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Several techniques are being investigated as a complement to screening mammography, to reduce its
false-positive rate, but results are still insufficient to draw conclusions. This initial study explores time
domain diffuse optical imaging as an adjunct method to classify non-invasively malignant vs benign
breast lesions. We estimated differences in tissue composition (oxy- and deoxyhemoglobin, lipid, water,
collagen) and absorption properties between lesion and average healthy tissue in the same breast
applying a perturbative approach to optical images collected at 7 red-near infrared wavelengths
(635-1060 nm) from subjects bearing breast lesions. The Discrete AdaBoost procedure, a machine-
learning algorithm, was then exploited to classify lesions based on optically derived information
(either tissue composition or absorption) and risk factors obtained from patient’s anamnesis (age, body
mass index, familiarity, parity, use of oral contraceptives, and use of Tamoxifen). Collagen content,

in particular, turned out to be the most important parameter for discrimination. Based on the initial
results of this study the proposed method deserves further investigation.

The International Agency for Research on Cancer (IARC) has recently confirmed the clear effectiveness of mam-
mographic screening in reducing breast-cancer mortality (23% reduction in women 50 to 69 years of age)'?.
However, (film and digital) mammography has known limitations.

The main harms associated with early detection of breast cancer through mammographic screening are false
positive results, overdiagnosis, and, possibly, radiation-induced cancer’. In particular, the cumulative risk of a
false-positive mammogram over a 10-year period of yearly screening is on average of about 50 to 60 percent®~.
False-positive results were shown to cause anxiety, distress, and other psychosocial effects®. Still more critical, they
can lead to additional imaging and even invasive procedures, like fine-needle aspiration and biopsy.

The chance of a false positive result is higher among young women and women with dense breasts (categories
that often overlap)*. Over the years, the widespread use of screening has contributed to a significant reduction
in breast cancer mortality. This notwithstanding, the higher false-positive rate at younger age impacted on the
U.S. Preventive Services Task Force decision to recommend against routine screening of women 40 to 49 years of
age’. This notwithstanding the fact the risk to develop breast cancer is lower at younger age, but cancer is more
aggressive and responds less to therapy, leading to a high number of deaths (more than 15% of the overall number
of deaths for breast cancer®).

Several techniques have been or are being investigated as an adjunct to mammography: tomosynthesis, ultra-
sonography (US), magnetic resonance imaging (MRI) with or without the administration of a contrast agent,
and positron emission tomography (PET). Results from population screening on the use of other techniques as
an addition to mammography are still insufficient to draw conclusions. However, it seems difficult to improve
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concurrently sensitivity and specificity. For example, adjunct US is useful to image dense breasts and it increases
the rate of cancer detection. However, the evidence for reduction in breast-cancer mortality is still inadequate,
while it yields a higher number of false positive detections’?.

Optical techniques are inherently non-invasive, provide absolute operator-independent outcomes, and are
comparatively cheap and easy to operate and maintain as compared to methods that are routinely applied for
medical diagnosis. Over the last couple of decades, they have been explored as potential diagnostic means. In
particular, diffuse optics allows the estimate of the absorption and reduced scattering properties of highly diffu-
sive media, such as biological tissues. In turn, the knowledge of the absorption and reduced scattering provides
information on tissue composition and microscopic structure, respectively. Most efforts have been devoted to
the detection of breast cancer and to functional neuroimaging!®-'2. To this purpose, motivated by more readily
available and cheaper instrumentation and supported by pathophysiological grounds, the spectral range of 650
to 850 nm was most often considered, focusing on blood parameters, like total hemoglobin content and oxygen
saturation level, which are effectively estimated in that wavelength interval.

In general, higher blood content proved to be a good biomarker for cancer, while the situation is much more
controversial with regard to the oxygenation level'*!*. Higher hemoglobin content is in agreement with typical
conditions in breast tumors, such as neovascularization, altered vascular morphology (e.g., vascular tortuosity),
and blood cell extravasation. Similarly, well-known breast tumor features may explain conflicting reports on the
oxygen saturation level SO,= HbO,/(Hb+ HbO,). In particular, SO, as measured by diffuse optical techniques is
an estimate of the fraction of hemoglobin that binds oxygen within the macroscopic volume of tissue probed by
the measurement. For compressed breast transmittance imaging, as performed in the present study, such volume
corresponds to a fuse-like region, connecting the light injection and collection points on opposite breast surfaces
and roughly measuring a few cubic centimeters. Thus, the estimated SO, value provides information on macro-
scopic, but still local environment conditions.

In the last years, other tissue parameters have started to be assessed by optical means, to investigate breast both
in physiologic conditions''® and in the presence of cancer, In particular, it was shown that malignant breast tissue
is characterized by higher water and lower lipid content than healthy tissue'’""’, in agreement with the higher
water-to-fat ratio that is measured by magnetic resonance spectroscopy and imaging in tumors*>?!. Moreover,
scattering parameters have successfully been assessed to investigate the microscopic structure of tissue?>-%,

Several in vivo studies performed in the past to characterize breast lesions have compared optically derived
properties of breast cancer to healthy breast tissue, but not to benign breast lesions. Thus, information obtained
on the sensitivity may not be accurate and the specificity of the proposed techniques could not be estimated.
More recently, some groups have started to work on the optical discrimination between malignant and benign
breast lesions either looking directly at the optical properties (absorption, scattering, and refractive index)*** or
combining blood parameters with scattering related parameters®>?. Very recently, MRI-guided diffuse optical
tomography has also been proposed, exploiting MRI imaging as morphological prior to provide more accurate
and extensive tissue characterization, including blood, water, lipids and scattering parameters®. Our research for
the non-invasive characterization of biological tissues has always been based on the time domain approach®-.
Short (picosecond) light pulses are injected into the tissue and the re-emitted pulses are detected after propaga-
tion through the medium. The optical properties (absorption and scattering) of tissue strongly affect both the
amplitude and the shape of the light pulses. Available models of light propagation (e.g., the diffusion theory)
account for such dependence, and can thus be exploited to derive the optical properties of tissue from the features
of the detected pulses. Over the years, we have progressively extended the spectral range of observation of our lab-
oratory set ups and clinical instruments to achieve a more thorough characterization of tissue, and in particular of
breast tissue, quantifying in vivo not only blood parameters, water and lipids, but also collagen®-3,

The structural protein collagen is involved in tumor development and progression®’, and could prove to be a
useful biomarker of malignant breast lesions. Desmoplasia, the increased deposition and cross linking of the col-
lagen matrix, occurs as a response of the surrounding stroma to cancer development. Moreover, recently it has
been observed that tumor invasiveness can affect collagen density and alignment®*° and that increased stromal
collagen deposition correlates with metastases*!. Specifically, increased collagen density markedly affects matrix
stiffness, which determines the number and nature of binding sites available for neoplastic cell attachment and
migration, thus affecting the spreading of metastatic cells*>. Keeping these observations into account, we decided
to include collagen content in the set of parameters exploited to achieve discrimination between malignant and
benign breast lesions. Recently, we have reported preliminary data on the average differences between breast
lesions and healthy breast tissue for what concerns both absorption properties and tissue composition'®. As a
further step, the present study is an initial investigation on the potential of optically derived tissue composition
for the non-invasive discrimination between malignant and benign breast lesions, and on the possible future use
of time domain diffuse optical imaging as an adjunct to existing modalities to reduce the overall false positive rate
in the detection of breast cancer.

Results and Discussion

Imaging of absorption properties and tissue composition. The perturbative approach described in
the subsection “Data analysis” allows us to build maps displaying the spatial variation of tissue absorption proper-
ties at each of the 7 wavelengths as well as the spatial variation of the concentration of each of the 5 tissue constit-
uents. Figures 1 and 2 show a visual example of the results obtained applying the perturbative approach to optical
data collected at 7 wavelengths from a breast with a fibroadenoma (10 mm-diameter). Specifically, Fig. 1 displays
the spatial distribution of the absorption properties at the 7 wavelengths by mapping the absorption difference
Ap, between each image location and the average properties in the same breast. The absorption images can pro-
vide qualitative pieces of information on breast tissue. Superficial blood vessels are clearly localized, especially at
shorter wavelengths (635-785nm), where hemoglobin is characterized by stronger absorption. The retroareaolar
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Figure 1. Example of absorption maps at the 7 wavelengths. Right cranio-caudal view of the patient #117
with a fibroadenoma (10 mm size) in the lower-outer quadrant. From left to right, x-ray image and Ay, maps at
the 7 wavelengths (635-1060 nm). A blue arrow points to the lesion location. The color-bar range (cm™) for Ay,
maps is: —0.39 to 0.052 (635nm), —0.24 to 0.056 (685nm), —0.20 to 0.059 (785nm), —0.33 to 0.05 (905 nm),
—0.53t00.11 (930nm), —0.32 to 0.046 (975nm), —0.34 to 0.089 (1060 nm).

Lipid Water Collagen

Figure 2. Example of tissue composition maps. Right cranio-caudal view of the patient #117 with a
fibroadenoma (10 mm size) in the lower-outer quadrant. From left to right, x-ray image and AC; maps of the
main breast constituents (Hb, HbO,, tHb, lipid, water and collagen). A blue arrow points to the lesion location.
The color-bar range for AC; maps is: —15 to 30 (AHb (uM)), —15 to 40 (AHbO, (uM)), —10 to 65 (AtHb (uM)),
—99.5 to 31.5 (ALipid (mg/cm?)), —200.0 to 325 (AWater (mg/cm?)), —70 to 140 (ACollagen (mg/cm?)).

region, corresponding to denser tissue in the x-ray image, is characterized by intense absorption at 975 nm (wave-
length of maximum water absorption), to indicate high water content, as expected in fibro-glandular tissue, while
the retromammary fat has lower absorption, consistent with the lower water content of adipose tissue. Instead,
930 nm matches the absorption peak of lipids. The corresponding image appears more uniform and brighter than
images collected at other wavelengths, revealing a fatty breast, again in agreement with the x-ray image, which
classifies the breast density as BI-RADS (Breast Imaging Reporting and Data System) category 2. Finally, the
lesion location appears markedly absorbing at all wavelengths, and especially at short ones. Beside suggesting a
high blood content, it is difficult to make any consideration on lesion composition based on Ay, maps.
Conversely, information on tissue composition and physiologic blood parameters is available from Fig. 2,
which displays concentration differences AC; (for Hb, HbO,, tHb, water, lipid and collagen), between each image
location and the average breast properties. The hemoglobin maps show the higher vascularization and lower oxy-
genation level of the mammary gland as compared with retromammary fat tissue. The water map confirms high
content in the mammary gland and lower content in inner adipose tissue. As expected, lipids show the opposite
trend. Collagen is present at high concentration at the lesion location and in the surrounding area. The lesion
location is also characterized by higher water content than the surrounding tissue, even though peak values are
reached in the mammary gland, and by hemoglobin content higher than average, but again not maximum.

Analysis of tissue composition and its relationship to breast lesion types. Observations similar
to the ones reported in the previous subsection are often common when composition maps are analyzed to char-
acterize breast lesions, both malignant and benign ones, with respect to healthy tissue. Moreover, in a previous
preliminary study on a smaller number of subjects we observed average difference in collagen content and HbO,
between malignant and benign lesions'. Specifically, both lesion categories had higher collagen and HbO, than
healthy tissue, but on average the difference was bigger for malignant lesions than for benign ones.

To further investigate the situation, in the present study we considered the multivariate joint distribution of
tissue composition (Hb, HbO,, lipid, water, and collagen) in breast lesions with respect to the healthy tissue in
the same breast. A two sample non parametric permutation test on the multivariate comparison of the means
did not detect a significant difference between the mean concentration vectors of malignant and benign samples
(p-value =0.58). If individual tissue constituents are considered, only mean collagen concentrations show sig-
nificant differences (Mann-Whitney test, p-value =0.033). On the other hand, a permutation test that compares
the two variance-covariance matrices showed a highly significant difference (p-value =0.017). Figure 3 displays
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Figure 3. Distribution of tissue composition in malignant and benign lesions. Flanked box plot of
the Euclidean distances in R® between the vectors of tissue composition and the related means in the two
populations of patients affected by malignant and benign lesions, respectively.

the flanked box plot of the Euclidean distances in R® between the vectors of tissue composition and the related
means in the two populations of patients affected by malignant and benign lesions, respectively. A Mann-Whitney
non-parametric comparison test assessed a significant difference between the two distributions (p-value =0.016).

Information on several risk factors for breast cancer is generally available as part of the patient’s history. Thus,
we decided to include it when performing classification analysis for lesion discrimination, which was thus based
on tissue composition (Hb, HbO,, lipid, water, and collagen) and patient’s anamnesis (age, BMI, familiarity for
breast cancer, number of children, use of oral contraceptives and use of preventive Tamoxifen). To account for
the inherently stochastic nature of the method, the Discrete AdaBoost procedure was applied 20 times, yielding
the following average performances: misclassification rate = 16.5 & 1.6%, sensitivity = 87.7 £ 1.98%, and speci-
ficity =78.7 & 3.0%. The AUC (Area Under the Curve) was 0.917. Interestingly, the proposed method correctly
classified 3 malignant lesions (invasive ductal carcinomas, confirmed by histology) that were not detected on
x-ray mammography (even though their size varied between 18 and 45 mm) and were classified as suspicious on
US (BI-RADS 4). This seems to suggest that tissue composition may provide information useful for lesion classi-
fication, and not available when only morphology is assessed.

The more frequently a variable is selected for boosting, the more likely it contains useful information for
classification. The base classifiers employed are classification/regression trees, so the importance of each vari-
able is computed using a measure of node impurity decrease. Figure 4 reports the average variable importance
rank. Apart from BMI that ranks third, tissue constituents generally show higher informative content than other
covariates. Specifically, collagen turned out to be the most valuable variable for lesion discrimination, supporting
our initial guess on its potential role. Lipid content also proved to be a decisive classifier. In heathy breast tissue
collagen and lipid contents show a marked negative correlation (Pearson correlation coeflicient —0.78), to indi-
cate a negative correlation between the adipose tissue fraction and the stromal, fibroglandular fraction**. When
malignant lesions are compared to healthy tissue, the difference in collagen content correlates negatively with the
difference in lipid content (Pearson coeflicient —0.271, p-value 0.026), while no significant correlation is observed
for benign lesions (Pearson coefficient —0.079, p-value 0.572). The different relationship between collagen and
lipids in the different lesion types is in agreement with the fact that they provide independent information for
lesion discrimination, as shown by the top positioning of both of them in the variable importance rank.

Analysis of absorption properties and their relationship to breast lesion types. The absorption
properties of tissue are evaluated at 7 wavelengths (635 nm, 685 nm, 785nm, 905nm, 930 nm, 975 nm, 1060 nm)
as a preliminary step for the estimate of tissue composition. The Beer law, as expressed in equation (2), is then
exploited to estimate the concentration of tissue constituents. This second step of data analysis introduces further
assumptions - e.g., the knowledge of the spectra of tissue constituents contributing to the overall absorption. As a
result, it might increase the error affecting the relationship of optically derived parameters with the pathophysiol-
ogy tissue aspects, and reduce their effectiveness in discriminating breast lesions. Thus, we have analyzed also the
multivariate joint distribution of absorption differences between lesion (malignant or benign) and healthy tissue.
The results are consistent with what already reported in the case of tissue composition. Based on a two sample
non parametric permutation test on the multivariate comparison of the means, the mean vectors of absorption
differences estimated on malignant samples are not significantly different from those obtained on benign sam-
ples (p-value = 0.53). Conversely, a permutation test that compares the two variance-covariance matrices shows
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Figure 4. Weight of parameters from tissue composition and patient’s anamnesis in lesion discrimination.
Average variable importance rank for lesion discrimination with the Discrete AdaBoost procedure exploiting
tissue composition and anamnesis information.
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Figure 5. Distribution of tissue absorption in malignant and benign lesions. Flanked box plot of the
Euclidean distances in R” between the vectors of absorption differences and the related means in the two
populations of patients affected by malignant and benign lesions, respectively.

a highly significant difference (p-value =0.010). Moreover, the distributions of the Euclidean distances in R”
between the vectors of absorptions and the related means are significantly different in the two populations of
patients affected by malignant and benign lesions, as appears from the flanked box plot reported in Fig. 5 and
confirmed by a Mann-Whitney non-parametric comparison test (p-value < 0.0001).

The classification algorithm was also applied to the absorption differences at 7 wavelengths to test whether
improved results could be obtained operating directly on absorption data. The variable importance ranking
reported in Fig. 6 shows that the absorption properties at any of the 7 wavelengths are more important than risk
factors known from the patient’s anamnesis, and that measurements performed at 685 and 1060 nm are the most
effective for lesion discrimination. Based on the absorption line shape of the major tissue absorbers, displayed
in Fig. 7, it can be understood that 685 and 1060 nm are both mostly sensitive to collagen content, in agreement
with the fact that collagen content is also the most important element for lesion discrimination when tissue com-
position is considered, as discussed above. Similarly, the performance of the Discrete Boosting algorithm was not

SCIENTIFIC REPORTS | 7:40683 | DOI: 10.1038/srep40683 5



www.nature.com/scientificreports/

Abs(685) )
Abs(1060) c
Abs(785) ¢}
Abs(635) o)
Abs(905) o)
Abs(975) o
Abs(930) o)

BMI o

Age ©
Parity o
oC o

Familiarity | ©

T T T T T T T T
0.03 004 005 0.06 007 008 009 0.10
Average variable importance score

Figure 6. Weight of absorption properties and parameters from patient’s anamnesis in lesion
discrimination. Average variable importance rank for lesion discrimination with the Discrete AdaBoost
procedure exploiting tissue absorption properties and anamnesis information.
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Figure 7. Absorption spectra of the major tissue constituents in the red-near infrared range. The vertical
lines identify the 7 wavelengths where measurements are performed.

significantly different when absorption differences were considered instead of concentration differences, yielding
(mean =+ SD over 20 repeated runs) misclassification rate = 17.8 & 2.7%, sensitivity = 80.5 £ 2.3%, and specific-
ity =284.1+5.5%. The AUC (Area Under the Curve) was 0.921. Hence, at this initial stage of the investigation, we
preferred to deal with constituent concentrations, which allow a more straightforward interpretation and link to
pathophysiology.

Limitations of the study. This study was performed to obtain preliminary knowledge on the potential
effectiveness of optically derived tissue composition for two-class (malignant/benign) classification of breast
lesions. Some limitations of the study should be considered in evaluating the results. The analysis of the present
limitations can also provide useful hints for the next steps of the work.

First, due to the limited number of cases that were available for the retrospective analysis (45 malignant and
39 benign), we have included in the “benign” category different types of lesions, which we can reasonably expect
to have significantly different composition (e.g., cysts and fibroadenomas). Similar consideration holds for lesions
categorized as “malignant”. Working on more homogeneous categories might allow one to better identify the best
classifiers, eventually leading to an optimized classification.
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Second, limited information was available on several parameters (e.g., duration and end date of use of oral
contraceptives (OC) and preventive Tamoxifen (TAM)). Moreover, only 3 subjects took preventive Tamoxifen.
Actually, this may certainly have contributed to make the use of preventive Tamoxifen the least important variable
for lesion classification.

Third, collagen proved to be of high relevance for the discrimination of malignant lesions. We estimated
the amount of collagen in breast lesions from the non-invasive measurement of tissue absorption and from the
knowledge of the absorption properties of each tissue constituent. We had previously assessed the absorption
spectrum of collagen type I*4, which was exploited in the present study. Several types of collagen are present in
breast tissue Moreover, it has been reported that new collagen species form during tumor progression. More
generally, stromal composition and organization change significantly, and such changes seem distinctive of car-
cinoma development, not being observed in non-tumoral desmoplastic reactions (e.g., in mammary dysplasia)*.
Thus, the discrimination performance of our model might be improved including collagen types other than type
I in the data analysis. In particular, collagen type V might prove highly relevant, as its amount in ductal invasive
carcinoma reaches 10%, while less than 1% is present in normal breast tissue*. Further, collagen is the most
abundant protein in breast, but other constituents — not yet optically characterized so far - could be considered
(e.g., elastin). More in general, further refinement of the optical spectra of all basic tissue absorbers might help
tissue classification.

A final limitation resides in the hypothesis underpinning the perturbation model for data analysis. As exten-
sively discussed elsewhere!>#, these are mainly the assumptions of a localized small lesion of a given volume
and position immersed in an otherwise homogeneous medium, which is a simplifying approximation of the
actual scenario. Truly 3D tomographic approaches, even better if exploiting a priori knowledge on lesion location
obtained from another co-registered imaging modality (e.g., US, x-ray mammography), could help in this respect.

Summary and Conclusions

Time domain diffuse optical spectroscopy provides quantitative information on tissue absorption and, in turn, on
tissue composition. Specifically, measurements performed at 7 wavelengths (635-1060 nm) provided differences
in absorption properties at the 7 wavelengths where measurements were performed and in tissue composition
(oxyhemoglobin (HbO,), deoxyhemoglobin (Hb), water, lipid, and collagen) between lesion and average healthy
tissue in the same breast for 45 malignant and 39 benign lesions. We have applied classification analysis (namely,
the Discrete AdaBoost procedure) to discriminate non-invasively malignant from benign breast lesions based on
optically derived tissue composition or absorption properties and information obtained from the patient’s anam-
nesis, achieving average sensitivity in the range 81-88% and specificity 79-84%.

In this initial test, collagen content, closely followed by lipid content, proved the most important parameter
for lesion classification, based on tissue composition. In agreement, when the spectrally resolved absorption
properties of tissue are considered, 635 and 1060 nm, which are mostly sensitive to collagen, appear most effective
for discrimination.

This study represents an initial step in the investigation on how diffuse optics could contribute to the
non-invasive in vivo classification of breast lesions. More extensive studies are now needed and the limitations of
the present study, discussed in the text, will have to be removed or minimized to allow a clear identification of the
best way to apply the proposed method, and a reliable evaluation of its potential.

Methods

Instrument set-up. Our optical mammograph operates at 7 red-near infrared wavelengths, in the time
domain, in transmittance geometry, i.e., in the same geometry as x-ray mammography, but with milder breast
compression (Supplementary Figure S1). The instrument is portable (50 cm W x 80 cm D x 140 cm H), mounted
on wheels, and approved for use in a clinical environment.

The schematics of the set-up is shown in Supplementary Figure S2. Light sources are 7 pulsed diode lasers
(LDH-P-XXX, PicoQuant, Germany, where XXX denotes the nominal wavelength in nanometers) emitting at
635, 685, 785, 905, 930, 975 and 1060 nm, with average output power of ~1-5mW, temporal width of ~150-400 ps
(full width at half maximum, FWHM), and repetition rate of 20 MHz. All laser heads are controlled by a single
driver (PDL-808 “Sepia’, PicoQuant, Germany). The emitted pulses are properly delayed by means of graded
index optical fibers, and combined into a single coupler. Circular variable neutral density filters allow the optimi-
zation of the illumination power independently at each wavelength. The breast is mildly compressed between par-
allel antireflection-coated tempered glass plates, causing no significant discomfort to the patient. A fiber bundle
collects the pulses transmitted along the line of sight. Its distal end is bifurcated and guides photons respectively
to a photomultiplier tube (PMT) for the detection of wavelengths <850 nm (R5900U-01-L16, Hamamatsu, Japan)
and to a PMT for longer wavelengths (H7422P-60, Hamamatsu, Japan). Circular variable neutral density filters in
the detection paths control the detected power. Two personal computer boards for time-correlated single photon
counting (SPC134, Becker&Hickl, Germany) perform the acquisition of time-resolved transmittance curves at
wavelengths shorter and longer than 850 nm, respectively. Depending on wavelength, the instrument response
function ranges between 460 and 930 ps (full width at half maximum).

The illumination fiber and collection bundle are scanned in tandem and a feedback on the total number of
counts per point restricts the scan to the breast area. Data are stored every millimeter of path, i.e. every 25ms. A
complete scan typically requires 5min.

The compression unit can be rotated by an angle up to 90° in both clock-wise and counter-clock-wise direc-
tion, to acquire images in the cranio-caudal (CC), medio-lateral or oblique (OB, at 45°) views.

Further details on the instrument set-up and performances, and on the procedures for data acquisition and
analysis are reported in ref. 35.
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Subjects and measurement procedure. Data were collected between 2009 and 2013 from 200 subjects
as part of a study on the optical characterization of malignant and benign breast lesions and the non-invasive
assessment of breast density by optical means.

Written informed consent was obtained from all subjects, and all protocols were approved by the Institutional
Review Board of the European Institute of Oncology. The study was performed in accordance with the
Declaration of Helsinki. More generally, all experiments were carried out in accordance with relevant guidelines
and regulations.

Only lesions with maximum diameter of at least 10 mm were considered for the optical characterization,
resulting in a subset of 45 malignant lesions and 39 benign lesions identified for further analysis. Most frequent
malignant lesions included in the study were ductal invasive carcinomas and lobular invasive carcinomas (33 and
5, respectively), while benign lesions were fibroadenomas and cysts (14 and 6, respectively). Details on lesion type
are reported in Supplementary Table S1.

From each subject, four sets of 7-wavelength transmittance images were acquired (i.e. CC and OB views of
both breasts). For the entire duration of the acquisition, the subject was sitting comfortably.

Data analysis.  Estimate of tissue absorption and composition. ~Light propagation in breast tissue was mod-
eled using the diffusion approximation to the radiative transport theory with extrapolated boundary condition,
for a homogeneous infinite slab, which allows the estimate of the average absorption and reduced scattering coef-
ficients from the measurement of time-resolved transmittance data*®*.

A perturbative approach was applied to optically characterize breast lesions, as described in detail in ref. 19.
Briefly, we assume that lesions can be treated as localized absorption perturbations embedded in an otherwise
homogeneous diffusive medium (i.e., the healthy tissue in the same breast). The unperturbed (healthy tissue)
and perturbed (lesion) time-resolved transmittance curves, Ty(t) and T(¢), respectively, are linked through the
modified Lambert-Beer’s law:

T(t) = Ty(t)e 20 1)

where [(t) is the mean pathlength traveled in the perturbation by photons detected at time ¢, while Ay, represents
the absorption difference between perturbation (lesion) and unperturbed background (average breast tissue).
Time gating (i.e. temporal binning) of the experimental time-resolved curves was exploited to improve the
signal-to-noise ratio. Specifically, data were analyzed dividing the transmittance curves in 10 equal-counts time
windows™. The 8" time window was chosen to provide information on tissue absorption, as it collects late pho-
tons, which are sensitive to absorption and less affected by possible scattering variations. The unperturbed curve
T,(t) was obtained as an average over an area of the breast image that excludes boundaries and marked inhomo-
geneities, but still includes most of the breast!®. The perturbed curve T(t) was obtained from an area centered on
the corresponding perturbation (lesion) position. A “lesion area” of 9 x 9 mm? was selected for lesion diameters
>15mm, otherwise it was set to 5 x 5mm? The pathlength I(f) was derived from the average breast optical prop-
erties, applying an 8" order perturbation approach as described in refs 47, 51, and exploited to estimate A, from
the measurement of T,(t) and T(t).

Once Ay, had been appraised and knowing the extinction coefficient of the main constituents of breast tissue,
the Beer law was used to relate the absorption properties at wavelength X to the concentrations of the main tissue
constituents:

A (N = SSACE (N,
#( =20 @)

where £,()) is the extinction coefficient of the i-th constituent at wavelength A, while Ay, and AC; are the absorp-
tion difference and concentration difference, respectively, between lesion and average breast tissue. This proce-
dure allowed us to estimate the concentration variation between lesion and average breast tissue for oxy- and
deoxy-hemoglobin (HbO, and Hb, respectively), water, lipid, and collagen.

The perturbation method adopted in the present study relies on the a priori knowledge of lesion volume and
location. We have always described the lesion as a spherical inhomogeneity located halfway between source and
detector position. To approximate its volume, we considered an equivalent sphere based on the maximum lesion
diameter obtained by histopathology, when available (i.e., for all malignant lesions and part of the benign lesions),
and by x-ray mammography or US elsewhere.

The perturbative approach was applied also to estimate Ay, and AC; between position (x, y) (considered as
a potential lesion location) and the average breast tissue, and scanning (x, y) over the whole breast extension.
This procedure allows us to visualize the spatial variation of both absorption properties and tissue composition.
Specifically, images were generated for Hb HbO,, blood volume (total hemoglobin content tHb = Hb + HbO,),
water, lipid and collagen content as well as for the absorption properties at the 7 wavelengths.

Statistical analysis. We studied the multivariate joint distribution of optically derived tissue composition of
malignant and benign lesions, in terms of Hb and HbO,, lipid, water, and collagen. In particular, a two-sample
non parametric permutation test on the multivariate comparison of the means was applied to detect differences
between the mean concentration vectors for malignant and benign lesions®2. A permutation test (Mantel test)
was used to compare the two variance-covariance matrices®. The Euclidean (straight-line) distances were cal-
culated in R® between the vectors of tissue composition and the related means in the two populations of patients
affected by malignant and benign lesions, respectively. The interquartile ranges of the features considered in the
calculation of the Euclidean distances were all of the same order of magnitude. A Mann-Whitney non-parametric
comparison test was made to assess whether a significant difference exists between these two distributions.
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Start with weights w;=1/N

Repeatform=1,2,...,M:

-Fit the classifier f,,(x) € {—1, 1} using weights w; on the training data

-Compute err,, = Eyllyer, ] = log (1 — err,)lerr,)

-Setw; «— wiexp[c,,1 (x ]and renormalize so that - w; = 1

Y=f

Output the classifier sign [Zyﬂcmf . (x)]

Table 1. Algorithm of the Discrete AdaBoost.

The same tests were also performed to compare the distributions of absorption differences Ay, measured at
each of the 7 wavelengths in case of malignant lesions with the corresponding distributions for benign lesions.

To achieve lesion discrimination, we relied on both optically derived tissue composition (Hb and HbO,, lipid,
water, and collagen) or absorption properties and on information known from the patient’s demographics and
anamnesis: age, body mass index (BMI), parity (number of children, ranging from 1 to 4), family history of
breast cancer (first-degree), use of oral contraceptives (OC), and use of preventive Tamoxifen (TAM). In order
to discriminate malignant from benign breast lesions, classification analysis was performed. Specifically, we
implemented the most common version of the AdaBoost procedure with decision trees, the so called Discrete
AdaBoost™. Boosting is a machine learning algorithm and works by sequentially applying a classification algo-
rithm to reweighted versions of the training data and then taking a weighted majority vote for the classifiers thus
produced. Assuming that f,,(x) are classifiers producing values of plus or minus 1, we define:

M

Fx) = (x)
0= 2ol 3)

where c,, are suitable constants. The corresponding prediction is given by sign(F(x)). The Adaboost procedure
trains the classifiers f,,(x) on weighted versions of the training sample, giving higher weight to cases that are cur-
rently misclassified. The base classifiers are classification/regression trees, so the importance of each variable is
computed using a measure of node impurity decrease. This step is repeated for a sequence of weighted samples,
and then the final classifier is defined to be a combination of the classifiers from each stage. The number of itera-
tions was set to 50, the default in the ada package. This value guarantees the algorithm convergence. The algo-
rithm of the Discrete AdaBoost is summarized in Table 1, where E,, represents the expectation over the data with
weights W = (w;, w,, ..., wy). At each iteration, the algorithm increases the weights of the observations misclas-
sified by f,,(x) by a factor that depends on the weighted error. To avoid building a classifier that would be extremely
adherent to the reference sample, this method relies on applying a random sampling strategy (bagging): at each
iteration a sample is randomly drawn from the dataset, and used to train weak classifiers. Thus, the final results
are subject to stochasticity. To account for that, we repeated the procedure 20 times, and evaluated its perfor-
mance in terms of mean & SD misclassification rate, sensitivity, and specificity.

Specifically, we fitted the Discrete Adaboost using the ada package in R%>*.

References
. IARC Handbooks of Cancer Prevention - Volume 15: Breast Cancer Screening. (IARC Press, 2015).
2. Lauby-Secretan, B. et al. Breast-Cancer Screening — Viewpoint of the IARC Working Group — NEJM. N. Engl. J. Med. 372,
2353-2358 (2015).
3. Christiansen, C. L. Predicting the Cumulative Risk of False-Positive Mammograms. J. Natl. Cancer Inst. 92, 1657-1666 (2000).
4. Kerlikowske, K. et al. Outcomes of screening mammography by frequency, breast density, and postmenopausal hormone therapy.
JAMA Intern. Med. 173, 807-16 (2013).
5. Hubbard, R. A. et al. Cumulative probability of false-positive recall or biopsy recommendation after 10 years of screening
mammography: a cohort study. Ann. Intern. Med. 155, 481-92 (2011).
6. Tosteson, A. N. A. et al. Consequences of false-positive screening mammograms. JAMA Intern. Med. 174, 954-61 (2014).
7. The benefits and harms of breast cancer screening: an independent review. Lancet (London, England) 380, 1778-86 (2012).
8. Salz, T, Richman, A. R. & Brewer, N. T. Meta-analyses of the effect of false-positive mammograms on generic and specific
psychosocial outcomes. Psychooncology. 19, 1026-34 (2010).
9. Screening for breast cancer: U.S. Preventive Services Task Force recommendation statement. Ann. Intern. Med. 151, 716-26, NaN-
236 (2009).
10. Gibson, A. & Dehghani, H. Diffuse optical imaging. Philos. Trans. A. Math. Phys. Eng. Sci. 367, 3055-72 (2009).
11. Leff, D. R. et al. Diffuse optical imaging of the healthy and diseased breast: a systematic review. Breast Cancer Res. Treat. 108, 9-22
(2008).
12. Durduran, T., Choe, R., Baker, W. B. & Yodh, A. G. Diffuse optics for tissue monitoring and tomography. Reports Prog. Phys. 73,
076701 (1-43) (2010).
13. Durduran, T., Choe, R., Baker, W. B. & Yodh, A. G. Diffuse optics for tissue monitoring and tomography. Reports Prog. Phys. 73,
76701 (2010).
14. Venugopal & Xavier Intes, V. Recent Advances in Optical Mammography. Curr. Med. Imaging Rev. 8 (2014).
15. Pogue, B. W. et al. Characterization of hemoglobin, water, and NIR scattering in breast tissue: analysis of intersubject variability and
menstrual cycle changes. J. Biomed. Opt. 9, 541-52 (2004).
16. Shah, N. et al. Spatial variations in optical and physiological properties of healthy breast tissue. J. Biomed. Opt. 9, 534-40 (2004).
17. Leproux, A. et al. Assessing tumor contrast in radiographically dense breast tissue using Diffuse Optical Spectroscopic Imaging
(DOSI). Breast Cancer Res. 15, R89 (2013).

—

SCIENTIFIC REPORTS | 7:40683 | DOI: 10.1038/srep40683 9



www.nature.com/scientificreports/

18.
19.
20.
21.

22.
23.

24.
25.
26.
27.

28.
29.

30.
31.
32.
33.
34.
35.

36.

42.

43.
44.

45.
46.
47.
48.
49.
50.
51.
52.

53.
. Friedman, J., Hastie, T. & Tibshirani, R. Additive Logistic Regression: A Statistical View of Boosting on JSTOR. Ann. Stat. 28,

55.
56.

Anderson, P. G. et al. Broadband optical mammography: chromophore concentration and hemoglobin saturation contrast in breast
cancer. PLoS One 10, 0117322 (2015).

Quarto, G. et al. Estimate of tissue composition in malignant and benign breast lesions by time-domain optical mammography.
Biomed. Opt. Express 5,3684-98 (2014).

Thakur, S. B. et al. Diagnostic usefulness of water-to-fat ratio and choline concentration in malignant and benign breast lesions and
normal breast parenchyma: an in vivo (1) H MRS study. J. Magn. Reson. Imaging 33, 855-63 (2011).

Manton, D. J. et al. Neoadjuvant chemotherapy in breast cancer: early response prediction with quantitative MR imaging and
spectroscopy. Br. J. Cancer 94, 427-35 (2006).

Shah, N. et al. The role of diffuse optical spectroscopy in the clinical management of breast cancer. Dis. Markers 19, 95-105 (2004).
Wang, X. et al. Approximation of Mie scattering parameters in near-infrared tomography of normal breast tissue in vivo. J. Biomed.
Opt. 10, 51704 (2005).

Fantini, S. & Sassaroli, A. Near-Infrared Optical Mammography for Breast Cancer Detection with Intrinsic Contrast - Springer. Ann.
Biomed. Eng. 40, 398-407 (2012).

Grosenick, D., Rinneberg, H., Cubeddu, R. & Taroni, P. Review of optical breast imaging and spectroscopy. J. Biomed. Opt. 21, 91311
(2016).

Kukereti, S. et al. Characterization of metabolic differences between benign and malignant tumors: high-spectral-resolution diffuse
optical spectroscopy. Radiology 254, 277-84 (2010).

Wang, J. Z., Liang, X., Zhang, Q,, Fajardo, L. L. & Jiang, H. Automated breast cancer classification using near-infrared optical
tomographic images. J. Biomed. Opt. 13, 44001 (2008).

Fang, Q. et al. Combined Optical and X-ray Tomosynthesis Breast Imaging 1. Radiology 258, 89-97 (2011).

Choe, R. et al. Differentiation of benign and malignant breast tumors by in-vivo three-dimensional parallel-plate diffuse optical
tomography. J. Biomed. Opt. 14, 24020 (2009).

Zhao, Y. et al. Optimization of image reconstruction for magnetic resonance imaging-guided near-infrared diffuse optical
spectroscopy in breast. J. Biomed. Opt. 20, 56009 (2015).

Cubeddu, R., Musolino, M., Pifferi, A., Taroni, P. & Valentini, G. Time-resolved reflectance: a systematic study for application to the
optical characterization of tissues. IEEE J. Quantum Electron. 30, 2421-2430 (1994).

Pifferi, A. et al. Fully automated time domain spectrometer for the absorption and scattering characterization of diffusive media.
Rev. Sci. Instrum. 78, 53103 (2007).

Bassi, A. et al. Portable, large-bandwidth time-resolved system for diffuse optical spectroscopy. Opt. Express 15, 14482 (2007).
Taroni, P. et al. Diftuse optical spectroscopy of breast tissue extended to 1100 nm. J. Biomed. Opt. 14, 54030 (2009).

Taroni, P. et al. Seven-wavelength time-resolved optical mammography extending beyond 1000 nm for breast collagen
quantification. Opt. Express 17, 15932-46 (2009).

Taroni, P. et al. Breast tissue composition and its dependence on demographic risk factors for breast cancer: non-invasive assessment
by time domain diffuse optical spectroscopy. PLoS One 10, €0128941 (2015).

. Luparello, C. Aspects of Collagen Changes in Breast Cancer. J. Carcinog. Mutagen. $13 (2013).

. Walker, R. The complexities of breast cancer desmoplasia. Breast Cancer Res 3, 143-145 (2001).

. Provenzano, P. P. et al. Collagen reorganization at the tumor-stromal interface facilitates local invasion. BMC Med. 4, 38 (2006).

. Ingman, W. V., Wyckoff, J., Gouon-Evans, V., Condeelis, . & Pollard, J. W. Macrophages promote collagen fibrillogenesis around

terminal end buds of the developing mammary gland. Dev. Dyn. 235, 3222-9 (2006).

. Zhang, K. et al. The collagen receptor discoidin domain receptor 2 stabilizes SNAILI to facilitate breast cancer metastasis. Nat. Cell

Biol. 15, 677-87 (2013).

Keely, P. J. Mechanisms by which the extracellular matrix and integrin signaling act to regulate the switch between tumor
suppression and tumor promotion. J. Mammary Gland Biol. Neoplasia 16, 205-19 (2011).

Taroni, P. et al. Optical identification of subjects at high risk for developing breast cancer. J. Biomed. Opt. 18, 60507 (2013).
Luparello, C. Desmoplasia in a non-tumoural disease: determination of collagen content in human mammary dysplasia. Bull. Mol.
Biollogy Med. 12, 49-57 (1987).

Luparello, C., Rizzo, C. P, Schillaci, R. & Pucci-Minafra, I. Fractionation of type V collagen from carcinomatous and dysplasic breast
in the presence of alkaline potassium chloride. Anal. Biochem. 169, 26-32 (1988).

Pucci-Minafra, I. & Luparello, C. Type V/type I collagen interactions in vitro and growth-inhibitory effect of hybrid substrates on
8701-BC carcinoma cells. J. Submicrosc. Cytol. Pathol. 23, 67-74 (1991).

Sassaroli, A., Martelli, E. & Fantini, S. Perturbation theory for the diffusion equation by use of the moments of the generalized
temporal point-spread function. I. Theory. J. Opt. Soc. Am. A 23, 2105 (2006).

Patterson, M. S., Chance, B. & Wilson, B. C. Time resolved reflectance and transmittance for the non-invasive measurement of tissue
optical properties. Appl. Opt. 28, 2331-6 (1989).

Haskell, R. C. et al. Boundary conditions for the diffusion equation in radiative transfer. J. Opt. Soc. Am. A Opt. image Sci. 11,
2727-41 (1994).

Grosenick, D., Wabnitz, H., Rinneberg, H. H., Moesta, K. T. & Schlag, P. M. Development of a time-domain optical mammograph
and first in vivo applications. Appl. Opt. 38,2927-2943 (1999).

Bianco, S. Del, Martelli, F. & Zaccanti, G. Penetration depth of light re-emitted by a diffusive medium: theoretical and experimental
investigation. Phys. Med. Biol. 47, 4131-4144 (2002).

Pesarin, F. & Salmaso, L. Permutation Tests for Complex Data. Permutation Tests for Complex Data: Theory, Applications and
Software (John Wiley & Sons, Ltd, doi: 10.1002/9780470689516 2010).

Manly, B. E J. Multivariate statistical methods: a primer. Multivariate Statistical Methods A Primer 6 (1986).

337-374(2000).

Culp, M., Johnson, K. & Michailidis, G. ada : An R Package for Stochastic Boosting. . Stat. Softw. 17, 1-27 (2006).

Culp, M., Johnson K. & M. G. ada: an R Package for stochastic Boosting. R package version 2.0-3. Available at http://CRAN.R-
project.org/package=ada (2012).

Acknowledgements
We acknowledge financial support from the European Union’s Horizon 2020 research and innovation program
under Grant Agreement No. 731877 SOLUS: Smart OpticaL and UltraSound diagnostics of breast cancer.

Author Contributions

P.T. contributed to the design of the study and to data acquisition and analysis, and drafted the manuscript. G.Q.
performed data acquisition and processing. A.P. contributed to the clinical set-up of the instrumentation and to
the interpretation of results. A.M.P. and EI. contributed to the design of the study and performed the statistical
analysis. F.A. contributed to patients’ accrual and to the retrospective analysis of optical images. E.C. helped with

SCIENTIFIC REPORTS | 7:40683 | DOI: 10.1038/srep40683 10


http://CRAN.R-project.org/package=ada
http://CRAN.R-project.org/package=ada

www.nature.com/scientificreports/

the design of the study. R.C. participated in the design of the study and assisted with the interpretation of results.
All authors read and approved the final manuscript.

Additional Information

Ethics approval and consent to participate: The Institutional Review Board of the European Institute of
Oncology approved the study protocol (study n°. $305/306). All subjects gave written informed consent to
participate.

Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.

How to cite this article: Taroni, P. et al. Non-invasive optical estimate of tissue composition to differentiate
malignant from benign breast lesions: A pilot study. Sci. Rep. 7, 40683; doi: 10.1038/srep40683 (2017).

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

o oy other third party material in this article are included in the article’s Creative Commons license,
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2017

SCIENTIFIC REPORTS | 7:40683 | DOI: 10.1038/srep40683 11


http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Non-invasive optical estimate of tissue composition to differentiate malignant from benign breast lesions: A pilot study
	Introduction
	Results and Discussion
	Imaging of absorption properties and tissue composition
	Analysis of tissue composition and its relationship to breast lesion types
	Analysis of absorption properties and their relationship to breast lesion types
	Limitations of the study

	Summary and Conclusions
	Methods
	Instrument set-up
	Subjects and measurement procedure
	Data analysis
	Estimate of tissue absorption and composition
	Statistical analysis


	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Non-invasive optical estimate of tissue composition to differentiate malignant from benign breast lesions: A pilot study
            
         
          
             
                srep ,  (2016). doi:10.1038/srep40683
            
         
          
             
                Paola Taroni
                Anna Maria Paganoni
                Francesca Ieva
                Antonio Pifferi
                Giovanna Quarto
                Francesca Abbate
                Enrico Cassano
                Rinaldo Cubeddu
            
         
          doi:10.1038/srep40683
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep40683
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep40683
            
         
      
       
          
          
          
             
                doi:10.1038/srep40683
            
         
          
             
                srep ,  (2016). doi:10.1038/srep40683
            
         
          
          
      
       
       
          True
      
   




