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Measurement method of optical properties of ex
vivo biological tissues of rats in the near-infrared
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An optical fiber-based supercontinuum setup and a custom-made spectrophotometer that can measure spectra
from 1100 to 2300 nm, are used to describe attenuation properties from different ex vivo rat tissues. Our method
is able to differentiate between scattering and absorption coefficients in biological tissues. Theoretical assump-
tions combined with experimental measurements demonstrate that, in this infrared range, tissue attenuation and
absorption can be accurately measured, and scattering can be described as the difference between both magnitudes.
Attenuation, absorption, and scattering spectral coefficients of heart, brain, spleen, retina, and kidney are given
by applying these theoretical and experimental methods. Light through these tissues is affected by high scattering,
resulting in multiple absorption events, and longer wavelengths should be used to obtain lower attenuation values.
It can be observed that the absorption coefficient has a similar behavior in the samples under study, with two main
zones of absorption due to the water absorption bands at 1450 and 1950 nm, and with different absolute absorp-
tion values depending on the constituents of each tissue. The scattering coefficient can be determined, showing
slight differences between retina and brain samples, and among heart, spleen and kidney tissues. © 2020 Optical

Society of America

https://doi.org/10.1364/AO.384614

1. INTRODUCTION

The knowledge of light’s behavior, both theoretical and experi-
mental, and through many biological materials, has been widely
studied to develop new noninvasive biomedical applications
[1–6]. Some phenomena related to matter–light interaction,
such as absorption or scattering, suppose a limit in the imaging
depth capability. For this reason, it is important to reduce these
losses to increase the intensity of transmitted light and achieve
meaningful information at deeper penetration depths. In this
sense, the forward transmitted light through turbid media con-
sists of a combination of collimated and diffused radiation. The
ballistic light is the light propagating only in the forward direc-
tion. It is considered to be a fraction of the incident light that is
not affected by scattering events within the medium, retaining
the characteristics of the incident beam. The attenuation of this
ballistic photon intensity in a turbid medium can be estimated

in terms of absorption and scattering. The multiple-scattered
light emerges with in a wide range of directions after traveling
long distances, whereas the slightly scattered light travels in
a wriggly motion in the forward direction. The information
about these optical properties allows the prediction of the limits
of the measurement techniques. It has been said that infrared
(IR) light penetrates deeply in tissue since the attenuation is
mainly due to scattering rather than absorption. Due to the rel-
ative low absorption (around 1100–1350 nm, 1600–1870 nm
and 2100–2300 nm), these spectral regions are usually called
“therapeutic windows II, III, and IV,” respectively [7–14].

A variety of methods can be used to completely character-
ize the light transmittance process through biological tissues
(human or animal), based on conventional spectrophotomet-
ric systems [12,15]. An absorption coefficient can be easily
obtained upon the attenuation parameters calculated from
experimental transmittance spectra, using a theoretical model
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for the scattering description [4,6,12,15,16]. However, there
exists a high variability among spectra of any kind of tissue, due
to the time of measurement, the water content (with absorption
bands at 1450 and 1930 nm), the fixation procedure, and the
composition of the tissue (absorption bands around 1200 nm
for lipids, or 1450 nm for O-H groups) [10]. Propagation of
the light and spectral features of the samples are associated with
their density, structure, size and shape of the sample, content,
time delay before post-mortem measurements, refractive index,
their thickness, or the way the samples have been excised [10].
Recently, supercontinuum sources have been used to quantify
transmission spectra in the IR range through several ex vivo rat
tissues. Thus, it has been described that the spectral attenuation
in the spleen, kidney, heart, retina, and brain fell off quickly for
longer wavelengths [17,18], suggesting that similar behavior
can be found in any kind of biological tissues, even blood [6],
which results in a lower attenuation for longer wavelengths.
The optical properties of tissue have a strong dependence on
wavelength, and it is necessary to choose the proper wavelength
to achieve a large penetration depth. The penetration depth is
basically limited by the attenuation of ballistic light propaga-
tion (scattering and absorption), as it was previously described
by OCT sources [4,19], multiphoton microscopy [20], and
spectrophotometry [10,12,16].

Any improvement of image techniques over biological tissues
would need an accurate measurement of the absorption and
scattering coefficients. However, they cannot be accurately
determined by considering only experimental measurements
with the standard procedures. A retrieval procedure is necessary
based usually on the radiation transfer theory (by means of the
discrete ordinate method or the modified differential approxi-
mation) to solve the inverse problem [21–23]. In this paper we
provide a reasonable estimation of absorption and scattering
coefficients in the range between 1100 nm up to 2300 nm,
based exclusively on experimental measurements. To the best of
our knowledge, this study is the first one able to evaluate these
coefficients with biological tissues combining these techniques
in this IR spectral region.

2. MATERIAL AND METHODS

A. Experiments

Animal procedures were performed in accordance with the
Statement for the Use of Animals in Ophthalmic and Vision
Research by The Association for Research in Vision and
Ophthalmology, Inc. (ARVO), and with the authorization
and supervision of the Institutional Animal Care and Use
Committee from the University of Zaragoza in Spain. Two
six-month-old Sprague Dawley normal rats were anesthetized
and sacrificed by administering a lethal dose of pentobarbital.
The tissues were removed, fixed in 4% paraformaldehyde for 1 h
at room temperature, washed in a phosphate buffer and sequen-
tially cryoprotected in 15% sucrose for 1 h and 30% sucrose
overnight at 4◦C. The brain (white matter), retina, spleen, heart,
and kidney tissues were sliced at different thicknesses (from 15
to 100µm) using a cryostat (Leica Biosystems Nussloch GmbH,
Nussloch, Germany) and mounted on microscope glass slides.

Two different setups were used in this work, as shown in
Fig. 1. A custom-made IR spectrophotometer was used to

Fig. 1. (a) IR spectrophotometer and (b) supercontinuum system
used in this work. PC, personal computer; PMLRL, passive mode-
locked ring laser; HNLF, highly nonlinear fiber; GRIN, gradient-index
lens; OSA, optical spectrum analyzer.

measure the direct transmittance from 1100 to 2300 nm. The
setup consisted of a broadband halogen light source chopped
to 270 Hz, a monochromator Digikröm CM110 (Spectral
Products, Putnam, CT, USA), an optic fiber with an output
that was collimated with a 3 mm diameter beam impinging
on the tissue slice, and finally an GaAs detector to measure
the transmitted light. We used a custom-written Visual Basic
program (National Instruments, Texas, USA) to communicate
with the spectrophotometer. The installation was calibrated
with a certified holmium standard (Hellma GmbH&Co.KG,
Müllheim, Germany), and with NDQ neutral density filters,
with 0.50 and 0.30 optical densities (CVI Laser Optics, NM,
USA) to calibrate wavelength and transmittance measurements,
respectively. Reference spectra were taken with a thin quartz
slide, without tissue, that was placed on a sample holder.

The supercontinuum source [Fig. 1(b)] was the same as
those of Saldaña et al. [18]. A passive mode-locked ring laser
(PMLRL) produced a train of femtosecond pulses, which were
used as a seed for a highly nonlinear fiber (HNLF) to obtain a
supercontinuum spectrum. The output was collimated using a
gradient-index (GRIN) lens, passing through the sample and
collected again with a second GRIN lens. The spectral measure-
ments from 1100 to 2250 nm were obtained using an optical
spectrum analyzer (OSA) and a monochromator with a PbS
photodetector.

B. Theory

The transmittance of different tissues was measured by means
of the previously described single-mode fiber collimator based
on a graded-index lens [18]. Since the acceptance angle of the
gradient-index lens is very small (0.15 deg.), only straightfor-
ward light is coupled into the second fiber, eliminating almost all
the diffuse light. (Note: It has been experimentally verified that
only a 0.1% of diffuse light is coupled). Therefore, as only the
ballistic photons reach the photodetector, this method allows
measurement of the spectral attenuation coefficient (due to both
scattering and absorption) in agreement with the expression,
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Tt(λ)= exp[−α(λ)L], α(λ)= αa (λ)+ αs (λ), (1)

where α is the attenuation coefficient, αa is the absorption coef-
ficient, αs is the scattering coefficient, Tt is the transmission fac-
tor, L is the tissue thickness, andλ is the wavelength.

However, the transmittance of biological tissues is usually
measured using a spectrophotometer [12,24,25]. Then, the
transmitted power does not obey Eq. (1), and its behavior
should be expressed as

T̂t(λ)= exp[−α̂(λ)L], α̂(λ)= α̂a (λ)+ α̂s (λ)

= kaαa (λ)+ ks αs (λ), (2)

where the coefficients ka and ks are included to consider an
effective absorption coefficient, α̂a , and an effective scattering
coefficient, α̂s . Due to multiple scattering along the tissue, the
scattered photons describe a random trajectory and, conse-
quently, the actual optical path is longer than the tissue length.
Consequently, they suffer more absorption than the ballistic
photons [26–28] and have an effective coefficient higher than
αa , which results in a value of ka bigger than 1. The ka value
depends on the kind of tissue and even changes with the tissue
sample [27]. Distribution of temporal delays for diffuse light
has been measured in breast samples by means of a pulsed laser
[26,27]. As delay values are equivalent to ka values, it is possible
to determine the average value of ka for these samples, obtaining
values of ka = 1.4 [26] and ka = 2.5 [27], which can be taken as
reference values. We estimate that, in general, it does not seem
appropriate to consider values for ka higher than 4, so it can
be assumed that 1≤ ka ≤ 4. On the other hand, taking into
account that the diffuse light is collected by the photodetector, it
is necessary to consider values of α̂s lower than αs ; that is to say,
0≤ ks ≤ 1. In any case, a value near 0 can be considered for ks ,
according to previous experimental works [12].

It is clear that as long as α, ka , and ks are known for a tissue
sample, its spectral coefficients αa and αs could be determined
by

αs (λ)=
1

ka − ks

[
kaα(λ)+

1

L
ln[T̂t(λ)]

]
,

αa (λ)= α(λ)− αs (λ), (3)

which is easily deduced from Eqs. (1) and (2). However, the
actual procedure is not so easy. Although α is measured using
the method based on fiber collimators [18], the values of ka and
ks cannot be determined, but can only be delimited between
the maximum and minimum values. By means of Eq. (3) and
taking into account that αa ≥ 0, we can delimit the interval
0≤ ks ≤ α̂/α� 1, which is in agreement with Shi et al. [12].
In addition, taking derivatives of Eq. (3) with respect to ka and
ks · it can be seen that αs is an increasing function of ka and ks ,
since ka > ks (and, therefore, αa is a decreasing function of ka

and ks ). Thus, to determine maximum and minimum values
of αa and αs , it is only necessary to consider extreme values of
the pair (ka , ks ); in other words, (ka = 1, ks = 0) and (ka = 4,
ks = α̂/α). By measuring several samples of different thickness,
it can be verified that the values ofαa andαs are compatible with
all the samples and more precise limits can be established for
both magnitudes.

3. RESULTS AND DISCUSSION

The transmittances of three brain samples with thicknesses
of 25 µm, 50 µm, and 100 µm, respectively, were measured
by means of both systems. In Fig. 2, α and α̂ are gathered as a
function of the wavelength. As the scattered light is avoided, the
attenuation coefficient measured by means of fiber collimators is
always higher that the effective attenuation coefficient measured
by means of the spectrophotometer. By using a spectropho-
tometer, α̂ changes with the sample thickness, due probably to
different ka values. By applying the procedure described pre-
viously, the maximum and minimum allowed values of αa are
determined for the three brain samples. As can be seen in Fig. 3,
compatible values for the three thicknesses fall between the
maximum values (obtained for 100 µm of the sample length)
and minimum values (obtained for 25µm of the sample length).
Using the spectrophotometer, significant variations among tis-
sues were revealed, reflecting the high variability of the samples
and the dependency on thickness, measured area, and water
content [8,12].

Taking into account our theoretical frame, the αa coefficient
can be determined as the mean value of its maximum and min-
imum allowed values and, at the same time, the error can be
estimated, taking into account both extreme values. Then, αs is
computed as the difference between the α and αa coefficients.
Finally, it is necessary to check that the spectrum of the αa is not
senseless. If this spectrum is correct, it should be reproduced
by fitting of ka and ks for each of the three samples. The mean
and the extreme values of αa and αs coefficients are shown in
Figs. 4 and 5, respectively. The αs coefficient is affected by an
average relative error of 5%, although it varies from 3% up to
12% along the measured spectrum. On the other hand, the
αa coefficient has an average relative error around 37%, with
variations between 22% and 45%. Nevertheless, the same error
on αa and αs coefficients would be obtained by an increment
of 0.11 in transmittance, which is a usual variation between
measurements made in different points of a sample.

Measured biological samples with high αa and a relatively
small light scattering have been previously described. Similar

Fig. 2. Attenuation coefficient α(λ) of brain tissue measured by
fiber collimators (dashed line) and effective attenuation coefficient
α̂(λ) by spectrophotometer (solid lines). The coefficient obtained by
the first method is always higher because the scattered light is avoided.
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Fig. 3. Maximum and minimum allowed values of the absorption
coefficient obtained for the three brain samples. Actual compatible val-
ues fall between maximum values for a 100 µm sample and minimum
values for a 25µm sample (dotted region).
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Fig. 4. Spectral absorption coefficient of the brain tissue: mean
values (solid black line) and maximum/minimum values (dashed black
lines). The relative difference of the fitted spectrum for the sample of
100µm regarding the mean values is plotted in a solid gray line.

results to those herein described were found in the αa coeffi-
cient, although the αs coefficient was usually estimated with the
power-law decay function αs ∼ λ

−h , with 1< h < 2 for most
biological tissues [4,16]. Considering the measurements for
the studied tissues at 1450 and 1950 nm, we can observe that
the absorbance in these regions was higher than the absorbance
in other zones, where it remains constant. These wavelengths
correspond to the absorption of water, indicating the high water
content in the studied samples [4,12,16]. Due to the composi-
tion of the same structural elements with different percentages,
some weak additional absorption peaks were found, depending
on the different type of biological sample (such as a cow or
pig) were described [16]. For tissues, most of the weak bands
of lipids, collagen, and proteins overlapped with the stronger
water bands. The first overtone of O-H stretching has a peak at
1450 nm, and a second contribution can be found combined
at 1930 nm and at 1975 nm. In the absorption spectra, mainly
primary peaks from the lipids (1200 nm, first overtone of C-H
stretching at 1730 nm and 1750 nm), from the proteins (first
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Fig. 5. Spectral scattering coefficient of the brain tissue: mean values
(solid black line) and maximum/minimum values (dashed black lines).
The relative difference of the fitted spectrum for the sample of 100 µm
regarding the mean values is plotted in solid gray line.

overtone of N-H stretching around 1420 nm to 1600 nm),
and from the collagen (1200 nm and 1725 nm) can be weakly
distinguished. The low differences until 1300 nm could be
explained by the superposition of the absorption of water, lipids,
and collagen from the different tissues or cholesterol.

As we have mentioned, we checked that the results reached by
means of this procedure were not senseless, and we confirmed
that absorption and scattering coefficients can be properly
reproduced by fitting ka and ks values for the three tissue sam-
ples (see Figs. 4 and 5). In fact, with ka = 3.17 and ks = 0.021
for the 25µm length sample, with ka = 1.40 and ks = 0.018 for
the 50 µm length sample, and with ka = 1.27 and ks = 0.023
for the 100µm length sample, αa and αs spectra are reproduced
with a mean relative error of 5% and 1%, respectively. As was
expected, ks only changes slightly since it mainly obeys a geo-
metrical relationship between the area of the photodetector and
the scattering angle, which is not altered between samples due to
their low thickness.

This experimental procedure was also applied to retina tis-
sues. The mean and the extreme values of αa and αs coefficients
are shown in Figs. 6 and 7, respectively. Parameter αs is affected
by a mean relative error of 1%, although it varies from 0.8%
up to 2% along its spectrum. However, the αa coefficient has a
mean relative error around 24%, with variations between 16%
and 37%. The absorption and scattering coefficients are also
reproduced (see Figs. 6 and 7), with ka = 2.70 and ks = 0.0050
for the 25µm length sample, with ka = 3.00 and ks = 0.034 for
the 50 µm length sample and with ka = 1.12 and ks = 0.0047
for the 100µm length sample.

Finally, the spectral coefficients αa and αs for different bio-
logical tissues (heart, brain, spleen, retina, and kidney) were
determined by applying the described experimental procedure.
The results are shown in Figs. 8 and 9. The αa coefficient has
a similar behavior for all the studied tissues, with two clearly
visible peaks (at 1450 nm and 1930 nm) that are due to water
absorption. Therefore, we can differentiate two spectral win-
dows with low absorption: from 1150 nm to 1400 nm and from
1550 nm to 1850 nm. However, αs coefficients only have slight
spectral variations, and they are always much greater than αa
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Fig. 6. Spectral absorption coefficient of the retina tissue: mean
values (solid black line) and maximum/minimum values (dashed black
lines). The relative difference of the fitted spectrum for the sample of
100µm regarding the mean values is plotted in solid gray line.

-1.0

-0.5

0.0

0.5

1.0

40

50

60

70

1100 1300 1500 1700 1900 2100

R
el

at
iv

e 
d

if
fe

re
n

ce
 (

%
)

S
ca

tt
er

in
g

 c
o

ef
fi

ci
en

t 
(m

m
-1

)

Wavelength (nm)

Fig. 7. Spectral scattering coefficient of the retina tissue: mean
values (solid black line) and maximum/minimum values (dashed black
lines). The relative difference of the fitted spectrum for the sample of
100µm regarding the mean values is plotted in solid gray line.

values. Therefore, α coefficients decrease with the size of the
wavelength, and longer wavelengths should be preferred to
obtain higher penetration depths. This behavior is due mainly
to the scattering coefficient, which is one order of magnitude
higher than the absorption coefficient. In particular, the scat-
tering coefficient is ∼ 50% lower at 2100 nm compared to
1100 nm in the heart, spleen, brain, and kidney, in spite of the
higher absorption.

Strong differences are found in the values of the absorption
and the scattering coefficients reported by several authors. These
differences are due to the different methods employed to meas-
ure the attenuation coefficient. In our case, we measured it by
eliminating all the scattered light; in other words, by detecting
only the ballistic photons. Consequently, the values obtained
for the attenuation coefficient are very high compared to the
values obtained by other authors. Some authors measured the
attenuation coefficient without removing all the scattered light
and therefore reported values significantly lower than our values

Fig. 8. Spectral absorption coefficient for several biological tissues.

Fig. 9. Spectral scattering coefficient for several biological tissues.

[10,16,24]. For example, in [10] the authors show an atten-
uation coefficient of 1 mm−1 at 1700 nm (which means that
the transmission factor of tissues of 1 mm thickness is as high
as 37%) for brain tissue, whereas our attenuation coefficient
is around 70 mm−1. D’Esposito et al. [5] also reported very
low values (between 0.5 mm−1 and 1.5 mm−1) using optically
cleared tissues. In fact, [5] includes an enlightening photograph,
which shows how the chemical clearing transforms opaque
tissues into almost transparent tissues. Nevertheless, the profiles
of the absorption spectra are similar. However, other authors
report intermediate values compared to these values since they
partially suppress the scattered light [4,19,29,30]. Thus, they
have reported transmittance values (around 10−4 for a sample
of 1 mm length) that are compatible with an attenuation coeffi-
cient around 10 mm−1 at 1700 nm. Logically, they are effective
values useful for each author since the eliminated quantity of
scattered light depends on the technique used (optical coherence
tomography, for example) and on the properties of the measured
sample (chemical constituents, delay between excision and
measurement, fixation, and water content, for example).

Different theoretical models can be found in the bibliography
that are based on different experimental attenuation coefficients
and assumptions. In the present work, what we believe is a dif-
ferent method to determine the absorption and the scattering
coefficients has been presented, based only on measurements of
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attenuation in two experimental setups. It is necessary to take
into account that biological tissues present a high complexity,
while most of soft tissues are close to optically soft media in the
therapeutic window [7–14]. In other words, the absorption
coefficient and the transport scattering coefficient are practically
independent of each other. The absorption coefficient of a tissue
is determined by the local value of spectral absorption index of
the substances and is totally insensitive to the tissue morphology.
On the contrary, the transport scattering coefficient is practi-
cally independent of the absorption and determined mainly
by the tissue morphology, which is responsible for the spatial
variation of the refraction index. Although scattering spectra
could be computed using the traditional theoretical expression
µs = αλ

−ω
+ bλ−4 (Mie and Rayleigh approximations), it

would be a clear contradiction with the point of view of our
method, which determines absorption and scattering spectra
by only experimental measurements to provide a more realistic
description of the biological tissues. A limitation of our results
is the assumption of the nonwave-dependence of the ka and
ks coefficients. Future works in this field should consider this
assumption to obtain more specific knowledge of the optical
properties of biological tissues.

4. CONCLUSION

In conclusion, we have presented two complementary tech-
niques for the experimental measurement of the attenuation
coefficient, both scattering and absorption, of biological tissues.
We believe we have demonstrated the viability of our method
since it is fully compatible with our measurements, and it has
been satisfactorily applied to samples of different biological
tissues. Thus, this method could be applied to measurements
with different kinds of tissues or with samples prepared in a
different way.
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