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Since mechanical testing of bone quality is often delayed following euthanasia, the method of bone
storage is of high importance in animal studies. Different storage methods may cause a change in the
. properties of bone tissue during mechanical testing. Therefore, the aim of this study was to investigate
. the biomechanical effects of two different fixation methods for bone tissue. We hypothesized that there
is a difference between the load to failure values between the two groups. The tibias of fifteen 18-week-
old female C57BL/6 mice were harvested and randomly allocated to three different groups with varying
. storage methods: (1) frozen at —80°C, (2) paraformaldehyde working solution, and (3) native group.
. Astorage time of two weeks prior to testing was chosen for groups 1 and 2. In group 3, referred to as
. the “native group”, bones were immediately tested after the harvesting procedure. The comparison
. of the mean load to failure of all 3 groups (group 1: 28.7N+6.1N, group 2: 23.8 N 3.8 N and group
3:23.7 N £ 5.7 N) did not reveal a significant difference. There was also no difference in strength or
stiffness. The findings of the present study demonstrate that the two most common storage methods,
do not have an influence on the biomechanical properties of murine bone over a two week period.

In the past few years the mechanical measurements of bone tissue, especially in small animal models, have
© increasingly gained importance!?. Mouse bone has proven to be excellent for mechanical testing'. The analysis of
© the mechanical properties of the bone is indispensable for experimental studies on bone, especially in the field of
. trauma and orthopaedics®. Stiffness, strength and loading capacity can only be evaluated by mechanical testing*.
. Normally, the widely used load to failure test is performed as the final procedure and is usually reserved for a
: latter stage of the experiment. Therefore, it is necessary to store bone for a longer time period from harvesting
© to testing®. Several different techniques of bone storage, such as freezing or fixation with varying methods, for
. example, with ethanol, formaldehyde or paraformaldehyde, have been described in current literature. All of these
. techniques carry certain advantages and disadvantages®®. For bone freezing, different protocols varying from
© —80°C to —4°C exist. In most cases, the bone is frozen to —20° and rehydrated to regain normal mechanical
. properties for testing”?®.

: Regarding formalin and ethanol based storage methods, negative effects are described in the literature.
Formalin based methods reveal changes of the organic matrix with irreversible alteration of material and mechan-
ical properties caused by formalin, especially after storage periods over eight weeks®'®. Even immediate impair-
ment of biomechanical properties is described when using ethanol’. However, an advantage of these storage
methods is that they simultaneously resemble fixation methods, which are necessary when further histological
investigation is planned.

In order to obtain valid data it is of paramount importance to understand whether or not different storage
methods affect bone properties, such as stiffness and strength. Thus, the aim of this study was to compare the
influence of two different preservation methods on mechanical properties of murine bone tissue by using the
generally accepted load to failure test. We hypothesized that paraformaldehyde and freezing have different effects
on the mechanical properties (load to failure, strength and stiffness) of murine bone.
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Freezing (n=12)

1 44.6 16.8 1.23 20.6
2 36.8 16.6 1.21 20

3 448 21.0 191 40.2
4 39.0 15.4 1.63 25

5 52.8 12.7 1.89 239
6 27.1 16.2 1.74 28.2
7 19.8 —27.1 1.13 30.6
8 235 15.1 1.67 252
9 28.3 19.1 1.43 274
10 272 12.6 2.57 323
11 42.6 18.3 1.79 32.7
12 63.4 20.9 1.84 385
Native Bone (n=9)

13 49.6 11.3 2.52 28.4
14 44.3 10.4 1.52 15.8
15 293 10.6 2.01 214
16 39.7 12.0 2.66 18.1
17 32.0 23.1 1.33 30.7
18 48.2 12.1 2.69 17.2
19 249 13.3 1.72 22.8
20 38.4 18.7 1.41 26.3
21 46.3 13.9 232 322
Paraformaldehyde (n=8)

22 23.7 219 1.43 314
23 375 15.1 1.79 27
24 353 11.0 1.67 232
25 43.2 12.3 222 24.4
26 22.2 11.9 1.50 18.4
27 41.0 14.8 1.86 22.1
28 26.2 10.6 1.47 21.8
29 23.7 219 2.27 24

Table 1. Detailed overview of stiffness, strength, cross sectional area and load to failure of tested bone. N -
Newton, Nr - Number.

Results

The mean overall weight of the mice was 25.3 g (range; 21.9 g to 29 g; median 25g). The mean bodyweight of
the animals in group 1 was 25.6 +1.13 g (median; 24.9; range 24.5 to 27.3 g). The animals in group 2 weighed
24.24+1.49 g (median; 24.4; range 21.9 to 25.9 gram) and 25.9 £ 1.9 g (median; 25.6; range 23.5 to 29.1g) in group
3. There was no difference in mean weight between all groups.

The mean length of harvested tibias was 18 mm (range; 18 to 20 mm, median 18 mm, STD 0.68 mm); the
mean diameter of the ROI was 1.51 mm (range; 1.2 - to 1.85 mm, median 1.49 mm, STD 0.18 mm). The mean
cross sectional area of ROI (fracture region) was 1.81 mm? (median; 1.74 mm? range; 1.13 to 2.69 mm? STD
0.44 mm?). There was no significant difference between mean stiffness (freezing 37.5 N/mm? vs. native 39.2N/
mm? vs. 32.7 N/mm? paraformaldehyde) and strength (freezing 17.6 N/mm? vs. native 14.3N/mm? vs. 13.94N/
mm? paraformaldehyde). A detailed overview is presented in Table 1.

No significant difference in the load to failure values between the three groups was found (p=0.113). The
mean load to failure in group 1 was 28.7 + 6.1 N (median; 27.8 N; range 20 to 40.2N) compared to 23.8 £3.8 N
(median; 23.1N; range; 18.4 to 31.4N) in group 2. The mean load to failure in group 3 was 23.7 £ 5.7 N (median;
22.8; range 15.8 to 32.2N). Details of load to failure are demonstrated in Figs 1, 2, and 3. Fractures occurred in the
proximal, the diaphyseal as well as the distal regions of the tibia (Fig. 4).

In group 1, six fractures of the proximal, two of the diaphysis and four of the distal region were observed.
In group 2, five fractures occurred in the proximal and four in the diaphyseal region. In group 3, one fracture
occurred in the distal part and the remaining ones in the proximal part.

The highest load to failure values with a mean of 31.6 + 6.3 N (median; 32.3; range 20.6 to 40.2N) were regis-
tered in bones that broke in the distal region. The distal region of the tibia was able to withstand more load com-
pared to the other parts of the tibia (mean 25N proximal and medial region to 32N in the distal region).
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Figure 1. Behaviour of the frozen samples during load to failure test.
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Figure 2. Behaviour of the paraformaldehyde fixed samples during load to failure test.

Paraformaldehyde
40

Load (N)

L

Displacement (mm)

Figure 3. Behaviour of the native samples during load to failure test. Each curve represents one sample during
the load to failure test. Starting at 0 N, load increases to maximum and then decreases.
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Figure 4. Definition of fracture location in detail.

Discussion

This study demonstrates for the first time that there are no significant differences in the mechanical properties of
bone tissue after cryopreservation or paraformaldehyde fixation after short-term storage when comparing to the
mechanical properties of native bone tissue.

The storage method of cryopreservation at —80 °C is simple and showed no changes in biomechanical testing,
including stiffness and strength, when compared to the native samples. However, it needs to be mentioned that
in this study the storage period was only 14 days, which is a relatively short period. Other studies report a storage
period of over 6 months without impairments on biomechanics!!. In fact, prolonged cryopreservation of 5 years
of bone allografts is described without showing changes in biomechanical properties'?. Therefore, this simple
method seems to be ideal for biomechanical testing and long time storage.

Paraformaldehyde fixation is an alternative method that was evaluated in our study. The results of the load to
failure, as well as stiffness and strength after paraformaldehyde fixation did not differ from the native bone. We
consider this very valuable knowledge for planning future animal studies because it allows the use of bone tissue
for further histological evaluation'>-!*>. However, a recent study by Cheng P et al.!! reported negative effects on
biomechanical properties of bone after long time storage using paraformaldehyde fixation. Our results, in con-
trast, did not show a negative influence of this method on the mechanical properties after short-term storage (2
weeks). We believe that this discrepancy might be due to different storage times between both studies.

We must therefore emphasize that paraformaldehyde and formalin based fixation methods may only be suit-
able for short-term storage since negative effects on biomechanical testing are mentioned even 2 weeks after
storage!®!”. Moreover, there is evidence showing that even the use of PBS to wash out ethanol or formaldehyde
negatively affects biomechanical properties of bone tissue'®.

A close look at the literature shows that formalin causes changes in the organic matrix with irreversible alter-
ation of material and mechanical properties®!’. Even immediate impairment (after 12h) of biomechanical prop-
erties is described when using formaldehyde'® or ethanol and therefore both substances are not recommended if
material characteristics close to the in-vivo conditions are of interest’.

Based on the findings of this study, fixation with paraformaldehyde seems to be a suitable alternative when
further histological investigation is planned and a short-term storage of up to 14 days can be ensured. We sug-
gest that cryopreservation should be preferred if the focus is on the biomechanical properties of bone and a long
storage time is intended.

Limitations

Firstly, this study was limited to mouse bone tissue, only focusing on comparing load to failure between two dif-
ferent fixation methods with a storage period of only two weeks. However, this is one of the first studies compar-
ing mechanical properties following —80C cryopreservation and paraformaldehyde fixation to fresh bone tissue.
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Figure 5. Testing method. Method used to test the bone with axial compression. The bone is attached to the
materials testing system (Zwick Z050, Zwick Roell, Germany). General view presenting the testing machine
with the moving crosshead at the top, the two clamps for fixation (with the bone sample in between) and the
remote control.

Figure 6. Close view of bone fixation during testing procedure.

Secondly, no evaluation of bone quality was made prior to the final load to failure test. However, same bone
quality has been assumed due to the same age of the mice, the same race (C57BL/6) as well as the same holding
and feeding conditions.
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Conclusion

This is the first study that directly compares two common preservation methods of bone tissue. We found that the
investigated storage methods over a two-week period did not influence the biomechanical properties of murine bone
tissue compared to native bone tissue. Thus, —80 °C cryopreservation as well as paraformaldehyde fixation seem to
be equally suitable for biomechanical testing (load to failure) of the bone after a short-terms storage of up to 14 days.

Material and Methods

Animals. This study was performed as an anatomical specimen study at the Department of Trauma and
Orthopaedic Surgery, Medical University of Vienna in cooperation with the Institute of Material Science and
Technology, Vienna University of Technology. The study design was double blinded.

Fifteen 18-week-old female C57BL/6 mice were included in this study. For the surgical procedure all mice
were anesthetized with 0.1 ml/10 g narcotic mix (ketamine 0.5ml+ 0.15 ml Rompun + 0.1 ml Dormicum in
5ml NaCl) via subcutaneous injection with a 27-G needle. Directly postoperative 0.1 ml/10 g of glucose mix was
injected. Enrofloxazin (7.5 mg/kg) was administered for infection prophylaxis pre-operatively as well as on the
first post-operative day. For post-operative analgesic therapy the animals received Buprenorphin 0.1 mg/kg s.c.
immediately after surgery (under general anaesthesia) and Piritramid 15 mg in 250 ml drinking water ad libitum
together with 10 ml glucose (10%) for 5 days. The animals, 5 per group, were held in type 3 Makrolon cages at a
temperature of 22 & 2 °C, humidity of 55% = 10%, a 12 h light cycle and they received food and water ad libitum.

Included animals were sacrificed with ketamine and heart puncture according to the guidelines of the Centre
of Biomedical Research of the Medical University of Vienna.

Following death, both tibias were harvested and separated from the surrounding soft tissue and the fibula. The
tibias were then randomly divided into three groups with different storage methods: Group 1 frozen at —80°C
(n=12), Group 2 paraformaldehyde solution (n = 8) and Group 3 native group (n=9). Each of the harvested
tibias was individually stored in a tube.

Storage of bone. In group 1 the bones were stored in a freezer at —80°C. For testing, the bones were
defrosted over 72 hours prior to testing in a refrigerator at 4 °C.

In group 2 the bones were put in a 4% paraformaldehyde working solution for 48 hours. After this period the
bones were washed on a shaker with phosphate buffered saline (PBS) for another 48 hours. The PBS was changed
after 24 hours. Specimens were then stored in the refrigerator at 4 °C until mechanical testing.

A storage time of two weeks prior to the experiment was chosen for group 1 and 2. In group 3, referred to as
“native group’, the bones were not stored at all and tested immediately after harvesting.

Biomechanical Testing. A researcher specialized in material science carried out the biomechanical testing.
The graft link preparation and mechanical testing procedures were performed at the Institute of Material Science
and Technology of the Technical University of Vienna.

A total of 29 out of 30 tibial bones underwent a standardized testing procedure. Each bone was mounted on a
universal material testing machine (Zwick Z050, Fig. 5), equipped with a 100 Newton (N) load cell. For documen-
tation purposes photographs were taken with a Nikon D500 digital single-lens reflex (DSLR) camera.

The bones were fixed onto the adapter of the material testing system with two screws (Fig. 6) to perform axial
compression on the bone.

Final testing was performed with a load to failure test at 10 millimetres per minute (standard procedure in
literature)®.

In this study we focused on the load to failure values and on the anatomical region of the fracture. This was
divided into the proximal part, the middle (diaphysis) and the distal part of the tibia.

Statistics. A normal distribution of data was assumed, which was tested using the Shapiro-Wilk’s test.
Homogeneity was evaluated with the Levene test. When both assumptions applied, a mixed-model ANOVA was
used to test differences between the three groups. Descriptive statistics, including means and standard deviations,
were performed for all three groups. Statistical significance was set at a level of p < 0.05.

All calculations were made using Microsoft Excel®, SPSS® software (Version 23.0, SPSS Inc., Chicago, IL, USA).

Ethics. Prior to commencing the study the corresponding animal ethics review board (Ethik-Kommission der
MUW zur Beratung und Begutachtung von Forschungsprojekten am Tier) and the BMFWF (Bundesministerium
fiir Wissenschaft, Forschung und Wirtschaft) approved the study (ZI. 177/115-97/98 out 2014/15). The entire
study was conducted according to the guidelines of the Medical University Vienna, Good Scientific Practice.
Additionally the manuscript was written according the ARRIVE guidelines. Level of evidence is not applicable as
this is a basic science research.

Data Availability
The data that support the findings of this study are available from the corresponding author upon reasonable
request.
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