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Abstract

Breast conserving surgery (BCS) § a common treatment option for breast cancer
patients. The goal of BCS is to remove the entire tumor from the breast while preserving
as much normal tissue as possible for a better cosmetic outcome after surgery.
Specifically, the excised specimen musthave at least 2 mm of normal tissue surrounding
the diseased mass. Unfortunately, a staggering 2070% of patients undergoing BCS
require repeated surgeries due to the incomplete removal of the tumor diagnosed post-
operatively. Due to these high re-excision rates as well as limited post-operative
histopathological sampling of the tumor specimen, there is an unmet clinical need for
margin assessment. Quantitative diffuse reflectance spectral imaging has previously
been explored as a promising, method for providing real -time visual maps of tissue
composition to help surgeons determine breast tumor margins to ensure the complete
removal of the disease during breast conserving surgery. We have leveraged the
underlying sources of contrast in breast tissue, speE DI PEEOOa wUOUEOwi 1 001 00
carotene content, and tissue scattering, and developed various fiber optics based spectral
imaging systems for this clinical application. Combined with a fast inverse Monte Carlo
model of reflectance, previous studies have shown that this technology may be able to
decrease reexcision rates for BCS. However, these systems which all consist of a high

power broadband xenon source, fiber optics probes, an imaging spectrograph and a



CCD, have severe limitations in system footprint, tumor area coverage, and speed for
acquisition and analysis. The fiber based spectral imaging systems are not scalable to
smaller designs that cover a large surveillance area at a very fast speed, which ultimately
makes them impractical for use in the clinical environment. The objective of this
dissertation was to design, develop, test, and show clinical feasibility of a novel wide
field spectral imaging system that utilizes the same scientific principles of previously
developed fiber optics based imaging systems, but improves upon the technical issues,
such as size, complexity, and speed,to meet the demands of the intraoperative setting.
First, our simple re-design of the system completely eliminated the need for an
imaging spectrograph and CCD by replacing them with an array of custom annular
photodiodes. The geometry of the photodiodes were designed with the goal of
minimizing optical crosstalk, maximizing SNR, and achieving the appropriate tissue
sensing depth of up to 2 mm for tumor mar gin assessment. To further decrease the
footprint and improve the portability of the system , discrete wavelengths of light were
explored to replace the broadband source. A wavelength selection method that
combines an inverse Monte Carlo model and a geneic algorithm was developed in
order to optimize the wavelength choices specifically for the underlying breast tissue
optical contrast. With the goal of eventually implementing laser diodes and/or light
emitting diodes as the source, an intermediary proof of principle system was built and

consisted of a broadband source with an 8-slot filter wheel containing the optimized set



of wavelength choices, an optical light guide and quartz light delivery tube to send the 8
wavelengths of light in free space through the back apertures of each annular
photodiode in the imaging array, an 8 -channel integrating transimpedance amplifier
circuit with a switch box and data acquisition card to collect the reflectance signal, and a
laptop computer that controls all the compon ents and analyzes the data.

This wide field spectral imaging system was tested in tissue-mimicking liquid
phantoms and achieved comparable performance to previous clinically -validated fiber
optics based systems in its ability to extract optical properties with high accuracy. The
system was also tested in various biological samples, including a murine tumor model,
porcine tissue, and human breast tissue, for the direct comparison with its fiber optics
based counterparts. The photodiode based imaging system achieved comparable or
better SNR, comparable extractions of optical properties extractions for all tissue types,
and feasible improvements in speed and coverage for future iterations. We show proof
of concept in performing fast, wide field spectral imag ing with a simple, inexpensive
design. With a reduction in size, cost, number of wavelengths used, and overall
complexity, the system described by this dissertation allows for a more seamlessscaling
to higher pixel number and density in future iterations of the technology, which will

help make this a clinically translatable tool for breast tumor margin assessment.
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1. Backgrou nd and significance

1.1 Breast cancer prevalence and management

Although improvements in breast cancer screening, diagnosis, and treatment
have decreasedthe mortality rate of the disease in the past several decades,the shift
towards modern lifestyles has also contributed to the increase of breast cancercases
worldwide. Globally, there are over 1 million new cases and nearly 500,000 deaths due
to breast cancer annually [1]. In the United States, the American Cancer Society
estimates that approximately 200,000 new invasive breast cancers andover 60,000 new
in situ breast cancers are diagnosed annually. It is a common disease that affects every
individual. The best way to manage and treat the disease is early detection followed by
chemotherapy, radiotherapy, and surgical removal of a small, non -metastic tumor.

The first step in breast cancer detection is ascreening mammogram, which is
recommended as an annual test for women over the age of 40. A patient with a
suspicious mammogram typically undergoes an image -guided needle biopsy procedure
and histopathologic diagnosis of the core tissue to determine if the sample is malignant.
Cancer treatment often involves chemotherapy, radiation therapy, and/or surgery. The
removal of the whole breast, a mastectomy procedure, may be performed to treat the
cancer. With the advancement of imaging technologies along with improvements in
chemotherapy and radiation therapy, many patients have the option of pre serving the

breast by choosing a procedure known as breast conserving surgery(BCS) also known



as partial mastectomy or lumpectomy. Figure 1 shows a flow chart of the clinical
management of breast cancer with the end goal of preserving the breast while fully

eradicating the disease.

Screening
mammogram

Biopsy for Stage Neo-adjuvant
diagnosis [1-1 therapy
Histopathology

Figure 1: Flow chart for the typical clinical management of breast cancer with
the goal of conserving the breast(s).

Breast
conserving
surgery

Radiation
Therapy

1.2 Breast conserving surgery

Women diagnosed with stage O, |, or Il breast cancercan choose to retain their
breast by undergoing BCS Patients diagnosed with stage Il or Il breast cancer can also
undergo neo-adjuvant therapy to reduce the size of the tumor. This procedure is
becoming increasingly more common and can provide a better cosmetic outcome
compared to a mastectomy. Of the 260,000 womendiagnosed with breast cancer in the
United States annually, most are eligible for BCS Approximately 165,000180,000

women undergo this surgical procedure [2].



During BCS, the surgeon attempts to resect the tumor with a surrounding rim of
normal tissue, as shown in Figure 2. After the surgery is completed, the specimen is
submitted to pathology within a week of the surgery. The excised tissue is evaluated to
determine if the margin is clear or negative (>2 mm from the tumor mar gin, shown in
Figure 2(b), or if it is positive or close (<2 mm from the tumor margin). To further clarify
the concept of breast tumor margin assessment, we can think of the excised specimen as
an orange. If the orange is the tumor with the unwanted cancer cells, the rind is the
surrounding rim of normal tissue that surgeons are to also remove. This rind must be
greater than 2 mm for the margin to be considered clear or negative. If this margin is
positive or close, then the patient is advised to undergo re-exicison surgery to achieve a

negative margin. Obviously, this can have a variety of additional negative physical,
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A Surgery (lumpectomy) A A
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Lump and surrounding C
tissue is removed B C B
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Figure 2: lllustrations of the goal of BCS in (A) removal of only the tumor
while preserving as much of the breast as possible and in (B) achieving negative
margins (c) in which a rim of normal tissue (b) is excised with the core tumor (a).
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Following BCS, the patients typically also undergo radiation therapy to clean up
any residual cancer cells that remain and that can potentially cause local tumor
recurrence [3, 4]. Recently, metaanalyses by the Early Breast Cancer Trialists group
showed that one death is averted for every four women in which a local recurrence is
avoided. The pathologic margin status is an important predictor of local recu rrence of
an invasive or in situ cancer after BCS[5, 6]. Thus, complete tumor excision is essential
to reduce the risk of recurrence [7].

Another critical aspect of BCS is to orient the specimen accurately so that the
surgeon knows where to re-excise if needed. For specimen orientation, the lumpectomy
specimen is often viewed as a cube. The surgeon orients the specimen by putting
sutures and surgical clips at the center of four of the six margins: anterior, posterior,
inferior, superior, medial, and lateral. The orientation is maintained in the pathology lab
by differential inking of the six surfac es. If tumor cells are found microscopically
between 3-2 mm from the margin, the specific margin is identified by the ink color of the
sections submitted so the surgeon knows which portion of the lumpectomy cavity needs
re-excision. This approach is effective to ensure complete excision of the residual
disease inthe second surgery [8]. However, an important goal is to avoid this second
surgery completely. Depending on the quality of treatment centers and experience of

surgeons, a staggering 2070% of women are called back for reexcision surgery due to



the incomplete removal of the tumor, i.e. the postexcision pathological determination of
a positive or a close margin [9-18].
1.2.1 Current practices for breast tumor margin assessment

There is no widely accepted tool for intra-operative breast tumor margin
assessment todate. The inability to ensure that the cancer has been completely removed
during the first surgery represents a very significant unmet clinical need for the patients,
the surgeons, Medicare and Medicaid, third party payers, and public health. Less than
5% of all hospitals that perform BCS actually utilize intra -operative techniques to
analyze such astouch preparation cytology and frozen section analysis.

Touch preparation cytology is a technique in which cells of the tissue surface are
transferred to a glass slide by simply touching the specimen to the glass. The glass slide
is stained for pathologic observations. Pathologists are able to evaluate the surfaces of
the entire tumor specimen, though with a wide range of sensitivities (38% -100%) and
specificities (83%100%) [19-26]. This technique is time consuming and requires a
pathologist present in the operating room at the time of the surgery. More important ly,
the technique only surveys the surface layer of the lumpectomy specimen. As
mentioned previously, the lumpectomy specimen must have >2 mm of surrounding
normal tissue; thus, touch preparation cytology is unable to diagnose close margins

(only 0-2 mm of normal tissue).



Frozen section analysis is a technique in which the tissue is frozen and sliced into
microscopically thin sections for pathologic observation. This technique is a very
challenging procedure, especially for tissues with high adipose content, such as in the
breast. The sensitivity ranges from 5391%, and the specificity ranges from 86100% [22,
27-33]. Furthermore, pathologists will typically only sample a few select slices of the
frozen sections; thus, the entire specimen is not evaluated. Table 1 shows a list of
reported sensitivities and specificities in the literature for frozen section and touch
preparation cytology. Ultimately, both techniques can be time and labor -intensive and

are not widely used by hospitals performing BCS.

Table 1: Sensitivit y and specifici ty for f rozen section analysis and touch
prepartion cytology.

Frozen Section (%) Touch Preparation (%)
Author Sensitivity Specificity Sensitivity Specificity
Olson [2§] 73.1 99.6
Cendan [27] 59 100
Sauter[23] 90 97
Weber [30] 91 100
Noguchi [3]] 83 86
Pleijhuis [32] 65-78 98-100
Cabioglu [33] 78 92
Komenaka [34] 74 100
Fukamachi [35] 78.6 100
Cox [36] 100 96.6
Creager[19] 80 85
Valdes [24] 75 82.8
Klimberg [25] 100 100
Johnson[26] 96.4 100
Saarela[23] 37.5 85.1
Komenaka [34] 61-79 100




1.2.2 Characteristics of an ideal intra -operative margin assessment
tool

Through research study collaborations with breast surgeons and pathologists at
Duke as well as helpful feedback from an external advisory board of a Bioengineering
Research Partnership grant NIH BRP ¢+ 1R01EB0115741), we have generated a list of
characteristics of an ideal intra-operative margin assessment tool to help surgeons
ensure the complete removal of the tumor and thus reduce the risk of local recurrence.
They are listed in the following:

(1) The device needs to be capable of surveying multiple margins and provide
diagnostic information within 20 minutes.

(2) The device needs to have a sensing depth of 82 mm, which is the most
widely acceped criterion for clear margins [37-41].

(3) The device needs have a 10 cn? surveillance area, which are the typical
sizes of lumpectomy specimens atthe Duke University Medical Center.

(4) The device needs to image with a spatial resolution on the order of
millimeters, which is comparable to the thickness of slices evaluated by
pathologists.

(5) The device needs to effectively detect differences between benign and
malignant tissues and to do this without the need for immediate pathologic

evaluation, or tissue processing.



An ideal intra -operative tool would not necessarily replace pathologist as the
gold standard for determining margin status after surgery. Since the entire tumor
specimen is never entirely examined by pathology, the tool would also be able to serve
as an aid by guiding pathologists to the most suspicious areas on the tumor margin.

There is significant interest in both the academic and private sectors to develop a
margin assessment tool. Arguably the most developed technology clinically is the
MarginProbe built by Dune Medical in Israel. The MarginProbe uses radio waves to
measure the electromagnetic properties of breast tissue over a 7 mm diameter area and 1
mm volume. Dune Medical has reported a 71% sensitivity and 68% specificity in a
prospective trial with the MarginProbe [42, 43]. However, the probe is likely unable to
survey the entire tumor specimen 7 mm at a time, and the 1 mm sensing depth means
that it is unable to detect close margins. Dune Medical has not published any

information regarding the breast tissue sources of contrast that the MarginProbe sees

1.3 Biophotonics

Biophotonics broadly refers to all techniques that deal with the interaction
between biology and light. These include the emission, detection, absorption, reflection,
modification, and creation of radiation from molecules, cells, tissues, organisms, and
biomaterials. Biophotonics applications have been applied to life sciences, medicine,

agriculture, among others. There is high interest in optical imaging of tissue because it



is relatively fast and the non-ionizing photons are non -destructive to the tissue. Optical
techniques leverage the absorption and scattering properties of tissue and do not always

require expensive and/or potentially toxic contrast agents.

1.3.1 Behavior of photons in tissue:  principles and definitions

When photons are launched into tissue, three events can happen: (1) scattering,
(2) absorption, and (3) fluorescence. The extent towhich these events happen is
dependent upon the wavelength of the photon and the optical properties of the tissue.
In this dissertation, the focus is on the optical technique known as diffuse reflectance
spectroscopy (DRS), which typically involves a ligh t source coupled to optical fibers.
From the fibers, light is launched into and interacts with tissue. These interactions are
indirectly measured when photons are scattered back to the tissue surface and collected
by detection fibers or fiber bundles, wh ich serve as a conduit of light to a charge-coupled
device (CCD) or photomultiplier tube (PMT). The diffuse reflectance spectra collected
by the CCD or PMT contains information about the wavelength -dependent tissue
absorption and scattering propertiese. For the sake of brevity, the following descriptions

of the light -tissue interaction are mostly in the context of DRS.

Scattering
Electromagnetic waves can undergo elastic or inelastic scattering. For an elastic

scattering interaction in tissue, the direction of light travel is changed, but the light



intensity remains the same. Scattering properties can be quantified using the scattering
coefficient, Wus, which is the average number of scattering interactions occurring over a
given pathlength. Tissue is predominantly a forward scattering medium, i.e. it does not
scatter light in all directions with equal probability. The anisotropy factor, g, which
equals the average cosine of the scattering anglejs used to quantify the probability of
the directionality of a scattering event. Wheng = 1, the medium is completely forward
scattering; when g = 0, the medium is isotropic (except for in the instance of Rayleigh
scattering in which scattered particles are much smaller than the wavelengths of light) .
Throughout the remainder of this thesis, we will refer to the reduced scattering
coefficient, u, to quantify tissue scattering. pszis defined as us* (14 g). This gives a
measure of the effective scattering properties that takes into account bothpsand g.

For an inelastic scattering interaction, the kinetic energy of the incident photons
is not conserved, which results in the photons having a different frequency than at
incidence. When photons interact with a scatterer, most of the photons are elastically
scattered as described above, buta very small proportion of the incident photons
(apprxomiately 1 in 10 million) are inelastically scattered. A main type of inelastic
scattering for tissue is Raman scattering. The Raman effect refers to the absorption ad
emission of a photon with either lower energy (Stokes scattering) or higher energy (anti -

Stokes scattering) than the incident photon. The number of inelastically scattered
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photons are much lower than the elastically scattered photons, thus Raman scatteing

signals are generally very weak.

Absorption
An absorption interaction reduces the intensity of the light as photon energy is

transferred to the absorbing molecule in tissue, such as hemoglobin (Hb). Like
scattering properties, the absorption properti es of turbid media can be described by the
absorption coefficient, Ha, which can be calculated using the BeerLambert Law given by
Ha(d) = 2.303{a)*A*l, where Uis the molar extinction coefficient (a measurement of how
strongly a chemical species absorbdight at a given wavelength) , A is the absorbance(or
optical density), and | is the path length. Another term that is often used in optical

spectroscopy is albedo, which is defined by ps / (4s + Ha). Albedo describes the

probability that a photon will be scatteredas opposed toabsorbedin the medium.

Fluorescence

Another light -tissue interaction that can occur is fluorescence, which is a
component of the broader scope of optical spectroscopy. Fluorescence can occur
following absorption of a photon by a fluorophore. A fluorophore first absorbs a
photon, which promotes an electron from the ground state to the excited state. Once the

excited state is reached, some energy is lost as the electron relaxes to the lowest
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vibrational energy level within the excited state. Then, the electron may fall back to the
ground state by emitting energy in the form of a fluorescent photon, typically at a longer

wavelength than the original exciting photon.

1.3.2 Existing o ptical t echnologies

Numerous optical technologies that exploits the tissue-light interactions have
been developed, and a few examplesare listed in Table 2. These technologies can be
broadly categorized into the following : photoacoustic tomography (PAT), spectroscopy,
optical coherence tomography (OCT), and optical microscopy.

Briefly, PAT is a hybrid imaging modality, which involves delivering non -
ionizing photons into tissue, which returns ultrasonic waves from the transient
thermoelastic expansion. The ultrasonic waves are detected by transducers to form
images associated with optical absorption of tissue. Optical spectroscopy may include
near-infrared spectroscopy (NIRS), Raman spectroscopy, diffuse reflectance and
fluorescence spectroscopy. These spectroscopic techgues vary fundamentally in the
types of light-tissue interaction measured, i.e. fluorescence and elastic and inelastic
scattering, as well as in the wavelength ranges of the light source. Optical coherence
tomography (OCT) is a low coherence interferometi ¢ technique that usually utilizes
near-infrared (NIR) light. Optical microscopy involves detecting visible light that is

transmitted through or reflected from the sample. There are severaltechniques used to
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guantify and improve spatial and axial resolut ion and contrast in microscopy. All of
these optical technologies have potential to be useful in a variety of clinical applications

for different organ sites.

Table 2: Comparison of existing optical technologies and their primary
contrast, penetration depth, and spatial resolution in biomedical applications.

Optical Technique | Primary contrast Depth Resolution
(mm) (Hm)
photoacoustic absorption 3-50 45700
tomography
near-infrared absorption and 1-5 500-2000
spectroscopy elastic scattering
Raman inelastic 1-3 5002000
spectroscopy scattering
diffuse reflectance absorption and 0.52 5002000
spectroscopy elastic scattering
Fluorescence fluorescence and 0.52 5002000
spectrscopy elastic scattering
optical coherence | elastic scattering 1-2 1-10
tomography
optical microscopy | fluorescence and 0.2 0.33
elastic scattering

Table 2 shows that there is generally an inverse relationship between resolution
and penetration depth for these various optical technologies. For example, cellular
structure, which are on the order of sub-microns, can be examined using electron
microscopy, where shallow penetration depths are acceptable and high resolution is
needed. For applications involving whole organ imaging , optical technologies sacrifice

resolution to obtain deeper penetration depths and wider fields of view. Because breast

13



margin assessment requires a technology that can probe up to 2 mm in depth and have a
spatial resolution on the order of a few millimeters, optical spectroscopy is well-

positioned to fill this clinical need.

1.4 Intrinsic sources of optical contrast in breast

The major endogenous absorbers in the visible spectrum in breast tissue are
oxygenated and deoxygenated hemoglobin (HbO:2 and HbH) and b-carotene (c), which
are indicative of blood content, oxygenation, and adipocytes. These absorbersshow
very distinctive and wavelength -dependent spectral characteristics depending on its
concentration and oxygenation. On the other hand, tissue scatteing is sensitive to the
size and density of cells as well as collagen, which provides structure and support for

the tissue.

Figure 3: Sources of optical contrast in the human breast.
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Figure 3 is a cartoon of the human breast with arrows pointing to the major
sources of optical contrast due to absorption and scattering. Cellular structures and
collagen in the breast cause light to scatter. Within the blood vessels, HbCG and HbH
absorb light. b-carotene (c), often stored in adipocytes (fat cells), is another primary
absorber in breast tissue. Certain molecules, such as NADH and FAD, will fluoresce

when illuminated with specific wavelengths of light.

Table 3: Optical sources of contrast in breast tissue.

Optical Tissue Source of Disease
Technique Interrogated Contrast Progression
Diffuse reflectance & adipocytes bc decrease
elastic scattering cells & collagen scattering increase
spectroscopy [44-52] blood HbO: decrease
HbH increase
N ear-infrared water water increase
spectral imaging cells & collagen scattering increase
[63-57] adipocytes Lipids decrease
blood HbO2 decrease
HbH increase
Fluorescence collagen fibers collagen increase
spectroscopy cells NADH, FAD,
[44, 48, 50, 52, 58, 59 retinol,
tryptophan
Raman spectroscopy blood heme increase
[60-63] adipocytes lipids decrease
variety of cells carotenoids decrease
tryptophan
cholesterol
optical coherence cells scattering increase
tomography sub-cellular
[64, 65 organelles




The various optical tools that have been used to measure breast composition are
listed in Table 3. All of these previous studies suggest that the main sources of optical
contrast for differentiating benign from malignant tissues are related to breast

vasculature (Hb), fat (by measuring bc content) , collagen, and cells.

1.5 Emerging optical tools for margin assessment

A number of academic and commercial groups have worked on or are currently
developing tools for intra -operative breast tumor margin assessment. For the sake of
brevity, t he following sections includes only those for which some clinical validation is

reported.

1.5.1 Optical contrast through single  -point measurements

In 2000, Irving Bigio of Boston University conducted a pioneering study using
diffuse reflectance spectrosmpy to look at in vivo sites on thetumor bed in 24 patients
(13 cancer and 59 normal sites). They showed that malignant and benign sites could be
separated with a sensitivity of 67% and a specificity of 79% [66]. Although the study
only utilized single -point sampling of a fiber optic probe and did not involve any
margin assessment, it paved the way for many other research groups to investigate
optical imaging, specifically for the application of breast tumor margin assessment.

In 2009, Michael Feld conducted a prospective study at MIT using Raman

spectroscopy to examine freshly excised lumpectomy specimens, which were sliced b
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expose tumor sites in 21 patients (123 benign and 6 malignant tissue sites) and reported
a sensitivity of 83% and a specificity of 93%[61]. A previous retrospective study showed
94% sensitivity and 96% specificity for ex vivo measurements of frozen samples[67]. His
group also demonstrated the ability of using DRS and fluorescence spectroscopy to
differentiate various benign and malignant tissues in breast biopsies from 17 patients (95
benign and 9 malignant sites), resulting in a sensitivity of 100% and a specificity of 96%
[50].

In 2010, Anita Mahadevan-Jansen at Vanderbilt University also published on
using diffuse reflectance and fluorescence spectroscopy to detect cancerous sites on
breast tumor margins in 32 patients (145 normal and 34 individual tumor sites). The
group reported a sensitivity and specificity of 85% and 96%, respectively, for classifying
individual sites [46]. In 2011, TJ Ruers from the Nethelands Cancer Institute also used
DRS to acquire spectra from 102 ex vivosamples that consisted of adipose, glandular,
fibroadenoma, invasive carcinoma, and ductal carcinoma in situ (DCIS). They were able
to separate malignant and benign samples with a sensitivity of 94 + 4% and a specificity
of 98+ 2%[68]. All of these recent studies show the great potential of using optical tools
for breast tumor margin assessment. However, these studies also reveal that the
respective optical techniques cannot be practically used in a clinical setting to survey the

entire tumor margin rapidly because these optical probes all use single-point sampling.
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Finding malignancies in a very large specimen with a single-channel probe is like

looking for a needle in a haystack.

1.5.2 Toward wide field imaging of breast tumor margins

As of 2012, only two groups have published clinical data to show feasibility of
performing full tumor margi n optical imaging. Stephen Boppart at the University of
lllinois showed that OCT can potentially be used for breast tumor margin imaging. | n
20 patients (9 pcsitive and 11 negative margins), they used OCT imaging to diagnose
tumor margins with a sensitiv ity and specificity of 100% and 82%, respectively[69].

Over the past decade, my group at Duke University has developed several
iterations of margin assessment tools based on the principle of diffuse reflectance
spectroscopy. Initially, we showed proof of principle in differentiating between normal
and malignant breast tissue with a single-channel (LCH) benchtop system similar some
of the work described previously [51, 70]. To cover the area of a large tumor margin and
to make the system more clinically translatable, the most logical next step was to
multiplex the single -channel probe. We then developed a coarse, &hannel (8CH) first
generation spectral imaging system for true margin assessment, shown in Figure 4(a)

[45,71,72].
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(b)

Figure 4: Photographs of (a) 8CH clinical instr ument and (b) imaging probe
interfaced with specimen box.

The engine of this benchtop spectral imaging systemis a broadband source that
emits at visible wavelengths, an 8-channel fiber optic imaging probe, an imaging
spectrograph, and a charge coupled device (CCD) camera. Light is relayed between the
clinical instrument and each discrete site on the tumor margin within a specimen box,
shown in Figure 4(b), via the imaging probe, which consists of 8 channels of illumination
and collection optical fibers. The probe is manually translated horizontally and
vertically by 5 mm to sample inter -leaving holes between a channelto-channel spacing
of 10 mm. In this manner, 4 successive placements of the probe can sample an area of
2x4 cmwith 5 mm resolution and a sensing depth of 0.5-2.2 mm for 450600 nm. The
diffuse reflectance spectra per site were analyzed with a feature extraction algorithm
based on a fast, scalable Monte Carlo model of reflectance to quantitatively determine

absorption and scattering contrast in the breast [49, 73].

19



A clinical study involving 120 patients undergoing BCS from 2007 to 2009vas
completed using this first generation 8CH optical device [45, 47, 71, 72]. With this
system, we were able to detect margin positivity with a sensitivity of 79.4% and a
specificity of 66.7%. The study showed that the 8CH fiber optics system has comparable
sensitivity to currently available tools, such as frozen section shown in Table 1, but it has
the benefits of not requiring any type of tissue cutting, preparation, or a pathologist in
the operating room. This technique can also potentially be more advantageous than
touch preparation cytology in that it can survey deeper int o the tissue for studying close
margins up to 2 mm into the tissue specimen. Throughout the study, the clinicians also

provided important feedback to help future iterations of system design.

1.5.3 Challenges and limitations of optical imaging

Table 4: Comparison of reported margin assessment technologies with respect
to surgeon needs

Method Quantitative 1-2mm Covers Non - <20 min
/ diagnostic depth margin destructive
Touch prep
Frozen section

Raman SPX[62]
DRS([74
OCT [75]
DRS imaging [72]

All of the previously mentioned technologies, both single -point sampling and

imaging, fall short of the the ideal intra -operative margin assessment requirements
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shown in Table 4. The table reveals the gaps that exist in each of the technologies,
including our DRS coarse imaging system.

Although the 8CH system is a good tool for proof -of-concept studies, it is not
practical for an intra -operative setting where time, cost, and space are limited. Figure 5
shows the sizes of the 125 tumor margins observed in our previous clinical study.
Because the 8CH imaging probe only covers a 4 cm x 2 cm area at 10 mm spatial
resolution for one placement, it would take up to 4 placements of this probe to achieve a
5 mm spatial resolution for a typical 10-20 cn® area per margin. Since each specimen has
6 total margins, it is not possible to survey the entire tumor and provide adequate
margin diagnosis in the limited amount of time in the operating room. Thus far, none of
the available tools can cover all margins and provide diagnostic information in under 20

minutes in the operating room.

30

125 margins

# of Margins

0 10 20 30 40
Margin Area (sz)

Figure 5: Areas observed across 125 lumpedomy specimen margins at Duke
University Medical Center.
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1.6 Objective and major outcomes

The goal of my dissertation is to design, engineering, and test a novel
guantitative miniature spectral imaging system that utilizes the sa me scientific
principles of our fiber optics based imaging systems described in this chapter, but
improves upon technical issues, such as size, complexity, and speed, to meet the
stringent demands of the intra-operative setting. The design is based on using a
broadband source with a bandpass filters as the light source (with the potential of using
LEDs in the future) and using an array of custom annular photodiodes as the detector,
replacing the CCD and spectrograph. The rationale is that photodiode arrays are
inexpensive and more easily scalable to cover the surveillance area necessary for the
application of breast tumor margin assessment. Additionally, by discretizing the light
sources with individual band pass filters, | show proof of concept for the implantation of
LEDs in the future, which allows for a much more portable, compact, and cost effective
spectral imaging device without the high power consumption of the expensive and
heavy broadband source. The major outcomes of my dissertation are as follows:

(1) I have demonstrated the feasibility of replacing sophisticated CCD and

imaging spectrograph of the 8CH clinical system with simple, inexpensive
silicon photodiodes (PD) for collecting diffuse reflectance spectra. This idea

is described in Chapter 2.
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(2) I have provided a strategy for quantitative spectral imaging of tissue
absorption and scattering using photodiodes and LEDs by designing and
builing a single -channel version of a fiber-illumination, PD-detection hybrid
system and simulating reduced -wavelength, increased bandpass spetra for
LED sources The probe geometry that maximized SNR and had the
appropriate sensing depth for margin assessment was determined to be an
annular PD with central illuminator. The single channel PD -based probe was
comparable in performance to the 1CH clinical benchtop system. This work
is shown in Chapter 3.

(3) Through collaborations with Nan Jokerst and Martin Brooke, | have designed
and tested a fiber-less imaging system based on a customized 4x4 thin PD
array with free space illumination through the PD apertures built in -house. |
was able to improve system SNR, extract optical properties from tissue
phantoms with 8-15% accuracy for ga and psgz In addition, | compared the
extracted tissue parameters in a mouse tumor model from the imaging
system and a commercial spectrofluorometer and found that the extracted
parameters of both systems are within 10% of each other, further providing
evidence that the PD-based array with 8 discrete wavelengths can replace the
much more complex fiber imaging systems. The details of this major

outcome are described in Chapter 4.
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(4)

()

I have developed awavelength optimization strategy for designing a spectral
imaging system for breast tumor margin assessment by combining the
inverse Monte Carlo model of refle ctance with a genetic algorithm. To
design a more compact and costeffective spectral imaging system, it is
important to have as few wavelengths as possible while maintaining a high
accuracy for extracting quantitative endpoints. The method can be used for a
variety of system design processes in clinical applications beyond breast
tumor margin assessment. This is described in Chapter 5.

I have made the necessary modifications based on the previous bullet points
and validated a 16-channel PD-based imaging system that is apable of
extracting tissue phantom optical properties with comparable or improved
accuracy to both the 8CH and a new 49-channel (49CH) fiber optic clinical
systems. Side-by-side comparisons between the 49CH system and PDbased
imaging system were made for SNR, speed, size, and extraction of
composition maps in porcine tissue and human breast tissues. This

important contribution is presented in Chapter 6.
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2. Maodification of diffuse reflectance spectroscopy
detection components: a proof -of-principle study

In Chapter 2, the very first conceptual re-design of a diffuse reflectance spectral
imaging system for margin assessment is discussed. | introduce the principle
components of the fiber optics based clinical systems in greater detail and discuss the
modif ications to the detection components made in this iteration of system de sign and

development.

2.1 Introduction

As defined in Chapter 1, ultraviolet -visible diffuse reflectance spectroscopy (UV-
VIS DRS) is sensitive to the absorption and scattering propertes of biological molecules
in tissue and thus has great potential to be used as a toolfor quantitative tissue biology .
A major absorber of light in tissue in the visible range is hemoglobin (Hb), which shows
distinctive, wavelength -dependent absorbance characteristics depending on its
concentration and oxygenation. Tissue scattering is sensitive to the size and density of
cellular structures such as nuclei and mitochondria. Thus, DRS of tissues canbe used to
guantify changes in oxygenation, blood volum e and alterations in cellular density and
morphology. Potential clinical applications of UV -VIS DRS include monitoring of tissue

oxygenation [76] and blood loss [77], pre-cancer and cancer detection[78, 79], assessing
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tumor response to cancer therapy [76], and intra-operative tumor margin assessment

[72], which is the focus of this dissertation.

2.1.1 DRS instrumentation 7 1CH clinical system

Over the past decade, our group has developed severaliterations of margin
assessment tools based on diffuse reflectance spectroscopyPrior to performing margin
assessment studies with spectral imaging systems we showed proof of principle in
differentiating between normal and malignant breast tissue with a single-channel (1CH)

benchtop system[51, 70].

y Computer O 200 um collection fiber
enan O 200 pm illumination fiber

Lamp _—

Monochromator Imiaging CCD
Spectrograph
lllumination <ollecten
Optical Fiber Opgﬁdzber Probe Tip
Bundle
Optical Probe

Figure 6: Schematics of the CH1 clinica |l system and probe tip

A schematic representation of our initial benchtop 1CH system is shown in
Figure 6. The system consists of a 450 W Xenorarc lamp (JY Horiba, Edison, NJ) and a

scanning monochromator (Gemini 180, JY Horiba) as the source. A fiber optic probe
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with a core of 19 illumination fibers surrounded by a ring of 18 detection fibers is used
for illumination and collection. The individual illumination and collection fibers had a

diameter of 200 em and a numerical aperture (NA) of 0.22. The effective illumination
diameter of the probe is 1 mm. The remitted light is collected by the outer ring of
detection fibers and coupled through an imaging spectrograph (Triax 320, JY Horiba)
and detected by a CCD (Symphony, JY Horiba). Previously published studies by our
group show that this technology is capable of quantifying breast and oral tissue
physiological and morphological properties and that these quantities can be used to
discern between malignant and non-malignant tissues with sensitivities and specificities

exceeding 80%[49, 51, 80].

2.1.2 Monte Carlo model of reflectance

Central to the spectral analysis in our work is a Monte Carlo (MC) model of
reflectance that is able to reliably and quantitatively determine the underlying sources of
optical contrast in the breast, specifically the absorption and scattering [73]. As
previously defined, the absorption coefficient, pa, is a linear combination of the product
of the extinction coefficients and concentrations of constituent absorbers in tissue, such
as b-carotene and hemoglobin, while the scattering coefficient, [s, reflects the size and
density fo the cells and sub-cellular organelles in the tissue. The MC model extracts and
guantifies these properties from tissue, and these extracted sources of contrat are then

used to create molecular tissue composition maps, which are then applied to a
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predictive model to classify positive, close, and negative tumor margins. Developed by
Gregory Palmer in our group, this model is used extensively in all studies described in
this dissertation. It consists of two parts, the forward and inverse models, which are

described briefly here.

Forward model:

The forward model refers to the model that relates the tissue physiological and
structural properties to its modeled diffuse reflectance. Figure 7(a) shows a flow chart of
the forward MC model of diffuse reflectance. The model has two sets of inputs, which
are used to determine the absorption and scattering coefficients. The \ariable
parameters in the model are the concentrations (C) of each chromophore assumed in the
specific tissue, such as Hb and bc in the breast. The corresponding wavelength-
dependent extinction coefficient s for each chromophore ({8}, a fixed parameter, are used
to determine the wavelength -dependent absorption coefficient, pa(a), according to the
relationship, pa(d) = ¥ In(10) ) (C)). For scattering estimation, the variable parameters
are the scatterer size and density. The fixed parameter is the refractive index, n,
according to known values for tissue phantoms. Mie theory for spherical particles is
used to model scattering. The wavelength-dependent scattering coefficient, ps(e), and

the anisotropy factor, g(sj, are then calculated. With a MC model of light transport, a
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diffuse reflectance spectrum can be obtained using the input optical properties, pa(8),
Hs(8), and g(8).

Typically a Monte Carlo simulation would be required for each unique set of
optical properties, thus making model impractical to use in a clinical setting. To make
this model efficient and clinically useful, a scaling approach described by Graaff et al.
[8]], a simplified anisotropy factor estimation relating to sz a convolution over the
probe geometry to determine the photon collection probability, and a lookup table of
reflectance values for a given range of relevant tissue optical properties were all

incorporated into the algorithm.
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Figure 7: (a) forward and (b) inverse Monte Carlo models of diffuse reflectance. Inpu t
boxes are shaded, and output boxes are shaded with a bold outline.

Inverse model:
To extract tissue parameters from the acquired diffuse reflectance, we use the

inverse MC model, shown in Figure 7(b). First, an initial set of free parameters (absorber
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concentration and scatterer size and density) are input into the forward model. The
fixed parameters are the wavelength-dependent extinction coefficients of the absorber
and the refractive index of the scatterer and the surrounding medium. These input
parameters are used in the forward model to generate the Monte Carlo modeled
reflectance as a function of wavelength. Next, the sum of squares error between the
modeled and measured reflectance is computed. The free parameters arethen
iteratively updated until the sum of squares error is minimized. A Gauss -Newton
nonlinear least squares algorithm is used for optimization. To ensure convergence to a
global minimum, the procedure is iterated many times for a tissue sample, with a

different, randomly chosen set of starting parameters.

2.1.3 Design considerations

Although the 1CH clinical system coupled with the MC model is a robust
toolbox for non-destructively and rapidly quantify ing tissue optical properties, this
system suffers from several drawbacks. First, optical fibers generally collect only a very
small portion of the remitted signal thus requiring high quantum efficiency, low noise
detectors, particularly in the UV -blue spectral region. Secondly, gptical fiber -based
detection, while reasonable for single-point sampling, is also unwieldy and expensive
when expanded for use in imaging applications, which is important for margin

assessment Thus, a simpler, low-cost, more portable reflectance spectrometer, capable
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of making fast measurements at multiple sites is desiredin a clinical setting, including
other applications unrelated to breast tumor margin assessment [82]. In addition, the
conventional spectrometers that require a CCD and an imaging spectrograph for
detection have a relatively large footprint and are not portable. Previous studies have
attempted to develop portable DRS systems for cancer detection. Cerussiet al.
developed a handheld (5x8x10 cm) laser breast scanner based on frequencgomain
near-infrared spectroscopy for breast cancer detection [83]. Feather et al. reported a
portable diffuse reflectometer that uses nine LEDs at three visible wavelengths to
illuminate skin and a photodiode to collect diffusely reflected light through a 7 mm
aperture [82]. The laser beast scanner has a sensing depth over 1 cm, thus is not
appropriate for tumor margin assessment, and is difficult to multiplex into a spectral
imaging device because of the size of the device. The LEDBphotodiode based
reflectometer is extendable to imaging, but measurements based on this device does not
provide guantitative endpoints such as absorption and scattering, which relate to the
underlying biology of the tissue.

Our ultimate goal is to develop a costeffective, portable, wide field spectral
imaging device for quantifying tumor physiology and morphology, specifically the
features that differentiate between malignant and non -malignant breast tissues with
performance comparable to its benchtop counterpart. The conceptual design of this

portable device is an optical probe with the integration of several light emitting diodes

31



(LEDs) and photodiode s covering the wavelength range of 400-600 nm. In addition to
its compactness and low cost, the device would have several advantages overthe fiber
optics based clinical systems. First, LEDs have much high power density and longer
lifetime than traditional lamps and bringing the light source in direct contact with tissue
significantly improves light delivery efficiency.  Secondy, replacing the detection fiber
or fiber bundle with a photodiode remarkably increases the light collection efficiency
because photodiodes usually have a larger detection area and a much higher numerical
aperture (NA) than any optical fibers. Furthermore, the probe can be used as a rahble
way of measuring intensity spectra while a fiber optic probe is subject to light
fluctuation due to fiber bending in clinical environments.  Finally, such a device offers
great potential for multip lexing diagnostics and imaging. The major cost for this DRS
system redesign is the reduced number of wavelength and the finite bandwidth
(FWHM) of LEDs. Details about wavelength reduction and bandwidth effects is
reported in Chapter 5.

In this chapter, we describe the development and testing of a single-point hybrid
optical probe which consists of a multimode illumination fiber and a silicon photodiode
as a first step towards the long-term goal of developing a compact imaging device that
can survey multiple points simultaneously. We demonstrate that diffu se reflectance

spectra measured with the hybrid system coupled with our inverse MC model of

32



reflectance provides quantitative measures of tissue absorption and scattering with

accuracy that is comparable to that ofthe 1CH clinical system[73].

2.2 Materials and methods

2.2.1 Schematic of single -point hybrid optical device

Xenon Computer
Lamp
I Probe Tip
Mono- Current Photodiode lllumination Fiber
chromator Amplifier (2.4x2.4mm?) (1-mm Diameter)

Coaxial
cable

lllumination
Optical Fiber

Optical Probe
(a) (b)

Figure 8: Schematic of (a) modified spe ctrometer and (b) probe tip.

The hybrid optical system, shown in Figure 8(a), consists of a 450N xenon lamp
and monochromator (JY Horiba, NJ), a I:-mm illumination optical fiber (NA=0.22), a
2.8 2.4 mm silicon photodiode (S1226, Hamamatsu, Japan) with a low noise current
amplifier (PDA -750, Terahertz Technologies Inc., NY), and a laptop computer. The
hybrid system uses the same light source and monochromator and an illumination fiber
with similar diameter and NA as the original 1CH clinical system. The primary
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difference between the two systems is that the photodiode and current amplifier in the

new system replace the collection fibers, spectrograph and CCD camera in the 1CH
system. At the distal end of the probe, shown in Figure 8(b), the edge of the photodiode
was trimmed to the active area and transparent epoxy was used to bond the cleaved
fiber adjacent to the photodiode, such that the centerto-center distance between the
illumination fiber and the p hotodiode is 2.1 mm. The overall diameter of the probe tip is

6 mm.

2.2.2 Optical measurements in tissue phantoms

To evaluate the capability of the modified hybrid system for measuring tissue
optical properties, a series of experiments were conducted on homogeneous liquid
tissue-mimicking phantoms with absorption coefficient ( €a) and reduced scattering
coefficient (e Aw Ul x Ul Ul OUEUDYIT woi wi U GsAdnmEvaveléngtt) w 0D U U U
range [73]. Phantoms were created with 1-em diameter polystyrene spheres (0731015,
Polysciences, Inc., PA)as the scatterer and variable concentrations of the absorber,
hemoglobin (Hb) (H0267, Sigma Co., MO). Two sets of liquid phantoms were created by
titrating absorber at two scattering level s, and all diffuse reflectance measurements were
made the day the phantoms were prepared. The first set of phantoms (1A-1E) consisted
of five low scattering phantoms (wavelength -averaged £sz=12.5 cm) with wavelength -
averaged €a of 0.5, 0.9, 1.3, 1.6, ah 2.0 cm?* over the 400600 nm range. The second set

(2A-2E) consisted of five high scattering phantoms (wavelength-averaged €sz=21.7 cm?)
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with the same absorption properties as the first set. This produced a total of 10
phantoms with an overall &a range (0.03510 cm?) and ez w U E O 122.2ucepi)l 8 The
optical properties of the phantoms can be found in Table 5.

Diffuse reflectance measurements were made for each liquid phantom. The
entrance, side, and exit slt widths of the monochromator were optimized so that the
power was maximized while the bandpass was fixed at 4.5 nm. The maximum power
out of the illumination fiber was 130 €W at 470 nm, and the minimum power was 65 ¢W
at 590 nm at the output of the illumination fiber. A complete diffuse reflectance
spectrum was collected from each phantom by scanning the bandpass of the
monochromator from 400-600 nm at increments of 5 nm. Three scans were taken for
each phantom. Then, a diffuse reflectance spectrum wasalso obtained from a Spectralon
99% diffuse reflectance puck (SRE9-010, Labsphere, Inc., North Sutton, NH) with the
probe in contact with the puck immediately after the phantom measurements with the

same instrument settings.

2.2.3 Phantom data analysis

The inverse MC model was used to extract paand psg wi UOOwUT | wOPBUDE wx
An attribute of the scalable MC model of reflectance is that it accounts for the specific
probe geometry used for diffuse reflectance measurements. At the time of the
experiment, the model was only set up to simulate circular sources and detectors

because optical fibers were so widely used in this field. To be able to usethe MC model
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for the probe geometry shown in Figure 8(b), we imaged the square detector under a
microscope, generated a circular detector with active area equivalent to that of the
square detector as an estimation. The method for modeling probe geometry was
improved in subsequent iterations, beginning in Chapter 3.
To experimentally compare measured phantom spectra to MC simulated
xT EOUOOwUxI EUUEwWI OUwUT | wi PUUDOT wxUOETI UUwDLOwUI
reflectance spectrum of the target phantom for which the optical properties are to be
quantified was divided point by poi OUwEa wUT 1 w? EEOPEUEUI E2 wEDI [ UU

Of WEWUI 11Ul OET wxT EOQUOOwWPDLUT wOOOPOWOXUDPEEOQwWxX UO
cases refers to the normalization of the diffuse reflectance spectrum to that measured

from the Spectralon puck for correction of the wavelength -dependent response of the

instrument. In this phantom study, one phantom (1C: pa= 1.28 cnt, uz=10.6 cmt) was

selected as a reference phantom and the remaining nine phantoms were used as target

phantoms. Then, the inversions were repeated for all target-reference phantom

wavelength over all the 9 reference phantoms. Bender et al. previously provided

guidelines for the selection of a reference phantom [84].
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2.3 Results and discussion
2.3.1 System drift and SNR estimation

Prior to the phantom experiments, the long -term drift and signal -to-noise ratio
(SNR) of the system were characterized. With the lamp on and the p robe tip in contact
with the surface of a liquid phantom, w e determined that the long-term drift of the
system was less than 1 nA over two hours. The typical signal range was between 0.55.0
MA. By taking three consecutive diffuse reflectance spectra fran 400-600 nm in phantom
2E, the darkest among the ten phantomsfor our worst case scenario, we calculated an
average SNRof 429 dB over all wavelengths, where SNR is defined as 20*log(mean
intensity/standard deviation). The a minimum SNR, however, was only 24.6 dB at 410
nm, which is close to the Soret band absorption of oxyhemoglobin.

The low SNR at the shorter wavelengths can be attributed to both the lower
responsivity of silicon photodiodes in the UV -blue range, as well as the unoptimized
probe geometry of this hybrid system. Figure 9 shown the MC simulation results of
percent diffuse reflectance as a function of distance for phantom 2E. The diffusely
reflected photons drop off drastically as distance from the source increases. Because the
geometry of this design iteration is such that the illumination fiber sits adjacent to a
2.4x2.4 mmt photodiode, much of the detector active area is actually wasted space. The

photons launched from the 1 mm fiber will have a low probabil ity of being collected by
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almost half of the detector area. A new probe geometry that resulted in a higher SNR is

presented in Chapter 3.
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Figure 9: Simulated diffuse reflectance as a function of distance for p  a=2.0 cmt,
Uz & U o (phantom 2E).

2.3.2 Extraction of phantom optical properties

Figure 10 shows the Spectralon puck-calibrated reflectance spectra for two phantoms 1A

and 1E and the corresponding fits to the inverse MC model. The three valleys at 415, 540

and 575 nm on the spectra for both phantoms arethe Soret band (408450 nm), beta

band (540 nm) and alpha band (569 nm) of oxygenated hemoglobin, respectively. There

is excellent agreement between the measured spectra andhie MC fits. Figure 11(a) and

(b) show the extracted versus expectedea and ez wi OU wE OO w b EtNel 4006@1T U1 Uw O
nm range quantified with the modified and original systems. The correlation coefficient

for caand e WEUT WYS3 NNkt WEOEWYS NI AAOQwUI Uxi EUDPYI Qawi (¢
the modified hybrid system. An overall error of 8.0°6.2% was calculated for €a and

8.96.5% foreg wi OUwWUT T wO O EdD thdpurpasds af edipadi€ony the original
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1CH system had an overall error 9.2°12.4% and 4.4°3.4% for extracting €a and € O w
respectively [84].
Table 5 provides a summary of the optical properties of the 10 phantoms and the

respective extraction errors.
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Figure 10: Calibrated measured and Monte Carlo fitted tissue phantom spectra.
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Table 5: Summary of the phantom optical properties and percent error in
extracted optical properties.

Phantom Optical Properties over 400 -600 nm Extraction Errors
Avgpa Harange Avgusz U U WUE Ha 4
(cm™) (cm™) (cm™) (cm™) (%) (%)
1A 0.5 0.0352.5 12.5 9.812.7 10.1 8.8
1B 0.9 0.0634.5 12.3 9.6-12.5 6.4 7.9
1C 1.3 0.091-6.5 12.1 9.512.3 5.6 7.0
1D 1.6 0.118.0 11.9 9.312.2 5.2 6.3
1E 2.0 0.1410 11.7 9.2-12.0 6.7 7.8
2A 0.5 0.0352.5 21.7 17.022.2 14.8 155
2B 0.9 0.0634.5 21.4 16.7-21.8 10.0 12.7
2C 1.3 0.0916.5 21.0 16.521.5 9.2 5.1
2D 1.6 0.118.0 20.8 16.3-21.2 6.7 5.3
2E 2.0 0.1410 20.4 16.020.9 5.2 12.4
Overall 0.03510 9.2-22.2 8.0°6.2 8.96.5

2.4 Conclusions

The modified hybrid system can quantify absorption coefficients from phantoms
with only modest absorption coefficients (up to 10 cm! with an average pa of 2.0 over
400-600 nm). This is sufficient for optical properties seen in cervical tissue [85]; however,
our previous breast margin assessment studies have observed a averagga range of 2-8
cm?, which makes this particular probe geometry unsuitable for breast tumor margin
assessment even if multiplexed for imaging. Compared to the original 1CH system, the
modified system has higher errors in extraction of scattering coefficient due to its 10-15

dB lower SNR for high scattering. We eventually improve d the dynamic range of the
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system by decreasing the centerto-center distance between the source and detector as
well as by increasing the area of the photodiode, which is discussed in Chapter 3.

This modified hybrid system, which employs both an illumination fiber and a
photodiode, has significantly lower cost and better collection efficiency than the original
1CH system because ofUT 1T wOEUT 1 Uwi I 11T EUDPYIT w- woOi wli 1T wUDPOD
its direct contact with the sample. The modified system, in its current form with fiber
illumination, can be easily multiplexed into a spectral imaging device. This can be
achieved by interfacing a bundle of optical fibers to the exit slit of the monochromator.
The individual fibers can be separated at the distal end (at the sample) such that each
fiber is coupled to a discrete photodiode on the sample surface.

Through this initial iteratio n of system design, we determined that this single-
point hybrid system combined with the inverse MC model can be extended into an
optical spectral imaging system to map out the concentrations of absorbers, and the bulk
tissue scattering properties of sub-surface tissue volumes (that are on the length scale of
a couple of millimeters). In addition to breast tumor margin assessment, there are a
number of applications for which this technology would be ideally suited including,
epithelial pre -cancer and cance detection (such as those of theskin, oral cavity and
cervix) and the monitoring of tumor response to therapy. There are a number of
previous publications that report on optical spectral imaging technologies for sub -

surface tissue evaluation [86, 87], which relay the light to and from the tissue via non -
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contact optics. The illumination and collection geometrie s are designed to maximize
throughput and are not necessarily optimized to provide a well -defined sensing depth,
which is important for tumor margin assessment . The spectral information obtained
with these systems is generally displayed as intensity maps at a few discrete
wavelengths and thus, do not fully exploit the information content in the data and also,
do not provide any direct functi onal or structural information. For our goal of tumor
margin assessment, we need to design a system thaprovide s quantitative information
on tissue composition via measurements of absorption and scattering. The illumination
and collection geometry can be designed to have a welldefined sensing depth. An
important modification to this DRS system re-design is the implementation of
photodiodes at the tissue surfacein place of the imaging spectrograph and CCD at the
distal end of fibers. This potentially improves the collection efficiency as well as reduces
the cost and larger system footprint associated with sophicated CCDs and imaging

spectrographs.
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3. Toward quantitative tumor margin assessment using
photodiodes and LEDs

This chapter discussesa strategy for performing quantitative spectral imaging of
tissue absorption and scattering using photodiodes and discrete sources, such as LEDs.
Build ing upon the detector modification discussed in Chapter 2, we identified the probe
geometry for a fiber-illumination, PD -detection hybrid system to achieve high SNR and
proper sensing depth for margin assessment. Initial simulations were made to assess the
feasibility of using LEDs by reducing the number of wavelengths and increasing the full -
width half -maximum (FWHM). We also evaluated optical crosstalk between individual

PDs and took steps towards multiplexing the detectors for spectral imaging.

3.1 Introduction

The ability to quantify tissue physiological and morphological properties can
have tremendous impact in many clinical situations, potentially improving the clinical
management and care of patients[88, 89]. Because diffuse reflectance spectroscopy in
the UV-visible spectral range is sensitive to the absorption and scattering properties of
biological molecules, such as hemoglobin, cell nuclei, and mitochondria, several groups
have investigated the technology as a tool for monitoring tissue oxygenation [90], pre-
cancer and cancer detection[74, 79, 91-93], tumor margin assessment [94], assessing

tumor response to therapy [95-97], and in other biomedical applications [76, 77, 98]. As
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discussed in Chapter 1 and Chapter 2, we have previously developed a fiber-optic based
diffuse reflectance spectroscopy system (LCH) that consists of a xenon lamp, a
monochromator, a fiber optic probe, a CCD camera, and an imaging spectrograph.
Together with a fast inverse Monte Carlo model of reflectance to quantify tissue
absorption and scattering of tissues, we have applied this powerful toolbox in a variety
of pre-clinical and clinical applications [49, 51, 52, 73].

Although this toolbox is capable of effectively quantifying tissue absorption and
scattering [49, 51, 52, 8Q], like other diffuse reflectance spectrometers, the systemhas
drawbacks in cost, collection efficiency, and clinical relevance and utility, which is of
utmost importance to physicians and patients. First, the 1CH clinical system is a single-
point sampling system in nature and is not ideal for applications where there is a need
to cover large sampling areas, such asfor tumor margin assessment. While single -point
fiber-optic based detection is reasonable for a few and very small regions of interest[91,
99|, it can be very cumbersome and expensive when expanded for use in quantitative
spectral imaging. Furthermore, optical fibers generally collect only a small p ortion of
the remitted signal, thus requiring the costly high quantum efficiency, ultra -low noise
CCDs, particularly in the UV -VIS region. Thus, obviating the need for optical fibers in
detection could potentially improve throughput.

In this chapter, | present the simple design and validation of a new probe to

quantify absorption and scattering based on an inexpensive, robust silicon photodiode
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integrated with a single illumination fiber coupled to a broadband source, similar to the
hybrid system discussed in Chapter 2, but with improved performance. The probe was
tested in liquid tissue phantoms, and optical properties were extracted with the inverse
Monte Carlo reflectance model. The performance of the new probe was compared with
that of the original 1CH fiber optics benchtop system. Wavelength reduction
simulations were also performed to assess the feasibility of replacing the tunable light
source with several miniature LEDs, further reducing the size, cost and energy
consumption of the benchtop system. In addition, a preliminary crosstalk analysis was
done to show the potential for multiplexing the system into an imaging device, which
could ultimately quantify tissue physiological and morphological properties over a large
field of view.

(It should benoted that at the time of the work presented in this chapter, our group had
been developingnd testing, in parallelthe 8CH fiber optics based clinical syst@ma breast

tumor margin assessment styidt Duke University Medical Centeér.

3.2 Materials a nd methods
3.2.1 System modification and probe geometry

In this iteration of system modification, the imaging spectrograph and CCD of
the 1CH clinical system were replaced with a 5.8 x 5.8 mm silicone photodiode (S1227

66BR, Hamamatsu USA). To minimize the separation between illumination and
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detection areas and to maximize the collection efficiency, a hole (D=1.3 mm) was drilled
in the center of the photodiode. The careful drilling of the photodiode minimized
damage and ensured similar detection performance. The only difference between the
drilled and un -drilled photodiode was the total area of detection, which is 32.51 mm 2 for
the drilled vs. 33.64 mmz2for the un-drilled detector (the ratio of the areas is 0.97). The
ratio of the signals detected by the drilled and un -drilled detectors when exposed to an
incandescent bulb was 0.96 which is proportional to the loss in detection area of the un -
drilled detector. An optical fiber (D=1 mm, NA=0.22) was fitted through the hole to
illuminate the sample. Schematics of the system and probe tip are shown in Figure 12
This illumination and collection geometry is similar to that of the fiber optic probe
geometry of the 1CH clinical system shown in Figure 6. The photodiode was connected
to an amplifier (PDA-750, Terahertz Technologies Inc) via a coaxial cable for reflectance

measurements.

Computer Si Photodiode  Illumination Fiber
(5.8x5.8 mm) (D=1 mm)
A 1
Xehon
Lamp e | Drilled Hole
| (D=1.3mm)
—
Monochromator Currn_e_nt
Amplifier
Illumination Coaxial )
Optical Fiber Cable Frobs Tip

Optical Probe

Figure 12 Schematic of modified diffuse reflectance system and probe tip.
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3.2.2 Optical measurements of synthetic tissue phantoms

To assess the performance of the modified diffuse reflectance spectroscopy
system for measuring tissue optical properties, a series of experiments were performed
on homogeneous liquid phantoms with absorption and reduced scattering coefficients
(caand e AWUDODPOEUWUOwWUT OUT woi wbood énkviaveendih Eabggd w0 D U U U
[100. Water soluble hemoglobin (H0267, Sigma Co., St. Louis, MO) and tum diameter
polystyrene spheres (0731015, Polysciences, Inc., Warringon, PA) were used as the
absorber and scatterer, respectively. The phantoms were made in a 3.5 cm diameter
container and filled up to a height of at least 4 cm. A spectrophotometer (Cary 300,
Varian, Palo Alto, CA) was used to measure the wavelength-dependent absorption
coefficients of the stock hemoglobin solution used to create the phantoms. / UET Oz Uw, D1 u
scattering program was used to determine the reduced scattering coefficient [10]].
Two sets of liquid phantoms were created and measured. The first set (S1)
consisted of seven phantoms of different concentrations (3.734.9 ¢eM) of the absorber
and a fixed low number for scattering. The second set (S2) consisted of another seven
phantoms of the same variable concentrations of Hb as S1, but with a fixed high number
for scattering. The low and high scattering phantoms had a wavelength averaged ez wOIi w
10-14 cm?® and 16-23 cm?! over 400600 nm, respectively. A summary of the optical

properties of the phantom sets are provided in Table 6.
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Table 6: Average optical properties over 400-600 nm for 2 sets of phantoms (Ua
and usz wb @ wWiEiduM)

Average Optical Properties over 400-600 nm

S1 S2 S1&S2
Phantom €a €7 €a 34 Hb (eM)
A 0.8 13.6 0.8 23.1 3.7
B 1.7 13.1 1.7 22.2 7.9
C 2.5 12.6 25 21.4 11.6
D 3.8 119 3.8 20.1 17.5
E 5.0 11.2 5.0 18.9 23.3
F 6.3 10.4 6.3 17.7 29.1
G 7.5 9.7 7.5 16.4 34.9

LabVIEW (National Instruments, Austin, TX) was used to control the
monochromator, tuning the light source from 400 -600 nm, and to digitally record diffuse
reflectance measurements from the current amplifier. Prior to making optical
measurements, the slit widths of the monochromator were optimized such that the
output power from the illuminating fiber is maximized while the full -width at half -
maximum (FWHM) of t he lamp spectrum is 4.5 nm (to resolve the structure of the
hemoglobin absorption bands). In the 400-600 nm range, the maximum power was 150
eW at 465 nm, and the minimum power was 50 ¢eW at 600 nm. After a warm up time of
25 minutes, diffuse reflectance spectra were measured over the 4006600 nm wavelength
range at increments of 5 nm. The measurements were repeated three times for each
phantom to ensure good repeatability. The measurements were made with the room

light off and the probe tip in contact wi th the surface of the liquid phantom. A



measurement was also taken from a Spectralon 99% diffuse reflectance standard (SRS
99-010, Labsphere, Inc., North Sutton, NH) with the probe tip in contact with the puck at
the end of each phantom study. This spectrum was used to correct for the wavelength -
dependent response of the system and throughput of the instrument. For the most
absorbing phantom (S2-G) measured in these experiments, the calculated average signal
to noise ratio (SNR) over all wavelengths was 60+10 dB, with a minimum SNR of 41 dB
at 400 nm and a maximum SNR of 84 dB at 480 nm. SNRis defined as 20*log (lavgs./ Us),
where | is the intensity and 0 is the standard deviation at the intensity, obtained from the
three repeated measurements.

Using the inverse Monte Carlo reflectance model described in previous chapters
[73], absorption and reduced scattering coefficients were extracted from the phantoms.
To calibrate for system throughput and wavelength dependence, the experimentally
measured and modeled spectra of the target phantom were normalized to that of a
reference phantom with predefined optical properties at each wavelength. Phantom B in
phantom set 2 (a low-absorbing phantom with €a= 1.7 cmt and ez w & wh) Wak used
as the reference phantom to calibrate every other phantom as targets within each
phantom set. The reference phantoms were chosen based on the suggestion proposed by
a comprehensive study on the robustness of the inverse MC model in extracting a wide
range of optical properties [84]. Bender et al. suggested using referencgphantoms with

mid to high reduced scattering coefficients (e w 428 bkt over 400-600 nm) and low to
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mid absorption coefficients (€2 = 0.52.5 cm? over 400-600 nm). Optical properties at each
wavelength were extracted for each target phantom, and the inversion errors were
averaged over all wavelengths and phantoms. The inversion errors were evaluated
based on the following criteria. Extracted errors of less than 10% are considered excellent
while errors of 10~20% are fair. Errors above 20% in phantoms are considered high and

may or may not accurately extract physiological parameters in tissue.

3.2.3 Improvements to inverse Monte Carlo  reflectance model

Because the model had only been set up to simulate circular sources and
detectors, we modeled a circular detector with the active area equivalent to that of a
square detector for the hybrid system described in Chapter 2. It was a rough estimation
that could not easily be done in this iteration because we now had a circular illuminator
in the center of a square detector with irregularly shaped edges due to the mechanical
drilling.

In this study, the probe geometry of this system was modeled by taking a
microscopic image of the probe tip and digitally tracing the illumination fiber and the
photodiode edges. The image was converted to a binary image that clearly delineates
the illumination and detection areas of the probe. Our scalable inverse Monte Carlo
model was changed to able to account for very specific probe geometries by convolving

the photon collection probability over each source -detector point on the probe.
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One of the important parameters of probe geometry that the model takes into
account is the NA of the illumination and detection fibers. Since the detection fiber has
been replaced by a silicon photodiode, which has no nominal NA, we experimentally
obtained the photodiode NA to feed into the MC model as the collection fiber NA.  We
collimated a laser diode to excite the active area of the photodiode, which is mounted on
a rotation stage. With no ambient light in the room, we used the current amplifier to
monitor the signal due to the laser while rotating the photodiode to determine the
maximum acceptance angle. A measured acceptance angle of 75° in air gave us an NA

of 0.965 for the photodiode.

3.2.4 Determination of probe sensing depth

One important aspect of the tumor margin assessment problem is the sensing
depth of the probe. If the photons travel far beyond 2 mm and are also back-scattered
and detected at the tissue surface, the device is not appropriate for margin assessment.
Recall that during breast conserving surgery, the goal is to have a surrounding rim of
normal tissue that is >2 mm. An intra-operative tool needs to correctly identify the
positive and close (0-2 mm) tumor margins.

A range of probe sensing depths for the systemwere estimated using a weighted
photon Monte Carlo light transport method developed by Quan Liu [104. This
modified Monte Carlo method employs the photon trajectory information generated

from a single baseline Monte Carlo simulation of a homogeneous medium to scale the
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exit distance and exit weight of photons for variou s given optical properties. The model
records the visiting history, exit weight, and maximum depth of each photon that is
detected at the surface. Although the probe geometry is unlike other fiber probes and is
a square detector with an illuminator in th e center, we are able to estimate the sensing
depth with just half of the probe because the photon light path is the same for both
halves of the probe. The simulated homogeneous medium had a thickness of 3 cm,
radius of 3 cm, and was divided into grids of 0.01 cm (r), x 0.01 cm (z). Weighted
visiting frequency as a function of depth was used to determine the theoretical sensing
depth of the probe for the wavelengths of 450 and 600 nm. Visiting frequency is defined
as the number of times a photon visits a grid divided by the total attenuation coefficient
at that grid. To get the weighted visiting frequency, the visiting frequency was
multiplied by the survival weight of the photon. Weight visiting frequency was further
normalized by the peak and sensing depth was defined as the depth at which 90% of the

photons visit before being collected by the detector.

3.2.5 Simulation of wavelength reduction

To further de crease the cost and size of our benchtopsystems in the future, we
investigated the potential of replacing the xenon lamp and monochromator by using
several inexpensive LEDs in the 406600 nm range. This feasibility study consisted of

performing simulations of wavelength reduction on the measured liquid phantom data
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obtained with our modified hybrid system. 5 commercially available LED wavelengths
in the 400-600 nm spectral range were chosen: 405, 450, 470, 530, and 590 nm.

The key assumption in the simulation was that each wavelength has a
bandwidth of 20 nm with a Gaussian distribution.  This was an approximation made
based on the commercially available LED specifications. The collected spectra from the
phantom studies were processed such that data points from all wavelengths were
excluded, except for those of the LED wavelengths enumerated previously. Each
originally measured phantom spectrum, which consisted of 41 wavelengths over the
400-600 nm range in 5 nm increments, was first convolved with each of the 5 Gaussian
distributed LED emission spectra separately. This generated 5 individual new s pectra.
Then the new spectra were integrated over 100 nm, an arbitrarily large value that spans
much wider than the LED bandwidth of 20 nm, to account for all potential signals from
the LEDs. The integration was necessary because with a single photodiode, one can
only measure the integrated intensity of the new spectrum. The resulting 5 intensities
are the signals that would be measured using those specific LEDs. The final
wavelength -reduced spectrum for each of the phantoms was composed of only these 5

data points. These newly generated LED spectra were used to extract optical properties.

3.2.6 Simulation of crosstalk

A primary goal in the later iterations of device design involves multiplexing the

single-pixel hybrid device presented in this chapter into a quantitative spectral imaging
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device for margin assessment This can be done by arranging multiple optical fiber -
photodiode pairs in a matrix formation. An important new parameter that must be
characterized is the crosstalk. In an ideal situation, a fiber-photodiode pair is to be
treated as a single pixel; however, the issue of a detector collecting stray light from an
adjacent pixel, or even from multiple adjacent pixels, is unavoidable. High levels of
crosstalk can significantly affect the measurement accuracy from tissue directly below
the pixel.

To demonstrate feasibility of implementing a quantitative spectral imaging
device, a Monte Carlo forward model of reflectance as described in the previous section
was used to simulate a design where the nine Hamamatsu S122766BR photodiodes,
each with 1.3 mm holes drilled in the center, were packed as closely together in a 3x3
matrix as shown in Figure 13. Each fiber is 1 mm in diameter and has an NA of 0.22. The
silicon photodiode NA is 0.965. The separation of adjacent fibers is 8.48 mm. A forward
model based on this geometry was used to generate the diffuse reflectance spectrum
including both signal and cross -talk for each pixel. The simulated spectrum from each
pixel was then inverted independently to determine the effect of cross -talk on the
extracted optical properties.

The extracted errors due to the presence crosgalk were estimated by simulating
phantom measurements with hemoglobin as the absorber and polystyrene spheres as

the scatterer. Measurements were simulated for five phantoms with a wide range of

54



average absorption coefficients over 406600 nm €a= 0.4, 0.9, 1.3, 1.6, 2.0 chand a
fixed reduced scattering coefficient (g w & uTheyikersion accuracy in the presence of
crosstalk not only provides feasibility of creating such a device, but also useful
information for future design parameters, such as fiber size, detector size, and pixel
spacing.
[ e ]
detector edge with pin
¢ ° ° Si detector NA = 0.965

° I o #——1-mm diameter optical fiber
== illumination fiber NA = 0.22

o W o |
I © I ° I D'-I— 5.8x5.8 mm Si photodiode
| o |

Adjacent fibers separation = 8.48 mm

Figure 13 A 3x3imaging array used for simulating crosstalk.

3.3 Results and discussion

3.3.1 Comparison of throughput -related parameters of benchtop
system and modified system

The purpose of this study was to modify the 1CH benchtop system to decrease
its size and cost of while still achieving comparable performance in extracting tissue
optical properties. The modification of the 1CH benchtop system not only impacts size
and cost but also the ability to seamlessly multiplex the device into a quantitative
spectral imaging system. Comparisons of the throughput -related parameters and

system characteristics of thebenchtop and modified systems are presented inTable 7.
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Table 7: Comparison of throughput -related parameters of original and
modified systems

1CH Benchtop System | Modified Hybrid System
Xenon lamp and

Xenon lamp and
o Monochromator
Illumination Sources Monochromator
(Reflectance and
(Reflectance only)
Fluorescence)
Effectlvg Illumination 1.00 mm 1.04 mm
Diameter
lllumination NA 0.22 0.22
Detection Areas 2.26 mm? 32.31 mn?
Detection NA 0.22 0.96
Sensing depth 0.61 1.4 mm 0.4¢% 1.7 mm
over 403 50 Opnm) (€a= 0.5~2.5 c, (€a= 0.5~2.5 cn,
ez WA whyp | ez WA whiyp | Yy
35% (400~600 nm) 73% (400~600 nm)
Detector QE Min: 26% @ 450 nm Min: 62% @ 400 nm Max:
Max: 45% @ 600 nm 79% @ 600 nm
Dark Noise 6.4 x 10" pA 20 pA
Readout Noise 4.2 X 1CPA 1x1012A

SNR (400~600 nm) Average: 45 + 5 dB
(8327.5 cmt, €7 é hu Min: 32 dB @ 405 nm
cmd) Max: 60 dB @ 550 nm

Average: 60 £ 10 dB
Min: 41 dB @ 400 nm
Max: 84 dB @ 480 nm

Cost of Detection > $20,000 $1,000
System

Because the benchtop system is capable of also acquiring fluorescence

information while the modified system can only be used for reflectance in its current
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form, we recognize the inherent limitations of the side -by-side comparisons of various
parameters of the benchtop and the modified system. In its current form, the modified
hybrid system uses a monochromator to tune the light from the Xenon lamp from 400-
600 nm, which is directly illuminated onto the sample. On the other hand, the 1CH
benchtop system uses onk white light to illuminate the sample, and the collected light is
then split by the spectrograph. The monochromator was used in this particular instance
because it was readily available. Because the monochromator is relatively slow in
scanning a range d wavelengths, taking over a minute for a measurement, a filter wheel
can be implemented in the place of the monochromator to speed up data acquisition if
the next iteration of system design requires a tunable source.

Since the effective illumination diame ter and source detector separation are
similar for both systems, the sensing depth is also similar over the same range of
wavelengths for a given set of optical properties. Monte Carlo simulations were
performed to assess sensing depth for both probes ove 400-600 nm for the optical
properties, €a= 0.52.5 cm! and € w &20 leiy®. The sensing depth is defined as the
depth at which 90% of the probable visited photons in the sample will exit and reach the
detector to be collected. The modified system has a slightly deeper sensing depth
becausethe detection area is bigger and can collect photons that have traveled deeper
into the medium although these exit photons farther away from the illumination fiber

have much less weight than those that are closer to the illumination fiber. The sensing
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depth can be easily changed by adjusting various source-detector separations and is an
important parameter to consider in future probe designs, depending on the clinical
application for which the technology will be used.

While some parameters, such as sensig depth and effective illumination area,
are comparable for both systems, the modified hybrid system has several parameters
that are superior to those of the 1CH benchtop system, which ultimately translate to
high signal-to-noise (SNR), and lower cost. Based on the commercial specification
sheets, the CCD of the benchtop system has an average quantum efficiency of 35% from
400-600 nm. On the other hand, the photodiode in the modified system has an average
guantum efficiency of 73% in the same range. Furthermore, the detector is directly in
contact with the sample in the modified design, collecting most of the remitted light,
whereas the detector of the benchtop system is at the distal end of the collection fiber
bundle where significant light is inherentl y lost. The average SNR in a dark, highly
absorbing phantom (ea = 7.5 cm® and ez w & w ®yimeagufdd using benchtop system is
45%5 dB over 400600 nm, which is lower than the 60+10 dB measured with the modified
system. In addition, the cost of the detection portion of the modified system is

significantly cheaper compared to its benchtop counterpart.

3.3.2 Extraction accuracy in liquid phantoms

Monte Carlo inversions were performed to extract optical properties on both sets

of phantoms. Figure 14 shows the extraction performance using the modified system
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alongside the original benchtop system. For the modified system, the correlation
coefficients for expected and extracted ez and ez WEUT wY S NNNI wEOEwWY & NKA U

Using phantom S2-B (ea = 1.7 cm! and ez w & w | 1) &d the Gaference, the overall

c
Qu
S

extracted ea error was 9.8+5.0%, and the overallez wil U U O U w b ERdniHis&imifardy & |
wide range of optical properti es and using a similar reference phantom E.=1.4 cmt,
ez &4 huN &)t the Br@inal benchtop system had overall errors of 9.8:8.2% and 7.7+6.3%
for eaand ez Ow U1 U x Allp&rd it br@rvaluas given are mean RMS percent errors
averaged across all wavelengths for all target phantoms for the extraction of optical
properties. The modified system and the benchtop system seem to have very
comparable performance in extracting optical properties in tissue phantoms over a wide
range of optical properties. Compared to the previous version of the single -point hybrid
system described in Chapter 2, this system is capable of extracting optical properties in a

more clinically relevant range.
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Figure 14: Comparison of absorption and sca ttering extractions by the 1CH
clinical system and the modified hybrid systems.
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3.3.3 Feasibility of wavelength reduction

Figure 15 shows the measured reflectance spectra of the lowest and highest
absorbing phantoms for all wavelengths and the generated data points from the
wavelength reduction simulation used for additional MC inversions, both calibrated by
the puck spectrum. It is important to note that the simulated wavelength -reduced
spectra are composed on oiy 5 data points each. These 5 data points are the signal that

would be read by the photodiode current amplifier.
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Figure 15: Experimental reflectance spectra from the least absorbing and the
most absorbing phantoms with the 5 w avelengths chosen for MC inversions.

Figure 16 illustrates the theoretical extraction performance of the modified
system after wavelength reduction simulations. For the same large range of optical

properties and using the same reference phantom as before (SB:ea= 1.7 cmtand ez W& w

60



22.2 cmY), the overall €a extraction error was 9.6+5.8%, and the overalleg wl UUOU w P E U1
14.3+7.3%. The correlation coefficients for expected and extractedeaand ez WE UT wyY 6 NNA |
and 0.8628, respectively, in the inversion of wavelength-reduced phantom data. The

increase in the extraction errors can be attributed to not only the reduction of

wavelengths, but also the loss of spectral information with a wider FWHM (20 nm) of

the simulated wavelength reduction.
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Figure 16: Extractions of absorption and reduced scattering coefficients after
wavelength reduction simulation.

Using only 5 wavelengths from the collected phantom data to perform the Monte
Carlo inversion, the hemoglobin spectra can be reconstructed with the extracted
absorption coefficients and the molar extinction coefficient for hemoglobin measured
with the spectrophotometer on the day of the phantom study. Figure 17(a) shows the

reconstructed hemoglobin spectra averaged over all phantoms. Figure 17(b) shows
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relatively good extraction accuracy for hemoglobin ¢ oncentrations for all phantoms.
There is a slight underestimation of hemoglobin at very high concentrations, which is

consistent with previous studies using the 1CH benchtop system [84].
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Figure 17: Reconstructed Hb spectra averaged over all phantoms using
extracted absorption values at the 5 chosen wavelengths; (b) extractions of Hb
concentration by inverting wavelength -reduced spectra

These wavelength reduction results show the feasibility of replacing the Xenon
Arc lamp and the monochromator in our modified system with just 5 LEDs in  the next
generation of system design. Not only is there an abundance of high-powered LEDs in
the 400600 nm range, these potential light sources are also very inexpensive.
Furthermore, the use of LEDs can potentially obviate the need for optical fibers and is
well -suited for miniaturized optical spectral imaging systems. With LEDs as the
illumination source and tiny photodiodes as the detector, the device would then be truly
miniaturized compared to the current benchtop system while still achieving compa rable

performance in the extraction of optical properties in tissue. It is reasonable to believe
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that an LED-photodiode device would have not only the benefits of having the superior

collection efficiency of the detector, but also higher throughput with h igh-powered
LEDs. In addition to LEDs as an alternative source, a combination of a lamp and a series
of band-pass filters may also be implemented. The use of bandpass filters in
conjunction with an optical fiber can also provide high throughput similar to LEDs and
is relatively simple to integrate into the existing benchtop system. However, the down
side of using the latter approach is the increased cost and size of a lamgfilter wheel
based system. The enumerated errors of the extraction of optical properties shown in

Table 8 indicate that it is unnecessary to use the full 408600 spectrum to extract optical

properties with good accuracy.

Table 8: A table of comparison for the original benchtop system and modified
system with its wavelength -reduced inversion errors, averaged for all reference -target
phantom combinations .

Summary of Optical Properties and Inversion Errors
(400-600 nm) Avg sarange | Avg ez wU E Hbrange gaerror | esg woér U
1CH Clinical 0.2~8.2cmt | 16.9~24.1cm | 1.0~35.2M | 9.88.2% | 7.7+6.3%
Modified Hybrid 0.8~7.5 crrt 9.7~23.1cm | 3.7~34. %M | 9.845.0%| 7.6x4.2%
&Reduced 0.8~7.5cnmt | 9.7~23.1cnt | 3.7-34.%kM | 9.64£5.8%| 14.3+7.3%

We recognize the importance of wavelength choice when the system is to be used

in clinical situations in the future. The phantoms presented in this study are very

simplified compared to the composition of real human breast tissue. However, we

63



know from numerous studies that hemoglobin is the dominant absorber in tissue. We
can extract its concentration with good accuracy with a few wavelengths. The current
wavelength choices presented in this study sufficiently encompass the distinct features
of hemoglobin: the Soret, U, and b-bands. Oxy- and deoxy-hemoglobin and thus
hemoglobin saturation can be extracted because of the clear shifts in spectral peaks.
These are important parameters to delineate normal from malignant tissues, which is an
important goal. Other physiol ogical parameters may also be quantified using just a few
wavelengths, analogous to other systems currently in clinical studies, such as those
using frequency domain photon -migration techniques [103. If more than 5 wavelengths
are needed to accurately extract other important physiological parameters, a system
with a lamp and filter wheel can be designed to accommodate as many as 10
wavelengths. The addition of a few extra LEDs can also be implemented. More details
about the wavelength optimization and validation of wavelength selection will be

discussed in Chapter 5.

3.3.4 Analysis of simulated crosstalk

Crosstalk was simulated as a preliminary effort to create an imaging device. We
hypothesized that the center pixel in the 3x3 matrix, shown previously in Figure 13,
would receive the most amount of crosstalk and thus is presented as the worst case

scenario. As expected, the inversion showed that center detector had the worst
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extraction errors for saand pusg dable 9 enumerates the inversion errors in the presence

of crosstalk at the center, the side, and the corner detectors, respectively.

Table 9: paand pz wil B U UE E U b foreach detéciodib thegptegence of
crosstalk in phantoms ranging from low to high absorption coefficients ( €a =0.4-2.0
cmt) and mid reduced scattering coefficients ( €z wéa why avatad@d for all reference -

target phantom combinations.

Inversion errors with crosak

Center Detector Side Detectors Corner Detectors
Phantoms| e,error €06 el g,error €06 e gyerror €O e
A 2.2 7.8 1.6 5.7 1.0 2.9
B 2.2 5.1 1.6 3.6 0.9 1.8
C 24 5.0 1.6 3.3 0.9 1.8
D 3.6 6.5 1.8 3.8 1.3 2.3
E 4.3 8.1 2.4 4.8 1.7 3.1

The errors were averaged over all referencetarget phantom combinations. With
Haand pg wl ROUEEUDOOwWI UUOUU WOl woOl UUwUT EQw! twEOE wkK
that crosstalk has little effect on the side and corner detectors. The center detector
received the most crosstalk, and its extraction errors are nearly doubled compared to
those of the non-center detectors. Simulation shows that the overall errors due to
crosstalk are relatively small and that constructing an imaging device will be feasib le
based on this particular geometry. Other factors that could reduce crosstalk errors in the
multi -pixel device prototype are fiber size, detector size, and detector spacing. It is

important to note that crosstalk was only generated to evaluate its effect on inversion

errors in this study. It should also be noted that crosstalk was not taken into account by
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our current Monte Carlo model. Work is currently being done on creating a fast multi -
region Monte Carlo model that is capable of including the effe cts of crosstalk.

The 3x3 matrix simulated in this study was strategically created partially based
on the probability of exiting photons hitting adjacent detectors being very small. The
drawback of this design is that the detectors themselves as well asthe pixel spacing have
to be large. While such a device is able to show a proof of concept in creating an
imaging device, it may not be useful clinically to have a matrix of large detectors spaced
far apart from each other. Once crosstalk is modeled effectively, the imaging prototype
can be designed with smaller detectors and pixel spacing with better resolution for

clinical applications.

3.3 Conclusions

This multi -faceted study shows that the modified system along with our Monte
Carlo model can be miniaturized and extended into an optical spectral imaging system.
In its current, single -pixel state, the system is capable of extracting optical properties in
tissue phantoms with good accuracy in the 400-600 nm range comparable to the clinical
benchtop system. By placing the detector directly in contact with the sample, the
collection efficiency is improved. Furthermore, the results from the wavelength
reduction simulations from the measured phantom data show great potential in

replacing the lamp and monochromator with several high powered LEDs in the 400 -600
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nm range for higher throughput, smaller size, and much lower cost. By strategically
choosing high powered LEDs with a 20-30 nm bandwidth while covering most of the
400600 nm range, an LEDphotodiode device can be created and used to extract a
similar range of tissue optical properties within a well -defined sensing depth. The new
semiconductor device would not only undoubtedly have higher throughput than the
lamp-monochromator model, but also be truly miniaturized and made at a fraction of
the cost of the original system. Lastly, the crosstalk analysis shows the potential for
either the fiber-photodiode system or the miniaturized LED -photodiode system to be
multiplexed into an imaging device. With a low probability of exiting photons reaching
adjacent detectors, the effect of crosstalk on inversion accuracy is low for a matrix of
5.8x5.8 mm silicon photodiodes. By accurately accounting for crosstalk with our Monte
Carlo model, an imaging prototype can be made with much smaller detectors spaced
closer to one another. The use of smaller, more sensitive detectors along with sources
with superior throughput would ultimately result in a system with high clinical utility.

The eventual goal of creating a miniaturized spectral imaging device based on
inexpensive photodiodes and LEDs can have a remarkable impact in not only basic
biomedical research, but also in clinical situations worldwide. = While a single-pixel
probe is certainly useful for small regions of tissue, the information that can be
unraveled by an imaging device is unmatched for larger samples, such as those in tumor

margin assessment, assessing tumor response to therapy, epithelial precancer and
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cancer detection, among other applications. A min iaturized imaging device based on
the LED-photodiode design would be able to spectrally map out quantitative biological
information for tissue composition just below the surface. Furthermore, the device
would be portable and inexpensive, allowing it to be accessible for not only the standard
research laboratory or clinic, but also potentially for use in rural clinics in the developing

world.
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4. Modification of illumination components and
multiplexing for spectral imaging

In Chapters 2 and 3,two hybrid fi ber-illumination and PD -detection single-pixel
diffuse reflectance spectroscopy systems with different probe geometrieswere built and
characterized to show the feasibility of replacing the CCD and imaging spectrograph in
the single-point and 8-channel clinical benchtop systems (1CH and 8CH) to quantify
tissue optical properties. This chapter presents the additional modification of the light
source of the benchtop clinical systems and the multiplex ing of the individual PDs into

an imaging array.

4.1 Intro duction

As shown previously, w e have leveraged the underlying sources of contrast
using diffuse reflectance spectroscopy in the visible wavelength range for the detection
of breast malignancies. We first showed proof of principle by testing a single -channel
(1CH) benchtop system and conducted clinical studies to show its capability of
differentiating between normal and malignant breast tissues. To cover the area of a
large tumor margin and to make a DRS system more practical for clinical use, we
multiplex ed the single-channel probe in to an 8-channel probe while keeping all other

components essentially the same.
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4.1.1 DRS instrumentation T 8CH clinical system
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Figure 18 System schematic of the clinical instrument and the fiber
arrangement of the multi -channel probe.

The system schematic of the 8CH clinical instrument is shown in Figure 18
[104]. It consists of a 450W Xenon arc lamp coupled to a monochromator (Gemini 180,
JY Horiba) set for zero-order diffraction, a custom -built 8 -channel fiber optic imaging
probe (RoMack, Inc.), an imaging spectrograph (iHR 320, JYHoriba), and a cooled CCD
camera (Synapse, JYHoriba). Each channel of the imaging probe has a core ofnineteen
200-um illumination fibers (NA=0.22) surrounded by four 200-um collection fibers
(NA=0.22) with source -detector separations spanning 0.231.10 mm. The typical power
output at the probe tips is 3 pW at 450 nm and 25 pW at 600 nm within a 10 nm

bandpass. The configuration of the fiber geometry of each channel was designed so that
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the optical sensing depth is appropriate for tumor margin assessment. Recall from
previous discussion that in BCS, the surgeon is attempting to resect a tumor with a
surrounding margin of greater than 2 mm of normal tissue while trying to conserve as
much normal tissue as possible. It is also important to identify close margins between 0-
2 mm. Therefore, the sensing depth of each channels needs tbe approximately 0-2 mm.
Using a weighted photon tracking Monte Carlo reflectance model [10Z to simulate
photon paths in typical normal and malignant breast tissues, we designed each channel
of this imaging probe to have a sensing depth of 0.52.2 mm for 450600 nm. The8
channels ae arranged in a 4x2 array with a 10-mm spacing (center to center) between
each channel.

Broadband light from the Xenon arc lamp is launched via illumination fibers of
each channel of the imaging probe into each discrete tissue site on the tumor margin.
The scattered photons intissue for each discrete site are remitted and collected by fibers
of each channel. With a single placement of the imaging probe, eight discrete sites are
imaged on the tumor margin. The imaging spectrograph and CCD convert the remitted
photons to spectrally resolve diffuse reflectance spectra for each site. The spectra are
then analyzed with inverse Monte Carlo model of reflectance presented in the previous
chapters [49, 73]. The system showed promise as an intraoperative tool, but can be

improved in footprint, s peed, resolution, and coverage.
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4.1.2 Multiplex ing with optical fibers into imaging array

To address the issue of footprint and cost of the 8CH clinical system, we
expanded the photodiode detection concept and developed a compact and low cost
system (9PD) using a broadband light source with an 8-slot filter wheel for illumination

and commercial silicon photodiodes arranged in a 3x3 array for detection.

A Fiber Optic Bundis
Xe Light Source g
with Filter Wheel
Computer Multi-Channel
AD Trans-

impedance
Amplifiers Tissue
Sample

Figure 19: (a) System schematic of the compact optical spectral imaging system
which details the illumination and collection setup and (b) photograph of the 3x3
photodiode array with central apertures mechanically drilled for each optical fiber.

Figure 22(a) shows the system schematic of the hybrid spectral imaging system
that utilizes both fiber illumination and photodiode detection. Briefly, this design
involved replacing the spectrograph in the 8CH clinical system with a simple 8 -slot filter
wheel on the illuminatio n end. Instead of a 2D CCD, silicon photodiodes were used for
detection by multiplexing the previous single -pixel design (described in Chapter 3) into
a 9 pixel 3x3 matrix. The light source for this system is a broadband 350W xenon arc

lamp (MAX -302, Aséhi Spectra). Light from the xenon arc lamp passes through one of
72



eight bandpass filters with 10 nm FWHM selected using an 8slot filter wheel. The
resulting monochromatic light is launched into a bundle of 9 optical fibers, each 0.6 mm
in diameter (FVP600660710, Polymicro), which deliver the light to the tissue through the
centered aperture of each of the nine 5.8 x 5.8 mm silicon photodiodes (S122B6BR,

Hamamatsu) at the distal end of the imaging probe shown in Figure 22(b).

The spectral imaging system was tested on a set of tissue mimicking liquid
phantoms and yielded an optical property extraction accuracy of accuracy of 6.40+7.78%
for the absorption coefficient and 11.37+19.62% for the wavelengthaveraged reduced
scattering coefficient [105. For the first time, we show the ability to extract optical
properties with good accuracy utilizing photodiodes and only 8 discrete, semi -evenly
spaced wavelengths (400, 420, 440, 470, 500, 530, 570, and 600 nmhich potentially
moves us closer to the realization of a compact spectral imaging system basedon LEDs
for illumination and photodiodes for detection. In previous iterations, we had collected
some combination of wavelengths in 2.5 nm increments or 5 nm increments between
400-600 nm and 450600 nm to use in the inverse Monte Carlo reflectance model. In
simplified liquid phantoms, we were able to show that it is feasible to reduce the

number of wavelengths from 81 or 61 down to just 8 for quantifying optical properties.

4.1.3 Limitations of using optical fibers

Although the 8CH clinical system has shown potential to be an intra -operative
breast tumor margin assessment tool, capable of diagnosing margin status with a
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sensitivity of 79.4% and a speficity of 66.7%][72], it is not easily scalable to cover larger
areas with sufficient spatial resolution in the limited amount of time allowed i n the
operating room. In that particular design, the surveillance area per probe placement is
limited by number of collection channels (fiber bundles) that can be imaged onto the

CCD, or essentially by the CCD chip size.

In Section 4.1.2, We showed thatwe can potentially hurdle this technical problem
by utilizing discrete photodiodes placed at the surface of the sample because
photodiodes are more much easily scalable to larger arrays and very inexpensive
compared to CCD cameras. However, in the process of building this system, we found
that coupling optical fibers from the broadband source and bandpass filters to efficiently
guide the light into the central photodiode apertures can also be a tedious, imperfect
process. Because an important part of our DRS imaging toolbox is the inverse Monte
Carlo reflectance model and the proper modeling of probe geometry, it was impractical
to continue fitting fibers through mechanically drilled detector apertures as this method
results in a different probe geometry for every single channel. Furthermore, we found
that these thick optical fibers epoxied to photodiodes are not robust enough to
withstand the clinical environment. Once epoxied to the photodiode apertures, we are
no longer able to polish the fiber tips i f it ever becomes damaged. We took a stepwise
iteration approach by changing one component at a time throughout this dissertation.

This chapter describes the next system design iteration in which we eliminate the
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illumination fibers in a 4x4 custom photodiode array and test the system in phantoms,

animals, and human tissue.

4.2 Methods
4.2.1 System components

As described in previous publications on the system design, this design iteration
of the diffuse reflectance spectral imaging system included a 350N xenon arc lamp
(MAX -302, Asahi Spectra) with an 8slot filter wheel, which had bandpass filters with
center wavelengths at 400, 420, 440, 470, 500, 530, 570, and 600 nm, each having a0
FWHM (XBPA, Asahi Spectra) [105 106. An optical light guide with a numerical
aperture (NA) of 0.57 was used to divergently illuminate the backside of a custom
annular photodiode array, through the apertures of each photodiode, and onto the tissue
sample. Fabricated in-house at the Shared Materials Instrumentation Facility at Duk e
University through collaborations with Nan Jokerst, t he detector array consisted of
sixteen annular silicon pn junction photodiodes, which were used to detect diffuse
reflectance from the tissue sample. For each photodiode, the outer and inner diameters
were 2.5 and 0.75 mm, respectively, and the centeito-center distance of the diodes was
4.5 mm. The total coverage was 3.8 cri The fabrication process and initial testing of the
photodiode array were explained in detail by Sulochana Dhar et al. in a previous report

[107]. The diffuse reflectance photocurrent was measured for all 16 photodiodes by an
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eight-channel sourcemeasure unit (Keithley SMU -4200) with an added mechanical

switch.
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Figure 20: General schematic of wide field spectral imaging system prototype,
detailing the free -space illumination strategy through detector apertures.

The incorporation of the custom annular photodiode array in this work was an
improvement from our previous proof -of-concept work, which utilized commercially
available photodiodes (S122733BR, Hamamatsu). The annular photodiodes had
customized geometry for appropriate sensing depth for the application of breast tu mor
margin assessment, and the array spacing was designed to minimize optical crosstalk.
The fabricated photodiodes were also thinner and unpackaged at 610 microns compared
to the S122733BR diodes (2.1 mm) and provided better uniformity for modeling of
probe geometries as well as higher throughput and SNR than the previous design. Most

importantly for our clinical application, the custom array offered higher spatial
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resolution than the previously reported systems [71, 10§. A general schematic of this

simple design is shown in Figure 20.

4.2.2 System validation in liquid phantoms

To assess the performance of the spectral imaging system, we created 10 liquid
phantoms, which consisted of human methemoglobin (M7516, Sigma Co.) and 1-micron
polystyrene spheres (0731015, Polysciences, Inc.), and spanned a range of optical
properties similar to those of breast tissue €a = 3.410.8 cmt, £z w A5 dnk averaged
over 400-600 nm). For each phantom, 20 scans of diffuse reflectance measurements were
recorded and averaged at each of the 8 wavelengths. The diffuse reflectance spectra
were corrected for the wavelength-dependent system response and the dayto-day
variation of the instrument by normalizing to a Spectralon 99% reflectance standard
(SRS99-010, Labsphere, Inc.). / E O O lfdstz ddalable inverse Monte Carlo model of

reflectance was wsed to extract the absorption and reduced scattering coefficients [73].

4.2.3 Optical measurements in a murine tumor model

A murine tumor model was used to determine whether the system had sufficient
signal in a biological sample and to compare the extracted tissue constituents with those
extracted using another well-tested, researchgrade system. 3 mice were injected with
4T1 murine mammary tumor cells in the left flank. The tumors were grown for 2 weeks
to 200 mme in volume. Diffuse reflectance measurements were collected from the tumor

on the left flank as well as the normal tissue on the right flank. 20 repeated
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measurements were made at each wavelength for each site. Because the size of the 4x4
photodiode imaging array is larger than the size of the murine tumor, only the central 4
pixels were evaluated for reflectance measurements. Additional diffuse reflectance
measurements were made with another commercial spectrofluorometer (SkinSkan, JY
Horiba) on both the normal and tumor flanks. The commercial spectrofluorometer

consisted of a broadband source and PMT with a single-channel, fiber-optic probe.

The inverse Monte Carlo model of reflectance was used to extract the absorption
and reduced scattering coefficients from the animal measurements. Because the 4T1
murine tumor cells are grown homogeneously relative to human breast tissues, which
are very heterogeneous, we compared the extracted parameters of tumor and normal
sites using the wide-field spectral imaging system and the single-channel

spectrofluorometer without any co -registration of measurements.

4.2.4 Initial human breast tissue study

An exvivo clinical study using diff use reflectance spectral imaging to evaluate
lumpectomy specimens in patients undergoing surgery for breast tumors was approved
by the IRB at Duke University. The surgeon removed the lumpectomy specimen, and
clips and sutures were placed to orient the specimen for pathological assessment. The
optical study was performed after the excision and thus did not change the standard
operating procedures. In this initial case, we collected diffuse reflectance from only one
margin to assess the SNR of the systemn human tissue. 10 reflectance measurements
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were made for each wavelength, and the study was limited to the typical 15 minutes in
the operating room so that the patient did not have to remain under general anesthesia

for longer than the standard surgical time.

After data collection, the inverse Monte Carlo model of reflectance was used to
extract absorption and reduced scattering coefficients. Hemoglobin concentrations and
b-carotene concentrations for each site were calculated from the molar extinction
coefficients of the chromophores. We then checked the values of the extracted
hemoglobin and b-carotene concentrations with those extracted in our previous study to

see whether or not the numbers ae reasonable for breast tissue.

4.3 Results and discussio n
4.3.1 System throughput and SNR

With the divergent light guide illuminating the backside of the annular
photodiodes, we expected the throughput to be relatively non -uniform. However,
because each channel is read separately, we hypothesized that if the SR is sufficiently
high (>40 dB) in breast tissue, the corner channels with lower throughput can still be
used to extract tissue parameters[108 109. Figure 21 shows the power measured at 440
nm through the 0.75 mm diameter apertures of each photodiode on the imaging array.

The channel numbers are also labeled for referencing the remainder of thischapter.
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Figure 21: Power (¢W) at 440 nm measured through aperture of each PD on
imaging array; channel numbering (1 -16) are also noted from left to right and top to
bottom referred in this chapter.

We calculated the system SNR of each wavelength from each channel in the
liquid phantom study, the mouse study, and the lumpectomy study. SNR ,was defined
as 20*log(aw. / Us), Where | is the intensity (or photocurrent generated by collected
diffuse reflectance) and U is the standard deviation of the inte nsity obtained for 10
repeated measures. During the liquid phantom study, we found some significant
drifting of reflectance signal in channels 3, 10, 12, and 14. We investigated the cause of
this drift and hypothesize that the epoxy used to insulate the conductive
interconnections on the circuit board cracked over time and liquid from the phantoms
entering these fissures affected our measurements. This also affected our SNR
measurements in phantoms, which ranged from as low as 20 dB at 400 nm for achannel
that exhibited drift when exposed to liquids, to as high as 55 dB at 600 nm for a channel
without drift. For the channels that did not drift, the SNR typically ranged from 40 -50

dB.
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In the animal study, the measurements were made on solid tumors on the left
flank and the normal right flank. Since there were no liquids affecting the
measurements, none of the channels exhibited signal drift, and the SNR ranged from 39
53 dB for all channels and all wavelengths. Similarly, measurements in the lumpectomy
specimen were also consistent for all channels. We found the SNR to be lowest at 400
and 420 nm and highest at the longer wavelengths, 570 and 600 nm.Figure 22 shows the
averaged SNR of all 16 channels for all 8 wvavelengths. Based on previous systems used
in various studies in the human breast, head-and-neck, and cervix, we had a target SNR
of ~40 dB. This shows that despite the non-uniform illumination and throughput of each

channel, we are able to achieve suffcient SNR for clinical applications.

Average SNR of Pixels
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Figure 222 SNR measured from human breast as a function of the 8
wavelengths, averaged for each channel on the 4x4 imaging array.
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4.3.2 Extraction of phantom optical properties

Absorption and reduced scattering coefficients for all 10 liquid phantoms were
extracted for each of the 16 channels using the inverse Monte Carlo model of reflectance.
Table 10 shows the averaged RMS errors (%) for the each bannel. The RMS errors were
averaged for all 10 liquid phantoms, and the standard deviations are also shown. The
channels that had significant drift in reflectance signal due to liquid contact are
highlighted and discarded as unreliable channels for this work. Figure 23 shows the
extraction accuracy for absorption and reduced scattering coefficients for the remaining
12 channels. For each channel, the errors for extracted absorption and reduced
scattering coefficients were 815%. With the ability to extract optical properties with low
errors, we can then use these as reference phantoms to extract optical properties from

animal and human tissues with unknown optical properties.

Table 10: Extracted absorption and reduced scattering coefficients RMS errors
averaged over 10 tissue-mimicking liquid phantoms.

Ch| 1 2 3 4 5 6 7 8 9 10 | 11 | 12 | 13 | 14 | 15 | 16

Ta | 8411 | 8+9 | 249 | 1246 | 945 | 1245 | 1249 | 1449 | 1524 | 2749 | 1248 | 50431 | 138 | 28+11 | 1247 | 1447

I's' | 1127 | 845 | 23+11 | 11#4 | 9+2 | 8+5 | 8+3 | 1448 | 1449 | 13+7 | 15+3 | 3823 | 1547 | 1648 | 1445 | 11+4

82



&2 BT N
1 o 95| © ch2 =
o o chd 4 A
10 + g| * c¢hs
* i + ch6
9 o 85 + ch? oA
Wi + x X e
E sl gy o * &y o o chl £ gl u C:g A
& x a : g o ch2 ey ey’ % i e
= g e A Ee & @
37 e o B I Y T - oifl| B g g B
E = B 3 “ ch15| . & #
£ s 5 SAE A ¥ ché £ 7 < chis & a &
i & 3 + ey 2 - e <
5 £ g 2 ch8 651 A & o+
<] 4 ch9 B : :
4 BT a ch11 6 T e
“ ch13 & +
3 « ¢ch15 5.5¢ %
2 L L L A - Ch16 5 1 L L L I}
2 4 3 8 10 12 5 6 7 8 9 10
Expected 1 (cm'1) Expected p.s' (cm’w)

Figure 23: Absorption and reduced scattering coefficients extracted using
inverse Monte Carlo model of reflectance. Channels with draft due to liquid contact
on exposed tracks on circuit board during measurement are discarded.

4.3.3 Extract ion of tissue parameters in murine tumor model

The goal of the mouse stdy was to determine whether the imaging system had
sufficient SNR in a biological sample and to compare the extracted tissue parameters
with that of another well -characterized commercial instrument [84]. Diffuse reflectance
measurements were collected from the tumor and normal flanks for all 3 mice using
both the spectral imaging system and the spectrofluorometer, SkinSkan from JY Horiba.
Because the tumor size on the left flank was smaller than the 3.8 cm coverage of the
imaging array, only the 4 center channels (6, 7, 9, and 10) are used to measure the
tumors. Unfortunately, channel 10 had significant drift in the liquid phantom study,
and without a reliable reference phantom for Monte Carlo inversions, it was also
discarded in data analysis. With measured reflectance from channels 6, 7, and 9 from

the spectral imaging system and from the commercial spectrofluorometer, the inverse
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Monte Carlo model was used to extract the total hemoglobin concentrations and
reduced scattering coefficients. Table 11 shows the extracted results from the normal

and tumor flanks for both systems.

Interestingly, even without co -registration of the exact measured sites, the
extracted parameters using both systems are within 10% of each other. This gives us
great confidence that these 3 channels on the system can be accurate in extracting tissue
parameters and, with further optimization, we can use this system for quantitative tissue
spectral imaging. While there was not enough statistical power to claim significance
with only 3 mice, we did notice an interesting trend in a decrease of total hemoglobin
content and reduced scattering coefficients in the tumor measurements. At the time of
measurement, these fst-growing tumors had already exhibited signs of becoming

necrotic, which explain the decrease in total hemoglobin content.

Table 11: Extracted total hemoglobin content and averaged reduced scattering
coefficient for normal and tum or flanks measured by the commercial
spectrofluorometer (SkinSkan) and the PD -based spectral imaging system with
averaged values for channels 6, 7, and 9.

SkinSkan, JY Horiba (1 -ch) PD SPX Imaging System (Avg values)

Mouse Normal Tumor Normal Tumor
THb WUsZ THb MsZ THb sz THb MsZ
M1 4.9 3.6 3.0 4.3 5.2 3.8 3.4 4.4
M2 4.6 6.6 3.0 4.1 4.6 6.3 3.3 4.0
M3 14.3 5.5 9.6 3.3 13.9 5.5 9.8 3.9
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4.3.4 Extraction of tissue parameters from lumpectomy specimen

We have shown in Section 4.3.1 that the spectral imaging system has sufficient
SNR in human breast tissues, which was the goal of our initial clinical study with this
PD-based imaging system. We then used the inverse Monte Carlo model to extract total
hemoglobin, b-carotene, and reduced scattering from the tissue sample to compare these
values with those that we have seen in previous margin assessment studes done using a
research grade benchtop spectrometer with an 8channel fiber-optic probe [47, 71, 72].
Figure 24 shows the spectral map of the 16 channels for the 3 tissue parameters that we
found to be significant in previous studies. The gray circles in the images indicate the
channels which drifted significantly during the liquid phantom study. Without an
accurate reference phartom to use in the inverse Monte Carlo model, the extracted

information for those channels cannot be used to quantify breast morphology.
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Figure 24: Extracted total hemoglobin content, b-carotene content, and average
reduced scattering coefficient for lumpectomy specimen; gray circles in channels 3,
10, 12, and 14 indicate unreliable measurements due to lack of an accurate reference

phantom used in Monte Carlo inversions.
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From all of the existing data from our previous clinical st udies, we found that the
10n - 90" percentile of the empirical cumulative distribution function of extracted total
hemoglobin in breast tumor margins is 10.7 + 97.9 uM; b-carotene is 7.1¢ 37.6 uM; and
ez wb U0 it [47, 71, 72]. From the spectral maps shown in Figure 24, our system
extracted total hemoglobin content and reduced scattering coefficients in a reasonable
range, similar to what we have seen in previous studies. However, b-carotene
extractions were all well above the expected range. This can be attributed to the reduced
number of wavelengths in this system being unable to separate the features of
hemoglobin and b-carotene absorption. Our previous 1CH and 8CH clinical systems
collected spectra in the 456600 nm range, and the data analysis included 61 total
wavelengths evenly spaced in that range. The reduced wavelength imaging system only
has 8 wavelengths in the 400600 nm range with only 2 wavelengths (470 and 500 nm)
collected in the 450-500 nm range, whereb-carotene has a prominent spectral feature. In
our previous studies, we found that b-carotene is highly significant in determining
margin status; thus, there is a further need for wavelength optimization for the

application of b reast margin assessment.

4.4 Conclusions

In this chapter, we have shown that our spectral imaging system prototype
achieves sufficient SNR in phantoms, animal tissue, and human tissue. We have made
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improvements to our previous proof -of-concept work to move towards clinical
translation. Previously, we had mechanically drilled the apertures in the much thicker
commercial photodiodes. Each of the 16 apertures cannot be replicated and thus the
probe geometry was difficult to model . With these fabricated custom thin photodiodes,
the modeling (thus Monte Carlo extraction accuracy), throughput, and SNR were
improved. For detector channels that had high responsivity and had no drift in
measured signal, the extraction errors for optical properties were < 15%. We achieved
40-50 dB SNR h phantoms, mouse tissue, and human breast tissue. Furthermore, in the
animal study, we were able to extract total hemoglobin and tissue scattering with < 10%
variation between our spectral imaging prototype and another well -tested commercial
spectrofluor ometer. For the lumpectomy study, we found that we were able to extract
total hemoglobin and tissue scattering within the expected range based on previous
reports. However, the extraction of b-carotene was out of the expected range. In
subsequent iterations of system development, we will utilize wavelengths that are
optimize d for the extraction of breast tissue parameters, such as hemoglobin,b-carotene,
and pz S ww3 T PUwPDOOWET w xThé vibik @éstriBed i isi chhpiexidddn U wk 6 w w
important step towards fulfilling an unmet clinical need in breast tumor margin

assessment.

I would like to acknowledge the collaborative effort for the work presented in

this chapter. Henry Fu built the 3x3 fiber -based spectral imaging device described in the
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introd uctory section. Sulochana Dhar fabricated the annular silicon photodiode array.
Narasimhan Rajaram provided the murine tumors for our initial testing in an animal
model. Jennifer Gallagher consented the lumpectomy patient for our initial clinical

study and assisted with the ex vivobreast tissue study.

88



5. Wavelength Optimization for quantitative spectral
imaging of breast tumor margins

The several iterations of system design discussed in the previous chapters
focused on the detection aspects of DRS imaing, making it more compact, cost effective,
and easily scalable. The discrete wavelengths were not optimized for any particular
clinical application. At the conclusion of Chapter 4, we found that b-carotene, an
important diagnostic parameter of breast tissue, was not extracted correctly using the
semi-evenly spaced wavelengths between 400600 nm. This chapter addresses the very
important issue of wavelength selection for quantitative spectral imag ing of breast

tumor margins.

5.1 Introduction

To quickly recapitulate the previous chapters, we have developed an fiber optics
based spectral imaging system (8CH) to detect differences between benign and
malignant breast tissues for the application of breast tumor margin assessment during
partial mastectomy surgeries [71]. The system leveraged the principles of diffuse
reflectance spectroscopy and spectral imaging in the visible spectum, which is
commonly used to non-destructively measure tissue optical properties. The propagation
of multiply scattered photons is sensitive to the absorption in biological molecules and
can ultimately provide contrast in adipose tissue content (b-carotene absorption),

vascularity (hemoglobin absorption) and scattering (fibroglandular content). The
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system consisted of a broadband illumination source, an 8-channel fiber optic conduit to

direct light to and from the tissue, and an imaging spectrograph and cooled CCD for
detection. Each placement of the imaging probe allowed for diffuse reflectance spectra
(450-600 nm) to be measured from up to 8 sites on the margin. Multiple placements of

the probe allowed for mapping the entire margin surface. Using our fast, scalable Monte
Carlo reflectance model, optical properties of the specimens were extracted to create
tissue composition maps, such as those shown inFigure 25a), (c), and (e) for normal

adipose, ductal cardnoma in situ, and invasive ductal carcinoma, respectively [49, 73].
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negative margin and (b) its corresponding frequen cy histogram, (c) a positive ductal
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5.1.1 Significant tissue paramters

We reported on an initial subset of patients in a clinical study (n = 48) by using a
leave-one-out cross-validated tree-based model and found that the ratios of [bc]/<usz
and [THDb]/ ]J/< usz> can be used to detect margin positivity with a sensitivity of 79.4%
and a specificity of 66.7% We found that pathologically -confirmed positive margins
showed significantly lower b-carotene/scattering ratios compared to negaive margins.
This finding reflects a decrease in fat content and an increase in fibroglandular content
assciated with margin positivity [72]. Figure 25is an example of using [bc]/<usz> = 6 as

a threshold on the margin images to determine margin p ositivity.

The clinical adaptability of this technology will be impacted by its size, cost, and
the time needed to map out the tumor margins. This motivated the design of a compact
and cost-effective device based on the utilization of a few discrete wavelengths for
illumination to replace a broadband source and monochromator in the original system
and inexpensive photodiode arrays for detection in lieu of a spectrograph and CCD
camera as discussed in great detail in Chapters 24 [105, 108 109. An important aspect
of this redesigned system is the selection of wavelengths ard bandpass needed to
minimize complexity and acquisition time, while still achieving the same sensitivity to
the relevant sources of optical contrast in the breast, specifically hemoglobin content, b-

carotene content, and tissue scattering.
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5.1.2 Previously reported wavelength  selection methods

Several groups have reported on the optimization of wavelength combinations
for different applications. Using a matrix decomposition of basis spectra and simulation
of tissue data, Mazhar et al. optimized wavelength pairs to measure hemodynamic
changes in the nearinfrared range for breast imaging applications with diffuse optical
tomography [110. Although water content in the skin varies between 25 -75% and lipid
varies between 0-50%, the simulations only take into account 50% water and 2% lipids
that degrade the quality of fits and extraction errors. The selected wavelength pairs (670
nm / 850 nm) ultimately helped reduce acquisition time over 30 -fold and improved
spatial resolution due to reducing mo tion artifacts. However, the accuracy of the
extractions are unknown because the wavelength pair was selected based on the
simulation of a tissue properties of one representative sample. Also designing their
system in the near-infrared range, Umeyama and Yamada accounted for crosstalk of
measured chromophores in optimizing wavelength combinations for studying the brain
[111. They studied concentration changes in oxygenated and deoxygenated
hemoglobin by solving a linear equation based on the Beer-Lambert law. Without any
clinical data, the study is entirely computational, varying wavelengths in increments of
20 nm from 680-820. Ferreira et al. presented a strategy for spectroscopic imaging of
esophageal tissue, featuring 16 discrete wavelengths in the 356750 nm range [117.

Instead of performing true optimization of wavelengths for their clinical application, the
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selection of wavelengths was device-driven and constrained to the filter fabrication
process, i.e. materials, number of layers, FWHM, etc. They selected wavelengths of
filters that they are able to fabricate and performed wavelength reduction simulations
on previously acquired tissue data to ensure that the extractions are similar between the
full spectrum and the reduced waveleng th spectrum. With a broad wavelength range
between 3563750 nm (thus a large variation of tissue sensing depth), it is unclear where
the tissue contrast exists and why 16 discrete wavelengths are needed for only
hemoglobin concentration and tissue scattering. In our group, Phelps et al. developed a
ratiometric method to rapidly estimate total hemoglobin concentration in the UV -visible
range [113. Monte Carlo simulations of 50 different tissue models were conducted to
determine the best isosbestic ratios of oxygenated and deoxygenated hemoglobin that
can predict total hemoglobin concentration, independent of varied tissue scattering. The
results were validated in tissue phantoms and applied to an in vivo dysplastic cervical
tissue study, showing correlations between 0.75-0.88 for tissue parameters extracted
with wavelength ratios compared to the full wavelength spectrum. All of these previous
studies show the importance of optimizing wavelength choices when reducing the
acquisition from a full wavelength spectrum to just a few discrete wavelengths , but are
somewhat limited to their own applications and not fully tested, inclusive of a broad

range of tissue properties observed clinically.
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In this chapter, a wavelength optimization strategy is described for quantitative
optical spectral imaging for breast tumor margins. In previous discussion, we have
i OUOEwW UT EUw U OU Ecaratehel énd 1tissu@ Esbafeting ¢uz Aw EUIT w UDT OPI E
parameters for determining breast tumor margin status. The number of necessary
wavelengths to accurately characterize the tissue is dependent on the assumption of the
number of different molecules and parameters in the tissue. Based a the BeerLambert
law and Mie theory, we have used the Monte Carlo reflectance model to extract several
tissue parameters, not all of which are significant for determining margin status :
oxygenated hemoglobiOOw ET ORal I OEUI Ecardtdne @sbud Sdat@iha) andl
Lymphazurin, which is a contrast agent used for the delineation of lymphatic vessels
during breast conserving surgery. 2 OOw EOEOO!I OUUw UOw 401 aEOEwW E
optimization work in solving linear equations based on the BeefLambert law, we would
need at least 6 wavelengths to solve for 5 unknown parameters in the tissue. Additional
wavelengths would presumably improve the extraction errors; however, from a
portable, cost-effective system design perspective, we would like to minimize the
number of wavelengths used while still maintaining contrast in various tissue types.
With a wide range of wavelength choices and no prior systematic way to evaluate the
potential wavelength solution sets, w e have developed an optimization method based

on a search heuristic known as a genetic algorithm. The algorithm mimics the process of

natural evolution and generates potential solutions of reduced wavelengths, whose
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suitability for achieving high sensitivities t o the sources of optical contrast in the breast
are evaluated independently to result in an optimal reduced set of wavelengths that can
preserve as much of the information contained in the original spectrum. Unlike the
previously described wavelength opti mization strategies, this method takes into account
a broad range of clinically relevant data and selects wavelength sets from the entire
spectrum of interest. Although the motivation for this work is based on investigating
the optical contrast of only breast tissue UOUE OQw i | Gérbtede) Britl D, Khils
optimization method can also be extended for use in other spectral imaging applications,
provided that a technique for measuring or simulating spectral data directly related to
optical sources of contrast is available and a clear metric for quality of data extraction

can be defined.

5.2 Wavelength optimization method

Figure 26 provides a broad overview of the steps taken to determine and test the
best wavelength sets and spectral bangass. First, existing ex vivo breast tissue
reflectance data was used as a training set for the optimization algorithm. Our inverse
Monte Carlo reflectance model [73] was used to extract the tissue optical properties from
the training set using various constraints, such as the total number of wavelengths, the
range of wavelengths, and the increment of each wavelength from which to select.

Combined with a genetic algorithm for global optimization, the best wavelength sets are
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identified by minimizing the sum of tissue property extraction errors from the

reflectance spectra. The selected wavelengths are then validated with an independent
pathology -confirmed ex vivo breast tissue data set. A tissuemimicking phantom
experiment was also performed as part of the wavelength selection validation. The text

in these subsequent sections describes the methods in greater detail.

Wavelength Optimization Validation
Training set from existing tissue data Independent pathology-confirmed
Spectra from 10, 25, 50, 75, 90" percentile existing breast tissue data (N=382)
of extracted THb, B-c, and p,’ *

‘ Monte Carlo modef == Monte Carlo Reflectance Inversion

Constraints of fitting wavelengths Adipose

5As 450:1:600 nm

Fibroglandular

8As 450:5:600 nm

Malignant

12 As 450:10:600 nm

Top 3 wavelength sets with lowest THbh,

Extracted THb, B-c, and p.’ with MC B-c, and p,” errors compared to full
spectrum extractions are evaluated

‘ Genetic algorithm *

Best wavelength sets identified by
minimizing sum of extracted errors

!

Simulation of additional bandpass (nm)

Tissue phantom experiment

¥

Monte Carlo Reflectance Inversion

N
v

1 s ] 10| 20| 30 | 4| so Hb cr Hs
Determine maximum bandpass Final check for extracted errors using
with MC extraction errors < 10% r optimized wavelengths and bandpass

Figure 26: General flow chart illustrating the process for selecting and testing
the optimal wavelength sets and spectral bandpass in clinical data obtained from
breast tumor specimens and in tissue phantoms.
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5.2.1 Diffuse reflectance spectra from ex vivo breast tissue
specimens

As mentioned throughout this dissertation, t he dominant absorbers in breast
UPUUUI wEUIT wl I-€otrd.0 B YwEQDwH) U U E D1 U-gdroteneiandUT Opb O wl
tissue scattering are significant parameters that can be used to differentiate between
malignant and benign breast tissues [45, 47, 71]. To select the minimum set of
wavelengths in the visible spectral range that are sensitive to these key tissue
constituents, an existing data set of 4953 diffuse reflectance spectra measured from arex
vivo clinical study at Duke University Medical Center involving partial mastectomy
procedures on 100 patients was usedas a training set for the wavelength optimization
[47,72]. The diagnosis for the 101 margins were as follows:44 negative (> 2 mm normal
tissue), 35 close (< 2 mm normal tissue), and 22 positive. In addition, routine
histopathology was performed on a subset of these measurements, and the study
pathology classified 6-10 randomly selected measurement locations (or? UD Ul U> w OO w U]
margins). A total of 320 normal adipose sites, 24 normal fibroglandular sites, and 38
malignant sites were used for testing the optimized wavelength sets.

SOUEOQwIi 1 OO1 OCEBLWWIZ DI HY OWwEW Ow EOEwW UI EUET Ew U
@ 42> for each of the 4953 diffuse reflectance spectra were extracted using a previously
developed inverse Monte Carlo model of reflectance [49, 73]. Reflectance spectra of
samples at the 1@, 25", 50", 75", and 90" percentile of the empirical cumulative

EPUOUPEUUDPOOWI UBEUPOOUWPEEL Awdi WZUEEOOUO WO Gl
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total of 15 reflectance spectra in the training set. This method ensured that the data are
sampled evenly over the distributions rather than the parameter value ranges, which

could result in oversampling of samples at the periphery of the distributions.

Table 12: Breast tissue properties extracted with the inverse Monte Carlo of
reflectance. The highlighted portions de note the 10%, 25, 50, 75", and 90" percentiles
Ol wg3' EgOwg ¢ E¢gDmBEIOEWENE QWIEE Liw@6OwlOl EUUUT Ewl RwYH

[THb] [ fzarotene] < §0 20600
Sample 1
(e M) (e M) (cm™)
1 10.7 7.5 4.1
2 18.1 21.7 5.3
3 32.7 18.6 11.5
4 59.3 21.0 8.0
5 97.9 16.6 4.4
6 55.7 7.0 3.9
7 49.6 11.3 9.2
8 32.8 17.5 6.3
9 73.1 26.0 8.8
10 95.9 37.6 8.4
11 24.2 13.6 3.7
12 22.3 29.3 4.8
13 40.3 31.3 6.5
14 91.1 15.8 8.9
15 115 30.8 11.9

Table 12 lists the extracted breast tissue properties for each of the 15 selected
reflectance spectra for the wavelength optimization training set. The shaded sections of
the table indicate the 10" through 90™ percentiles of each parameter. The objective in
selecting reflectance spectra based on the cdfs dxacted from an extensively large data
set of previously measured ex vivobreast tumor margins was to cover a wide range of
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[THb] (10.7¢ NAS Nws , AOQWE G E dud p K O Yl GEAWENY HUBBA: (Rt

11.9 cm?).

5.2.2 Combined inverse Monte Carlo reflectance model and genetic
algorithm to select center wavelengths

The 15 selected reflectance spectra described from the previous section were
used in a wavelength optimization technique that combines our inverse Monte Carlo
model of reflectance [73] with a genetic algorithm (GA) (Global Optimization Toolbox in
MATLAB, The MathWorks, Natick, MA). ! UPI | OaOwUT 1 w& weMdwEEUI Ewol
Uil wi PO0OT U0O? wEwWxT UEUIT wOUDT DOEUDOT wi UOOwI YOOULU
components: (1) the population of individuals (or possible solutions) with its own
UOPG@UIT wUOUDOT woOil w?2ET UOOOUOOT U? wE O theipobsilas Ewi BUO
solutions. Typically, a population of solutions is randomly generated for a given range
of possible solutions. The fithess function is used to evaluate each individual from that
population. All of the individuals from the populations are the n ranked according to
their fitness values. From this existing population, a user -identified proportion is
selected to breed a new generation of solutions, and those solutions with fitter values are
more likely to be selected. The parent solutions reprod uce new offspring solutions by
genetic operators such as crossovers or mutations, which essentially results in changes
of chromosomes in the offspring and maintains genetic diversity in the subsequent

populations. The GA ends when a solution that satisfies the criteria is found, a
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designated computational time is reached, or a specified generation number is reached.
Figure 27 is a general diagram of the steps taken for wavelength optimization,

combining an inverse Monte Carlo reflectance model with the GA.

Combined Inverse Monte Carlo Model and Genetic Algorithm

MATLAB Genetic Algorithm Toolhox

Ftness Function — MC Model

Initial Constraints:
(1) Number of As (5, 8, 12)
(2) Range of As (450-600 nm)
(3) Aincrements(1,5,10)

MC Input (Targets) ‘ Create New I‘lllllllatinll

- 15 reflectance spectra from tissue

“Survival of the Fittest”
15 wavelength sets with
lowest extract errors

Set Initial Population ¢

» MC Output (Extracted Parameters)
- THb, B-carotene, .’ for N, to Nsg

—.———J

Random permutation
of A combinations for
50 distinct solutions '

Mutations/Crossovers:
35 new wavelength sets
generated via mutations
of individual As from
parents

Compare reduced vs. full spectra
Rank N4 to N5 by increasing sum of
extracted errors (Hb, B-carotene, p,’)

L

End of optimization
after 50 iterations

Figure 27: Diagram detailing the steps of selecting wavelengths for
quantitative tissue spectroscopy using the genetic algorithm and inverse Monte Carlo
model .

The algorithm begins wi th the initial constraints of the wavelengths to be used.

To extract the 4 parameters of oxyhemoglobin, deoxy-I 1 O OT O O-EaBr@ wand
reduced scattering coefficients, at least 5 center wavelengths are needed. The initial
population of wavelength sets is created by a random permutation of 50 different

wavelength combinations, for 5, 8, and 12 wavelengths in 1, 5, and 10 nm increments
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from 450-600 nm (151, 31, and 16 possible center wavelengths, respectively). The
selection of wavelengths in 1 nm increments represents an ideal situation in system
design in which the types of sources available are not limited. The selection of
wavelengths in 5 and 10 nm increments represents a more realistic situation, in which
the final optimized set of wavelengths will likely be commercially available in the form
of bandpass filters. These different wavelength combinations serve as the initial
UOOUUPOOUWOT wUT 1T wbUI UEUDPYIT w& Bww3ii wbdYi UUI w, "
which is used to evaluate the suitability of each set of wavelengths as a possible solution
for extracting <pa¢ OwUT U0 wgZ 3 ' E ¢ ugEsQuif tidtnifingGauE OE wd 4
In the 1st generation of the GA process, the output of the fithess function is 50
Ul OUwOi wi RUUEEUI EwWEUI EU0wUPUUUIT s OOk DU Bk WOE O
using each of the 50 reduced wavelength solution sets. Theseextracted tissue
parameters were compared to those extracted using the full 450600 nm spectrum. The
goal of the optimization is to minimize the fithess value of the function, which was
El i DOl EWEUWUT T wUUOwWOI wi RUUEEiuE teri@i@ 0 Bsgniple € ¢ E ¢ O w
training set. The 50 individual wavelength sets were ranked by increasing fitness values
(sum of extracted errors) for the 15-sample training set. To create the subsequent
population of the next 50 wavelength sets to be evaluated, the top 15 wavelength sets

with the lowest sum of errors from the previous population were allowed to survive to

the next generation. The new generation of the remaining 35 wavelength sets was then
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created by means of single-point crossovers or mutations of chromosomes (or changes in

individual wavelengths). For instance, 2 individuals (Anoi caad Brnoi Jsare@ chosen as

parents of an offspring in the new generation. In a crossover operation, a random

chromosome number (or individual wavelength) serves as the point where A and B

break and exchange chromosomes, making a new individual. In a mutation operation, a

new chromosome (wavelength) is randomly generated from a Gaussian distribution and

replaces a chromosome of the parent wavelength set, creating a newwavelength set.

The selection of the parent wavelength sets from the previous generation to crossover or

to mutate and pass on to the next generation is based on the simulation of a roulette

wheel, in which the area of the wheel corresponding to a parent is inversely

x UOx OUUPOOEOWUOWUT 1T wxEUI OUzUwi PUOT UUWYEOUI OwodU
OO0PI Uw UT 1T wpPEYI Ol O1T UT w Ul UzUw i RUUEEUI Ewil UUOUUC
wavelength set is selected, crossed over or mutated, and passed downto be part of the

next 50 solutions to be evaluated. In this particular study, the crossover fraction is set at

20%, which means 7 of the 35 solutions are the result of a crossover while the remaining

28 are the result of mutations. In the cases of any reulting offspring from a crossover

operation having duplicate wavelengths, one of the duplicate wavelengths is discarded,

and a new wavelength is randomly generated and inserted in the wavelength set.

This process iterates until one of two stopping criteria are met. First, the

algorithm can be stopped when the minimum fitness value of the generation is
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unchanged for 10 generations, which indicates that the optimization has plateaued and
likely minimized. The algorithm also ends after 50 generations to save time. One run of
the optimization process takes approximately 21-28 hours, depending on the initial
constraints tested. The highest ranked 3 solutions from the final generation produced by
each GA process were further evaluated using previously described clinical data,

independent from the 15 spectra used in the selection process.

5.2.3 Selection of optimal bandpass

In addition to selecting the most appropriate total number and the center
wavelengths of the source, it is also important to understand th e effect of increasing full-
width half -maximum (FWHM) on the accuracy of the extraction of optical properties.
While laser diodes can have very small FWHM, it may not be possible to obtain sources
at every wavelength in the optimized solutions. On the other hand, bandpass filters are
commercially available at every 10 nm center wavelength in the UV -NIR spectrum, but
may come at a cost of 10 nm FWHM around the center wavelength. Light emitting
diodes (LEDs) often have even larger FWHM, commonly ranging fro m 20-50 nm.

Forward Monte Carlo simulations were conducted to study the effect of
increasing bandpass. Using the wavelength-dependent optical properties of the 15
clinically measured spectra chosen for the training set described in Section4.2.1, diffuse
reflectance spectra were generated. The wavelength-dependent absorption coefficients,

4a, were determined using the molar extinction coefficients for oxy - and deoxy-
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simulations were scaled for the probe geometry used in the clinical measurements[73].
For each of the 15 simulated spectra, FWHM of 1, 5, 0, 20, 30, 40, and 50 nm were
added. Gaussian distributions of 1, 5, 10, 20, 30, 40, or, 50 nm in width were used. Each
of the 15 original clean spectra was convolved with the Gaussian distributions. The
results are 15 different tissue spectra, each with7 different FWHM.
3T1T wbOYI UUT w, 600U0U1 w"EUOOWOOET OWPEUWUUI EwUO!
repeated for the top 3 solutions from the wavelength optimizations for 5, 8 , and 12 total
center wavelengths. The extracted parameters from the reduced wavelengths set with
added FWHM were compared to those of the full, simulated spectra without added
FWHM. Because these simulations did not include system and measurement artifacts

that may exist in measured clinical data, a 10% error was set as the threshold for

determining an acceptable FWHM in the analysis.

5.3 Wavelength validation method
5.3.1 Independent pathology -confirmed tissue data

The results from the wavelength opti mization were tested against an existing

breast tissue data set, independent of the 15 spectra used for the training set described in
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from each of the 382 pathological confirmed sites (320 adipose, 24 fibroglandular, 38

malignant) obtained from breast tumor margins. The tissue extractions were performed

for the full spectrum of 450-600 nm in 2.5 nm increments for a total of 61 wavelengths,

and for the top 3 optimized solutions for each of the test cases: 5, 8, and 12 total
wavelengths in 1, 5, and 10 nm increments. To show the differences between

optimization and non -optimization, tissue extractions were also made using the semi-

evenly spaced wavelengths empirically chosen from 400600 nm used in a previously

reported system [114. 4 UDOT wUT 1 wi UOOwU x 1 E RUAIDIwZBU EEE (ORCzGh (Eug |
gold standard, errors in the extracted parameters resulting from the reduced wavelength

sets were calculated.

5.3.2 Multi -absorber liquid phantom study shows benefit of
wavelength optimizati on

A set of 20 phantoms was used to further assess the results from the wavelength
optimization.  The liquid tissue-simulating phantoms were prepared by mixing
polystyrene microspheres (07310, Polysciences, Inc) as the scatterer with water soluble
hemoglobin (H0267, Sigma Co.) and crocin (17304, Fluka) as the absorberddemoglobin
and crocin were used as the absorbers since they have been used to simulate blood and
¢-carotene in breast tissue[84]. ! EUTI EwOOwUT 1T wox U pddeuioundiwx 1 UUDIT U
previous studies, the appropriate crocin level was added by matching the mean [ a of

these two absorbers with similar spectral features [71]. The 2 scattering levels represent
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the means over 450600 nm of representative malignant (usg & N @ Bn@ normal (usz & hul w

cm?) breast tissue. The optical properties of the phantoms are shown in Table 13.

Table 13: Average absorption coefficients (450 -600 nm) of phantoms containing
hemoglobin, crocin, and polystyrene microspheres. Each absorber level was tested for
2 scattering levels (avg €z WA wipnd E<Owa wHyforafoll of 20 phantom .

Hb Level 1 Hb Level 2
Mean 4 (cm* Mean 4 (cm™
Total Hb Cr Total Hb Cr
0.51 0.51 0.00 0.91 0.91 0.00
0.99 0.51 0.48 1.72 0.90 0.82
1.23 0.51 0.72 2.12 0.89 1.23
1.47 0.51 0.96 2.53 0.89 1.64
1.70 0.50 1.20 2.93 0.88 2.05

The phantom optical measurements were obtained with a previously reported
system with slight modifications as shown in Figure 28 [108. The system consists of a
450W xenon arc lamp and a scanning monochromator (Gemini 180, JY Horiba) coupled
UOwEwt YYws OwOx UD E E The $peckd handfassuoittielillumihétionias 6 w
fixed at 7 nm. A custom annular silicon photodiode with 2.5 mm outer diameter and
0.75 mm inner diameter was used for detedion [107]. The optical fiber was fitted
through and epoxied in the detector aperture to illuminate the phantoms, and the
detector was connected to a photodiode amplifier (PDA-850, Terahertz Technologies,
Inc.) for reflectance measurements. Diffuse reflectance measurements were taken at the

discrete wavelength solutions as well as at the evenly spaced wavelengths from 400600
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nm in order to compare the optimized solution to one which samples wavelengths at
regularly spaced intervals over the visible spectral range as previously described [105.
The inverse Monte Carlo model was used to extract optical properties from each
phantom and root mean square (RMS) errors were compared for both sets of

wavelengths.

Computer Annular Si Photodiode
(ID=0.75 mm; OD = 2.5 mm)

600-um fiber
Xenon
Lamp —_— lllumination Parameters:
= Spectral Bandpass: 7 nm
Max Power: 55 pW @465 nm
I Min Power: 18 pW @600 nm
NA: 0.22
Monochromator C”"’?!“
Amplifier
Detection Parameters:
Coaxial Responsivity: 0.18-0.38 A/W @400-600 nm
Cable Dark Current: 65-200 pA
Illumination Amplifier Readout Noise: 4.2 nA
Fiber Probe

Figure 28 Schematic of instrument and probe geometry used to obtain
phantom optical measurements .

5.4 Results and discussion

5.4.1 Eight wavelengths can be usedto accurately e xt ract [ THb] ,
and <ugs6 >

Table 14 enumerates the top 3 solutions for each of the constraints in the

optimization, including wavelength range, increment, a nd total number of wavelengths.
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Table 14: Top solutions f or each optimization. The score indicates the
minimized avera ge errors of the extracted parameters from the 15 representative
reflectance spectra chosen from the breast tissue data set .

arange # of as Optimized Wavelengths Score
451 460 474 483 487 502 511 560 579 584 585 59¢ 11.7

12 451 460 474 483 502 509 511 560 57358458559 118

466 479 491 500 516 527 532 560 566 574 590 59] 12.0

489 492 503 522 537 558 5892 12.2

450:1:600 8 474 481 498 509 555 573 593 596 12.3
485 492 503 510 537 544 560 593 125

485 496 512 547 589 18.1

5 478 499 513 582 596 195

482 496 527 576 597 19.7

460 470 485 490 505 525 530 535 550 570 575 60 11.9

12 460 470 47%80 485 500 515 525 530 555 585 595| 122

455 465 470 490 505 510 515 530 550 560590 591 124

480 485 500 505 535 550 580 595 12.4

450:5:600 8 460 485 500 510 555 560 580 600 12.7
450 480 500 505 545 555 585 600 13.2

485 495 510 540 590 185

5 490 52 525 570 595 18.7

485 495 510 545 595 19.9

450 470 480 490 500 510 520 530 540 560 580 60 12.0

12 460 470 480 490 510 530 540 550 560 570 580 60 121

450 460 490 500 510 530 540 550 560 570 580 60 12.3

460 490 510 520 540 55@6 600 12.4

450:10:600 8 470 480 490 500 510 560 580 600 12.6
480 500 510 530 550 560 570 600 13.3

480 490 520 540 590 19.0

5 480 490 520 550 600 19.9

450 490 520 530 590 20.3
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For the optimized solutions chosen from 450-600 nm in 1 nm increments, the
avi UET T wi UUOUUwWOI wi R wHBHEIVE EI'T B BEOuE@B w s wl Ow
the total number of wavelengths used decreases from 12 to 8 to 5. When selecting in 5
nm and 10 nm increments, the errors increase from 11.9%18.5% and 12.0%19.0% as the
wavelengths decrease from 12 to 5, respectively. This trend is not unexpected because
as the total number of wavelengths as well as available center wavelength choices
decrease, the possibility of capturing the spectral features of the absorbers and scdtrers

in tissue also decreases, thus increasing the extracted errors.
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< 18l — 450:10:600
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Figure 29: Average extracted % error of [THb], [ bc], and <psz 6 wi OU wk Owt QwWOu
total wavelengths selected from 450 -600 nm in 1 and 10 nm increments.

Figure 29 puts into perspective the optimal number of illumination wavelengths

required for the design of a breast spectral imaging system. At 5 wavelengths, the

EYI UET 1 wl ROUEEUI Ewxi UEI OUg b wl QWY @i0L Z &'k ¢uQiu & ¢JE
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breast tissue reflectance spectra was close to 20%. The increase to 6 and 8 wavelengths
improved the extraction err ors to 14% and 12%, respectively. There are diminishing
returns in improving extraction errors by adding more wavelengths past 8. The graph
shows that for our particular application for breast tumor margin assessment, the

appropriate number of wavelength s to use is 8.

5.4.2 Spectral bandpass affects extraction accuracy

12X 10 10°
g A a 2 = A
10} 2 s [ ° -
] T a g 4
5 9 3 M+, +» ¢ 8 8
8 g A A o] O 125, 450106H0
= Br 2 o g @ 32 mi0Em
& 10 A A 5y 01080
® ® ® 125, 20560
4 = & o2 0560
1 : g ’ & 53 405610
> 12 3, 450.1:500
) ‘ <L g % § J A, 250100
200 500 600 700 o o T s B
Wavelengths (nm) Spectral Bandpass (nm)
(a) (b)

Figure 30: (a) Simulation of the effect increasing spectral bandpass on a diffuse

YIUET T wi ROUEEU]I Ewl UUQUBuub®ULadOELO EOPBE QuUEk Y 1EW

Because the sgtem used to obtain the existing breast tumor margin data had a
spectral bandpass of 3.9 nm, it is challenging to evaluate the effect of changes in

bandpass and to optimize both the wavelengths and bandpass of a system. The forward
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MC model was used to simulate the same 15 reflectance spectra used in the wavelength
optimization. The original spectra were degraded to simulate increases in spectral
bandpass of 5, 10, 20, 30, 40, and 50 nm. Representative reflectance spectra (10 pM
[THb], 554, wZ ¢ E¢ Ow E O Equd AuntbuuE Yul WidsU1 wET EOT 1 Uw P Ow U x
shown in Figure 30(a). The extracted errors from each case are shown irFigure 30(b).
The results in Figure 30(b) show that to extract the breast tissue properties with good
accuracy, the wavelengths must have < 10 nm FWHM, and 8 or more wavelengths have
to be implemented in the system design.

Parameter extracton accuracies are affected by not only the number of
wavelengths and the center wavelengths used, but also by the spectral bandpass of the
wavelengths. It has been shown through existing clinical data that using 5 wavelengths
is likely inadequate for accurate extractions of breast properties. The simulations on the
effect of widening spectral bandpass also show that the errors with 5 wavelengths are
nearly double those of 8. Similar to previously measured data, the increase from 8 to 12

wavelengths did not seem to have a significant impact on improving the extraction

accuracy.

5.4.3 Optical contrast in breast tissue is retained with optimized
wavelength choices

The top 3 optimized solutions with 5, 8, and 12 total wavelengths selected from
450600 nm in 1, 5, and 10 nm increments were tested in an independent partial

mastectomy tissue data set. Although the initial 15 reflectance spectra selected in the
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training set spanned the 10"t0 90" x 1 UET OUDPOI UwoOi wgs Oup Owdih BY OQE O
set the histological diagnoses of the tissues corresponding to these spectra were not

known. Therefore, a subset of reflectance measurements for which diagnosis was
histopathologically confirmed was used to independently test the optimized

wavelengths, and were split into 3 tissue types: adipose, fibroglandular, and malignant.

Table 15 and Table 16 provide a summary of all errors extracted for the top 3
optimized solutions for each tissue type and for 5, 8, and 12 wavelengths in 1, 5, and 10
nm increments. A positive percent error value indicates an over-extraction by the
reduced-wavelength solutions; a negative value indicates an under-estimation of the
extracted parameters. When the number of wavelengths is increased from 8 to 12, the
extracted errors for all 3 parameters did not improve, which was expected based on the
findings shown in Figure 29. When the total number of wavelengths used is decreased
from 8 to 5, however, the extracted errors are increased. For solutions selected in 1 nm
increments, the extracted [THb] from normal adipose, normal fibroglandular, and
malignant tissues using 8 wavelengths differed by 8.5%, -2.6%, ard 4.1% from the full
61-wavelength set, respectively. When the wavelengths were reduced to 5, the errors
increased to 22.2%, 23.3%, and 21.0% for the 3 tissue types. Similarly, with 8
PEYI Ol OT UT UOwUT | wi BUUEEUI EwWZOEZwl UUOUUwWI OUwUI
tissues were -3.0%,-7.0%, and 4.4%. With just 5 wavelengths, the errors increased to-

10.2%,-18.1%, and 11.8%. The extracted reduced scattering coefficient errors were also
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more than doubled (7-9% to 17#24%) when total wavelengths decreased from 8 to 5.
Because the motivation for this work is to provide a method of optimizing wavelength
choices for a compact, costeffective, and fast spectral imaging device that also has a
simplistic design, the solutions with 12 total wavelengths were eliminated and only 8
total wavelengths are used for subsequent system design to be described in the next
chapter.
Although the top optimized solution for each wavelength selection constraint
I EEWUT T wOOPTI UVDWEYI UET T wkg BUWOBUWEEWE E'WEHODRYE ¢ Quin
representative reflectance spectra in the training set, the best choice of wavelengths from
the independent breast data set validation is not necessarily the same as the best solution
from the training set. The shaded regions in Table 15and Table 16 indicate the best
wavelengtl wUT OUwi QU wUT T wi R U ¢BEOUE@EwIT u @180 ZEaB0aRaH ¢
best wavelength set for extracting optical parameters with the lowest errors in the
histopathology confirmed data set is solution #1: 474, 481, 498, 509, 555, 573, 593, 596 nm
for the wavelengths selected in 1 nm increments. The best wavelength set selected from
5 nm increments is also solution #1: 470, 480, 495, 500, 510, 550, 580, 600 Mhowever,
the best wavelength set selected from 10 nm increments is solution #2: 470, 480, 490, 500,

510, 560, 580, 600 nm.
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Table 15: Average extracted errors of [THb], [ bc], and average €z 4 wi OUWEED x OU
(A), fibroglandular (FG), and malignant (M) tissue sites for the top 3 solutions with
12, 8, and 5 total wavelengths and in 1 nm, 5 nm, and 10 nm selection increments over
the 450-600 nm range. Positive values indicate an over-estimation of the extraction;
negative values indicate an under -estimation .

# of oy range | Tissue Hemoglobin b-carotene Scattering
& increment Type Setl | Set2 | Set3 | Setl | Set2 | Set3 | Setl | Set2 | Set3
A 3.1 24 4.5 -39 ¢ -55 :-108| 9.3 3.0 7.8
12 afrom
FG 3.9 3.4 56 | -13.9: -159  -15.7| 4.2 39 @ 118
450:1:600
M 3.0 39 @ -48 2.1 -25  -119]| 8.9 2.1 5.3
A 3.8 2.0 5.6 -79 | 46 ¢ 24 | 64 @ 117 27
12 afrom
FG 2.0 88 | 122 | -7.6 : -10.1 -114| 11.2: 49 | 10.0
450:5:600
M -2.8 6.0 5.9 27 i 52 -7.0 | 27 6.2 7.7
A 40 -22 6.0 -28 | 8.7 : -115| 14 3.8 9.3
12 afrom
FG 7.7 9.7 | 104 | -96 ' -173 -149| 32 : 108 : 15.7
450:10:600
M 66 | 65 4.7 -44 -85 95| 20 : 40 77
A 8.5 55 {110 | -30 | -14 | -57 | 6.6 8.8 7.9
8 afrom
FG -26 @ 104 8.7 -7.0 : -189: -12.0| 6.6 @ 135 111
450:1:600
M 41 @ -82 119 | 44 -3.0 3.2 8.5 5.0 7.7
A 7.1 7.0 8.2 29 @ 47  -6.1| 86 9.0 8.9
8 afrom
FG 5.9 85 119 | -6.8  -182 -10.0| 133 : 146 : 15.5
450:5:600
M 5.3 7.7 8.2 2.9 -7.7 2.1 7.1 8.7 8.7
A 11.7 | 6.7 @ 139 | -122: -48  -132| 4.8 2.2 9.1
8 afrom
FG 139 1 7.2 71 | -154: -88 | -10.0| 9.0 45 @ 148
450:10:600
M -11.8: 75 129 | -192 -29 @ -94 11 2.8 8.1
A 222 233 21.0 | -20.8: -10.2: 10.1 | 17.2 . 16.6 @ 15.6
5 afrom
FG 233 284 270 | 109 -181: 125 | 228 235 23.2
450:1:600
M 210 253 259 | 136 | 11.8: 13.8 | 16.8  18.2 183
A 223 264 234 | 23.7  -232; 240 | 184  18.7 182
5 afrom
FG 271 0 293 209 | 281 -206: 28.0 | 25.1: 235 244
450:5:600
M 234 266 228 | 188 : -21.2: 18.7 | 196 : 254 183
A 16.0 . 21.4 244 | 269 288 251 | 247 249 219
5 afrom
FG 1331218 179 | 225 238 | 28.1 | 29.6 | 29.8 : 29.0
450:10:600
M 19.7 : 156 -20.3| 25.1 | 234 : -215| 209 22.0: -21.1
Evenly-spaced A 22.5 14.0 -15.5
8 afrom FG 23.6 64.4 -18.3
400-600 nm M 17.3 15.7 -26.3
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Table 16: Average extracted errors of the ratio of [THb]/< £z ¢ w bV € tp @i
adipose (A), fibroglandular (FG), and malignant (M) tissue sites forthetop 3
solutions with 12, 8, and 5 total wavelengths and in 1 nm, 5 nm, and 10 nm selection
increments over the 450-600 nm range. Positive values indicate an over -estimation of
the extraction; negative values indicate an under -estimation .

# of e, range | Tissue [THb] / <p sz & [bc] / <psz 6
& increment Type Setl | Set2 | Set3 | Setl | Set2 | Set3
A 29 45 -84 | -154 -6.6 @ -10.8
12 afrom
FG -7.0 -1.5 { -13.3| -13.1 . -109 : -12.7
450:1:600
M 3.7 42 83| -79  -21 @ -87
A -6.1 0.3 0.7 56 | -5.7 i -9.8
12 afrom
FG -9.8 -1.7 -49 | -128: -159  -13.1
450:5:600
M -6.4 -0.5 -2.2 -6.3 { -11.7 . -8.9
A -30 65 41| -61  -88 @ -13.7
12 afrom
FG 6.0 -84 -69 |-122 -128: -16.8
450:10:600
M -3.4 -3.9 -4.0 -5.6 -9.8 -9.2
A -4.8 -6.0 -7.3 | -11.3: -12.7 -15.1
8 afrom
FG -14 ¢ -15 ¢ -1.2 | -10.1 . -18.6: -16.4
450:1:600
M -2.5 -6.1 -6.9 -8.5 -9.6 -5.1
A -1.8 -2.6 -5.9 -34 : -169  -173
8 afrom
FG -5.3 -7.4 -4.7 | -141: -12.0: -9.9
450:5:600
M -2.5 -1.7 -1.3 -5.2 -9.0 -7.6
A -8.6 4.2 -6.0 8.3 7.6 15.0
8 afrom
FG -5.8 2.2 9.4 19.0 0 144 @ 19.9
450:10:600
M -8.5 4.4 -6.3 | 10.0: 43 9.6
A 174 184 : 16.7 | -21.6: -32.3: -184
5 afrom
FG 13.1 | 163 12.7 | -28.7 ; -30.4: -24.0
450:1:600
M 153 21.0: 198 | -23.5: -19.8 | -14.7
A 16.1 | -204 : 17.3 | -28.0; -21.9: -27.6
5 afrom
FG 146 | -18.3: 14.4 | -23.8; -32.8: -22.4
450:5:600
M 159 | -23.7: 16.1 | -23.3 -22.8: 20.2
A -176  -16.7 : -17.7| 23.1 i 28.8  -26.9
5 afrom
FG 174 ¢ -17.2 1 -16.7 | -23.5: 24.3 | -20.8
450:10:600
M -22.0 25.8  -18.0| -21.2: 24.8  -20.9
Evenly-spaced A 44.0 35.3
8 afrom FG 26.6 102.1
400600 nm M 70.1 75.5
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The wavelengths selected from 1 nm increments from 456600 have striking
similarities with those selected from both the 5 nm and 10 nm increments. From a
practical system design standpoint, this is a good finding because of the abundant
availability of sources in 10 nm increments, such as those of LEDs. On the other hand,
the wavelengths selected from 1 nm increments (and some wavelengths in 5 nm
increments) in the 450600 nm range are not all commercially available to date. Since
wavelength choices in both the 5 nm and 10 nm increments did not yield significantly
different extracted errors, the 8 wavelengths selected in 10 nm increments (solution #2)
were chosen for subsequent analyses in this study: 470, 480, 490, 500, 510, 560, 580, and

600 nm.

Table 17: Comparison of the percent difference between median adipose and
malignant ti ssue and fibroglandular and malignant tissue to the percent change of
extractions using the optimized wavelengths and evenly spaced wavelengths to the

full 450 -600 nm spectrum.

% Difference Extraction % change from full 450 -600 nm spectrum
Medians Full spectrum: Optimized a&s: 4Evenly spaced afg
450-600 nm 500, 510, 560, 580, 600 nm 470, 500, 530, 570, 600 nm
Avs. M FG vs. M A FG M A FG M
[THD] -40.66 -25.16 8.90 10.48 2.63 -15.09 5.64 -1.28
[ bc] 9.90 -9.54 -4.54 -8.74 -0.76 -2.74 -35.39 -6.79
< gb > -36.89 22.83 1.15 11.72 2.21 18.05 26.88 27.89
[ THbJ/H -2.75 -62.18 1.84 -1.40 0.43 -40.43 -29.04 -40.45
[ bc}o/> 13.07 -87.48 -5.75 -23.18 21.99 -25.36 -85.15 -12.12
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The optimization helped identify wavelength sets t hat can be used to extract
tissue parameters with errors < 20%; however, the acceptable extraction errors for [THb],
ZoE¢ OugEQEIUBAGWUOWET wEl U1 UODPOI EWEEUT EwOOwUT 1 wEOC
various tissue types. In Table 17, the percent difference was calculated between the
median adipose and malignant tissue samples, as well as the median fibroglandular and
the malignant samples. A positive percent difference indicates that the benign (adipose
or fibroglandular) tissue samples had greater extracted values than those of the
malignant sample. The malignant sample showed decreased [THb] and <psz 6 WE OO x EUI Ew
OOwUT T wEEDxOUI wUEOxOI UwEOEWEI EUI EUl Eweg3' EwWEDOD
sample. Also in the table are the extraction percent changes from the full 456600 nm
spectrum compared to the 8 optimized wavelengths and the 8 evenly spaced
wavelengths. A positive percent change indicates an over-estimation of the extracted
values by the 8wavelength reduced spectra compared to the full 450-600 nm spectrum.
A negative percent change means that the extracted values are decreased using 8
wavelengths.
The percent change using the optimized wavelengths is smaller than the percent
difference for all optical parameters so optical contrast should be preserved with these
reduced wavelengths. On the flip side, the percent change using the evenly spaced
wavelengths without any optimization is sometimes greater than the percent difference

[ OUwUT 1 wOXxUPEEOWXxEUEOI Ul UWQOGUWHEDWEHOWE OUw@ip E Y w
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contrast to differentiate benign from malignant samples may be washed out if the u n-
optimized wavelengths are used. By examining the percent differences between optical
parameters of benign and malignant samples and the mean extracted errors from Table
15and Table 16, it was also further established that none of the top wavelength sets with
only 5 wavelengths can be used for our clinical application because most of the extracted
errors are greater than percent differences of the optical parameters for the various
breast tissue types tested.

Figure 31 shows scatter plots of the parameter extraction comparison between
the optimum 8 -wavelength set, the evenly spaced 8wavelength set, and the full 450-600
nm 61-wavelength set. Tissue types are shown in columns and extracted parameters are
shown in rows. The average slopes of the linear fits are 0.99+0.04, 1.05+0.12, and
1.04+0.04 for adipose, fibroglandular, and malignant tissue types. The average
intercepts are -0.03+0.62,-0.17+0.96,-0.49+£0.64 for the 3 tissue types, respectively. The
linear fit of the scatter plots for the optimum 8 -wavelength set each have a slope close to
1 and intercept close to O, which indicate that the reduced wavelength set is able to
extract similar values of [T' E¢ Ow¢g ¢ Eg ®OWEDEWBE U] E wb b Bowavetyw b EY 1T O
using the evenly spaced 8wavelength set, the slopes and intercepts deviate more away
from 1 and 0. The 95% confidence intervals for the linear fits are also much wider as
shown in the figure. The slopes for the un-optimized 8-wavelength set are 1.19+0.26,

1.27+0.29, and 0.80+0.42The intercepts are 0.17+0.88;0.60+3.38, and 3.40£2.78. Most
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types. Because our x Ul YDPOUUwWUUUEDPI Uwi EYI u WiwdEd wild el CubdE
parameters that provide optical contrast breast tumor margin assessment, these results

further show the importance of optimizing wavelength choices.
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Figure 31: Comparison of the MC extractions of [THb],[ bc], <€z 4 OWZ &7 EGwr O
and [bcl/<ez 8 WD OWEEDx OUI Owi PEUOT OEOEUOEUOWEOEWOEODIT
spectrum versus the optimized reduced wavelength spectrum with 8 wavelengths
(470, 480, 490, 50®10, 560, 580, 600 nm) shown in red and the regularly spaced
intervals (400, 420, 440, 470, 500, 530, 570, 600 nm) shown in black
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Figure 32 contains representative breast tumor margin images of extracted
carcinoma in situ (DCIS) and invasive ductal carcinoma (IDC). The margin images
shown in (a), (e), and (i) were obtained using the full 450-600 nm spectrum. The images
shown in (b), (f), and (j) were extracted using the optimized solution for 8 wavelengths:
470, 480, 490, 500, 510, 560, 580, and 600 nm. The images shown in (c), (g), and (k) were
extracted using the evenly spaced 8 wavelengths used in a previous system: 400, 420,
440, 470, 500, 530, 570, and 600 nnThe correlation coefficients for the images extracted
with optimized 8 wavelengths (as compared to the images extracted using the full 61 -
wavelength set) were 0.98, 0.96, and 0.95 for the normal, DCIS, and IDC margins,
respectively. The correlation coefficients for the evenly spaced 8 wavelengths were 0.77,
0.81, and 0.53. Histogramsare shown in (d), (h), and (I) to compare the extracted
o Egwas UUDOT wt hvw PEYIT O OT OT Uw YT UUUUw RUUUOwW Wuw ¢
optimization. We have previously reported a threshold O1 wt wi O U ugUs uil WEAHEEG uxi GG |
classifying negative and positive margins [72]. If 98% of the pixels that make up the
margins have a ratio < 6, the margin is then classified as positive. The histogram shows
that with the optimized 8 wavelengths, the contrast in breast margins is preserved.

Without the optimization, some contrast is lost.
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Figure 32: Representative margin maps of [ bc]/<psz ¢ wi O U w GG, dudtEl O wp
carcinoma in situ (E -G), and invasive ductal carcinoma (I -K) using the full 450 -600 nm
spectrum, the optimized 8 wavelengths, and the un -optimized evenly spaced 8
wavelengths. Corresponding correlation coefficients for th e 61-wavelength spectra
and the reduced 8-wavelength spectra are shown. Distribution of the extracted  bc/psz w
are shown in (D), (H), and (L) for each case, along with the threshold values used in
the predictive model to separate positive from negative margi  ns.

Wilcoxon Rank Sum tests were performed to compare the Monte Carlo extracted
optical properties using the full 61 and reduced wavelengths, both the optimized and
evenly spaced 8. The boxplots of the comparisons are shown inFigure 33. The

histologically normal samples were comprised of 320 adipose and 24 fibroglandular
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samples (total N=344) compared to the 38 malighant samples. The extractions of [THb],

Z ¢ E¢ OuEQuEZH0T wiOT 1T wOxUDPOPAl EWWWEOE Wt vwbEYIT O1 OT
for all tissue types. The findings from an observational study on the effects of tissue

heterogeneity reported by Kennedy et al. were also duplicated [47]. [THb] and <usz ¢ w

were both significantly increased in the malignant samples compared to the normal

samples. Using the evenly spaced 8 wavelengths that were selected empirically for a

previous system, the extracted <pz 6 W DU w OOUUw OOUEEOQawUOET Ul UUD(
UEOx Ol Uwbl POT wlOT 1T we 3 'gBEunER)d BwdOVi 11 Ui WBXEBOEUDZ (ERS¢urueByl
with the scattered plots shown in Figure 31 Without wavelength optimization , the

contrast between benign and malignant samples for [THb] and <pz 6 WP UwOOUwUI UE D

wavelength numbers are reduced to 8.
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Figure 33: Comparison of the MC extractions of [THb], [ bc], <€z ¥ O wZ &7 £@ w0 E w
[bcl/<esz & wddr@aiyN) and malignant (M) tissue types using various wavelengths.

5.3.4 Wavelength optimization improves extraction accuracy in

phantoms
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Figure 34: Comparison of extraction accuracy for [Hb], [Cr],and<p 2 6 wOUDOT w01 T wi C
450-600 nm spectrum, the optimized wavelength solution, and the evenly spaced
wavelengths selected empirically for a previously reported system.
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Figure 34 compares the extraction accuracy in the multi-absorber liquid phantom
study using the full 450-600 nm range, the optimized wavelengths, and the evenly
spaced wavelengths that were chosen empirically for a previously reported system
[106. The RMS errors for the extraction of [Hb], [Cr], and <uz 6 w UUDOT w UT 1 w
wavelengths in the 450-600 nm range were 4.7+4.4%, 3.8+3.8%, and 3.7+2.4%,
respectively. However, using the 8 evenly spaced wavelengths with no optimization,
the RMS errors are 15.3+12.5% for [Hb], 10.7+9.9% for [Cr], and 10.5+1.9% for g éVithu
the optimized 8 wavelengths, the RMS errors of extracted [Hb], [Cr], and <pg s w b1l Ul w
decreased to 6.6+£5.6%, 4.1+3.7%, and 4.9+3.0%, respectivelyThese errors are not
significantly different from the errors from the full 450 -600 nm spectrum. Referring back
to Table 17 for an approximation of acceptable errors, these phantom results show the
benefit of waYl Ol OT Ul w OxUPOPAEUDOOwW i OUw | gavdieBeE UDOT w
substitute while maintaining optical contrast, which is of utmost importance for our

application.

5.4 Conclusions

Through an initial lumpectomy study discussed in Chapter 4, we found that ou r
previously empirically selected wavelengths (400, 420, 440, 470, 500, 530, 570, 600 nm
with 10 nm FWHM) were not appropriate for breast tissue spectroscopy, specifically for

UT1T wEEEUUEUI w-tafbterg Eantem. O Guihid ichapper, a novel strategy is
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presented for optimizing wavelength and bandpass choices in designing a spectral
imaging system for the application of breast tumor margin assessment. In designing this
more compact and costeffective spectral imaging system for application of breast tumor
margin imaging, it is important to have as few wavelengths as possible while
maintaining a similarly high accuracy to the benchmark system in extracting the
quantitative endpoints in breast tissue. To extract oxy- and deoxy-' E Ow ¢ E @uOEWAHE ull 4w
system needs at least 5 wavelengths. Any increased number of wavelengths should, in
theory, improve the accuracy of the extractions as more spectral features of the
reflectance measurements are captured. With simulations and previously measured ex
Vivo breast tissue data, a method of optimization that helped us systematically select
appropriate wavelengths to implement was established and validated.

This method was tested in an independent breast tissue data set obtained from
previous clinical studies. The appropriate number of wavelengths and the bandpass
were determined systematically. Through the study, it was found that the minimum
number of wavelengths to retain op tical contrast obtained from a full 450-600 nm set is 8
wavelengths. Designing a system with additional wavelengths up to 12 provides
minimal improvements in extraction errors at a potentially higher cost of increasing
system footprint, data acquisition t ime, and system design complexity. Additionally, a
two -absorber turbid phantom study showed the benefits of optimizing wavelength

choices for the quantitation of optical properties and multiple tissue constituents.
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Although this work was initially motiva ted by the system design for a compact, wide
field spectral imaging system for margin assessment, this method has more potential in
that it can provide a platform on which a variety of quantitative spectroscopic imaging
instruments can use for a variety of system design processes in clinical applications
beyond breast tumor margin assessment.

I would like to acknowledge the individuals who contributed to the work
presented in this chapter. Quincy Brown provided guidance for the development of the
wavelength selection method. The wavelength validation tissue data set was previously
collected over several years by Torre Bydlon, Stephanie Kennedy, Jennifer Gallagher,

and Marlee Junker.
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6. A portable, wide field quantitative spectral imaging
device for breas ttumor margin assessment

In this chapter, we combine all of the fundamental concepts described in the
previous chapters. We designed and tested a 16-channel portable spectral imaging
system for breast tumor margin assessment. 317 1T wUaUUIl Oz Uw xricdme®@ UOEOQET L

compared with our previous fiber optics based clinical systems .

6.1 Introduction

In parallel to the clinical testing and validation of the 8CH system, our group has
also developed a sophisticated 49-channel fiber optics based imaging system (49CH) to
meet the stringent demands of intra-operative breast tumor margin assessment,
specifically the coverage of approximately 20 cm? for several margins in under 20
minutes [115. The basic components of this system are similar to the 1CH and 8CH
clinical systems we have previously used for studies in breast cancer diagnostics and
tumor margin assessment [70, 72]. A schematic of the 49CH system is shown in Figure
35. This wide field spectral imaging system consiss of a 300W xenon lamp,a house
made optical switch, a custom built 49-channel imaging probe, an imaging spectrograph
(Shamrock, Andor Technology), and a 512x512 CCD camera. At the common end, the 49
channels are arranged in a 7x7 array, covering an areaf 4.2x4.2 cni. Each channel has a
single 200-um collection fiber surrounded by a ring of 8 illumation fibers with the same

diameters.
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We have innovatively doubled the number of channels that can be imaged by
dividing these 49 channels into 2 sets: the odd (red) channels and the even (blue)
channels illustrated in Figure 35. The odd and even channels are turned on and off
sequentially using an optical switch. The collection fibers are arranged as a linear array,
alternating odd and even channels, into the imaging spectrograph. This system is
currently involved in a 200 -patient breast tumor margin assessment study at the Duke

Ambulatory Surgery Center.
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Figure 35: Schematic of the 49-channel clinical system built for intra  -operative breast
tumor margin assessment

Although the 49CH system is an improvement from the 8CH system, specifically

with its capability of imaging 20 cm? at 5 mm spatial resolution in about 1 minute , this
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fiber opti cs based system still has drawbacks in total footprint, cost, and may not be
easily adaptable for everyday clinical use. First, the instrument is very heavy to move
from storage to the operating room, and its footprint is about 1m x 1m x 2m. Since
operating rooms are typically crowded with surgical staff and other existing instruments
used for current standard of care, a more compact system is desirable. Secondly, there is
an inherent problem with using fiber optic probes for wide field imaging , as discussed
in the previous chapters. The total number channels in the imaging probe is limited by
the size of the CCD, the magnification of the imaging spectrograph, and the fiber
diameter. There is a finite number of collection fibers in the probe that can be imaged
onto the CCD, which ultimately affects resolution and coverage. It was a challenging
task to scale from 8channels to 49channels, and the end result was a very heavy and
unwieldy imaging probe ( >1 kg) for the operator to handle. The weight of the probe
may or may not change reflectance measurements on the lumpectomy specimen and
adversely affect the previously discovered optical contrast that exists between normal
and malignant tissues. In addition, the optical components of the system may also
become misaligned during transport within the hospital building, affecting the quality

of acquired data. Lastly, the system, including the source, fiber optic probe, and
detection equipment, is costly at over $55,000. While it has shown promise for margin
assessment, there are pragmatic improvements to be made for wide field diffuse

reflectance spectral imaging to be translatable for clinical use.
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In this chapter, | discuss how we have combined the technical aspects from the
system iterations described in the previous chapters and built a portable quantitative
spectral imaging system (16PD) with great potential for breast tumor margin
assessment. This system was tested in liquid phantoms, porcine tissues, and human
breast tissues, and the system performance was compared to the 8CH and 49CH clinical

systems.

6.2 Materials and methods
6.2.1 Instrume ntation Description

The 16PD spectral imaging system consists of a350W xenon arc lamp (MAX -302,
Asahi Spectra), a built-in 8-slot filter wheel with wavelengths at 470, 480, 490, 500, 510,
560, 580, and 600 nm, each with a 10 nm FWHM, a 16 pixel imaging array comprised of
customized annular photodiodes fabricated in -house, a 5.2 mm diameter hybrid light
guide with 0.57 numerical aperture, a quartz light delivery tube, a custom 8&channel
integrating transimpedance amplifier (ITIA) circuit with a switch box, a and data
acquisition card. Dhar et al. have previously reported fabrication process, optimization,
and testing of the annular photodiode array [107]. Each photodiode in the array had a
2.5 mm outer diameter with a 0.75 mm diameter central aperture, which was fabricated
to achieve a sensing depth of 0.41.9 mm for margin assessment [114. The centerto-

center spacing of the pixels was 4.5 mm, which was designed to minimize optical
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crosstalk while improving spatial resolution based on previous studies [105 108. The

system schematic and photographs are shown inFigure 36.

(a)

350W | 8-slot filter Hybrid light guide
Xelamp | wheel :,— Quartz

‘ | Tube
— Ribbon /
8-ch ;
AD | ma | Switch
circuit

(b)

Switch

DAQ
. 8-chITIA

Figure 36: (a) Schematic and (b) photograph of the wid e field spectral imaging system,
along with photographs of the (c) quartz illumination tube and (d) the 4x4 custom
annular photodiode array.
The 8 wavelengths of light were chosen based on the output of the optimization
algorithm and selection validation discussed previously [11€]. The discrete wavelengths
from the light guide are delivered to each central aperture via free space in a quartz

illumination tube optimized in length (70 mm) and diameter (27 mm I.D.; 30 mm O.D.)

to ensure sufficient power throughput out of the photodiode apertures while
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maintaining uniformity across corner and center pixels. The design of the tube was
simulated with a ray tracing software (ZEMAX®, Radiant Zemax, LLC) and
experimentally validated [117].

Although free space illumination is the simplest way of delivering light through
the apertures, it is not the most efficient method. Thus, a critical improvement in this
iteration of system development is the addition of 8 parallel ITIA circuits, which were
built using commercial parts. A digitally controlled switch box was used to connect the
8 ITIA circuits to the 16 pixels. A microcontroller was used to control the ITIA operation
and to interface with the data acquisition card and laptop computer. The ITIA circuits
were programmed f or various integration times: 10, 25, 50, 75, and 100 ms. The circuits
achieve an SNR of greater than 55 dB for currents greater than 4 nA with 100 ms
integration time. The amplifiers from our previous systems [105 10§ were only able to
read down to as low as tens of nA. In addition the entire interface system, including the
ITIA circuits, switch box, and data acquisition, is smaller than the light source, w hich

helps with the portability of this system.

6.2.2 System validation in liquid phantoms

We created 12 tissuemimicking liquid phantoms to validate the extraction
accuracy of this system. The phantoms consisted ofhuman methemoglobin (M7516,
Sigma Co.) as the absorberand 1-micron polystyrene spheres (0731615, Polysciences,

Inc.) as the scatterer. Based on our previously acquiredex vivobreast tissue reflectance
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data [11§], these 12 phantoms were created to sparthe 25" ¢ 75" percentiles of average
absorption and reduced scattering coefficients observed in breast tissue (€a=2.0t 5.8 cm,
ez A9 7.1 cm?, averaged for the 8 wavelengths spanning 470600 nm). The optical

properties are listed in Table 18.

Table 18 Average optical properties for tissue phantoms.

Phantom Av g Ha(cmd) Avg usz WwepE ¢ Hb (UM)

1 2.0 7.1 33.0
2 2.4 6.7 38.9
3 2.7 6.3 441
4 3.0 6.0 48.9
5 3.5 5.4 56.9
6 3.9 5.0 63.6
7 4.3 4.6 69.3
8 4.7 4.1 76.3
9 5.0 3.7 81.9
10 54 3.4 86.6
11 5.6 3.1 90.5
12 5.8 2.9 93.8

For each phantom, 10 scans of diffuse reflectance measurements were recorded
and averaged at each of the 8 wavelengths. A background measurement in which no
light from the source exits the apertures was also taken and subtracted from the
reflectance signal. For the first 6 phantoms, the integration time was 10 ms, and for
phantoms 7-12, the integration time was 100 ms. The integration times were selected
such that the reflectance signal is maximized but not saturated on the detector. A

background measurement was also taken for each phantom in which the imaging The
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diffuse reflectance spectra were corrected for the wavelength-dependent system
response and the dayto-day variation of the instrument by normalizing to a Spectralon
20% reflectance standard (SR&0-010, Labsphere, Irc.). The inverse Monte Carlo
reflectance model was then used to etract the absorption and reduced scattering

coefficients to compare the expected and the extracted values from these phantoms.

6.2.3 Spectral imaging of porcine tissue

To assess the feasiltity of replacing the more complex and unwieldy fiber optics
based 49CH system with the 16PD system, we performed spectral imaging using both
instruments to target 2 samples of porcine tissue shown in Figure 37. One placement of
the 49CH imaging probe was compared to four separate placements of the 16PD probe.
First, the 49CH imaging probe was used to collect diffuse reflectance from one sample.
Green ink was used to mark the porcine tissue at each corner of the49CH imaging
probe. Next, the 16PD probe was used to image one quadrant of the area sampled
previously by the 49CH probe. Light exiting the apertures of the photodiode array was
also used to help guide the probe placement in the quadrant. Reflectance neasurements
were taken at 25 ms, which was the longest integration time that did not result in a
saturated signal for these samples. 10 reflectance measurements were taken at each of
the 8 wavelengths. The procedure is repeated for all 4 quadrants until the initial area
imaged by the 49CH system has been covered by the 16PD systemAs done previously,

the diffuse reflectance spectra were corrected for the wavelengthrdependent system
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response and the dayto-day variation of the instrument by normalizing t o the same

reflectance standard used in the liquid phantom experiment.

() Muscle (49cH) Muscle (16PD)

) Fat (49CH) Fat (16PD)

Figure 37: Photographs of (a) porcine tissue sample 1 and (b) sample 2 with the layout

of the individual channel placements of the 49CH fiber based system an d the 16PD
system. Each channel is also classified as muscle or fat based on the legend provided.

Photographs were taken with a professional grade digital camera (5D Mark I,
Canon) with a 90 mm macro lens directly above the porcine tissue samples to avoid
chromatic aberrations and to ensure accuracy in coregistering reflectance measurements
from both systems. As shown in Figure 37, the images were separated by 49CH and
16PD pixel location and tissue types: musde and fat. The inverse Monte Carlo

reflectance model was used to extract absorption and reduced scattering coefficients
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from the tissue samples measured by both instruments. Wilcoxon Rank Sum tests were

performed to compare the extracted optical properties of classified muscle and fat sites.

6.2.4 Spectral imaging of ex vivo breast tissue

A Duke Institutional Review Board approved clinical study ( protocol ID:
Pro00028284 for the development of a noval optical spectral imaging system for
imaging breast tissue is currently underway. This dissertation reports on the pilot study
involving breast reduction surgeries. The goal of the initial study was to determine the
throughput -related performance metrics of the 16PD system compared to the 49CH
system, as well asthe imaging speed and the extraction of tissue parameters.

During bilateral breast reduction surgery, numerous pieces of excessive breast
tissue of various sizes are removed from the patient. In this particular study, the 49CH
imaging area was larger than all of the available specimens. Diffuse reflectance was
measured with the 49CH system first. Next, the 16PD imaging probe was placed
approximately at the center of the specimen as shown in Figure 38. 10measurements of
diffuse reflectance were taken at each of the 8 wavelengths. To investigate the effect of
using various integration times, we repeated reflectance measurements at 25 ms, 50 ms,
75 ms, and 100 ms. Once the imaging probe was placed in contet with the tissue, it was
never picked back up or moved throughout the course of the testing. Again, t he diffuse
reflectance spectra were corrected for system response and thedaily variation s of the

instrument by normalizing to a 20% reflectance standad.
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(b)

Figure 38 Photographs of (a) mammoplasty specimen with 49CH placement
designated by outer blue box and approximated 16PD probe placement designed by
inner black box, and (b) the 16PD imaging probe in contact with the specime n.

The inverse Monte Carlo reflectance model was used to extract absorption and
reduced scattering coefficients, along with THb and b-carotene from the tissue samples
measured by both instruments. In this study, there was no attempt at coregistering the
49CH and 16PD measurements so we were only able to do a qualitative analysis of the
data. To analyze the differences between the extacted parameters using the various
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6.3 Results
6.3.1 Extraction of phantom optical properties

Reflectance measurements were made in a series of tissuenimicking lig uid
phantoms, and the inverse Monte Carlo reflectance model was used to extract the

phantom optical properties. This study served two purposes: (1) to assess the optical
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property extraction accuracy of the system, and (2) to identify a phantom that can be
used as a reference for the inverse Monte Carlo model to calculate tissue optical
properties from biological tissues [49]. We calculated the system SNR of each
wavelength from each channel in the liquid phantom study. SNR, was defined as
20*log(lavss/ Us), Where | is the photocurrent generated by the collected reflectance signal

and U is the standard deviation of the intensity obtained for 10 repeated measuraments.
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Figure 39: Calculated SNR for (a) reflectance measured from a 20% standard using 100
ms and 10 ms integration times and (b) reflectance measured for the most absorbing
phantoms using 100 ms and 10 ms integration times for all 8 wavelengths . The error

bars are the SNR standard deviation for all 16 pixels on the imaging probe.
Figure 39 shows the calculated SNR for the imaging system measuring (a) 20%
reflectance standard using 100 and 10 ms integration times and (b) in the most
absorbing phantoms (average pa = 3.8 cm! for 10 ms and 5.6 cmt for 100 mg),

representing the worst case scenario for SNR in this particular set of phantoms. The

averaged SNR for all wavelengths and all pixels is 48.9+1.4 dB and 38.7 +2.1 dB for the
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100 and 10 ms integration times, respectively. In the highly absorbing phantoms relative
to the integration times, the average SNR was50.8+4.3 dB for 100 ms and 35.3+1.9 dB for
10 ms.

Reflectance measurements were made in a series of tissuenimicking liquid
phantoms, and the inverse Monte Carlo reflectance model was used to extrad the
phantom optical properties. This study served two purposes: (1) to assess the optical
property extraction accuracy of the system, and (2) to identify a tissue-mimicking
phantom that can be used as a referenceto calibrate the modeled reflectance spectra in
the Monte Carlo model, accounting for the throughput and wavelength response of the
system and correcting for differences in the magnitude between the MC simulations and
the experimental measurements on biological tissue.
phantom number denotes the one was used as a reference to extract the optical
properties from all other target phantoms. For instance, when phantom 1 was used as a
reference phantom to extract phantoms 2-12, the averaged extracted absorption error
was 11.0+ 6.8%, and the averaged extracted scattering error was 7.7 £ 3%. At the time
of this phantom experiment, the only available integration times programmed for the
ITIA circuits were 10 ms and 100 ms. The 10 ms integration time was only used for the
high scattering, low absorbing phantoms because the signals were saturated at 100 ms

integration time. We discovered that the extraction accuracy is generally worse when a
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10 ms phantom is used as a reference. This can be attributed to the lower SNR,
especially at the highly absorbing phantoms (thus less diffuse reflectance signal),
particularly phantoms 5 and 6, which have the highest extracted errors and widest range

of standard deviations for all pixels.

Table 19: Extracted absorption and scattering errors averaged across all pixels.
The shaded region indicates the phantoms measured with 10 ms integration time.
The unshaded region include the phant oms measured with 100 ms integration time.

Phantom Avg | a error Avgusz wl U
1 11.0+6.8 7.7+3.6
2 16.2+11.6 9.7+8.1
3 17.4 £ 14.8 9.2+6.7
4 15.3+9.7 55+£2.8
5 25.6 £10.1 10.4+£6.2
6 30.4 £ 23.4 52142
7 7557 8.4x+8.0
8 6.4+45 82+7.6
9 10.6 £ 6.8 85%+5.0
10 75%+6.1 3.3x22
11 10.4+£8.7 35+21
12 12.5+10.6 46+2.8

Table 20 breaks down the extraction errors by pixels. The extraction error
percentages generally appear higher for phantoms measured with 10 ms integration.
However, it is also important to note that while the percentages appear higher, the
absolute extracted values are generally only fractions of a cm?! away from the expected.
The errors appear higher partly because the expected absorption values for the least

absorbing phantoms are low. As shown in Figure 40, the system is capable of extracting
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absorption and reduced scattering coefficients very well with some variation s between
pixels. The correlation coefficients are 0.98 and 0.99 for the mean extracted pand psz O w
respectively. Phantom #10 was chosen as the reference phantom for the subsequent

tissue studies because it has the lowest absorption and scattering extration errors.

Table 20: Extracted absorption and scattering errors for each pixel averaged
across all phantoms. The 10 ms columns lists the errors when using reference
phantoms 1-6; the 100 ms columns shows the errors when using re ferences 7-12.

Pixel 10 ms _ 100ms _

Avg paerror | Avgusz wl U Avg paerror Avg usz wl U
1 14.7+11.4 2.8+2.5 6.1+6.3 1.9+2.2
2 14.5+15.1 49+4.1 7.7+5.4 1.6+3.7
3 12.8+9.7 5.0£5.4 7.0£4.9 0.9+0.8
4 17.9+13.1 9.3+5.4 7.1+7.1 0.9+04
5 21.5+20.1 3.3+2.7 8.1+6.6 3.0+4.8
6 24.3+20.1 58+54 7.8+6.3 3.5+4.9
7 16.6+14.6 8.1+5.9 10.4+8.4 1.2+0.8
8 15.5+13.0 58+4.4 6.3+5.5 1.1+0.8
9 17.5+18.7 3.9+2.9 75+54 25+2.1
10 14.4+11.9 4.4+3.3 6.2+5.4 20+1.6
11 12.8+10.6 8.4+5.1 8.6+6.8 1.2+0.8
12 11.9+12.3 26+1.7 7.6+7.7 1.9+1.0
13 14.3+12.7 3.0+1.6 5.6+4.5 21+1.8
14 9.7+7.8 9.1+5.0 7.5+6.9 27+1.8
15 12.3+11.1 6.1+4.0 6.9+6.8 3.1+2.9
16 13.5+15.1 2.8+1.8 8.7+8.9 3.8+2.3
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Figure 40: Monte Carlo extraction accuracy for the (a) absorption coefficients and (b)
reduced scattering coefficients averaged over all wavelengths and all pixels.

6.3.2 Compari son of 49CH and 16PD spectral imaging systems on
porcine tissue

A qualitative comparison of THbandp ¢ wl BUUEEUDOOWET UbPIT 1 Owli 1 u

spectral imaging systems was conducted using 2 samples of porcine tissue. With 4
placements of the 16PD probe in the quadrants of the area equivalent to the 49CH probe
face, tissue composition maps were reconstructed and are shown inFigure 41. Although

the extracted numbers between the 49CH and 16PD systems are not coregistexd
because the channelto-channel spacings are different for each system,the extracted
hemoglobin and scattering values of both systems are very similar, with most pixels of

THb ranging from 10-50 pM and average pz w U E OT B 330 wnirt tbOdtu ystems.

The distinct features of fat shown in the photographs match up with higher extracted
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scattering values while the distinctly darker, red features of muscle correspond to higher

THb extractions.

Extracted THb Extracted .’
49CH 16PD (x4) 49CH 16PD (x4)
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Figure 41: Comparison of 49CH and 16PD extractions of THb and average psz wO O wl w
different porcine tissue samples.

After manually classifying and separating the fat sites and the muscle sites as
shown in Figure 37 and combining the data of both ti ssue samples, Wilcoxan Rank Sum
tests were performed to compare the extracted optical properties of the classified sites.
Boxplots separated by fat sites and muscle sites for the extracted total hemoglobin and
average reduced scattering coefficients areshown in Figure 42. Both the extracted
hemoglobin and reduced scattering values in fat are significantly different from those
extracted in the muscle, with p-values much less than 0.0001. This was a trivial finding
because even without optical spectroscopy and the inverse Monte Carlo model, we are

able to clearly see the significant contrast between the fat and muscle sites. Nonetheless,
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the porcine tissue experiment showed that the 16PD is able to extract simila optical

properties as the 49CH system.

@) | (b)
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Figure 42: Boxplots separated by fat sites and muscle sites for the extracted (a) total
hemoglobin and (b) average reduced scattering coefficients from the 16PD measured
diffuse reflectan ce spectra.

6.3.3 Imaging of reduction mammoplasty specimen

Specimens from a breast reduction surgery were obtained and imaged with the
49CH system. Due to space and time constraints in the operating room, we were unable
to have both instruments in the operating room simultaneously. The 49CH system was
first brought into the operating room and used to image several reduction
mammoplasty specimens. After the 49CH system was taken out of the operating room,
the 16PD system was wheeled in approximately 5 minutes later. Reflectance
measurements were made by placing the 16PD imaging probe at approximately the
center of the 49CH probe area on the tissue.The tissue compaosition map extracted using

the 49CH system is shown in Figure 43. The approximated probe placement of the 16PD
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system is shown as a dotted square on the maps. We only use this to qualitatively
determine whether the extracted values for the 16PD system are reasonable because

there is no coregistration of the 2 systems.
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Figure 43: Extracted tissue composition maps of THb, b-carotene, and <ysz 4 WOEUE D OI1 E w
with the 49CH system. The approximated area of the 16PD probe is shown as a dotted
square on the tissue composition maps.

The primary goal of this particular experiment was to determine whether using
different integration times will have an effect on the extracted parameters. In addition,
we tested the system for SNR and speed in a realistic, clinical environment with ex vivo
breast tissue to assess the feasibility of using this design for margin assessment in the
future. In this study, we were only able to use 3 integration times: 25, 50, and 75 ms.
The reflectance signal was saturated at 100 ms. The inverse Monte Carlo mdel was
used to extract tissue parameters, and the extractions were compared for the 3
integration times. The wavelength-averaged SNR for all pixels were 34+5, 388, and
40+5 dB for 25, 50, and 75 ms integration times, respectively. Because the system spd

is currently limited by the mechanical rotation of the filter wheel, the increases in
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integration times on the order of tens of milliseconds are negligible. However, in future
design iterations that may not involve a filter wheel, the integration time and acquisition
speed could play a larger role. For this system, it takes approximately 45 seconds to 1
minute to scan through the 8 wavelengths while taking 10 repeated measurements at
each wavelength.

Shown in Figure 44, tissue composition maps of total hemoglobin, b-carotene
content, and average reduced scattering coefficients are extracted for 25, 50, and 75 ms.
to 50 ms (R) and 75 ms to 25 ms (R) with the assumption that th e most accurate
extractions are performed when SNR is highest. The correlation coefficients Ri1 and Rz
for extraction of THb were 0.96 and 0.81, respectively. For the extraction ofb-carotene,
R: and R: were 0.88 and 0.49, respectively. For the extractio of reduced scattering
coefficients, Rt was 0.94, and R was 0.78. This shows that the 25 ms integration time is
not likely a good setting to use for accurate tissue extractions. There is no significant
difference between using 50 ms and 75 ms. This finding, along with the effect of various
probe pressure on the tissues, will be the focus of a future comprehensive study.
Finally, a qualitative comparison of the tissue composition maps obtained with the 16PD
and 49CH systems Figure 43 and Figure 44) show that all 3 of the extracted parameters
are reasonably close. Furthermore, we discovered that the extractedb-carotene range is

now very reasonable with the implementati on of the optimized wavelengths as opposed

146



to the extractions done in a prior study described in Chapter 4, in which b-carotene was

extracted outside of the expected range.
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Figure 44: Extracted tissue composition maps of THb, b-carotene, and <uz 6 WOE UE D Ol E w
with 25, 50, and 75 ms integration times.

6.4 Conclusions

In summary, there are stringent requirements in the intra-operative setting for
breast tumor margin assessment, such as time, space, and speed for the diagnosis, which
is directly related to margin coverage. To meet these demands,we have developed a
diffuse reflectance imaging system for the application of breast tumor margin
assessment by redesigning our previously reported fiber based optical systems, 1CH,

8CH, and 49CH. Specifically, we have replaced the CCD and imaging spectrograph
147



with an array of annular photodiodes. Instead of using fibers or fiber bundles to
illuminate each tissue site by contact imaging, our system collects diffuse reflectance
with photodiode s at the tissue surface. As pixel resolution decreases and imaging area
increases, imaging the tumor margins with optical fibers becomes extremely unwieldy

as we have done with the 49CH system.

Table 21: Comparison of 8CH, 49CH, and 16PD system specifications related to
the requirements of tumor margin assessment.

Svstem Coverage Spatial Time to image 20cm? | Cross | Avg phantomerrors | SNR
4 per scan | resolution @ 5mm resolution talk la s (dB)
8CH 3.8 cn? 10 mm 8 minutes >10% | 13.3% 3.3% 46
49CH 17 cnv 6 mm 1 minute 2.4% 5.3% 4.5% 45
16PD 2.6 cn? 4.5 mm 5 minutes <10% 7.5% 3.3% 51

Table 21 summarizes some of the improvements of the 49CH system over the
8CH fiber based system for breast tumor margin assessmentand provides a glimpse of
the current state of the 16PD system with more developments to be made in the future .
Specifically, the 49CH system covers a much larger area than the 8CHand 16PD systems
at a faster time. The 16PD systm has the best spatial resolution of the 3 systems and
highest SNR. Although the photodiode based imaging system is not able to survey the
entire margin of a typical size in just one probe placement, the photodiode array
provides a proof of principle on the ease of scalability for future iterations of system

development. In this chapter, we have shown that the 16PD system is comparable to the
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much more complex and costly fiber optics based 8CH and 49CH systems, specifically
for quantifying optical proper ties in phantoms and biological tissues.

Currently, the only limitations for the 16PD to be an effective tool for intra -
operative margin assessment are its easily scalable coverage area and the time required
for the filter wheel to sequentially scan throug h the 8 wavelengths. Our group is
continuing to work on further miniaturizing an imaging device based on an LED -
photodiode array design. This would obviate the slow mechanical movement of the
filter wheel and decrease the data acquisition time tremendously. Furthermore, the
device would be even more portable and inexpensive, with great potential for quick
clinical translation and expansion for other biomedical applications.

| would like to acknowledge Sulochana Dhar for assisting with all of the
phantom experiments and clinical studies presented in this chapter. In addition,
Christine Mulvey and Marlee Junker performed the porcine tissue measurements and ex

vivo lumpectomy tissue measurements with the 49CH.
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7. Conclusions and future directions

This chapter summarizes the work completed throughout the course of this
thesis and the conclusions drawn from these experiments. A brief report of ongoing

work and suggestions of potential future studies to extend the work are also presented.

7.1 Conclusio ns

This dissertation presented the iterative design, engineering, and validation of a
wide field spectral imaging system that utilizes the similar scientific principles as our
previous 1CH, 8CH, and 49CH fiber optics based clinical instruments for the appl ication
of breast tumor margin assessment. Although these previous fiber based systems have
shown great potential for identifying malignancies in breast tissues and can be
expanded for use in margin assessment, they suffer from several limitations such as
footprint, cost, and scalability in terms of coverage area, pixel density, and resolution.
With a complete redesigning of the previous systems, we have worked towards
developing an intra-operative margin assessment device that will be capable of
surveying all 6 margins up to 20 cm? at mm resolution in under 20 minutes while
providing accurate, diagnostic tissue composition maps for the surgeon.

To reduce the footprint of the system as well as provide a simpler and more cost-
effective way to scale single-point probes to an imaging array, we implemented silicon

photodiodes as the system detectors, replacing the sophisticated, expensive 2D CCD and
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imaging spectrograph. In the initial system design iteration, we showed proof -of-
principle by designing, buildi ng, and testing a hybrid optical device that consisted of an
optical fiber for illumination and an annular photodiode for detection. This single -pixel
system was comparable to the 1CH clinical system in optical properties extraction
accuracy, in throughput-related parameters, and in tissue sensing depth, which are all
essential for our goal of tumor margin assessment.

After showing that a hybrid system with optical fibers for illumination and
photodiodes for detection can be used to quantify optical prop erties, we iterated on a
subsequent system design with the goal of obviating the need for illumination fibers and
developed a 16-channel imaging probe that used 8 discrete wavelengths (400, 420, 440,
470, 500, 530, 570, and 600 nm, each with a 10 nm FWHM)y free-space illumination
through the central apertures of a customized photodiode array fabricated in -house.
Although the fabrication process of the 4x4 photodiode array did not have 100% vyield,
the system was tested in tissuesimulating phantoms, and w e extracted p= and sz with
85-92% accuracy for the functional pixels. For the first time, our DRS imaging system
was tested in a murine tumor model and in an initial ex vivolumpectomy tissue sample
from a BCS patient In the murine study, a commercial spectrofluorometer and the PD-
based imaging system were used to measure a tumor site and a normal site on the flanks
of the animals. The extracted parameters (THb and u<) using both systems were within

10% of each other, which further provided evidence that a PD-based imaging system

151



with only 8 discrete wavelengths can indeed replace a more complex fiber based
imaging system. In the human breast tissue study, however, we discovered that while
the system SNR is sufficiently high compared to previous fiber -based systems (>40 dB),
the total b-carotene content was significantly over -estimated compared to the range of
values we have seen in previous studies. Because theex vivo breast tissue contains
additional absorbers, such as Lymphazurin™ (a contrast agent used for the delineation
of lymphatic vessels during surgery) and b-carotene, not seen in our validation liquid
phantoms, the 8 semievenly spaced wavelengths empirically chosen in the initial
system development were not optimized for our specific appli cation of breast tumor
margin assessment. Since the ratio ob-carotene to scattering isan important diagnostic
parameter for differentiatin g malignant from benign tissues, this motivated the
subsequent work to optimize the selection of wavelengths.

We then developed a wavelength selection method that combines the inverse
Monte Carlo reflectance model with a genetic algorithm for global optimization. The
method is optimized for the very specific extraction of total hemoglobin content, b-
carotene content, and tissue scattering properties, which have been reported to be
significant parameters for determining tumor margin status. It was designed for a wide
range of tissue optical properties obtained from previously measured reflectance spectra
of ex vivobreast tissue specimens. Validation of the newly optimized wavelengths (470,

480, 490, 500, 510, 560, 580, and 600 nm) was performed on an independent set of breast
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tissue spectra. With the 8 wavelengths, we are able to extract THb,b-carotene, and
scattering with 12% error compared to the extractions of the full 450 -600 nm spectrum of
the 8CH clinical system. We also determined that each discrete wavelength must not
exceed 10 nm FWHM to maintain a similar accuracy, which ultimately helps retain

optical contrast in the malignant and benign breast tissues. The wavelength
optimization method can also be useful for the DRS imaging system design in other
clinical applications as long as known and well -defined absorption and scattering
properties in the tissue of interest are available to the user.

The final iteration of system design presented in this dissertation is a 16-channel
PD-based imaging system with better detector responsivity, lower dark current, 100%
detector vyield, improved current amplifiers, and utilized the optimized wavelengths.
The illumination strategy was also slightly modified so that the photons exiting through
the aperture into the tissues can be more accurately modeled with less optical crosstalk,
thus making the inverse Monte Carlo mode | more robust. The system was tested in a
series of liquid phantom experiments and had superior performance in the extraction of
phantom optical properties compared to the 8CH clinical system (average extraction
errors of 7.5% vs. 13.3% forpya and equivalent for ps at 3.3%) and comparable
performance to the 49CH clinical system (average exraction errors of 7.5% vs. 5.3% for

Haand 3.3% vs. 4.5% error forusy).
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A side-by-side comparison between the 49CH system and the new PDbased
imaging system were made for SNR, speed, size, and extraction of composition maps in
porcine tissues and human breast tissues. Although the systems have comparable SNR,
the PD-based imaging system is much more portable compared to the 49CH system.
The imaging probe is also only essentially the weight of a printed circuit board while the
49CH probe is approximately 1 kg. Currently, it takes 45 seconds to 1 minute (limited
by the mechanical rotation of the filter wheel to scan 8 wavelengths) for the PD-based
system to acquire the reflectance spectra in a sample. Furthermore, the 49CH system
covers approximately 4 times more area at less than a quarter of the time. Because the
channel-to-channel spacing between these two systems is not identical, it is difficult to
co-register the reflectance measurements in tissues using both systems. Nonetheless, we
were able to qualitatively show very similar tissue composition maps using both
systems in porcine and human tissue samples. Although the 16-channel PD-based
imaging system does not currently image tumor margins as quickly as the 49CH clinical
system due to smaller size of the 16PD and the need of a mechanical filter whee] we
have provided a proof of concept design that has been validated and can be more easily
scaled to larger arrays for wider coverage than the fiber optics based systems.
Combined with the annular photodiode array principle and the wavelength

optimization algorithm, the work presented in this dissertation has great potential for
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expansion for use in other clinical applications in which rapid, wide field quantitative

spectral imaging of tissue is needed.

Table 22: Comparison of parameters important to breast margin assessment for
all fiber optics based clinical system and the various itera tions of photodiode based
systems. The shaded rows indicate the systems that have been used to obtain data
from ex vivo human breast tissue specimens. Note that 9PD has only 8 working
pixels. 16PDa has only 12 working pixels; thus, coverage per scan is on ly a theoretical
value given that all PDs are functional.

c Spatial Wavelengtn | Sensing | A9 phantom SNR
System | —overade patia lllumination Detection aveleng depth errors
per scan | resolution range (nm) (dB)
(mm) Ha HsZ
. . CCD/
1CH - - Fiber-guided 400-600 0.614 9.8% | 7.7% 45
spectrograph
. . CCD/
8CH 3.8 cn? 10 mm Fiber-guided 450-600 0522 | 13.3% | 3.3% 46
spectrograph
. . CCD/
49CH 17 cn? 6 mm Fiber-guided 450-600 0.82.5 53% | 4.5% 45
spectrograph
1PD - - Fiber-guided | Commercia 400600 | 0417 | 9.8% | 7.6% | 60
Photodiode
9D | 46cn? gmm | Fiber-guided | Commercial 400600 | 0.62.6 | 6.0% | 11.4% | 40
Photodiodes
16PDa | 26cn? | 45mm | Freespace Fabricated 400600 | 0419 | 11.8%| 11.5%| 45
Photodiodes
16PDb | 2.6cm? | 45mm | Freespace Fabricated 470600 | 0419 | 7.5% | 3.3% | 51
Photodiodes

Table 22 summarizes the important metrics for the various iterations of systems
developed by our group, including fiber based, photodiode based, and hybrid optical
devices. The coverage and spatial resolution are important to achieve full surveillance

of all tumor margins. The illumination evolved from optical fibers, which can become
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unwieldy, to free -space illumination. The detection strategy changed from using
expensive CCDs and imaging spectrographs to easily scalable phdodiodes. The
wavelength ranges are related to optical contrast in the breast (based on spectral features
of hemoglobin and b-carotene), sensing depth, and also related to SNR due to the lower
silicon detector responsivity at the shorter wavelengths betwe en 400450 nm. The
average phantom errors are important in two ways. First, the numbers determine the
accuracy of the respective systems in extracting optical properties in tissue-like media.
Secondly, these reflectance spectra measured from the phantors serve as a reference for
the clinical measurements with unknown optical properties. Using a reference phantom
that starts out with 15% error is clearly not as ideal as using a reference phantom closer
to 0%. Because extraction errors propagate throughclinical measurements, we strive to
always use a reference phantom with low extraction errors to help preserve any

potential optical contrast in the breast.

7.2 Ongoing work

There are ongoing developmental work and clinical validation studies done in
parallel that are outside the scope of this dissertation. Through the NIH Bioengineering
Research Partnership grant, which funded the work presented in this dissertation, we
have received valuable feedback from an external advisory board consisting of experts

in biophotonics, optical systems, semiconductors, and breast surgery, and we are
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continuing to make progress towards the development of a fast, wide field spectral

imaging system for breast tumor margin assessment.

7.2.1 Fabrication of larger photodiode a rrays and new light
distribution design

The 4x4 PD array presented in this dissertation provided proof of concept for an
easily scalable detection strategy compared to the previous fiber optics based 1CH, 8CH,
and 49CH clinical systems. The array is large enough to demonstrate coarse spectral
imaging, yet small enough for simple device validation studies described in the previous
chapters. With only 16 channels for collecting reflectance spectra, the data is much
easier to manage, and we are better able @ identify any potential problems with system
during development. After we have shown the 4x4 PD imaging array has comparable
performance to the fiber optics based clinical systems, our group is currently working
towards fabricating an 8x8 PD array, which quadruples the imaging area to
approximately 12 cmz2,

Aside from the challenges fabricating a 64-pixel array with 100% vyield in house,
there are additional technical issues we investigating, such as the data acquisition and
the light delivery method. First, we currently utilize an 8 -channel integrating
transimpedance amplifier (ITIA) with a mechanical switch to read all 16 channels. It is
feasible to simply build extra 8-channel amplifiers to acquire the data; however, the
extra amplifier boxes are not desirable because a secondary goal is to make a smaller,

more portable device. Perhaps the most challenging part of the ongoing work is the
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distribution of light to the apertures of all 64 photodiodes in the array. The simple
strategy of free space illumination through the back of the photodiodes will not work in

a larger array as the pixels on the corners and edges would not have sufficient
throughput. In collaboration with researchers at the University of Wisconsin, we are
developing a planar dimpled w aveguide to distribute the light evenly through all pixels

in an 8x8 imaging array. We are also investigating new sources such as LEDs coupled
with bandpass filters (10 nm FWHM) and laser diodes to replace the current broadband
source and 8slot filter wh eel. With diodes as new sources, the speed at which

reflectance measurements are acquired will undoubtedly be improved as well.

7.2.2 Automated, pressure -sensitive imaging platform

After developing several iterations of fiber optics based and photodiode b ased
DRS systems that are capable of extracting tissue optical properties with high accuracy,
we learned that one very important clinical aspect of breast tumor margin assessment is
making sure that there is good data quality control in the operating room. The 8CH
clinical system utilized a plexi -glass box with holes customized to the diameter of the
probes for holding them in place and for co -registering reflectance measurements with
site level inking and histopathological examination. It was moderately tedious but
tolerable to manually position and fit 8 probes into these holes of the plexi -glass box and
to keep track of the measured data. However, the progression to the 49CH system made

it obvious that an automated imaging platform is required for marg in assessment
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studies with the 49CH fiber optics based system and any future iterations of the
expanded 8x8 PD based spectral imaging system.

Compared to laboratory testing, measurements made in a clinical setting are
much less controlled. First, tissue gecimens are often irregularly shaped, which makes
it difficult for all channels from a planar imaging probe to have good contact with the
tissue. Secondly, diffuse reflectance signals will change from measurement to
measurement on the same imaging siteseven if the operator only slightly shakes the
imaging probe. In addition, there is evidence that tissue optical properties can change
depending on the pressure from the imaging probe applied to the tissue [119, 12(. For
instance, the probe can compress the specimen so much that the top tissue layers are
flattened several millimeters. This can be problematic especially for intra -operative
margin assessment because of the requirement for a 2 mm surrounding rim of normal
tissue around the tumor. If the top layer is compressed too far down, the imaging
xUOEI zUwl i TTEUDY!T wUl OUDPOT wEIT xuwnbau faBepositveé wuOUET wk
diagnoses may increase dramatically.

We are developing an automated, pressure-sensitive imaging platform to
address the issues above. The lumpectomy specimencan be placed on a plate with
digital pressure sensors. A computer controlled stepper motor helps lower the imaging
probe down to the specimen until a desired pressure is met. The probe is locked in place

and cannot move during the measurement. We are evaluating the extraction of optical
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properties for a range of probe pressures on tissue. We hypothesize that extracted
optical properties will remain similar for a given range of pressures. As the outermost

~2 mm of normal tissue is compressed too much, the extracted optical properties will
change. We will then be able to recommend an appropriate range of probe pressures
during intra -operative margin assessment and be able to obtain better quality spectral

data.

7.3 Future directions

The results of this dissertation lay the ground work for a number of future
studies that can be completed to further understand the biology of breast tissue at the
microscopic and macroscopic scales, and for improvements that can be made to optical
imaging platforms for the purposes of breast tumor margin assessment. Because
photodiode arrays can potentially be mass-produced rapidly and inexpensively, they are

attractive for other important clinical applications.

7.3.1 Technical improvements

Light delivery options

We have proposed to expand the probe to an 8x8 array of photodiodes.
Although we are exploring the use of a dimpled planar waveguide to direct the light
through all apertures, the structure requires fine machining of the conical -deflectors that

may not provide for sufficiently high throughput and SNR compared to the current free -

160



space llumination scheme with a smaller array. There are other more elegant light
delivery options to explore. For instance, a variety of microlens arrays can be
customized to distribute light evenly through all apertures. A single microlens in the
array generally have a diameter of less than 1 mm and often as small as 10 microns. This
is existing technology that can be incorporated to any annular photodiode array
geometry at a reasonably higher cost of ~$1000 for an 8x8 microlens array. Another
simpler and much less costly method is the use of LEDs in free space. For example,
several modules of 8 discrete LEDs can be positioned above their respective quadrants
of annular PD arrays. Because LEDs are very inexpensive, the LED modules can be

multiplexed as many times as the size of the PD array requires.

Detector options

There are also improvements that can be made as we continue to develop and
optimize the annular photodiode arrays. During the numerous iterations of system
development, we utilized thick (2.2 mm) commercial photodiodes by drilling an
aperture in the detectors to show proof of principle. When we attempted to multiplex
the thick commercial photodiodes for imaging, however, free-space illumination did not
provide sufficient throughput in the pix els on the edges. The fabricated arrays used in
the 16PD system is only 610 microns thick, allowing for much higher throughput with

less detector edge area to absorb the diverging photons through the apertures As larger
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arrays are fabricated, making the detectors even thinner would provide a similar

advantage in throughput and thus SNR.

Modeling of heterogeneous turbid media

Further improvements in the light modeling and data analysis can be pursued.
We determined that the wavelength -dependent reflectance in the visible spectrum can
generally be detected up to approximately 2 mm from the source, depending on tissue
type and probe geometry. We have designed the 8CH, 49CH, 9PD, and 16PD systems to
have minimal optical crosstalk by performing forward Monte Carlo simulations of light
propagation in tissue. For each of our spectral imaging systems, some optical crosstalk
exists especially for adipose tissue, which is generally less absorbing than malignant
tissue. Because ar current inverse Monte Carlo model assumes a homogeneous
medium under each individual detector channel , the contribution of optical crosstalk
from any adjacent sources may ultimately lead to the inaccurate extraction of optical
properties. OUT OUTT w) EEQUI Uw EOE w 6 EOITfidhtutrar®@il w " EUO
(MCML) has been the gold standard for simulations of light transport in multi -layered
tissue in our field [121]], it is not completely effective in the presence of 3D heterogeneity.
The problem is very complex because it is difficult to determine the original source of
the detected photons. Li et al. have developed a Monte Carlo model in voxelized media

and applied the model to a 2-layered spherical structure with multiple inclusions of
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differing optical properties [127. For our application, there is potential to adapt a more
scalable model similar to this, but the computation time will likely be exponentially
higher.

In addition to continuing to model light transport with M onte Carlo, other
methods can be explored, such as the diffusion equation and the radiative transfer
equations central to reconstructing heterogeneities optical tomography. Andreas
Hielscher has developed a finite volume algorithm for modeling light trans port, which
can rapidly approximate solutions to the radiative transfer equation in hetereogeneous
media. Because the application for the modd is optical tomography and the
wavelengths used are typically in the 700-1000 nm range, more studies and
modific ations may be necessary for the tumor margin assessment application which
requires shorter wavelengths of light in the visible range, as well as different source -

detector separations.

7.3.2 Optimization of sensing depth and spatial resolution

Another impro vement that can be made is to adjust the detector geometry of
each channel to achieve a more appropriate sensing depth for the imaging probe. Using
Monte Carlo reflectance simulations for various tissue types, we have nominally
determined that the current sensing depth (defined by the depth of tissue where 90% of
the detected photons have traveled) is 0.41.9 mm for 470-600 nm. Although 90% of the

detected photons have traveled as deep as 1.9 mm into adipose tissue, the majority of
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these are actually thos photons that have only traveled very shallow depths into the
tissue and detected by the areas of the photodiode closes to the edges of the aperture. In
other words, the sensing depth defined by our previous work involving fiber optics
based systems with a lower effective numerical aperture (NA=0.22) may heed to be
modified to account for the percentage contribution of the photons at different depths,
which is much more significant in a photodiode, which has a much wider collection
angle. After determini ng a more accurate sensing depthof the 16PD system we will
likely need to modify the probe geometry by adding a ring of inactive dead space
between the aperture and an outer detection ring to help achieve a deeper sensing
depth. In addition, longer wave lengths into the 600-700 nm spectral range may also be
used to achieve slightly deeper depths into breast tissue.

Assuming that the optical crosstalk can be modeled in the future, the detector
spacing can be decreased to achieve better spatial resolution. Currently, the 16PD
system has photodiodes with 2.5 mm diameter and center-to-center separation of 4.5
mm between the pixels. From edge to edge, there is 2 mm of inactive area between
pixels in which cancer cells may exist. It would be desirable to impr ove spatial
resolution and be able to quantify the tissue morphology under these de ad spaces as
well. Because deeper sensing depths are achieved by increasingsource-detector
separation, the spatial resolution can only be improved up to a certain point un til the

sensing depth becomes too shallow to be usetl for tumor margin assessment. Thus, an
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optimization between sensing depth and resolution can be explored. If the light
delivery strategy in future iterations of system develop is such that different d etector
apertures are not illuminated simultaneously and crosstalk can be avoided, multiple
source-detector separations at varying distances can be used. A system that has a
combination of fine spatial resolution at shallow depths and coarse spatial resol ution at

deeper depths may be useful.

7.3.3 Additio n of fluorescence imaging capabilities

As mentioned previously in the introductory chapter, certain structures and
molecules, such as NADH, FAD, and collagen, will fluoresce when illuminated with
specific wavelengths of light. Several groups have reported on the use of fluorescence
spectroscopy to obtain contrast between benign and malignant breast tissues[44, 46, 48,
50, 70]. The fluorescence signal from collagen can provide additional structural
information , and the signal from NADH and FAD can offer insight about the metabolic
activity of the tissue. Because the contribution of collagen scattering to the Monte Carlo
extracted <pz 6 WD U wO O U wE U @nd indd wed knond GF24], é sfudy of collagen
fluorescence can provide more information that can improve the margin classification
algorithm. In addition to endogenous fluorophores in tissue, contrast agents may also
be applied on ex viw tissue for breast margin assessment. For instance, our group
studied metabolism in breast cancer cell lines using the fluorescent contrast agent,2-[N -

(7-nitrobenz -2-oxa-1,3-diazol -4-yl)amino] -2-deoxy-D-glucose (2NBDG) [125. An ex
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vivo breast tissue study has abo shown an increase in fluorescence signal in
malignancies after applying 2-NBDG [12€. Recent advances within nanobiotechnology
and sensing also opens up a realm of new possibilities of contrast agents that can target
malignancies for breast tumor margin assessment.

To add fluorescence spectrosopy capability to the photodiode -based systems,
fluorescence filters can be added to the individual photodiodes. Because the excitation
and emission peak wavelengths for collagen and NADH are approximately 350/410 nm
and 350/450 nm, respectively, these fliorophores likely will not be useful due to the
shallow sensing depths at these wavelengths. For 2NBDG with excitation at 490 nm
and emission at 540 nm, however, an addition layer of narrow band filter centered at 540
nm can be added to the photodiodes to reject all other wavelengths of light from being
detected. An array with interleaving reflectance and fluorescence photodiodes can be
fabricated so that the system will have both capabiliies and potentially provide

additional contrast in breast tissue imaging.

7.3.4 Non-contact quantitative imaging

Because we have had the luxury of collaborating with outstanding Duke
surgeons and pathologists who are dedicated to clinical research and the development
of intra-operative tools, we have had more freedom to handle the lumpectomy
specimens and experiment with the tissue-device interface than other research groups in

the field. Not all clinicians will adopt an intra -operative tool that comes in contact with
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the lumpectomy specimen between excision and histopathology examination because
specimen orientation is very important if re -excision is necessary so important that
some surgeons will personally carry the specimen to the pathology lab so that no
mistakes can be made for orientation. A non-contact quantitative imaging device would
be extremely desirable in this application and could speed up clinical translation.

The 49CH and 16PD systems are all based on contact imaging as sensing depth is
easily defined by using existing Monte Carlo light propagation model s. Without the
probe contacting the tissue surface, a hew modified model must be used to not only
define the sensing depths but also to ultimately extract quantitative information from
the tissue. Multi-layers of tissue have been previously modeled using Monte Carlo for
applications in cervical, esophageal, and skin cancer diagnostics. Similarly, the space
EIl UpI 1 OQwUT | wxUOET wEOGEwWUT I wUBPUUUT wUUUI EE]T WEEOQuWE
and zero scattering medium. The most challenging aspect of modeling non-contact
spectral imaging using our current system is the specular reflection from the tissue
surface. The number of specular reflectance photons collected by the photodiodes will
dominate the number of diffuse reflectance photons that have trav eled into the tissue. A
couple of solutions can be explored to reject the specular reflection. First, polarizers can
be used for the source and the detector so that only the diffusely reflected photons are

detected. Secondly, a structured illumination m ethod can be explored to achieve non

contact imaging with the photodiode arrays. By projecting patterns of light with
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varying spatial frequencies on a sample, quantitative images of the tissue can be
reconstructed. The detectors would likely need to be coupled with the development of
new lock in amplifier circuits to differentiate between the signals with varying
frequencies. If quantitative non-contact imaging can be realized, it also has potential to

achieve higher resolution than standard diffuse refl ectance measurements.
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