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61 Avenue du Général de Gaulle,
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Nanoindentation Measurements
of Biomechanical Properties
in Mature and Newly Formed
Bone Tissue Surrounding
an Implant
The characterization of the biomechanical properties of newly formed bone tissue around 
implants is important to understand the osseointegration process. The objective of this 
study is to investigate the evolution of the hardness and indentation modulus of newly 
formed bone tissue as a function of healing time. To do so, a nanoindentation device is 
employed following a multimodality approach using histological analysis. Coin-shaped 
implants were placed in vivo at a distance of 200 lm from the cortical bone surface, lead-
ing to an initially empty cavity of 200 lm * 4.4 mm. Three New Zealand White rabbits 
were sacrificed after 4, 7, and 13 weeks of healing time. The bone samples were embed-
ded and analyzed using histological analyses, allowing to distinguish mature and newly 
formed bone tissue. The bone mechanical properties were then measured in mature and 
newly formed bone tissue. The results are within the range of hardness and apparent 
Young’s modulus values reported in previous literature. One-way ANOVA test revealed a 
significant effect of healing time on the indentation modulus (p < 0.001, F ¼ 111.24) and 
hardness (p < 0.02, F ¼ 3.47) of bone tissue. A Tukey-Kramer analysis revealed that the 
biomechanical properties of newly formed bone tissue (4 weeks) were significantly differ-
ent from those of mature bone tissue. The comparison with the results obtained in 
Mathieu et al. (2011, “Micro-Brillouin Scattering Measurements in Mature and Newly 
Formed Bone Tissue Surrounding an Implant,” J. Biomech. Eng., 133, 021006). shows 
that bone mass density increases by approximately 13.5% between newly formed bone 
(7 weeks) and mature bone tissue. 
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1 Introduction

The success of endosseous implant surgical interventions
depends on the degree of osseointegration, which is determined
by the quantity of bone in direct contact with the implant and by
the evolution of the biomechanical properties of newly formed
bone tissue at the scale of several micrometers around the implant
[1]. Changes in bone material properties around the bone-implant
interface (regions located at approximately 100–200 lm from the
implant surface) [2] are determinant for the quality of osseointe-
gration. During bone healing, micromotions at a low amplitude
may be responsible for biomechanical stimulation of bone remod-
eling [3]. However, fibrous tissue may develop instead of an
osseointegrated interface when there is excessive interfacial

micromotion early after surgery [4,5]. A better understanding and
characterization of the microscopic biomechanical properties of
newly formed bone tissue may lead to more accurate prediction of
implant osseointegration [6]. Moreover, recent studies by our
group [7–11] have recently shown the potentialities of quantitative
ultrasound (QUS) techniques to extract information on the bone-
implant interface from its ultrasonic response, which depends on
newly formed bone tissue biomechanical properties.

Different in vivo studies aiming at investigating the biomechan-
ical properties of newly formed bone tissue have adopted surgical
models based on real implants [12,13]. However, a lack of stand-
ardization in implant geometries involves variations in the polyax-
ial mechanical stresses that influence remodelling phenomena.
Moreover, working with real implants does not allow either con-
trol of the initial gap between bone and implant nor obtaining a
clear separation between mature and newly formed bone tissue.
Interestingly, considering a planar bone-implant interface using
coin-shaped titanium implants leads to standardized conditions
from a biomechanical point of view [9], as suggested by Ronold
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et al. [14–18]. As shown in a recent study by our group [7], a dedi-
cated animal model derived from the study of Ronold et al. allows
measurements of elastic wave velocity in a bone chamber filled
with newly formed bone tissue with a 10 lm resolution using
micro-Brillouin scattering techniques.

Nanoindentation is a technique widely used to investigate the
biomechanical properties of different materials at the microscopic
scale [19–27]. In particular, the elastic modulus measured with
nanoindentation has been shown to increase with the degree of
mineralization of bone tissue [28–30]. Interestingly, nanoindenta-
tion has been used to investigate bone tissue properties around
implants [12,13,31–34], but it was not possible to clearly relate
the indentation modulus with the nature (mature or newly formed)
of bone tissue. Moreover, the relationship between healing time
and mechanical properties of bone tissue remains unknown.

The present study aims to investigate the evolution of the bio-
mechanical properties of newly formed bone tissue in the vicinity
of a titanium implant as a function of healing time. A multimodal-
ity experimental approach was used, combining nanoindentation
measurements with histological analyses. Three different healing
times were considered (4, 7, and 13 weeks), and the indentation
modulus and hardness were measured both in mature and newly
formed bone tissue.

2 Materials and Methods

2.1 Implants. Coin-shaped implants (5 mm 6 0.05 mm in
diameter and 3 mm 6 0.05 mm in height) were used similarly as
in Ref. [7]. Briefly, the implants are of medical grade titanium
alloy (Ti-6Al-4V), and their surface was blasted with titanium
dioxide (TiO2) particles yielding an average Ra value of 1.9 lm
measured by a standard profilometry method (Zygo, Middlefield,
CT). Polytetrafluoroethylene (PTFE) caps were placed around the
implant in order to create a gap of 200 lm (see Fig. 1), which cor-
responds approximately to typical values obtained in vivo [35,36].
Prior to surgery, implants were cleaned, rinsed, and sterilized by
autoclaving (1 ATM, 120 degC, 15 min). A total of three
implants were used, which corresponds to one implant per rabbit
and healing time (4, 7, and 13 weeks).

2.2 Animal. Three six-month-old female New Zealand
White rabbits (Charles River, L’Arbresle, France) were used in
this study. The animals were housed in a metal hutch in an envi-
ronment (ambient temperature 19 deg C and a humidity of 55%)
in accordance with the requirements of The European Guidelines
for Care and Use of Laboratory Animals. Artificial lighting and
air conditioning systems were used in the animal housing facility.
The animals were fed with commercial food and water was pro-
vided ad libitum.

2.3 Surgical Procedure. The rabbits were anesthetized via
intramuscular injection of 0.5 mg/kg Diazepan (ValiumVR , Roche,
Basel, Switzerland), 0.25 mg/kg metedomidine hydrochloride
(DomitorVR , Virbac, France), and 100 mg/kg ketamine hydrochlor-
ide (Ketalar 500VR , Pfizer, France). Prior to surgery, operating sites
were shaved and disinfected with betadine. Then, a 5 cm longitu-
dinal skin incision was made to expose the proximal-anterior part
of the tibiae. The lateral reflection of these tissues exposed the
underlying periosteum. A medial-anterior incision was made and
the periosteum was elevated with a periosteal elevator and
retained by a self-retaining retractor, exposing the bone implanta-
tion site. A high speed cutter (see Fig. 2) (Tivoly, Saint Etienne,
France) was used with physiological saline solution irrigation to
level a 5.6 mm diameter bone surface and to ensure a constant gap
between the implant and bone as described previously [14]. A cus-
tom made drill guide was used to create four holes (1.2 mm in di-
ameter and 2 mm in height) around the implant. Before the
placement of the implant, four holes (0.9 mm diameter) were
drilled through the leveled cortical bone surface in order to allow
blood flow towards the bone-implant interface. The implant was
placed and stabilized with orthodontic elastic strings maintained
by 1.6 mm diameter osseointegration screws (Easy Implant, Cha-
vanod, France).

2.4 Sample Preparation and Histology. The first rabbit was
euthanized at 4 weeks post implantation using an overdose of Pen-
tobarbital, the second was sacrificed at 7 weeks, and the third was
sacrificed at 13 weeks. The implanted tibiae were removed and
prepared for histological analysis. Briefly, a procedure described
in detail in Refs. [37,38] for non-decalcified histology was used.
After fixation in 10% phosphate-buffered formalin during a period
of four weeks, the samples were rinsed in water, dehydrated in
ethanol (five baths: 70 deg, 80 deg, 90 deg, 95 deg and three baths
: 100 deg, 24 h), cleared in xylene (two baths, 12 h) and embedded
in methyl methacrylate (three baths of MMA, xylene, dibutyle
phthalate and benzoile peroxide for 4 days and the last bath until
fully cured). Sections (500 lm thick) were prepared from each
specimen. For rabbits 1 and 3, one section was considered, which

Fig. 1 Schematic representation of the coin-shaped implant
model

Fig. 2 High speed cutter used with physiological saline solu-
tion irrigation to level a 5.6 mm diameter bone surface and to
ensure a constant gap between the implant and bone
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was located in the middle of the implant. For rabbit 2, two sec-
tions could be cut in the middle of the implant. Slices were
machined perpendicularly to the bone-implant interface and pol-
ished to obtain a thickness of 100 lm using abrasive papers, Exact
Grinding System (Exact Aparatebau GmbH Norderstedt, Germany),
and alumina suspensions. The surfaces were then stained with Ste-
venel’s blue and van Gieson picro-fuschin for standard light micros-
copy. Histological images were analyzed in order to distinguish
mature and newly formed bone. Here, we use histological analysis
since it is the gold standard in order to assess implant osseointegra-
tion. The distinction between mature bone and newly formed tissue
is realized based on the coloration of the bone samples. The staining
obtained using picro-fuchsin may reveal the degree of mineralization
of bone tissue in an empirical manner. Newly formed bone tissue
appears brighter than mature bone tissue.

Nanoindentation measurements were performed after histologi-
cal analysis with the same bone slices. We first looked at the sam-
ple under an optical microscope. Then, we determined the
location of mature and newly formed bone tissue following the
color of bone tissue. Once these areas were identified, we deter-
mined in which region could the indent be realized and how many
indents could be realized in each bone tissue. The multimodality
approach combining nanoindentation and histology was used in
order to be certain about the nature of the tested bone tissue for
each indent.

2.5 Nanoindentation Measurements. Nanoindentation meas-
urements were performed in this study using a nanoindenter XP
System (MTS Nano Instruments, Oak Ridge, TN) with a Berko-
vich diamond tip. The measurements were performed at room
temperature under dry conditions on the bone regions determined
by histology and microscopy observation. A post-treatment of the
load-displacement curve is performed to derive the bone tissue
reduced modulus Er and hardness H. The hardness corresponds to
plastic deformations and is defined by [39,40]

H ¼ P

A
(1)

Where P is the maximum load applied by the tip, and A is the cor-
responding contact surface area. A is determined by

A ¼ a � ðhcÞ2 (2)

where hc is the maximum value of the penetration [41], a is a non-
dimensional geometrical constant given by a¼ p * tan2 w, where
w is the included angle of an effective cone approximating the py-
ramidal indenter tip geometry. The value of a¼ 24.5 is associated
with an ideal Berkovich pyramidal indenter with an included
angle w¼ 70.3 deg. Both elastic and plastic deformations contrib-
ute to the total contact area at peak load [40].

The bone effective indentation modulus Eb was determined
using the method developed by Oliver and Pharr [39,42], account-
ing for the effect of the respective contribution of the tip and of
the sample. The effective indentation modulus is determined
assuming that bone tissue is elastic, isotropic, and homogeneous
as follows [19,43]:

1

Er
¼ ð1� vb

2Þ
Eb

þ ð1� vi
2Þ

Ei
(3)

where E stands for Young’s modulus and � for Poisson’s ratio, the
subscript b and i referring to bone sample and indenter tip mate-
rial, respectively, and Er is reduced modulus. Poisson’s ratio �b

was set arbitrarily to 0.25, and the elastic properties of the dia-
mond indenter tip were �i¼ 0.07 and Ei¼ 1141 GPa [44].

To determine the value of Er, the continuous stiffness measure-
ment (CSM) technique [45,46] was used by recording stiffness
data along with load and displacement data, leading to a direct

and continuous measure of elastic modulus and hardness as a
function of indentation depth [39,47]. This method has been
shown to be weakly sensitive to thermal drift and to allow an
accurate observation of small volume deformation [45]. CSM was
performed using a 2 nm magnitude oscillation with a frequency of
45 Hz [43].

The calibration of the nanoindenter geometry was performed
with a fused silica sample. The locations where the indents were
made (maximal penetration of 3 lm) are separated by a distance
of 30 lm to avoid any interaction between the indents. When the
tip reaches the maximum penetration depth of 3 lm, the load is
maintained constant during 150 s and then decreases at a constant
velocity (100 nm/s). For each sample, the measurements were per-
formed in mature as well as in newly formed bone tissue. Table 1
shows the number of indentations made in each sample in mature
and newly formed bone tissue.

2.6 Statistical Analysis. A one-way analysis of variance
(ANOVA) and Tukey-Kramer tests were performed to evaluate (i)
the effect of healing time on the indentation modulus and on the
hardness and (ii) the difference between mature and newly formed
bone tissue.

3 Results

Figure 3 shows the histological image of a sample obtained af-
ter 7 weeks of healing time. The region located near the implant
surface is filled with newly formed bone tissue. Figure 4 shows an
image obtained with an optical microscope after the nanoindenta-
tion measurements.

The results obtained for the mean values and standard devia-
tions of the measured indentation modulus and hardness for (i)
newly formed bone tissue with the three different healing times
and (ii) mature bone tissue are shown in Table 2. The mean value
of the indentation modulus and of the hardness measured in newly
formed bone tissue increases with healing time. The mechanical
properties of mature bone are higher than the properties of newly
formed bone for the three healing time conditions. ANOVA
(p< 10� 5, F¼ 111.24) reveals a significant effect of healing time
on the indentation modulus of bone tissue. A Tukey-Kramer

Table 1 Numbers of indents realized in mature and newly
formed bone tissue samples for different healing times

Rabbit 1 Rabbit 2 Rabbit 3

Healing time 4 weeks 7 weeks 13 weeks
Number of indentations in
newly formed bone tissue

64 106 60

Number of indentations in
mature bone tissue

70 132 65

Fig. 3 Image taken after histological preparation. The gray
scale corresponds to the degree of mineralization of bone and
allows to discriminate newly formed bone tissue (less mineral-
ized, brighter) from mature bone tissue (more mineralized,
darker).
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analysis revealed that the values of the indentation moduli of
newly formed bone tissue (4, 7, and 13 weeks) were significantly
different from those of mature bone tissue. Moreover, the values
of the indentation moduli of newly formed bone tissue at 4 and 7
weeks of healing time are significantly different from those at 13
weeks. However, no significant differences were obtained
between a healing time of 4 and 7 weeks. ANOVA (p¼ 1.65
* 10�2, F¼ 3.47) reveals a significant effect of healing time on
the hardness of bone tissue. A Tukey-Kramer analysis shows that
the values of the hardness of newly formed bone tissue (4 weeks
of healing time) are significantly different from those of mature
bone tissue. However, no significant differences are obtained
between healing times of 4, 7, and 13 weeks.

4 Discussion

To the best of our knowledge, the present study is the first one
to describe nanoindentation measurements aiming at determining
(i) the difference of biomechanical properties between newly
formed and mature bone tissue at the vicinity of an implant and
(ii) their dependence on healing time.

The orders of magnitude obtained for the indentation moduli
and hardness of mature bone tissue are in agreement with previous
studies [19,20]. Other groups have investigated the indentation
modulus in healing bone surrounding a dental implant [12] after
one month of healing time. The authors found a gradient of inden-
tation modulus in the direction perpendicular to the implant sur-
face, which gradually increases from 6.17 GPa at a distance lower
than 150 lm up to 10.13 GPa at a distance of 1500 lm from the
implant surface. Interestingly, other groups have studied the tem-
poral variation of bone biomechanical properties and mineral con-
tent of the external callus during bone healing [48–51], showing
that the degree of mineralization of bone (DMB) is an important
determinant of the microhardness and indentation modulus of

bone tissue. The authors studied the biomechanical properties of
newly formed bone tissue in a callus and found similar results
since the bone apparent Young’s modulus was lower than in
newly formed bone tissue and increases as a function of healing
time. However, the configuration was different than in the present
study since the presence of a biomaterial is likely to influence the
evolution of bone properties as a function of healing time.

The results obtained in the present study may be explained by
the evolution of (i) the mineralization and (ii) the bone micro-
structure as a function of healing time. Histological techniques
employed in this study allow the qualitative determination of the
difference in terms of DMB through the brightness of bone tissue
[52]. Mineralized tissue (mature bone tissue) appears darker than
less mineralized tissue (newly formed bone tissue). Figure 3 indi-
cates that the 200 lm thick gap under the implant has been filled
with bone tissue, which is brighter than the surrounding mature
bone. The results found in this study are consistent with previous
studies showing an increase of the elastic modulus with the degree
of mineralization of bone tissue [53–55]. The increase in terms of
apparent Young’s modulus is of the order of 30% between newly
formed and mature bone tissue, which can be explained by Fig. 3
of Ref. [53] showing the prediction of the variation of the elastic
coefficients of the ultrastructure as a function of DMB within a
wide range of values of DMB. The elastic coefficients are shown
to increase nonlinearly with DMB. The results found in Ref. [53]
indicate that an increase of the apparent Young’s modulus of 30%
approximately corresponds to an increase of DMB from 0.7 g/cm3

to 1.1 g/cm3. Moreover, the microstructure of newly formed bone
is different from that of mature bone since newly formed bone tis-
sue is often woven bone and has approximately randomly orien-
tated collagen fibers, especially for relatively low healing times
[56].

The results of this study may be compared with a previous
study of our group [7] realized using micro-Brillouin scattering at
a comparable resolution (10 lm) in similar samples. The ultra-
sonic velocity v was measured in mature and newly formed bone
tissue (7 weeks of healing time). Assuming an isotropic behavior
of bone tissue, the indentation modulus may be related to v
following:

v ¼
ffiffiffi
E

q

s
(4)

where q is the bone tissue mass density, and E is Young’s modu-
lus. The differentiation of Eq. (4) as a function of time leads to

dq
q0

¼ dE

E0

� 2
dv

v0

(5)

where q0, E0, and v0 are the average values of q, E, and v, respec-
tively, and dE, dq and dv correspond to the difference between the
values of q, E, and v in mature and newly formed bone tissue,

respectively. Equation (5) leads to a value of dq
q0
¼ 0:135, which

indicates that bone mass density increases by about 13.5%
between newly formed bone after 7 weeks of healing time and

Table 2 Mean values and standard deviation of the indentation modulus and hardness measured by nanoindentation in newly
formed and mature bone tissue

Newly formed bone tissue Mature bone tissue

Healing time 4 weeks 7 weeks 13 weeks Mature
E (GPa) 15.35 ( 6 1.81)c,d 15.85 ( 6 1.55)c,d 17.82 ( 6 2.10)a,b,d 20.66 ( 6 2.75)a,b,c

H (GPa) 0.643 ( 6 0.096)d 0.660 ( 6 0.101) 0.668 ( 6 0.074) 0.696 ( 6 0.150)a

aSignificantly different from 4 weeks group.
bSignificantly different from 7 weeks group.
cSignificantly different from 13 weeks group.
dSignificantly different from Mature group.

Fig. 4 Image with indents in newly formed and mature bone
tissue. The gray scale shows the degree of mineralization of
bone and allows to discriminate the two types of bone tissue.
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mature bone. The aforementioned increase of 13.5% of mass den-
sity corresponds to the difference of mass density obtained
between newly formed bone tissue (7 weeks of healing time) and
mature bone tissue in the same bone sample. To derive this rela-
tive variation of mass density, the results obtained in our previous
study using Micro Brillouin scattering technique [7] were used in
combination with the results shown herein. The higher mass den-
sity of mature bone compared to newly formed bone tissue found
herein is due to the higher mineral content. Bone is predominantly
made of collagen fibers, minerals, and water. Therefore, an
increase in bone mineralization results in a global increase in
mass density since mineral is the heaviest bone component.

This study has several limitations. First, only three samples
were considered due to the complexity of the surgical procedure,
which makes it impossible to consider the scatter of the mechani-
cal properties derived from the experiments. Therefore, special
care is needed for the interpretation of the values of such parame-
ters estimated with our method. However, note that the present
study compares the biomechanical properties of mature and newly
formed bone tissue rather than provide an absolute measurement.

Second, nanoindentation at room temperature under dry condi-
tions shall give different results to wet nanoindentation, as shown
by Wolfram et al. [57] in a study investigating the effects of rehy-
dration on the transverse isotropic material properties of vertebral
trabecular bone at different locations with a view to different do-
nor specific properties. Here, samples are embedded in methyl
methacrylate for histological analyses, so they are in dry condi-
tions. Furthermore, the dry conditions may affect bone of different
mineralization levels differently (i.e., the newly formed bone tis-
sue with a greater proportion of organic matrix may be more
affected by dry conditions that the mature tissue).

Third, it would have been interesting to use quantitative back-
scattered scanning electronic microscopy in order to determine
quantitatively the degree of mineralization of bone tissue at the in-
dentation sites since it would have allowed quantitative compari-
son of indentation modulus and hardness as a function of calcium
content in the bone [58]. However, we decided to use histology
since it is the reference technique in the domain of endosseous
implant studies.

Fourth, the coin-shaped implant model used herein is not typi-
cal of the clinical situation because the implant is not subjected to
any loading. Therefore, the tissue around the implant is lacking
the mechanical stimulation, which would be occurring in a loaded
implant. This lack of mechanical stimulation may cause a differ-
ent healing response to the loaded situation.

5 Conclusions

A nanoindentation device was used to measure the indentation
modulus and hardness in mature and newly formed bone tissue,
showing a significant effect of healing time. This study gives fur-
ther insight on the evolution of the biomechanical properties of
newly formed bone tissue at the micrometer scale as a function of
healing time. The results might lead to a better understanding of
the clinical evolution of titanium implant after surgery.
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