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Abstract: The relationship between ultrasonic parameters (attenuation coefficients and velocity)
and bone porosity in bovine cancellous bone is explored to understand the possibility of fracture
risk diagnosis associated with osteoporosis by applying ultrasound. In vitro measurements of
ultrasonic parameters on twenty-one bovine cancellous bone samples from tibia were conducted,
using ultrasonic spectroscopy in the through-transmission mode. Transducers of three different
center frequencies were used to cover a wide diagnostic frequency range between 1.0–7.8 MHz. The
nonlinear relationship of porosity and normalized attenuation coefficient (nATTN) and normalized
broadband attenuation coefficient (nBUA) were well described by a third-order polynomial fit,
whereas porosity and the phase velocity (UV) were found to be negatively correlated with the linear
correlation coefficients of −0.93, −0.89 and −0.83 at 2.25, 5.00 and 7.50 MHz, respectively. The
results imply that the ultrasound parameters attain maximum values for the bone sample with the
lowest porosity, and then decrease for samples with greater porosity for the range of porosities in our
samples for all frequencies. Spatial variation in the ultrasound parameters was found to be caused by
non-uniform pore size distribution, which was examined at five different locations within the same
bone specimen. However, it did not affect the relationship of ultrasound parameters and porosity at
these frequencies.
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1. Introduction

Osteoporosis is a condition involving a decrease in the bone strength due to the
modification of the structure (connectivity, porosity, and anisotropy) and composition
(bone mineral content) over a time period [1]. Cancellous bone, which is a complex
honeycomb-like porous structure of different size pores, is reported to be an important
indicator for the prediction of the bone fracture risk related to the osteoporosis [2]. The
use of ultrasound for the diagnosis of fracture risk associated with osteoporosis has been
proposed as a promising medical application, as it is safe, non-invasive, and non-destructive
compared to the current ionizing techniques like dual-energy X-ray absorptiometry (DEXA),
quantitative computed tomography (QCT), and magnetic resonance imaging (MRI) [3,4].
The primary parameters characterizing ultrasound propagation in the bone include the
ultrasound velocity (UV) and the rate of change of attenuation of ultrasound intensity
with frequency (called broadband attenuation coefficient, or BUA). These ultrasound
parameters respond differently to the osteoporotic bone than normal bone, allowing for the
differentiation of healthy and osteoporotic people [5,6]. These parameters were found to be
highly correlated to site-matched bone mineral density (BMD), which is a clinical measure
of bone fracture [5,7–10], and they were also shown to be influenced by mechanical and
structural properties of bone-related to fracture risk [4,11–13], which is not contained in
BMD measurements [14]. However, the complex, anisotropic and inhomogeneous structure
of cancellous bone poses a great challenge for understanding exactly how ultrasound
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interacts with cancellous bone, which has been a primary factor limiting widespread
clinical application [7].

Bone porosity, defined as the fraction of pore volume to the total volume covered
by the pores, is a prominent quantity in characterizing the bone structure, on which the
mechanical properties like Young’s modulus, permeability, and bone tortuosity of bone
strongly depend [15]. Porosity is a predictor of bone fracture risk due to osteoporosis, as
small increases in porosity equate to disproportionately significant decreases in bone mass
and density [16,17]. Porosity affects the ultrasound wave propagation in the medium at all
frequencies, influencing the amplitude and velocity of ultrasound waves, as demonstrated
by 2D radiographic images of cancellous bone [18] and 3D µCT images [19]. Evaluating
the relationship between bone porosity and ultrasound parameters could be ideal for
determining the fracture risk.

Clarke et al. (1994) reported that the attenuation increases in the low porosity region,
peaks up at 50% and then decreases at the highest porosity region in cancellous bone-mimic
phantom made of epoxy resin-gelatin material over the frequency range 0.5–0.875 MHz [20].
A similar trend was observed by Williams et al. with peak attenuation at 65–70% poros-
ity [21], and by Nicholson et al. with maximum attenuation at 50% porosity in the bone
phantoms with fixed pore sizes in the range of 0.1–0.6 mm [8]. Several other experimental
studies in human and bovine cancellous bone [22–24] and bone phantom [25] demonstrated
a nonlinear dependence of porosity on BUA, where they observed that BUA value reaches a
maximum of typically 40 dB MHz cm−1 at porosities of approximately 70%. These findings
suggested that attenuation depends on the scatterer size and porosity, and the structural
property determines the position of the BUA peak. The consensus among these studies was
that the correct prediction of the BUA peak strengthens the argument that the complexity
of the structure is a factor in the BUA/porosity relationship. However, these arguments
were made based on experiments conducted in a hundred-kilohertz range. Therefore, they
need to be validated over the whole diagnostic range (1–8 MHz). Furthermore, the pore
size was kept constant in their individual investigations, but cancellous bone contains a
wide range of pore sizes, which substantially impacts propagation of ultrasound waves.

The ultrasound velocity dispersive nature can be used as an indicator for the structural
changes of any material, particularly porous material. A nondispersive relationship occurs
when there is no change in phase velocity with frequency. Hosokawa et al. obtained
nondispersive phase velocities in the bovine femoral cancellous bone between 0.5 and
5.0 MHz using Biot theory [19]. Strelitzki et al. investigated the influence of porosity and
pore size using a Leeds ultrasonic bone phantom and reported that UV in trabecular bone
is dependent on porosity but independent of pore size [25]. The negative dispersion was
observed in calcaneal cancellous bone with much lower bone mass [25–33], whereas positive
velocity dispersion was reported by Pal et al. and Fry and Barger in skull cancellous bone
specimens with an ultrasound between 0.3 and 2.0 MHz [34,35]. The negative dispersion
was explained by multiple scattering [30] or by interference of fast and slow waves predicted
by Biot theory [31,32]. These findings strongly agree with the argument made by Lee et al.
(2003) that negative dispersion is associated with lower BMD values and nondispersive
nature is related to high BMD values [36]. These results suggested that UV is influenced by
the mechanical properties of the constituents of the bone and overall framework; hence
it will also be affected by the porosity and pore size distributions. However, Cardoso et
al. indicated that porosity is a poor parameter for predicting the propagation properties of
attenuation and velocity [37]. More experimental studies are required for solid validation.

Although there is keen interest in the use of ultrasound for bone assessment, its use
is limited by the lack of consensus on how porosity affects the ultrasound parameters.
Furthermore, there is a lack of clarity on the appropriate ultrasound frequency range
for bone assessment due to the high attenuation coefficient of bone, which serves to
limit the high end of the frequency range [20,23,38]. Another complication is that these
parameters strongly depend on the ultrasound propagation direction with respect to
trabecular orientation as predicted by Biot’s theory [39–41], finite-difference time-domain
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(FDTD) simulations using the the Schoenberg model [33] or Attenborough model [42].
These studies reported that there exists both fast and slow longitudinal waves, when
acoustic waves is propagated in the axial direction of strong trabecular orientation, and
only one longitudinal wave appears, when the propagation direction is perpendicular to
the direction of the trabecular orientation. The clinical measurements are typically carried
out with the ultrasound wave propagating through the cancellous bone in the mediolateral
(ML) direction, perpendicular to the trabecular orientation.

Hence, the goals of this study are: (a) to evaluate the frequency dependence of the
ultrasonic attenuation coefficient (nATTN), normalized Broadband Ultrasonic Attenuation
(nBUA), and ultrasonic velocity (UV) in the cancellous bone at frequencies ranging from
1.62–7.89 MHz using the ultrasonic spectroscopy technique in transverse transmission
mode, similar to that used in in vivo measurements; (b) to characterize the velocity disper-
sion of cancellous bone based on a spectral analysis of ultrasound transmitted through the
specimens with the goal of providing a feasible frequency range for ultrasound techniques;
and (c) to investigate the relationship of these parameters to bone porosity and pore size
distributions measured by the X-ray micro-CT scan technique for the better understand-
ing of bone assessment. This study is conducted utilizing twenty-one bovine trabecular
bones and three pairs of transducers, with center ultrasound frequencies of 2.25, 5.00, and
7.50 MHz. Validation of the measurements was performed using three polyethylene disks,
similar to those used by Wu (1996) [43].

2. Materials and Methods
2.1. Preparation of Cancellous Bone

The bovine trabecular bones obtained from a grocery store were cleaned thoroughly
and cut with a rotating electric saw to remove the cortical part, including soft tissues
and bone marrow. Twenty-one circular cancellous bone specimens, each with a diameter
of 1.9 cm and a thickness of 3 mm, measured using vernier calipers with a precision of
0.01 mm, were prepared such that each could have an orientation in which the ultrasound
could pass through the specimen along the mediolateral direction of the trabecular bone,
which is the same direction as used for in vivo measurements. The samples were cut in a
cylindrical shape to fit in the sample holder. Fat was removed from the bone specimens
by immersion in a dichloromethane solution for two weeks while changing the solutions
frequently. Once defatted, the bone samples were thoroughly washed with water and
stored in the air at room temperature. Before carrying out the acoustic measurements, these
slices were soaked in water under a vacuum to remove air bubbles trapped in the pores.

2.2. Ultrasonic Measurement

A schematic diagram of the US measurement system for attenuation (nATTN), BUA,
and UV for cancellous bone specimens in the transmission mode is depicted in Figure 1.
This system consisted of a pair of matched unfocused transducers (2.25, 5.00 and 7.50 MHz
center frequency with 6.04, 13.44 and 20.16 cm near field distances and 1.27 cm diameter:
Panametrics Inc., Waltham, MA, USA) as both emitter and receiver, a pulser/receiver
(Panametrics 5910R, Panca Mega, Jagakarsa, Jakarta Selatan, Indonesia), an oscilloscope
(Agilent 54642A, Keysight, Colorado Springs, CO, USA) and a computer for the data
processing. The samples were kept at the near field distance (N) of each transducer, so the
uniform ultrasound beam of maximum amplitudes is incident on the sample. The focal
width of each transducer is 0.328 cm, which is smaller than the diameter of the sample
(both cancellous bone and polyethylene disk, whose diameter is 1.9 cm). The system
was designed to cover the wide range (1.62–7.89 MHz) of US frequency. The −3.0 dB
bandwidth (new center frequency) of the sound pulse received by the receiver was between
1.62–2.32 MHz (2.05 MHz), 4.02–5.14 MHz (4.58 MHz), and 6.81–7.89 MHz (7.34 MHz)
for 2.25, 5.00 and 7.50 MHz transducers, respectively, within which the spectral data are
reliable and not subject to the poor signal-to-noise ratio. The new center frequency for each
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transducer is the frequency corresponding to the maximum amplitude of the measured
signal in the distilled water (reference).

Figure 1. (a) Experimental set-up for the ultrasound measurements; (b) cancellous bone sample with
five different spots (red) where measurements were taken.

The matched transducers were spaced twice their focal length and aligned coaxially
and confocally in through transmission mode. A narrow pulse drove the first transducer
(<0.1 µs) generated by the pulser. In the receiver section, the output of a second transducer
was amplified and transferred to the oscilloscope for digitization. The computer saved the
digital results for further analysis. The procedure was tested by measuring the acoustic
parameters of 3 mm thick polyethylene disks with the same diameter as the bone sample
and comparing the results to Wu’s findings (1996). The ultrasound signal for each sample
was measured at five different spots, in a circle at 2 mm away from the center with the
help of a three axes universal motion controller/driver (Newport model ESP 300, Newport
Corporation, Irvine, CA, USA), which could rotate the sample holder, holding the sample.
The purpose was to account for the inhomogeneous nature of bone. The specimen was
placed in-between the transducers so that the ultrasound beam was normally incident
on the bone samples in the same direction as the bone trabecular network so that the
receiver could record the maximum amplitude pulses. The bone samples and transducers
were immersed in a distilled and degassed water bath maintained at room temperature
of 20 ◦C. The transmitted ultrasound signals through the bone samples were fast Fourier
transformed using MATLAB software to obtain amplitude spectra through water and
bone sample (Aw-water and (Ab-bone), which were used to calculate attenuation (ATTN),
broadband attenuation coefficient (BUA), and ultrasound velocity (UV) parameters as
follows:

ATTN =
ln
[

TAw
Ab

]
d

(1)

UV =
Vw

1 + Vw(φw−φb±2πm)
2π f d

(2)

T =
4ZwZb( f )

[Zw + Zb( f )]2
φb = tan−1 Img(Ab)

Re(Ab)
φw = tan−1 Img(Aw)

Re(Aw)
(3)
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Here, T, Zw, Zb, φw, and φb are transmission coefficient, acoustic impedances and
densities of water and bone specimens of thickness of d, respectively. Similarly, Vw, φb and
φw are ultrasound velocity through water (reference) and phase angles of amplitude spectra
of the bone samples and water, respectively. The term ±2πm in Equation (2) was used for
the deconvolution of the arctangent function, where m is an integer. The BUA was obtained
from the slope of the linear regression fit of the attenuation coefficient of the sample within
the −3.0 dB bandwidth. Division of the ATTN and BUA by the sample thickness yields
the normalized ATTN (nATTN) and normalized BUA (nBUA) value. The Vw value was
calculated as a function of temperature T (20◦) using the simplified equation by Lubbers
and Graaff [44] as given by Equation (4):

Vw = 1405.03 + 4.624 × T − 0.00383 × T2 (4)

2.3. Water Saturation Method of Bone Porosity Measurement

The bone samples were dried in air for 24 h, and then porosity of each of them was
calculated by the water saturation method using the relation

Porosity =
wSA − wFA

wSA − wSL
(5)

where wSA is the weight of sample in the air with water-saturated pore space, wFA is the
weight of sample in the air with free pore space, and wSL is the weight of sample suspended
in water with water-saturated pore space, measured using (PGW 1502e Precision Balances,
Adam Equipment Inc., Oxford, CT , USA) with 0.01 g resolution. The sample porosity
values were in the range of 60.50–82.40%.

2.4. QCT Bone Porosity Measurement

Nine bovine bone samples were scanned with the Bruker SkyScan 1173 Micro-CT
machine, Billerica, MA, USA (highest possible resolution of 9.2 µm pixel size under 42 KV
and 157 µA) to analyze their porosity and pore distribution. Each scanned specimen was
reconstructed using NRecon software, local Version, Bruker Corporation, Billerica, MA,
USA and the reconstructed images were performed by CT-Analyzer software (Version
1.13, MicroPhotonics Inc., AllenTown, PA, USA) using the three-dimensional (3D) anal-
ysis option. The porosity analysis of each sample was performed by examining a small
(10 mm diameter) region enclosing the region of ultrasound measurement. The average
porosity in the scanned samples ranged from 60.99–82.42% and the pore sizes ranged from
0.009–1.691 mm. The porosities measured from QCT matched with those determined using
the water saturation method for nine samples within a standard deviation (0.2%).

3. Results and Discussion
3.1. Validation of Experimental Method Using Polyethylene Disks

The experimental method was validated using three high density circular polyethy-
lene disks (density— 952 g/cm3, thickness—0.300 cm, and diameter 1.900 cm, prepared
by (Hewlett-Packard Co., Palo Alto, CA, USA). The amplitude spectra of the US signals
were determined using reference (black) and the polyethylene disks (blue) with the same
diameter as the cancellous bone samples using a transducer with center frequency of
2.25 MHz, as shown in Figure 2a. The nATTN values increases linearly with frequency
(Figure 2b), whereas the phase velocity remains constant in (Figure 2c) within the band-
width of 1.62–2.32 MHz. which demonstrates the nondispersive nature of ultrasound
velocity in polyethylene material. A similar measurement was carried out using the 5.00
and 7.50 transducers, as well within their −3.0 dB bandwidth frequencies. The nATTN
and nBUA values exhibited a similar nature, with higher values of the attenuation coeffi-
cients; however, the phase velocity were found to rise with increase in frequency within the
−3.0 dB bandwidth frequency range for 5.00 and 7.50 MHz center frequency transducers,
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as shown in Figure 2d, suggesting a positive velocity dispersion at higher frequencies. This
characteristics property is commonly observed in most viscoelastic material [45].

Figure 2. Ultrasound parameter measurements for reference- water (black) and polyethylene disk
(blue and red) samples by 2.25 MHz center frequency transducer: (a) amplitude of US signals;
(b) normalized attenuation coefficient (nATTN) of the disk; (c) phase velocity of the disk as a function
of frequency within its bandwidth; and (d) comparison of nATTN and UV measured by transducer of
2.25, 5.00 and 7.50 MHz center frequency within their −3.0 dB bandwidth. The −3.0 dB bandwidth
are 1.62–2.32 MHz for 2.25 MHz, 4.02–5.14 MHz for 5.00 MHz and 6.81–7.89 MHz for 7.5 MHz center
frequency transducers.

The mean values of normalized attenuation coefficients (nATTN) of the polyethylene
disks, measured at five different spots of the disk from three separate experiments, were
found out to be 4.0 ± 0.40, 7.1 ± 0.99, and 17.0 ± 0.60 dB/cm at 2.05, 4.58 and 7.34 MHz,
respectively. The respective mean values of nBUA of polyethylene disks are 9.20 ± 0.35,
11.9 ± 0.43 and 13.5 ± 0.58 dB/cm/MHz at 2.05, 4.58 and 7.34 MHz and the respective UV
of polyethylene disks were found to be 2040.6± 0.2, 2130.5± 0.3, and 2173.9 ± 0.6 m/s. The
attenuation increased linearly with increasing frequency, and there was also an increase in
velocity of the disk as frequency increased (from 2.25 to 7.50 MHz). The measured values
of attenuation coefficient and UV of polyethylene disks at the center frequencies were
compared to the values of Kline [45], and Wu [43]. At those frequencies, our results were
close to theirs with 5% agreement. This agreement suggests that the attenuation mechanism
in polyethylene disk is dominated by scattering phenomena at these frequencies.

3.2. Calculation of Ultrasound Parameters for Cancellous Bone Samples

The frequency-dependent nATTN, nBUA, and UV values for each bone sample were
calculated from the amplitude spectra using three pairs of transducers (2.25, 5.0, and
7.50 MHz center frequency) at five different locations for each bone sample, as shown in
Figure 1b. Figure 3 represents the relative amplitudes of the transmitted signals through
reference, i.e., distilled water (solid black line) and the bone specimen (blue dotted line—
highest porosity and solid blue line—lowest porosity) using 2.25, 5.00 and 7.50 MHz
transducers over their respective −3.0 dB bandwidth frequency, measured at the center
of the sample. The relative amplitudes are the ratio of absolute FFT amplitudes to the
centre-frequency amplitude of the reference. It was observed that the ultrasound amplitude
gradually reduces as the frequency increases.
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Figure 3. Relative amplitude of ultrasound signals measured by 2.25 MHz, 5.00 and 7.50 MHz center
frequency transducers within −3.0 dB bandwidth: reference (black line), 82.40% porous bone sample
(dotted blue line) and 60.99% porous bone sample (solid blue line). The −3.0 dB bandwidth are
1.62–2.32 MHz for 2.25 MHz, 4.02–5.14 MHz for 5.00 MHz and 6.81–7.89 MHz for 7.5 MHz center
frequency transducers.

A comparative measure of the attenuation coefficients and velocity of highest porous
(dotted blue line) and lowest porous (solid blue line) bone samples (corresponding to
Figure 3 over the −3.0 dB frequency bandwidth at 2.25, 5.00 and 7.50 MHz are presented
in Figure 4a,b. The attenuation coefficients of bone samples linearly increase at 2.25 MHz,
remain almost constant at 5.00 MHz and decrease at 7.50 MHz within the respective −3.0 dB
bandwidth frequency range irrespective of porosity. The nature of plots at these frequency
ranges could be attributed to the various scattering phenomena due to the non-uniform pore
size distributions of the bone samples. The wavelength of these transducers varies from
0.67 to 0.20 mm, whereas the pore sizes of the cancellous bone in our study lie in the range
of 0.009 to 1.691 mm. The nBUA values for 5.00 and 7.50 MHz transducers were calculated
over the linear regions corresponding to (2.00 MHz–3.50 MHz) and (4.00 MHz–6.00 MHz),
respectively, which fall within their respective at a −20 dB bandwidth region.

Positive (negative) ultrasound dispersion is indicated by an increase (decrease) in the
value of the phase velocity as frequency increases. A nondispersive relationship occurs
when no change in phase velocity with frequency. UV dispersion for the lowest porous
bone (60.99%) can be approximated as slightly negative (−2.29 m/s) in the frequency range
of (1.68–2.32 MHz), slightly positive (1.28 m/s) in the frequency range of (4.02–5.14 MHz),
and no dispersion (0.74 m/s) in the frequency range of (6.34–7.49 MHz), as measured using
2.25, 5.00 and 7.50 MHz transducers. For the highest porous bone (82.42%), the velocity
dispersion was measured as 0.29 m/s for (1.68–2.32 MHz), 0.22 m/s for (4.02–5.14 MHz)
and 0.13 m/s for (6.34–7.49 MHz), as measured using 2.25, 5.00 and 7.50 MHz transducers.
It was observed that UV remains nondispersive for the highest (82.42%) and all higher
porous bone samples (beyond 70.18%) at all the frequency ranges. These results are not
consistent with the predictions from a Kramers–Kronig (KK) relationship between UV and
attenuation in the bone samples, which states that material that exhibits the attenuation
must also display dispersion; however, this relationship is valid only if the material satisfies
the conditions of linearity and causality [46].

These plots demonstrate that the ability of attenuation coefficients and velocity to vary
significantly from lowest porous bone to highest porous bone. Harrar and Jennane had
successfully demonstrated that the relation between porosity–lacunarity values (which is
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a second-order fractal metric values) and porosity–star volume distribution values (SVD)
from the 2D radiographic cancellous bone images could discriminate osteoporotic bone
from the normal bone [18]. These findings strongly indicate that the porosity of cancellous
bone could be used as an indicator for the detection of osteoporosis.

Figure 4. Measurement of ultrasound parameters of bone samples by 2.25 MHz, 5.00 and 7.50 MHz
center frequency transducers within −3.0 dB bandwidth of 82.42% porous bone sample (dotted blue
line) and 60.99% porous bone sample (solid blue line). (a) Attenuation (nATTN) and (b) ultrasound
velocity (UV) as a function of frequency within −3.0 dB bandwidth frequency. The −3.0 dB band-
widths are 1.62–2.32 MHz for 2.25 MHz, 4.02–5.14 MHz for 5.00 MHz and 6.81–7.89 MHz for 7.5 MHz
center frequency transducers.

3.3. Relationship between Porosity and Ultrasonic Parameters of Bone Samples

The ultrasound parameters, attenuation coefficients (nATTN), normalized BUA (nBUA),
and velocity (UV) of 21 bovine cancellous bones as a function of porosity are plotted in
Figure 5a–c using three transducers of center frequencies of 2.25 (red), 5.00 (blue) and
7.50 MHz (green). Each curve in Figure 5a exhibits nonlinear characteristics with a mini-
mum value of nATTN at the highest porosity and maximum at lowest porosity, which is
expressed by a cubic polynomial fit (solid lines), with the correlation coefficients (R2) of 0.98,
0.97 and 0.96 at 2.25, 5.00 and 7.50 frequency, respectively. A similar nonlinear relationship
between nBUA and porosity is depicted in Figure 5b. By contrast, the UV values plotted
in Figure 5c were observed to have an approximately linear variation with porosity at all
frequencies, implying that the highly porous bone sample will have the lowest value of
phase velocity and vice versa for the range of porosities of our samples.

The mean value of attenuation coefficients (nATTN) ranges from 32.15–85.17 dB/cm
for 2.25 MHz, 46.67–113.57 dB/cm for 5.0 MHz and 64.79–126.75 dB/cm for 7.50 MHz for
the bone samples in the order of decreasing porosity. In the same order of porosity, the
mean phase velocity varies from 1493.93 m/s to 1602.86 m/s (2.25 MHz), 1539.96 m/s to
1792.02 m/s (5.00 MHz) and 1653.96 m/s to 1908.18 m/s (7.50 MHz). The respective range
of the mean value of nBUA is 18.85–64.31 dB/cm for 2.25 MHz, 21.66–85.57 dB/cm for
5 MHz and 34.63–109.15 dB/cm for 7.50 MHz. A trend of increase of these ultrasound
parameters was observed with an increase in frequency (2.25–7.50 MHz). The mean
average attenuation of the lowest (60.99%) and highest (82.42 %) porous samples increased
by 32.64 dB and 41.58 dB, respectively, when the transducer center frequency was increased
from 2.25 MHz to 7.50 MHz.
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Figure 5. Plot of (a) nATTN (dB/cm), (b) nBUA (dB/cm.MHz) and (c) UV (m/s) of twenty-one bovine
bone specimens as a function of porosity measured by three different center frequency transducers of
7.50 MHz (green), 5.00 MHz (blue) and 2.25 MHz (red). Each symbol represents the mean value of
each parameter measured at five different spots and the error bar represents one standard deviation
of the measurement. The solid line represents the fit line obtained from the polynomial fit of order 3
for (a,b) and the linear fit for (c) using MATLAB software.

3.4. Role of Pore Size Distribution on Ultrasound Parameters of Bone Samples

The Bruker SkyScan 1173 Micro-CT machine was used to measure the pore size
distribution of nine cancellous bone samples, which was found to be in the range of
0.009–1.691 mm within an uncertainty of 0.001 mm, indicating the inhomogeneous nature
of cancellous bone. However, as demonstrated in Table 1, the pore size distribution varies
for each bone sample, correlating to varying porosity. The highly porous cancellous bone
sample (porosity 82.40%) has pore sizes ranging from 0.009 to 1.691 mm. In contrast, the
low porosity specimen (porosity 60.99%) has pore sizes ranging from 0.009 to 0.841 mm,
implying that bigger pore sizes correlate to greater porosity values. The non-uniform
pore size distribution could be the reason for the fluctuations of nATTN and nBUA values
within the five different measurement locations of the sample, shown by the error bars in
Figure 5a,b. This fluctuation is consistent across all bone samples at all frequencies. The
similar tread of the variability of ultrasound parameters with porosity at (2.25–7.5 MHz)
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frequencies, as shown by our study, suggests that the relationship between them and
porosity is independent on pore size distribution.

Table 1. Table of pore size distribution and porosity of nine cancellous bone samples.

Sample Pore Size (mm) Porosity %

1 0.009–0.841 60.99
2 0.009–0.896 66.45
3 0.009–0.946 70.18
4 0.010–1.026 72.51
5 0.009–1.144 76.03
6 0.009–1.255 78.36
7 0.009–1.432 79.09
8 0.009–1.506 80.51
9 0.009–1.691 82.42

4. Conclusions

The through transmission ultrasonic spectroscopy method was used to investigate
the ultrasound wave propagation through twenty-one bovine cancellous bone samples
in the frequency range of 1.68–7.89 MHz using matched transducers of three different
center frequencies (2.25, 5.00 and 7.50 MHz). Using the water saturation method, the bone
porosity of these samples was measured and found to be in the range of 60.99–82.42%.
Nine samples were examined using a QCT scan to study the influence of pore size on
these parameters. The measured porosity value from the QCT scan matched that of the
water saturation method within the experimental uncertainty. The relative orientation
between the ultrasonic beam and the bone samples was maintained as the mediolateral
(ML) direction of the bovine tibia where the trabeculae are aligned in the perpendicular
direction to propagation at normal incidence (the same as used in vivo measurements).
The attenuation coefficients, nBUA and phase velocity of bovine cancellous bone samples
were presented as functions of frequency and porosity using these transducers since these
ultrasound parameters are very effective means of material characterization.

It was experimentally observed that the attenuation coefficient curve of bone samples
linearly increases at 2.25 MHz, remains almost constant at 5.00 MHz, and decreases at
7.50 MHz within their respective −3.0 dB bandwidth frequency range, irrespective of
porosity. The ultrasound velocity dispersion of the lowest porosity bone sample (60.99%)
can be approximated as slightly negative at lower and slightly positive at a higher frequency
range. At the same time, it remains nondispersive for the highest (82.42%) and all other
porous bone samples (>70%) at all the frequency ranges, as measured using 2.25, 5.00 and
7.50 MHz transducers. The nonlinear relationship of porosity-nATTN and porosity-nBUA
can be described by a cubic polynomial fit and the porosity–UV relationship by a linear
fit, which might be caused by the various scattering phenomena from the non-uniform
pore size distributions (pore size varying from 0.009 to 1.691 mm) of the bone samples, as
the wavelength of these transducers varies from 0.67 to 0.20 mm. This study also suggests
that the non-uniform pore size distribution can influence the measured nATTN, nBUA
values, leading to fluctuation within the same bone specimen; however, the relationship
between porosity between nATTN and nBUA is independent of pore size distribution,
which is valid for all frequencies (2.25–7.5 MHz). A trend of increase of these ultrasound
parameters was observed with an increase in frequency (2.25–7.50 MHz). These higher
values of nATTN at higher frequency correspond to a higher rate of loss of acoustic energy,
which is not ideal for clinical quantitative ultrasound applications. However, the higher
frequency means shorter wavelength, which can provide better spatial and axial resolutions
of the bone microarchitecture images for the structural analysis applications, indicating
that UV measurement at a higher frequency might be suitable for diagnostic purposes.
This study hypothesizes that the high and low porous bone could be distinguished by
studying the curves of attenuation coefficients measured by the transducer within the
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bandwidth, as shown in Figure 4a, which strongly manifests the idea that this relationship
between attenuation coefficients and porosity could be used for clinical measurements
based on a t-score of osteoporotic bone with that of normal bone in a similar fashion as
bone mineral density (BMD) is measured. However, this analysis is based on the bovine
cancellous bone specimens, whose porosity range (60.99–82.40% in this study) is relatively
lower than human cancellous bone (75–95%). As this study also indicates that different
pore size distributions can lead to other scattering mechanisms, the mode of interaction
of ultrasound can be entirely different with human cancellous bone compared to bovine
cancellous bone. The study should be extended to account for this possibility by conducting
in vitro experiments using much higher porous samples (>84.90%) or real osteoporotic
human cancellous bone specimens. Furthermore, this study could not explain the ultrasonic
behavior of the ultrasonic parameters for the cancellous bone with less than 60.99% porosity.
The study should also be validated using theoretical models for a general clinical consensus.
Despite all these limitations, these results seem promising, and give a new diagnostic
parameter to identify the osteoporotic bone using ultrasound technology.
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