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Abstract

Significance: Tissue birefringence is an important parameter to consider when designing real-
istic, tissue-mimicking phantoms. Options for suitable birefringent materials that can be used to
accurately represent tissue scattering are limited.

Aim: To introduce a method of fabricating birefringent tissue phantoms with a commonly
used material—polydimethylsiloxane (PDMS)—for imaging with polarization-sensitive optical
coherence tomography (PS-OCT).

Approach: Stretch-induced birefringence was characterized in PDMS phantoms made with
varying curing ratios, and the resulting phantom birefringence values were compared with those
of biological tissues.

Results: We showed that, with induced birefringence levels up to 2.1 X 10~*, PDMS can be used
to resemble the birefringence levels in weakly birefringent tissues. We demonstrated the use of
PDMS in the development of phantoms to mimic the normal and diseased bladder wall layers,
which can be differentiated by their birefringence levels.

Conclusions: PDMS allows accurate control of tissue scattering and thickness, and it exhibits
controllable birefringent properties. The use of PDMS as a birefringent phantom material can be
extended to other birefringence imaging systems beyond PS-OCT and to mimic other organs.
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1 Introduction

Appropriate testing platforms are essential to characterize, optimize, and validate new clinical
systems and procedures.' The testing of devices and procedures can be performed on a variety
of platforms, including calibrated test targets, ex vivo human or animal tissues, in vivo animal
models, tissue-mimicking phantoms, and human subjects. In the early stages of device develop-
ment, tissue phantoms are often preferred to the alternatives of ex vivo tissues and animal models
due to their notable advantages of being low cost, easily accessible, non-perishable, free of
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ethical or legal considerations, and most important, designed with known properties, allowing
for repeated and reliable assessment of instruments. As a result, creating realistic tissue substi-
tutes for biomedical applications has been the focus of many ongoing research efforts.

When designing realistic tissue-mimicking phantoms for testing of a device, it is important to
include relevant properties of the device to be tested. For example, the acoustic and elastic prop-
erties of tissue should be carefully replicated if preparing a phantom for ultrasound imaging?;
similarly, relevant optical properties of tissue, such as scattering or absorption, should be mean-
ingfully represented if preparing a phantom to be used with light-based imaging modalities.*'°
Notably, pathologies often present as differences in tissue properties. As such, many sophisti-
cated phantoms have been developed to contain structurally dissimilar regions to represent
pathologies.' !

Polarization-sensitive optical coherence tomography (PS-OCT) is a label-free, noninvasive
light-based imaging technique that can visualize depth-dependent birefringence properties of
tissue.'> Recent works have demonstrated that many diseased and normal tissues, particularly
epithelial tissues, demonstrate a birefringent contrast that can be detected with polarization-
sensitive methods, such as PS-OCT.'*!® For example, several works have shown that the pres-
ence of collagen in the bladder wall leads to contrast in the PS-OCT images. This contrast is
helpful to differentiate normal from cancerous bladder tissue, since the regularly defined struc-
ture of tissue is disrupted by tumor invasion.'®>° However, there have been limited efforts to
develop tissue-mimicking phantoms that include realistic, representative birefringent properties.
Given the increasing interest and effort being devoted to developing endoscopic systems that
are sensitive to polarization, the lack of available, realistic birefringent tissue phantoms poses
challenges to conducting controlled and repeated calibration, testing, and validation.

Most existing birefringent phantoms have a major limitation: they are either designed for
use with optical systems that lack three-dimensional (3D) imaging capabilities (e.g., forward-
scattering systems and Mueller polarimetric systems), or they are fabricated with overly sim-
plified designs lacking meaningful tissue-specific structures.?' Birefringent phantoms designed
for forward-scattering purposes are too thin and transparent to be compatible with PS-OCT im-
aging or as representative tissue substitutes.”>”> Phantoms that represent turbid tissue and are
used in back-scattering systems, such as Mueller polarimetric imaging, have served as calibra-
tions for multiple polarization parameters. However, they often use quarter wave retarders in
place of the birefringent tissue layers, which is not ideal to mimic tissue imaging with PS-OCT
given that the retarders have nonbiologically relevant thicknesses and specular reflections that
are not characteristic of the backscattering in tissues.”*

Other phantoms have been designed for use with 3D imaging devices, such as PS-OCT, but
have failed to incorporate the biological properties of tissue. These phantoms have been con-
structed using a variety of techniques (e.g., by stretching and annealing polycarbonate films> or
by stretching a rubber phantom®®*’); however, they largely exhibited simplified designs: that is,
they did not appropriately mimic the layers of the actual biological tissue, nor did they simulate
backscattering, which is the basis for tissue imaging in PS-OCT. In fact, the birefringent materi-
als used in these studies exhibited higher backscattering than that of tissue, which compromises
the depth of OCT imaging.

In this study, we demonstrate a method for producing tissue-mimicking phantoms for
PS-OCT imaging that mimic the birefringent, scattering and thickness properties of layered bio-
logical tissues. As an example case study, we designed a flat, multilayered, tissue-mimicking
phantom that demonstrates the layered architecture and birefringent properties of the healthy and
cancerous bladder tissue in cross section. To this end, we also report the first use of PS-OCT to
determine the birefringence of normal and cancerous human bladder tissue and use these values
as design criteria in the development of our phantom.

Our new approach to generate birefringent, tissue-mimicking phantoms for PS-OCT will
allow for more realistic testing of PS-OCT devices as well as potential opportunities for surgical
training. The resulting phantoms are useful in their current form to allow controlled and reliable
testing, calibration and comparison of PS-OCT systems with biologically meaningful geometries
and light-tissue interaction properties. Moreover, the proposed concept for including birefrin-
gence in tissue-mimicking phantoms can be extended to fabricate 3D tissue-mimicking
phantoms with realistic organ shapes for the bladder or other organs that contain birefringent
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structures. While full discussion of a process for fabrication of a 3D birefringent phantom is
beyond the scope of this paper, we provide some inspiration for relevant methods to create such
phantoms as future directions.”>*

2 Birefringence in Human Bladder Tissue

A healthy bladder wall contains several layers of varying thickness. The top layer, called the
urothelium, is five to seven cell layers thick and appears in PS-OCT as a thin, dim layer ~50 ym
in thickness. Just below the urothelium is the lamina propria (LP) layer. The LP of human urinary
bladder contains collagen fibers and is birefringent in healthy individuals. It is typically 300- to
400-pm thick. Finally, the muscularis propria (MP) layer, the third visible layer in OCT images,
is 1.6-mm thick; PS-OCT systems cannot generally image to the bottom of the MP due to light
attenuation and a limited imaging depth.”’ Additionally, the bladder has a perivesical fat layer
that surrounds the outside of the bladder. An example diagram of the layers of the bladder wall is
shown in Fig. 1(a).

To determine the birefringence of bladder tissue, we conducted a study approved by the
Institutional Review Board of Vanderbilt University (IRB# 191337) and obtained informed con-
sent from all study subjects. We enrolled patients presenting to the Vanderbilt University Medical
Center with confirmed bladder cancer or suspicious bladder lesions that were scheduled to
receive a transurethral resection of bladder tumor procedure. One healthy tissue sample and
one pathological [atypical or carcinoma in sifu (CIS)] tissue sample were collected from each
enrolled patient.

All tissues were immersed in saline upon resection and during imaging. Fresh tissue samples
(within 30 min of resection), with sizes ranging from ~4 to 6 mm in diameter, were imaged with
a commercial PS-OCT system (TEL220PSC2, Thorlmage OCT software version 5.3.2.0,
Thorlabs, Inc.) using an OCT-LK3 objective at an A-scan rate of 28 kHz. The incident light
on the sample was circularly polarized with a center wavelength of 1300 nm. The measured
axial and lateral resolution of the system were 5.5 and 7.8 um, respectively. An immersion type
Z-spacer (OCT-IMM3, Thorlabs, Inc.) was attached to the objective to allow imaging at a close
distance to the tissue surface while reducing the strong back reflections. The output of the system
includes both conventional, intensity-based OCT images, as well as images of the retardation and
optic axis mappings calculated from the image data, which characterize the birefringence proper-
ties of the sample. Immediately after imaging, the tissues were fixed and processed for histology.
Hematoxylin and eosin (H&E) staining was used for tissue type confirmation.

(a) (b) Retardation (©) Retardation 7z
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Fig. 1 (a) Diagram showing layers of the bladder. (Note that the diagram was not drawn to scale.)
Example retardation mapping of (b) normal and (c) diseased bladder sample, compared with
conventional OCT intensity images and H&E histology. Scale bar = 0.2 mm.
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We could compute the sample birefringence An from the linear relationship between retar-
dation versus depth in the following equation:

6 = 2nAnz/A, (1

where 4 is the center wavelength of the incident light, z is the distance of light traveled in the
material, and ¢ is the cumulative phase retardation. To extract the birefringence from each layer
of the bladder samples, the tissue surface in the PS-OCT image was first determined by intensity
thresholding with Otsu’s method in MATLAB (MathWorks, Inc.). For normal tissue, this surface
corresponded to the urothelium layer. We then relied on a simple segmentation for identifying the
location of the LP layer in the tissue, where we assumed the urothelium layer extends 50 pm
below the surface and the LP region extends 200 ym below the urothelium. After aligning
the surface position across different lateral locations, we averaged the retardation laterally over
a 2-mm region of the B-scan, and the birefringence was extracted from the slope of a line fitting
the retardation versus depth.

The mean and standard deviation of the birefringence values measured from the urothelium
(n = 11 and mean age = 69.6) and LP layer of normal (n = 12 and mean age = 69.8) human
ex vivo bladder biopsies were found to be 2.54 x 107> £8.88 x 10~ and 1.18 x 107* £
5.43 x 1073, respectively. Note that some birefringence measurements in the urothelium were
“negative” (a negative fitting slope), likely due to the facts that (1) the layer is very thin, and
(2) the birefringence is very close to zero. These facts also explain the relatively large standard
deviation for the urothelium measurements and suggest that the urothelium layer is not birefrin-
gent. The mean and standard deviation of the birefringence values measured from the LP layer in
the diseased tissues (CIS tumors, n = 6, and mean age = 77.3) was 3.21 X 1075 +£2.27 x 1073,
As this value also suggests very minimal to negligible changes of retardation versus depth, we
considered the LP layer to be nonbirefringent for the purpose of phantom design. Due to the
strong signal attenuation near the MP, the birefringent property of the MP was not analyzed with
PS-OCT. However, because of the presence of smooth muscle fibers in the MP and since CIS is
not muscle invasive, the MP layer of the bladder should exhibit birefringence and is not affected
by the disease condition. Example OCT intensity and retardation maps of normal and diseased
bladder tissues are shown in Figs. 1(b) and 1(c), respectively.

3 Birefringence in a Tissue-Mimicking Material

3.1 Choice of Material

Optical properties (e.g., reflectivity, scattering, and absorption) reveal heterogeneities in tissue
and allow separation of dissimilar tissue types. A number of previous research efforts have
focused on providing mathematical and experimental details for calibration and fabrication
of the scattering and absorption properties in phantoms,>***! mainly by means of mixing an
appropriate weight fraction of scattering agents [e.g., titanium dioxide (TiO,)] and absorption
agents (e.g., India ink).*> A common material for tissue-mimicking phantoms is polydimethyl-
siloxane (PDMS) due to its tunability for scattering and absorption.**** PDMS is particularly
useful for phantoms that mimic highly stretchable organs, such as the bladder.”

Our strategy to introduce birefringence in a tissue-mimicking phantom relies on the photo-
elastic property of PDMS, which varies as a function of the curing ratio and stretch.
Photoelasticity describes the induced macroscopic birefringence in a material undergoing a large
elastic deformation.> When subject to a mechanical force, the polymer chains in soft materials,
such as hydrogels and elastomers, increase in alignment and exhibit optical anisotropy, which
causes a difference between the refractive indices (An, or birefringence) for different polarization
states. The high elasticity of PDMS allows for large deformation with minimal stress relaxation.
As a result, PDMS-based structures can be repeatedly stretched without losing their induced
birefringence over time.*® Figure 2 shows representative PS-OCT-generated retardation maps of
single layer, homogeneous PDMS phantoms in relaxed and stretched states. The phantoms shown
in Figs. 2(a) and 2(b) were made with a 15:1 weight ratio of base to curing agent, comprised
0.2 weight ratio (w%) TiO, and had an initial (relaxed or unstretched) thickness of 1.5 mm.
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Fig. 2 Retardation maps of PDMS in relaxed (a) and stretched (b) states. Retardation plots show
the cross-sectional plane of the PDMS. Yellow and white triangles point to the location of the top
and bottom surface of the phantom, respectively. Scale bar = 0.2 mm. (c) Imaging system setup
for measuring phantom birefringence.

3.2 Design and Preparation of Birefringent Slab Phantoms

To characterize the stretch-induced birefringence of PDMS phantoms, we first prepared several
single layer, scattering phantoms (i.e., slab phantoms) from Sylgard 184 silicone elastomer (Dow
Silicones Corporation) by mixing the base solution (part A) and the curing agent (part B) at
specific curing ratios. In this study, we prepared PDMS phantoms with four curing ratios (weight
ratios of part A to part B): 10:1, 15:1, 20:1, and 25:1. We also added TiO, to mimic tissue
scattering. The weight ratios used included 0.04, 0.15, 0.2, and 0.3 w% and were chosen based
on values of the light attenuation coefficient (AC) determined in previous literatures for the
different layers in bladder tissues.”® Each solution was degassed in a desiccator before being
transferred to a plastic mold to cure at 80°C for 2.5 h.

3.3 General Procedure for Measuring Birefringence in Slab Phantoms

We then used the testing setup shown in Fig. 2(c) to measure the retardation as a function of
applied stretch. The PDMS phantom was secured into two clamps with an initial clamp sepa-
ration of 6 mm, which we refer to as the “original length.” One clamp was held stationary by
mounting it to a force gauge (FG-3007, Nidec-Shimpo, Inc.); the other clamp was mounted onto
a translational stage and allowed to move away in 2.5-mm increments using the micrometer,
which controlled the amount of stretch. The imaging location was centered on the phantom and
remained unchanged for a given stretching experiment. The phantom was imaged when relaxed
and then at each stretch increment. From the PS-OCT image, we determined the thickness and
birefringence for each phantom and experimental condition in the following manner (Fig. 3):

1. The top and bottom surfaces of the phantom were automatically segmented by intensity
thresholding. In cases where the bottom surface was not visible on the B-scan, a maximum
detection depth was determined through intensity thresholding and was used in the bire-
fringence determination. We used the number of pixels between the top and bottom layer
as a relative thickness measurement; this was converted to a physical value by assuming a
refractive index to be 1.4. Although the refractive index is expected to vary slightly for
phantoms with different curing ratios, our birefringence measurement is based on the rel-
ative change in thickness, so the exact coefficient for the pixel-to-thickness conversion is
irrelevant.

2. We used the surface pixels to create a mask for the retardation map generated by PS-OCT.

3. We aligned the surface from each lateral position so that the phantom was always perfectly
horizontal in the corrected image.

4. We averaged the retardation laterally at each depth from the surface and used linear regres-
sion to determine the slope of the retardation versus depth, from which we derived the
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Fig. 3 Flow diagram for calculation of phantom birefringence.

birefringence. For a given amount of stretch, the measured birefringence and thickness of
the PDMS phantoms were found to be roughly uniform in the area of interest. Therefore,
in our characterization experiments, we assumed homogenous birefringence in the area of
interest on the phantom at a given amount of stretch.

We further determined the stress ¢ applied for each amount of stretch from force measure-
ments recorded by the force gauge using the following equation:

oc=PJ/A, 2)

where P is the stretching force and A is the cross-sectional area of the phantom in its relaxed
state. The cross-sectional area was taken to be the initial phantom thickness (L, o) multiplied by
the width of the phantom (L), which is width of the clamp that was in contact with the phantom,
where A = L; X L, . Note, we assumed negligible changes in the width measurement through-
out the experiment.

3.4 Characterization of Slab Phantom Birefringence

The optical anisotropy of PDMS is determined by the number of cross-linked polymer chains in
a unit area, which can be adjusted by varying the weight ratio of the base solution (part A) and
the curing agent (part B). Theoretical prediction and experimental data of birefringence induced
in PDMS have been studied recently,35 albeit with very modest amount of stretch. As a result, the
published birefringence levels are too low to be useful in mimicking values of tissue birefrin-
gence. In this study, we explored a wider range of stretch values in slab PDMS phantoms of
varying curing ratios and measured the induced birefringence under each condition.

To characterize the amount of stretch, we defined a parameter, the length ratio, which equals
the elongated length divided by the original length. For each curing ratio, the induced birefrin-
gence versus stretch relationship was measured and plotted as a function of length ratio, as
shown in Fig. 4(a) for phantoms with an initial thickness of 1.5 mm. Each data point represents
the average birefringence and standard deviation measurements from five measurement repeats.
Note that error bars are not shown for data points with very low standard deviations, as in these
cases the error bars are smaller than the extent of the data point. The results reveal that PDMS
phantoms made with lower curing ratios (i.e., 10:1) have greater stiffness and are therefore
more resistant to deformation. The maximum achievable elongation, that is, the point at which
the phantom starts to slip out of the clamp, is lowest for 10:1 phantoms, followed by that
for 15:1; meanwhile, 20:1 and 25:1 phantoms exhibit greater stretchability and can reach more
than five times their original length. We reason that both the increase in stiffness as well as the
decrease in stickiness contribute to the slipping that happens at lower curing ratios, such as
the 10:1.
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Fig. 4 (a) Birefringence versus stretch and (b) birefringence versus stress relationships at different
curing ratios, characterized with 1.5-mm-thick phantoms with 0.2 w% TiO,.

In our experiments, all four curing ratios exhibited birefringence changes with stretch.
At lower curing ratios, the induced birefringence increases at a faster rate with stretch than
at higher curing ratios. However, because of the low stretchability of low curing-ratio phantoms,
higher values of birefringence could ultimately be obtained in stretched phantoms made with
higher curing ratios. For example, the largest birefringence we induced (2.1 x 107#) over the
range of length ratios we explored was achieved with 20:1 phantoms, when stretched to approx-
imately five times the original length. Notably, birefringence levels we induced in PDMS are
within the range of those in tissues that exhibit weak birefringence, including the normal and
diseased bladder (see Sec. 2), retinal nerve (An = 1.2 x 10™*),*” and tumor in breast tissue
(An = 1.8 x 107*).® We also report the birefringence properties of another silicone-based poly-
mer, Dragon Skin (Smooth-On, Inc.). Under the same stretching conditions, the 1.5-mm-thick
Dragon Skin phantom showed negligible changes in birefringence, and we therefore concluded
that the Dragon Skin does not exhibit a stretch-induced birefringent property.

We also measured the force exerted on the PDMS phantom as we performed the stretching
experiments and determined the changes of birefringence as a function of stress, as shown in
Fig. 4(b). The stress measurement is determined by both the force and the original cross-
sectional area, which is related to the original phantom thickness, (L, ). Stress measurements
on the Dragon Skin were also performed; however, the elasticity of Dragon Skin is much lower
than PDMS, and thus exhibited negligible birefringence changes over the applicable range of
stress.

Tissue-mimicking phantoms are particularly useful for testing tools and procedures in a mock
surgical environment. As manipulation of tissue with surgical tools can cause local changes in
the measured birefringence at the manipulation site, we also tested whether the use of PDMS to
mimic tissue birefringence allows resemblance of such changes. We used a tweezer to press
perpendicularly on a layer of stretched PDMS (15:1 curing ratio, 1.5-mm thick) and, without
piercing the phantom, we imaged it from the opposite side of the tweezer at two cross-sectional
imaging planes: (1) the plane, including the tweezer, i.e., the manipulation site, and (2) a parallel
imaging plane located 1-mm away from the tweezer. We pressed from the opposite side of the
imaging surface to allow better visualization of the effect on measured retardation (if imaged
from the same side, the tweezer would cast a shadow and prevent changes directly underneath
the tweezer to be visualized). The 1-mm-away imaging plane was used to study the whether the
effect of manipulation can change the birefringence measurements from the surrounding regions.
As shown in Fig. 5(a), a local birefringence change can be observed as a change in the retardation
mapping, when comparing the cross-sectional images resulted from no manipulation and when
manipulation was applied. In this case, the retardation increases more rapidly along the axis of
manipulation than the surrounding PDMS and untouched PDMS. To quantify the amount of
change in birefringence, we took birefringence measurements from 20 A-scans centered at the
manipulation site and 20 A-scans from the corresponding lateral location of the untouched
PDMS. The locations of the 20 A-scans are indicated by the white dashed line in Fig. 5(a).
We observed a 38.6% and 35.6% increase at a 0- (An = 1.40 X 10™*) and 1-mm distance
(An = 1.37 x 10™*) from the manipulation site, respectively, when compared with untouched
PDMS (An = 1.01 X 107).

A major advantage of using PDMS as the birefringent material is that it is optically clear,
which grants easy control of the scattering properties. By means of tuning the volume of
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Fig. 5 (a) Retardation maps of cross section of PDMS when no manipulation is applied (left
image), and when there is manipulation applied: at an imaging plane that includes the tweezer
(0 mm from manipulation site, middle image) and a parallel imaging plane that is 1-mm away from
the tweeze (right image). The orange triangle indicates the location of the tweezer, which simu-
lates manipulation with surgical tool. The white dashed lines indicate location where birefringence
measurements were taken. (b) Birefringence versus stretch at varying TiO, (w%), characterized
with 1.5-mm-thick phantoms made with 20:1 curing ratio.

scattering in each representative layer, we can achieve realistic tissue contrast in conventional
B-scan intensity images. To confirm that the induced birefringence measured with PS-OCT is not
dependent on the amount of scatterers, we conducted stretching experiments with slab phantoms
comprising 0.1 w% to 0.5 w% TiO,, while keeping all other factors constant (i.e., curing ratio
and thickness). The results suggest that there is no significant difference in the rate of birefrin-
gence increase with scatterer weight ratio, as shown in Fig. 5(b). This result confirms that we can
tune the scattering of the phantom, as is necessary to mimic different types of biological tissue,
without altering the birefringence levels.

4 Design of a Planar Bladder Tissue-Mimicking Phantom

4.1 Relevant Properties of the Human Bladder

To mimic the layered structure of the bladder wall under PS-OCT imaging, there are three impor-
tant design criteria for each layer: thickness, AC, and level of birefringence. When imaged from
the lumen side, the three layers in the healthy bladder can be distinctively visualized and have
thicknesses of 50 um, 400 ym, 1.6 mm, and ACs of 0.8, 3.5, and 1.5 mm™!, respectively.”>*’
Since the urothelium is a cell layer, it does not exhibit any birefringence, which is consistent with
our finding of negligible birefringence in Section 2. In contrast, the collagen-rich LP layer and
the smooth muscle in the MP layer both exhibit birefringence in healthy bladders. In early stage
cancerous development, bladder tumors, such as in the case of CIS, have reduced contrast
between the urothelium and LP on the OCT image, which causes them to lose their distinct
stratification and appear as a fused layer. Dimming in the OCT intensity and near complete loss
of birefringence can also be observed as the result of cancer development,*® which is consistent
with our finding of negligible birefringence in the fused CIS layer of the diseased bladder in
Sec. 2. The table in Fig. 6(a) summarizes these general characteristics and inspires our phantom
design.

To generate layers that do not exhibit birefringence with stretch, we chose to use the Dragon
Skin as the material for nonbirefringent regions, since it does not exhibit photoelasticity but is
still highly elastic. Hence, Dragon Skin was used for the urothelium layer of the healthy bladder
phantom. Similarly, we chose to use multiple layers of Dragon Skin with ACs ranging from 1.8
to 2.2 mm~' (lower AC near the MP and higher AC at the top) to represent the fused appearance
of the urothelium and LP layers in the CIS-mimicking phantom, given that these layers also
exhibit negligible birefringence in the diseased case. The varying AC levels were achieved
by adding different weight ratios of TiO,, of which the relationship has been previously
established.”®

Because of the presence of collagen and smooth muscle fibers, respectively, both the LP and
MP layers of the healthy bladder exhibit birefringence. Hence, both layers should be fabricated
from PDMS. To determine the curing ratios to use for these layers, we consider the graph in
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Fig. 6 (a) Overall design of desired thickness, AC, and birefringence in each layer of the bladder
under normal and tumor conditions. (b) Induced birefringence in 15:1 phantoms with different initial
thicknesses (solid line: 1.5-mm-thick phantom and dashed line: 1-mm-thick phantom). Pink
shaded region: birefringence values observed in normal bladder LP. Gray shaded region: thick-
ness values observed in normal bladder LP. Overlap region shows birefringence and thickness
values to be achieved in the LP layer of normal bladder phantoms. (c) Fabrication steps for normal
(left) and diseased (right) bladder phantoms.

Fig. 6(b), where we compared the birefringence of stretched phantoms with initial thicknesses of
1 (dashed line) and 1.5 mm (solid line) and reported the change of thickness of the phantom (L,)
as a function of length ratio. The red shaded region denotes the range of birefringence values
associated with a healthy bladder LP, while the gray shaded region denotes the thickness value of
a typical LP layer. We chose to use a curing ratio of 15:1 for the LP layer, as it is capable of
achieving birefringence values that fall within the range for healthy LP with modest length ratios.
Although we could not measure the birefringence of the MP layer directly with PS-OCT due to
the high attenuation of light when reaching that depth, we chose to use a curing ratio of 25:1 to
reflect the non-negligible, but lower expected birefringence in that layer in healthy tissue.
Because CIS is a superficial tumor that does not extend to the MP, we chose to use the same
recipe for the MP of the diseased phantom as for the healthy phantom.

4.2 Phantom Fabrication Procedure

Figure 6(c) shows the steps taken to fabricate the healthy and CIS phantoms. First, the MP layers
of both phantoms were fabricated by pouring TiO,-infused PDMS (0.15 w%) into a standard
mold (e.g., a petri dish) and letting it cure. Note that we did not tightly control the thickness of
this layer because it is typically too thick to visualize in OCT, so its actual thickness does not
matter so long as it exceeds 1.6 mm when stretched. Our choice of a high curing ratio for this
layer (25:1) ensures that it can stretch well. For the healthy phantom, the LP layer was added and
cured atop the MP by pouring another layer of PDMS with TiO, (0.3 w%). Its thickness was
controlled by weight versus volume calibration. Finally, to create a thin urothelium layer, a TiO,-
inflused Dragon Skin solution (0.04 w%) was first thinned with NOVOCS solution (Smooth-On,
Inc.) at 100 w% (i.e. part A + part B : NOVOCS = 1:1) and then sprayed onto the LP layer with a
Badger air brush (200-BWH) and Badger air compressor (AS180-12) at the rate of one second
per spray coating, until the thickness reached the design criterion for the urothelium (~90 ym).?
To fabricate the combined urothelium and LP layers in the disease phantom, the same air brush-
ing technique was used. In this case, multiple coatings of Dragon Skin were applied with ACs
ranging from 0.15 w% to 0.2 w%: the AC of the solutions decreased progressively from near the
MP toward the tissue surface. Sonication was used during Dragon Skin preparation to ensure
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Fig. 7 B-scan and retardation maps of (a) normal and (b) diseased bladder phantoms. Plots of
averaged intensity and retardation versus depth plots are shown for the regions boxed with yellow
solid line. Scale bar = 0.2 mm.

evenly dispersed TiO, particles. All Dragon Skin layers were allowed to cure at room temper-
ature for 6 h.

4.3 Measurements in the Final Phantoms

OCT intensity and PS-OCT retardation images of the final normal and diseased phantoms are
shown in Fig. 7. In this image, both phantoms were stretched to a length ratio of nearly four.
Intensity and retardation versus depth plots, averaged laterally in the boxed regions (and calcu-
lated from the surface of the phantom to 500 pixels below the surface), are shown next to the
OCT intensity cross-sectional images on the left. Both the intensity and the retardation map can
visually differentiate the normal from the diseased condition, suggesting that the design criteria
have been met successfully. The achieved thicknesses of the layers and measured birefringence
are reported on the plot. Specifically, in the normal bladder phantom, we achieved birefringence
levels of 3.11 x 1077, 1.05 x 107, and 4.50 X 1073 in the urothelium, LP, and MP layers. In the
diseased phantom, the values for the fused layer and MP are 4.61 x 107¢ and 3.59 x 1075.

5 Discussion

Although not shown in this paper, the fabrication process we introduced can be easily expanded
to show other pathological conditions in the bladder, such as inflammation (characterized by a
thickened urothelium and reduced birefringence in the LP) and T2 (muscle-invasive) stage
tumors (complete loss of stratification and birefringence in the top three layers of the bladder).”®
Other works have already described methods to mimic the appearance of bladder rugae, such as
through use of crumpled aluminum foil during the molding process, and to improve the visual
appearance of PDMS and Dragon Skin solutions to better resemblance actual tissue under white
light illumination.”®?’ These strategies can be equally applied to create a more realistic bladder
phantom. In the future, we will consider developing a fully 3D bladder phantom to aid the testing
of endoscopic PS-OCT devices. In this case, stretching (necessary to induce birefringence) can
be accomplished by filling the phantom with water or saline, which also serves to mimic the
realistic clinical environment, as patient bladders are usually distended with saline prior to
cystoscopy examinations.

While the proposed strategy is useful to mimic birefringence levels associated with weakly
birefringent tissues, the range of parameters we explored is not sufficient to mimic tissues
with more orderly aligned structures, such as human skin (An = 1.2 X 1073), scar tissue
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(An = 0.9 x 1073),* and myocardial fiber (An = 0.69 X 107> to 1.46 x 1073).*' Achieving
greater levels of birefringence with PDMS may require new fabrication strategies, such as adding
nanofibers to induce greater birefringence with deformation,*> which may allow the resulting
PDMS to reach the birefringence levels needed to mimic highly birefringent tissues.
Alternatively, one may consider the use of other materials that have been described in previous
literatures to induce high birefringence.”

6 Conclusions

In this study, we describe a method for inducing birefringence in PS-OCT phantoms with a
common material used in phantom development—PDMS. We characterized the level of induced
birefringence in PDMS slab phantoms with stretch and showed that the values could reach the
range of many weakly birefringent tissues. The major advantage of using PDMS as the bire-
fringent material is that it permits precise control of the scattering properties and phantom thick-
ness, which allows fabrication of sophisticated phantoms that realistically mimics tissue
structures and light—tissue interactions. We demonstrated only layered slab phantoms in this
work. However, 3D birefringent phantoms that resemble shapes of hollow organ, such as the
bladder, can also be achieved with the proposed method. Air or water inflation may be used to
cause deformation in 3D PDMS phantom, which removes the need of using clamps. In summary,
given the wide availability and the extensive use of PDMS in phantom development research,
this method can be readily adopted in other birefringent tissue phantom designs and used for
polarization imaging systems beyond PS-OCT.

Disclosures

The authors have no relevant financial interests in this article and no potential conflicts of interest
to disclose.

Acknowledgments

The authors would like to thank Phillip Yoon for his help in the early development of this project.
Financial support for this project was provided by the Vanderbilt Institute for Clinical and
Translational Research (VR53750.1).

References

1. R. J. Nordstrom, ‘“Phantoms as standards in optical measurements,” Proc. SPIE 7906,
79060H (2011).

2. G. Lamouche et al., “Review of tissue simulating phantoms with controllable optical,
mechanical and structural properties for use in optical coherence tomography,” Biomed.
Opt. Express 3, 1381 (2012).

3. J. Dahmani et al., “Predictive model for designing soft-tissue mimicking ultrasound phan-
toms with adjustable elasticity,” IEEE Trans. Ultrason. Ferroelectr. Freq. Control 67, 715—
726 (2020).

4. A. Grimwood et al., “Elastographic contrast generation in optical coherence tomography
from a localized shear stress,” Phys. Med. Biol. 55, 5515-5528 (2010).

5. D. M. de Bruin et al., “Optical phantoms of varying geometry based on thin building blocks
with controlled optical properties,” J. Biomed. Opt. 15, 025001 (2010).

6. X. Liang et al., “Optical micro-scale mapping of dynamic biomechanical tissue properties,”
Opt. Express 16, 11052 (2008).

7. B. F. Kennedy et al., “Speckle reduction in optical coherence tomography images using
tissue viscoelasticity,” J. Biomed. Opt. 16, 020506 (2011).

8. C. E. Bisaillon et al., “Deformable and durable phantoms with controlled density of scat-
terers,” Phys. Med. Biol. 53, N237 (2008).

Journal of Biomedical Optics 074711-11 July 2022 « Vol. 27(7)


https://doi.org/10.1117/12.876374
https://doi.org/10.1364/BOE.3.001381
https://doi.org/10.1364/BOE.3.001381
https://doi.org/10.1109/TUFFC.2019.2953190
https://doi.org/10.1088/0031-9155/55/18/016
https://doi.org/10.1117/1.3369003
https://doi.org/10.1364/OE.16.011052
https://doi.org/10.1117/1.3548239
https://doi.org/10.1088/0031-9155/53/13/N01

10.

11.

12.
13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

Chang et al.: Birefringent tissue-mimicking phantom. ..

A. Agrawal et al., “Three-dimensional characterization of optical coherence tomography
point spread functions with a nanoparticle-embedded phantom,” Opt. Lett. 35, 2269
(2010).

C.-E. Bisaillon, M. L. Dufour, and G. Lamouche, “Artery phantoms for intravascular optical
coherence tomography: healthy arteries,” Biomed. Opt. Express 2, 2599 (2011).

D. C. Stewart et al., “Mechanical characterization of human brain tumors from patients and
comparison to potential surgical phantoms,” PLoS One 12, 0177561 (2017).

M. K. Chmarra et al., “Multimodal phantom of liver tissue,” PLoS One 8, 64180 (2013).
Y. C. Lee et al., “Preclinical multimodality phantom design for quality assurance of tumor
size measurement,” BMC Med. Phys. 11, 4-12 (2011).

N. Zulina et al., “Colon phantoms with cancer lesions for endoscopic characterization with
optical coherence tomography,” Biomed. Opt. Express 12, 955 (2021).

R. Michalik et al., “Quantitative articular cartilage sub-surface defect assessment using
optical coherence tomography: an in-vitro study,” Ann. Anat. 221, 125-134 (2019).

T. Marvdashti et al., “Classification of basal cell carcinoma in human skin using machine
learning and quantitative features captured by polarization sensitive optical coherence
tomography,” Biomed. Opt. Express 7, 3721 (2016).

L. Duan et al., “Automated identification of basal cell carcinoma by polarization-sensitive
optical coherence tomography,” Biomed. Opt. Express 5, 3717 (2014).

F. A. South et al., “Differentiation of ex vivo human breast tissue using polarization-sensi-
tive optical coherence tomography,” Biomed. Opt. Express S, 3417 (2014).

J. Walther et al. Depth-resolved birefringence imaging of collagen fiber organization in the
human oral mucosa in vivo,” Biomed. Opt. Express 10, 1942 (2019).

N. Gladkova et al., “Cross-polarization optical coherence tomography for early bladder-
cancer detection: statistical study,” J. Biophotonics 4, 519-532 (2011).

J. Chue-Sang et al., “Optical phantoms for biomedical polarimetry: a review,” J. Biomed.
Opt. 24, 030901 (2019).

N. Ghosh et al., “Depolarization of light in tissue phantoms—effect of collection geometry,”
Opt. Commun. 222, 93-100 (2003).

Y. Guo et al., “A study on forward scattering Mueller matrix decomposition in anisotropic
medium,” Opt. Express 21, 18361 (2013).

J. Qi and D. S. Elson, “A high definition Mueller polarimetric endoscope for tissue char-
acterisation,” Sci. Rep. 6, 25953 (2016).

X. Liu et al., “Tissue-like phantoms for quantitative birefringence imaging,” Biomed. Opt.
Express 8, 4454 (2017).

N. Lippok, M. Villiger, and B. E. Bouma, “Degree of polarization (uniformity) and depo-
larization index: unambiguous depolarization contrast for optical coherence tomography,”
Opt. Lett. 40, 3954 (2015).

M. Villiger et al., “Spectral binning for mitigation of polarization mode dispersion artifacts
in catheter-based optical frequency domain imaging,” Opt. Express 21, 16353 (2013).
G. T. Smith et al., “Multimodal 3D cancer-mimicking optical phantom,” Biomed. Opt.
Express 7, 648 (2016).

K. L. Lurie et al., “Three-dimensional, distendable bladder phantom for optical coherence
tomography and white light cystoscopy,” J. Biomed. Opt. 19, 036009 (2014).

B. W. Pogue and M. S. Patterson, “Review of tissue simulating phantoms for optical spec-
troscopy, imaging and dosimetry,” J. Biomed. Opt. 11, 041102 (2006).

A. M. Laughney et al., “Spectral discrimination of breast pathologies in situ using spatial
frequency domain imaging,” Breast Cancer Res. 15, R61 (2013).

P. Diep et al., “Three-dimensional printed optical phantoms with customized absorption and
scattering properties,” Biomed. Opt. Express 6, 4212 (2015).

S. Shen et al., “Simulating orientation and polarization characteristics of dense fibrous tissue
by electrostatic spinning of polymeric fibers,” Biomed. Opt. Express 10, 571 (2019).

G. C. F. Lee et al., “Fabrication of healthy and disease-mimicking retinal phantoms with
tapered foveal pits for optical coherence tomography,” J. Biomed. Opt. 20, 085004 (2015).
D. Sun, T. Lu, and T. Wang, “Nonlinear photoelasticity of rubber-like soft materials: com-
parison between theory and experiment,” Soft Matter 17, 4998-5005 (2021).

Journal of Biomedical Optics 074711-12 July 2022 « Vol. 27(7)


https://doi.org/10.1364/OL.35.002269
https://doi.org/10.1364/BOE.2.002599
https://doi.org/10.1371/journal.pone.0177561
https://doi.org/10.1371/journal.pone.0064180
https://doi.org/10.1186/1756-6649-11-1
https://doi.org/10.1364/BOE.402081
https://doi.org/10.1016/j.aanat.2018.10.001
https://doi.org/10.1364/BOE.7.003721
https://doi.org/10.1364/BOE.5.003717
https://doi.org/10.1364/BOE.5.003417
https://doi.org/10.1364/BOE.10.001942
https://doi.org/10.1002/jbio.201000088
https://doi.org/10.1117/1.JBO.24.3.030901
https://doi.org/10.1117/1.JBO.24.3.030901
https://doi.org/10.1016/S0030-4018(03)01567-0
https://doi.org/10.1364/OE.21.018361
https://doi.org/10.1038/srep25953
https://doi.org/10.1364/BOE.8.004454
https://doi.org/10.1364/BOE.8.004454
https://doi.org/10.1364/OL.40.003954
https://doi.org/10.1364/OE.21.016353
https://doi.org/10.1364/BOE.7.000648
https://doi.org/10.1364/BOE.7.000648
https://doi.org/10.1117/1.JBO.19.3.036009
https://doi.org/10.1117/1.2335429
https://doi.org/10.1186/bcr3455
https://doi.org/10.1364/BOE.6.004212
https://doi.org/10.1364/BOE.10.000571
https://doi.org/10.1117/1.JBO.20.8.085004
https://doi.org/10.1039/D1SM00267H

Chang et al.: Birefringent tissue-mimicking phantom. ..

36. S. Deguchi et al., “Viscoelastic and optical properties of four different PDMS polymers,”
J. Micromech. Microeng. 25, 097002 (2015).

37. B. Cense et al., “Thickness and birefringence of healthy retinal nerve fiber layer tissue mea-
sured with polarization-sensitive optical coherence tomography,” Invest. Ophthalmol. Vis.
Sci. 45, 2606-2612 (2004).

38. M. Villiger et al., “Optic axis mapping with catheter-based polarization-sensitive optical
coherence tomography,” Optica 5, 1329 (2018).

39. J. Schmidbauer et al., “Fluorescence cystoscopy with high-resolution optical coherence
tomography imaging as an adjunct reduces false-positive findings in the diagnosis of
urothelial carcinoma of the bladder,” Eur. Urol. 56, 914-919 (2009).

40. P. Gong et al., “Imaging of skin birefringence for human scar assessment using polarization-
sensitive optical coherence tomography aided by vascular masking,” J. Biomed. Opt. 19,
126014 (2014).

41. M. ]. Everett et al., “Birefringence characterization of biological tissue by use of optical
coherence tomography,” Opt. Lett. 23, 228-230 (1998).

42. D. Ye et al., “Deformation drives alignment of nanofibers in framework for inducing aniso-
tropic cellulose hydrogels with high toughness,” ACS Appl. Mater. Interfaces 9, 43154—
43162 (2017).

Shuang Chang is a PhD candidate in the Department of Biomedical Engineering at Vanderbilt
University. She received her BSc degree in biomedical engineering from the University of
Rochester with a concentration in biomedical optics. Her research at the Vanderbilt Biophotonics
Center focuses on the clinical translation of optical coherence tomography for bladder cancer
detection. She is a student member of SPIE.

Jessica Handwerker is an undergraduate researcher at Vanderbilt University. She is currently
pursuing her BE in biomedical engineering through the Vanderbilt School of Engineering with
concentrations in optics and biomaterials and a business minor through owen school of business
with a concentration in marketing.

Giovanna A. Giannico is an associate professor of pathology, microbiology and immunology;
chief of genitourinary pathology, and director of the genitourinary fellowship program at
Vanderbilt University Medical Center. She is a board-certified anatomic pathologist with sub-
specialty training in genitourinary pathology and a coinvestigator on numerous studies on blad-
der and prostate cancer. Since joining Vanderbilt University, she has focused her research interest
on the mechanisms of genitourinary cancer with emphasis on prostate and bladder cancer.

Sam S. Chang is the Patricia and Rodes Hart Professor of Urologic Surgery at Vanderbilt
University Medical Center. He is the chief surgical officer at the Vanderbilt Ingram Cancer
Center, and currently is the assistant secretary of the American Urological Association. He also
serves as the Chair of the AUA Guidelines for non-muscle invasive bladder cancer as well as the
separate Guidelines for invasive bladder cancer. He has orchestrated multiple cancer-related
treatment protocols at Vanderbilt.

Audrey K. Bowden is an associate professor of biomedical engineering at Vanderbilt
University. She received her BSE in EE from Princeton University, her PhD in BME from
Duke University and completed her postdoctoral training in chemistry and chemical biology
at Harvard University. She is a member of the OSA, a senior member of SPIE and is the recipient
of numerous awards. Her research interests include biomedical optics, microfluidics, and point
of care diagnostics.

Journal of Biomedical Optics 074711-13 July 2022 « Vol. 27(7)


https://doi.org/10.1088/0960-1317/25/9/097002
https://doi.org/10.1167/iovs.03-1160
https://doi.org/10.1167/iovs.03-1160
https://doi.org/10.1364/OPTICA.5.001329
https://doi.org/10.1016/j.eururo.2009.07.042
https://doi.org/10.1117/1.JBO.19.12.126014
https://doi.org/10.1364/OL.23.000228
https://doi.org/10.1021/acsami.7b14900

