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Abstract

Mechanical loading affects tendon healing and recovery. However, our understanding about
how physical loading affects recovery of viscoelastic functions, collagen production and tissue
organisation is limited. The objective of this study was to investigate how different magnitudes
of loading affects biomechanical and collagen properties of healing Achilles tendons over
time. Achilles tendon from female Sprague Dawley rats were cut transversely and divided into
two groups; normal loading (control) and reduced loading by Botox (unloading). The rats were
sacrificed at 1, 2- and 4-weeks post-injury and mechanical testing (creep test and load to fail-
ure), small angle x-ray scattering (SAXS) and histological analysis were performed. The effect
of unloading was primarily seen at the early time points, with inferior mechanical and collagen
properties (SAXS), and reduced histological maturation of the tissue in unloaded compared to
loaded tendons. However, by 4 weeks no differences remained. SAXS and histology revealed
heterogeneous tissue maturation with more mature tissue at the peripheral region compared
to the center of the callus. Thus, mechanical loading advances Achilles tendon biomechanical
and collagen properties earlier compared to unloaded tendons, and the spatial variation in tis-
sue maturation and collagen organization across the callus suggests important regional
(mechano-) biological activities that require more investigation.

Introduction

Tendons are soft connective tissues responsible for load transmission with an energy-storing
capacity that enables efficient locomotion. However, tendons recover poorly after injury,
where the scar tissue that is formed has inferior biomechanical function. Tendons derive from
mesenchymal stem cells and are mechanosensitive, meaning that tendons are affected by bio-
physical stimuli similar to other musculoskeletal tissues. However, how biophysical stimuli
affects tendon healing is poorly understood, and this leaves many clinical treatments debated.
The Achilles tendon is the largest and the most commonly injured tendon in the body.
Clinical reviews have shown that only 50% of patients with Achilles tendon ruptures regain
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pre-injury range of motion and load-bearing capacities. The dry weight of the tendon consists
primarily of collagen (type I, 90% of dry weight) and its biomechanical function depends on
composition and organisation. Collagen has typically a viscoelastic behaviour, which is charac-
terised by specific time-dependent responses such as creep, stress-relaxation and hysteresis [1-
3]. Each of these are believed to be connected to molecular interactions in collagen architecture
(e.g. fibril alignment and sliding). However, the biomechanical regeneration during tendon
repair is commonly evaluated with disruptive tests that mainly shed light on peak force (brittle-
ness) and stiffness of the tissue. It does not evaluate the recovery of the essential time-depen-
dent properties of tendons. Several studies have used dynamic loading to investigate tendon
repair [4-7]. However, there are limited reports on how viscoelastic properties are restored
during the time course of healing, and how loading affects this recovery process.

The collagen molecules are triple helixes that are staggered to form fibrils. At the fibril level
the collagen appears with a periodicity, D-period, which is approximately 67 nm in mature
healthy tendons. The D-period changes depending on the micromolecular environment, such
as hydration [8] or as a function of strain [9]. The fibrils are bundled into strands of collagen
fibres, which are further packaged to make out the tissue. Tendon cells embedded in the colla-
gen strands are mechanosensitive and respond to changes in their biophysical environment by
altering their alignment [10], signalling [11,12] and synthetic activities [13,14]. This modulates
tissue composition and structure which in turn affects its biomechanical response to loading.
It is however challenging to find the specific magnitude, frequency and timing of macroscopic
loading that positively affects microscopic properties that in turn can be characterised as
improved or accelerated repair and recovery. Understanding how to use mechanical loading
to regulate biological processes during tendon healing is invaluable for ultimately developing
treatments that restore tendons to their post-injury state. Specifically, we need to better under-
stand the recovery of the important viscoelastic properties of the tendon during repair, as the
damping properties and the response of the tendon to dynamical loading is important.

The objective of this paper was to investigate how different magnitudes of daily loading
affects the biomechanical and collagen properties of healing Achilles tendons over time. We
hypothesised that reduced loading impedes collagen alignment and has a negative effect on the
development of the viscoelastic properties over time.

Methods
Study design

Two separate but identical animal experiments were conducted; one for mechanical testing
(N =10 in each group, 60 rats in total) and another for small-angle x-ray scattering (SAXS)
and histological analysis (N = 8 in each group, 48 rats in total) (Fig 1). In each animal experi-
ment Sprague Dawley rats were divided into two groups: normal daily loading in the cage (full
loading) or partial unloading where loading was reduced by Botox (unloading). The right
Achilles tendon was transected and the rats were euthanized at 1, 2, or 4 weeks post-injury
(Fig 1).

Animal experiment

Female Sprague Dawley rats (aged 16 weeks mean weight 304 16 grams) were used for these
experiments. All animals were randomly assigned to two different loading groups and the
investigator was blinded during surgery and evaluation. In the unloaded group, the right
medial and lateral gastrocnemius and soleus muscles (calf muscles) were injected with 1U Bot-
ulinum Toxin type A (Botox, Allergan, Irvine, CA), thus in total 3U/animal, 4 days before sur-
gery to induce calf muscle paralysis. Visual inspection was done on all rats to confirm the
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108 female SD rats

Loaded, n=54 Unloaded (Botox), n=54
Week 1, n=18 Week 2, n=18 Week 4, n=18 Week 1, n=18 Week 2, n=18 Week 4, n=18
Mechanics, n=10 —Mechanics, n=10 Mechanics, n=10 Mechanics, n=9 ~Mechanics, n=10 Mechanics, n=10
1 excluded
(broke during creep test)
Histo+SAXS, n=8 ~Histo+SAXS, n=8 Histo+SAXS, n=8 Histo+SAXS, n=8 —Histo+SAXS, n=8 Histo+SAXS, n=8
8 excluded from histo 8 excluded from histo
(problems during sectioning) (problems during sectioning)
2 excluded from SAXS 1 excluded from SAXS 1 excluded from SAXS 3 excluded from SAXS

(problems during preparation) (problems during preparation) (problems during preparation) (problems during preparation)

Fig 1. Experimental setup. The animal experiments, including groups, times and number (n) of animals per group is described. Any exclusion of samples from
the analyses is also indicated.

https://doi.org/10.1371/journal.pone.0236681.g001

effect of Botox injection. All rats underwent surgery: the right Achilles tendon were transversely
transected in the middle of the tendon after removal of the plantaris tendon. The paratenon
was not repaired or removed. The incision of the skin was sutured with two stiches and the ten-
dons were left to heal spontaneously. Surgery and Botox injections were given under anaes-
thetics with Isoflurane gas (Forene, Abbot Scandinavia, Solna, Sweden). The animals received
subcutaneous injections of antibiotics (Engemycin, 25 mg/kg oxytetracycline, Intervet, Boxm-
eer, the Netherlands) and analgesics (Temgesic, 0.045 mg/kg buprenorphine, Schering-Plough,
Brussel, Belgium) preoperatively and analgesic (Temgesic) was given regularly until 48 hours
after surgery. The animals were monitored daily during the first few days after surgery, then
once or twice a week. The transection day was considered as Day 0 in the experiments, and the
animals were euthanized after 1, 2 or 4 weeks. All animals were allowed free cage activities
from Day 0. None of the animals had to be euthanized prior to the planned endpoint. All exper-
iments were approved by the regional ethics committee for animal experiments in Linkdping
(Dnr 15-15) and adhered to the institutional guidelines for care and treatment of laboratory
animals. The rats were housed two per cage and were given food and water ad libitum.

Mechanical testing and characterisation

Tendons were harvested trying to avoid damage to the paratenon and other tissues of the
callus, and by including the calcaneal bone and the gastrocnemius muscle. The callus size
(medial-lateral and anterior-posterior diameters) was measured with a calliper before the
mechanical test and the muscle was carefully scraped off avoiding the callus. Gap size was
measured as the distance between the stumps using a calliper and placing the tendon in front
of a strong light, which enabled clear visualization of the stumps inside the callus. The proxi-
mal tendon was put between sandpaper and clamped to the mechanical testing machine. The
clamp on the proximal side was placed at the myotendinous junction that was visible by eye,
and the distal tendon was clamped at the calcaneal bone. The angle between the tendon and
the calcaneal bone corresponded to 30 degrees dorsiflexion.

The tendons were preconditioned by applying 10 cycles of loading between 1-2N at a rate
of 0.1mm/s after which the tendons were allowed to rest approximately 4 hours in wet condi-
tions. For all tendons, creep test was performed by applying 5N at a rate of Imm/s, followed by
holding the force constant for 300s. After unloading, the tendons rested for approximately 2-3
hours in wet environment. Subsequently, a second creep test was performed by applying 12N
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at a rate of Imm/s, followed by holding the force constant for 300s. Finally, after a second
period of resting, the tendons were loaded to failure at a rate of Imm/s (Fig 2A). All tendons
were tested within the same day of harvest. When resting between tests, the tendons were
placed on a flat surface between wet gauze. The sandpaper was left in place to ensure that the
clamps were placed on exactly the same place for the second creep test and load to failure.

The following properties were analysed. Cross-sectional area was calculated by assuming an
elliptical shape. Creep magnitude was measured as the displacement the tendon crept during
the 300s holding phase. Creep ratio was calculated as the ratio between the creep magnitude
and the gap size. The gap size was used instead of the clamping distance, as we predicted over
90% of the displacements to occur in the callus tissue initially. Tendon stiffness was calculated
from the slope of the force-displacement curve at 80-90% of peak force in the creep tests (5N
or 12N) and at 60-70% of the peak force in the ramp-to-failure test. The Young’s modulus was
calculated as the slope from the stress-strain curve at similar locations. Upon failure, the peak
force and peak stress were recorded from the force-displacement and stress-strain curves.

Small-angle x-ray scattering (SAXS)

Tendons were harvested with calcaneus bone and gastrocnemius muscle. The muscle was care-
fully scraped off and the tendon was separated from the bone carefully. The tendon was pinned
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Fig 2. Analysis methods. A) Mechanical testing protocol included preconditioning, followed by two sets of creep tests before load to failure. B) Small Angle X-ray
Scattering (SAXS) mapping over the tendon callus indicates the stumps and the regions of interest for analysis in the callus. C) SAXS detector image and D)

integrated scattering intensity curve obtained from (C).

https://doi.org/10.1371/journal.pone.0236681.9002
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on silicone gels and covered with formaldehyde during transport and until analysis. The time
between harvest and analysis was less than 14 days. To keep the samples moist during SAXS
measurements, the tendons were placed in small handmade Kapton pockets that were filled
with formaldehyde. The Kapton pockets were taped to the sample holder for the measure-
ments. All SAXS measurements were made on the whole tendons (i.e. not sectioned).

The cSAXS beamline at the Swiss Light Source (SLS), Paul Scherrer Institute (PSI), Villigen,
Switzerland was used with a Pilatus 2M detector (16) recording the 2D scattering patterns of
the tendons in a continuous line-scan mode (raster-scan with 30 x 30 um? spot size and step
size of 30 um). Exposure time of 50 ms and X-ray wavelength of 1.0 A was used. The sample-
detector distance was 7108 mm giving a g range of ~0.02-1.45 nm™". Silver-Behenate (AgBH)
powder standard was used to determine beam center and sample-detector distance. A rectan-
gular region in the mid-region of the callus was selected, using a camera with a calibrated dis-
tance to the X-ray beam, for measurement and analysis (Fig 2B). This region was divided into
five areas horizontally: medial, central, lateral, peripheral callus and full tendon, the latter con-
sisting of the first three regions (Fig 2B). Additionally, a background line-scan next to each
sample on the respective the Kapton pocket was recorded. The data were background cor-
rected by removing the background scattering from the tendon scattering.

The scattering data contains information about the collagen structure and orientation. In
this study, five collagen parameters were analysed according to previous protocols [15]. The
anisotropy of collagen fibres (0, in degrees) was determined as the width of the collagen rings
in the scattering image (Fig 2C), from the full width of the tenth maximum. Peak location was
measured as the radii of the 3" concentric arc in the scattering image where D-spacing (peri-
odicity) was inversely proportional to peak location. By azimuthally integrating the detector
images over theta (0), the intensity, I(q), of the scattering images was obtained containing
structural information (Fig 2D). From the intensity curve (I(q)), the third order collagen peak
was analysed by fitting a Gaussian curve. Peak intensity (fibre alignment), full width at half
maximum (FWHM, fibre delamination), and peak area (interfibrillar ordering) were calcu-
lated from the Gaussian fit.

Profiles of the variation of the different parameters across the tendons were calculated by
averaging the parameter maps within the ROI vertically (Fig 2B). For comparison between
the samples and further group-wise averaging, the lengths of the profiles were normalized by
interpolating all profiles to the same length. All analyses were done with in-house written
scripts in Matlab (R2016b) [8].

Histology

After SAXS measurements, the samples were prepared for histology following a standard pro-
tocol with ethanol dehydration and paraffin embedding. Embedded tendons were sectioned
longitudinally to 3pm thick slices and stained with Hematoxylin & Eosin, Picrosirius red for
collagen, and Alcian blue (pH 2,5) for glycosaminoglycans (GAGs). Sections were taken where
both the tendon stumps and the mid callus region was visible. All sections with the different
staining methods were observed using a light microscope (Zeiss Axio). The data presented is
descriptive.

A semi-quantitative analysis for tissue maturation was performed on sections stained with
Hematoxylin & Eosin. Three images were captured from each section in the middle of the callus
in between the stumps (a medial, central and lateral image with magnification 20X). A blinded
investigator graded all images between 1 and 4 for cell number, nuclear shape, collagen align-
ment and collagen stainability where a low score represented a more mature tendon (Fig 3).
Scoring description: Cell number: 1 = relatively few cells and 4 = high number of cells. Nuclear
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Fig 3. Histological evaluation. Pictures from the semi-quantitative analysis for tissue maturation of healing tendons at
1 and 4 weeks of healing. Three images were captured from each specimen in the middle of the callus in between the
stumps as shown in the picture at the left side. The specimens were stained with hematoxylin & eosin and the picture
was taken with a magnification of 20. A blinded investigator graded all pictures between 1 and 4 for cell number,
nuclear shape, collagen alignment and collagen stainability and a representative picture from each score is shown. A
low score represents a more mature tendon.

https://doi.org/10.1371/journal.pone.0236681.9003

shape: 1 = most of the cells are spindle shaped, 2 = many of the cells are spindle shaped,

3 = some of the cells are spindle shaped and 4 = very few cells are spindle shaped. Collagen
alignment: 1 = almost all collagen in the picture is aligned in a parallel manner, 2 = more than
50% of the collagen is aligned, 3 = less than 50% of the collagen is aligned and 4 = difficult to see
a direction of the collagen alignment. Collagen stainability: 1 = intense staining (dark pink) and
4 = weak staining (light pink).

Statistics

Statistical comparison was performed with a two-way ANOVA to assess the effect of treatment
(loading and unloading) and healing time (1, 2, 4 weeks). Significant relationships (p < 0.05)
were further analysed with post-hoc Student’s t-test correcting for multiple groups when
needed. For histology, also repeated measures with respect to location was added to the model.
All data was analysed in IBM SPSS version 23.

Results
Mechanical testing

Overall, there were geometrical differences between the loaded and unloaded group. The cross-
sectional area in the loaded group was largest at 1 week post-injury and showed a decreasing
trend over-time. The cross-sectional area was higher in the loaded group at 1 week compared
to the unloaded group, but the difference decreased over-time to be similar at 2 and 4 weeks
post-injury (Fig 4A). The gap size in the loaded and unloaded group remained similar over
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time, but was larger in the loaded group compared to the unloaded group at 1 and 2 weeks
post-injury (Fig 4B).

Creep magnitude and creep ratio was higher at 1 week post-injury in the loaded group as
they exhibited more pronounced creep behaviour (Fig 4C and 4D; see S1 Table). The creep
magnitude reduced over time in the loaded group while it remained similar in the unloaded
group, such that both groups showed a similar creep behaviour at 4 weeks post-injury (Fig
4C). The creep ratio increased in the unloaded group over time, whereas it decreased over
time in the loaded group (Fig 4D).

Stiffness and Young’s modulus were lower in the loaded tendons compared to the unloaded
ones during the 5N creep load at 1 week post-injury (see S1 Table) but in contrast, the stiffness
measured during load to failure at 1 week post-injury was higher in the loaded tendons (Fig
4E). In the load to failure, stiffness and Young’s modulus increased significantly over time in
both treatment groups (Fig 4E and 4F). The Young’s modulus was similar for the loaded and
unloaded tendons throughout all time points. Peak force (ultimate strength) and peak stress
(ultimate stress) increased substantially over time in both groups (Fig 4G and 4H). In terms of
ultimate strength, the loaded tendons displayed a higher peak force than the unloaded tendons
at 1 and 2 weeks (Fig 4G).

SAXS

Examples of spatial development over time in loaded and unloaded tendons are visible in Fig
5. Analysis of D-spacing showed that the unloaded group exhibited shorter D-spacing com-
pared to the loaded group at 1 and 2 weeks post-injury (Fig 6A). D-spacing increased over
time throughout the tendon and in both groups. After 4 weeks of healing, there was no differ-
ence between the loaded and unloaded tendons. The D-spacing was then approximately 65

Intrafibrillar order, 3™

Loaded Unloaded collagen peak area (AU)
= High
1 week
2 weeks
Low
) I
4 weeks I !

Fig 5. SAXS mapping. The intrafibrillar order parameter (peak area, AU) in the callus region in representative loaded and unloaded samples at 1, 2 and 4 weeks of
healing is shown.

https://doi.org/10.1371/journal.pone.0236681.g005

PLOS ONE | https://doi.org/10.1371/journal.pone.0236681 December 14, 2020 8/18


https://doi.org/10.1371/journal.pone.0236681.g005
https://doi.org/10.1371/journal.pone.0236681

PLOS ONE

Diminishing effects of mechanical loading over time during rat Achilles tendon healing

A

B " C

*
66.0 *hk 0504 | * % ' 160+ —1
b-2-2°% I—T—L] [ )
[ T ] S Bl P
T 65.5- g e ° .
E c 2 140 5
= * 2 0.46 o -{- I
£ 5.0 4 ° ] o
%) i F 3k & .- 7
b -+ O 0.44- {- s
Q ] 120
» £ o 3 o <
a 64.5- = o
2 0.424 %
= °
°
64.0 T T T 0.40 T T T 100 T T T
1 2 4 1 2 4 1 2 4
Weeks Weeks Weeks
_ e *k
D &g b’ E I ) :
o 0.08 e 10 ; Yo ¥ i #¥r l ® Nomal loading
(1]
x ° . .
§ 0064 * Calszing
e = g4
5 3
T 0.04- TS ; % Nomal loading: effect of time
4 s % Unloading: effect of time
& ° a 8 ° * :
= - Effect of treatment
Lonles T3 3 !
Z *p<0.05, **p<0.01, ***p<0.001
o
< 0.00 T T T 7 T T T
= 1 2 4 1 2 4
Weeks Weeks

Fig 6. Quantitative SAXS data from the callus region. Properties are shown for loaded and unloaded samples after 1, 2 and 4 weeks of healing, displaying A) D-
spacing (nm), B) Degree of orientation (AU), C) anisotropy (degrees), D) intrafibrillar order (AU) and E) peak FWHM (nm). Individual data points, as well as
mean and standard deviation are shown in the graphs.

https://doi.org/10.1371/journal.pone.0236681.9006

nm (Fig 6A, S2 Fig). This is an increase with about 0.5 nm from 1 week post-injury but still 2
nm below the average values of D-spacing in healthy (uninjured) collagen fibrils in rat Achilles
tendon [15].

Fibril alignment, measured from peak intensity, revealed no difference in degree of orienta-
tion between the loaded and unloaded group (Fig 6B), but the alignment increased over time
in both groups.

There was no remarkable difference in degree of anisotropy (measured as the dispersion
angle in the scattering image) between the two groups at any of the time points (Fig 6C). From
the profiles, it was observed that anisotropy seemed to be lower in the medial and lateral side
of the tendon callus compared to the centre (Fig 7C). This is more clearly reflected in the intra-
fibrillar order where organisation visibly increases over the course of healing (Figs 6D and
7D). The effect of loading was only apparent at the centre of the tendon, showing higher intra-
fibrillar organisation in the loaded group compared to the unloaded group after 1 and 2 weeks
of healing (S2 Table).

Full width at half maximum (FWHM) measures collagen fibril adhesion and packing to
some degree, where higher FWHM means less fibril adhesion and looser packing of the
collagen. There was no conclusive difference between the treatment groups, but an increase
in FWHM was observed 2-weeks post-injury in the unloaded group, which was reduced again
by week 4. FWHM increased over time for both loaded and unloaded groups. (Fig 6E). The
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profiles showed that FWHM was higher in the centre of the callus compared to the medial and
lateral sides. This pattern was clear at 1 and 2 weeks post-injury in both groups (Fig 7E). All
quantitative analysis in separate regions are available in S2 Table.

Histology

The dichotomy caused by gap size seen in the mechanical testing experiment was also visible
in the histology, i.e. the gap size was small in the unloaded group and larger in the loaded
group. Therefore, 3 images of newly formed tissue in different regions (medial, central and
lateral) were captured for a semi-quantitative analysis.

Overall, the semi-quantitative analysis showed that loaded tendons were significantly more
mature at 1 week compared to the unloaded tendons (lower score reflects a more mature tis-
sue), while there was no significant difference at 4 weeks of healing (Table 1). The loaded
tendons had a lower score in nearly all parameters (cell number, nuclear shape, collagen
alignment and collagen stainability) compared to the unloaded tendons at 1 week, but only
the difference in collagen alignment was significant. Time improved the score more for the
unloaded tendons, hence there was no significant difference in the total maturation score
between the loaded and unloaded group at 4 weeks. The cell number seemed to be reduced
with time in both groups (Table 1), while nuclear shape was only improved in loaded tendons
and collagen stainability was only improved in the unloaded tendons (Table 1). The callus

Table 1. Semi-quantitative analysis in healing tendons at 1 and 4 weeks.

Analysis Treatment Lateral Centre Medial Y of all pictures
1 week Cell number Full loading 2 (2-3) + 3 (2-4) 3 (2-4) 8 (7-11)
Botox 2.5 (2-4) 3 (2-4) 3.5 (3-4) 10 (8-11)
Nuclear shape Full loading 3 (3-3) 3 (2-3) 3 (2-3) 9 (7-9)
Botox 3 (2-4) 3.5 (2-4) 3 (3-4) 9 (8-11)
Collagen alignment Full loading 2 (2-3) 3 (1-3) 2 (2-3) 7 (5-9)*
Botox 25 | (2-3) 4 | (2-9) 3 (2-4) 9 (7-10)
Collagen stainability Full loading 2 (2-3) +% 4 (2-4) 3 (3-4) 7 (5-9)
Botox 3 (2-4) 3 (3-4) 3 (2-4) 9 (7-10)
Maturation score Full loading 10 (9-11) + % 11 (10-13) 12 (10-13) 32 (29-37) *
Botox 10.5 (9-14) + 14 (10-16) 12.5 (11-15) 36.5 (31-41)
4 weeks Cell number Full loading 2 (1-3) 2 (1-2) 2 (1-3) 6 (3-8) *
Botox 3 (1-4) 2.5 (1-4) 2.5 (1-3) 7.5 (6-10)
Nuclear shape Full loading 2 (1-4) 2.5 (2-4) 2.5 (1-3) 7 (5-10)
Botox 3 (1-4) 4 | (2-9) 3 (2-3) 95 | (6-11)
Collagen alignment Full loading 2 (1-4) 2.5 (1-4) 2.5 (1-4) 7.5 (4-11)
Botox 2.5 (1-4) + 4 (1-4) 3 (2-3) 9 (5-10)
Collagen stainability Full loading 2.5 (1-3) 2.5 (1-3) 3 (1-4) 7.5 (3-10)
Botox 2 (1-3) 25 | (1-4) 2 (1-3) 6 (4-9)
Maturation score Full loading 8 (6-14) 9.5 (6-12) 9 (7-11) 28 (19-35)*
Botox 105 | (6-15) 13 | (7-15) 10 (7-11) 325 | (24-35)7

The numbers are shown as median and range. A low score represents a more mature tendon. A lower score means less cells, less rounded shape, better collagen
orientation and more stained collagen.

* significant difference between full loading (normal) and unloading by botox.

* significant difference between week 1 and 4, within the same treatment group.

* significant difference between the lateral and central image, within the same treatment group and the same time-point).

* significant difference between the lateral and medial image, within the same treatment group and the same time-point).

https://doi.org/10.1371/journal.pone.0236681.t001
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tissue appeared to mature with a regional variation. The three regions in the loaded tendons
was significant different regarding the maturation score at 1 week where the lateral side
appeared to contain the most mature tissue and then the maturation reduced continuously to
the other side (Table 1). However, this discrepancy at the different regions in loaded tendons
was fully diminished after 4 weeks. The unloaded tendons seem to heal in a different manner
having more mature tissue at the sides and less mature in the centre, especially in terms of col-
lagen alignment and nuclear shape. These differences were not statistically significant although
this trend was seen both at 1 and at 4 weeks of healing.

The two other staining’s (Picrosirius red and Alcian blue) were thoroughly observed in a
qualitative and descriptive manner. Adipocyte were seen within the callus tissue in both groups
at 1 week, but it was more common in the loaded tendons (Fig 8A vs 8C). However, the
unloaded tendons had more adipose cells at the sides of the callus (Fig 8C). At 4 weeks, there
was less adipocytes in the callus in both groups (Fig 8E and 8G). Although, most of the unloaded
tendons exhibited a layer of adipocytes on one side of the callus (Fig 8G), i.e. the side that had
less collagen alignment, whereas the loaded tendons had a low adipocyte number on both sides
of the callus. Bleeding in the callus, seen as extravasated erythrocytes, was found to a varied
degree in several tendons from both groups at 1 week of healing but this could not be seen at 4
weeks. The tendon stumps at 4 weeks were less distinct in both groups. The Alcian blue staining
revealed more proteoglycans only in the proximity of the stumps in the unloaded tendons at 1
week (Fig 8K) while the loaded tendons had more regions throughout the callus with more pro-
teoglycans (Fig 8I). After 4 weeks of healing, the amount of proteoglycans was reduced in the
callus in the unloaded tendons in most of the samples, but area around the distal stump

1 week post-injury 4 weeks post-injury 1 week post-injury 4 weeks post-injury

s

OZ—0>»0r

OZ2—-—0>»0rZ2C

Fig 8. Histology. Healing tendons from 1 (A, B, C, D, I, ], K, L) and 4 weeks (E, F, G, H, M, N, O, P) post-injury
stained with picrosirius red (A, B, C, D, E, F, G, H) or alcain blue (I, ], K, L, M, N, O, P). Healing tendons exposed to
loading (A, E, I, M (magnification 5) and B, F, ], N (magnification 20)) can be compared to healing tendons exposed to
unloading with botox (C, G, K, O (magnification 5) and D, H, L, P (magnification 20)). The area of magnification 20 is
shown as a square in the picture above with magnification 5 i.e. B is showing the squared area in A. The black lines are
marking the tendon stump.

https://doi.org/10.1371/journal.pone.0236681.9008
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contained more proteoglycans as well as chondrocytes in almost all samples (Fig 80). The
loaded group again showed a heterogeneous distribution of “islands” with proteoglycans
throughout the whole callus tissue while most chondrocytes were localised close to the tendon
stumps (Fig 8M).

Discussion

In this study we investigated how two different magnitudes of daily loading affect the bio-
mechanical and collagen properties of healing rat Achilles tendons over time. We focused on
the effect on collagen orientation and its possible links to the important viscoelastic properties.
The mechanical characterisation showed that the magnitude of loading is most consequential
in the early healing process where creep and stiffness properties and ultimate strength (peak
force) differed between the loading scenarios for up to 2 weeks post-injury. These were also
the time-points where differences were seen between the treatment groups in tissue matura-
tion measures from SAXS (Peak FWHM; D-spacing) and histological analyses. The changes in
biomechanical behaviour generally diminished over time and there were not much difference
between normal loading and unloading after 4 weeks of healing.

At 1 week of healing, during the first creep test (up to 5N) both creep ratio and creep mag-
nitude were reduced in unloaded tendons while stiffness and Young’s modulus was higher
compared to the loaded tendons. In contrast, during the load to failure test, stiffness and peak
force was lower in the unloaded group while Young’s modulus and peak stress at failure were
similar between the two groups (week 1). The decreased stiffness and peak force in the load to
failure test in the unloading group is consistent with previous observations [16,17]. Whereas,
the higher stiffness in unloaded tendons during the 5N creep test is contradictory to other
experimental findings. This could be linked to that first of all the preconditioning (10 cycles
between 1-2 N) likely affected the tendons differently. The 2 N force corresponded to ~ 20%
of the maximum force of the unloaded tendons. Thus, the collagen fibrils were more strained
during the preconditioning compared to in the loaded tendons where 2 N was still in the toe
region leaving the fibres more crimped. Secondly, the difference in length of the tendons
resulted in the 5N load being more in the linear regime in the unloaded tendons while it had
yet not reached there in the loaded samples. It is important to note that there is no consensus
in the literature on the optimal way to perform preconditioning. It is however likely that the
preconditioning protocol affects the viscoelastic state through collagen recruitment or re-
alignment [18] which influences mechanical properties, e.g. stress-relaxation, creep response,
hysteresis, stiffness.

The large creep response at 1 week post-injury in the loaded group, together with the low
stiffness properties during the 5N creep load and high stiffness at load to failure suggest that
the loaded tendons contains disorganised fibres that are not fully recruited at the load levels
used in the creep tests. One can interpret that the disorganized tissue seems to slide or align
during the creep test, instead of sustaining the load, since the creep ratio (thus strains) is very
high. Over time, the loaded tendon stiffens, peak strength increases, collagen fibres mature,
and creep magnitude is reduced. Tendons in the unloaded group are initially more aligned
and mature and therefore stiffer at the creep load and experience less creep. The finding that
unloading displayed decreased creep properties (ratio and magnitude) is consistent with our
previous study, where we observed less viscoelastic (decreased stress-relaxation, hysteresis and
creep response) tendons as a result of reduced loading in intact tendons [15].

The measured gap size between the tendon stumps were significantly larger in the loaded
compared to the unloaded tendons at 1 and 2 weeks. This observation was also obvious in the
histological analysis. Note that measurement of gap size became more difficult with time when
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the surrounding callus tissues became thicker around the stumps, especially at 4 weeks where
the stumps have started to degrade as seen in the histological samples. However, it was possible
by holding the sample in front of a strong light when measuring gap size. Creep ratio was cal-
culated based on the gap size (rather than the grip-to-grip size) because 1) we calculated that
over 90% of the displacements initially occurred in the callus tissue, and 2) the gap size varied
between the treatments, which would have pre-disposed the creep ratio calculations. The calli-
per measurements may be somewhat primitive, but the relative difference between groups still
hold. Variation was minimised by having the same person doing the calliper measurements in
all experiments.

Tissue analysis, with SAXS and histology, showed that the loaded tendons had a more
mature tendon tissue compared to the unloaded tendons at 1 week of healing. The loaded ten-
dons were more mature with better collagen alignment (i.e. a lower histology score and higher
D-spacing). The positive effect of loading was also observed at 2 weeks with SAXS regarding
D-spacing, and collagen packing (FWHM). This discrepancy between loaded and unloaded
tendons was reduced by week 4 regarding both biomechanical properties and tissue morphol-
ogy. The histological analysis showed that unloaded tendons improved significantly between 1
and 4 weeks, again proposing that loading influences primarily the first weeks of tendon heal-
ing. Overall, in the early time points of healing, collagen fibres are more disorganised as mea-
sured by the higher degree of anisotropy (Fig 6). Disorganisation of recently formed collagen
has also been shown in studies of other tissues both during development and regeneration
using a range of techniques [19-22]. Over time and with mechanical loading the collagen ori-
entation is improved and restored [23]. To our knowledge our study is the first to use SAXS
for capturing this development and show the potential of this technique for characterizing ten-
don healing.

The profile analysis from SAXS and histology showed that there were spatial variations
in tissue maturation. Both groups had higher intrafibrillar organisation and contained more
densely packed fibres (FWHM) at the sides of the callus compared to its centre. These regional
differences were maintained over time, even as the collagen parameters developed. Better tis-
sue morphology at the sides of the callus was also somewhat apparent in the unloaded tendons
in the histological analysis. Additionally, the loaded tendons in the histological analysis at 1
week showed that one side of the callus had a better morphology compared to the other side.
This observation could also be seen for D-spacing, intrafibrillar organisation, and packaging
of fibres (FWHM) for the medial side of the callus compared to the lateral at 1 week. This
suggests that the repairing tissue is not homogenous, nor heterogeneous to the degree that it
appears as random, but that perhaps the repair is initiated or accelerated by processes occur-
ring at the sides of the callus. This could be driven by local variation in mechanical stimuli
across the tendon callus, or by the fact that the paratenon in Achilles tendons are thin sheaths
of fibrous tissue that surround the tendon and that are also more pronounced during the
repair process. Other studies have shown that the paratenon plays an important role in tendon
healing, regulating growth factors [24], proteins essential for collagen synthesis [25], gliding
resistance during motion [26] and stimulating recovery of mechanical strength [27]. The
observation that the healing tendon might heal differently in different region of the healing
tissue is partly corroborated by other studies [e.g. 21].

Opverall, the histological analysis showed an unmatured tendon tissue in both groups 4
weeks post-surgery, with high number of cells having a rounded nuclear shape, which is sim-
ilar to previous studies in healing rat tendons [28]. Although, the loaded group contained
less adipose tissue over time, which has also been found in previous studies [29], suggesting
that loading inhibits adipocyte accumulation. Interestingly, the unloaded tendons at 4 weeks
displayed more unorganized collagen and more adipocytes on one side of the callus, which
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might be related to asymmetric loading. The gastrocnemius lateralis, medialis and soleus
muscles also seem to be diversely affected by Achilles tendon rupture in patients [30] and
this could possibly explain the asymmetric collagen maturation, but this needs to be further
investigated. A deeper understanding of the effects of loading during tendon healing is
important as the onset and amount of loading is frequently discussed in regard to rehabilita-
tion of tendon injuries in patients. Partial unloading by Botox is probably more similar to
the clinical situation with voluntary loading on the orthosis compared to full loading, and
the results in this study indicates that there is a delay in healing properties but possibly not
longstanding effects.

Although proteoglycans were found in both groups at all time points, the loaded group dis-
played more chondrocytes and fibrocartilaginous-type tissue, which was primarily found at
the tendon stumps. This could be due to the higher compressive forces prevailing at the stump
during normal gait, which promotes chondrocyte differentiation [31,32], or it could be a result
of microrupture due to high strain and early signs of ossification. Indeed, heterotopic ossifica-
tion has been shown in healing rat tendons 6 weeks post-surgery [28]. At week 4, the tendon
stumps were less distinct suggesting that the original tissue had degraded partly into the newly
formed tissue.

This study has some limitations. The magnitude of loading in the two groups has not been
quantified. Botox only reduces the load-environment and new studies are needed using tools
such as gait analysis and strain gauges to quantify the mechanical environment. However, it
has been shown that the effect of Botox remains 4 weeks after the injection with minor reduced
effect [33]. Another limitation is that the SAXS measurements were performed on the entire
3D tendon rather than on a slice or a section. This gives an average two-dimensional represen-
tation over the tendon thickness and does not capture anteroposterior differences that could
have been present in the tissue. However, this presents the first SAXS mapping study on heal-
ing Achilles tendon tissue, and therefore provide unique spatial data on collagen formation
and distribution during healing.

In conclusion, the process of Achilles tendon healing is affected by the magnitude of load-
ing specifically in the early weeks of healing. The strongest effects of loading were seen on col-
lagen structure, organisation, and biomechanical properties. Loading positively affected D-
spacing and the histological maturation at the first weeks post-injury. Most effects of unload-
ing had diminished after 4 weeks of healing. Our study also found spatial variation in tissue
maturation and collagen packing and organization, suggesting important different regional
activity in the callus site that requires more research to unveil.

Supporting information

S1 Fig. Example mapping of a healing tendon after 1 week, showing the maps of the differ-
ent parameters that were quantified; D-spacing (nm), Degree of orientation (AU), anisot-
ropy (degrees), intrafibrillar order (AU) and peak FWHM (nm).

(PDF)

$2 Fig. SAXS mapping of the D-spacing (nm) parameter in the callus region in representa-
tive loaded and unloaded samples at 1, 2 and 4 weeks of healing.
(PDF)

S1 Table. Summary of all mechanical testing data. Data is represented as mean (standard
deviation).
(PDF)
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S2 Table. Summary of results from SAXS analysis from the full tendon and the separate
regions of interest. Data is represented as mean (standard deviation).
(PDF)
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