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Abstract: In this study, the feasibility of assessing the chemical composition in bone using the
multi-wavelength photoacoustic analysis (MWPA) method was investigated. By illuminating a bone
specimen using laser light with a wavelength tunable over an optical spectrum from 680 nm to
950 nm, the optical absorption spectrum of the bone was acquired. Then, with the optical absorption
spectra of all the optically absorbing chemical components in the bone known, a spectral unmixing
procedure was performed to quantitatively assess the relative content of each chemical component.
The experimental results from porcine rib bones demonstrated that the contents of the chemical
components, including not only non-organic materials such as minerals and water but also organic
materials including oxygenated hemoglobin, deoxygenated hemoglobin, lipid, and collagen, can all
be assessed by MWPA. As the chemical composition in the bone is directly associated with functional
and metabolic activities, the finding from this study suggests that the MWPA method could offer a
new diagnostic tool for the non-invasive evaluation of bone health.

Keywords: photoacoustic; bone; multi-wavelength photoacoustic analysis; osteoporosis; chemical
composition

1. Introduction

The number of patients with osteoporosis, a serious public health threat with significant
physical, psychological, and economic impacts, is expected to grow, mainly due to the increase
in the aging population worldwide. In osteoporosis, the bone mineral density (BMD) is reduced,
bone microarchitecture (BMA) deteriorates, and the amount and variety of proteins in bone are
altered. Currently, most clinically used non-invasive assessment methods are based on the use of
X-ray or ultrasound [1,2]. These methods, although often used to measure bone mineral density
(BMD) and some mechanical properties, have limited sensitivity to monitor the chemical or molecular
changes in the bone that result from disease or aging. In addition, X-ray-based techniques use
ionizing radiation, which is not ideal for pediatric applications or long-term repetitive monitoring.
Quantitative ultrasound (QUS) technologies provide practical and low-cost alternatives, and have
already led to clinical instrumentations [3,4]. The QUS bone assessment methods are usually based on
the measurements of sound velocity (SOS) and broadband ultrasound attenuation (BUA) through a
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given tissue. However, the specificity of QUS is limited when pathogenic bone diseases are determined
by microstructure and chemical changes rather than the change in bone mass [5–7].

Bone quantity and quality are dependent on not only the mass and structure of the non-organic
mineral matrix but also the organic matrix which is associated with the bone blood flow and
cellular metabolism. The main components of the organic matrix in the bone are lipid, blood cells,
collagen, and proteins. It is the mineral component of the non-organic matrix that makes bone hard and
rigid, but the arrangement of the collagen fibers in the organic matrix makes bone strong. In addition,
the other organic components, including bone marrow fat, marrow perfusion, and oxygen saturation,
are related to the cellular metabolism of bone. Therefore, those features of chemical components may
offer newly detectable information for the early diagnosis of osteoporosis [8,9]. Recently, it has been
reported that magnetic resonance imaging (MRI) can distinguish changes in bone marrow lipid content
and bone microarchitecture between normal bone and osteopenic bone [10–12]. Due to its high cost and
complexity, MRI examinations are not a feasible replacement for routine X-ray-based methods. In prior
studies, optical spectroscopic techniques have been used to evaluate how alterations of bone composition
contribute to bone quality changes related to aging, disease, or injury [13–16]. Traditional optical
techniques, however, suffer from low spatial resolution and limited detection specificity due to the
overwhelming optical scattering in biological tissues.

The emerging biomedical photoacoustic (PA) techniques have the unique capability to probe the
highly sensitive optical absorption contrast in deep biological tissues [17,18]. The PA signal generated
by the bone contains both microstructural information and molecular and chemical information,
both highly relevant to bone health. In previous research, Lashkari et al. evaluated the cortical and
trabecular bone structure and density variations in bone using a dual backscattered ultrasound and
PA radar system [19,20]. Our group has studied the feasibility of using the thermal photoacoustic
(TPA) method and photoacoustic spectral analysis (PASA) method to assess the BMD and BMA of
trabecular bones in rat models [21–23]. Cayla et al. introduces an optimized PA imaging technique to
assess SO2 within the femoral bone marrow cavity through disease progression in a murine model [24].
Recently, Idan Steinberg et al. used the dual-modality multispectral PA system to quantify the blood
over fat ratio present in the marrow, which was correlated with the molecular changes in the long
bone [25].

This study aimed at validating the feasibility of the multi-wavelength PA analysis (MWPA) method
in quantifying the chemical information in the trabecular bones with differing BMD. The experiments
were conducted on fresh and ethylenediaminetetraacetic acid (EDTA)-treated porcine ribs. The PA
spectroscopic curves of the rib bones with different BMDs were measured. Then, with the optical
absorption spectra of all the relevant chemical components known, including hydroxyapatite,
lipid, deoxygenated hemoglobin, oxygenated hemoglobin, collagen, and water, a spectral unmixing
procedure was conducted, which quantified the relative content of each chemical component in the
bone. To validate this method, the measurements from the bone specimens with different BMDs
were compared.

2. Materials and Methods

2.1. Experimental Setup

Each bone sample was measured by using MWPA over an optical spectrum from 680 nm to
950 nm with a constant interval of 10 nm (in total, 28 wavelengths). The experimental setup used to
study the chemical components of bone is shown in Figure 1. The light beam from a Nd:YAG laser
pumped optical parametric oscillator (OPO) (Vibrant B, Opotek, Carlsbad, CA, USA) illuminated
the bone with a beam diameter of 4 mm. The light fluence at each wavelength in the entire optical
spectrum was controlled to be 15–20 mJ/cm2 per pulse, which was lower than the safety limit of
the American National Standards Institute (ANSI). After passing through a beam splitter, 10% of
the laser energy was guided to a black rubber. The PA signal generated from the black rubber
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was recorded by an ultrasound transducer (V310-SU, Olympus, Center Valley, PA, USA) which was
later used as a reference for calibrating the PA signal from the bone. Ninety percent of the laser
energy was guided to the bone sample which was immersed in a water bath for acoustic coupling.
The generated PA signal from the bone was received by an ultrasonic transducer (Fc = 5 MHz, V326-SU,
Olympus, Center Valley, PA, USA). The detected PA signal was amplified, then digitized by a digital
oscilloscope (TDS 540, Tektronix, Inc., Beaverton, OR, USA), and then collected by a PC. To enhance
the signal-to-noise ratio (SNR), the PA signal was averaged over 50 laser pulses.

Figure 1. Experimental setup. (a,b) The schematic diagram of the experiment setup. (c,d) The photographs
of the bone samples. ROI stands for the regions of interest. (e) An example of the photoacoustic (PA)
signal generated by the bone specimen. (f) An example of the power spectrum density (PSD) of the PA
signal generated by the bone.

2.2. Bone Specimens

To assess MWPA measurements in a clinically relevant animal model, fresh porcine rib bones
were obtained from a local grocery store, as shown in Figure 1c,d. Three groups of bones were studied,
each with five specimens (n = 5), including Group 1 for untreated bones, Group 2 for bones treated with
EDTA for 13 h, and Group 3 for bones treated with EDTA for 26 h. According to the literature [26–28],
bone can be decalcified by EDTA solution (0.5 M), while the organic materials in the bone will stay.
Based on our observation, however, the blood in the bone was also partly lost after the bone was
immersed in the EDTA solution for a certain period of time. To confirm the decalcification of the bones
after being treated with EDTA, each bone was imaged by a Faxitron microradiograph (see Figure 2a–c).
The images were further processed using Matlab software to evaluate the mean grayscale value for
each sample as an indicator of the BMD in the bone. The mean and standard division of the gray
values are 125.20 ± (9.143), 77.41 ± (15.99), 74.17 ± (15.48), as shown in Figure 2d, for Groups 1, 2, and 3,
respectively. Unpaired t-tests were conducted to compare the grayscale values among the three groups,
with a null hypothesis that there was no statistically significant difference between any two of the three
groups. p-values of 0.03 and 0.02 were archived between Group 1 and Group 2, and also between
Group 1 and Group 3, respectively, demonstrating that the average BMD for untreated bones in Group 1
was significantly larger than those in the demineralized bones in Group 2 and Group 3. No statistically
significant difference was observed between Group 2 and Group 3, although the average BMD of
Group 3 was slightly lower than that of Group 2.
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Figure 2. X-ray imaging results for three bone groups. (a) The X-ray image of an untreated bone from
Group 1. (b) The X-ray image of a bone from Group 2 treated with EDTA for 13 hrs. (c) The X-ray
image of a bone in Group 3 treated with EDTA for 26 h. (d) The grayscale value for the three bone
groups; * stands for p < 0.05.

2.3. Theory

The amplitude of the PA signal generated by the bone after ignoring the reflected acoustic wave
from the boundary can be expressed as [29,30]:

p(r,λ) = k·Γ·ηth·µa(λ)·F0·e−µe f f (λ)·r·e−α·(z0−r) (1)

where Γ is the Grüneisen parameter, which can be expressed as Γ =
β·c2

Cp
, where β is the thermal

coefficient of volume expansion, c is the SOS of tissue, and Cp is the heat capacity at constant pressure;
k is a constant accounting for the impulse response of the detection system; ηth is the heat conversion
efficiency; µa is optical absorption of bone tissue; F0 is the light fluence generated by the laser; µe f f is

the effective optical attenuation coefficient in the bone; e−µe f f (λ)·r is the light attenuation in the bone;
α is the ultrasound attenuation coefficient in the bone; e−α·(z0−r) is the ultrasound attenuation in the
bone. Since both the ultrasound and optical attenuation are large in bone tissue [4,31,32], the PA signal
received by the transducer is mostly generated from the bone surface (r = 0). Then, the amplitude of
the PA signal received by the transducer could be simplified as

p(λ) = k·Γ·ηth·µa(λ)·F0·e−α·z0 · (2)

In this equation,F0 can be calibrated by the recorded laser energy at different wavelengths, while k,
Γ, ηth, and α are independent of the wavelength. Therefore, k, Γ, ηth, and α can be removed by dividing
µa(λ0) at the reference wavelength of λ0:

p(λ)
p(λ0)

=
k·Γ·ηth·µa(λ)·F0·e−α·z0

k·Γ·ηth·µa(λ0)·F0·e−α·z0
(3)

From this equation, we can get the µa(λ) by using

µa(λ)

µa(λ0)
=

p(λ)
p(λ0)

(4)

Equation (4) indicates that, by performing multi-wavelength PA measurement of bone samples,
we can measure the relative optical absorption spectrum in the trabecular bone. With the relative optical
absorption spectrum of a bone measured, spectral unmixing was then be performed to derive the relative
contribution of each chemical component to the optical absorption spectrum [33]. A least-squares
method was used, which tries to fit the PA measured optical absorption spectrum of bone via a linear
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combination of the optical spectra of all the relevant chemical components leading to the minimum
sum of the squared residuals of the measurement points from the fitting line.

2.4. Signal Processing

The processing of the multi-wavelength PA signals from each bone specimen follows the steps
listed below. Step 1: the amplitude of the PA signal acquired from the bone was divided by the
amplitude of the PA signal from the black rubber for calibration. This calibration not only normalized
the outputs of laser energy at different wavelengths, but also removed the variation due to the
pulse-to-pulse fluctuation of the laser energy. Step 2: the PA signal was transferred to the frequency
domain via fast Fourier transform; then the PA frequency power was integrated from 0.5 MHz to
10 MHz. The integrated power reflects the strength of the PA bone signal in the frequency range
of 0.5–10 MHz without being affected by the low frequency (<0.5 MHz) noise or high frequency
(>10 MHz) noise. Step 3: the Steps 1 and 2 were repeated for the PA signals at all the laser wavelengths
over the optical spectrum from 680 nm to 950 nm. Then a curve representing the integrated PA
power as a function of the laser wavelength was generated. This curve, namely the PA spectrum,
represents the spectroscopic optical absorption of the bone measured by the multi-wavelength PA
method. Step 4: In order to improve the stability and reduce the measurement error, each bone
specimen was detected from three different orientations. Then, the Steps 1, 2, and 3 were repeated,
and the PA spectrum curves from three different orientations were obtained and averaged for further
analyses. Step 5: by performing spectral unmixing using the least-squares method, the relative contents
of all the optically absorbing chemical components in the bone were calculated from the PA spectrum
acquired from 680 nm to 950 nm.

3. Results and Discussion

Fresh human bone contains non-organic mineral (hydroxyapatite) and water, as well as organic
compounds, including collagen, lipid, and hemoglobin [34–36]. Each non-organic and organic material
in the bone has its own unique optical absorption spectrum, and may contribute to the PA signal from
the bone. In the spectral range of 680–950 nm, the main optically absorbing components in the bone
are hydroxyapatite, oxygenated hemoglobin, deoxygenated hemoglobin, and lipids, while the light
absorption of other materials is relatively low [13,31,37–40].

Figure 3 shows the MWPA results for the three groups of bones. The three solid lines in Figure 3a
show the averaged PA spectra measured from the three groups of bones, while the standard deviation
and error bars are shown by the shaded area next to each curve. An obvious difference can be seen in
the PA spectra from the three groups. In the PA spectrum from the fresh bones (Group 1), we can see
relatively strong absorption around 700 nm, 760 nm, and 860–950 nm. The overall shape of the PA
spectrum matches well with results in the literature [13,41]. The optical absorption spectra of the main
chemical components in the bone are shown in Figure 3b. We can see that the main characteristics
of these absorption spectra, especially for hydroxyapatite, hemoglobin, and lipid, are reflected in the
measured PA spectrum from the fresh bone in Figure 3a [21]. We expect that both deoxygenated
hemoglobin and hydroxyapatite contribute to the strong absorption in the range of 680–700 nm [42,43].
The peak around 760 nm in the PA spectrum may come from the absorption of both deoxygenated
hemoglobin and lipid [44]. The strong absorption around 900–950 nm may be associated with lipid,
oxygenated hemoglobin, and water. According to the literature, lipid has a strong absorption peak
at 930 nm, while collagen has an absorption peak near 920 nm [44,45]. However, these peaks at
approximately 920–930 nm can only be noticed in the PA spectrum from the bones treated by EDTA
for 26 h (Group 3). For the other two groups (i.e., Group 1 and Group 2), these peaks cannot be seen,
probably because the 900–950 nm spectral range is still dominated by oxygenated hemoglobin which
was not fully removed from the bones in these two groups.
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Figure 3. (a) The averaged PA spectra measured from the three groups of porcine ribs, including fresh bones
(Group 1), bones treated with EDTA for 13 h (Group 2), and bones treated with EDTA for 26 h (Group 3).
(b) Optical absorption spectra of major chemical components in the bone, including hydroxyapatite,
collagen, oxyhemoglobin (HbO2), deoxygenated hemoglobin (Hb), lipids, and water. (c) The averaged PA
spectrum from Group 2 (the bones treated with EDTA for 13 h) in comparison with the fitted spectrum by
using the least-squares method.

With the optical absorption spectra of all the major chemical components in the trabecular bone
known [21,31], the relative contribution of each chemical component to the PA spectrum can be derived
by performing a spectral unmixing. A least-squares method was used, which tries to fit the PA
spectrum via a linear combination of the optical spectra of all the chemical components leading to the
minimum sum of the squared residuals of measurement points from the fitting line. As an example,
Figure 3c shows the averaged PA spectrum from Group 2 in comparison with the fitted spectrum based
on the least-squares method. A very high R2 of 0.97 was achieved, demonstrating that a successful
fitting with a high accuracy was achieved in spectral unmixing. For Group 1 and Group 3, the same
procedure also led to a satisfactory R2 of 0.96 and 0.94, respectively.

After the spectral unmixing, the relative contents of the six chemical components in the bone,
including hydroxyapatite, deoxygenated hemoglobin, oxygenated hemoglobin, lipid, collagen, and water,
were derived, as the results show in Figure 4 for the three groups of bone samples. The spectral unmixing
here did not lead to the measurements of molar concentrations of the chemical components because the
data in Figure 3b utilized in spectral unmixing were not the molar extinction coefficients. The relative
content derived from the spectral unmixing reflects the weight of each optically absorbing chemical
component in the measured PA spectral. As expected, when the EDTA treatment time increased,
the content of hydroxyapatite decreased [46], while the contents of lipid, collagen, and water increased
accordingly. The EDTA treatment also reduced the contents of both oxygenated hemoglobin and
deoxygenated hemoglobin, because soaking the bone in the EDTA solution led to the removal of blood
from the bone. The bar chart in Figure 4b summarizes the changes in mineral (hydroxyapatite) content,
blood content (including the two forms of hemoglobin), and the overall content of other materials
including lipid, collagen, and water. To examine whether these changes in chemical components in the
bone caused by the EDTA treatment are significant, un-paired t-tests were performed to compare the
results in Figure 4b. After a 13-hour EDTA treatment and 26-hour EDTA treatment, the mineral content,
the blood content, and the overall content of other materials (including lipid, collagen, and water) all
show statistically significant changes (p-value ≈ 0.01, 0.02,0.01, respectively). The changes in chemical
contents between the two treatment groups (i.e., 13-hour EDTA treatment and 26-hour EDTA treatment)
are not significant.
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Figure 4. (a) Relative contents of the chemical components in the trabecular bone measured by
multi-wavelength photoacoustic analysis (MWPA), including hydroxyapatite, deoxygenated hemoglobin
(Hb), oxygenated hemoglobin (HbO2), lipid, collagen, and water). (b) The relative contributions of the
mineral (hydroxyapatite), whole blood (Hb + HbO2), and other components (lipid + collagen + water)
calculated from (a); * stands for p < 0.05.

Spectral unmixing also enables us to evaluate the contribution from each chemical component
to the PA signal from the bone at each specific optical wavelength. The contribution ci(λ) for each
chemical component was calculated by using

ci(λ) =
[µa(λ)]i·[Cr]i

[F(λ)]i
(5)

where [µa(λ)]i is the optical absorption spectrum of different chemical components at a wavelength of
680–950 nm, [Cr]i is the relative content of different chemical components in the bone, as shown in
Figure 3b, and [F(λ)]i is the fitting line, as shown in Figure 3c. Based on Equation (5), the quantified
contribution ci(λ) of different chemical components in the bone can be obtained. Figure 5 shows
the quantified contribution ci(λ) from each of the six chemical components (i.e., hydroxyapatite,
deoxygenated hemoglobin, oxygenated hemoglobin, collagen, lipid, and water) to the bone signal as a
function of optical wavelength from 680 nm to 950 nm. For fresh bones, the major contributors to the
PA signals over the studied spectrum were hydroxyapatite, deoxygenated hemoglobin (680–780 nm),
and oxygenated hemoglobin (800–950 nm). After EDTA treatment, the contribution from hydroxyapatite
was weaker over the entire spectrum; the contribution from oxygenated hemoglobin was almost
gone, as not only the blood was removed but it also became older and deoxygenized as a result of
the treatment. In addition, because of the loss of both hydroxyapatite and blood after treatment,
the relative contributions from lipid, collagen, and water became larger, especially in the spectral range
of 900–950 nm. This further explains the peak around 920–930 nm that was observed in the PA spectral
curve from the bones treated with EDTA for 26 h, as shown in Figure 3. To indicate the reproducibility,
the contribution of each chemical component to the PA signal from the bone as the function of optical
wavelength was conducted for each bone sample in those three groups. The average and standard
division results of the contribution curves for each group are shown in Figure 5. To examine whether
these changes in contribution to the PA signal of different chemical components in the bone caused by
the EDTA treatment are significant, a two-way ANOVA test was performed to compare the results
in Figure 5a–h. After a 13-hour EDTA treatment and 26-hour EDTA treatment, the contribution of
minerals, HbO2, lipid, collagen, and water all show statistically significant changes (p-value < 0.05).
The changes in contributions between the two treatment groups (i.e., 13-hour EDTA treatment and
26-hour EDTA treatment) are not significant.
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Figure 5. The contributions of each optically absorbing chemical component to the PA absorption
curves, including (a) hydroxyapatite, (b) deoxygenated hemoglobin (Hb), (c) oxygenated hemoglobin
(HbO2), (d) whole blood (Hb + HbO2), (e) lipid, (f) collagen, (g) water, (h) and the total of lipid,
collagen, and water, to the bone PA signals at different optical wavelengths from 680 nm to 950 nm.

4. Conclusions

Via the experiments on clinically relevant porcine rib bones, we studied the feasibility of
assessing bone chemical composition by using MWPA method. The quantified relative contents
of the chemical components in the three groups of bones, including untreated, treated with EDTA for
13 h, and treated with EDTA for 26 h, were compared, and statistically significant chemical changes
due to the treatments were demonstrated. Besides detecting the changes in mineral content in the
bone, MWPA could provide additional information of other optically absorbing chemical materials,
such as lipid, collagen, oxygenated hemoglobin, deoxygenated hemoglobin, and water. Evaluation of
the contents and changes of these organic and non-organic materials in the bone may provide highly
valuable information on bone health. In the future, the MWPA could be developed into a low-cost,
non-invasive, and patient friendly tool for early diagnosis and longitudinal monitoring of a variety of
bone conditions resulting from diseases or aging.

The present study also has some limitations. First, the EDTA bone models do not create
changes in bone chemical composition exactly the same as those in osteoporosis or osteopenia bone.
Therefore, to pave the way toward clinical applications, extensive studies on clinically relevant
animal models of bone diseases followed by clinical trials on human subjects would be necessary
to fully understand the performance and limitations of the MWPA method described in this work.
Second, the effect of light attenuation was not considered in this study. For in vivo studies, human bones
are large, which leads to high light attenuation in them. Therefore, compensation for light attenuation
should be considered in future work. Third, for the large ultrasound attenuation in bone for in vivo
studies, especially for the high frequency component, therefore, the transducer used for in vivo studies
should have a relatively low center frequency. Hence, parts of the future work would be studying
the relationship between the PA frequency and the amount of the different chemical components
in the bone, as well as the PA spectral curves as functions of the center frequency of the transducer.
Fourth, for practical use, the bone assessment technique based on the PA detecting method shown
in our manuscript may not available and should be improved with a better design. In particular,
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the mode of detection should be improved based on the target bone in vivo. For example, we used the
transmission PA mode for multi-wavelength PA measurement of calcaneus bone in vivo in our recently
published study [29]. Fifth, the optical penetration depth at different wavelengths and the ultrasound
penetration depth at difference frequencies should be further studied. Based on them, the optimized
range of wavelengths and center frequency of the transducer should be used.

Despite these limitations, this study successfully proved the feasibility of using the emerging PA
techniques to assess the chemical information in bone. In comparison with established gold standard
dual-energy X-ray absorptiometry (DEXA) imaging modalities, the presented PA bone assessment
method has many advantages, such as being target specific, non-ionizing, low cost, and patient friendly.
Furthermore, the development of PA techniques as a way to accurately quantify organ-level chemical
and molecular changes, such as lipid content, blood content (perfusion), and hydroxyapatite content,
may allow for early identification of changes in bone metabolism and quality.
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