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Objective: To investigate the effect of decellularized cartilage-derived matrix (CDM) scaffolds, by itself
and as a composite scaffold with a calcium phosphate (CaP) base, for the repair of osteochondral defects.
It was hypothesized that the chondral defects would heal with fibrocartilaginous tissue and that the
composite scaffold would result in better bone formation.
Methods: After an 8-week pilot experiment in a single horse, scaffolds were implanted in eight healthy
horses in osteochondral defects on the medial trochlear ridge of the femur. In one joint a composite
CDM—CaP scaffold was implanted (+P), in the contralateral joint a CDM only (—P) scaffold. After
euthanasia at 6 months, tissues were analysed by histology, immunohistochemistry, micro-CT,
biochemistry and biomechanical evaluation.
Results: The 8-week pilot showed encouraging formation of bone and cartilage, but incomplete defect
filling. At 6 months, micro-CT and histology showed much more limited filling of the defect, but the CaP
component of the +P scaffolds was well integrated with the surrounding bone. The repair tissue was
fibrotic with high collagen type I and low type II content and with no differences between the groups.
There were also no biochemical differences between the groups and repair tissue was much less stiff
than normal tissue (P < 0.0001).
Conclusions: The implants failed to produce reasonable repair tissue in this osteochondral defect model,
although the CaP base in the —P group integrated well with the recipient bone. The study stresses the
importance of long-term in vivo studies to assess the efficacy of cartilage repair techniques.

© 2016 Osteoarthritis Research Society International. Published by Elsevier Ltd. All rights reserved.

Introduction

cartilage. An alternative technique that has yielded very promising
results in other areas of regenerative medicine, such as restoration

In the quest for techniques to produce a cartilage repair tissue
that will remain functional life-long, a wide range of approaches
have been explored'. Although some techniques, such as various
variants of autologous chondrocyte implantation (ACI)> and joint
distraction’, yield promising clinical results, none of these ap-
proaches has yet been proven to fully restore proper hyaline
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Equine Sciences, Faculty of Veterinary Medicine, Utrecht University, The
Netherlands.

E-mail address: j.malda@umcutrecht.nl (J. Malda).

http://dx.doi.org/10.1016/j.,joca.2016.08.005

of bladder, trachea and gut, is the use of scaffolds based on decel-
lularized extracellular matrix (ECM)*. The advantage of this tech-
nique is that an environment of natural ECM elements is created
that may still contain a variety of appropriate bioactive cues
without the presence of cellular components, hence avoiding
immunological issues>®. Moreover, it does allow for a xenogenic
approach as ECM proteins are highly conserved across species®.
In vitro studies have already demonstrated the potential of
cartilage-derived matrix (CDM) scaffolds, as abundant new
glycosaminoglycan (GAG)- and collagen type Il-containing
cartilaginous matrix was formed by cultured mesenchymal

1063-4584/© 2016 Osteoarthritis Research Society International. Published by Elsevier Ltd. All rights reserved.
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stromal cells’. The potency was further underscored by in vivo
studies in small animal models both at ectopic®® and orthotopic
locations™'°.

The CDM scaffolds are potentially interesting for the repair of
osteochondral defects, as they can be custom-shaped into osteo-
chondral plugs that can be inserted in a press-fit fashion, avoiding
insecure or complicating fixation techniques that may induce
damage to the surrounding and opposing tissue'!. They also have
the potential to become an off-the-shelf product, as there is no
need for pre-implantation culturing. This approach, however, re-
quires the simultaneous regeneration of both bony and cartilagi-
nous tissues. This can in theory be realized by using either a
composite scaffold, or a single scaffold that will allow formation of
both tissues, depending on the surrounding original tissue.

In this study, a cartilage decellularized matrix (CDM)-based
scaffold is developed and used. The CDM consists of predominantly
collagen type 11, in the absence of GAGs and cells'? and is used
either on its own, or combined with a three-dimensionally (3D)
printed calcium phosphate (CaP) cement-based proven osteogenic
scaffold>'* to fill osteochondral defects in the femoropatellar
joints of horses. The equine model is seen as one of the best and
most challenging models for orthopaedic ailments'>'°. It was hy-
pothesized that the chondral portion of the osteochondral defects
would heal with neo-tissue coming close to hyaline cartilage and
that the composite scaffold would show better bone formation and
lead to better overall anatomical reconstitution.

Methods
Animals

The protocols and studies described were approved by the
ethical and animal welfare committees of Utrecht University (pilot
study) and National University of Costa Rica (long-term study). For
the pilot study one Dutch Warmblood horse (age: 6 years, 490 kg)
was used, while for the long-term study eight healthy Criollo breed
horses (age 4—9 years; weight 275—350 kg) were used. The horses
were free of lameness and without any clinical or radiographic
evidence of acute or chronic injuries. They were housed in indi-
vidual boxes, and fed a standard maintenance ration of concentrate
with hay ad libitum and free access to water.

Scaffold preparation

Full-thickness cartilage was harvested from cadaveric femo-
ropatellar joints of horses (n = 5; age 3—10 years), euthanized for
reasons other than joint disease, with owner permission. The
cartilage particles were pooled and decellularized according to a
protocol previously described!!. Finally, particles were milled in
liquid nitrogen (A11 basic analytical mill, IKA, Staufen, Germany)
and sieved through pores of 300 um.

The CaP scaffold [Fig. 1(A), (B)] was manufactured by 3D printing
of tricalcium phosphate (TCP) powder with diluted phosphoric
acid, as described previously'®. Briefly, TCP was synthesized by
heating a mixture of CaHPO4 and CaCO3 (both Merck, Germany) in a
2:1 molar ratio to 1400°C for 5 h, followed by quenching to room
temperature. The sintered cake was manually crushed and sieved
<125 um and finally ground in a ball mill (PM400, Retsch, Germany)
for 10 min. Printing was performed on a Z-Corp 310 powder printer
(Z-Corporation, Burlington, USA) by using the TCP powder and
20 wt% phosphoric acid as printing liquid.

The suspended decellularized particles were placed in a 11 mm
diameter cylindrical mould, either directly (—P) or placed on top of
the CaP scaffolds (+P) while ensuring that they penetrated all
macropores of the CaP scaffold. The scaffolds were then lyophilized

for 24 h and subjected to ultraviolet light overnight to allow for
crosslinking, before sterilization using ethylene oxide gas.

Experimental design

Scaffolds were implanted in 11 mm diameter and 10 mm deep
cylindrical defects that were surgically created at the axial side of
the medial femoral trochlear ridge. The 8-week pilot study was
performed to evaluate the short-term response to the CDM scaffold.
To reduce the use of experimental animals, a horse was used that
was destined to be sacrificed for educational purposes. No CaP
scaffold was used in this case. In the main 6-month study, each
horse received both the treatment with CDM scaffold alone (—P)
and with a composite scaffold consisting of CDM and a 3D printed
CaP scaffold (+P). Horses 1—4 received treatment —P and +P for the
left and right femoropatellar joints, respectively. For horses 5—8
this was inverted.

Surgical procedure

After premedication with xylazine (1.1 mg/kg, Pisa) intrave-
nously (IV), horses were induced with ketamine (2.2 mg/kg, Hol-
liday) and midazolam (0.05 mg/kg, Holliday) IV and positioned in
dorsal recumbence. General anaesthesia was maintained with
isoflurane in oxygen.

A cranial femoropatellar mini-arthrotomy was performed
through a 5 cm incision made between the middle and medial
patellar ligaments'’. Osteochondral defects at the middle aspect of
each medial femoral trochlear ridge were created using a power-
driven drill. Defect site and joints were flushed with saline solu-
tion (Careflex) before implantation. Scaffolds were press-fit
implanted into each defect. Wounds were sutured in four layers
(joint capsule, deep fascia, superficial fascia, and skin) and a stent
bandage was applied over the incision.

Post-operative care and rehabilitation

Post-operatively, horses received antibiotics for 8 days (procaine
penicillin 15,000 IU/kg intramuscularly SID, Alfasan, and IV genta-
micin 6.6 mg/kg BID, Alfasan), and non-steroidal anti-inflammatory
drugs (phenylbutazone (2.2 mg/kg, Lisan, orally BID)) during the
first 14 days.

The pilot horse was subjected to the following rehabilitation
protocol during the next 8 weeks: from week 2, the horse was
hand-walked daily starting with 5 min/day with increments of
5 min per week until 20 min/day was reached. In the main study,
from week 3, horses were hand-walked starting with 5 min/day
with increments of 5 min/week, until 30 min/day was reached,
which was then kept stable until week 16. In months 5 and 6,
horses were walked, trotted and cantered for 2 min at each gait.

Monitoring during experimental period

The animals were subjected to daily monitoring of clinical pa-
rameters (temperature, heart rate and respiratory rate). Blood pa-
rameters were checked and lateromedial radiographs of the
femoropatellar joints were taken before surgery and at months 1, 2,
4 and 6 after the intervention to check for general health.

Euthanasia and sample harvesting

The pilot horse was euthanized at 8 weeks by a combination of
detomidine (0.01 mg/kg, Vetoquinol), ketamine (2 mg/kg, Veto-
quinol), midazolam (0.1 mg/kg, Actavis) and pentobarbital (50 mg/
kg, AST Farma). The horses of the main study were euthanized at 6
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Fig. 1. Macroscopic views of scaffolds. The 3D design (A; all distances in mm), rendering (B) and printed CaP scaffold (C), which was subsequently combined in a mould with the

cartilage derived ECM scaffold (D).

months using a combination of xylazine (1 mg/kg IV, Pisa) and
ketamine—midazolam (3 mg/kg—0.05 mg/kg IV, Holliday) to induce
profound anaesthesia. After this, a bolus of oversaturated magne-
sium sulphate (200 g/I) and chloral hydrate (200 g/1) solution was
administered to effect.

After opening the femoropatellar joint, macroscopic pictures
were taken and blocks of tissue containing the defect were excised.
A piece containing one half of the treated defect was fixed in 10%
formalin for micro-CT analysis and histological evaluation after
embedding in polymethylmethacrylate (MMA). The remainder of
the tissue was snap-frozen in liquid nitrogen and stored at —80°C
until further processing for paraffin-based histological, biome-
chanical and biochemical analyses.

Micro-CT imaging and CaP scaffold analysis

To visualize the calcified tissue at the defect site, the formalin-
fixed tissue underwent micro-CT analysis (Quantum FX-Perkin
Elmer) with scan parameters 90 kV tube voltage, 180 mA tube
current, 60 pm resolution and 3 min scan time. Reconstruction of
2D projections was automatically performed using the inbuilt
software; image calibration and noise reduction was undertaken
with Analyze-11.0 software.

Remnants of CaP scaffolds were analysed by XRD analysis
(D5005, Siemens, Karlsruhe, Germany) using monochromatic Cu
K1 radiation in a 2Theta range of 20—40° with a step size of 0.02°.
Diffraction patterns were qualitatively analysed using the following
reference patterns from the powder diffraction database: brushite
(PDF-No. 09-0077), monetite (PDF-No. 09-0080), B-tricalcium
phosphate (B-TCP) (PDF-No. 09-0169), a-tricalcium phosphate (a-
TCP) (PDF-No. 09-0348) and hydroxyapatite (HA) (PDF-No. 09-
0432).

Biomechanical testing

Micro-indentation experiments were performed on both
healthy cartilage and defect tissue from the same animal. A
displacement-controlled nano-indenter machine (Piuma, the
Netherlands) with a spherical indenter (radius: 73 pm, cantilever
stiffness: 15.6 N/m) was used to obtain indentation-based
load—displacement curves'®. A 3 x 3 matrix of indentation
(n = 9) covering 600 x 600 pm? area, corresponding with 300 pm
distance between each point, was performed. The actual indenta-
tion depth was in the range of 8 microns. The Young's modulus was

calculated based on the Oliver—Pharr theory using the initial slope
of the unloading curve and estimated Poisson's ratio of 0.5'°.

After biomechanical testing, half of the sample was fixed in
formalin and further processed for paraffin embedding. From the
remaining tissue sample, the soft tissue of the defect was excised
and processed for biochemical analysis.

Histological processing

Formalin-fixed samples were embedded in MMA and cut with a
Leica 4 SP1600 Saw Microtome system (Leica, Germany) to yield
20—30 pm sections. Sections were stained with methylene blue
(Merck, 1.06045)/basic fuchsine (Klinipath, 800561).

Former frozen tissue samples were, after fixation in 10%
formalin, decalcified in ethylene diamine tetra acetic acid (EDTA)
and dehydrated through a graded ethanol series, cleared in xylene,
embedded in paraffin, and sectioned (5 pm). To visualize cells,
sections were stained with haematoxylin (Klinipath) and eosin
(Merck, 115935). To visualize collagen fibre orientation, a picrosir-
ius red staining (Klinipath, 80115) was performed. A triple stain of
haematoxylin, fast green, and Safranin-O (both from Sigma) was
also applied to identify the presence of GAGs. Stained sections were
examined using a light microscope (Olympus BX51). Immunohis-
tochemistry was used to identify collagen type I (Rabbit mono-
clonal from Abcam (AB138492); 1:500 dilution) and II (Mouse
monoclonal Antibody DSHB, II-1I6B3; 1:1500 dilution) after
deparaffinization and rehydration of the sections following a pro-
tocol described previously®.

Biochemical analyses

Tissue derived from the defect area after biomechanical testing
was used for DNA, GAG and hydroxyproline (HYP) quantification.
Samples were digested overnight in papain solution, 200 ml per
sample (0.01 M cysteine, 250 pg/ml papain, 0.2 M NaH,PO,4 and
0.01 M EDTA) at 60°C. Total DNA was quantified on the papain
digest using the Qubit 2.0 fluorimeter with the Qubit dsDNA BR
Assay Kit (Q32853) according to the manufacturer's instructions.
Total GAG content was determined after reaction with dimethyl
methylene blue as described previously®. Collagen was quantified
by using a HYP assay. Samples were freeze-dried overnight and
hydrolysed at 108°C overnight in 4 M NaOH. HYP was measured
after reaction with Dimethylaminobenzaldehyde, the absorbance
was read at 570 nm using a microplate reader (Tecan).
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Statistics

Data are presented as mean and confidence interval. Statistical
significance was determined, using SPSS software, for biochemical
and biomechanical quantification a paired t-test was used, and for
biomechanical testing a Wilcoxon signed ranks test was used.

Results
Scaffold preparation

The composite scaffold consisted of the CaP custom-designed
3D printed base [Fig. 1(A)—(C)], to promote bone regeneration,
and the CDM scaffold [Fig. 1(D)] for the restoration of the cartilage
compartment. After lyophilisation a good integration of the CDM
scaffold was obtained and the CDM compartment was trimmed to
2 mm allowing for good accessibility of internal pores.

Pilot experiment

The horse in the pilot experiment recovered well from anaes-
thesia and had an uneventful post-operative period. At 8 weeks, an
indentation of the cartilage surface was observed macroscopically,
but regeneration of both the bone and cartilage phase was evident
at a microscopic level [Fig. 2(A)]. There was excellent integration of
newly formed trabecular bone with the original subchondral bone.
There was intense staining for proteoglycans [Fig. 2(A)] and
collagen type Il [Fig. 2(B)] and there were indications for integration
with the pre-existent tissue at the margins of the defect at this
level. Nevertheless, the cartilage phase showed some cleft forma-
tion and disorganisation of collagen structures, as evidenced by
picrosirius red staining [Fig. 2(C)] and was positive for collagen type
I (data not shown).

Surgery and clinical and radiographic observations during
experimental period

For the 6-month study, horses recovered uneventfully and could
cope well with the post-surgical rehabilitation period. After the
initial recovery period, no significant lameness was observed in six
of eight horses. The remaining two showed intermittent mild
lameness that responded well to treatment with non-steroidal
analgesics. In all horses, clinical and blood parameters remained
within normal physiologic limits. The radiographs taken at 2
months after surgery showed evidence of the artificial defects, with
a clear difference between the sides treated with —P and +P im-
plants (Suppl. Fig. 1). Whilst the +P scaffolds had a radio dense
appearance [Suppl. Fig. 1(B)], around the —P scaffolds a sclerotic rim
was visible [Suppl. Fig. 1(D)].

Fig. 3. Macroscopic view of the surgical site at necropsy (6 months after implantation).

Macroscopic appearance at necropsy

At the time of euthanasia, the surgical sites were readily
recognizable by an indentation in the cartilage (Fig. 3); whilst at the
time point of implantation implants had been carefully placed level
with the surrounding cartilage. All sites had a similar appearance
without macroscopically visible differences between treatments.

Micro-CT and analysis of the CaP scaffold

Micro-CT analyses showed that filling of the bony part of the
defect was very limited and considerably less than observed in the
in vivo pilot experiment in all cases, although the CaP component of
the +P scaffolds appeared well integrated with the surrounding
bone (Fig. 4). Prior to implantation, the 3D printed scaffolds were
composed of a mixture of brushite (CaHPO4-2H;0), monetite
(CaHPOy4), B-TCP and o-TCP. Analysis of the remnants of the
retrieved CaP scaffold by XRD showed that most of the scaffolds had
dissolved during the implantation period since no brushite, mon-
etite and o-TCP could be detected in all samples. Only in few cases,
small residues of crystalline B-TCP could be found. All analysed
samples contained nanocrystalline HA, which either originates
from direct conversion of brushite (or a-TCP), or it stems from
newly formed bone matrix [Fig. 4(E)].

Biomechanical analysis

Biomechanical testing showed that the repair tissue in both —P
and +P treated defects was very soft (mean Young's modulus 302 KPa
(C1177—427) for —P and 261 KPa (CI 148—374) respectively) and the
stiffness was significantly less than that of normal adjacent cartilage
(mean Young's modulus for —P 2385 KPa (CI 2009—2761), for +P

\ f' &“ﬁ:}l 91‘/ ”“

N v). ol od U\ /)

Fig. 2. Histological view of the artificial defect treated with a decellularized cartilage-derived matrix (CDM) scaffold after 8 weeks. Newly formed tissue was rich in GAG (GAGs stain
red with safranin-O (A)); and rich in collagen type II (brown in B) with clear distinction between cartilage and bone phases. Picrosirius red staining demonstrates under polarized
light the disorganisation in the collagen fibril organisation (C). Scale bars represent 500 pm.
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Fig. 4. Micro-CT and macroscopic pictures, respectively, of implantation sites at 6 months for —P (A, C) and +P (B, D) scaffolds. XRD analysis of 3D printed CaP scaffolds (E); I
indicates a sample before implantation, whilst II and III indicate samples at necropsy. The most prominent peaks are labelled as: B: brushite (PDF-No. 09-0077), M: monetite (PDF-
No. 09-0080), T: B-tricalcium phosphate (PDF-No. 09-0169) and HA: hydroxyapatite (PDF-No. 09-0432).

2372 KPa (CI 2036—2708) (P < 0.0001)). There was no difference
between repair tissue of the —P and +P groups (P > 0.05) (Fig. 5).

Biochemistry

In line with the histological observations, there was limited GAG
production in the defects. Values for GAG, DNA and GAG/DNA for
the —P condition were 25.67 (CI 17.27—34.07) pg/mg tissue, 1.57 (CI
1.35—1.79) pg/mg tissue and 16.54 (CI 12.09—20.99) respectively.
For —P these were 12.32 (CI 9.88—14.82); 1.74 (CI 1.63—1.85) and
7.13 (CI 6.63—8.63) respectively. For the collagen parameter HYP
values were 11.63 (CI 10.47—12.79) and 8.78 (CI 7.03—10.53) Hyp/
mg tissue. There were no significant differences in the GAG and
collagen content between the —P and +P groups (Fig. 6).

Histology

Histological staining of paraffin-embedded samples from the
edges of both +P and —P treated defects demonstrates that a
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Fig. 5. Young's modulus of repair tissue vs normal cartilage from lesions treated with
decell only (—P) or decell plus CaP scaffolds (+P). *P < 0.0001, n = 8 for all groups.

predominantly fibrotic repair tissue had been formed (Fig. 7)
without obvious differences between the groups. The neo-tissue
contained very limited amounts of GAGs and collagen type II,
while abundant staining for collagen type I was observed
(Suppl. Fig. 2).

The MMA sections showed substantial retention of the CaP
scaffold at 6 months [Fig. 8(A)] with good to very good adherence of
the surrounding trabecular bone to the scaffold [Fig. 8(B)].

Discussion

Since the early days of tissue engineering, articular cartilage has
been one of the target tissues?>. It however soon became clear that
extensive in vitro testing in the classic smaller laboratory species,
while still being of absolute necessity in the initial developmental
phase, were not sufficient for evaluation of any therapy aiming at
cartilage repair or regeneration in clinical circumstances”>. Of the
larger models, the equine model is regarded as one of the best, but
also as one of the most challenging'®. Advantages include the size
and accessibility of the joints, the thickness and biochemical
composition of the cartilage, which are close to those in humans?®*
and the fact that the subchondral plate is closed, which is not the
case in many of the smaller species. Among the disadvantages of
the model perhaps the immediate load-bearing after surgery may
be most important’®. An important ethical consideration with
respect to the equine model is that horses are animals that are
primarily bred and kept for their athletic potential. This makes the
horse, unlike any other species with the possible exception of the
dog, into an experimental species, as well as a target species, with a
clear clinical need for better treatment of (osteo)chondral articular
disorders®®.

In this study, the equine model was used to evaluate the effect of
filling an artificial osteochondral defect with a cell-free CDM scaf-
fold, with (+P) or without (—P) a ceramic base for press-fit
anchoring in the subchondral bone. Results of the implantation of
a CDM only implant in the 8-week pilot study were in line with
previous promising results from in vivo ectopic studies with these
scaffolds®, as well as the orthotopic implantations in rabbits™'°, At
the site of the scaffold, regeneration of both the bone and cartilage
phase were seen, although a marked indentation of the articular
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Fig. 6. Average glycosaminoglycan (GAG; A) and hydroxyproline (HYP, pg/mg dry weight; B) content, as a measure of collagen content, of the repair tissue after 6 months.

surface could be noted. Nevertheless, the outcome of the pilot study
was deemed encouraging enough to justify a larger longer-term
study.

While in the main study clinical signs, such as lameness or joint
effusion, were limited and not seen in all horses, defect filling at
necropsy at 6 months was disappointing and clearly less than in the
pilot horse in all treated animals. Macroscopic and histological

Saf-0

Col Il

analysis confirmed large indentations and the presence of inferior
repair tissue. Biomechanically, this tissue was on average 90% less
stiff than samples from healthy cartilage from the same horse. In
contrast, the 3D printed CaP cement from the bony part of the
scaffold was well integrated in the surrounding bone tissue, similar
to previous orthotopic studies'>?’. Although a major part of the
cement had been resorbed and replaced by newly formed bone,

Fig. 7. Histological evaluation of the composition of the repair tissue after 6 months. Positive safranin-O staining (red) was predominantly observed at the edges of the defect, and
co-localized with the immunolocalisation of collagen type II (brown). Immunolocalisation of collagen type I (brown) was homogeneous in the fibrous repair tissue. Scale bar

represents 2 mm.
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Fig. 8. MMA embedded section of a defect with a scaffold with a CaP base (+P) stained with methylene blue/basic fuchsine. The overview (A) shows substantial retention of the
scaffold (in black) that is well connected to the bone, as shown by higher magnification (B). Scale bars represent 3 mm (A) and 1 mm (B).

remaining fragments were still visible within the implantation site.
X-ray diffraction (XRD) analysis clearly confirmed that brushite and
monetite as main components of the scaffolds were fully resorbed
and only a minor amount of residual B-TCP could be found, likely
due to the lower solubility of B-TCP (~0.4 mg/l) compared to
brushite (85 mg/1) and monetite (41 mg/1)*. All diffraction patterns
revealed nanocrystalline HA as the major component given the
broad peaks around 2Theta = 25.8° and 31—35°. This HA might be
formed either directly after scaffold implantation from hydrolysis
of o-TCP to calcium deficient HA?®, or after longer times by the
conversion of brushite into HA in the presence of Ca%*. The latter
often appears for brushite based biocements following orthotopic
implantation®’, as the compound is thermodynamically instable at
physiological pH values. Since the lateral resolution of the used XRD
is in the order of several mm?, the HA may also stem from newly
formed bone mineral next to the scaffold residues.

Several factors may have contributed to the limited performance
of the implants in the long-term study. In decellularized scaffolds
the efficacy of the decellularization process is known to affect the
host response and in vitro more aggressive decellularization was
associated with a shift in macrophage phenotype predominance
from M1 to M23! Although not well researched, the clinical
impression among veterinarians exists that the horse is a relatively
sensitive animal to immunogenic stimuli compared to other spe-
cies, which may also have affected the fate of the implanted scaf-
folds in this study. Another potentially very important factor is the
initial biomechanical loading, both shear and compression, the
implanted scaffolds have been subjected to from the very moment
the horses recovered from anaesthesia. This is a well-known
drawback of the equine model?>, which is due to the inability of
the horse to unload one of its limbs for any prolonged period of
time without severe complications. Additionally, the limited overall
mechanical properties of the CDM scaffold may have contributed to
failure by hampering the transfer of the forces to the underlying
bone, ultimately resulting in bone loss in these regions. This
stresses the need for more mechanically stable, e.g., fibre-
reinforced constructs®>3, for the treatment of defects in these
mechanically challenging locations.

Outcomes might also further have been improved by the in-
clusion of regenerative cells to further enhance the tissue forma-
tion. However, this will be a complicating factor when an off-the-
shelf solution, i.e., a cell-free construct, is envisioned.

Taken together, the poor outcomes of the long-term equine
study were not in line with the observed promising results of the
in vitro, ectopic in vivo and the short-term in vivo pilot studies.

Where the horses did clinically surprisingly well with exhibition of
relatively mild lameness only, in the long-term study very limited
defect filling was observed compared to the outcomes of the 8-
week pilot study. This study thus underscores the need for long-
term studies in a challenging model when evaluating regenera-
tive approaches to treat joint defects, even if the outcome of in vitro
work and even short-term in vivo studies may be promising, as the
performance of treatments may otherwise be overestimated. The
outcome also suggests there may be substantial added value of
more and more in-depth monitoring during long-term studies, for
example, through imaging technologies or advanced profiling of
the synovial fluid composition.
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