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Abstract
Pathogenesis of atypical fractures in patients on long term bisphosphonate therapy is poorly
understood, and the type, the manner in which they occur and the fracture sites are quite different
from the usual osteoporotic fractures. We hypothesized that the tissue-level mechanical properties
and mean degree of mineralization of the iliac bone would differ among 1) patients with atypical
fractures and severely suppressed bone turnover (SSBT) associated with long-term
bisphosphonate therapy, 2) age-matched, treatment-naïve osteoporotic patients with vertebral
fracture, 3) age-matched normals and 4) young normals. Large differences in tissue-level
mechanical properties and/or mineralization among these groups could help explain the underlying
mechanism(s) for the occurrence of typical osteoporotic and the atypical femoral shaft fractures.
Elastic modulus, contact hardness, plastic deformation resistance, and tissue mineral densities of
cortical and trabecular bone regions of 55 iliac bone biopsies—12 SSBT patients (SSBT; aged 49–
77), 11 age-matched untreated osteoporotic patients with vertebral fracture (Osteoporotic), 12 age-
matched subjects without bone fracture (Age-Matched Normal), and 20 younger subjects without
bone fracture (Young Normal)—were measured using nanoindentation and quantitative
backscattered electron microscopy. For cortical bone nanoindentation properties, only plastic
deformation resistance was different among the groups (p<0.05), with greater resistance to plastic
deformation in the SSBT group compared to all other groups. For trabecular bone, all
nanoindentation properties and mineral density of the trabecular bone were different among the
groups (p<0.05). The SSBT group had greater plastic deformation resistance and harder trabecular
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bone compared to the other three groups, stiffer bone compared to the Osteoporotic and Young
Normal groups, and a trend of higher mineral density compared to the Age-Matched Normal and
Osteoporotic groups. Lower heterogeneity of modulus and contact hardness for cortical bone of
the SSBT and trabecular bone of the Osteoporotic fracture groups, respectively, compared to the
non-fractured groups, may contribute to fracture susceptibility due to lowered ability to prevent
crack propagation. We tentatively conclude that, in addition to extremely low bone formation rate,
atypical fractures in SSBT and/or long-term bisphosphonate treatment may be associated with
greater mean plastic deformation resistance properties and less heterogeneous elastic properties of
the bone.

Keywords
Bisphosphonate; Atypical fracture; Severely suppressed bone turnover; Nanoindentation;
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Introduction
Fractures occur among the elderly at a higher rate compared to younger healthy individuals.
The causes of fracture are many, but the general observation is that the majority of fracture
patients have normal hard tissue, just not enough of it [1]. In the absence of metabolic bone
disease, therefore, treatment of osteoporosis has concentrated on prevention of bone loss.
Recently, however, there have been reports of patients treated for osteoporosis who
sustained atypical fractures during treatment with bisphosphonates [2–7]. Atypical fractures
occur in bone regions that are composed of mostly cortical bone such as the femoral shaft, in
contrast to typical osteoporotic fractures that occur in the spine, hip, and wrist, regions that
contain mostly trabecular bone. The unusual locations of atypical fractures indicate that low
bone mass may not be the reason for these fractures, but the exact cause of these fractures is
not well understood.

It is not known whether atypical fracture patients have hard tissue properties that increase
their susceptibility to atraumatic nonvertebral fractures. Specific features of atypical
fractures, as defined by the American Society for Bone and Mineral Research (ASBMR)
task force [8], indicate the possibility of changed material properties of the bone.
Observations of cortical thickening and periosteal stress reaction in radiographs of atypical
fracture sites indicate a stress fracture-like behavior, which may be associated with an
accumulation of microdamage or changed material properties [9]. Another major feature of
the atypical femoral fracture is the transverse or short oblique configuration, characteristic of
failure of brittle material [5, 6], which suggests that the tissue-level properties may be
associated with increased likelihood of fracture occurrence. Studies of the effects of
bisphosphonate-induced suppression of bone turnover in dogs provide evidence of decreased
toughness, or energy absorption to failure, and increased mineralization density along with
increased microdamage, compared to untreated controls [10–13]. However data of direct
measurements of material properties of bone tissue from atypical fracture patients are
limited.

In this study, we measured the tissue level mechanical properties and mineral densities of a
subset of patients on long-term bisphosphonate treatment who had atypical fractures and
severely suppressed bone turnover (SSBT). Suppressed bone turnover, measured by
histomorphometry of biopsy tissue, has been observed in some case studies of patients with
atypical fractures [8]. Our SSBT patient group was collected prior to the convening of the
ASBMR task force, and was part of the original observations of patients with atypical
fractures [14, 15]. It is unknown whether patients who suffer from atypical fractures and

Tjhia et al. Page 2

Bone. Author manuscript; available in PMC 2012 December 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



SSBT or low bone formation rates had low bone turnover before bisphosphonate treatment.
As a result, the data presented here could tell us whether this group of patients with atypical
fracture and low bone formation rate has abnormal hard tissue properties. However, not all
patients with atypical fracture have SSBT, and not all patients with low bone turnover have
atypical fractures.

The patients with atypical fracture included in the present study were from the 22 patients
previously reported [14, 15]. Nine patients each had at least one atraumatic nonvertebral
fracture associated with delayed or absent fracture healing [15]. All patients were prescribed
alendronate for a minimum of 3 years for the treatment of osteoporosis or osteopenia. Iliac
bone histomorphometric revealed SSBT, characterized by lack of double tetracycline labels
and little or no osteoblast surface. Five of the 9 patients were taking estrogen or
glucocorticoids concomitantly with alendronate. A second report identified 13 additional
patients that each had at least one atraumatic long bone mid-shaft fracture while on
alendronate or risedronate treatment [14]. Histomorphometric analysis of the trans iliac bone
biopsies obtained from 6 of these patients also showed low bone turnover.

One potential mechanism for the pathogenesis of atypical fracture in SSBT patients is a
failure to repair microdamage [10–13, 16, 17]. An alternative explanation is that patients
with atypical fractures have abnormally weak hard tissue properties that result in fractures,
despite therapy. The objectives of the experiments reported here were to 1) measure the hard
tissue properties in young and age-matched normals, untreated osteoporotic patients with
vertebral fractures and long-term bisphosphonate treated SSBT patients and 2) determine
whether the observed mechanical properties support a hypothesis that patients with SSBT
have abnormal hard tissue material properties. Potential differences in mechanical properties
and mineral composition are not restricted to those caused by drug treatment, but also
include any pre-existing differences in the bone quality of the SSBT patients that could
contribute to their unusual fractures.

Methods
Samples and specimen preparation

Trans iliac core biopsy specimens (55 total) from SSBT patients, osteoporotic patients with
vertebral fracture, and non-fracture subjects were obtained from biopsy collections at Henry
Ford Hospital (HFH; Detroit, MI) and Southwestern Medical Center (SMC; Dallas, TX)
(Table 1). The 12 SSBT biopsies were a subset of the 22 patients we originally used to
define SSBT [14, 15]. All biopsies, but one, were from women, and the detailed bone
histomorphometric data have been reported [14, 15]. Although the vast majority had SSBT,
a few patients exhibited occasional single labels, from which we imputed bone formation
rate (BFR) by assuming a mineral apposition rate of 0.3 micrometers per day as we
previously reported [18]. SSBT biopsies were compared to young normal (YgN) and age-
matched normal subjects (AMN), as well as osteoporotic patients with vertebral fracture
(OP). The young subjects had a lower mean age than the ages of all other groups, which
were not different from each other. All biopsies from normal subjects and osteoporotic
patients were from a library of biopsies collected at HFH between 1980 and 1992 and were
performed by a single operator (DSR). The SSBT biopsies from both the HFH and the SMC
were collected between 2001 and 2007. Trabecular BFR per bone surface was measured for
all 55 biopsies using standard methods ([15, 19]; Table 1). The BFRs measured at trabecular
sites were different among groups (p=0.004), and the BFR in the SSBT group was
significantly lower than the other 3 groups, which were not statistically different from each
other.
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Biopsies in both laboratories were pre-stained for 72 hours in Villanueva bone stain, and
then dehydrated in increasing concentrations of alcohol. Samples were embedded in
poly(methyl methacrylate) (PMMA) blocks for detailed histomorphometric study, following
the laboratory-specific protocols. The samples at the SMC were embedded in 85% methyl
methacrylate, with 15% dibutyl phthalate added as a plastic softener. Perkadox 16
(AzkoNobel, Amsterdam, the Netherlands) was the polymerization initiator. The HFH
biopsies were prepared in 100% methyl methacrylate with benzoyl peroxide to initiate
polymerization.

Both cortical and trabecular bone regions were exposed on one block face of each biopsy.
As is standard, the biopsies were oriented so that the block face was cut along the axis of the
cylindrical biopsy.

The bottom of each biopsy block was milled flat such that the top and bottom faces were
parallel. The face with the exposed bone was polished to a mirror finish with successively
finer grits of carborundum paper and alumina polishing powders (Buehler Ltd., Lake Bluff,
Illinois). The smallest alumina particle size was 0.05 μm.

Nanoindentation
Mechanical property measurements were performed using a Nanoindenter XP instrument
(Agilent Technologies Inc., Oak Ridge, TN). Nanoindentation is a form of instrumented
indentation, in which load and displacement are monitored at high resolution (50 nN and
0.01 nm, respectively) as the tip of a probe is pressed into the surface of a polished sample.
A Berkovich pyramidal diamond tip was used to probe for mechanical properties (tip radius
<20 nm). Elastic modulus (E) and contact hardness (Hc) were calculated using the Oliver-
Pharr method [20]. In this method, elastic modulus is a function of the unloading stiffness of
the force-displacement curve, under the assumption that the unloading is elastic. Contact
hardness is calculated as the maximum load divided by the projected area of the indenter tip
(6.18 μm2) at maximum load. Since elastic and plastic deformations contribute to the
deformation at maximum load, contact hardness is derived from both the elastic and plastic
properties of the material. To characterize the plastic behavior, resistance to plastic
deformation (H) was also calculated using an expression derived by Sakai [21], which has
been applied to nanoindentation data of mineralized tissues [22]. Plastic deformation
resistance is a function of the elastic modulus and contact hardness from the indentation test
and 2 constant terms associated with the geometry of the indenter tip. The underlying
assumptions for this calculation are that the material behavior can be characterized as
elastic-plastic and that the elastic and plastic deformations occur in series.

A typical load-displacement curve is shown in Fig. 1. For each test, the indenter approached
the surface at10 nm/s. Once the surface was detected, the tip advanced at a target strain rate
of 0.05 s−1 to maximum depth of 500 nm in order to minimize the effect of surface
roughness [23] and accurately measure elastic modulus [24]. Strain rate is defined as the
instantaneous rate of displacement of the indenter tip divided by the displacement at that
instant in time [25]. The indenter was held at the maximum load for ten seconds, then
unloaded to 10% of the maximum load for a second hold period of 100 seconds to account
for thermal drift. Fluctuations in displacement measurements during this hold period were
attributed to thermal expansion and contraction of the sample and indenter equipment. These
values were recorded and the calculated drift rate was used to correct the displacement
measurements taken during the duration of the indentation test, assuming a constant drift
rate throughout the indentation test (TestWorks software, Agilent Technologies, Inc., Oak
Ridge, TN). Poisson's ratio of bone was assumed to be 0.30 [26]. Poisson's ratio of PMMA
was assumed to be 0.35 as reported in the literature [27].
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Indents were positioned at cortical and trabecular bone regions using a built-in 10× light
objective. For each biopsy, three to five trabeculae, irrespective of orientation, were selected
at random for indentation across the width of the bony region (Fig. 2) for a total of
approximately 30 indents. For each trabecular region, a one-dimensional array of indents
was set up such that the first and last indents were positioned outside of the bone area in the
surrounding PMMA. This method ensured that the entire width of each trabecula was
sampled. Previous work demonstrated that deep and shallow trabecular tissue can have
different mineralization properties [28]. Thus we aimed to capture the range in properties
across the thickness of a trabecula and no effort was made to position indents within similar
microstructural features. Similarly, two linear arrays across the width of the cortex were
indented for a total of 30 cortical bone indentations. Indentations were also made in the
PMMA embedding material at locations away from the bone, since the properties of the
PMMA were found to vary among specimens. Distance between the indentations was 20
micrometers or greater such that the volumes of indentation from neighboring tests did not
interact [29].

Some mechanical property data from the thin edges of sectioned bone and from PMMA
entered into the collected data as a result of the intention to indent across regions of bone
tissue by starting and ending in the surrounding PMMA. These data were not representative
of bone tissue properties, and were removed from the dataset by inspection and filtering.
Inspection of the load-displacement curves revealed that the loading segments were not
smooth for indentations that were near or at a PMMA-bone edge. These indent locations
were verified using the objective in the nanoindenter, then deleted from the dataset. There
were low modulus measurements that remained in the dataset, the majority of which were
from indentations that were made in PMMA regions surrounding trabeculae and near the
edges of trabeculae, with a minority of measurements that were made within osteocyte
lacunae and within cracks. These low modulus measurements had values close to the
modulus of the surrounding PMMA, thus we removed them on grounds that they were
mechanically indistinguishable from PMMA. A filter threshold was chosen to segregate
remaining indents of low and high modulus. The bimodal distribution of modulus data
indicates a clear separation between high modulus values and low modulus values (Fig. 3a).
The valley between peaks was chosen as the threshold. Data with moduli of less than 8 GPa
were excluded from the analyses of bone mechanical properties. The distributions of
trabecular modulus values for each group had shapes similar to that of all indents pooled
(Fig 3a). The majority of the low modulus measurements were from the indents positioned
at the ends of each linear array test for trabecular bone, resulting from our method of
intentionally positioning the ends of the arrays in the surrounding PMMA. The contact
hardness values corresponding to the excluded moduli were also excluded from analysis of
the contact hardness data. Cortical bone data below 8 GPa were also discarded from the
analysis (Fig. 3b).

Quantitative backscattered electron microscopy (qBSE)
Gray-scale levels in backscattered images of bone correlate with atomic number and mineral
content [30, 31]. The bone specimen blocks were scanned at 300× magnification (Fig. 4)
using a scanning electron microscope (FEI XL 30, FEI, Hillsboro, OR) equipped with a
solid-state backscatter detector (FEI, model PW6843/00) at 30-kV excitation voltage and 15
mm working distance. To make the surfaces electrically conductive, each biopsy block was
sputter coated with carbon (Edwards 306 Vacuum Coating System, Edwards Ltd., United
Kingdom) to approximately 250 Angstroms thickness. For each specimen, five different
trabeculae, irrespective of orientation, were selected at random to be imaged. Three cortical
regions were also imaged. Regions selected for imaging were not necessarily the same as the
regions that were tested by nanoindentation. Degrees of mineralization were assessed from
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the images by converting bone gray-scale pixel values to atomic number (Z) using a
calibration relationship based on standard materials of known average Z: aluminum (Z=13),
magnesium oxide (Z=10.412), silicon dioxide (Z=10.805), and calcium carbonate
(Z=12.57). Images of the calibration standard materials were taken before and after
collecting each bone specimen to account for fluctuations in the system electronics. A
calibration relationship was constructed by fitting a least squares regression between the
gray-scale level measurements and the mean atomic numbers of the standards. Pixel
resolution of the images was 0.278 μm. All images were collected by a single operator.

Images were analyzed for mean and standard deviation of mineral density using ImageJ
(National Institutes of Health, Bethesda, MD). Area-weighted mean and standard deviation
of mineralization density for each biopsy were calculated from the five trabecular images
and three cortical images. Bone pixel gray-scale values were pooled into two histograms for
each biopsy specimen (cortical and trabecular). Mean and standard deviation of mineral
density were calculated from each histogram of the pooled pixel gray-scale values.

Statistical Analysis
Mean and standard deviation of elastic modulus, contact hardness, resistance to plastic
deformation, and mineral density measurements were calculated for both trabecular and
cortical regions of each biopsy. The effects of treatment groups (YgN, AMN, OP, and
SSBT) on elastic modulus, contact hardness, and plastic deformation resistance were
modeled using nested ANOVAs with sub-sampling. Each ANOVA was a mixed-effects
model in which group was a fixed effect and the individual was a random effect. Variance
component estimates were made using the restricted maximum likelihood analysis to
characterize within and between individual variability. To compare the within-individual
variability in the mechanical properties among groups, the standard deviations of the set of
indentation measurements for each individual were compared by group using a one-way
fixed-effect ANOVA. The effect of group on mineralization density was also analyzed using
a fixed-effect, one-way ANOVA. Significant pair-wise comparisons were identified using
Tukey's Honest Significant Difference multiple comparisons test. Simple linear regression
was used to determine if correlations existed between the bone formation rates, mechanical
properties and mineral density when biopsies were pooled. Differences in modulus-plastic
deformation resistance relationships by bone region (trabecular/cortical) were assessed using
multiple linear regression. Mechanical property measurements were averaged by biopsy for
the regression analyses. Analysis of cortical bone data included 54 biopsies, since one
biopsy from the osteoporotic group did not have a cortical bone region exposed to the block
surface. All analyses were conducted using JMP 9.0 (SAS Institute Inc., Cary, NC).
Statistical significance was defined as p<0.05.

Group differences in mechanical properties were initially analyzed for the HFH biopsies
only (N=50), since embedding and sample preparation of those biopsies were performed by
a uniform protocol. When all 55 biopsies were analyzed, laboratory (HFH or SMC) was
included as a nominal covariate, since elastic modulus of the embedding material (PMMA)
varied among the biopsies. PMMA modulus of the HFH samples (4.15 (0.24) GPa) was
more than twice as large as that of the SMC samples (2.02 (0.44) GPa). Although the SSBT
biopsies from the HFH had higher modulus than the SMC biopsies, the contact hardness did
not differ between the laboratories
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Results
Mechanical properties

Trabecular bone contact hardnesses, elastic moduli, and plastic deformation resistances of
HFH biopsies were different among the groups (p<0.001, p<0.001, p=0.002, respectively;
Table 2). SSBT trabecular bone tissue had higher contact hardness and higher plastic
deformation resistance than the three comparison groups, while the comparison groups were
not different from each other for either property. Trabecular bone elastic modulus from the
SSBT group was higher than the moduli of the young normal group and of the osteoporotic
group. The young normal group and the osteoporotic group did not have different trabecular
elastic moduli. Trabecular elastic modulus of the age-matched normal group was not
different from the other three groups. Cortical bone plastic deformation resistance was
significantly different among the groups, with the SSBT group having greater resistance to
plastic deformation than age-matched normal and osteoporotic groups (p=0.01, Table 2).
Age-matched normal and osteoporotic groups did not have different cortical plastic
deformation resistances, and the young normal group did not have different plastic
deformation resistance compared to the other three groups. Cortical bone moduli and contact
hardnesses were not different among the groups.

Group differences and pair-wise differences in trabecular bone contact hardness, modulus,
and plastic deformation resistance did not change when both HFH and SMC biopsies were
included in the analysis (p<0.001, p=0.002, p<0.001, respectively; Table 2, Fig. 5). The
laboratory covariate was significant in the modulus model (p=0.003) but not in the contact
hardness or plastic deformation resistance models (p=0.34, p=0.69). Cortical bone plastic
deformation resistance was again different among groups (p=0.003), with the SSBT group
having higher resistance to plastic deformation than all three comparison groups. Cortical
moduli and contact hardnesses were still not different among groups. When cortical and
trabecular data were analyzed together, plastic deformation resistance was lower in cortical
bone compared to trabecular bone in the age-matched normal, osteoporotic, and SSBT
groups. The plastic deformation resistance was not different between cortical and trabecular
regions for the young normal group. The results from the analyses of mechanical properties
were not sensitive to the threshold value used to filter the data, because results were similar
when threshold values of 2, 4, and 6 GPa were used instead of 8 GPa in those analyses.

The multiple measurements taken of each biopsy allowed for the analysis of the variability
in properties. The variance in the mechanical property data was mostly due to within-
individual variation (84–87%) and less due to among-individual variation (13 to 16%).
Within-individual variabilities in trabecular contact hardness and trabecular plastic
deformation resistance were significantly different among the four groups (p=0.012,
p=0.015; Fig. 6a, e). Young normal trabecular bone had significantly greater standard
deviation in contact hardness than that of osteoporotic patients. SSBT trabecular bone had
plastic deformation properties that were more variable than those of age-matched normal
and osteoporotic groups. Standard deviations of elastic moduli and plastic deformation
resistances of cortical bone were different among groups (p=0.011, p=0.003; Fig 6d, f). The
SSBT group had more variable plastic deformation cortical bone properties than older
normal and osteoporotic groups. In contrast, the SSBT group had less variable cortical bone
modulus than the age-matched and young normal groups. Standard deviations in trabecular
modulus and cortical contact hardness were not significantly different among the groups.

Mineral densities
Trabecular bone mean mineral densities were significantly different among the four groups
(p=0.018, Fig. 7). No two groups had significantly different mineral densities by Tukey's
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post-hoc analysis. However, there was a trend of higher mineral density in the trabecular
bone of the SSBT group compared to the age-matched normal and osteoporotic groups
(p=0.059 and 0.062, respectively). Variability in trabecular bone mineral densities were not
different among the groups (p=0.077). Mean and standard deviation of cortical bone mineral
densities were not different among the four groups. One SSBT biopsy exhibited substantial
charging when imaged in the electron microscope and was excluded from the mineral
density analysis.

Regression analyses
BFR was significantly, but weakly, associated with trabecular contact hardness, where
contact hardness decreased with increasing BFR (p=0.006, r2

adj=0.12, Fig. 8a). Similarly,
BFR was weakly associated with trabecular plastic deformation resistance (p=0.007,
r2

adj=0.11, Fig. 8c). BFR and trabecular bone elastic modulus were not significantly
associated, however the data indicated a weak trend of decreasing elastic modulus with
increasing BFR (p=0.08, r2

adj =0.04, Fig. 8b). BFR was not significantly associated with
cortical bone modulus, contact hardness, or plastic deformation resistance. Furthermore,
BFR was not significantly associated with mineral density of cortical or trabecular bone.
When one influential sample was omitted, there was a significant, weak, trend for high
mineral densities in trabecular bone in samples with low BFR (p=0.038, r2

adj=0.06, Fig 8d).
The omitted biopsy was from an osteoporotic patient with unusually high bone formation
rate (67.1 μm3/μm2/yr).

Mineral density was not significantly correlated with average elastic modulus, contact
hardness, or resistance to plastic deformation.

Elastic modulus was weakly associated with plastic deformation resistance for both
trabecular and cortical bone regions (p=0.046, r2

adj = 0.06, and p=0.034, r2
adj = 0.07,

respectively; Fig 9a, b). Cortical and trabecular bone regions had different modulus-plastic
deformation resistance relationships. On average, cortical bone modulus was significantly
higher than trabecular bone modulus for a given plastic deformation resistance value;
however, the slopes of these relationships were not different depending on bone region.

Discussion
The results support our hypothesis that tissue level properties, as measured by
nanomechanical properties and tissue mineral density, are different for iliac bone biopsies
from long-term bisphosphonate treated SSBT patients with atypical femoral fractures
compared to those from age-matched and young normals, as well as from age-matched
osteoporotic patients with vertebral fractures. Interestingly, both cortical and trabecular bone
plastic deformation resistance were higher in the SSBT group than in the comparison
groups. The magnitudes of the differences in plastic deformation resistance ranged from 15
to 22% in cortical bone and 29 to 31% in trabecular bone. SSBT trabecular bone also had
higher modulus and exhibited a trend toward higher mineral content than the comparison
groups, though the differences in mineral content among the groups were modest (1.7 to
2.4%). The average BFR of the SSBT group was close to zero; in contrast, among the age-
matched groups, BFR was 54 fold greater in the osteoporotic group and 48 fold greater in
the normal group, compared to the SSBT group. We suggest that differences in SSBT
trabecular bone quality are consistent with increased tissue age due to the low BFR of these
patients. However the higher resistance to plastic deformation, particularly in cortical bone,
may indicate a possible connection between hard tissue plastic deformation properties and
toughness properties. Cortical bone mean elastic properties were not different among the
groups.
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The average mechanical properties and mineral densities of trabecular and cortical bone
were not different among the young normal, age-matched normal, and osteoporotic groups.
This indicates that the average iliac bone material properties were not detectably altered by
age or osteoporosis in our study. In contrast, SSBT cortical bone had higher plastic
deformation resistance, and SSBT trabecular bone had higher contact hardness modulus,
plastic deformation resistance, and a trend toward higher mineral density, compared to that
of osteoporotics. We suggest that SSBT bone quality is different from bisphosphonate-naïve
osteoporotics, but the differences cannot be directly attributed to bisphosphonate treatment,
SSBT, or the combination of these effects, due to the study design.

Plastic deformation resistance was greater in trabecular bone regions compared to cortical
bone regions, except in younger normal subjects. Aging may affect the ability for cortical
bone to resist plastic deformation at the material level, relative to trabecular bone. However
SSBT bone had greater plastic deformation resistance in both trabecular and cortical regions
compared to the other groups. A combination of aging effects, disease and drug interactions
may contribute to the ability for bone material to absorb energy through permanent
deformation.

Heterogeneity in mechanical properties and mineral densities at the micrometer scale may
be beneficial to the mechanical integrity of bone tissue by preventing propagation of cracks
[32–36]. The relatively low variation in SSBT cortical bone elastic modulus compared to the
normal groups is consistent with this hypothesis, as SSBT fractures occurred in regions
composed primarily of cortical bone. This finding is also consistent with studies that have
shown that bisphosphonate treatment is associated with decreased heterogeneity in the
spectroscopic markers mineral/matrix ratio, crystallinity, carbonate/amide I ratio [37, 38],
and mineral density distribution [39, 40]. Additionally, the trabecular bone of the
osteoporotic group had less variable contact hardness properties, and a trend of less variable
mineral densities (not shown), than that of the young normal group. A lack of heterogeneity
in the cortical hard tissue of SSBT patients and trabecular hard tissue of osteoporotic
patients may be associated with atypical and vertebral fractures, respectively, due to
decreased resistance to crack propagation. However, the heterogeneity hypothesis was not
supported by the plastic deformation resistance variability data. The standard deviation of
plastic deformation resistance was high in the SSBT group for both cortical and trabecular
bone. One possible explanation is that the positive effect of variability in properties has less
impact when the properties are high on average. The mean plastic deformation resistance
was higher in SSBT; therefore any beneficial effect of the heterogeneity in properties could
be obviated. We did not measure fracture toughness directly nor measure cracking, thus we
do not have data to relate cracking or toughness with plastic deformation resistance.

Studies with bisphosphonate-treated dogs have demonstrated changes in trabecular bone
properties associated with drug treatment; however the data for cortical bone property
changes with bisphosphonate treatment is less clear. In a recent study [41], dogs were
treated for as many as three years with alendronate at one of two dosage levels: 0.2 mg/kg/
day, which approximates treatment for postmenopausal osteoporosis on a milligram per
kilogram basis, or five times the clinical dose at 1.0 mg/kg/day. Cortical bone mechanical
properties were not different between alendronate-treated and vehicle-treated animals as
measured by four-point bending of femur specimens. However beagle dogs treated with high
dose alendronate were found to have lower toughness in rib cortical bone [42], indicating
that the drug effect on cortical bone properties may be site specific, or evident only at high
doses. High dose alendronate treatment was associated with lower toughness and increased
strength in the trabecular bone of the vertebrae [12]. Changes in trabecular bone were also
found at the postmenopausal osteoporosis treatment dose, such as increased microdamage
[43], decreased toughness [44] and increased indentation contact hardness [45].
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The associations of mechanical properties with bone formation rate in this study are
consistent with our previous work [46] and consistent with the change in mechanical
properties of bone tissue with increasing tissue age [47]. Trabecular contact hardness and
plastic deformation resistance both increased with decreasing BFR, and trabecular modulus
exhibited a trend of higher modulus in low BFR subjects. Trabecular mineral density
increased with decreasing BFR, indicating that changes in mechanical properties may
correspond with changes in mineral composition. These results are consistent with previous
work in which mechanical properties of iliac biopsies from high and low bone turnover
subjects were measured [46]. Low bone turnover was associated with high contact hardness
and modulus in trabecular tissue within both the normal subject group and the vertebral
fracture group, while no differences in mechanical properties were observed based on
fracture status (fracture/non-fracture). We note that in the present study the BFR effect
explained only 12%, 4%, 11%, and 6% of the variability in contact hardness, modulus,
plastic deformation resistance, and mineral density, respectively, indicating that there was
substantial variability due to effects other than BFR.

Elastic modulus and plastic deformation resistance were only weakly correlated. A study of
nanoindentation properties in trabecular bone reported no significant relationship between
modulus and plastic deformation resistance [48]. The weak relationship between plastic
deformation resistance and elastic modulus is interesting because it indicates that the two
properties may characterize different aspects of the bone hard tissue and provide
independent information about the tissue. Trabecular and cortical bone modulus versus
plastic deformation resistance relationships were significantly different from each other,
with similar slopes but different intercepts. This indicated that for a given plastic
deformation resistance value, the predicted modulus was higher for cortical bone than for
trabecular bone but that the change in modulus per change in plastic deformation resistance
was not different by bone region.

The experimental design was complicated by the fact that our sample set consisted of
biopsies from two laboratories, in which biopsies were prepared and embedded by
laboratory-specific protocols. The laboratory effect factored significantly in highlighting
group differences in trabecular modulus (p=0.002 and p=0.053 with and without laboratory
effect, respectively). In the analyses for trabecular and cortical plastic deformation resistance
and trabecular contact hardness, the laboratory effect was not significant. In those models,
the magnitudes of the group differences were large and likely masked any effect due to the
laboratory. It is possible that the laboratory effect was associated with the difference in
embedding PMMA properties between laboratories, in which the embedding PMMA for
SMC biopsies was less than half as stiff as that used for HFH biopsies. However, the
laboratory effect may be a confounding variable for other unmeasured parameters that
account for some variability in the elastic modulus data. We suggest that embedding
material modulus may be important to monitor when studying a biopsy collection from
multiple laboratories or a set of biopsies prepared by multiple embedding protocols, though
this effect may be confounded by parameters that were not accounted for in the study
design.

We note that interpretation of our results is limited by a cohort effect, since the age-matched
normal biopsies, young normal biopsies, and osteoporotic fracture biopsies were collected
before 1992, while SSBT biopsies were collected within the last decade. Though two of the
three comparison groups were age-matched to the SSBT group, the results may have been
influenced by the different birth cohorts. Therefore, generalizations of the current
observations should be made with caution.
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Another limitation is the variability in the age of the biopsies, from the time of biopsy
collection to the time when measurements were made for this study. Storage of biopsies can
influence the nanoindenter-measured mechanical properties of embedded bone tissue [49].
Mittra and colleagues compared the mechanical property measurements of canine cancellous
bone embedded in four different epoxies. Elastic modulus of bone was found to increase
significantly when measured six months after the tissue was embedded compared to the
modulus measured immediately after embedding, while contact hardness did not change
over time. While extrapolation of these results to the present study is limited due to the
relatively short storage time window monitored, and the fact that PMMA was not one of the
materials examined in this study, we note mechanical property differences found in our
present study exhibit an opposite trend to the storage time effect. The biopsies from normal
subjects and osteoporotic patients in our study had been stored for as long as thirty years,
however the SSBT biopsies were stored for less than ten years and had stiffer and harder
properties than the biopsies from other groups. Therefore we expect that the mechanical
property differences detected in our study to be robust even with the variability in time from
embedding to nanoindentation testing.

Regardless of the limitations of the study, differences between SSBT patients and control
subjects indicate that fractures at cortical bone sites were associated with differences in
tissue properties at a distant site. Plastic deformation resistance was higher in SSBT cortical
and trabecular bone, indicating that changes in the plastic behavior of bone tissue may be
associated with SSBT and/or long-term bisphosphonate treatment. The differences in
mechanical and mineralization properties of trabecular tissue were consistent with trends
associated with tissue aging, though these properties were only partially and weakly
explained by BFR. Interestingly, cortical bone plastic deformation resistance properties were
different in SSBT and not the elastic properties. The collagen component of bone tissue is
associated with the post-yield properties of bone [50, 51], thus future studies may elucidate
whether bone quality measures of the organic component, such as crosslinks, can help to
explain the SSBT fractures.

Obviously, these associations are statistical rather than causal and must be interpreted
cautiously. It is well known that the iliac bone biopsy is a useful but not a perfect model for
bone remodeling and mechanical property differences at other sites of the skeleton.
Consequently, direct examination of bone mechanical properties at the sites of fractures
associated with SSBT will be necessary to make strong conclusions. In addition, comparison
of the nanomechanical properties of bisphosphonate-treated patients with and without
atypical fractures and/or SSBT must be performed before attributing any causal role for the
nanomechanical differences we observed in the current study.

Conclusion
Iliac bone biopsy samples from patients with severely suppressed bone turnover (SSBT), as
identified clinically by Odvina and coauthors [14, 15], had higher cortical and trabecular
plastic deformation resistance than those from the untreated osteoporotic group, young
normal group, and age-matched normal group. The SSBT group also had higher contact
hardness than the three comparison groups, higher tissue modulus than the untreated
osteoporotic group and the young normal group, and slightly higher trabecular mineral
density than the age-matched normal group and osteoporotic group. While differences in
trabecular bone properties were consistent with the differences in bone formation rate, the
higher plastic deformation resistance in SSBT cortical bone indicated that changed plastic
deformation properties might be associated with atypical fractures. Additionally, SSBT
cortical bone modulus was less heterogeneous than that of the normal groups, which may be
associated with decreased resistance to crack propagation. We tentatively conclude that
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SSBT and/or long-term bisphosphonate treatment may be associated with high plastic
deformation resistance properties and less heterogeneous elastic properties of the hard
tissue, in addition to extremely low bone formation rate.
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Research Highlights

• Severely suppressed bone turnover (SSBT) patients had atypical fractures while
on bisphosphonates.

• We measured tissue level mechanical properties and mineral density of iliac
bone biopsies from SSBT, treatment-naïve osteoporotics, and normals.

• SSBT cortical and trabecular bone had greater plastic deformation resistance
than controls.

• SSBT cortical bone had less heterogeneous elastic modulus properties than
controls.

• Treatment-naïve osteoporotic bone properties were similar to those of young
and age-matched normal bone.
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Fig. 1.
Representative nanoindentation load-displacement curve for 500 nm indent. Berkovich
diamond tip loaded into the surface at a target strain rate of 0.05 s−1 to 500 nm depth. Tip
was held at maximum load for 10 seconds, unloaded and held at 10% of maximum load for
100 seconds to calculate thermal drift. Elastic modulus and contact hardness were calculated
from the unloading portion of the curve.
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Fig. 2.
Image of a single trabecula from a biopsy imaged using the 10× objective in the
nanoindenter. Example of a series of indentations shown in white triangles. Black scale bar
represents 100 μm length. Indents in plastic regions (unfilled white triangles) were not
included in the analysis. Spacing between indents was a minimum of 20 μm.
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Fig. 3.
Histograms of elastic modulus values for all indents made in trabecular (a) and cortical (b)
bone regions. Some mechanical property data from the thin edges of sectioned bone and
from plastic entered into the data set as a result of the intention to indent across regions of
bone tissue by starting and ending in the plastic region (Fig. 2). When the initial and final
indents of each linear array were removed from the data set, the peak centered at the low
modulus region (4 to 5 GPa) was greatly reduced (a; dark grey bars). In addition to
indentations made in the plastic regions, other low modulus values were likely from
indentations in lacunae and cracks (a; light grey bars). Low modulus values were
indistinguishable from the modulus of the embedding material (4.15 and 2.02 GPa for HFH
and SMC biopsies, respectively), thus these values were filtered out of the data set. Medium
gray areas (a) show the overlapping regions of the 2 distributions. Data below 8 GPa (dotted
black line) were eliminated from the analysis. Cortical bone indents below 8 GPa were not
included in the analysis of cortical bone properties (b).
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Fig. 4.
Backscattered electron microscope image of a trabecula of one biopsy. Grayscale levels
correlate with the degree of mineralization. Lighter regions represent areas of higher mineral
density than darker regions. Images were captured at 300×. Scale bar represents 100 μm.
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Fig. 5.
Box plots of contact hardnesses (a, b), elastic moduli (c, d), and plastic deformation
resistances (e, f) of trabecular (a, c, e) and cortical bone (b, d, f) averaged by biopsy and
reported by Group (YgN=Young Normals, AMN=Age-Matched Normals,
OP=Osteoporotic, SSBT=Severely Suppressed Bone Turnover). Biopsies from
Southwestern Medical Center (SMC) are represented by filled squares (■). All other
biopsies were from Henry Ford Hospital (HFH). Groups with significantly different
mechanical properties, when both SMC and HFH biopsies were included in the analysis, are
denoted with different letters (Tukey post hoc tests). Significance level for all tests was
α=0.05.
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Fig. 6.
The average standard deviations of trabecular contact hardness (a), trabecular plastic
deformation resistance (e), cortical modulus (d), and cortical plastic deformation (f) were
significantly different among the four groups (ANOVA, p=0.012, p=0.015, p=0.011,
p=0.003, respectively). Significance level for all tests was α=0.05. Groups with significantly
different within-individual variability in properties are denoted with different letters
(Tukey's HSD).
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Fig. 7.
Mean mineral density of trabecular bone was significantly different among groups
(ANOVA, p=0.018). There was a trend of higher mineral density in the trabecular bone of
the SSBT group compared to the age-matched normal and osteoporotic groups (Tukey's
HSD, p=0.059 and 0.062, respectively). Significance level for all tests was α=0.05.
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Fig. 8.
Trabecular contact hardness (a) and plastic deformation resistance (c) were each
significantly but weakly correlated with BFR using simple linear regression (p=0.006,
r2

adj=0.12, and p=0.007, r2
adj=0.11, respectively). Trabecular modulus and BFR (b) were

not significantly associated but exhibited a trend for a weak association (p=0.08, r2
adj=0.04).

Trabecular mineral density and BFR (c) were significantly, but weakly, associated (p=0.038,
r2

adj=0.06) when one outlier (▼), an osteoporotic biopsy, was excluded from the analysis.
The outlier was included in the analyses of the other regressions. Relationships between
cortical bone tissue properties and BFR were not significant (not shown).
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Fig. 9.
Regressions between modulus and plastic deformation resistance were significant but weak
for trabecular (a) and cortical (b) regions (p=0.046, r2

adj = 0.06 , and p=0.034, r2
adj = 0.07,

respectively).
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