar Tendon Injury 
	Histology and Immunofluorescence Analysis of Patellar Tendon Injury 
	Biomechanical Analysis of Patellar Tendon Injury 
	Statistical Analysis 

	Conclusions 
	References

