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1. INTRODUCTION

In 1960 the first laser was built by Theodore Maiman at Hughes Research
Laboratories. This was the key moment in optics almost as important as first
fire discovery in human history. Laser has enabled fast development in many
fields one of which is medicine. Later on, not only laser, but commercially
available LEDs (Light emission diodes) were further developed which led to
wider access to light manipulating tools. Today’s medicine could not be possible
without diagnostic tools based on light emission and detection. One of those
tools is optical coherence tomography (OCT) and stands together with X-
rays, CT (computed tomography) scans, MRIs (magnetic resonance imaging),
ultrasounds and THz (terahertz) imaging.

Optical coherence tomography is a noninvasive diagnostic technique that
provides real time, high resolution, depth-resolved volumetric images. First
time optical coherence tomography (OCT) was described in Science journal in
1991 [1]. By using superluminescent diode (SLD), single mode fiber and pho-
todiode human retina was measured in-vitro. From that moment numerous
optical coherence tomography techniques and variations have emerged: from
conventional single-point scanning time domain optical coherence tomography
to fast full-field Fourier domain imaging, flow detecting Doppler OCT, dual-axis
OCT, polarization-sensitive OCT, etc. Today, optical coherence tomography is
an example of the successful implementation of biophotonic science into clini-
cal practice [2]. OCT spread to various medical fields providing delicate organ
imaging for ophthalmology, cardiology, oncology, dermatology, etc. However,
different OCT applications arise new challenges, e.g. in-vivo retinal imag-
ing needs fast data acquisition to avoid blur from involuntary eye movements
whereas fixed tissue samples prefer higher resolution and imaging depth in ex-
change of imaging time. While switching from Time Domain to Fourier Domain
OCT can benefit one parameter at cost of another, gradual improvements are
needed in both imaging configurations. Thus development of Full-Field OCT
techniques provide not only high resolution and imaging depth but also main-
tain growth of imaging speed [3]. This results in comfortable measurement
times in clinical applications and high quality images.

1.1. Major goal

The aim of this work is to develop and experimentally validate optical
and computational methods for improving image quality and usable imaging
depth in Fourier-domain and time-domain full-field OCT by reducing coherent
and modal noise [4], increasing interferometric throughput, enabling digital
refocusing, and implementing programmable confocal gating.
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1.2. Tasks of this Work

. Develop and evaluate FD-FF-OCT/STOC-T methods using a long MMF
and rapid phase modulation to reduce coherent crosstalk and modal noise,
and assess retinal and choroidal imaging.

. Develop and characterize a high-throughput STOC-T interferometer and
quantify its sensitivity and SNR.

. Develop and evaluate TD-FF-OCT digital refocusing and programmable
DMD confocal gating for extending the usable imaging range in scattering
samples.

1.3. Scientific Novelty

. Demonstration of a multimode fiber based crosstalk suppression for
FD-FF-OCT, which enables combined both retinal and full-thickness

choroidal imaging in a single in vivo volume.

. Demonstration of multimode fiber and deformable membrane combina-
tion for STOC-T which enables cellular-scale visualization of the ganglion
cell layer and photoreceptors.

. A High-Throughput beamsplitter and pick-off-mirror design increased
STOC-T sensitivity to 100 dB, which was the highest sensitivity docu-
mented for an FF-OCT system when publication was released.

. Demonstration that digital defocus correction in a TD-FF-OCT system
can refocus images from far outside the physical DOF of the objective,
with the correction depending on coherence of the light source. This
extends the usable imaging depth limited by defocus in scattering ex
vivo tissue without re-scanning or mechanical adjustment.

. Patented DMD double-pass design that uses one half of the mirror array
for illumination spots and the other half as digital confocal pinholes, elimi-
nating the DMD back-reflection problem that previously limited its use in
FF-OCT, and giving software-adjustable spot size/pinhole size/spacing.

1.4. Statements for Defense

. A long (300 m), small-core-diameter (50 pm) multimode fiber passively
suppresses coherence-noise crosstalk in Fourier-Domain Full-Field OCT
(FD-FF-OCT) by up to 11.8 dB, and this suppression is sufficient to
resolve both the retina and the full-thickness choroid (choriocapillaris,
Sattler’s, and Haller’s layers) within a single in vivo acquisition volume.

11



2. Combining the multimode fiber with a fast deformable membrane
(MMF+DM) further reduces modal noise, increasing STOC-T system
sensitivity to approximately 80 dB and increasing SNR by up to 13.6 dB
over the passive-only configuration, enabling in vivo visualization of the
retinal ganglion cell layer and photoreceptor inner/outer segments.

3. A High-Throughput (90/10 beamsplitter with pupil-plane pick-off mir-
ror) interferometer redesign increases STOC-T sensitivity by 3.5x (5.4
dB) over the standard MMF+DM configuration, reaching close to 100
dB after averaging 30 volumes (0.3 s acquisition) which enables lower il-
lumination power and reduced motion-averaging requirements for in vivo

retinal imaging.

4. In Time-Domain Full-Field OCT (TD-FF-OCT), computational (digital)
defocus correction restores in-focus images from data acquired 500-1000
nm out of focus (which is roughly 100 more than the physical depth of
focus of the imaging objective). Such defocus correction can be applied
for both scattering and reflective ex vivo samples, without mechanical

refocusing.

5. A reworked double-pass digital micromirror device (DMD) geometry
gives TD-FF-OCT software-reconfigurable confocal gating (multi-spot
and multi-line scanning modes) which improves SNR by up to 29x (14.6
dB, from 67 a.u. to 1914 a.u.) under separately optimized acquisition
conditions relative to standard full-field detection and extending usable
imaging depth in scattering tissue from 400 pm to 800 pm.

1.5. Author Contribution

Author designed and built OCT systems, conducted experiments, analyzed
data. Author also collaborated with other authors for publications. Author at-
tended conferences where he presented new achievements and also contributed
to raising public awareness of OCT through popular media.
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2. LITERATURE OVERVIEW

2.1. Development of Optical Coherence Tomography

Optical coherence tomography (OCT) is a non-invasive and non-contact
imaging technique based on backscattered light detection. It was first published
in 1991 [1] and became one of the main tools for medical imaging. Optical co-
herence tomography can be compared to ultrasound imaging where ultrasound
wave is sent into tissue and back-reflected signal delays are registered as depth.
However, since OCT is based on light, there are no fast enough electronics to
register such short times between light reflections. Thus OCT is based on in-
terferometric (such as Michelson interferometer) imaging. When low coherence
(broadband) light source is used, light interferes only when distances between
sample arm and reference arm is matched. This condition allows to measure
tissue in depth (depending on distance and signal strength). First uses of this
technique relied on single point depth profiles (A-lines) which were obtained by
scanning reference arm in axial direction to obtain changes in signal strength
distance-wise. Such technique was called Time Domain OCT (TD-OCT). How-
ever, early TD-OCT systems were very slow at obtaining images (even more
recent systems obtain only up to hundreds of A-lines per second) [5] which
resulted in tremendous acquisition times for full images. Thus another type
of OCT emerged. The first Fourier Domain (FD) OCT systems were demon-
strated a few years later. Spectral Domain (SD) OCT system was demonstrated
in 1995 [6] and Swept-source (SS) OCT was shown in 1997 [7].

2.2. Basic principles

The defining characteristic of optical coherence tomography is interfero-
metric backscattered light detection. Depth is be resolved by measuring singly
backscattered light from a sample interfering with light reflected by a reference
arm. Axial resolution is determined by coherence length of the light source [, :

_ 2In2(A3)
T wAN

Where )\ is the center wavelength of the light source, A\~ bandwidth (full-
width at half maximum). Thus, to achieve high axial resolution a broadband

le (2.1)

light source (superluminiscent diode, broadband laser) is typically used. Lateral
resolution is determined by the focused beam size and numerical aperture of
imaging lens. Such condition enables high resolution imaging in situations
where high-numerical-aperture optics are cannot be used such as retinal and
catheter-based imaging. However lateral resolution is limited by imaging depth.
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We can calculate depth of focus b:

_ (Ax?)
b=m 3 (2.2)
and spot size Ax:
aNf
Apx = 2 2.
= (2.3)

Where f is the focal length, d is aperture diameter of the focusing
optics. Overall, lateral and axial resolution separation allows many different
task-specific OCT designs. The core element of any interferometer (and
thus OCT setups) is the beamsplitter which splits source light into sample
and reference arms. Reflected light is then combined via same beamsplitter
into a detector. There are many OCT variations, but two main branches
are: Time domain and Fourier domain OCT. In time domain OCT systems
axial imaging is based on reference mirror being scanned via optical delay
line [8,9]. When light returning from sample and reference arms is recombined
via beamsplitter an interference can be registered via a point detector or a
camera. As interference occurs only within coherence length of a light source,
by scanning reference arm mirror the produced temporal interference signal

on the detector corresponds to axial sample structure (Figure 2.1).

Lateral scan

Reference
mirror
ko, Ak Zs s
I 4
VAN g
/
/
ZR
Broadband Beam splitter —
source Axial scan

] 1o

Photodetector

Figure 2.1: Schematics of the standard time-domain OCT setup based on
interferometer with a photodetector. This configuration needs lateral scanning
for the sample.
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In Fourier domain OCT systems instead of temporal delay pattern a spec-
tral interference pattern is registered [10,11]. In this case the use slow delay
line is avoided by replacing detector to spectrometer or replacing broadband
light source into swept-source laser. With this configuration registered spectral
interferogram is inverse-Fourier transformed into axial OCT scan (Figure 2.2).
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Figure 2.2: Schematic setup of a spectral domain OCT (SD-OCT). Optical
grating is used to disperse spectrum on CCD, which is then Fourier transformed
into depth profile. In such configuration is scanned laterally.

While time domain OCT provides simpler and cheaper approach, Fourier
domain OCT benefits from faster acquisition rate and can be easily imple-
mented into in-vivo experiments that require high capturing speed. Finally,
discussing OCT images and system capabilities main describing terms (A-scan,
B-scan, enface) should be explained (Figure 2.3):

A-scan: a one-dimensional axial-amplitude function (c);
B-scan: a two-dimensional cross-section (xz / yz) of the sample (a);
enface: a two-dimensional (xy) lateral image of a selected layer (b).

Fourier domain OCT can be split in terms of illumination detection: either
when broadband light source and a spectrometer are used it is called Spectral
Domain (SD) OCT or spectral OCT) and when rapidly tunable laser and point
detector are used it is called Swept Source (SS) OCT or Optical Frequency
Domain Imaging.

In both approaches, the reflected spectra are detected individually and used
to reconstruct a depth-resolved reflectivity profile [13]. The detector records an
interference signal as a function of wavenumber k; after resampling uniformly
in k, a Fourier transform yields the depth-resolved reflectivity profile, the de-
tected signal provides information about the amplitude of periodic refractive
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index variations. The spatial periodicity of these variations is related to the
wavevector k = 27/ \.

When signals acquired over a range of wavelengths are combined, they form
a reflectivity spectrum expressed as a function of the wavevector. Applying a
Fourier transform to this spectral data produces the depth profile, as depth
information is encoded in the frequency components of the interference signal
in k-space.

These advancements in OCT technology provided not only increase in speed,
but also in signal to noise ratio (SNR).
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Figure 2.3: (a) Representative retinal B-scan OCT image. (b) Representative
enface OCT image with illustration of retinal quadrants.
shows reflectance intensities of individual retinal layers [12].
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2.3. Full-Field OCT

Full-Field Optical Coherence Tomography (FF-OCT) is an interferometric
technique that uses a camera for interferogram detecting, which enables ac-
quisition of OCT signal in parallel [14-16]. FF-OCT is most known for high
resolution OCT images that contain very few, if any, coherent artefacts [15,17].
Namely, the FF-OCT images are largely free of coherent speckle and crosstalk.
due to the use of spatially and temporally incoherent light sources, such as arc
lamps and LEDs.

Full-Field Optical Coherence Tomography was first introduced in 1998 [14].
The key distinction between conventional Optical Coherence Tomography sys-
tems and Full-Field Optical Coherence Tomography is that FF-OCT obtains
images without the need of transverse (lateral) scanning. In traditional OCT ,
imaging is done by registering an axial line (A-line). A-line can be acquired by
single point detector or a line detector. The beam is then moved laterally across
the sample surface. Then B-scans and later C-scans are obtained by scanning
whole sample point by point. The full-field configuration works differently. In-
stead of scanning point by point, it records a complete two-dimensional en-face
image at a specific depth using a 2D camera. A volumetric image is then cre-
ated by translating the imaging plane along the axial direction and capturing
images at different depths within the sample. In both imaging techniques, the
thickness of the optical section is mainly determined by the temporal coherence
length of the illumination source, which is inversely proportional to its spectral
bandwidth. By reducing 2 dimensional scanning to one dimensional scanning
(z axis) introduces both benefits and challenges [18].

Since Full-Field Optical Coherence Tomography obtains whole 2D image
layer at a time, it can operate with a shallow depth of field. This allows the
use of objective lenses with a high numerical aperture (NA), which improves
lateral resolution. With visible light sources, the transverse resolution can
reach values below 1 pym. On the other hand, there is a trade-off between
exposure time and the achievable field of view in scanning OCT systems. Each
pixel is illuminated only for a very short time, typically a few microseconds.
In contrast, in FF-OCT the entire field of view is illuminated uniformly for a
longer period, usually several milliseconds. This difference can influence the
total light dose delivered to the sample. In addition, rapid speckle fluctuations
tend to be averaged during the longer exposure in FF-OCT measurements [19].

Recently, it has begun to be called time-domain (TD-) FF-OCT, to dif-
ferentiate it from Fourier-domain (FD-) FF-OCT, described below, also called
swept-source (SS-) FF-OCT. In Time Domain FF-OCT, acquisition speed is
limited by the frame rate of the camera, which is typically longer than 1 ms per
frame. By comparison, some scanning OCT systems can now record more than
100,000 A-lines per second [20]. In scanning OCT, each pixel of the image is
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recorded sequentially at different times during the scan. In FF-OCT, however,
all pixels are captured simultaneously when the camera operates in global shut-
ter mode. This can lead to motion-related artifacts in OCT images of moving
samples. As a result, phase differences can be calculated between corresponding
depths in repeated complex OCT measurements [21] but in order to retrieve the
optical phase in FF-OCT it is required to have several measurements acquired
with different phase shifts.

In TD-FF-OCT, the coherence gate is scanned axially, so a shallow DOF
does not limit the total scanned depth as it limits the simultaneously sharp
depth range in FD-FF-OCT. For a long time NA of the objectives, and thus,
the resolution was limited (to about 1 pm), which was because it can be chal-
lenging to match the dispersion between the sample and reference arms in the
Linnik-type of interferometer, which is the most commonly used platform for
implementing FF-OCT. High axial resolution (of 1 pm or less) is also easily
achievable since white light sources, such as, for example, a Xenon arc lamp can
be readily employed in FF-OCT. Recently, high-NA objectives were successfully
used to generate FF-OCT images with static and dynamic contrast [22-24].
The record lateral resolution of 280 nm was recently demonstrated by using
NA = 1.25 [25]. However, to generate 3D volumes, a sample (or, alternatively,
the reference mirror) needs to be translated axially. This and the absence of
confocal gate in FF-OCT, as well as lack of fast cameras with high full well
capacity (FWC) of individual pixels, made FF-OCT too slow for a lot of in vivo
imaging applications, despite of the parallel acquisition of OCT signal, limiting
its use only for ex vivo eye imaging [26-29] or in vivo imaging of anesthetized
rat’s eye [30]. Specifically, the missing confocal gate in FF-OCT put higher
demand on cameras because it detects all the out-of-focus light that is not co-
herent with the reference arm, which is reflected to the camera. The incoherent
light does not contribute to the formation of useful OCT signal but rather in-
creases the background taking up significant amount of its detection bandwidth
that reduces the overall sensitivity. Some type of incoherent light (like specular
reflections) could be suppressed with the dark-field detection [31,32], or added
confocality [33], however, most of multiply scattered light will be detected by
the camera. However, in vivo volumetric imaging is still challenging with TD-
FF-OCT. Nonetheless, off-axis TD-FF-OCT — that use single-shot instead of
slower phase-shifting method — was shown capable of generating axial images
(B-scans) of the retina in 1 s [34,35], albeit with significant crosstalk noise
due to the use of spatially coherent laser and camera detection that effectively
limited the imaging depth in the retina.

Thus, another approach Fourier Domain Full Field OCT (FD-FF-OCT) is
used to solve issues arising in TD-FF-OCT and enable fast FF-OCT imaging
in vivo [3].

Fourier-Domain Full-Field Optical Coherence Tomography uses a rapidly
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tunable laser source, commonly called a swept-source, instead of the spectrally
broadband incoherent illumination used in Time-Domain Full-Field Optical
Coherence Tomography [3]. In this approach, signal detection is performed in
the Fourier domain. When this detection method is combined with parallel
image acquisition using a camera, it can achieve voxel rates of approximately
10 GHz [36]. As a result, FD-FF-OCT is one of the fastest volumetric imaging
method of Optical Coherence Tomography which also maintains relatively high
sensitivity.

Another advantage is the stability of the optical phase extracted from the
recorded data. In FD-FF-OCT, the phase remains consistent across the entire
field of view (contrary to obtaining A-lines via scanning OCT). Stable phase
information in OCT is particularly valuable because it enables computational
aberration correction, which enables the final image improvement [36].

Fourier-domain full-field optical coherence tomography (FD-FF-OCT) has
made its way into eye imaging as a viable and versatile tool because of its ability
for fast imaging speed and acquisition of stable phase information across the
whole field of view. However, visualization of choroid is usually prevented by
cross-talk noise. Choroid imaging provides information about different ocular
diseases pathogenesis of the posterior pole as its principal role is to supply
oxygen to the outer retina. Wide field detection and spatially coherent laser
induces cross-talk noise which compromises image quality by gradually reducing
spacial resolution imaging deeper tissue layers. In order to remove crosstalk
a spatially incoherent light source can be used in order to average laterally
scattered photons. While the first spatially incoherent wavelength-tunable laser
system for FD-FF-OCT was made in 2006 [37].

It was complicated, had limited axial imaging range and images had residual
cross-talk noise. However it did not have to rely on photoelastic birefringence
modulator [15] or piezo element [38] becoming FD-FF-OCT what we call today.
When Sweep source lasers became more and more available, Fourier Domain
OCT became more viable. Together with the growth high speed imaging tech-
nology, swept source lasers combined fast cameras enabled full-field imaging of
en-face images. However, since swept source lasers sweep narrow spectral line
over wide spectrum, strong coherence artifacts such as speckles are unavoid-
able. Speckles are unwanted interference patterns produced by the coherent
superposition of fields returned by unresolved scatterers from a sample (Figure
2.4) which reduce image quality [39]. As more coherent light source is, the
more impact of coherence noise is introduced onto OCT image. Thus, a lot of
FF-FD-OCT development is aimed to coherence reduction.

Another big step in FF-FD-OCT was made imaging human retina in-vivo
in 2010 [40] using swept source laser and fast CMOS (complementary metal-
oxide-semiconductor) camera capable of registering 640 x 24 pixels area at 100
000 frames per second. The experiment was limited by light source power thus
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Figure 2.4: Propagation of a focused beam in tissue. The two main processes
that distort the wave front of the returning wave—multiple forward scatter and
multiple backscatter — are depicted here.

measured area had to be limited into a line (by using cylindrical lenses). Setup
was based on Michelson interferometer and coherent illumination was injected
via single-mode fiber. Obtained B-scan images had residual coherence and mo-
tion blur artifacts (Figure 2.5) but the principle was achieved and optimization
was feasible.

To combat coherence noise a interferometric spatiotemporal optical coher-
ence (STOC) manipulation was introduced in 2013 (and this term is often used
for full field Fourier domain OCT systems which incorporate spatial coherence
manipulation) [41]. A spatial light modulator (SLM) was used as a sample
in Michelson interferometer to control fringe pattern by altering phase. This
experiment lead in further possibilities to reduce coherence noise in biomedical
OCT imaging by introducing phase manipulation.

Furthermore, a rotating diffuser [42] was used to reduce spatial coherence
of a laser. Later on as a successor of a rotating diffuser, a narrow-band VCSEL
(vertical-cavity surface-emitting laser) array [43] and an ultra-fast deformable
membrane was used to account for high frame registration speeds as rotating
diffusers are too slow to reduce spatial coherence in short period of time thus
increase frame acquisition time.

Later, a larger field of view imaging was achieved by utilizing a much faster
camera for imaging retinal vascular dynamics, after recognizing that the phase
is stable across the whole field of view [44]. Not only it enabled in vivo volu-
metric retinal but it even surpassed the speed of any OCT technique by achiev-
ing 10 GHz voxel rate [36] with relatively high sensitivity. Even though the
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Figure 2.5: (a) Single B-scan of human retina recorded with 1,500,000 A-
scans/s at 1:5 mW radiant flux. (b) Averaged image of 24 A-scans of the
imaged volume [40].

same volumetric imaging speed is possible with TD-FF-OCT [45], the achieved
sensitivity can be orders of magnitude lower. Just like in FD-OCT — in FD-
FF-OCT too — the chromatic dispersion mismatch between the sample and
reference arms and also the axial motion, which appears as a chirp in recorded
interference spectrum and is inevitable in in vivo imaging, can be corrected
computationally, which is not possible in TD-FF-OCT. The volumetric speed
of FD-FF-OCT and its scanless nature comes at the price of achievable lateral
resolution due to the necessity to have a substantial depth of focus in order to be
able to acquire multiple axial planes semi-instantaneously. However, for a long
time FD-FF-OCT suffered from cross talk issues due to use of spatially coher-
ent laser and full-field detection [36,40,44], [46-48], which arise from multiply
scattered photons that travel to neighboring region when imaged onto cam-
era, while remaining coherent with the reference beam. Crosstalk noise limited
imaging depth in the retina, preventing from resolving choroidal structure.
Another way to reduce spatial coherence is to use deformable membrane
[49], [3]. It is done by directing laser light onto a deformable membrane that
oscillates chaotically at frequencies up to 500,000 vibrations per second. These
rapid fluctuations impose random, uncorrelated phase changes across the beam
at a rate much higher than the inverse of the camera’s exposure time. As a
result, its effective, exposure-averaged spatial coherence is reduced. Typically
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membrane is positioned before the interferometer so that identical phase pat-
terns are projected onto both the sample and the reference arm. This config-
uration preserves interferometric fringes associated with single backscattering
events (Figure 2.6).
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Figure 2.6: Principle of crosstalk-reduced FD-FF-OCT: (a) Multiply scat-
tered light can be rejected by using a pinhole placed in the front of the photode-
tector—the solution used in scanning OCT devices; (b) Origin of the crosstalk:
Full-field OCT with partially coherent illumination uses numerous detection
channels, hence the multiply scattered light contributes to interference in pix-
els that are improperly mapped with respect to the real image of the measured
object; (c¢) Crosstalk-reduced FF-OCT: The spatial phase modulation intro-
duced by the deformable membrane (DM) placed in front of the interferometer
washes out fringes originating from multiply scattered light, effectively reduc-
ing the crosstalk [49].

However, the deformable membrane is not an optimal tool as it works in
limited imaging depth [3,50] and produces hard-to-remove artifacts in the ob-
tained images. Another way to reduce spatial coherence is to use multimode
(MM) fiber as it breaks down spatially coherent light into a number of spa-
tial modes and reduces coherent artifacts. This effect is typically used in laser
projection displays [51]. Moreover, spectrally broadband laser light could be
coupled into MM fiber to produce partially spatially coherent illumination for
time-domain (TD) FF-OCT which has been used to image a fruit fly [38] and an
aluminum plate [52]. Even though powerful LEDs and other alternative light
sources could be used for TD-FF-OCT, there are no alternatives that emit par-
tially spatially coherent, narrow instantaneous spectral bandwidth (~0.1 nm)
and tunable across tens of nanometers. Closest commercially available source
would be a swept source laser but narrow spectral bandwidth beam coupled
into a short MM fiber produces a high-contrast speckle pattern at the second
end of the fiber.

However, it was later found that a long multimode fiber with relatively
small core can also be used to reduce the spatial coherence of the laser with
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certain advantages over the membrane approach [53]. Namely, it resulted in
fewer image artefacts and it acted as a passive device (no bending or twisting of
the fiber was necessary). This was despite the difficulty of using the multimode
fiber with narrow (instantaneous) bandwidth ( 0.1 nm) illumination, which was
2-3 orders of magnitude narrower compared to that used in TD-FF-OCT (10-
100 nm). However, even though, this narrow bandwidth produces a speckle
pattern at the distal end of the fiber and also in FF-OCT images, it can be
easily computationally filtered out [53] without losing too much of the signal.

2.4. Noise

Experimental conditions are always non-ideal. Not only equipment may
be flawed, whole system usually imperfect. One of the common problems in
imaging is noise. There are 5 most common forms of noise: shot noise, modal
noise, coherent cross-talk noise, detector noise and relative-intensity noise.

Shot noise is a fundamental limit to the observed optical intensity noise.
While historically treated as an issue with photodetection (random event when
photon is absorbed in a photodetector), shot noise is a property of light
field [54]. Shot noise is typically described as quantum noise following Poisson
statistics. While shot noise cannot be eliminated, increasing light source power,
reducing optical losses in the system, using higher quantum efficiency detectors
and increasing integration time increases signal-to-noise ration (SNR). Since
shot noise increases as a square root of detected photons [55], SNR can be
calculated as SNR = N/v/N = /N which suggests that increasing signal 100
times, shot noise increases 10 times.

Relative intensity noise (RIN) is the fluctuation of a laser’s optical power
output, which is normalized to its average power [56]. Typically RIN is de-
scribed with a power spectral density (PSD), which specifies the strength of
the noise per unit bandwidth at a certain noise frequency. The two sources
of noise in semiconductor lasers arises from spontaneous emission and from
electron-hole recombination shot noise [57].

Modal noise is related to Interference noise induced in multimode fibers
when coherent or partially coherent sources excite multiple modes which have
nonuniform distribution. This nonuniform distribution results in speckle pat-
tern at the second end of the multimode fiber. The fluctuation in the received
optical power induced by fluctuation of speckle pattern is modal noise. Modal
noise inversely proportional to the laser linewidth [57]. In order to reduce
modal noise, coherence of the light source should be reduced e.g. broadening
linewidth or physically agitating fiber to scramble modes.

Detector noise consists mainly of thermal noise and dark current noise.
Even when there is no light reaching detector, dark current flows through the
reversed-biased photo diode and is caused by thermal effects induced electron-
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hole pairs creation in the p-n junction. Moreover, due to thermal effects ran-
domly moving electrons in load resistance induce an additional thermal noise
component, also known as Johnson noise, to the photocurrent [57]. These
effects can be mitigated by cooling the detector.

Coherent cross-talk noise typically arises in FF-OCT systems due to mul-
tiple scattered photons. In interferometer light interferes withing temporal
coherence length. By adjusting reference mirror different depth of the sample
can be obtained as interference pattern. When light source with high coher-
ence is used, light reflected from multiple scatterers can interfere in the same
manner as light coming from a deeper layer and such unwanted signal intro-
duces cross-talk noise [4]. This effect can be typically mitigated by using lower
coherence light sources.

2.5. Medical applications
Ophthalmology

The need for non-invasive medical imaging is critical to the rapid growth
of medical treatment of diseases, especially sensitive organs. The evolution of
OCT has brought about a significant revolution in eye care. Anterior and poste-
rior segment tissues can now be examined non-invasively, helping the physician
make faster and better treatment decisions based on objective structural imag-
ing [58]. This technology can quantitatively assess various ocular structures
including the cornea, retina, iris, iridocorneal angle, and optic nerve [59].

One of the OCT branches is optical coherence tomography angiography
(OCTA) which utilizes motion contrast to detect blood flow [59]. Before the
advent of OCTA, traditional structural OCT images mainly visualized low-
contrast anatomical changes between small vessels and tissues within the retinal
layers [59]. Such technique provides information before and after treatment of
various retinal diseases. (Figure 2.8). Therefore, other imaging modalities such
as fluorescein angiography or indocyanine green angiography were commonly
used to evaluate retinal and choroidal vasculature (Figure 2.7) [62]. OCTA
uses the principle of temporal decorrelation caused by moving erythrocytes
between repeated OCT measurements to localize the blood vessel in different
segments of the eye without using intravascular dyes. OCTA technology allows
visualization of retinal blood flow, and the choroidal vasculature can be visual-
ized using depth-encoded anterior panels. These panels are presented together
with structural OCT B scans. Together they provide detailed images of the
deep retinal choroid plexuses and choriocapillaris blood flow that were not well
visualized by previous imaging techniques [63]. Today ophthalmologists have
mastered optical coherence tomography to detect glaucoma, age-related mac-
ular degeneration, diabetes-related retinopathy, cystoid macular edema, cone
and cone-rod dystrophies, tumors in choroid and retina [64], macular puckers
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Figure 2.7: Multimodal imaging of Type I idiopathic macular telangiectasia.
Fluorescein angiography (a, b) and indocyanine green angiography (ICGA) (c,
d) showing the dilated telangiectatic perifoveal vessels with leakage in the late
phase. OCTA at the superficial retinal capillary plexus (e) and deep (f) retinal
capillary plexus revealing the dilated telangiectatic perifoveal vessels. The B-
Scan (g) displaying the dilated telangiectatic vessel with flow sign inside [60].

and holes, etc.

Although OCT has many advantages over standard angiographic proce-
dures, limitations of this technology must be considered. One of them is a
small field of view. In addition, frequent artifacts prevent correct interpreta-
tion of the images. The most common artifacts [65] arise from eye movements,
false-identification of retinal layers, projections, and coherence noise. Artifact
identification and mitigation must be taken into account for adequate diagnosis
and follow-up of patients.
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Figure 2.8: Preoperative and postoperative optical coherence tomography
(OCT) and OCT angiography of the eyes with tractional and degenerative
lamellar macular hole (LMH). (Top) Tractional LMH. The inner diameter
(white arrowheads) measured at the level of the internal limiting membrane
was 345 pm. The outer diameter (yellow arrowheads), the maximum diam-
eter of the intraretinal schisis, was 1,670 pm. After the tractional epiretinal
membrane was removed in surgery, the foveal and parafoveal vessel densities
in the superficial capillary plexus increased. In addition, foveal avascular zone
(FAZ) area increased from 0.191 to 0.214 mm?. (Bottom) Degenerative LMH.
Compared with tractional LMH, degenerative LMH had a larger inner diame-
ter (400 pm, white arrowheads) and a smaller outer diameter (506 pm, yellow
arrowheads). No significant microvascular changes were observed at 6 months
after surgery. Postoperative FAZ area was 0.249 mm?, with no significant dif-
ference from the preoperative FAZ area (0.250 mm?). Preop. Preoperative,
Postop. postoperative [61].
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Cardiology

Cardiovascular disease remains the primary cause of morbid illnesses and
death in the United States [66]. Medical imaging has an essential role in the
early detection of cardiovascular conditions (Figure 2.9), as well as in pro-
cedural guidance, follow-up, and the evaluation of preclinical disease models.
In the field of cardiology, optical coherence tomography (OCT) serves as an
analogical optical approach to intravascular ultrasound (IVUS) and is widely
applied for imaging the coronary arteries [67]. In OCT, the ultrasound acoustic
waves used in IVUS are replaced by near-infrared light, typically around 1,300
nm in wavelength, which exhibits relatively low absorption by red blood cells,
water, lipids, and proteins. During intravascular OCT, blood is transiently
displaced with an iodinated-contrast or saline flush because it strongly attenu-
ates the signal. By using a rotating glass fiber probe, coherent infrared light is
delivered to and reflected from the tissue, enabling the acquisition of highly de-
tailed, high-resolution cross-sectional tomographic images that are comparable
to those produced by IVUS.

Figure 2.9: A shows thick calcium; C shows thin calcium. Calcium on IVUS
is visualized as a bright superficial reflection followed by acoustic shadow that
prevents thickness assessment (B and D) [68].

Due to its superior spatial resolution of approximately 10-15 pm, OCT en-
ables clear differentiation of the internal and external elastic laminae as well as
the intima, media, and adventitia, a level of detail that cannot be achieved with
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lower-resolution IVUS (100-150 pm) [69]. Polarization-sensitive OCT can mea-
sure depth-resolved birefringence and retardation, providing additional contrast
related to collagen organization and other tissue properties. Regions with high
birefringence, caused by polarization changes, are associated with fibrous tis-
sue, collagen, and lipid components, whereas areas of low birefringence are
indicative of calcified tissue. By overlaying maps of low and high birefringence
onto standard OCT images, tissue structures can be identified according to
their composition which leads to better overall diagnostic accuracy.

Oncology

In oncology, medical imaging is essential because it provides detailed mor-
phological, anatomical, metabolic, and molecular information that supports
more advanced treatment strategies and, as a result, improved outcomes for
patients with cancer [70]. The use of OCT is constantly expanding, encompass-
ing clinical uses such as endoscopic imaging and tumor margin assessment, as
well as small animal studies for monitoring tumor progression and evaluating
responses to therapeutic drugs.

In contrast to healthy tissue, which typically exhibits an ordered structural
organization, cancerous tissue is often disordered and marked by variations in
cell size, irregular cell shapes, and enlarged nuclei (Figure 2.10). These features
lead to altered optical scattering properties, which may help OCT distinguish
between normal and cancerous tissue with high spatial resolution [71]. When
compared with conventional cancer imaging techniques, OCT provides superior
soft tissue contrast based on refractive index variations, allowing more precise
visualization of soft tissue anatomy, which is particularly important for early
cancer detection. Additionally, OCT systems can be incorporated into compact
probes and catheters, making them well suited for imaging internal organs and
diagnosing cancer.

Overall, the depth of our understanding of oncology depends largely on our
ability to visualize and track the associated dynamic cellular changes. OCT
provides appropriate spatiotemporal scales for non-destructive investigation of
the complex dynamics of oncologic cells in vitro.
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Figure 2.10: Typical OCT images from normal (top) and tumor (bottom)
tissues [72].

Dermatology

Inflammatory skin diseases have been widely studied in vivo using OCT
[73]. Studies have demonstrated that inflammation-related skin changes are
clearly detectable in OCT images. For instance, irritant contact dermatitis
is characterized by enlarged and more irregular surface skin folds. Epider-
mal thickening caused by spongiosis and acanthosis can also be identified,
partly due to signal attenuation resulting from dilated blood vessels within
the dermis. Spongiosis appears as thin, weakly backscattering clefts against
the highly reflective background of the epidermis, while intercellular edema
reduces backscattering from the cellular layers [74].

OCT is also applied in the assessment of blistering skin diseases (Figure
2.11). Both intradermal and subepidermal vesicles can be readily visualized in
OCT images, as illustrated in Figure 2.11. Intraepidermal blisters can be dif-
ferentiated from subepidermal ones by examining the location of the cleft at the
lateral margin of the vesicle. Beyond determining blister depth, in vivo OCT
can also provide information about blister content. Serous fluid shows low light
scattering due to its high transparency and minimal cellular content, whereas
purulent material contains numerous cells and therefore produces stronger scat-
tering signals.

Overall, morphological features of both healthy skin and pathological ab-
normalities can be identified and compared. OCT enables non-invasive and
reproducible observation of treatment effects over time during healing process.
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Figure 2.11: Comparison of OCT images of ex vivo skin grafts with induced
intraepidermal blisters using different OCT systems. A-B) VivoSight Dx; C-
D) MHz-OCT; E) mOCT. A, C, E) OCT B-scans (10x averaged); B, D) OCT
en face cross sections at 90 nm depth; F) Histology (hematoxylin and eosin
staining) of a similar region. Intraepidermal blisters are visible in all B-scans
(white arrows) and also thin cleft formations are detectable (black arrows with
white outline). In E and F, the suprabasal localization of the blister can be
recognized by the typical tombstone pattern of the basal cells (black arrows).
Field of view: A) 6x1.8 mm?, B) 6x6 mm?, C), 11x2.8 mm? D) 11x11 mm?,
E) 1x0.4 mm?, F) 0.4x0.4 mm? [75].

Conclusions

Over last three decades optical coherence tomography has branched into
various medical fields and became standard tool for non-invasive imaging. OCT
provides fast retinal abnormalities detection, cancer diagnosis, high-resolution
assistance in cardiovascular disease treatments and skin condition observation.
In the end, optical coherence tomography becomes everyday equipment for
many medical specialists.

34



3. FOURIER-DOMAIN FULL-FIELD OCT

3.1. Multimode fiber as a tool to reduce cross talk in Fourier-domain full-field
optical coherence tomography

Fourier-domain full-field optical coherence tomography (FD-FF-OCT) is
a viable and versatile tool for retinal imaging because fast imaging speed and
stable phase information across the whole field of view. We show that a long
multi mode fiber with a small core diameter can be used to reduce crosstalk in
FD-FF-OCT. Furthermore, we demonstrate that both retina and choroid can
be obtained in a single volume in vivo with reduced crosstalk and high contrast.
This has been done in a passive mode — without fiber shaking or twisting, also
without any additional active components such as holographic diffuser [37] or
acoustic mode mixer.

Devices

While typical optical components, such as lenses, mirrors and optome-
chanical stages are commonly used and know, some of the equipment used in
this research is less abundant in other fields. The next few paragraphs describe
several devices and their working principles which may not be introduced
outside OCT and microscopy fields. Before discussing this FF-FD-OCT setup,
three main components used in our system should be addressed.

Swept Source Lasers

Swept source lasers are a type of tunable laser that can change its wave-
length rapidly across a set range (Figure 3.1(a)), allowing for high-speed and
high-resolution imaging. They are commonly used in various applications such
optical coherence tomography (OCT) for medical diagnostics, fiber optic sens-
ing, metrology and other biomedical imaging [76,77].

The key difference from traditional lasers and Swept lasers is tunability.
This ability enables laser to alter its wavelength over a given range in a con-
trolled manner. Contrary to static lasers that emit a single wavelength, swept
lasers can actively change their emission wavelength. The sweeping is usually
synchronized with the measurement system, enabling real-time data collection
over a wide spectral range. Such dynamic scanning is based on the sample in-
teraction with different wavelengths of light which allows wider detection and
analysis of biological tissues and other materials.

The operation of swept lasers is based on two main components: the tun-
able laser source and the wavelength sweeping mechanism. These components
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combined make the core of the technology which enables high precision and
versatility that make swept lasers invaluable in modern applications. The tun-
able laser source is the component responsible for generating the coherent light
which can be adjusted in wavelength (frequency). This can be done in different
ways, such as using a movable grating, integrated electro-optical modulator or
temperature tuning. The wavelength sweeping mechanism is used for adjusting
wavelength. This can be done Mechanically by physically altering the length of
the laser cavity, typically by a movable mirror or a rotating diffraction grating.
On the other hand, electronic tuning such as current injection in semiconductor
lasers, changes the current which alters the refractive index and as a result the
emitted wavelength of carrier-injection, or applying an electric field. Electronic
tuning offers the advantage of high-speed tuning without the need for moving
parts.

Selecting a swept source laser is usually based on a few criteria. Wavelength
and wavelength range should be chosen for the field of research and samples
to be analyzed, e.g. near infrared is preferable for biomedical sample imaging
due to lower scattering and lower absorption. Wider scanning range results in
higher axial resolution for FD-OCT systems [78]. Linewidth determines the
imaging depth for FD-OCT applications. A narrower instantaneous linewidth
increases coherence length and usable ranging depth [78]. Sweeping speed at
which laser can sweep across the wavelength range directly results in imaging
speed and fast sweeping enables real-time imaging [77]. Output power directly
impacts how much light is delivered into the sample. Coherence in time is
important for stable phase during measurements. Choosing output might seem
simple, but sensitivity of a detector, losses in the system, phototoxicity to the
sample and finally cost has to be taken into account choosing optimal power.

For our application in Fourier Domain Full-Field Optical Coherence Tomog-
raphy (FD-FF-OCT) we have chosen a Broadsweeper BS-840-2-HP produced
by Superlum. This laser has spectral range of 805 — 830 nm (tuning range is
75 nm). The Sweep Speed is adjustable between 100 and 100,000 nm/s. The
Linewidth is 0.12 nm. According to the manufacturer [79], the optical part is
based on an external fiber-optic ring cavity and a broadband Semiconductor
Optical Amplifier (SOA), used as a gain medium. The wide bandwidth of the
Semiconductor Optical Amplifier modules are used, and their high fiber-to-
fiber gain enables wavelength tuning range of more than 50 nm at 3 mW of
output power (20 mW can be achieved with an additional booster unit). For the
wavelength tuning a specially developed narrowband Acousto-Optical Tunable
Filter (AOTF) is used. In order to achieve high spectral stability of laser radia-
tion The AOTF is actively thermally stabilized. The akinetic cavity design (no
moving components inside) ensures high wavelength accuracy and wavelength
reproducibility during sweeping. Due to the high quality AOTF tuning, the
laser provides k-linear wavelength tuning over a wide spectral range.
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Ultrafast Camera

In modern times on of the main tools for image registration is a 2D camera.
The core element of a high-speed camera (Figure 3.1 (b)) is an imaging sensor
capable of registering rapid sequences with high precision. These sensors are
specially designed to handle high pixel data throughput. A CMOS (Comple-
mentary Metal-Oxide-Semiconductor) image sensor is a digital imaging device
designed to obtain rapid sequences of images with minimal motion blur. It is
much faster and energy efficient than conventional CCD (Charge-coupled de-
vice) sensor. In high-speed cameras the sensor has a fixed data throughput,
typically measured in gigapixels per second (Gpixel/s). The Gpixel/s value
of a sensor is a constant and defined by the sensor’s architecture, which de-
termines the maximum frame rate achievable at full resolution. By using a
method called windowing, it is possible to boost the frame rate by decreasing
resolution. More precisely, reducing the vertical and/or horizontal resolution
results in the frame rate increase. Moreover, to achieve high-speed imaging,
a high capacity and high-speed DDR RAM (double data rate random-access
memory) is needed to quickly and safely store huge amounts of data while the
synchronization between the sensor and memory has to be fast and precise
in order not to lose any frames during high-speed image capturing [80]. Ul-
trafast cameras provide scientists both temporal and spatial resolution which
can be altered by adjusting capture rate or resolution in favor of experiment
requirements. Even though, high-speed cameras are typically used in automo-
tive, industrial inspection [81], sports, entertainment, security or surveillance,
they are important tools in scientific research of biological process analysis or
in medical imaging where quickly capturing a wide field of a moving sample
is important. Such cameras can obtain 20 000 frames per second at 1024 x
1024 pixel resolution or even 2 100 000 frames per second at 128 x 8 pixel
resolution [82].

Multimode Fiber

Optical fibers belong to a wider category of optical structures called waveg-
uides, which are based on total internal reflection (TIR) to confine and di-
rect light inside a solid or liquid medium. Optical fibers are widely employed
in applications such as illumination, telecommunications, sensors and spec-
troscopy [83]. Inside an optical fiber, a guided mode is an allowed electromag-
netic field distribution of the fiber. There are two main types of optical fibers:
single-mode fibers, which support only one guided mode, and multimode fibers
(Fig. 3.1 (c), which allow the propagation of many modes simultaneously.
The number of supported modes depends on parameters such as the core and
cladding dimensions, the refractive index and the wavelength of the light. A
fiber can support between a single mode to thousands of modes.
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Figure 3.1: (a) Swept source laser [79], (b) Fastcam SA-Z, 2100K-M-16GB,
Photron [82], (¢) 0.22 NA (Silica )Core, Glass Clad Multimode Optical Fiber,
Step Index [84]

First, after calculating fiber parameters (using formulas from [53, 85] to
generate enough spatial modes, a fiber with numerical aperture NA = 0.22
and core radius of 25 pm has been chosen. At this setup:

N~ 2m2a? N A?

T 840 (3.1)

when wavelength | = 840nm this fiber generates ~ 840 guided modes which
leads to crosstalk suppression of v/840 ~ 29 as suppression scales as a square
root of number of modes N'/2 [86]. Moreover, choosing fiber parameters is
not only determined by core diameter as number of modes has to be balanced
against the axial image range ﬁ, where N A%, is N A of the illumination, n4
is the fiber-core refractive index, but the length of the fiber is also important.
We need a fiber minimum 100 m length

Al m2a’n
Limin = Tl = 100m (3.2)

[63,85] to have all the excited spatial modes at the end of the tip add
up incoherently and produce low speckle contrast. However, experiments have
shown that optimal fiber length is 300 m as it induces lower speckle contrast
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(Figure 3.4 (b)). While longer fiber separates [87] degenerate spatial modes
with very similar group delays and propagation constants, longer fiber would
attenuate power too much compared to reduction of speckle contrast.

FF-FD-OCT Setup

Our setup (Figure 3.2) has implemented real-time axial retinal imaging by
using pupil plane splitting [88] and a line camera. (since the partial spatial co-
herence formed by the MM fiber occupies only a small portion of the conjugate
pupil plane of the eye, and the backscattered light from the retina fills the whole
pupil.) Such configuration enables retinal real-time preview in b-line mode and
fine adjustments and eye alignment for final imaging as the ultrahigh-speed
2D camera cannot transfer images to the computer in real time. The FD-FF-
OCT setup is shown in Figure 3.2 The laser light from a swept laser source
(Broadsweeper BS-840-2-HP, Superlum) was coupled into the step-index MM
fiber (300 m, 0.22 NA, low OH, ®50 pm core, FGO50LGA, Thorlabs). The
light from the MM fiber was collimated by lens L1 (f = 11 mm); subsequently,
lens L2 (f = 50 mm) imaged the tip of the MM fiber onto a small (I mm
diameter) 45° rod mirror (47-628, Edmund Optics).

The mirror reflected all of the illumination towards an interferometer, since
the image from the fiber core that formed on the surface of the mirror was mag-
nified (4.5x) to approximately 227 pym. A 50:50 non-polarizing beam splitter
split the incoming light between the sample and reference arms with equal
power. Lenses L3 (f = 100 mm) and L4 (f = 50 mm) reimaged the mirror,
as well as the fiber tip, onto the pupil planes of the human eye in the sample
arm and the microscope objective (Plan N, 10x, NA = 0.25, FN22, Olympus)
in the reference arm.

The split light was collimated by the eye (on the sample arm) and the
objective (on the reference arm). The back-scattered light from the retina
and back-reflected beam from the reference mirror has been combined via the
same beam splitter and split into two equal parts. The reflected light from
beamsplitter was collected by lens L5 and focused by L6 onto ultrafast 2D
camera (Fastcam SA-Z, 2100K-M-16GB, Photron). The magnification between
reference mirror and ultrafast camera was 4.2 times and retina’s pixel size was
3.3 nm. The remaining light, passed back through beamsplitter was obtained
by a small 45° mirror and directed onto 1D (Alkeria, Necta N4K-7-F). line
camera for fast preview and final adjustments before capturing retinal images
via 2D camera. In standard OCT setup configuration this light is typically
lost, however by tilting the reference mirror by about 1° this light could be
collected and used to enable easier imaging. Even though such tilt produces
a tilt in FD-FF-OCT volumes in z axis, this effect is not noticeable when
imaging an eye and can be easily compensated computationally. The tube

39



Swept 2D
Source ca@mera

Fiber
300 m

T T
L

. I
Multimode [
i I
| I

line
camera
T |
| I
| |
I 1
I I
I I
[ I
| 1
| |
&b
]

x10 objective

retina

Figure 3.2: Schematic diagram of the FD-FF-OCT system with a MM fiber.
The design also incorporates a line camera that is used to generate real-time
axial images of the retina for quick visual feedback. ND: neutral density filter.
L1-L7: lenses; BS: 50/50 beam splitter [89].

lens L6 was twice as long as L7 to match field of view for both cameras since
pixel size of 1D camera was 10 pm while 2D camera had 20 pm pixels. Swept
source laser was tuned at 8700 nm/s while both cameras were registering at
60 kHz. During one sweep 512 images with 0.15 nm wavelength shift between
each other were acquired in total of 8.6 ms.

Experiment and analysis

The obtained multi-spectral interferometric retinal images (zyl) were con-
verted into 3D volumes by postprocessing consisting of: subtracting the mean
from each line (along [), apodizing with the Hamming window and applying
fast Fourier transformation (FFT) to convert images from spectral domain to
depth domain. The obtained en-face retinal images were spatially filtered to re-
move the MM fiber illumination induced low-frequency speckles [53] are filtered
using a mask in Fourier space. Filtered and unfiltered B-scans of the retina
are shown in Figure 3.3. Filtering was done in Fourier space using a block of
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22 pixels (6.5 cycles/mm) to filter out periodic structures bigger than 80 pm
(Figure 3.4). Chromatic dispersion correction was also applied together fixing
any probable eye axial motion during each sweep. Despite using a partially
spatially incoherent light source [90] the phase was stable across the whole
image which enabled volumes to be corrected for depth-dependent defocus by
using a sub-aperture approach [91].

A z

Figure 3.3: A representative illustration of the raw (left) and processed data
(right). Interferometric images are Fourier transformed to produce volumetric
image [89].

Finally, after aligning and processing volumes using a correlation based
approach they were integrated incoherently in order to increase signal to noise
ratio [50]. 21st Zernike polynomials (excluding piston, tip and tilt) were used
correct aberrations in the photoreceptor image following by up-sampling with
bi-cubic interpolation. The estimated lateral resolution of the FD-FF-OCT was
4.6 pm and assuming the spectrum as a Gaussian distribution, the measured
axial resolution was 5.6 pm in the air over the 1.7 mm x 1.7 mm field of
view (FOV). As nearly all of the spatial modes were temporally separated by
differential modal group delays exceeding the source coherence time. at the end
of the MM fiber, they did not interfere with each other, resulting in incoherent
addition on the camera thus reducing in the fiber-induced speckle contrast.

The number of spatial modes N affecting the contrast C' reduction can be
estimated using N = 1/C?, assuming all modes are spatially uncorrelated, non-
interacting and have the same energy. Under these conditions, we estimated
that N = 250, based on a contrast of C' = 0.06, calculated using C' = o /(I),
where o is the standard deviation and <I> is the average image intensity. To
experimentally assess cross-talk suppression by the multimode fiber, a 100 pm
thickness, strongly scattering latex phantom was imaged by both single-mode
(SM) and multimode (MM) fibers using the FD-FF-OCT system, along with
a scanning OCT system for comparison, as shown in Figure 3.5 (a).

When using SM fiber crosstalk noise can be seen outside the sample even
though there should be no signal. The crosstalk noise suppression with the
MM fiber can be estimated from these images by SM averaged A-scans by
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En face : En face (filterred)

Figure 3.4: (a) Filtering out fiber-induced speckles in retinal OCT en-face
images by using a block with a diameter of 22 pixels in the spatial frequencies.
NFL: nerve fiber layer. (b) Unprocessed axial OCT images of a latex phantom
acquired with different fibers show that a longer MM fiber features fewer fiber-
induced speckles [89].

MM averaged A-scans, as shown in Figure 3.5 (b). As expected, The SM/MM
curve reaches a maximum suppression value of approximately 15 (11.8 dB),
since estimated 250 spatial modes in the fiber will reduce the cross talk by
N'/2 = 25012 ~ 15 [86,92]. The measured crosstalk suppression could also
depend on sample-to-camera magnification, provided that the number of
excited fibre modes remains unchanged. When the illumination is scaled to
cover the camera field of view, increasing magnification reduces the illuminated
area and the coherence-grain size at the sample, giving tighter spatial gating.
Reducing magnification has the opposite effect and may lower the suppression
in dB. However, larger coherence areas also retain more multiply scattered
light, which can preserve depth-resolved structural information to some
degree [93,94]. A larger spatial-coherence volume has also been shown to
increase penetration in FF-OCT [95]. Crosstalk suppression and imaging
depth should therefore be considered separately. Overall, the decay of scanning
OCT curve is comparable to MM curve suggesting FD-FF-OCT system is
capable of similar cross-talk reduction [89].
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Figure 3.5: Demonstration of optical cross-talk suppression by the MM fiber
on a latex phantom. (a) Axial FD-FF-OCT images acquired with a SM fiber
and a 300 m MM fiber, as well as with a scanning OCT system. (b) Signal
decay curves (averaged A-scans) as a function of depth, derived by summing
all A-scan lines in the images. The black curve was derived by dividing SM
curve by the MM curve [89].
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Figure 3.6: (A) In STOC-T (Spatio-Temporal Optical Coherence Tomogra-
phy), the retina is probed with complex spatiotemporal light fields according
to a wide-field imaging scheme (Full-Field OCT). As a result, there is no loss
of light intensity with applied defocus, as is the case with confocal detection in
scanning OCT methods. However, there is still image blurring associated with
defocus. This blur, however, can be removed by the numerical defocus correc-
tion provided by the signals obtained with high-speed full-field interferometric
registration. This preserves high (5 pm) lateral resolution with significant imag-
ing depth, covering the entire extent of the chorioretinal complex (800 pm). (B)
The complex spatiotemporal light fields guarantee the removal of the optical
cross-talk effect created by scattered light in the sample. In STOC-T, scattered
light that hits the camera pixels without recovering the original structure does
not contribute to interference signals and thus to the volumetric reconstruction.
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DOF enhancement by STOC-T

In Fourier domain Full-field OCT (FD-FF-OCT) the depth of focus (DOF)
(the axial imaging range) does not depend the confocal parameter of Rayleigh
range — a focused beam [37,47,96] but on the Rayleigh range of collimated
beam illumination both sample and a reference mirror. In this interferometer
the interference fringes will form over a long axial range of images but only
in the very focus plane OCT images will be focused while others further away
will be blurred. However, due to inherent FD-FF-OCT high phase stability
images can be restored and deblured over great axial range by numerical defo-
cus compensation as it was shown previously [36]. We have compared STOC-T
(Spatio-Temporal Optical Coherence Tomography) to scanning OCT setup and
demonstrated STOC-T advantages. First, we used a reflective USAF (United
States Air Force) resolution target as a sample and imaged it with both scan-
ning OCT and STOC-T systems. It was imaged along the optical axis acquir-
ing images from each defocused position, as shown in Figure 3.7. We derived
DOF curves from images and compared them (Figure 3.7). The DOF curve
for STOC-T is broader than scanning OCT DOF curve by 2 orders of magni-
tude [97]. The same 10x objectives were used in both systems and the nominal
resolution value was 3.4 pm.
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Figure 3.7: Measurement of DOF in STOC-T and scanning OCT, using a
reflecting sample (USAF Test chart) (A-C) comparison of intensity attenuation
for STOC-T and the scanning OCT, (B) effect of numerical defocus correction
on transverse resolution loss in STOC-T, (C) Comparison of USAF test target
images acquired with STOC-T and confocal scanning OCT at different defocus
values.
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In order to avoid errors and have replicable data, the 10x objective and
USAF resolution target were used as a sample instead of human eye. The
resolution target was made to be translatable along the optical axis. In the
scanning OCT configuration the DOF had a fixed value of 35 pm (for the
lateral resolution of 3.4 pm) and corresponded to the confocal parameter. By
translating sample by 250 and 500 pm below or above focal plane, the signal
dropped to 1 % and 0.5 % of it‘s maximum value, respectively. This drop in
signal corresponds to -40dB in signal attenuation. On the other hand, in STOC-
T such defocus (250 and 500 pm below or above focal plane) reduced signal to
95 % and 90 %, respectively. In this case signal is attenuated by only -1 dB.
Even though by physically defocussing USAF targets leads to blurred STOC-
T images (Figure 3.7 C), the resolution can be restored by computationally
refocusing these images over whole imaging range of STOC-T (4-1.5 mm).

In order to show that broader DOF in STOC-T would provide a wider
axial imaging range in real sample (3D), a strongly scattering phantom has
been used. We have made a controlled volumetric phantom from a mixture
of PDMS (polydimethylsiloxane) and T%O3 as a scatterer [49]. Even though
such phantom scatters light much more than a choroid or a retina, it could be
used to compare STOC-T to scanning OCT and validate differences in imaging
depth at the same lateral resolution as shown in Figure 3.8.

Signals acquired by both methods (in various sensitivities and illumina-
tion configurations were compared by normalizing the obtained volume recon-
structions against the root-mean-square (RMS) of the noise. Figure 3.8 shows
cross-sectional images which were used to derive signal decay graphs as depth
functions. Yellow box shows are which parts were used to integrate signal along
the x axis to produce these graphs. The curve of scanning OCT shows high
level signal in the focal plane and substantially weakened signal in other planes
of the scattering medium and corresponds consistently to OCT signal, obtained
from sharply focused light in a scattering material, described literature [98,99]
and the signal from deeper layer of the scatterer is practically invisible.

On the other hand, the signal obtained via STOC-T setup is visible through
entire thickness of 0.5 mm layer and the attenuation of the signal rises from the
physical extinction processes in the scattering sample. By comparing en face
image reconstruction between both techniques there is a noteworthy difference
at different depths of the sample. The measurement with scanning OCT setup
was conducted in enhanced depth imaging (EDI) configuration (zero optical
path difference is located inside the sample) [100]. This configuration minimizes
sensitivity drop-off in such system.

In conclusion, a crosstalk noise in FD-FF-OCT images can be greatly
reduced by a small core diameter (50 pm ) multimode fiber. Compared
to a deformable membrane a MM fiber allows imaging both choroid and
retina in high resolution at the same time. Moreover, obtained results are
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repeatable and in high detail. Lastly, since MM fiber has no moving parts,
it is a passive and failure resistant device that is suitable for routine use

in medical applications and could spread FD-FF-OCT availability more clinics.
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Figure 3.8: Signal decay as a function of depth in a volumetric scattering
phantom Red arrows in the cross-sectional images denote the axial position
of the en face images shown above. The curves were derived from the area
indicated by the yellow dashed squares.
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Conclusions

Overall, the results demonstrated two improvements to Fourier-domain
Full-Field OCT for retinal imaging. First, coupling the illumination through
a long multimode fiber was shown to suppress crosstalk without any moving
parts. With an estimated N ~ 250 excited spatial modes, the multimode fiber
reduced crosstalk by a factor of &~ 15 (11.8 dB), matching the theoretically
expected (Nl/2 =2501/2 ~ 15) value and reducing crosstalk close to a scanning
OCT system used for comparison. Second, the full field imaging and high phase
stability combined with digital defocus correction gave a DOF two orders of
magnitude broader than scanning OCT at equal lateral resolution (3.4 pm):
at 250-500 pm of defocus. In a volumetric scattering phantom, this translated
into usable signal throughout the entire 0.5 mm sample thickness, whereas the
scanning OCT signal from deeper layers was practically unrecoverable.

Finally, these results reduces the main limitations that have restricted FD-
FF-OCT in retinal imaging: crosstalk from out-of-focus scattered light and
shallow usable imaging depth. This is solved by using a purely passive fiber-
based approach rather than mechanical or active beam-scrambling components.
Since the multimode fiber has no moving parts, it is robust and well suited for
routine clinical use. The extended DOF allows the entire chorioretinal complex
to be imaged within a single acquired volume rather than requiring separate
refocusing steps for retina and choroid. In conclusion, these improvements make
FD-FF-OCT a more robust and clinically practical tool for wider adoption in
ophthalmic imaging.
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3.2. Spatio-temporal optical coherence tomography use for retinal imaging

The key challenge of OCT is to image choriocapillaris (CC) as it has
dense structure and short intercapillary distances (ICDs). Furthermore, the in-
terference from the pigmentation of the RPE (retinal pigment epithelium) layer
and choroidal melanocytes that strongly absorb and scatter light. Commercial
OCT devices have been attempted to be used for choroidal imaging [101, 102]
but system with 15-20 pm resolution cannot properly image 5-20 pm details
of the ICD. Nevertheless, angio-OCT has been used extensively to image the
CC [102-104] but, unlike the retinal microvasculature, the CC has a much
denser capillary network and provides fewer signals. Recent studies has shown
that different choroidal depth images registered via angio-OCT systems are
very similar and it suggests that CC might be projected onto Sattler’s and
other retinal layers as this would explain phenomena of observed dense net-
work deeper than 20 um from the RPE [105]. This lack of distinction between
different choroidal layers renders quantitative analysis meaningless. Many ex-
perimental OCT setups have been used to image the choroid and choriocapil-
laris [106-108]. One of those setups would be ultrafast imaging with a 1060 nm
swept-source laser which produced most promising results by balancing between
lateral resolution and imaging depth [109-111]. Even though reconstructions
of choriocapillaries were great, they were still limited by lateral resolution in
reconstructing the morphology of the chorioretinal complex at different depths.

In Fourier domain Full-field OCT (FD-FF-OCT) the depth of focus (DOF)
(the axial imaging range) does not depend the confocal parameter of Rayleigh
range — a focused beam [37,47,96] but on the Rayleigh range of collimated
beam illumination both sample and a reference mirror (Figure 3.2). In this
interferometer the interference fringes will form over a long axial range of images
but only in the very focus plane OCT images will be focused while others
further away will be blurred. However, due to inherent FD-FF-OCT high
phase stability images can be restored and deblurred over great axial range by
numerical defocus compensation as it was shown previously [36].

Even though large DOF enables decent defocus compensation, the FD-FF-
OCT is fundamentally limited by crosstalk [112], and the deeper tissue layers
are imaged, the worse crosstalk becomes and limits imaging depth. Previ-
ously, crosstalk would be removed by rotating diffuser [37,113] which therefore
reduced axial imaging range. Recently, we have shown that spatial phase ran-
domization tools, such as a long multimode fiber and fast deformable membrane
can efficiently suppress crosstalk in FD-FF-OCT and provide large axial imag-
ing range [3,49,50,88-90,114]. Spatial coherence of the light can be controlled
by both tools eliminating crosstalk and by underfilling illumination pupils in
both imaging and reference arms, a high lateral resolution and high DOF imag-
ing can be achieved (Figure 3.6 (B)). We call the new method spatio-temporal
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optical coherence tomography (STOC-T) to emphasize that the complex spa-
tiotemporal light field (a combination of spatial and temporal coherence of
light) defines its performance. Even though STOC-T and FD-FF-OCT can be
used interchangeably and means the same setup, STOC-T highlights achieved
noise reduction. We have demonstrated STOC-T system used without any
mechanical scanning acquires retinal images with uniform resolution of 5 pm
in all three dimensions, over the entire thickness of about 800 pm. We have
also shown that STOC-T can obtain high-contrast volumetric chorioretinal im-
ages with reduced scattering effects. In order to process acquired data sets
of retinal images and merge them into large field of view highly-corrected 3D
images we used both known and our new developed algorithms. Thanks to all
these advancements both retina and choroid became possible to be imaged with
high transverse resolution at various depths. To our knowledge, this was the
first demonstration when Haller‘s, Sattler's and choriocapillaris layers became
possible to differentiate morphologically [97].

Results

FD-FF-OCT system was used to image two volunteers in vivo: one healthy
45 year old person and one 54 year old patient with photoreceptor degeneration.
The volunteer’s head was supported with a chin-rest place on a 3D translation
stage to adjust eye to the imaging system. Previously mentioned 1D line camera
provided real-time axial retinal images and guided system’s alignment to find
OCT signal and image desired spot of the retina. Lens L4 (Figure 3.2) was
adjusted along the beam axis to compensate for refraction error of the eye.
After all adjustments 2D ultrafast camera was used to obtain volumetric retinal
data. Data processing is described in Figure 3.10.

The retinal and choroid images shown in Figure 3.9 were obtained from
previously mentioned individuals in 0.17 s as 20 volumes were registered. The
cross-sectional (axial) images show an axial span extending over all the major
retinal and choroidal layers, reaching the choroid-scleral junction. Images of
the first volunteer’s retina, recorded 4° temporal from the macula with a dilated
pupil, feature high-contrast details of internal limiting membrane (ILM), cap-
illary plexuses (SCP, ICP, and DCP), and photoreceptors, as shown in Figure
3.9 (a). Individual photoreceptors are visible because of the aberration cor-
rection. Figure 3.9 (b) shows clearly visible blood vessels in Choroid (contrast
inverted). The bottom row of Figure 3.9 (b) shows zoomed-in choroid. The en-
face images are homogeneous and regular different from those in Ref. [3], where
deformable membrane produced spatial modulation artifacts are apparent. The
second volunteer’s (patient’s) images Figure 3.9 (c¢) show the thickening of the
ROST (rod outer segment tips) layer and the irregular structure of COST (cone
outer segment tips) are seen in the axial image are due to the degeneration of
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photoreceptors. Likewise, the choroidal images show noticeable irregularity in
layers closer to Bruch’s membrane (20 pm and 50 pm below it).

cross-section

(b) Choroid (contrast inverted)

Figure 3.9: FD-FF-OCT images of (a) the retina and (b) the choroid of the
first volunteer; (c) axial and en-face images of selected choroidal layers of the
second volunteer with a photoreceptor degeneration condition. The choroidal
images are contrast inverted to give a more realistic representation of the blood
vessels. The distances shown in the choroidal images are those with respect
to Bruch’s membrane. SCP, ICP, DCP: superficial, intermediate, and deep
capillary plexus, respectively; IS/OS: inner/outer segment junction.
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Figure 3.10: Spatial frequency filtering suppresses low-frequency speckles
from the multi-mode fiber and reflections from camera glass. Each en face
plane of the input data is 2D Fourier transformed to achieve a 3D stack of the
spatial spectra. This stack is then integrated along Z to obtain the 2D image,
which is subsequently processed with Hough Circle Transform to find circles.
The resulting rings are employed to construct the mask multiplied by each
XY plane in the spatial spectra stack. The resulting data is inverse Fourier-
transformed to obtain filtered volume.

The utility of this setup for in vivo measurements of the human eye is best
represented by choroid and retinal images. The visible high contrast and clar-
ity is due to minimized crosstalk noise and reduced speckle size (compared to
scanning OCT [3]). Fully opened pupil and computationally corrected aberra-
tions leads to smaller speckles as retina backscatters light from a bigger pupil
it generates smaller size speckles even with aberrations present [86].

The crosstalk noise could be suppressed even more by increasing the core
size of MM fiber which increases the number of decorrelated speckle patterns
[97]. However, this leads to reduced axial imaging range. The imaging speed
could be increased even more, totaling less than a millisecond for whole volume
(10 times faster than currently) but it is limited by the speed of swept source
laser (compared to previously being limited by the membrane [3]).

In order to show improvements in penetration depth into the choroid we
have compared our STOC-T system against two commercially available scan-
ning OCT systems: Spectralis OCT with lateral resolution of 15 pm and depth
of focus of 450 pm, and Triton OCT with lateral resolution of 20 pm and DOF
of 600 pm Figure 3.11 (a). Due to parameter differences, such as scan densi-
ties, exposure times and number of averages, the signals were normalized with
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respect to the reflectance values from the IS/OS layer and the hypo-reflective
signal corresponding to the outer parts of the photoreceptors. Figure 3.11 (b)
shows graphs on a logarithmic scale. STOC-T not only has almost 3-4 times
higher resolution but also DOF is the normalized in-vivo signal-decay profile
is similar to Triton OCT and substantially larger than Spectralis OCT. How-
ever, recent experimental analysis on commercial OCT systems have shown,
that Spectralis and others have higher resolution (around 5 pm) than stated
by manufacturers previously [115].
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Figure 3.11: Comparison of the backscattered signal as a function of depth
with STOC-T and two scanning OCT systems (Spectralis by Heidelberg Engi-
neering and Triton by Topcon) (A and B) B-scans after averaging, (B) quan-
tification of signal drop with imaging depth.
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Chorioretinal imaging and estimate of lateral resolution

Our setup was used to image a larger area of the retina. Figures 3.12 (a)
and 3.12(g) show en face and Figure 3.12 (b) shows axial images generated
by stitching multiple images in the lateral plane. In order to produce these
images we have acquired 30 volumes per single imaging location of 1.7 mm x
1.7 mm in size, within 260 ms. Volumes used for stitching were captured from
32 adjacent locations and final montage resulted in 9 mm by 4.6 mm image.
By using STOC-T we are able to visualize en face view of the retina and see
anatomical details without complex hardware. We have obtained impressive
high resolution images of the structure of the thin Inner Limiting Membrane
(ILM) that separates the nerve fiber layer (NFL) from the vitreous body. The
structure of the membrane is shown in Figures 3.12 (c¢) and (f) while the ar-
chitecture of individual nerve fibers can be seen in Figure 3.12 (d). Closer to
the optic disk the ILM is less distinguishable as the nerve fibers dominate the
area.

The transition between ILM layer and nerve fibers can be seen in Figure
3.12(f), panel (e) shows the ICP. By reconstructing retinal anatomy super-
ficial, deep, and intermediate capillary plexuses (Figure 3.12(e)) layers can
be seen without using OCT angiography. Furthermore, by incorporating
numerical aberration correction [90] lateral resolution can be optimized to the
diffraction limit making visualization of the photoreceptor mosaic possible
(Figure 3.12(g)). After imaging photoreceptors we were able to evaluate
the effective value of the lateral resolution of the images up-sampled and
processed numerically. By using a signal of a single photoreceptor of a whole
photoreceptor mosaic (Figure 3.12(g)) we have estimated lateral resolution to
be 4.6 pm in terms of full-width half maximum (FWHM). In order to meet the
Nyquist criteria for 4.6 pm resolution the sampling has to be done every 2.3
nm. However, our sampling was done every 3.3 pm as slight eye movements
were taken into consideration and measurements were done by 8x numerical
up-sampling and sub-pixel image registration of 30 volumes. This improved
effective sampling beyond the single-frame Nyquist limit. Our method is sim-
ilar to iterative weighted shift-and-add method [116] and an approach where
the phase in the system pupil aperture is modulated by deformable mirror [117].
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Figure 3.12: STOC-T imaging of retinal microstructure Montaged (stitched)
retinal images (9 mm X 4.6 mm) of macula and optic nerve head; and panels
with zoomed-in regions. (A) 15 pm en face projection of the inner retinal lay-
ers featuring the optic nerve discs, retinal nerve fiber layer (NFL), and retinal
ganglion cell layer (GCL) in one image. (B) Cross-sectional image along the
papillomacular axis of the human retina, indicated by red line in panel (A);
(C-F) Details of the inner limiting membrane (ILM), NFL, and intermediate
capillary plexus (ICP) are shown as thin layers (of 5 pm) and zoomed-in for
the locations indicated by the dashed green boxes in (A); (G) STOC-T recon-
struction of 15 pm thick coronal projection of the junction between inner and
outer segments of photoreceptors (IS/OS); the red box in the IS/OS image is
shown zoomed-in to various degrees on the right. The IS/OS reconstruction
was numerically compensated for ocular aberrations revealing photoreceptor
structure (22nd order Zernike polynomials).

56



Choroidal microstructure

Traditionally, choroid consists of three main layers at increasing depths: the
choriocapillaris, Sattler’s layer, and Haller’s layer. While there is no clear di-
vision between Sattler‘s and Haller‘s layers [106], traditionally Sattler‘s layer
contains medium-sized vessels whereas Haller‘s layer is considered as a vol-
ume of larger choroid vessels. Moreover, there is a significant variation layers
thickness between the individuals and the area of the retina. Normally, sub-
foveal zone has thicker choroid while optic disk region has very thin choroid
layer. Choroidal tissue has problematic imaging at different depths as choroid
is heterogeneous optically (Figure 3.13).
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Figure 3.13: A representative cross-sectional image with the locations of
arbitrarily selected projections from the choroid thickness
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Multiwavelength Laser Doppler Holography (MLDH)

Another important use of light and imaging is blood flow monitoring. Laser
Doppler Flowmetry (LDF) is a non invasive technique to assess tissue hemo-
dynamics. It is based on analysis of frequency shifts which are produced when
light is scattered from a moving particle [118]. Since LDF was invented, it was
interesting subject for both research and development of new clinical tools [119].
It was shown, moving particle speed distribution can be calculated by analyz-
ing Doppler spectrum of the laser [120]. Moreover, similarly Laser Doppler
Holography (LDH) was used to visualize bloodflow in human retina label-free
in vivo [121]. LDH detects backscattered and Doppler-shifted optical field
from the retina. It is done by holographic or full-field interferometric setup.
By bandpass filtering power spectral density of the signal blood flow images
are calculated [122]. Typically, ultrafast 2D cameras are required for such
data registration, but it is possible to use a slower camera [123]. Even though
these techniques provide information about blood flow velocity, both LDF and
LDH do not give depth-resolved flow information as they are based on fixed-
wavelength illumination. Instead, they analyze the time-varying optical signal,
which represents the combined contribution of scatterers from all depths. The
signal can be written as:

Urprrou(x,y,t) = dzU(x,y, 2,t) (3.3)

The PSD is calculated from the temporal signal and is used to determine
velocity of a scattered particle. By selecting PSD bands velocity shifted images
are generated (instead of depth-resolved blood flow images).

Depth-selective blood-flow information can be obtained using multi-channel
or multiwavelength Fourier-domain detection [124,125], although conventional
OCTA based on point-by-point scanning is limited by acquisition speed, eye
motion, spatial resolution, and aberrations. Fourier-domain full-field OCT
(FD-FF-OCT) [37] acquires the entire 2D field without beam scanning while
preserving transverse phase stability, enabling high-speed in vivo retinal imag-
ing [40] and extraction of blood-flow information from the same volumetric
dataset. During STOC-T acquisition, optical frequency and time vary si-
multaneously, coupling depth-dependent structure and motion-induced phase;
Fourier transformation of the spectrally resolved signal (U, y,w,t)) provides
depth-resolved data (U(z,y, z,t)), while temporal signal variations reveal tis-
sue dynamics. Phase correction suppresses static structures, while power spec-
tral density (PSD) frequency gating isolates Doppler-broadened components
produced by moving scatterers, enabling quantitative blood-flow estimation
from a single volume. Unlike conventional Doppler OCT, which requires multi-
ple sequential acquisitions [126], this approach can combine high-resolution
structural retinal imaging with OCTA-, Doppler-OCT-, and laser-Doppler-
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holography-like blood-flow information in a single-volume framework.

Wide-area MLDH blood-flow images were obtained by stitching measure-
ments from multiple overlapping retinal locations (Figure 3.14), including the
optic disc and macula, with 255 ms acquisition per location and 32 locations
acquired in 8.2 s [127]. Compared with STOC-T, ICGA, and conventional
OCTA, MLDH provides depth- and flow-sensitive contrast through frequency-
gated power spectral density (PSD). The full 0-30 kHz band predominantly
reveals inner-retinal flow, whereas gating 0-6 kHz enhances slower, larger
choroidal vessels, 6-15 kHz highlights faster choroidal flow, and 10-30 kHz
provides high-contrast visualization of the fastest flows [127]. Thus, frequency-
selective MLDH can distinguish blood-flow components with different velocities
and provide more comprehensive vascular information than OCTA or ICGA
alone [127]. However, when compared to other experiments [128] the flow di-
rection of should be taken into account. Retinal arteries and veins show axial
flow in opposite directions, especially in the optic disk area [128]. This results
in further need to optimize our data analysis.
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0 - 30 kHz
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6-15kHz
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10 - 30 kHz

Figure 3.14: Wide-area blood flow images obtained from MLDH under vari-
able frequency ranges are compared to conventional scanning OCTA (Optopol
Revo), ICGA (Heidelberg Engineering), and STOC-T structural imaging [127].
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Conclusions

This work demonstrated that spatio-temporal optical coherence tomogra-
phy can image the entire chorioretinal complex with uniform 5 pm resolution in
all three dimensions over the full 800 nm axial thickness without any mechan-
ical scanning. Compared to two commercial scanning OCT systems, STOC-T
achieved 3—4 times higher lateral resolution than both Spectralis and Triton
while matching Triton’s depth of focus (600 pm) and exceeding DOF of Spec-
tralis (450 pm). This combination of high resolution and large DOF allowed,
for the first time, morphological differentiation of Haller’s layer, Sattler’s layer,
and the choriocapillaris within the same volumetric dataset. Furthermore, im-
age processing enabled to resolve individual photoreceptors, and large-area (9
mm x 4.6 mm) montage was stitched from 32 adjacent locations which re-
vealed retinal microstructure from the inner limiting membrane down to the
capillary plexuses without additional hardware such as adaptive optics. The
same STOC-T datasets were further shown to support Multiwavelength Laser
Doppler Holography (MLDH), extracting depth- and velocity-gated blood flow
information from a single volume acquisition rather than the multiple sequential
measurements required by conventional Doppler OCT which enabled both slow
choroidal circulation and fast retinal vessels be selectively visualized. However,
this technique should be further improved to differentiate directional contrast
between veins and arteries [128].

In conclusion, these results show that STOC-T provides a single, mechan-
ically simple acquisition capable of resolving chorioretinal morphology better
than it is achievable with commercial scanning OCT and at the same time ob-
taining blood-flow information that would otherwise require a separate imaging.
This combination of high resolution and high depth setup makes STOC-T a
promising research and diagnostic tool for chorioretinal diseases where both
structural detail and vascular assessment are clinically important.
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3.3. Deformable Membrane for modal noise reduction

OCT systems are built to constantly improve two main parameters: sensi-
tivity and imaging speed. In this section an additional improvement to achieve
higher sensitivity will be discussed. Sensitivity determines the image quality
and is defined as the weakest signal that can still be detected above the noise
floor [89]. In OCT, observable noise can generally be divided into three main
types: detector noise, shot noise, and relative-intensity noise [129-131]. In the
STOC-T technique that is based on use of multimode fibers, an extra source
of noise appears. This noise is caused by the fluctuating interference between
correlated transverse electromagnetic modes (TEMs) generated in the multi-
mode fiber (MMF) [131]. The number of excited modes is inversely related
to the generated speckle size observed at the output of a cylindrical optical
fiber. For a set wavelength, by increasing the fiber’s core diameter and nu-
merical aperture the speckles reduce in size. With sufficient modal dispersion
and fiber length, the TEMs can be separated in time. Though, when many
modes are excited, some can degenerate, which lets them interfere and produce
modal noise (multimode fiber induced speckle patterns that are not separated
in time) [132,133] with a characteristic pattern [131,134]. Formula (3.4) shows
how modal noise adds to other noises to the OCT signal:

9 1

_ 2 2 2 2
O noise = N(o—shot + Oreceiver + ORIN + Umodal) (34)

N is the number of statistically independent averaged realizations; the 1/N
scaling is the ideal uncorrelated-noise case. Under ideal conditions, OCT sys-
tems are shot noise limited [129]. In this case, the sensitivity of an FD-OCT
system can be calculated using 3.5 [135].

pPoT krks R Ry

SNRrp-ocT = (R + Ry

(3.5)

here: p is detector responsivity, T' - the camera integration time, x - unidi-
rectional coupling coefficient of the beam splitter ( optical losses included), and
R - sample reflectivity. Therefore, an optimally designed OCT system should
always minimize all other noise sources than shot noise. The detectors are nor-
mally constructed that receiver noise remains low enough to enable shot-noise-
limited detection at standard illumination levels. It is possible to attenuate
both modal noise and RIN using dual balanced-detection method [136, 137].
This method in Spectral Domain OCT achieves over 5dB SNR increase [137]
registering three dimensional images in vivo by reducing autocorrelation arti-
facts and background noise. While this method requires precise calibration for
2 channel detection, it also becomes more expensive and complicated in full-
field detection. A simple solution to use a light source which as lower intensity
fluctuations than shot noise in detector cannot be applied as fluctuations are

61



generated by the MMF itself. This means that the modal noise 3.4 becomes
dominant. It can be suppressed by using a dynamic diffraction element, such
as grating, or agitating MMF as it is described in the literature [133,138,139).
When partial spatial coherence is generated in a long multimode fiber (MMF),
by adding a reflective element that wobbles surface in front of the fiber input
the speckle pattern will be altered . This variation causes multiple incoherent
and quasi-stationary realizations of modal noise to be averaged. Thus, the noise
fluctuation decreases, and the modal-noise variance is reduced. This is done
by a phase-randomizing deformable mirror. When a multimode optical fiber
of 0.22 N A is used, this can be done within a camera exposure of 20 ps [140].
Our aim here is the optimization of STOC-T systems detection performance by
achieving shot noise limited detection which helps achieve higher dynamic range
by multiple volume averaging. This setup is important for effective magnitude
averaging taking into account eye movements. It attenuates speckle contrast,
enhances dynamic range, and resulting in clearer images of cell bodies. To
achieve this, we used a phase-randomizing deformable mirror to dynamically
variate the distribution of illumination intensity in time. We applied a numeri-
cal averaging technique [141] which supported this approach, further increasing
the signal-to-noise ratio (SNR). Finally, a healthy volunteer was used to test
the new method and we have obtained improved cellular-resolution images.

Deformable Membrane

Deformable mirrors are mirrors which surface can be deformed (Figure
3.15), which enable light wavefront control and correction of optical aberrations.
While there are many different approached to create a deformable mirrors, one
of a typical approaches is to make a membrane mirrors based on electrostat-
ics. Membrane mirrors are made by stretching a thin conductive and reflective
membrane over a solid flat frame. It can be deformed electrostatically by ap-
plying different voltages to electrostatic electrode actuators which are typically
positioned under the membrane [142]. Another type of membrane is based
on a low-voltage piezoelectric ceramic actuator which vibrates a thin plate of
reflective-coated glass, metal, or plastic. This vibration generates resonant
modes and deforms the mirror surface relative to the motion of the actua-
tor [143]. The deformable membrane or phase-randomizing deformable mirror
has a continuous surface with relatively long correlation lengths. This can be
explained as a created narrow-angle temporally-random divergence. Randomly-
distributed deformations in the continuous surface at very high temporal fre-
quencies produce many uncorrelated speckle patterns [144].
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Figure 3.15: Deformable membrane capable to modulate surface up to 1.5
MHz, Dyoptica [144]

Experimental STOC-T setup and data processing

A schematic upgrade of the STOC-T experimental setup 3.2 is shown in
Figure 3.16. The OCT system is used as described in Figure 3.2 with and addi-
tional setup for deformable membrane (Figure 3.16) where a 1.5m single mode
fiber (MJ-3A3A-850-5/125-3-1, OZOptics) to gather light from a light source.
SM fiber delivers light onto deformable mirror made by Dyoptika (operation
speed 1.5 MHz), which modulates the pattern onto the multimode fiber (300
m, NA = 0.22, 50 pm circular core). The fibre supports approximately 840
guided modes; over 300 m, differential modal group delays exceeding the source
coherence time reduce mutual coherence between many modes, although near-
degenerate modes may remain coherent. Lenses 11-14 (Figure 3.16) are used
to collimate and focus light onto membrane and then reimage onto the tip of
MM fiber. Such deformable mirror and multimode fiber combination loses up
to 40%, mainly due to coupling.
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Figure 3.16: Additional scheme for deformable membrane for coherence noise
reduction. Optimized configuration to focus light onto DM and then onto tip
of MMF. Multimode fiber is coupled into the setup shown in Fig 3.2.

Spatially coherence reduced light from the MMF is collimated and then
focused through a hole in mirror into interferometer. A 50/50 beamspliter
is used to send half of the light onto the sample, another half is sent to
reference mirror. An objective (PLN10X, Olympus) is used to match NA of
an eye. Scattered light from the retina and reflected light from the mirror
is then recombined with the same beamsplitter onto the high-speed camera
(FASTCAM SA-Z, Photron) operating at 60 kFPS ( 60 000 frames per second)
and which acquires 512 frames for each sweep of the laser. The deformable
mirror (DM) induces changes in the speckle pattern in the fiber output when
DM oscillates at about 1.5 MHz frequency. We capture these modulated image
volumes using a high-speed camera and process them with standard OCT
algorithms. A typical noise structure in the en face images is shown in Figure
3.17(b). By selecting and analyzing noise plane at a z-position, where there is
no object information, and applying a 2D Fourier transform (2D-FFT), a noise
distribution near the DC component is visible (Figure 3.17(c)). This noise can
be reduced by applying 2D-FFT spatial filtering to remove the visible peaks
(Figure 3.17(d)).
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Figure 3.17: Diagram showing the generation and filtering of modal noise
resulting from beating between degenerate modes in a long multimode fiber:
(a) the formation of TEMs over time with degenerated modes that overlap and
contribute to the modal noise; (b) 3D OCT volume with selected characteristic
noise pattern in en face images at the z-position without object information;
(c) Fourier spectrum with DC (direct current or zero-frequency) component
and with marked visible peaks for 2D-FFT filtration (note: that extra filtering
areas are used to filter out camera glass reflection); (d) resulting amplitude
images with and without spatial frequency filtering.

Unfiltered OCT + Membrane

Figure 3.18: USAF target imaged behind ND filter. a) USAF is unrecogniz-
able behind speckle pattern, (b) FFT filtering removes speckles together with
reflective USAF target, (C) deformable membrane enabled, USAF is visible
without FFT filtering.
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We have tested how deformable membrane could be used imaging reflective
samples. A STOC-T setup (Figure 3.17) was used to check speckle reduction
[145]. A positive reflective USAF target behind ND filter. First, images without
membrane were obtained. Figure 3.18 (a) shows overwhelming speckle pattern.
Using spatial filtering in Fourier domain removed both speckle pattern and
USAF entirely Figure 3.18 (b). When deformable membrane was turned on,
obtained image of USAF target was visible without spatial filtering (Figure 3.18
(c)). Even though not all speckles were removed, membrane enabled imaging

reflective image previously sunken in speckle noise.

Figure 3.19: USAF target imaged behind ND filter and scattering layer. After
cleaning speckles via FFT filtering there are still coherence artifacts cover part
of USAF target (left). When deformable is used, these coherence artifacts are
removed and center part of USAF is visible (right).

Further experiments were made with USAF target. USAF was placed be-
hind strong OD (optical density) filter and scattering layer to produce barely
registrable signal from the sample. When scattering layer was used, USAF
was visible even after spatial filtering due to speckled appearance (thus high
spatial frequencies which were not filtered). However, coherence noise was not
possible to remove via Fourier space spatial filtering and part of USAF image
was lost Figure 3.19 (left). When membrane was turned on, obtained and spa-
tially filtered image revealed previously invisible structure of the USAF target
Figure 3.19 (right). These results were promising and further investigation on
biological sample fallowed.

A STOC-T setup (Figure 3.20) was used to check modal noise reduction
on a cucumber cell sample. (Figure 3.21) Images of cells obtained using a
multimode fiber-membrane system designed to reduce light coherence and co-
herent noise. Images captured with the membrane on and off in different slices
are compared. As seen in the XZ and XY slices, the combination of fiber
and membrane reduces noise and allows for higher contrast images. Since the
experiment on cucumber cells gave positive results for noise reduction on pos-
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sible SNR increase. It green-lit further development optimizing DM+MMF
(deformable membrane and multimode fiber) configuration and conducting fol-
lowing experiments. Cucumber cell imaging provides rough estimation how

system will behave imaging human retina.

Camera

U Multi mode fiber

reference

Figure 3.20: STOC-T system with a multimode fiber and deformable mem-
brane for coherence noise reduction. For USAF and Cucumber experiments
identical objectives were used in both sample arm and reference arm.
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Figure 3.21: Cucumber cell images were obtained via STOC-T system using
a multimode fiber (a, ¢, ) and its combination with a membrane (b, d, f) for
coherent noise reduction. The combination helps to get rid of the coherent
noise better as illustrated by the red arrows.

68



System sensitivity

The sensitivity of the STOC-T setup was measured using the standard
method, assuming that the system is optimal and is limited by shot noise.
Thus, sensitivity was calculated without averaging in order to have reliable
information. The power output of swept source laser was limiting individual
exposures. This is due to a lack of swept source lasers at 840 nm with higher
power output and losses produced due to DM-MMF coupling. In such case
measured SNR without averaging have lower coherent noise than shot noise.
By averaging, SNR change differently than should be according to system pa-
rameters.

Sensitivity is typically measured from A-scan taking a peak value and com-
paring it to noise floor. Normally, experiment is made by measuring mirror
attenuated with ND filter (which allows known attenuation). However, since
in our system configuration we filter out low frequencies, a mirror is replaced
by Ronchi grating with known reflectance value at non-zero order. Sensitivity
is calculated using this formula:

Loy
Sens = QOZog(i) - IOIog(T?m) — 10log(RRronchi) (3.6)

Onoise

Figure 3.22 shows system sensitivity which shows what the lowest signal
from an object that is detectable. X axis shows different filter attenuation in
the reference arm while the sample arm filter remained the same. Y axis shows
achievable sensitivity in comparison to noise calculated theoretically. As we
can see, 2D FFT filtering modal noise (including zero order reflections from
the grating) increases sensitivity by 5 dB up to theoretical value (80 dB) [145].
ND filters were tilted to avoid direct reflection onto the camera.

Moreover, not only FFT filtering, but also DM combination with MMF
increases sensitivity and effectively achieves shot-noise limited measurement
conditions. This DM addition to the system leads to ability to average multiple
volumes linearly increasing SNR. Even though, even working near shot-noise
limit, during averaging other noise, such as RIN or modal can arise from the
noise floor and reduce SNR. For this reason we produced experiments with

both reflective and scattering objects to test volume averaging influence to
SNR.
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Figure 3.22: Evaluation of STOC-T sensitivity by using a Ronchi grating as
reflecting object. Sensitivity is measured as a function of reference reflectivity
when noise is reduced with the multimode fiber (MMF) and in combination
with deformable mirror (MMF + DM), for (a) unfiltered data and (b) 2D-FFT
filtered data, in the spatial frequency domain.

Magnitude averaging for reflecting and scattering objects

We can apply numerical magnitude averaging when system is shot noise
limited. This condition enables linear sensitivity growth depending on aver-
aged volumes (increasing total exposure time of the measurement). This is
commonly used in OCT systems to achieved higher SNR [141, 146, 147].

N—
M™9(z, N) Z (3.7)

where N is the number of averaged samples. M is the magnitude-squared
Fourier-transformed spectral fringes [147].

We first tested this method using Ronchi test target as a reflective sample.
30 volumes were recorded at the same target position, each containing 512
spectral points and 512 x 512 pixels. Acquisition time per volume was 8.6 ms.
The data was processed with standard OCT algorithms, both with and without
2D-FF'T spatial filtering. The results indicate that using a phase randomizing
deformable mirror increases the SNR. The highest SNR enhancement obtained
is 13.6 dB [145]. It is achieved by averaging using MMF+DM configuration
and then averaging 30 volumes using 2D-FFT filtering. This result corresponds
to the theoretical model for shot-noise reduction.

The second experiment was done to evaluate the MMF and MMF+DM
configuration using a scattering phantom. The phantom was made to resemble
complex scattering media, such as the retina of the eye or biological tissues,
allowing to evaluate possible advantage of the MMF+DM setup. It was made of
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transparent PDMS with two scattering layers composed of PDMS mixed with
Ti0O, powder. FEach layer contained “IChF” logotypes offset laterally. The
upper layer was about 30 pm thick (90 pm with the logotypes). It was placed
roughly 50 pm above the lower layer, which thickness was a few millimeters
[49]. The magnitude averaging for 30 volumes is shown in Figure 3.23. Top
shows data unprocessed with spatial filtering while bottom shows data where
spatial filtering was applied. In this configuration, the MMF+DM setup with
numerical filtering showed an SNR improvement of about 14 dB. Figures 3.23
b—f illustrate 3D imaging results for four variants: STOC-T with MMF and
STOC-T with MMF+DM, each analyzed with and without 2D-FF'T filtering.
Figures 3.23 e and 3.23 f are visibly cleaned up by 2D-FFT filtering compared to
unfiltered noisy 3.23 b and 3.23 ¢ images. When multiple volumes are averaged,
the negative influence of modal noise is clearly visible. In this case, 2D-FFT
filtering alone increased the SNR by approximately 7 dB which is comparable
to the improvement achieved with the deformable membrane. By combining
both MMF-+DM and 2D-FFT SNR increase dependence on averaged volumes
fallows theoretical curve.

(a) (b) STOC-T with MMF (c)STOC-T with MMF + DM
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Ng,
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g = 400000000000000000
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Figure 3.23: SNR as a function of the averaged volumes for the scattering
object with multimode fiber (MMF), or with a combination of multimode fiber
with deformable mirror (MMF+DM): (a, d) SNR is calculated after each vol-
ume iteration of averaging the magnitudes of 30 volumes; (b, e) reconstructed
B-scans from measurements with only the multimode fiber (MMF); (c, f) B-
scans obtained for the combination of multimode fiber with deformable mirror
(MMF+DM). Solid blue line (MAG theory) represents theoretical increase of
SNR with number of averaged volumes.
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In vivo human retinal imaging

We tested our new STOC-T configuration in vivo to see actual improved
capabilities imaging human retina. The retinal imaging was done in vivo on a
healthy 49 year old volunteer with no retinal diseases. In order to avoid body
movements, volunteers head was stabilized with a standard chin rest. For eye
alignment a letter chard was placed in a conjugated plane to the high-speed
camera (Figure 3.20). To find desired retinal location in real time a line camera
was used [88].

Figure 3.24 compares in vivo retinal images obtained using two STOC-
T configurations: a passive mode with only the MMF (Figure 3.24((a)) and
a passive-active mode combining the DM and MMF (Figure 3.24(b)). The
measurements were taken at a retinal location 5° temporal-superior to the
macula. For this experiment only variation was a switch between MMF and
DM+MMF. However, during the measurement retina’s location slightly moved
(as it is seen in the Figure 3.24(a) and (b) images). Each dataset consisted of
30 averaged volumes which were acquired in total 0.25 s (8.6 ms per volume,
registering 512 spectral images in 512x512 pixel field of view at 60 000 fps).
This short acquisition time minimized the influence of eye movements, which
would blur speckle contrast even more. Figures 3.24(a) and (b) show B-scans
(top) and en face images (bottom) of the inner nuclear layer (INL) for both
setups (left MMF only, right DM+MMTF). Figure 3.24(c) shows summed A-
scans for both MMF and DM+MMEF' configurations. It is clearly visible, that
noise levels in both configurations vary. The MMF+DM setup shows lower
interlayer noise compared to the MMF-only configuration [145]. The choroidal
layer appears slightly different in both averaged A-scans This is due to a small
shift of retinal regions while imaging.
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Figure 3.24: The comparison of in vivo measurement in STOC-T: (a) pas-
sive mode (only MMF) and (b) using a passive-active mode (DM+MMF), (c)
averaged A-scans as a function of depth.
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Conclusions

Overall, this approach to noise reduction in FF-OCT imaging resulted in
development of combination of deformable membrane together with multimode
fiber. This addition to STOC-T system led to improved images, reduced noise,
high SNR and sensitivity reached approximately 80 dB. The use of DM+MMF
combination can be applied for both reflective and scattering sample imaging.
Furthermore, obtained high resolution retinal images in vivo had better than
before contrast. Modal noise reduction enabled multiple volume averaging in
quantities that were not possible before. In conclusion, this upgrade to STOC-T
imaging may support future high-sensitivity retinal STOC-T development and
as a new step reaching to maximize potential of OCT systems even further.
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3.4. High-Throughput Spatio-Temporal Optical Coherence Tomography
(STOC-T)

As discussed in previous section, crosstalk reduction and increase of SNR
was achieved by combining a multimode fiber and a deformable membrane.
However, OCT systems sensitivity is greatly affected by interferometer de-
sign [129] which enables another push for STOC-T development. The heart
of every interferometer is the beamsplitter. In conventional systems where
50/50 beamsplitter is deployed, about 75 % of light is wasted. Photons trav-
eling from a light source are split into two equal parts, and half of the light
goes into the sample. Backscattered photons from the sample travel back to
beamsplitter where 50 % of remaining photons are lost. Typically biomedical
samples scatter only a few percent of light [15] and reference arm reflectiv-
ity has to be significantly attenuated (from almost 100 % to 1 %) to match
sample arm. This means that light from the reference arm is almost entirely
wasted. Usually, to collect more light with the camera illumination intensity is
increased. However, imaging biomedical samples (especially in vivo) phototox-
icity determines the power ceiling of the light source and limits photon budget.
In confocal OCT the throughput problem is solved by a power-conserving fiber
optical circulator [129], which can increase the sensitivity by > 4 dB [148]. The
throughput in FF-OCT was increased by high-throughput dark-field (HTDF)
interferometer design [32] which mainly consisted of 90/10 beamsplitter and a
small pick-off mirror located in the pupil plane. In such setup, 90 % of light
can be sent onto the sample and 10 % to the reference. Pick-off mirror enables
detection through the same beamsplitter facet which is used to inject light into
the interferometer. This way beamsplitter sends 90 % light backscattered from
the sample to the camera. The pick-off mirror separated the illumination light
from the scattered signal. However, this design in TD-FF-OCT forces to use
low etendue light sources and also reduces lateral resolution due to the de-
crease in illumination pupil. The reported SNR increase there was due to the
combination of a dark-field effect rejecting specular reflections and due to HT
(high-throughput) design. Previously, a similar design was used in STOC-T
setup with 50/50 beamsplitter where a pick-off mirror directed backreflected
signal to another camera which was used for real-time imaging and aligning
desired imaging area of the retina [88]. However, such use of pick-off mirror
did not improve SNR and even though that system could use the second chan-
nel for another ultrafast camera theoretically, in practice this would double the
price of whole setup and would require ultra precise alignment which may not
even result actual improvement in imaging quality and sensitivity.

We have combined both advancements into a high-throughput (HT) STOC-
T system which achieves up-to 3.5x higher SNR. We replaced 50/50 beamsplit-
ter with 90/10 and used pick-off mirror to collect the signal through the same
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beamsplitter facet that is used for illumination. Such configuration is possi-
ble when sample scatters light across a wide range of angles (typically, most
biomedical tissue scatters light this way [149].

Methods

The idea behind HT STOC-T can be illustrated by simplifying interferom-
eter into a single arm system. This lets simplify standard beamsplitter into 50
% mirror. By replacing said beamsplitter into normal 100 % mirror, all photons
are sent from the light source into the sample and then backreflected through
the same mirror into a camera. In such situation detector collects 4 times more
photons than with 50 % mirror/beamsplitter. However, this is only true in
ideal conditions where losses from the pick-off mirror are negligible. Moreover,
considering signal-to-noise ratio (SNR)), the SNR for regular FF OCT setup can
be approximated SN R, cguiar < 0.25N Ro, where N is total number of photons
and Ro — coherent reflectivity of sample, 0.25 comes from maximum interfer-
ometer efficiency when light passes 50/50 beamsplitter [32]. Meanwhile SNR
for HT-STOC-T setup is approximated SN Rpr_sroc—1 x r2NRp, where r
is reflectivity of the beamsplitter’s light inlet facet. As a result, and advantage
ratio of SNR can be expressed such as:

SNRyr-sroc-r
SNRregular

= 4r? (3.8)

However, again this is only true for highly scattering low reflective biological
samples (such as retina, cornea) where only a small part of light is scattered
coherently and minimum signal from reference arm is sufficient and as in FF-
OCT SNR can strongly depend on the reference, it can be shown that in the
shot noise-limited detection — where the noise is dominated by the reference
reflection— the SNR increase also scales as 4r2. It is clearly visible that the
advantage of HT system approaches 4 when r reaches closer to 1 which happens
when incoherent reflection is also comparable to zero but still present. However,
when a highly reflective sample is imaged, it also requires a strong reference
signal. In such case the benefit of HT configuration is lost and standard 50/50
beamsplitter becomes more efficient.

HT-STOC-T was combined with a Linnik interferometer (Figure 3.25). As
a light source a swept source laser (Broadsweeper BS-840-2-HP, Superlum),
tunable from 803nm to 878 nm at the maximal speed of 240000 nanometers
per second was used. Laser light was coupled into a single mode (SM) fiber
and imaged onto the ultrafast deformable membrane (Dyoptika) and refocused
into a 300 meters of a step-index multimode (MM) fiber (0.22N A, Low-OH,
M50 um core, FGO50LGA, Thorlabs). This configuration was used to distort
spatial coherence and reduce modal noise in the MM fiber in order to increase
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Figure 3.25: High-throughput STOC-T setup consisting of a light unit (inset)
and an imaging system. In the light unit a swept laser source is coupled into the
long multimode fiber after it is reflected off the deformable membrane (DM).
The imaging system is based on a Linnik interferometer and three imaging
cameras: one 2D ultrafast camera and two line cameras. A USB camera is an
auxiliary camera used to image the pupil plane for the alignment purposes. L1-
L9, achromatic lenses. Red beam shows illumination and the reference beam,
whereas gray beams represent scattered light.

SNR after averaging multiple volumes [145].

Technical part

Here is detailed description of laser path through whole system. Swept
source laser delivers light through SM fiber into ,Light clean-up section®
(marked with dashed line in Figure 3.25). The tip is image onto the ultra-
fast membrane with a 1:1 ratio, forming a 5 pm spot, using lenses I1 (f=50
mm) and {2 (f=50 mm). Then the reflected-off from the membrane is reim-
aged onto the tip of MM fiber (again with a 1:1 ratio) using lenses I3 (f = 50
mm) and 14 (f = 50 mm). Light exiting MM fiber (and ,cleaning section®) is
collimate by lens L1 (f = 40 mm) and then focused by L2 (f = 75 mm) onto
a 1 mm diameter 45° rod pick-off mirror (47-628, Edmund Optics) which was
glued on the center of a glass window (B coated) located in the pupil-conjugate
plane. Illumination is then reflected into interferometer and magnified 1.9x to
94 nm. Then both fiber tip and pick-off mirror is reimaged via lenses L3 (f
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= 150 mm) and L4 (f = 75 mm) onto the pupil planes of the objective lenses
(f = 30 mm) in the sample and reference arms or human eye in the sample
arm. Light is divided into two parts via 90/10 beamsplitter which sends 90
% of the light onto a sample (5.9 mW) and another 10 % (0.74 mW) onto the
reference mirror. Reference mirror made of silver reflects 95 % of light which is
returned and optimally attenuated via second pass through beamsplitter to ~
1 % (0.07mW). Backscattered light is reflected back into beamsplitter and 90
% of it is reimaged with L4 and L3 lenses on the pupil-conjugate plane. Since
we used the same beamsplitter facet for both illumination and detection we
had to solve the problem of stray reflections hitting camera. To reduce back
reflections from optical components, we deliberately selected lenses L3 and L4
based on both focal length and types of anti-reflection coatings. We also con-
sidered the beam paths in the system to circumvent any residual reflections
from being imaged onto the camera.

The pupil plane of the objective lens is magnified twice in the conjugate
plane which makes pick-off mirror to block less than 1 % of the light returning
from interferometer (assuming even signal distribution across a wide range of
angles). For image formation a tube lens L5 (f = 100 mm) made of two doublets
(f = 200 mm) in Plésl configuration for better off-axis performance is used
focus signal onto the 2D ultrafast camera (Fastcam Nova S16, Photron) with
512x448 resolution at 60 kHz rate and pixel size 20 nm. In order to replicate
experiment and compare images with both 90/10 and 50/50 beamsplitters a
replaceable kinematic beamsplitter cube (DFM1BS/M, Thorlabs) was used to
switch between 2 beamsplitters. Furthermore, the system was equipped with
two line cameras (ral.2048-48gm, Basler) in order to obtain real time B-scan
images and for retinal imaging. Both cameras were acquiring a line of 512
pixels at 60 kHz rate and were synchronized with the 2D ultrafast camera. The
first line camera (camera-1 in Figure 3.25) was located in typical 2D ultrafast
camera place for signal registration in the regular STOC-T setup — behind the
output facet of the beamsplitter.

Lenses L7 (f=150 mm) and L8 (f=50 mm) were used to image both
signal and reference onto the camera. The L8 was twice shorter than L5 to
adjust field of view to a similar area as 2D camera because pixel size of line
camera was 7 pm whereas 2D camera has 20 pm pixels. The second line
camera shares the same light path as 2D camera — facing light inlet facet
of the beamsplitter. In order to switch light path between line camera 2
and 2D camera a flip mirror is used. While all cameras are set at 60 kHz
acquisition rate, the swept source is tuned to scan across wavelengths at
8700 nm/s. A single volume acquisition speed is 8.6 ms as 512 images are
obtained during 0.15 nm change between each image. Acquired images form
stacks of multispectral interferometric images (xyl) are converted into 3D
volumes. To reconstruct data the mean is subtracted from each A-line along [
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and apodization function (Hamming window) is applied. Then by using Fast
Fourier transformation (FFT) spectral image sequence is converted into depth
(A—2z). In order to remove low-frequency speckles (induced by multimode fiber
illumination [53]) en-face images are spatially filtered via 2D FFT. Meanwhile,
B-scan images obtained via line camera were cleaned from speckles during
FFT via 1D block mask in the center. Finally, whole volumes are corrected
for image sharpness by using Kurtosis (also correcting accidental sample axial
motion during measurement) and corrected for chromatic dispersion iteratively.

Sensitivity

We have measured sensitivity of the system with 50/50 beamsplitter and
then with 90/10 beamsplitter. However, due to variation in beamsplitter cube
holders (despite using magnetic cage to ensure repeatable positioning) the
beam would deviate after switching from one to another beamsplitter. This
would be fixed by tilting sample and reference to avoid clipping the light from
the pick-off mirror changing the OCT signal which would affect sensitivity
measurement. To track the position of the beam a USB camera (Figure 3.25)
was installed and used to image the pupil plane. To measure if there is any
sensitivity difference using two different beamsplitter facets, 2 line cameras
were used. Camera-1 (Figure 3.25) was used in regular configuration whereas
camera-2 (Figure 3.25) was used to measure the port for HT configuration.
The measured sensitivity for both facets (using 50/50 beamsplitter) is equal to
74 dB. This means that there is no drawbacks in terms of sensitivity to use the
port of the beamsplitter for both illumination and detection. For sensitivity
measurements a blazed grating (150 Grooves, 500 nm ruled diffraction grating,
#64-397, Edmund Optics) was used as a sample and placed behind ND
filter (3.97 OD when measured in double pass). During measurements with
50/50 beamsplitter a 0.6 OD ND filter was used to attenuate reflection to
achieve shot-noise-limited operation by operating the camera close to its
saturation [150].

Sensitivity was estimated using a blazing grating by fallowing a procedure
described in Ref. [145]. The estimation of sensitivity consisted of considering
50 % (3 dB) reflectance of the blazed grating at 850 nm and ND filter
attenuation in the sample arm (39.7 dB). The sensitivity of a single volume
for standard (50/50 beamsplitter) setup was evaluated as 81.2 dB while HT
(90/10 beamsplitter) reached 86 dB. HT configuration increases sensitivity
by 2.8x (4.5 dB) for a single volume acquisition. However, by averaging
multiple volumes sensitivity increases up to 3.5x (4.5 dB). Sensitivity growth
dependence on number of averaged volumes is shown in Figure 3.26. The

system is shot noise limited and sensitivity increases linearly on a linear
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Figure 3.26: High-throughput STOC-T system demonstrates 3.5x SNR in-
crease (~5.4 dB sensitivity increase) over a regular STOC-T with high volume
averaging.

non-logarithmic scale as in theory [141,145]. The sensitivity measured with
line camera was lower than sensitivity measured with the ultrafast 2D camera
due to magnification, pixel size and integration time differences.

SNR

The SNR advantage using HT-STOC-T to image scattering samples was
demonstrated by imaging a mounted USAF target behind a scattering layer
(latex glove). Sample remained untouched during both standard and HT con-
figuration measurements (USB camera was used for minor realignment). Reg-
istered volumes were converted from multispectral (zyl) to depth (zyz) images
and then squared in order to make signal intensity in the images linearly pro-
portional to the sample reflectivity which is needed to accurately measure SNR.
In Figure 3.27 (a, b) we show en face (XY') images of the USAF target on the
same linear scale, and in (¢, d) axial images (X Z) are displayed on the same
logarithmic scale. The difference of SNR between two configurations has been
calculated and results in 3.2x (5.2 dB) increase when HT is used (Figure 3.27
(e)) [150] . To produce the line profile graph, whole images was summed at
each layer (z). The visible signal below USAF target is produced by crosstalk
of high laser coherence (even it is reduced as shown in Figure 3.25).

80



Finally, SNR improvement was demonstrated on retinal images acquired in
vivo. For this experiment we took objective lens out and used a line camera-2
(Figure 3.25) to image retina of a healthy 46-year-old volunteer. Since camera is
capable of recording for tens of seconds, beamsplitter was switched (therefore
configuration was changed from regular to HT) during the retinal measure-
ment and the imaging area was retained which led for better and objective
comparison between two systems. The ultrafast 2D camera could not be used
in this experiment as the whole has to be registered and only then B scan can
be derived from obtained stack of images. Also, camera has only ~3-4 sec-
ond recording capacity (with internal memory of 64 GB) thus proper retinal
imaging and beamsplitter switching becomes close to impossible. Volunteer’s
head was stationed by a chinrest mounted on a 3D positioning stage to achieve
an alignment with the system. Lens L4 (in the sample arm, Figure 3.25) was
adjusted axially to produce sharpest retinal images which meant successful cor-
rection of the eye’s refractive error. B-scans (axial STOC-T images) obtained
from the retina by a regular and HT setups and shown in Figure 3.28 on the
same linear scale.

The images were produced by 20 averaged consecutive B-scans and show
improved SNR when HT mode is used. For this experiment the line camera-1
could not be used in 90/10 configuration, as reflection from the beamsplitter
would be 9 times stronger (9 % instead of 1 %) and a signal from the retina
would be 9 times weaker. Figure 3.28 (a) and (b) only represents improved
signal achieved by the HT configuration and not a total imaging potential
combined with 2D ultrafast camera. Retinal cross-section images shown in
Figure 3.29 are obtained via HT and 2D ultrafast camera combination. All the
major retinal layers can be clearly identifiable in these images [150].
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Figure 3.27: High-throughput configuration improves SNR by 3.2x (5.2 dB)
as measured on a USAF target behind a scattering layer. (a, b) enface images
of USAF target in regular and high throughput configurations, respectively. (c,
d) axial images displayed in Logarithmic scale in regular and high throughput
configurations, respectively. Signal that is depicted behind the USAF target
is a crosstalk artifact. (e) depth profile of a sample derived by averaging A-
scans. Scale bar X Z: 500 pm x 100 pm. XY and XZ images were derived by
averaged 10 subsequent images.
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Figure 3.29: Retinal images acquired with ultrafast 2D camera in vivo in HT
mode. Macula images taken from the same volume at different X Z location.
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Dark field rejects autocorrelation artefacts from a coverslip

The HT scheme is more suitable to be implemented in FD-FF-OCT setups
(e.g. STOC-T) because of the use of slightly spatially incoherent or completely
coherent illumination which fills tiny part of the pupil plane. This enables
efficient division between illumination and detection paths without discarding
substantial part of the signal or illumination. Usually in FF-OCT in both il-
lumination and detection pupil is filled fully which diminishes possible SNR
advantage unless a small etendue light source is used [32]. We have used HT
setup for TD-FF-OCT system with similar parameters [32] and measured x3.5
SNR increase. However, the main influencer was a pick-off mirror blocking
reflection from glass window and freeing extra bandwidth for camera to de-
tect actual signal thus improving SNR. Of course, STOC-T would benefit from
dark-field effect for measuring reflective samples, but the setup would require
tip-tilt stage for adjusting angle of the sample. We have then investigated dark-
field effect on FD-FF-OCT imaging when biological sample is covered with a
coverslip glass. A fresh, peeled and sliced cucumber, was chosen as a biological
sample because of its known structure and transparency/scattering properties.
The principle of dark field detection is based on the mechanical blocking of
reflections that do not carry a useful signal. An opaque disc is placed in the
pupil plane of the lens, which blocks directly reflected light and only lets dif-
fused light through. This results in a higher-contrast image where fine details
and structures are better seen. Figure 3.30 illustrates a portion of the STOC-T
system that performs mechanical blocking of reflections in the conjugate pupil
plane. For this experiment we used standard beamsplitter 50/50 configura-
tion (Figure 3.30) to evaluate dark-field influence for autocorrelation artefact
removal.

As shown in Figure 3.31, the dark field STOC-T system filters out some
unwanted signals and noise. B scans (Figure 3.31 a, b) show that the reflections
from coverslip glass introduces artefacts which are filtered with dark-field mask.
Figure 3.31 c, d shows increased contrast in cellular details while Figures 3.31.
e, f show cleaned-up coherence artefacts forming behind imaging sample.

As we can see, dark-field plays a strong role in eliminating autocorelation
artefacts from reflective surfaces. HT-STOC-T incorporates this effect in some
extent by having pick-off mirror in pupil plane. As mentioned previously, in
order to have full control and efficiency, a Tip-Tilt stage should be integrated
into the head mount for maximum reflection removal in retinal imaging.
However, current setup is sufficient and reflection artefacts do not compromise
final image.
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Figure 3.30: Dark-field STOC-T system for autocorrelation artefact removal
showing insertable block in the pupil plane.
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Figure 3.31: Cell images recorded with the conventional and dark-field
STOC-T system. Axial image (a) shows reflection artefacts produced by cover
glass, which are also visible in XY plane (c, e). The dark field STOC-T system
is able to get rid most of the autocorelation artefacts (b, d, f) as shown by the

red arrows.
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Conclusions

The described high-throughput (HT) STOC-T setup reaches up to 3.5x
(5.4 dB) increase in sensitivity after averaging 30 volumes. This improvement
is achieved not only by changing beamsplitter and choosing another detec-
tion path by using pick-off mirror but also taking into account minor but very
important details and adjustments of the system which led to minimize back-
reflections (discussed in technical description part). Since reference signal is
only 1 % any undesired reflection of similar magnitude would peril sensitivity.
Thus, we have reduced residual reflections to less than 0.1 %. The achieved in-
creased sensitivity graphs in Figure 3.26 compared to the sensitivity-optimized
system in Ref. [145] show the superiority of the HT setup over a regular one.
We have reached sensitivity of nearly 100 dB by averaging 30 volumes (equal
to 0.3 seconds of acquisition time) which exceeds that reported in Ref. [145]
and, as we are aware, suggests the highest sensitivity reported in the literature
for FF-OCT. The selected beamsplitter ratio (90/10) optimizes SNR imaging
low-reflective samples such as retina. In such case it is worth to prioritize de-
livering light to the sample arm while reduced light coming from reference arm
less critical. However, further minimization of light coming from reference arm
would cause an increase in autocorrelation noise thus increasing asymmetry of
the beamsplitter diverges from ideal configuration to reach maximum SNR.

Overall, HT improves FD-FF-OCT usability for medical and research ap-
plications. By increasing obtained light from the sample a low-powered light
source can be used to reduce phototoxicity risk, especially critical in ophthal-
mology. Furthermore, by increasing sensitivity, images can be registered with
less averaging which minimizes motion artifacts during in vivo measurements.
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4. TIME DOMAIN OCT

4.1. Time-domain full-field optical coherence tomography with a digital

defocus correction

Time-domain full-field optical coherence tomography (TD-FF-OCT) is an
interferometric technique used to obtain high-resolution biomedical images. By
using temporally and spatially incoherent light source images can be acquired
from deep tissue layers. However, image degrades when defocus or other optical
aberrations are present, especially in deeper layers. We have implemented
digital focus correction which is possible when both signal and reference arm
lengths are matched. Defocus correction can be applied both on scattering and
reflective samples and defocus compensation can be achieved up to 1mm.

While FD-FF-OCT with swept-source laser provides fast imaging method,
it has reduced lateral resolution due to underfilling illumination pupil, low
numerical aperture (NA) objective and coherence noise which is produced by
spatially coherent laser. Moreover, phase stability of swept source enables ef-
ficient computational aberration correction [36,151] which is greatly reduced
in scanning confocal OCT systems [152,153]. By reducing spatial coherence of
swept source [49], coherence noise (cross talk) can be attenuated while main-
taining aberration correction [90]. However, by using fully spatially incoherent
light source in Time Domain (TD) FF-OCT produced images achieve higher
resolution. This allows using cheaper light source in exchange of the need of
axial sample scanning which increases data acquisition time [23]. Although
TD-FF-OCT cannot computationally compensate for chromatic dispersion be-
tween sample arm and reference, since obtained signal is complex (has both
amplitude and phase information), it is possible to computationally correct for
the blur due to confocal and coherence gate separation [154] caused by refrac-
tive index mismatches between thick sample and reference mirror in air. Even
though, manual correction of the sample in TD-FF-OCT is usually possible,
it is often inconvenient or, especially, in retinal imaging may not be possible.
Such scenario asks for computational aberration correction.

A TD-FF-OCT system was built to demonstrate digital aberration correc-
tion. As illumination source An incoherent white LED (MNWHL4, Thorlabs)
was used. Setup was based on Linnik interferometer which had a pair of
identical dry-immersion 10x microscope objectives (NA = 0.25, Plan N,
Olympus). Hlumination was directed onto the he objectives’ pupil planes using
lenses in 4f configuration (Figure 4.1). Standard 50:50 beamsplitter was used
to split light into sample and reference arms. Returning light from sample and
reference arms were combined with the same beamsplitter and registered via
1440x1440 pixel (pixel size 12 pm) CMOS camera (Q-2HFW-CXP, Adimec).
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A composition of 2 achromatic lenses (f = 75 cm) in Plosl configuration was
used as a tube lens (f = 37.5cm), which resulted in 20.8 times magnification
while sample was sampled every 0.576 pm. Both sample arm and reference
arm were equipped with stepper motors (T-NA08A25-S, Zaber). This enabled
sample axial scanning and moving whole reference arm (green in Figure 4.1).
By reducing optical path difference between sample and reference to temporal
coherence length, the interference pattern was obtained via camera. To even
out signal and reference power, a 0.6 OD neutral density (ND) filter was
inserted into reference arm resulting of 6 % of returning signal. To compensate
for chromatic dispersion, 0 OD but the same thickness ND filter was inserted
into sample arm. Phaseshifting was implemented by mounting a piezo element
(STr-25, Piezomechanik) on the reference mirror holder [155].

camera

tub\e_-’ . reference
50/50_ \/ ~ delay line

AN Sl
A §

LED

light 10| JAl I

BT sample—f_' I-— motor

Figure 4.1: Principal scheme of the FF-OCT system. Dark blue represents
the spatially incoherent LED illumination path, red—spatially coherent laser.
Green boxes indicate translation stages equipped with stepping motors.

Method

To reconstruct a TD-FF-OCT amplitude image A from registered phase-
shifted images formula

A=\/(Iz— L)+ (I — I)? (4.1)
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is used, where Iy, I5, I3, I, are 4 raw images obtained at 0°, 90°, 180° and
270° phase shifts which were done by piezo element in the reference arm. These
raw images could be used to calculate [156] the phase image

(Is — I2)

= arctan————=.
¢ (Is — Ih)

(4.2)

In order to do digital refocusing a 2D Fourier transformation in transverse

plane is made on a complex TD-FF-OCT image A= Ae~' and complex field in
the pupil plane is obtained. Then it is multiplied by quadratic phase distortion
function e *AUZHS) where delta 1 is the defocus-phase coefficient, f, and f,

are spatial frequencies. Then refocus TD-FF-OCT image ;17«6 foc is calculated
by applying inverse Fourier transformation of the pupil plane

Arefoe = FFT Y FFT(A)e MUY (4.3)

The most in focus image was selected by visual inspection from a range of delta
1 values.

The benefit of such selection method is that neither plane location or any
other parameter is not needed to find correct Al value.

Experiment

It was noticed that by defocusing sample an optical path length mismatch
between sample and reference arms is introduced which results in loss of signal.
To overcome this issue, whole reference arm reference optical distance has to
be matched. It was found that whole reference arm (not only mirror but also
objective) has to be translated for defocus compensation. To demonstrate
defocus correction, a high-resolution U.S. Air Force (USAF) resolution test
chart (Highres-2, Newport) was used. Here defocus correction was done up
to Imm of defocus. Figure 4.2 shows conventional microscopy (bright-field)
images recorded by blocking the reference arm and FF-OCT images recorded
at various defocus values as well as their refocused counterparts. First, one
can see that FF-OCT images are already less sensitive to defocus compared
to the conventional bright-field images shown in Figures 4.2 a—d, which has
been pointed out before in the literature[8]. Even FF-OCT becomes blurry
with larger defocus values as shown in Figures 4.2 e-h. Finally, computational

defocus correction can be used to refocus FF-OCT images as shown in Figures
4.2 i-1.
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Figure 4.2: Demonstration of digital defocus correction of FF-OCT images
of USAF target recorded at progressively increasing defocus values of 100 pm,
200 pm, 500 pm and 1 mm. (a—d) conventional bright-field images recorded
with blocked reference arm. (e-h) FF-OCT images. (i-1) defocus-corrected
FF-OCT images.

A dimensionless optical coordinate unit u = 4kznsin2(%) was used to
avoid dependence of N A of the objective and wavelength, where k is the wave
vector, z is the distance along the optical axis, n is the refractive index of
sample medium, and « is the semi-angle of the light cone forming the focus.
Measured depth of field is 10 pm (u = 6.76) which is 100 smaller than defocus
of 1 mm (u = 676.4).
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Figure 4.3: Digital defocus correction of a complex-valued TD-FF-OCT image
of the USAF target defocused by Imm (u = 676.4). The complex-valued signal,
consisting of amplitude (a) and phase (b), is Fourier-transformed (c), then
multiplied by a quadratic phase function (d), and subsequently inverse Fourier-
transformed, resulting in a refocused image (e). An in-focus image is provided
in (f) for comparison.

Figure 4.3 (a) shows that by manually defocusing sample bars become too
blurred to be individually identifiable. As shown in Figure 4.3 (e), by applying
digital defocus correction image can be restored back in-focus. However, com-
pared to focused image (Figure 4.3 (f)), spatial resolution of refocused image is
reduced. In order to find out how defocusing sample manually and refocusing
digitally affects spatial resolution, line profiles over the 1—4 elements in group
number 7 of USAF bars (Figure 4.2) were derived for in-focus, defocused and
refocused images (Figure 4.3).

The refocused bars of group 7 element 4 (181 lines/mm (I pm) corresponding
to spatial frequency of 0.181 pm™1!) are almost irresolvable which is seen not
only in Figure 4.3 (e) but also in Figure 4.4 (a) line profiles. Meanwhile,
neither defocused images nor line profiles of this group are resolvable. Figure
4.4 (b) shows the change of spatial frequencies dependence on image refocusing
depth [155].

To create graph shown in Figure 4.4 (b) both defocused and refocused
images were Fourier-transformed and rotational averaging applied in Fourier
space. Then the Fourier spectrum of refocused image was divided by Fourier
spectrum of the defocused image. It was done at 3 different defocus depths:
100, 500, and 1000 pm. The fallowing values of highest recoverable spatial
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Figure 4.4: (a) Line profiles derived over the bars in elements 1-4, group
number 7 (demarcated by yellow box), for in focus, defocused, and refocused
images, shown in Figure 4.3 (b) Ratio (refocused/defocused) of spatial frequen-
cies at three different defocus values: 100 pm (u = 67.6), 500 pm (u = 338.2),
and 1000 pm (u = 676.4).

frequencies are 0.55 pm ! for 100 pm defocus, 0.25 pm ™! for the 500 pm defo-
cus and 0.15 p m~! for the 1000 microm defocus, which is close to previously
evaluated smallest recoverable 0.181 p m~! for the 1000 pm defocus from the
image. Moreover, not only higher spatial frequencies decay after refocusing but
signal deteriorates too.

Such degradation is caused by fringe contrast reduction due to reference arm
translation to compensate the induced defocus. Even though optical paths are
matched, high defocus values introduce differences in optical fields. In order to
investigate changes in defocused FF-OCT signal two stepper motors for both
sample and reference arms were used. For each sample position, whole reference
arm (mirror+objective) was translated in the same axial direction by the same
size steps in the range from -1 to 1 mm for each defocus value. TD-FF-OCT
images were calculated at each defocus position and a line profile was taken
along the axial direction of the image stack. Three different samples were used
in this experiment (Figure 4.5 (a)): one reflective (USAF) and two scattering
samples (used in Figures 4.5 and 4.9).

For Digital refocusing the Fresnel propagator: exp(—jmAAz[f7 + f7]) was
used. While sample was defocused by Az, digital refocus had to be calcu-
lated using a value of Az/2 when LED was used as illumination source. This
phenomena was studied by applying two layers of scotch tape on the USAF
target and using this sample with both illumination sources: spatially coherent
SLD (SLD850S-A20W, Thorlabs) and LED (M850L3, Thorlabs). Both sources
had central wavelength at 850 nm and were filtered with the same spectral
bandwidth filter resulting 10 nm bandwidth. When laser is used as source of
illumination, induced physical defocus Az need digital refocus propagation of

93



1000

0 -
S| 00
bl | E5
575 =0
@20}t Ly
b= —Laser
Q251 e -500 —LED
30t :?crzizfisﬂuelﬂer + USAF l ] QLED (22}
e — . -1000¢ : :
-1000 -500 O 500 1000 4000 -500 0 500 1000
(a) defocus, um (b) defocus, um

Figure 4.5: (a) FF-OCT signal as a function of sample defocus for three
different samples (reflective, scattering and highly scattering). Black arrow
indicates a position where the reference motor was stopped in order to deliber-
ately mismatch the optical path length of the reference and sample arms. Blue
arrow shows the signal background appearing from the mismatch. (b) Digital
refocusing as a function of physical defocusing using LED and laser illumina-
tion.

Az as well. However, when LED is used as illumination source, for the same
physical defocus Az only a half (Az/2) of digital propagation is needed for re-
focusing (Figure 4.5 (b)). These results were double-checked by calculating the
standard deviation value on all the pixels in the image as the image sharpness
metric and could be explained by difference in PSF (point spread function) for
coherent and incoherent light [157].

Two different scattering samples were made for digital refocusing capability
demonstration. First sample was a folded lens tissue (MC-5, Thorlabs) behind
a highly scattering media. The second sample was USAF target (R1DS1P,
Thorlabs) which was also place behind the a strong scatterer. A combina-
tion of LED (M625L4, Thorlabs) and NA = 0.3 water-immersion objective
(UMPLFLN10XW, Olympus) with f = 18 cm tube lens (SWTLU-C, Olym-
pus) was used for imaging the first sample. Figure 4.6 shows images of a sample
100 pm below the surface. Sample was defocused by 500 pm. To compensate
for the change of optical paths, the reference arm was translated too [155].
However, since silicone oil was used as an immersion medium for the sample,
reference arm had to be translated by n x 500 pm, where n is the refractive
index of the silicone oil. Obtained defocused image shown in Figure 4.6 (b) is
blurred and the most of tissue strands is indistinguishable. However, by ap-
plying digital defocus correction those fibers become visible again (Figure 4.6
(c)). As expected from previous results, image is not completely restorable and
higher spatial frequencies are lost (Figure 4.6 (d)).

The digital aberration correction scheme is shown in Figure 4.7, using a
pair of defocused nanoparticles as an example. The procedure does not require
the knowledge of the focal plane location or the refractive index change in the
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Figure 4.6: Digital defocus correction of FF-OCT images acquired 100 pm
beneath the lens’ tissue surface. (a) In-focus FF-OCT image, (b) FF-OCT
image physically defocused by 500 um. (c) Digitally refocused FF-OCT image.
(d) Spatial frequency spectra for three images displayed in (a), (b) and (c).
The images are normalized, whereas curves in (d) are produced from (non-
normalized) FF-OCT images.

sample, or any other system parameter. The figure demonstrates how the two
severely defocused nanoparticles can be resolved after digital defocus correction
using Equation 4.3. It also illustrates that phase is recorded together with the
amplitude which gives rise to a complex-valued FF-OCT. The line profiles taken
along the same pixels in defocused and refocused images of the nanoparticles
show dramatic signal increase.

Another experiment was made to demonstrate digital defocus correction
for point-like objects. It was tested on a low-scattering phantom consist-
ing of sub-diffraction FeO nanoparticles suspended in a transparent matrix of
polyurethane. The magnification was doubled by replacing the tube lens with
two achromatic lenses arranged in Plosl configuration to give the focal length
f =375 cm (instead of the original 18 c¢m). Viscous silicone oil was used as
an immersion medium to ensure that any unintentional floaters in the immer-
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Figure 4.7: Digital defocus correction using complex-valued FF-OCT sig-
nal and quadratic phase function on sub-diffraction FeO nanoparticles. The
complex-valued signal is Fourier-transformed and multiplied by a quadratic
phase function (phase corrector) and then inverse Fourier-transformed, which
results in a refocused image when a phase corrector is used. An image quality
metric was used to find the optimal phase corrector.

sion medium will be slowed down and, therefore, will not generate significant
image artifacts. Figure 4.8 (a) shows an en face FF-OCT image of nanoparti-
cles recorded 1.5 mm away from the surface of the sample. The image shows
significant blurring that visually looks like defocus. However, the blur appears
not because of defocusing of the sample but because of the refractive index
mismatch between the immersion medium and the sample, which causes the
focal and coherence planes to separate. ‘Coherence plane’ can be defined as a
plane inside a sample that is at the same optical distance from a camera as the
reference mirror. When imaging inside a sample that has different refractive
index (np) than immersion medium (nsy), the focal plane shifts forward by z
n1/ns and the coherence plane and backward by z ns/n; , where z is distance
from sample surface [156].To realign the planes one can move the delay line in
the reference arm [158].
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Figure 4.8: Blurred (a, c¢) and digitally refocused (b, d) FF-OCT images
of FeO nanoparticles embedded in polyurethane. (a, b) enface FF-OCT and
(¢, d) axial (B-scan) images derived from acquired stack of images. (a) en
face FF-OCT images recorded at the depth of 1.5 mm featuring a severely
blurred image of nanoparticles, which is corrected in (b). (c) axial (X Z) image
of nanoparticles showing in-focus nanoparticles at the top of the image and
progressively defocused nanoparticles below that are corrected in (d). XY (en
face) and X Z (axial) images were derived by maximum projection of 30 and
1,440 adjacent images, respectively.

However, it is possible to try to correct for the blur computationally using
the same Equation 4.3 as in the previous two examples [155]. The difference,
however, is that the correction coefficient z will vary for each plane. This is
because the sample does not scatter light strongly; therefore, we can image

deeper over a couple of millimeters which causes significant refractive index
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mismatch changes and, hence, increasingly stronger blur. Thus, the amount of
blur will change as a function of depth, requiring that the correction coefficient
z in Equation 4.3 be adjusted for each plane separately when a stack of images
is acquired at different axial positions. To this end, we automated the process
of finding optimal z for each plane by estimating image quality for a broad
range of z values. We chose the standard deviation of all the pixels in the
image as the image quality metric.

Figure 4.8 (b) shows an en face FF-OCT image of nanoparticles after digital
refocusing the defocused image shown in Figure 4.8 (a). Axial images, shown
in Figures 4.8 (c and d), were derived by performing the maximum projection
of the whole stack of 1,440 images before and after refocusing. One can notice
a clear limitation of the imaging depth in Figure 4.8 (c) due to the nanoparti-
cles appearing so defocused that it results in almost homogeneous background
beyond 1 mm depth. Therefore, digital aberration correction extends the us-
able imaging depth and produces a sharp image of nanoparticles that were
previously submerged in noise.

Last experiment was conducted to demonstrate advantage of a LED over a
spatially coherent laser in the FF-OCT. Sample used was USAF target behind
400 pm scattering medium. First, as illumination source LED was used in com-
bination of microscope objective and tube lens. Imaged in-focus USAF target
is visible with some artefacts due to thick scatterer (Figure 4.9 (a)). However
using laser as illumination source in the same conditions reveal only cross-talk
noise which eradicates FF-OCT signal (Figure 4.9 (b)). By physically defocus-
ing sample (lit by LED) by 1 mm we lose all distinguishable features (Figure
4.9 (c)). However, after applying digital decofus correction, while USAF tar-
get becomes visible again, images is degraded and lost smaller features (Figure
4.9 (d)). The deterioration of spatial frequencies after refocusing is shown in
graphs in Figures 4.9 (e) and (f). Refocusing recovered spatial frequencies be-
low approximately ~ 0.03pm ™! higher frequencies were not recovered and were
lower than imaged USAF target without scattering media because resolution
and contrast is suppressed by multiply scattered photons.

By physically defocusing and digitally defocusing it was noticed the decrease
of the signal attenuation by increasing sample scattering. While typically mul-
tiply scattered photons are considered as a negative aspect to OCT signal,
in these experiment they provided a benefit [159]. Comparing lost signal by
manually defocusing sample and then digitally refocusing it was noticed that
imaged USAF target without any scatterer suffered 20 dB loss of the signal af-
ter refocusing, lens tissue sample lost 10 dB and USAF target put behind 400
pm thickness scatterer lost only 5 dB of the signal. This suggests that multiply
scattered photons in the media carry OCT signal. The temporal delay of these
photons is shorter than the coherence time of the illumination source which
leads to contribution to the FF-OCT signal [158].
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Figure 4.9: Digital defocus correction in FF-OCT imaging through highly
scattering media: a demonstration using a USAF target beneath 400 pm of a
scattering material. (a) In-focus image of the USAF target. (b) Same image as
in (a) but acquired with a laser. (c) USAF target image defocused by 1 mm.
(d) Computationally refocused defocused USAF target. (e) Spatial frequency
plots for the USAF target’s in-focus, defocused, and refocused images. (f) Ratio
plots of normalized spatial frequencies.
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Conclusions

Overall, these experiments demonstrated that phase stability of the
complex-valued TD-FF-OCT signal allows strongly defocused images to be
digitally refocused, provided that the optical path lengths of the sample and
reference arms are re-matched after the sample is physically defocused. Digi-
tal refocusing has shown that the usable imaging depth could be extended to
500-1000 pm, about two orders of magnitude beyond the 10 pm physical depth
of focus of the imaging objective. It was done on both reflective (USAF target)
and scattering (paper tissue, nanoparticle sample) samples. The correction was
found to depend on the coherence of the illumination source: only a spatially
incoherent LED illumination allows usable digital refocusing through strongly
scattering media compared to coherent laser illumination which is dominated by
cross-talk noise and defocus correction is unusable. Refocused images lost sig-
nal value by roughly 20 dB in free space and up to 5 dB behind a 400 pm -thick
scattering layer. High spatial frequencies (above a2 0.15-0.55 nm™~1, depending
on defocus depth) were not recoverable which suggests that multiply scattered
photons within the coherence gate contribute usefully to the refocused signal.
In conclusion, these results are particularly significant because they remove the
need for mechanical refocusing or repeated sample re-scanning when imaging
through scattering media. This is especially important for imaging deep or
heterogeneous tissue where manual refocusing is difficult or impractical. This
method is also applicable to in vivo retinal imaging, where physical refocusing
is difficult.
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4.2. Time-Domain Full-Field Confocal Optical Coherence Tomography with
Digital Scanning

Optical coherence tomography can be split into scanning and Full-field
OCT. Full-Field OCT without the need of transverse scanning quickly obtains
high resolution images via 2D detectors, such as CMOS cameras and is optimal
of in vivo en face retinal imaging. However, the main drawback of such systems
is the lack of confocal gating thus shallower imaging depth and reduced sen-
sitivity is observed. Confocal gating reduces the incoherent signals that reach
the detector and worsens signal to noise ratio (SNR) [33]. The sensitivity of
FF-OCT system can be increased by using dark-field detection [31,32] which
rejects specular reflections but multiply scattered light is still left unfiltered.
Confocal scanning OCT can be sped up by increasing the number of scanning
spots on the sample [160,161]. One of traditional approach to achieve fast par-
allelization is to use Nipkow disk for illumination and a camera instead of light
sensor for detection thus achieving 1 kHz confocal imaging rate [162]. This can
be applied to interferometric imaging [163]. Another way of parallelization is
to implement Digital micromirror devices (DMDs).

DMD

DMDs (Figure 4.10) are flexible and accessible tools that are able to gen-
erate arbitrary illumination patterns, such as multiple spots [164] and are used
in confocal microscopy both for illumination and detection using individual
mirrors as pinholes for confocal effects [165,166].

Digital Micromirror Device Array of micromirrors
(DMD)

Figure 4.10: Digital Micromirror Device consists of an array of individually
addressable mirrors [167].

The Digital micromirror device (DMD) is a part of devices known as micro
electromechanical systems (MEMS) and work as a light switch (Figure 4.11).
Accelerometers, pressure sensors, and micro-actuators also belong to MEMS.
The DMD is monotonically created during CMOS-like processes on a CMOS
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memory. Every "pixel" is a light switch made as an aluminum mirror, (a few
micrometer size) which reflects light in one of two directions. The direction
depends on the memory state. By introducing voltage difference between the
mirror and the memory cell, electrostatic force enables mirror rotation [168].
Typical rotation of the mirror is 4+/-10 degrees. Image shows micromirror de-
vice in detail. DMD usually come in a large number pixel array and provide
high modulation speed (typically several tens of kHz). DMDs are used in real-
time applications, such as for high-resolution microscopy where illumination
shaping and scanning is required [169]. DMD combined with camera using
rolling shutter was used to obtain OCT images previously [33]. Comparable
DMD use for line sectioning was later demonstrated in Flood-Illumination Oph-
thalmoscope [170]. Similarly to DMD line scanning, illumination line scanning
combined with camera in rolling shutter mode was later applied in Adaptive
Optics Rolling Slit Ophthalmoscope for phase contrast imaging [171].

Mirror —10 deg

Mirror +10 deg

7 cmos
Landing Tip /" Substrate

Figure 4.11: Two DMD pixels (mirrors are displayed as transparent) shown
in detail in "on" and "off" positions simultaneously [168].

DMD can activate every N** micromirror to generate multiple spots thus
enabling scanning by displaying N2 DMD patterns per camera frame, totaling
N? patterns. This technique is popular in fluorescence confocal microscopy,
but imaging weakly reflective images in reflectance configuration is challenging.
Fluorescence imaging can easily solve the main DMD problem — backscattering
from DMD itself [172]. It is done by using spectral filters. However, there is
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no such option in reflectance microscopy. This is still applicable for highly
reflective samples [165,173,174] as the signal from the surface is stronger than
backscattered noise. On the other hand, the use back-reflections from the DMD
add shot noise which can bury low reflected details in the image.

Setup

We have constructed Full Field OCT system with confocal optical sec-
tioning which uses DMD by creating one array of confocal illumination spots
and another array confocal pinholes which rejects light coming out of focal
plane. DMD is used in double pass [175] configuration but both illumination
and detection paths are split onto different halves of the DMD chip where il-
lumination spots and pinholes [176] are generated. The utilization of DMD
in regular double-pass setup for FF-OCT is limited due to backreflected and
scattered light coming from sub-structure of the micromirrors is stronger than
obtained light from sample itself. This leads to lack of utilization of DMD as
a convenient spatial light modulator for FF-OCT systems. However, we have
found and patented [177] a way to go around such limitation and separate con-
focal illumination and spatially filter registered signal. Our patented invention
shown in Figure 4.12 is described as reflective confocal microscope which uses a
DMD with a divided working area: one sub area used for sample illumination,
another dedicated for signal detection.

The patented confocal microscope setup was transformed into FF-OCT mi-
croscopy system (Figure 4.13) which enabled to examine it’s benefits further.
The setup is built around Linnik interferometer which uses two identical ob-
jective lenses (10x/0.25, Plan N, Olympus, Tokyo, Japan) for sample and
reference arms achieving 1.6 pm lateral resolution. A DMD - digital micromir-
ror device (V-7001, Vialux, Chemnitz, Germany) is used to create illumination
and detection patterns. The DMD is made of individually addressable 13.7 pm
x 13.7 pm micromirrors in 1024x768 array. The micromirrors can flip at 22.7
kHz rate (dead time 44 ps) between “on” (4+12°) and “off” (-12°) positions and
produce controlled illumination pattern. Due to flipping axis of micromirrors,
the DMD is mounted at a 45° angle relative to the optical table in order to
have both illumination beam and reflected light pass parallel to the table. As
a light source, a 660 nm LED (M660L4, Thorlabs, Mélndal, Sweden) is used
with a spectral bandwidth of 20 nm (FWHM). In order to achieve even illumi-
nation on the DMD surface and reduce scattered light in the system a Kohler
illumination configuration was built (not shown in Figure 4.13). In FF-OCT
such configuration significantly increases signal-to-noise ratio. By determin-
ing temporal coherence (using relation Az = (2in2/7)\2/AN ~ 9.6um in air)
gating we have estimated it to be 9.6 pm.

Illumination light is incident on the DMD at a 24° angle relative to its
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Figure 4.12: Only one beam (and a light spot on the sample) is shown for
illustrative purposes. The LED-emitted light beam is collimated by a lens
and the resulting collimated light is delivered onto the illumination part of the
DMD device. Beamsplitter used for such microscope naturally leads to further
development of interferometer for OCT implementation [177].

surface normal. Each micromirror is tilted such that its normal forms a 12°
angle with the direction of the incident or reflected beam. In multi-spot mode,
a defined subset of micromirrors on one half of the DMD (region A in Figure
4.13) is switched to the “on” state, while the rest remain “off,” producing an
array of illumination spots. This illumination pattern is directed onto the
sample by lens L2 (f = 200 mm) in combination with the objective lens (f =
18 mm). A non-polarizing 50/50 beam splitter has dual use. First, it divides
the source light between the sample and reference arms. Second, it recombines
the backscattered light from the sample and light reflected from the reference
mirror.

The recombined beam is then projected by lens L3 (f = 200 mm) onto the
second half of the DMD (region B in Figure 4.13). On this half, a digital pinhole
array is generated by setting micromirrors corresponding to pinhole locations
“off” and the remaining micromirrors “on.” This forms a confocal detection
scheme, ensuring that only light originating from the illuminated sample spots
passes through the pinholes to the camera. Back-reflections produced in region
A when illuminated by the LED are directed back toward the source and are
prevented from reaching the camera, contrary to alternative configurations.

In order to ensure high image quality, lenses L2 and L3 each are made
of two f = 400 mm achromatic doublets arranged in a Plossl configuration,
which preserves high resolution across whole field of view by minimizing off-

104



axis aberrations. The interference pattern formed on the DMD half containing
the digital pinholes is reimaged onto a CMOS camera (acA2040-180kmNIR,
Basler, Ahrensburg, Germany) using lenses L4 (f = 150 mm) and L5 (f = 100
mm). The camera has a resolution of 2048 x 2048 pixels, each 5.5 pm in size,
with a full well capacity of 11.9 ke-. When operated with a 512 x 512 pixel
region of interest (ROI), it can reach up to 700 frames per second. Under these
conditions, the resulting field of view was 380 pm x 380 um. The reflectance
of the reference mirror was set to 2 % to match R;,. (the incoherent sample’s
reflectivity). And using Formula 4.4, where £, is full well capacity (FWC) of
the camera, the sensitivity of the system was calculated as:
sensitivity = §N§mtL (4.4)
4 RZTLC
A three-axis translation stage driven by a stepper motor (T-NAO8A25-S,
Zaber, Vancouver, BC, Canada) was used for sample mounting. This allowed
imaging at different focal depths, enabling depth scanning and 3D reconstruc-
tion of the image. The entire reference arm was placed on an independent
translation stage, serving as a time-delay line for precise adjustment of the
optical path length between the sample and reference arms. To phase-shift
and acquire images, the reference mirror was mounted on a piezoelectric actua-
tor (STr-25, Piezomechanik, Miinchen, Germany), which introduced controlled
phase shifts to the reference beam. The final FF-OCT image was reconstructed
from these phase-shifted frames according to

Eocr = (E1 — E2)* + (Ey — E3)® + (B — E3)? (4.5)

FE1, Fs and Ej3 are the camera intensities acquired at phase shifts of 0°, 120°
and 240°.
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Figure 4.13: Principle scheme of the FF-OCT system with confocal gating
implemented with the help of DMD. Ll—aspheric collimator (f = 16 mm);
L2-L3—achromatic lenses (f = 200 mm); L4—achromatic lens (f = 150 mm);
L5—achromatic lens (f = 100 mm); BS—mon-polarizing 50/50 beamsplitter;
DMD—digital mirror device; LED—light-emitting diode. A mirror is mounted
on a tip-and-tilt mount in order to adjust it such that two parts of the DMD
are conjugated. The optical path of only three beams is shown for the sake of
simplicity. Inset shows the arrangement of the illumination (A) and detection
(B) parts of the DMD. The parts are arranged such that they are as far apart
from each other as possible.
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Results

The system could also be run in full-field illumination mode by setting
all micromirrors to the “on” state on the illumination side of the DMD, while
switching all micromirrors “off” on the imaging side. This configuration made a
uniform illumination field. For multi-spot illumination only specifically selected
micromirrors on the illumination half of the DMD were activated, generating
an array of separate light spots. The light reflected from the sample then
passed through the imaging half of the DMD, where a matching pattern of
micromirrors was turned “off” to form digital confocal pinholes, sending the
signal toward detection. Using a mirror mounted on a tip-tilt stage accurate
alignment between illumination spots and pinholes was achieved (Figure 4.13),
and ensured out-of-focus light was suppression while light from each illuminated
spot passed through its corresponding pinhole.

To scan the entire field of view of the sample, the DMD displayed a se-
quence of various micromirror patterns within a single exposure of the CMOS
camera. This approach enabled rapid multi-spot imaging without requiring
synchronization between the DMD and the camera. Every illumination spot
was made of one “on” micromirror, while the corresponding detection pinholes
were combined from 2 x 2 blocks of “off” micromirrors on the imaging side of
the DMD. The spacing between spots and pinholes was varied to balance opti-
cal sectioning capability, imaging speed and cross-talk. In particular, spacings
of 15, 7, and 4 for micromirrors to be set as a spot/pinhole were tested, requir-
ing 225, 49, and 16 different DMD patterns in order to image whole sample.
For each spacing, all patterns were displayed during a single camera exposure.
As the number of patterns increased, the illumination time had to be decreased
for each individual pattern. Because of the limited output power of the light
source, this led to weaker signals per pattern, showing the trade-off between
the acquisition speed of the camera and the strength of the registered OCT
signal [175].

We did not only multi-spot scanning but also employed a multi-line scan-
ning method. Instead of generating arrays of individual spots, alternative DMD
patterns were used to form line-shaped illumination and detection regions. As
in the multi-spot experiment, the illumination lines had width of one micromir-
ror, while the detection lines had width of two micromirrors and a spacing of
15 micromirrors between each line. Since the pattern is periodic in only one di-
rection, such line-scanning approach shortens acquisition time by reducing the
number of required DMD patterns. For instance, only 15 patterns were needed,
compared to 225 for multi-spot scanning with the same spacing. Fewer patterns
make it possible to capture images faster within a single camera exposure. The
drawback is that line illumination and detection achieve only partial confocal
sectioning, suppressing out-of-focus light in one direction but not the other. In
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order to demonstrate the benefit of using a multi-spot/multi-line scanning in
FF-OCT, we first measured the axial response, otherwise called the “optical
sectioning curve” (Figure 4.14), by placing a mirror in the sample arm and
moving it along the optical axis while the reference arm was blocked.

1.0

regular

0.8 ~ - = = 15 multi-line

0.6+

intensity (a.u.)

0.4 -

0.2 1

0.0 — T

defocus (um)

Figure 4.14: Optical sectioning curves in regular, multi-line, and multi-spot
FF-OCT microscopy with different pinhole spacings, which are specified in the
number of micromirrors.

Experiments were performed with different pinhole spacings. The measured
intensity profile showed a peak with a non-zero baseline, caused by cross-talk
between neighboring spots or pinholes. This baseline increased for smaller pin-
hole spacings, since cross-talk starts appearing at smaller defocus values. How-
ever, the curve shape and the full width at half maximum (FWHM) remained
nearly constant at about 12 pm for all spacings.

Contrary to an experiment in the multi-spot mode with the same pinhole
spacing, for the multi-line mode the sectioning curve was broader and did
not decrease as sharply. This behavior is expected and agrees with results
from line-scanning FF-OCT using a rolling shutter camera which was done
previously [33]. During our experiment in standard full-field mode, the inten-
sity showed almost no variation over the same axial range (Figure 4.14). The
advantages of multi-spot scanning for FF-OCT imaging were further demon-
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strated on a scattering sample made of a US Air Force (USAF) resolution
target (R1DS1P, Thorlabs) placed beneath a 160 pm thick scattering layer
of polydimethylsiloxane (PDMS) with embedded TiO5 nanoparticles (Figure
4.15).

multi-spot FF-OCT multi-line FF-OCT regular FF-OCT

Figure 4.15: FF-OCT images of the sample composed of a USAF target
mounted beneath a scattering layer acquired in (a) multi-spot, (b) multi-line,
and (c) regular modes. Scale bar, 50 nm. Images are presented using different
intensity scales for comparison: (a) 0-10,000, (b) 0-2000, and (c) 0-200.

By mixing Sylgard 184 silicone elastomer with its curing agent (Dow Corn-
ing, Midland, MI, USA) in a 10:1 volume-to-volume (v/v) ratio The PDMS film
was prepared. Titanium dioxide (7902, 14027, Sigma-Aldrich, St. Louis, MO,
USA) was then added at 1 % weight/volume (w/v) and mixed until uniform
consistency. In order to eliminate bubbles, the mixture was centrifuged for 1
min at 20,238xg and further degassed under vacuum for 30 min. A PDMS
sheet was produced by placing 20 pL of the mixture between two coverslides
while a coverslip was used as a spacer. This "sandwich" was cured at 80 °C
for 1 h [175]. Figure 4.15 shows a comparison of FF-OCT images recorded in
different modes. For demonstration, the multi-spot mode was operated with a
relatively long camera exposure of 200 ms, resulting frame rate of only 5 Hz .
In contrast, both the multi-line and conventional full-field modes were recorded
with 20 ms exposure time, resulting 50 Hz frame rate. To make the compari-
son consistent, the conditions of the experiment were tuned. First, as described
earlier, the highest SNR is obtained when the reflectivity of the reference arm
matches the level of incoherent light returning from the sample.

As it changes between each imaging mode, different reflectors on the refer-
ence arm were used. Specifically, for the measurements in the full-field mode an
absorptive neutral density filter functioned as the reference reflector. During
imaging in both the multi-spot and multi-line OCT modes a lower-reflectivity
color filter was used as a reflector. This ensured optimal reference reflectivity
during each experiment. Second, illumination intensity was adjusted so that
the detector received the same amount of signal in all modes. In practice, the
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multi-spot mode required the maximum available LED power, whereas for the
multi-line and full-field modes, the illumination was reduced to match the sig-
nal intensity from the sample arm. The FF-OCT signal is much stronger in
confocal scanning mode (multi-spot) in comparison to the standard full-field
mode (shown in Figure 4.15(a)). This improvement happens because the con-
focal gate (12 pm (FWHM) aligned with the USAF target plane) suppresses
light from out-of-focus planes (scattering layer above). As a result, more illu-
mination light reaches the target, and more of the scattered signal from the
target is collected. In line-scanning mode, the intensity of FF-OCT signal is
between that of the multi-spot and standard full-field configurations. This can
be explained by the presence of partial confocal sectioning, which is less effec-
tive than in the multi-spot regime. To evaluate the upgrade in image quality,
the signal-to-noise ratio (SNR) was estimated for each image. SNR was defined

Vvsignal 9
std(v/background)

where the signal corresponds to the OCT signal intensity on the USAF tar-

using

SNR = ( (4.6)

get bars, and the background is taken by misaligning coherence gate and mea-
suring OCT signal there. For the standard FF-OCT image (Figure 4.15(c)), the
SNR was 67. In comparison, confocal scanning (Figure 4.15(a)) yielded an SNR
of 1914, which improved 29 times. Meanwhile, the line-scanning configuration
produced results in between as an SNR was 529.

The confocal sectioning is further demonstrated by the optical sectioning
curve in Figure 4.14, which has an FWHM of 12 ym. For instance, a signal
coming from 10 pm deeper (or higher) compared to the focal plane would be
reduced about tenfold during confocal scanning, while it would remain un-
affected in conventional FF-OCT. This suppression of scattered light out of
confocal plane accounts for the substantial SNR increase using with confocal
detection.

In order to illustrate the benefits of multi-spot imaging, a biological sample
was imaged at multiple depths. Figure 4.16 clearly displays maximum intensity
signal derived from resliced image stacks of a cucumber, obtained using both
multi-spot and regular full-field. The stack was imaged from 20 pm beneath the
sample surface to a depth of 1 mm, with an axial increment of 1 pm between
successive frames. Across the entire depth range, the multi-spot setup reveals
a greater amount of structural detail. At depths exceeding approximately 400
pm, structural features are no longer visible in the standard imaging mode.
However, the multi-spot approach still enables imaging sample structures down
to nearly 800 pm deep in the tissue [175]. This example shows that the increased
SNR provided by multi-spot imaging produces a qualitative improvement in
image content when confocal effect rejects incoherent background signals.
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multi-spot FF-OCT regular FF-OCT

Figure 4.16: Axial images (XZ) of a cucumber acquired in (a) multi-spot
and (b) regular modes. Maximum intensity projections were performed on 512
images. Scale bar 50 pm.
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Conclusions

In conclusion, the presented confocal FF-OCT system operates in multi-
spot and multi-line scanning modes. The system uses a reworked and patented
double-pass geometry implemented to digital micromirror device (DMD) for
confocal detection in reflection mode. Signal-to-noise ratio (SNR) was improved
by reducing the amount of incoherent light reaching the detector. Multi-spot
illumination combined with digital pinholes creates confocal sectioning in full-
field imaging which strongly suppresses out-of-focus light, which results in in-
creased SNR. By using one half of the DMD for illumination spots and another
half to form confocal pinholes, we eliminate backreflections that previously lim-
ited the use of DMDs in FF-OCT. This method provides benefits for imaging
scattering samples, assuming that the light source has enough brightness. The
digital pinholes block unwanted light and improve SNR. The programmable
DMD allows simple adjustment of all parameters: spot size, pinhole size and
spacing between both of them, which is not possible in other confocal techniques
such as Nipkow disk systems. The setup can be simply changed between stan-
dard full-field and adjustable confocal modes without adjusting setup mechan-
ically. Moreover, the system does not need big moving parts, which normally
cause vibrations and result in reduced image quality. Despite these advantages,
the method has limitations. Only a fraction of the illumination is used when
sparse multi-spot illumination patterns are applied. Denser patterns improve
illumination source efficiency but introduce cross-talk between different spots.
For this reason a stronger light source is needed to fully utilize the system.
A broadband laser combined with a microlens array could make illumination
more efficient and improve light delivery to the sample. By applying these
modifications, such system could be used for highly scattering tissue imaging,
such as the brain or adapted for in vivo measurements, such as retinal imaging.
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CONCLUSIONS

During this work several conclusions were drawn:

1.

Coherence noise in FD-FF-OCT can be substantially reduced using a
passive, small-core multimode fiber which allows simultaneous high-
resolution imaging of the retina and full-thickness choroid in vivo.

. A fast deformable membrane combined with the multimode fiber further

suppresses modal noise, increases STOC-T sensitivity enough to resolve
retinal ganglion cells and photoreceptors.

. High-Throughput interferometer design (90/10 beamsplitter with pupil-

plane pick-off mirror) further increases STOC-T sensitivity which enables
use of lower power illumination and reduces volume averaging.

. In TD-FF-OCT computational defocus correction extends usable imaging

depth beyond the physical depth of focus of the objective.

. A setup based on DMD design that uses one half of the mirror array for

illumination spots and the other half as digital confocal pinholes solves
backreflection problem and combines confocal microscopy benefits with
Full-Field OCT speed.
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5. SANTRAUKA LIETUVIU KALBA

Ivadas

Pirmajj lazerj sukuré Theodoras Maimanas "Hughes Research Laboratories"
tyrimy centre 1960 m. Sis jvykis optikos srityje savo reiksme prilygsta ugnies
atradimui zmonijos istorijoje. Lazerio atsiradimas paskatino sparty daugelio
sri¢iy vystymasi, tarp ju — ir medicina. Véliau, be lazeriy, buvo tobulinami
ir komerciskai prieinami $viesos diodai (LED, angl. light-emitting diodes),
kas dar labiau iSplété §viesos Saltiniy pasirinkima. Siuolaikiné medicina nejsi-
vaizduojama be diagnostiniy metody, pagristy Sviesos generavimu, jvedimu ir
detekcija. Vienas i$ tokiy metody yra optiné koherentiné tomografija (OKT),
kuri priskiriama prie tokiy svarbiy vaizdinimo technologijy kaip rentgenografija,
kompiuteriné tomografija (KT), magnetinio rezonanso tomografija (MRT), ul-
tragarsinis vaizdinimas ir terahercinis (THz) vaizdinimas.

Optiné koherentiné tomografija (OKT) yra neinvaziné diagnostiné tech-
nologija, leidzianti realiuoju laiku gauti didelés skiriamosios gebos (gylio atzvil-
giu) trimacius vaizdus. Pirma karta OKT metodas aprasytas 1991 m. Zurnale
Science [1]. Naudojant superliuminescencinj dioda (SLD), vienmodj optinj
Sviesolaidj ir fotodioda, buvo iSmatuota Zzmogaus tinklainé in vitro. Nuo to
laiko atsirado daugybé OKT metody ir ju variaciju: nuo klasikinés vieno tasko
skenavimo laikiné (Time-Domain) OKT iki greity pilnojo lauko Furjé (angl.
Fourier-Domain) OKT metodo, taip pat Doplerio OKT, dviejy asiy OKT,
poliarizacijai jautrios OKT ir kt. Siandien OKT yra sékmingo biofotonikos
mokslo taikymo klinikinéje praktikoje pavyzdys [2]. Si technologija placiai
paplito jvairiose medicinos srityse, sudarydama galimybes detaliai vaizdinti ty-
rimo objektus oftalmologijoje, kardiologijoje, onkologijoje, dermatologijoje ir
kitose disciplinose.

Vis délto skirtingos OKT taikymo sritys kelia ir naujus technologinius issuk-
ius. Pavyzdziui, in vivo tinklainés vaizdinimui butina itin sparti signalo regis-
tracija, tam kad buty isvengta vaizdo suliejimo dél nevalingy akies judesiy.
Kita vertus, fiksuoty audiniy tyrimuose prioritetas teikiamas didesnei erd-
vinei skiriamajai gebai ir vaizdinimo gyliui, prailginant matavimo laika. Pere-
inant nuo laikinés (Time-Domain) prie Furjé (Fourier-Domain) OKT, vieny
parametry gerinimas daznai vyksta kity parametry saskaita, todél butini nu-
oseklus abiejy konfiguracijy tobulinimai. Dél Sios priezasties pilnojo lauko OKT
(Full-Field OCT) metody vystymas leidzia pasiekti ne tik didele skiriamaja
geba ir didelj vaizdinimo gylj, bet ir iSlaikyti didéjant] vaizdinimo greitj [3].
Tai uztikrina komfortiska tyrimy trukme klinikinése salygose bei auksta gau-
namy vaizdy kokybe.
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Darbo tikslas

Darbo tikslas — sukurti ir eksperimentiskai patikrinti optinius bei skait-

meninio duomeny apdorojimo metodus, skirtus Furjé erdvés ir laikinés viso

lauko optinés koherentinés tomografijos vaizdy kokybei gerinti ir vaizdin-

imo gyliui didinti, mazinant koherentinio persiklojimo ir mody interferencijos

triukSma, didinant interferometro optinj pralaiduma, taikant skaitmenine de-

fokuso korekcija ir programuojama konfokalinj filtravima.

Sprendziami uzdaviniai

Darbo tikslui jgyvendinti buvo issikelti uzdaviniai:

1.

Sukurti Furjé erdvés viso lauko OKT sistema, istirti ilgo daugiamodzio
Sviesolaidzio ir greitos deformuojamosios membranos taikyma koheren-
tinio persiklojimo bei mody interferencijos triuksmui slopinti ir jvertinti
tinklainés bei gyslainés vaizdinimo galimybes.

. Sukurti didesnio optinio pralaidumo STOC-T (angl. spatio-temporal op-

tical coherence tomography) interferometra ir jvertinti jo jautrj bei signalo
ir triuksSmo santykj.

. Sukurti ir eksperimentiskai patikrinti laikinés viso lauko OKT skait-

meninés defokuso korekcijos ir programuojamo konfokalinio filtravimo
metodus, skirtus geriau iSskirti strukturas ir iSplésti naudinga vaizdin-
imo intervala sklaidanciuose bandiniuose.

Mokslinis naujumas

. Furjé erdvés viso lauko OKT sistemoje pritaikytas pasyvus koheren-

tinio persiklojimo triuksmo slopinimas ilgu, mazo Serdies skersmens dau-
giamodziu Sviesolaidziu. Tai sudaré salygas viename in vivo uzregistruo-
tame turyje atvaizdinti tinklaine ir visa gyslainés storj.

. STOC-T sistemoje suderinti ilgas daugiamodis Sviesolaidis ir greita de-

formuojamoji membrana. Sis derinys sumazino mody interferencijos
triukSma, pagerino tinklainés vaizdy kokybe ir sumazino triuksma tarp
tinklainés sluoksniy.

. Sukurta didelio optinio pralaidumo STOC-T interferometro sistema su

90:10 pluosto dalikliu ir vyzdzio plokstumoje esanc¢iu nukreipiamuoju vei-
drodéliu. Ji padidino silpnai atspindinéiy, placiu kampy diapazonu Sviesa
sklaidanciy bandiniy registravimo jautrj; vidurkinant 30 turiy pasiektas
beveik 100 dB jautris.
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. Pademonstruota, kad skaitmeniné defokusavimo korekcija laikinés pil-
nojo lauko OKT sistemoje leidzia refokusuoti vaizdus, kurie yra to-
liau uz fizinio objektyvo fokusavimo gylj. Korekcijos efektyvumas prik-
lauso nuo Sviesos saltinio koherentiskumo, todél galima padidinti vaizdin-
imo gylj sklaidantiems audiniams ex vivo, pakartotinai neskenuojant ar
mechaniskai refokusuojant.

. UZzpatentuota mikroveidrodeéliy sistemos (DMD) dvigubo praéjimo kon-
figuracija, kurioje viena mikroveidrodziy matricos pusé naudojama
apsvietimo taskams, o kita panaudojama skaitmeninéms konfokalinéms
aperturoms formuoti. Taip pasalinama DMD atgaliniy atspindziy prob-
lema, anks¢iau ribojusi jo taikyma pilnojo lauko OKT sistemose. Tokiu
budu tampa jmanoma programiskai keisti apsvietimo tasky ir apertury
dydj bei atstumg tarp ju.

Ginamieji teiginiai

. Tlgas (300 m), mazo Serdies diametro (50 pm) daugiamodis $viesolaidis
pasyviai slopina koherentinj triuk$ma Furjé pilnojo lauko OKT (FD-FF-
OKT) sistemoje iki 11,8 dB. Sio slopinimo pakanka, kad viename uzreg-

istruotame in vivo vaizdy rinkinyje galima isskirti tiek tinklaine, tiek viso
storio gyslaing (gyslainés kapiliary, Sattlerio ir Hallerio sluoksnius).

. Daugiamodzio Sviesolaidzio ir greitai veikiancios deformuojamos membra-
nos derinys papildomai slopina mody triuksma, padidindamas STOC-T
sistemos jautrj iki mazdaug 80 dB ir signalo triuksmo santykj iki 13,6 dB,
lyginant su tik pasyvia konfiguracija. Tai leidzia vaizdinti in vivo tin-
klainés ganglijiniy lasteliy sluoksnj ir fotoreceptoriy vidinius bei iSorinius
segmentus.

. Interferometro konstrukcija, pagrista didelio pralaidumo (90/10) pluosto
dalikliu ir vyzdzio plokStumoje esanciu nukreipianc¢iuoju veidrodziu, pa-
didina STOC-T sistemos jautrj 3,5 karto (5,4 dB), lyginant su standar-
tine Sviesolaidzio ir deformuojamos membranos konfiguracija. Atlikus
30 vaizdy rinkiniy vidurkinima (registravimo trukmeé 0,3 s), pasiekiamas
beveik 100 dB jautris, todél galima naudoti mazesne apsvietimo galia
ir sumazinti tinklainés vaizdinimo metu in vivo judesio sukelty trikdziy
suvidurkinimo poreikj.

. Laikinéje pilnojo lauko OKT sistemoje skaitmeniné defokusavimo ko-
rekcija leidzia atkurti sufokusuotus vaizdus i§ duomeny, uZregistruoty
500-1000 pm atstumu nuo fokusavimo plokstumos, t. y. mazdaug 100
karty toliau uz fizinj vaizdinimo objektyvo fokusavimo gyli. Si korekcija
gali buti taikoma tiek Sviesa sklaidantiems, tiek atspindintiems ex vivo
bandiniams, be papildomo mechaninio refokusavimo.
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5. Patobulinta dvigubo pragjimo skaitmeninio mikroveidrodinio prietaiso
(DMD) geometrija leidzia laikinéje pilnojo lauko OKT sistemoje pro-
gramiskai valdyti konfocaliskuma, kuris leidzia naudoti daugiataskj ir
daugialinijinj skenavimo rezimus. Esant atskirai optimizuotoms regis-
travimo salygoms, signalo ir triukSmo santykis padidinamas iki 29 karty
(14,6 dB, nuo 67 s.v. iki 1914 s.v.), lyginant su standartiniu pilnojo lauko
detektavimu, o tinkamas vaizdinimo gylis Sviesa sklaidanc¢iame audinyje
padidinamas nuo 400 iki 800 pm.

Autoriaus indelis

Autorius kuré, staté OKT sistemas, atliko eksperimentus, analizavo rezul-
tatus. Autorius taip pat bendradarbiavo su bendraautoriais rangdamas pub-
likacijas. Vaziavo j konferencijas, kuriose pristatinéjo naujus pasiekimus. Taip
pat populiarino OCT ziniasklaidoje.
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Literatura

Optiné koherentiné tomografija (OKT) yra neinvaziné ir bekontakté vaiz-
dinimo technika, pagrista iSsklaidytos atgaline kryptimi Sviesos intensyvumo
matavimu. Ji pirma karta apraSyta 1991 m. [1] ir tapo vienu pagrindiniy
medicininio vaizdinimo jrankiy. OKT galima palyginti su ultragarsiniu vaiz-
dinimu, kai ultragarso banga siun¢iama j audinj, o atspindéty signaly vélinimai
registruojami kaip gylio informacija. Taciau, kadangi OKT pagrista Sviesos
atspindziu, néra pakankamai greity elektroniniy sistemy, galin¢iy registruoti
tokius trumpus laiko intervalus tarp sviesos atspindziy. Todél OKT remiasi in-
terferometriniu vaizdinimu (pvz., naudojant Michelsono interferometra). Nau-
dojant mazo koherentiskumo placiajuosti (broadband) Sviesos saltinj, interfer-
encija vyksta tik tada, kai bandinio ir atraminés Sakos optiniai keliai sutampa.
Si salyga leidzia atlikti audinio gylinj matavimg (priklausomai nuo atstumo ir
signalo stiprumo).

Pirmosiose Sios technikos realizacijose buvo naudojami vienmaciai gylio pro-
filiai (A-scan), gaunami skenuojant atramine Saka asSine kryptimi ir registruo-
jant signalo stiprumo poky¢ius priklausomai nuo atstumo. Tokia technika vad-
inama laiko srities OKT (TD-OCT). Taciau ankstyvosios laikines OKT (TD-
OCT) sistemos buvo labai létos (net ir naujesnés sistemos pasiekia tik Simtus
vienmaciy gylio profiliy per sekunde) [5], todél pilno vaizdo gavimas uztruk-
davo ilgai. Dél to atsirado kita OKT rusis — Furjé OKT (FD-OCT). Pirmosios
FD-OCT sistemos pademonstruotos po keliy mety: spektrine OKT (SD-OCT)
sistema — 1995 m. [6], o spektra skenuojancio Saltinio (SS-OCT) — 1997 m. [7].

Pagrindiné OKT savybé yra interferometriné atgal issklaidytos Sviesos de-
tekcija. Gylis nustatomas matuojant viengkart atgal iSsklaidytos sviesos is
bandinio interferencija su atspindziu nuo atraminéje Sakoje esancio veidrodzio.

Asiné skiriamoji geba priklauso nuo sviesos Saltinio koherentiskumo ilgio [.:

~ 2In2(A3)
AN

Ao — centrinis bangos ilgis, o0 A\ — spektro plotis (pilnas plotis ties puse mak-

le (5.1)

simumo (FWHM)). Taigi, siekiant didelés aSinés skiriamosios gebos, paprastai
naudojami pla¢iajuosciai Sviesos Saltiniai (superliuminescenciniai diodai, placi-
ajuosCiai lazeriai). Skersiné skiriamoji geba priklauso nuo sufokusuoto pluosto
dydzio ir vaizdinimo lesio skaitinés aperturos. Tai leidzia pasiekti auksta skiri-
amaja geba net tais atvejais, kai negalima naudoti didelés skaitinés aperturos
optikos (pvz., tinklainés tyrimuose). Tac¢iau skersiné skiriamoji geba ribojama
vaizdinimo gyliu. Fokusavimo gylis b gali buti apskai¢iuojamas:

(Az?)
2

b=m (5.2)
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o démés dydis Az:
Y,

Az = 1 (5.3)
kur f yra zidinio nuotolis d yra aperturos diametras.

Asinés ir skersinés skiriamosios gebos atskyrimas leidzia kurti jvairias
specifinéms uzduotims pritaikytas OKT sistemas. Pagrindinis interferometro
(taigi ir OKT sistemos) elementas yra pluosto daliklis, kuris padalija Sviesa i
bandinio ir atraming Sakas. Atspindéta Sviesa sujungiama tame paciame da-
liklyje ir registruojama detektoriumi. Yra daug OKT modifikacijuy, taciau dvi
pagrindinés kryptys — laiko ir Furjé OKT.

Laikinése OKT sistemose asiné informacija gaunama skenuojant atraminj
veidrodj optinio vélinimo linija [8]. Interferencija registruojama detektoriumi
tik tada, kai optiniy keliy skirtumas patenka j koherentiskumo ilgio ribas,
todeél skenuojant veidrodj gaunamas laikinis signalas, atitinkantis bandinio
asine struktura. Furjé OKT sistemose registruojamas ne laikinis, o spektri-
nis interferencijos signalas [10]. Tokiu budu i§vengiama létos vélinimo linijos,
kuri pakei¢iama spektrometru arba skenuojamo spektro lazeriu. Uzregistruotos
spektrininés interferogramos naudojant inversing Furjé transformacija paverci-
amos } asinius profilius. Nors laikinés OKT sistemos yra paprastesnés ir piges-
nés, Furjé OKT pasizymi didesniu vaizdo registravimo greiciu ir geriau tinka
in vivo tyrimams.

Pagrindiniai OKT vaizdy terminai:

A-scan — gylio profilis;
B-scan —tomografinio pjuvio vaizdas (zz arba yz);
en face — dvimatis (zy) pasirinkto sluoksnio vaizdas.

Furjée OKT skirstoma pagal detekcija:

spektrine OKT — naudojamas plataus spektro Saltinis ir spektrometras;
spektra skenuojancio saltinio OKT — naudojamas greitai derinamas lazeris ir
taskinis detektorius.

Abiem atvejais registruojami atspindéti spektrai, is kuriy rekonstruojamas
gylio profilis [13]. Vienam bangos ilgiui signalas suteikia informacija apie luzio
rodiklio periodiniy pokyc¢iy amplitude, kuri susijusi su banginiu vektoriumi
k = 2p/A. Sujungus skirtingy bangos ilgiy signalus ir pritaikius Furjé trans-
formacija, randamas gylio profilis, nes informacija uzkoduota dazninéje (k)
erdvéje. Sie metodai padidino ne tik greiti, bet ir signalo bei triukimo santykj
(SNR).

Pilno lauko OKT

Pilno lauko optiné koherentiné tomografija (PL-OKT) pirma karta buvo
pademonstruota 1998 m. [14]. Pagrindinis skirtumas tarp jprastiniy OKT sis-
temy ir PL-OKT yra tas, kad PL-OKT leidzia registruoti vaizdus be skersinio

119



skenavimo. Tradicingje OKT vaizdinimas atlickamas registruojant gylio pro-
filj, kuri gali buti gaunama naudojant taskinj arba linijinj detektoriy. Tuomet
Sviesos spindulys skenuojamas ant bandinio taskas po tasko ir formuojami to-
mografinio pjuvio vaizdai ir véliau tridimensiniai vaizdai. Pilnojo lauko opt-
iné koherentiné tomografija (PL-OKT) yra interferometrinis metodas. Inter-
ferenciniai signalai registruojami kamera, kuri gali registruoti signala visame
vaizdo lauke [14-16]. PL-OKT geriausiai zinoma dél didelés skyros vaizdy,
kuriuose koherentiniai artefaktai yra labai menki arba ju visai néra [15,17].
Tokie vaizdai praktiskai neturi démeliy (angl. speckle) ir persiklojimo (angl.
crosstalk) artefakty, nes naudojami erdviskai ir laikiskai nekoherentiski Sviesos
saltiniai, pavyzdziui, elektros lanko lempos ar sviesos diodai (LED).

Pilnojo lauko konfiguracija veikia kitaip. Vietoj bandinio skenavimo taskas
po tasko, dvimaté kamera registruoja visa dvimatj en face vaizda pasirinktame
gylyje. Turinis vaizdas véliau atkuriamas perkeliant vaizdinimo plokstuma isil-
gine kryptimi ir apdorojant vaizdus skirtinguose bandinio gyliuose. Abiejais
vaizdinimo metodais optinio pjuvio storj pagrinde lemia apsSvietimo Saltinio
laikinio koherentiskumo ilgis, kuris yra atvirksciai proporcingas jo spektrinés ju-
ostos plo¢iui. Sumazinus dvimatj nuskaityma iki vienmacio nuskaitymo isilgine
Pastaruoju metu si metodika pradéta vadinti laikine pilnojo lauko optine koher-
entine tomografija (laikiné PL-OKT, angl. TD-FF-OCT), siekiant ja atskirti
nuo toliau aptariamos dazninés (Furjé) pilnojo lauko optinés koherentinés to-
mografijos (Furjé PL-OKT, angl. FD-FF-OCT), dar vadinamos PL-OKT su
derinamu daznio Saltiniu (angl. SS-FF-OCT). Laikingje PL-OKT vaizdy reg-
istravimo sparta riboja kameros kadry daznis, todél vieno kadro registravimo
trukmé paprastai virsija 1 ms. Palyginimui, kai kurios skenuojancios OKT
sistemos Siuo metu gali registruoti daugiau kaip 100 000 gylio prifiliy per
sekunde [20].

Skenuojancioje OKT kiekvienas vaizdo pikselis registruojamas nuosekliai
skirtingais laiko momentais nuskaitymo metu. Taciau PL-OKT atveju visi pik-
seliai uzregistruojami vienu metu, kai kamera veikia globalaus registravimo
(angl. global shutter) rezimu. Dél Sios priezasties judandiy bandiniy OKT
vaizduose gali atsirasti judesio sukelti artefaktai. Skenuojancioje OKT optiné
fazé gali buti tiesiogiai apskaic¢iuojama i§ dvieju gretimy tasky z asyje [21],
taciau PL-OKT sistemoje optinei fazei atkurti butina atlikti kelis matavimus,
registruotus esant skirtingiems fazés poslinkiams. Laikiné PL-OKT leidzia
pasiekti didele skersine ir isilgine skyra. Pirmiausia todeél, kad PL-OKT siste-
moje fokusavimo gylis néra ribojamas taip, kaip, pavyzdziui, Furjé OKT siste-
mose, todél vaizdinimui galima naudoti didelés skaitinés aperturos objektyvus.
Ilga laika objektyvy skaitiné apertura, o kartu ir pasiekiama skyra, buvo ribota
mazdaug iki 1 pm, nes Linnik tipo interferometruose, kurie yra dazniausiai nau-
dojama PL-OKT sistemose, sudétinga suderinti dispersijg tarp interferometro
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bandinio atSakos ir atraminés atSakos. Didele isilgine skyra (apie 1 pm) yra
nesunku pasiekti, nes PL-OKT sistemose galima naudoti plataus spektro bal-
tosios Sviesos Saltinius, pavyzdziui, ksenonine iSlydzio lempa. Pastaruoju metu
didelés skaitinés aperturos objektyvai buvo sékmingai panaudoti PL-OKT vaiz-
dams su statiniu ir dinaminiu kontrastu formuoti [22-24]. Rekordiné mazdaug
280 nm skersiné skyra neseniai buvo pademonstruota naudojant objektyva, ku-
rio skaitiné apertura sieké NA = 1,25 [25].

Vis délto, norint suformuoti trimacius duomeny rinkinius (trimacius vaiz-
dus), butina iSilgine kryptimi stumdyti patj bandinj arba atraminj veidrodi.
Sis reikalavimas, kartu su konfokalinio varty efekto nebuvimu PL-OKT
sistemose bei greity kamery, kurios turéty didele pikseliy kruvio kaupimo
talpa (angl. full well capacity, FWC), trukumu, ilga laika ribojo PL-OKT
taikyma gyvy bandiniy (in vivo) vaizdinima. Nepaisant lygiagrecios OKT
signalo registracijos, sistema buvo pernelyg léta daugeliui in vivo taikymuy,
todél daugiausia naudota tik negyvy (ex vivo) akiy vaizdinimui [26-29] arba
primigdyty ziurkiy akiy in vivo tyrimams [30]. Konfokalinio efekto nebuvimas
PL-OKT sistemose kelia didesnius reikalavimus kameroms, nes jos registruoja
visa nefokusuota Sviesa, kuri néra koherentiska su atraminés atSakos signalu
taciau pasiekia detektoriy. Si nekoherentiné $viesa neprisideda prie naudingo
OKT signalo formavimo ir taip padidina foninj signala bei uzima reiksminga
detekcijos dinaminio diapazono dalj. Dél Sios priezasties sumazéja bendras
sistemos jautris. Kai kurias nekoherentinés Sviesos dedamasias, pavyzdziui,
atspindzius nuo lesiy ar bandinio pavirsiy, galima slopinti naudojant tamsaus
lauko detekeija (angl. dark-field detection) [31,32] arba papildoma konfokalinj
filtravima [33], taciau didziaja dalj ateinancios i§ bandinio daugkartinai
issklaidytos Sviesos kamera vis tiek uzregistruoja. Dél Siy priezasciy turinis in
vivo vaizdinimas laikinés PL-OKT sistemomis islieka sudétingas uzdavinys.
Nepaisant to, buvo parodyta, kad ne asSinio iSdéstymo laikiné PL-OKT
(angl. off-axis TD-FF-OCT), kurioje vietoje létesnio faziy poslinkiy metodo
naudojama vienasuve registracija (angl. single-shot acquisition), gali mazdaug
per 1 sekunde suformuoti tinklainés tomografinius skerspjuvius [34,35]. Taciau
dél erdviskai koherentisko lazerinio Saltinio ir kameros detekcijos sukuriamo
didelio persiklojimo (angl. crosstalk) triukSmo vaizdinimo gylis tinklainéje
islieka stipriai apribotas. Todél siekiant isspresti laikinés PL-OKT sistemoms
budingas problemas ir jgalinti sparty in vivo vaizdinima, buvo sukurta Furjé
pilnojo lauko optiné koherentiné tomografija (Furjé PL-OKT, angl. FD-FF-
OCT) [3].
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Furjé pilnojo lauko optinéje koherentinéje tomografijoje vietoje plataus
spektro nekoherentinio apsvietimo, naudojamo laikinéje FF-OKT, taikomas
greitai keiciamo bangos ilgio lazerinis Saltinis, dazniausiai vadinamas derinamo
daznio lazeriu (angl. swept-source) [3]. Siuo atveju signalas registruojamas
dazningje (Furjé) erdvéje. Derinant tokj detektavimo metoda su lygiagreciu
vaizdy registravimu kamera, galima pasiekti mazdaug 10 GHz vokseliy reg-
istravimo sparta [36]. Dél to Furjé PL-OKT yra vienas sparéiausiy optinés
koherentinés tomografijos turinio vaizdinimo metody, kartu islaikantis santyk-
inai didelj jautrj. Dar vienas svarbus sio metodo privalumas yra is registruoty
duomeny atkuriamos optinés fazés stabilumas. Furjé PL-OKT sistemoje fazé
islieka stabili visame regéjimo lauke, priesingai nei skenuojancioje OKT, kur
A-skenai registruojami nuosekliai. Stabili fazés informacija OKT sistemose yra
ypac vertinga, nes leidzia taikyti skaitmenine aberacijy korekcija, kuri pagerina
galutinio vaizdo kokybe [36]. Furjé pilnojo lauko optiné koherentiné tomografija
(angl. FD-FF-OCT) yra perspektyvus ir universalus akiy vaizdinimo metodas
dél didelés vaizduy registravimo spartos ir galimybés gauti stabilia fazés infor-
macijg visame regéjimo lauke. Taciau nevisos akies dalys yra lengvai vaizdi-
namos, pavyzdziui, gyslainés vaizdinima dazniausiai riboja persiklojimo (angl.
crosstalk) triukSmas. Gyslainés vaizdinimas yra svarbus, nes suteikia infor-
macijos apie jvairiy galinio akies segmento ligy patogeneze, kadangi pagrindiné
gyslainés funkcija yra aprupinti iSorine tinklainés dalj deguonimi. Plataus lauko
detekcija kartu su erdviskai koherentisku lazeriniu saltiniu sukelia persiklojimo
triukSma, kuris blogina vaizdo kokybe, palaipsniui mazindamas skersine skyra
vaizdinant gilesnius audiniy sluoksnius. Vienas i$§ budy sumazinti persiklo-
jimo triuksma yra naudoti erdviskai nekoherentiska Sviesos Saltinj, kuris leidzia
vidurkinti skersine kryptimi iSsklaidytus fotonus. Pirmoji erdviskai nekoher-
entiska, derinamo bangos ilgio lazeriné sistema, skirta Furjé PL-OKT, buvo
sukurta 2006 m. [37].

Taciau §i sistema buvo sudétinga, pasizymeéjo ribotu isilginiu vaizdinimo
diapazonu, o uzregistruotuose vaizduose buvo persiklojimo triuksmo. Kita ver-
tus, i sistema veiké be fotoelastinio dvigubo luzio moduliatoriaus [15] ar pjezo
elemento [38], todél tokia sistema tapo pagrindu Furjé PL-OKT sistemoms,
kokias jas suprantame Siandien. Didéjant derinamo daznio lazeriy bei didelés
spartos vaizdo kamery prieinamumui, Furjé OKT tapo vis praktiskesniu vaiz-
dinimo metodu. Taciau derinamo daznio lazeriy veikimo principas yra toks,
kad siaura spektriné linija yra skenuojama placiame spektro ruoze. Dél to
neisvengiamai atsiranda ryskus koherentiniai artefaktai, pavyzdziui, démelés
(speckle). Démelés yra nepageidaujami interferenciniai dariniai, susidarantys
dél daugkartinai bandinyje iSsklaidytos Sviesos (Paveikslas 2.4), kurie blogina
vaizdo kokybe [39]. Kuo didesnis Sviesos Saltinio koherentiSkumas, tuo didesnj
poveikj OKT vaizdui daro koherentinis triuksmas. Dél Sios priezasties didelé
dalis Furjé PL-OKT technologijos vystymo yra orientuota j Sio koherentinio
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triuksmo mazinima. Dar vienas svarbus PL-OKT vystymosi etapas buvo
pasiektas 2010 m., kai pirma kartg pavyko atlikti zmogaus tinklainés vaiz-
dinima in vivo [40]. Tam buvo panaudotas derinamo daznio lazerinis Sal-
tinis ir didelés spartos CMOS kamera, galinti registruoti 640 x 24 pikseliy
sritj 100 000 kadry per sekunde dazniu. Eksperimenta ribojo sviesos Saltinio
galia, todél registruojama plotas turéjo buti apribotas iki linijos, kuriai gauti
buvo panaudoti cilindriniai lesiai. Sistema statyta Maikelsono interferometru,
o koherentinis apsvietimas j interferometra buvo nukreiptas vienmodziu Svieso-
laidziu. Gauti B-skeny vaizdai turéjo koherentinio triuksSmo bei susiliejimo
artefakty dél judesiu (1 pav. 2.5). Vis dél to, tokios sistemos veikimo galimy-
bés buvo jrodytos ir pademonstruotos tolesnio sistemos optimizavimo perspek-
tyvos. Siekiant sumazinti koherentinj triuksma, 2013 m. buvo pademonstruo-
tas interferometrinis erdvinis ir laikinis optinés koherencijos valdymas (angl.
spatiotemporal optical coherence, STOC) [41]. Sis terminas literaturoje nau-
dojamas kalbant apie pilno lauko Furjé erdvés OKT sistemas, kuriose galimas
erdvinio koherentiskumo valdymas. Sioje konfiguracijoje Maikelsono interfer-
ometre vietoje bandinio buvo panaudotas erdvinis Sviesos moduliatorius (angl.
spatial light modulator, SLM), leidziantis valdyti interferenciniu juostu struk-
tiira keic¢iant $viesos faze. Sis eksperimentas parodé nauja biida mazinti koher-
entinj triuksma biomedicininése OKT sistemose keic¢iant faze. Véliau lazerio
erdviniam koherentiSkumui sumazinti buvo panaudotas besisukantis difuzo-
rius [42]. Siekiant apeiti Sio metodo ribojimus, véliau buvo pasitlyti siaura-
juosCiy VCSEL (vertical-cavity surface-emitting laser) lazeriy masyvai [43] bei
itin greitai veikianti deformuojamoji membrana. Sie metodai pranaSesni tuo,
kad besisukantys difuzoriai yra per léti naudoti su didelés spartos kameromis
ir negali pakankamai sumazinti erdvinio koherentiskumo per trumpa kameros
ekspozicijos laika, todél riboja vaizdy registravimo sparta.

Véliau, panaudojus gerokai spartesne kamera tinklainés kraujagysliy di-
namikai tirti bei iSnaudojus tai, kad fazé islieka stabili visame regéjimo lauke
[44], buvo pasiektas didesnio regéjimo lauko vaizdinimas. Tai ne tik leido atlikti
turinj tinklainés vaizdinima in vivo, bet ir pasiekti iki tol didziausia OKT reg-
istravimo sparta — apie 10 GHz vokseliy daznj [36], iSlaikant santykinai didelj
jautrj. Nors panasi turinio vaizdinimo sparta teoriskai gali buti pasiekta ir
laikinéje PL-OKT [45], jos jautris daug mazesnis. Kaip ir Furjé OKT siste-
mose, taip ir Furjé PL-OKT sistemose bandinio ir atraminés atsaky chromat-
inés dispersijos neatitiktis bei judéjimas z aSimi registruojamame interferencijos
spektre pasireiskiantis kaip daznio moduliacija (angl. chirp) yra neiSvengiama
vaizdininant in vivo, bet tai gali buti kompensuojama skaitmeniniais meto-
dais. Tokia kompensacija laikinéje PL-OKT sistemoje néra galima. Taciau
didelé Furjé PL-OKT turinio vaizdinimo sparta ir nuskaitymo nereikalaujan-
tis dizainas pasiekiami mazinant galima skersine skyra, nes butina uztikrinti
pakankamai didelj fokusavimo gylj, kad buty galima kelias iSilgines plokstu-
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mas registruoti per labai trumpa laiko tarpa. Vis délto ilga laika Furjé PL-
OKT sistemy taikyma ribojo persiklojimo triukSmas (crosstalk noise), atsir-
andantis dél erdviskai koherentinio lazerinio Saltinio ir pilnojo lauko detekci-
jos [36,40, 44], [46-48]. Sis triuksmas susidaro dél daugkartinai issklaidyty
fotony, kurie, iSlikdami koherentiski su atraminés atsakos spinduliu, kameroje
atvaizduojami j artimas vaizdo vietas. Persiklojimo triuksmas riboja vaizdin-
imo gylj tinklainéje ir trukdo aiskiai atvaizduoti gyslainés struktiira. Vienas
i Sios problemos sprendimo budy buvo ne-asinés (angl. off-axis) Furjé PL-
OKT konfiguracijos panaudojimas [48]. Buvo parodyta, kad tokia konfigu-
racija sumazina dél lazerinio Saltinio atsirandantj koherentinj autokoreliacijos
triuksma, taciau tai pasiekiama sumazinant skersing skyra arba regéjimo lauka.

Kitas budas sumazinti erdvinj koherentiskuma yra panaudoti deformuojama
membrana [49], [3]. Naudojant tokj metoda lazerio spindulys yra nukreipia-
mas j deformuojamaja membrang, kuri chaotiskai virpa iki 500 000 karty per
sekunde dazniu. Sie spartiis virpesiai visame $viesos pluoste sukuria atsitik-
tinius, tarpusavyje nekoreliuotus fazés pokycius, vykstancius gerokai didesniu
dazniu nei atvirkstiné kameros ekspozicijos trukmé. Dél to Sviesos pluostas
praranda erdvinj koherentiskuma. Paprastai deformuojamoji membrana jren-
giama pries interferometra, todél identiski fazés pasiskirstymai projektuojami
tiek i bandinio, tiek j atramine atsakas. Tokia konfiguracija iSsaugo interfer-
encines juostas, susidarancias dél vienkartinai atgal iSsklaidyty fotony. Taciau
deformuojamoji membrana néra optimalus sprendimas, nes jos taikymas riboja
vaizdinimo gylj [3,50] ir vaizduose atsiranda artefaktai, kuriuos sudétinga pasal-
inti. Kitas budas sumazinti erdvinj koherentiskumsg yra naudoti daugiamodj
(MM) $viesolaidj, kuris erdviskai koherentiska Sviesa suskaido i daugybe erd-
viniy mody ir taip sumazina koherentinius artefaktus. Sis principas placiai
taikomas lazerinése projekcinése vaizdo sistemose [51]. Be to, plataus spektro
lazerine spinduliuote galima jvesti j daugiamodj Sviesolaidj, kad buty suformuo-
tas i$ dalies erdviskai koherentiskas apsvietimas, tinkamas laikinei pilnojo lauko
optinei koherentinei tomografijai (angl. TD-FF-OCT). Toks sprendimas buvo
pritaikytas vaizdinant vaising musele [38] bei aliuminio plokstele [52]. Nors laik-
inéje PL-OKT gali buti naudojami didelés galios §viesos diodai (LED) ir kiti
alternatyvus Sviesos Saltiniai, Siuo metu néra alternatyvy, galinciy generuoti
i dalies erdviskai koherentiska, siauro momentinio spektro plo¢io (~ 0,1 nm)
ir keliy desim¢iy nanometry diapazone derinama spinduliuote. Artimiausia
komerciskai prieinama alternatyva yra derinamo daznio lazeris. Tac¢iau naudo-
jant tokj lazerj siauro spektrinio plocio spindulys, ivestas j trumpa daugiamodj
sviesolaidj, SviesolaidZio iS¢jime suformuoja didelio kontrasto démeliy (speckle)
struktira.

Véliau buvo nustatyta, kad ilgas daugiamodis Sviesolaidis, turintis gan maza
Serdies skersmenj, taip pat gali buti naudojamas lazerio erdviniam koheren-

tiSkumui sumazinti ir turi tam tikry pranasumy lyginant su deformuojamosios
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membranos metodu [53]. Visy pirma, naudojant §j metoda gaunami vaizdai
pasizymi mazesniu artefakty kiekiu, o pats sviesolaidis veikia kaip pasyvus op-
tinis elementas — jo nereikia lankstyti ar sukti. Tai pasiekiama nepaisant to,
kad naudojama labai siauro momentinio spektro plo¢io (~ 0,1 nm) spinduli-
uoté. Nors tokia siauro spektro spinduliuoté daugiamodzio Sviesolaidzio iSéjime
ir PL-OKT vaizduose sukuria démeliy struktura, ja galima veiksmingai pasal-
inti taikant skaitmeninj filtravimg [53], kurio metu neprarandamas naudingas
signalas.

Triuksmas

Eksperimentinés salygos visada yra neidealios — ne tik atskiri komponen-
tai gali turéti trukumy, bet ir visa sistema dazniausiai néra tobula. Viena
i$ dazniausiy problemy vaizdinime yra triukSmas. ISskiriamos penkios pa-
grindinés triukSmo rusys: sSuvio triukSmas, modinis triukSmas, koherenti-
nis/persiklojimo (cross-talk) triukSmas, detektoriaus triukSmas ir santykinio
intensyvumo triukSmas.

Stivio triuk$mas yra fundamentali optinio intensyvumo svyravimy riba.
Nors istoriskai jis buvo siejamas su fotodetekcija (atsitiktiniais jvykiais, kai
fotonas sugeriamas detektoriuje), i$ tikryjy tai yra pacios Sviesos lauko savybeé
[54]. Suvio triuk§mas paprastai aprasomas kaip kvantinis triuk§mas, paklis-
tantis Puasono statistikai. Jo pasalinti nejmanoma, tac¢iau signalo ir triukSmo
santykj angl. (SNR) galima gerinti didinant $viesos Saltinio galia, mazi-
nant optinius nuostolius, naudojant didesnio kvantinio efektyvumo detekto-
rius bei ilginant integracijos laika. Kadangi suvio triuksmas didéja proporcin-
gai aptikty fotony skai¢iaus kvadratinei Sakniai [55], SNR iSreiskiamas kaip
SNR = N/ VN = /N, todél padidinus signala 100 karty, triuksmas padidéja
tik 10 karty.

Santykinio intensyvumo triukSmas (angl. RIN) apibudina lazerio optinés
galios svyravimus, normalizuotus vidutinei galiai [56]. Paprastai jis charakter-
izuojamas galios spektrine tankio funkcija (angl. PSD), nusakandia triuksmo
stiprj tam tikrame dazniy diapazone. Pagrindiniai Sio triuksmo Saltiniai pus-
laidininkiniuose lazeriuose yra spontaniné emisija ir elektrony-skyliy rekombi-
nacijos suvio triuksmas [57].

Modinis triuksmas atsiranda daugiamodziuose Sviesolaidziuose, kai koher-
entiniai arba dalinai koherentiniai Sviesos Saltiniai suzadina daug mody, tur-
inciy netolygy pasiskirstyma. Dél to Sviesolaidzio is¢jime susidaro démeliy
struktura, kurios svyravimai sukelia galios fluktuacijas. Modinis triuksmas yra
atvirksciai proporcingas lazerio spektrinéa linijos plo¢iui (angl. linewidth) [57].
Norint sumazinti modinj triukSma yra mazinamas Sviesos koherentiskumas,
pavyzdziui, ple¢iant spektra arba mechaniskai judinant Sviesolaidj skaidula,
kad buty iSmaisytos modos.
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Detektoriaus triuksma daugiausia sudaro Siluminis triukSmas ir tamsiosios
sroves triukSmas. Net ir nesant Sviesos, fotodiode teka tamsioji srove, kuri
atsiranda dél termiskai generuojamy elektrony—skyliy pory p—n sanduroje. Be
to, dél atsitiktinio elektrony judéjimo apkrovos varzoje atsiranda papildomas
Siluminis triuk§mas [57]. Siuos efektus galima sumazinti ausinant detektoriy.

Koherentinis/persiklojimo (ang]. cross-talk) triukSmas dazniausiai
pasireiskia PL-OCT sistemose dél daugybinio Sviesos sklaidos. Interferome-
tre interferencija vyksta tik koherentiskumo ilgio ribose, o kei¢iant atraminés
atsakos padétj galima pasirinkti skirtingus meéginio gylius. Taciau naudojant
didelio koherentiskumo Saltinj kelis kart iSsklaidytas fotonas, gali interferuoti
taip pat, kaip fotonas atéjes iS gilesniy bandinio sluoksniy, taip sukeldamas
nepageidaujama persiklojimo triuksma [4]. Sis efektas paprastai mazinamas
naudojant mazesnio koherentiskumo $viesos Saltinius.

Medicininés taikymo sritys

Neinvaziniy medicininio vaizdinimo metody poreikis yra itin svarbus
sparciai vystantis ligy diagnostikai ir gydymui, ypaé¢ tiriant jautrius organus.
Optinés koherentinés tomografijos (OKT) raida sukeélé reikSminga proverzj akiy
prieziuros srityje. Priekiniai ir galiniai akies audiniai dabar gali buti tiriami
neinvaziskai, o tai leidzia gydytojui greiciau ir tiksliau priimti sprendimus, remi-
antis objektyvia strukturine informacija [58]. Oftalmologijoje OKT suteikia
galimybe vaizdinti jvairias akies strukturas, jskaitant ragena, tinklaine, rainele,
bei regos nerva [59]. Taip pat naudojama OKT angiografija, leidzianti vizual-
izuoti kraujotaka be kontrastiniy medziagy. Kardiologijoje OKT naudojama
vainikiniy arterijy vaizdinimui, pasizymi ~ 10-15 pm skiriamaja geba ir leidzia
detaliai analizuoti kraujagysliy struktura, onkologijoje OKT padeda atskirti
sveikus ir navikinius audinius, dermatologijoje OKT taikoma odos ligy diag-
nostikai, leidzia stebéti uzdegimus, pusleliy susidarymo ir gydymo eiga in vivo.
OKT siandien yra placiai naudojamas ir nepakei¢iamas daugelio medicinos spe-
cialisty jrankis.
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Eksperimentas
Furjé pilnojo lauko optiné koherentiné tomografija

Buvo surinkta Furjé pilnojo lauko optinés koherentinés tomografijos (angl.
FD-FF-OCT) sistema tinklainés vaizdinimui (paveikslas 5.1). Sistemoje re-
alizuotas isilginiy tinklainés pjuviy registravimas realiuoju laiku, naudojant
vyzdzio plokStumos padalijimo metoda [88] ir linijine kamera. Kadangi dau-
giamodzio Sviesolaidzio suformuotas dalinai erdviskai koherentiskas apSvieti-
mas uzima tik nedidele akies konjuguotos vyzdzio plokStumos dalj, o nuo
tinklainés atgaline kryptimi issklaidyta Sviesa uzpildo visg vyzdj, tokia kon-
figuracija leidzia realiu laiku stebéti tinklaine B-skeny rezimu. Tai suteikia
galimybe tiksliai suderinti sistemg ir akies padétj naudojantis klinijine kam-
era pries galutinj vaizdy registravima, nes itin didelés spartos dvimaté kamera

negali perduoti duomeny j kompiuterj realiuoju laiku.

Derinamo
daznio K 2D
lazeris amera

Sviesolaidis

[i I
| i
Daugiamodis .
-
300 m [

Linijiné
kamera
|
I
I
|
I
|
I
|
|

Tinklaine

Figure 5.1: Furjé pilnojo lauko OKT sistema.
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Derinamo daznio lazerinio Saltinio (Broadsweeper BS-840-2-HP, Superlum)
spinduliuoté buvo jvesta i 300 m ilgio laiptinio luzio rodiklio profilj turintj dau-
giamodj $viesolaidj (0,22 NA, 50 nm Serdies skersmens, FGO50LGA, Thorlabs).
IS Sviesolaidzio sklindanti $viesa buvo nukreipta j Maichelsono interferometra,
kuriame 50/50 pluosto daliklis nukreipé Sviesa i bandinio ir atramine atSakas.

Nuo tinklainés atgaline kryptimi issklaidyta Sviesa ir nuo atraminio vei-
drodzio atsispindéjusi Sviesa buvo sujungtos tuo paciu pluosto dalikliu ir pad-
alytos i dvi dalis. Dalis Sviesos buvo nukreipta j itin didelés spartos dvimate
kamerg (Fastcam SA-Z, Photron), o likusi dalis nukreipta j linijine kamera
(Alkeria Necta N4K-7-F), skirta greitam vaizdo stebéjimui ir galutiniam siste-
mos suderinimui pries registruojant tinklainés vaizdus. Iprastinése OKT siste-
mose Si Sviesa paprastai prarandama, ta¢iau apie 1° pakreipus atraminj veidrodj
ja galima panaudoti bandinio stebéjimui realiu laiku. Toks pakreipimas sukelia
nedidelj turinio vaizdo pakrypima z kryptimi, taciau jis akiy vaizdinimo metu
yra nereikSmingas ir lengvai kompensuojamas skaitmeniniais metodais.

Lazerinis Saltinis spektra skenavo 8700 nm/s greifiu, o abi kameros reg-
istravo duomenis 60 kHz dazniu. Lazeriui praskenuojant visa spektra buvo
uzregistruoti 512 vaizdy, kuriy bangos ilgio zingsnis sieké 0,15 nm, o bendra
vieno turinio vaizdo registravimo trukmé buvo 8,6 ms.

Yra du pagrindiniai optiniy $viesolaidziy tipai: vienmodziai $viesolaidziai,
kurie palaiko tik vienos modos sklidima, ir daugiamodziai Sviesolaidziai, kuri-
uose vienu metu gali sklisti daug mody. Sviesolaidziu galinciy sklisti mody
skaicius priklauso nuo tokiy parametry kaip Serdies ir apvalkalo matmenys,
luzio rodiklis bei §viesos bangos ilgis. Sviesolaidis gali palaikyti nuo vieno iki
keliy tukstanciy mody. Pirmiausia, apskaiciavus sviesolaidzio parametrus pa-
gal [53,85] pateiktas formules ir siekiant suzadinti pakankama erdviniy mody
skaiciy, buvo pasirinktas Sviesolaidis, kurio skaitiné apertura NA = 0,22, o
serdies spindulys 25 pm. Esant tokiai konfiguracijai (3.1 formulé), kai bangos
ilgis A = 840 nm, Sviesolaidyje suzadinama apie 840 mody, todél persiklojimo
triukSmas sumazéja mazdaug \ﬂ840) ~ 29 kartus, nes slopinimo efektyvumas
yra proporcingas mody skaitiaus kvadratinei Sakniai N'/2 [86]. Be to, siekiant
uztikrinti, kad visos suzadintos erdvinés modos Sviesolaidzio gale susidéty neko-
herentiskai ir sudaryty mazo kontrasto démeliy struktura, reikalingas ilgesnis
nei 100 m ilgio Sviesolaidis. Taciau eksperimentiniai tyrimai parodé, kad opti-
malus sviesolaidzio ilgis yra 300 m, nes toks ilgis uztikrina dar mazesnj démeliy
kontrasta.

Siekiant eksperimentiskai jvertinti daugiamodzio Sviesolaidzio gebéjima
slopinti persiklojimo triuksma, naudojant Furjé pilnojo lauko optinés koher-
entinés tomografijos sistema buvo vaizdinamas 100 pm storio stipriai sklaidan-
tis latekso bandinys, eksperimente naudojant vienmodj ir daugiamodj Svieso-
laidzius. Rezultatai palyginti su skenuojancia OKT sistema, kaip parodyta 5.2

(a).
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Naudojant vienmodj Sviesolaidj, persiklojimo triuksSmas aiskiai matomas uz
bandinio riby, nors Sioje srityje neturéty buti jokio naudingo signalo. Persiklo-
jimo triuksmo slopinimo efektyvumas, naudojant daugiamodj Sviesolaidj, buvo
ivertintas apskai¢iuojant santykj tarp vienmodziu ir daugiamodziu $viesolaidzi-
ais uzregistruoty suvidurkinty asiniy profiliy (Paveikslas 5.2 (b)).

vienmodis Sviesolaidis daugiamodis Sviesolaidis skenugjanti OCT

0.1mm_| 0.1mm _I
(b) : 30
. SM fiber
£
= | MM fiber :
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Figure 5.2: (a) Tomografiniai skerspjuviai, gauti naudojant vienmodj Svieso-
laidj, 300 m ilgio daugiamodj $viesolaidj ir skenuojancia OKT sistema. (b)
Signalo kreivés, priklausancios nuo gylio ir gautos susumavus asiniy profiliy
vertes. Juoda kreivé gauta padalijus vienmodzio Sviesolaidzio kreive i§ dau-
giamodZio $viesolaidzio kreives [89].

Kaip ir buvo tikétasi, SM/MM kreivé pasiekia mazdaug 15 karty (11,8
dB) persiklojimo triuksmo slopinima, nes Sviesolaidyje suzadintos mazdaug
250 erdviniy mody sumazina persiklojimo triukima N2 = 250'/2 ~ 15
karty [86,92]. Skenuojancios OKT kreivés slopimo pobudis yra panasus i dau-
giamodzio Sviesolaidzio kreive, o tai rodo, kad Furjé PL-OKT sistema gali
uztikrinti panasy persiklojimo triuksmo slopinimo lygj.

Furjé pilnojo lauko optinéje koherentinéje tomografijoje fokusavimo gylis
(angl. DOF), t. y. iSilginis vaizdinimo diapazonas, nepriklauso nuo su-
fokusuoto pluosto konfokalinio parametro arba Reiléjaus nuotolio [37,47,96].
Ji lemia kolimuoto apsvietimo pluosto Reiléjaus nuotolis tiek bandinio, tiek

129



atraminio veidrodzio atSakose. Tokioje sistemoje interferencinés juostos susi-
daro dideliame isilginiame vaizdinimo diapazone, taciau tik zidinio plokstumoje
uzregistruoti OKT vaizdai yra ryskus, o nuo zidinio plokStumos nutole vaizdai
tampa issilieje. Taciau dél Furjé PL-OKT sistemoms budingo didelio fazés
stabilumo vaizdai gali buti atkuriami skaitmeniniais metodais kompensuojant
defokusavima, todél ryskus vaizdai gali buti gaunami dideliame isilginiame di-
apazone, kaip prie§ tai buvo parodyta ankstesniuose tyrimuose [36].

Tokig konfiguracija, kurioje naudojamas ilgas multimodinis Sviesolaidis erd-
viniam koherentiskumui mazinti pavadinome STOC-T (angl. Spatio-Temporal
Optical Coherence Tomography). Buvo atlikti tolesni eksperimentai palyginti
STOC-T su skenuojancia OKT sistema. Kitame eksperimente kaip bandinys
buvo naudojama atspindintis USAF skiriamosios gebos taikinys, kuris buvo
vaizdinamas tiek skenuojancia OKT, tiek STOC-T sistemomis. Bandinys buvo
perstumiamas iSilgai optinés asies, registruojant vaizdus kiekvienoje defokusuo-
toje padeétyje, kaip parodyta paveiksle 5.3. IS uzregistruoty vaizduy buvo ap-
skai¢iuotos fokusavimo gylio kreivés ir jos tarpusavyje palygintos (paveikslas
5.3). Matome, kad STOC-T sistemos fokusavimo gylio kreivé yra dviemis
eilémis platesné nei skenuojancios OKT sistemos fokusavimo gylio kreivé.
Abiejose sistemose buvo naudojami tie patys 10x objektyvai, kuriy skersiné

skyra buvo 3,4 pm.
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Figure 5.3: Fokusavimo gylio matavimas STOC-T ir skenuojancioje OKT sis-
temoje, naudojant atspindintj bandinj (USAF taikinj). (A-C) STOC-T ir sken-
uojancios OKT sistemos intensyvumo mazéjimo palyginimas, (B) skaitmeninés
defokuso korekcijos poveikis skersinés skyros praradimui STOC-T sistemoje,
(C) naudojant STOC-T ir konfokaline skenuojanc¢iag OKT sistema skirtingomis
defokusavimo vertémis gauty USAF bandinio vaizdy palyginimas.
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Apibendrinant galima teigti, kad Furjé pilnojo lauko optinés koherentinés
tomografijos vaizduose persiklojimo triuksmas gali buti reikSmingai sumazintas
naudojant mazo Serdies diametro (50 pm) daugiamodj $viesolaidj. Daugiamodis
Sviesolaidis leidzia vienu metu didelés skiriamosios gebos rezimu vaizdinti tiek
tinklaine, tiek gyslaine. Be to, gauti rezultatai pasizymi geru pasikartoja-
mumu. Galiausiai, kadangi daugiamodis Sviesolaidis neturi judanciy daliy, jis
yra pasyvus ir mechaniniam nusidévéjimui atsparus optinis elementas, tinka-
mas jprastiniam naudojimui medicininése sistemose ir galintis prisidéti prie
platesnio Furjé PL-OKT technologijos taikymo klinikinéje praktikoje.

Furjé PL-OKT sistemos panaudojimas in vivo vaizdinimui

Furjé pilnojo lauko optinés koherentinés tomografijos ( PL-OKT) sistema
buvo panaudota dviejy savanoriy tinklainés vaizdinimui in vivo: vieno sveiko
45 mety asmens ir vieno 54 mety paciento, kuris serga fotoreceptoriy degen-
eracija. Savanorio galva buvo fiksuojama smakro atrama, sumontuota ant tri-
matés transliacinés postumio sistemos, kuri leido tiksliai suderinti akies padétj
su vaizdinimo sistema. Anksciau apraSyta vienmaté linijiné kamera realiuoju
laiku registravo isilginius tinklainés pjuvius ir buvo naudojama sistemos de-
rinimui. Tai leido aptikti OKT signala ir pasirinkti norima tinklainés sritj.
Lesio L4 padétis (1 pav. 5.1) buvo reguliuojama iSilgai optinés aSies, siekiant
kompensuoti akies luzio rodiklio skirtumus. Atlikus visus sistemos suderin-
imo veiksmus, turiniai tinklainés duomenys buvo registruojami didelés spartos
dvimate kamera.

Pirmojo savanorio tinklainés vaizduose, uzregistruotuose 4° toliau nuo
geltonosios démés, kai vyzdys yra issiplétes, aiskiai matomos didelio kontrasto
vidinés ribinés membranos (angl. ILM), pavir§inio, tarpinio ir giliojo kapil-
iariniy rezginiy (angl. SCP, ICP ir DCP) bei fotoreceptoriy strukturos, kaip
parodyta paveikslo 5.4 (a). Atskiri fotoreceptoriai yra aiskiai matomi dél taiky-
tos aberacijy kompensacijos. 5.4 (b) taip pat aiskiai matomos gyslainés krau-
jagyslés (kontrastas invertuotas).
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(a)

Skerspjivis A IS/OS, 5x

-

Gyslainé (invertuotas kontrastas)

Figure 5.4: Furjé viso lauko optinés koherentinés tomografijos vaizdai: (a)
pirmojo savanorio tinklainé ir (b) gyslainé; (c¢) antrojo savanorio, kuriam nus-
tatyta fotoreceptoriy degeneracija, pasirinkty gyslainés sluoksniy isilginiai ir
en face vaizdai. Gyslainés vaizdy kontrastas yra invertuotas, kad buty aiskiau
matomos kraujagyslés. Gyslainés vaizduose nurodyti atstumai yra matuojami
nuo Brucho membranos. SCP, ICP, DCP — atitinkamai pavirsinis, tarpinis ir
gilusis kapiliary rezginiai; IS/OS — vidinio / iSorinio segmento sandura.
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Uzregistruoti tinklainés ir gyslainés vaizdai parodo, kad sistema yra tin-
kama vaizdinimui in vivo [89] [97]. Ryskus ir didelio kontrasto vaizdai gaunami
dél stipriai sumazinto persiklojimo triuksmo ir mazesnio démeliy dydzio, lygi-
nant su skenuojanéia OKT [3]. Pilnai iSpléstas vyzdys ir skaitmeniniu budu
kompensuojamos aberacijos leidzia sumazinti démeliy dydj, nes nuo tinklainés
atgaline kryptimi issklaidyta Sviesa sklinda per didesne vyzdzio apertura, todél
susidaro smulkesnés démelés net ir esant akies aberacijoms [86].

Siekdami jvertinti vaizdinimo gylio pageréjima gyslainéje, STOC-T sistema
palyginome su dviem komercinémis skenuojancios OKT sistemomis: Spectralis
OCT, kurios skersiné skyra yra 15 pm, fokusavimo gylis yra 450 pm, ir Tri-
ton OCT, kurios skersiné skyra yra 20 nm, fokusavimo gylis yra 600 pm (Pav.
5.5 (a)). Dél sistemy parametry skirtumy, tokiy kaip matavimy daznis, regis-
tracijos trukme ir vidurkinimy skaicius, signalai buvo sunormuoti pagal IS/OS
sluoksnio atspindzio vertes ir signalg nuo isorines fotoreceptoriy. Paveiksle 5.5
(b) pateiktos kreives logaritminéje skaléje. STOC-T sistema pasizymi ne tik
mazdaug 3-4 kartus didesne skersine skyra, bet ir fokusavimo gyliu, kuris yra
panasus | Triton OCT sistemos fokusavimo gylj ir gerokai didesnis nei Spec-
tralis OCT sistemos fokusavimo gylis.
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Figure 5.5: Atgal issklaidyto signalo priklausomybé nuo gylio naudojant
STOC-T ir dvi skenuojandias OKT sistemas (,,Spectralis, ,Heidelberg En-
gineering® ir ,Triton®, ,Topcon“): (A ir B) tomografiniai skerspjuviai po
vidurkinimo, (B) signalo susilpnéjimas nuo vaizdinimo gylio.
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Gylio atzvilgiu selektyvi informacija apie kraujo tékme gali buti uzreg-
istruojama naudojant daugiakanalj arba keliy bangos ilgiy Furjé erdvés de-
tekcija [124, 125], taciau jprastiné taskas po tasko skenavimu pagrista OKT
angiografija (OCTA) yra ribojama registravimo spartos, akies judesiy, erdv-
inés skyros ir aberacijy. Furjé pilnojo lauko optiné koherentiné tomografija [37]
leidzia registruoti visa dvimatj vaizda be spindulio skenavimo. Taip skersiné
fazé islieka stabili, todél galima atlikti didelés spartos tinklainés vaizdinima in
vivo [40] ir i$ to paties turinio duomeny rinkinio iSgauti informacija apie kraujo
tékme [127].

POSITIVE NEGATIVE

4

0 - 30 kHz

0-6kHz

6-15kHz

10 - 30 kHz

Figure 5.6: Didelio ploto kraujo tékmés vaizdai, gauti naudojant MLDH
skirtinguose dazniy diapazonuose, palyginami su jprastine skenuojanc¢ia OKT
angiografija (Optopol Revo), ICGA (Heidelberg Engineering) ir STOC-T struk-
turiniu vaizdinimu [127].

Didelio ploto MLDH (keliy bangos ilgiy lazeriné Doplerio holografija; angl.
multiwavelength laser Doppler holography) kraujo tékmeés vaizdai buvo gauti
sujungiant matavimus i§ keliy persidengianéiy tinklainés sric¢iy (paveikslas 5.6),
iskaitant optinj diska ir geltonaja déme. Kiekvienos vietos registravimo trukmeé
buvo 255 ms, o 32 vietos buvo jregistruotos per =~ 8,2 s [127]. Lyginant su
STOC-T, ICGA (angl. indocyanine green angiography) ir jprastine OCTA,
MLDH uztikrina nuo gylio ir kraujo tékmés priklausantj kontrasta, naudojant
dazninj galios spektrinio tankio (angl. PSD) atrinkima. Visas 0-30 kHz diapa-
zonas daugiausia atskleidzia vidiniy tinklainés sluoksniy kraujo tékme, o 0-6
kHz diapazonas isryskina létesnés tekmeés, stambesnes gyslainés kraujagysles,
6-15 kHz diapazonas isryskina greitesne kraujo tékme gyslainéje, o 10-30 kHz
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diapazonas leidzia dideliu kontrastu vizualizuoti grei¢iausia kraujo tékme [127].
Taigi, dazniné MLDH atranka leidzia atskirti skirtingo grei¢io kraujo tékmés
komponentus ir suteikia iSsamesne informacija apie kraujagysliy struktura nei
vien tik OCTA ar ICGA [127].

Deformuojamosios membranos nauda Furjé PL-OKT sistemoje

Norédami dar labiau padidinti Furjé pilnojo lauko optinés koherentinés
tomografijos sistemos jautrj, i optine schema buvo integruota deformuojamoji
membrana. Deformuojamos membranos priedas prie STOC-T sistemos 5.1
matomas paveiksle 5.7. OKT sistema veiké pagal 5.1 pav. aprasyta kon-
figuracija, kurios pradzioje buvo deformuojamosios membranos posistemeé 5.7.
Sviesa i$ Zaltinio buvo atvedama 1,5 m ilgio vienmodziu $viesolaidziu (MJ-
3A3A-850-5/125-3-1, OZOptics). Lazerio spinduliuoté buvo nukreipiama j de-
formuojamaja membrang, kuri moduliavo fazés pasiskirstyma ir projektavo ji
i daugiamod]j $viesolaidj (300 m ilgio, NA = 0,22, 50 um Serdies diametro).
Toks $viesolaidis suzadina apie 840 mody, kurios laike atskiriamos didesniu
atstumu nei apsvietimo Saltinio koherentiskumo ilgis. Sumazinto erdvinio ko-
herentiskumo $viesa, iSeinanti i§ daugiamodzio $viesolaidzio buvo nukreipta j

interferometra.

Derinamo
daznl_o
lazeris

Vienmodis
sviesolaidis

Daugiamodis
Sviesolaidis

Figure 5.7: Papildoma deformuojamos membranos schema triukSmo mazin-
imui. Sviesa fokusuojama j DM, o po to fokusuojama j Sviesolaidj.

Deformuojamosios membranos jtaka buvo isbandyta vaizdinant at-
spindinc¢ius bandinius. Kaip bandinys buvo naudojama atspindinti USAF skiri-
amosios gebos taikinys, pries kurj buvo ND filtras. Pirmiausia buvo registruo-
jami vaizdai be deformuojamosios membranos. Paveikslas 5.8 (a) matomas
ryskus démeliy triuksmas, visiskai uzgoziantis bandinio struktura. Naudojant
erdvinj filtravima Furjé erdvéje buvo pasalintas ne tik démeliy triuksmas, bet
ir visas USAF taikinio vaizdas (Paveikslas 5.8 (b)). Tjungus deformuojamaja
membrang, USAF taikinio vaizdas tapo aiskiai matomas netaikant erdvinio
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filtravimo (1 pav. 5.8 (c)). Nors ne visos démelés buvo pasalintos, deformuo-
jamoji membrana leido atvaizduoti atspindintj bandinj, kuris pries tai buvo
visiskai uzgoztas démeliy triuksmo .

Nefiltruotas vaizdas Filtruotas Vaizdas Nefiltruotas + Membrana

Figure 5.8: USAF taikinys uz ND filtro. a) USAF taikinio nesimato uz
démeliy, (b) Furjé filtavimas iSvalo démeles kartu su atspindinéiu USAF
taikiniu, (C) kai naudojama membrana, USAF taikinys matomas be papil-
domo filtravimo.

Kitame eksperimente mody triukSmo mazinimui buvo panaudotas agurko
lasteliy bandinys. Paveiksle 5.9 pateikti lasteliy vaizdai, uzregistruoji naudo-
jant daugiamodzio $viesolaidzio ir deformuojamosios membranos kombinacija,
skirta Sviesos koherentiskumui ir koherentiniam triuksmui mazinti. Paly-
gine vaizdus, uZregistruotus jjungus ir iSjungus deformuojamaja membrana,
matome, kad daugiamodzio sviesolaidZio ir deformuojamosios membranos de-
rinys sumazina triuksma ir leidzia uzregistruoti didesnio kontrasto vaizdus tiek
X7, tiek XY pjuviuose.
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Sviesolaidis STOC-T Sviesolaidis + membrana STOC-T

ASinis (XZ)

Skersinis (XY)

Skersinis (XY)

Figure 5.9: Agurko lasteliy vaizdai, gauti naudojant multimodinj Sviesolaidj
(a, ¢, e) ir ji kartu su membrana (b, d, f). Sis derinys leidzia efektyviau pasalinti
koherentinj triukSma.

STOC-T sistemos jautris buvo iSmatuotas pagal standartinj metoda, darant
prielaida, kad sistema yra optimizuota ir jos veikima riboja tik $uvio (shot)
triukSmas. Todeél jautris buvo apskaiciuotas be vidurkinimo, siekiant gauti
patikima sistemos charakteristika. Matavimy trukme ribojo derinamo daznio
lazerinio Saltinio galia. Taip yra dél tokio tipo lazeriniy saltiniy galios trukumo
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bei dél deformuojamosios membranos ir daugiamodzio Sviesolaidzio nuostoliy.
Be vidurkinimo iSmatuotas signalo ir triuksmo santykis buvo labiau riboja-
mas Suvio triukSmo nei koherentinio triuksmo, todél vidurkinant signalo ir
triuksmo santykis kito kitaip, nei buty galima tikétis pagal teorinius skaici-
avimus. Jautris paprastai nustatomas i$ gylio profilio (angl. A-scan), lygi-
nant didziausia signalo amplitude su triukSmo lygiu. Iprastai tam naudojamas
nuo veidrodzio atsispindéjes signalas, susilpnintas neutralaus tankio filtru, ku-
rio slopinimas yra zinomas. Taciau miusy sistemoje taikomas zemuyjy dazniy
filtravimas, todél vietoje veidrodzio buvo naudojama Ronchi gardelé, kurios

atspindzio verté yra zinoma.

(a) Be 2D-FFT (b) 2D-FFT
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Figure 5.10: STOC-T sistemos jautrio jvertinimas naudojant Ronchi gardele
kaip atspindintj bandinj. Jautris matuojamas kaip atraminio atspindzio
funkcija kai triuksSmas yra sumazintas su sviesolaidziu ir $viesolaidzio ir mem-
branos kombinacija. (a) be Furjeé filtro (b) su Furjeé filtru.

Paveiksle 5.10 pateiktas sistemos jautrio jvertinimas, rodantis maziausia sis-
temos uzregistruojama signala. X asyje pateiktas skirtingas atraminés atSakos
filtro slopinimas, o bandinio atSakos filtro slopinimas iSliko pastovus. Y aSyje
atvaizduotas pasiekiamas jautris bei teoriskai apskaiciuotas triuksmo lygis.
Matome, kad mody triuksmo slopinimas taikant dvimatj Furjé filtravima pa-
didina jautrj mazdaug 5 dB ir leidzia pasiekti teoring 80 dB riba. Neutralaus
tankio filtrai buvo jdéti kampu, tam kad j kamera nepatekty tiesioginis at-
spindys nuo filtro pavirsiaus.

Siekdami jvertinti naujos STOC-T sistemos galimybes, buvo atliktas eksper-
imentas vaizdinant Zmogaus tinklaine in vivo [145].

139
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Figure 5.11: Tinklainés vaizdy palyginimas (a) tik multimodinis Sviesolaidis
(b) multimodinis Sviesolaidis ir deformuojamoji membrana, (c¢) suvidurkinty
gylio profiliy funkcija nuo gylio.

Paveiksle 5.11 palyginami in vivo tinklainés vaizdai, uzregistruoti naudo-
jant dvi STOC-T sistemos konfiguracijas: tik multimodinis $viesolaidis (paveik-
slas 5.11(a)), ir multimodinis Sviesolaidis kartu su deformuojamaja membrana
(paveikslas. 5.11(b)). Vaizdai buvo registruojami tinklainés dalyje, esanc¢ioje 5°
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virs geltonosios démeés. Dél vaizdo atsikartojamumo, eksperimento metu buvo
tik jjungiama/iSjungiama deformuojamoji membrana. Taciau registravimo
metu dél neiSvengiamy akies judesiy vaizdinama tinklainés pajudéjo (paveikslai
5.11(a) ir (b)).

Rezultatai rodo, kad triuk$mas abiejose konfigiracijose skiriasi. Svieso-
laidzio ir membranos konfiguiracijoje koherentinis triuksmas yra mazesnis nei
naudojant vien tik multimodinj Sviesolaidj. Vidurkinty gylio profiliy palygin-
imas taip pat rodo nedidelius gyslainés sluoksnio skirtumus, kurie atsirado
dél nedidelio tinklainés vietos poslinkio matavimo metu. Taigi, koherentinio
triukSmo sumazinimas parodo deformuojamosios membranos ir Sviesolaidzio
kombinacijos efektyvuma. Sis priedas leido pagerinti vaizdy kokybe, sumazinti
triukSma, padidinti signalo ir triuksmo santykj bei padidinti sistemos jautrj iki
80 dB.

Didelio pralaidumo Furjé PL-OKT

Pagrindinis kiekvieno interferometro elementas yra pluosto daliklis. Ipras-
tai, optinése sistemos naudojamas 50:50 pluosto daliklis, kuris praranda apie
75 % $viesos. Norédami padidinti sistemos efektyvuma, 50:50 pluosto daliklj
pakeistéme 90:10 pluosto dalikliu, o signalg nukreipti j kamera buvo panau-
dotas nukreipiantis veidrodis (pick-off mirror), leidziantis registruoti signalg i$
tos pacios pluosto daliklio puseés, is kurios ateina apsvietimas [150]. Tokia kon-
figuracija yra jmanoma tada, kai bandinys issklaido Sviesa placiais kampais,
kas yra jprasta biologiniams audiniams [149].

Didelio pralaidumo STOC-T (HT-STOC-T) sistema buvo sujungta su Lin-
niko interferometru (paveikslas 5.12).
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Figure 5.12: Didelio pralaidumo STOC-T sistema, sudaryta is aps$vietimo
posistemeés su deformuojamaja membrana ir vaizdinimo sistemos. Apsvietimo
posisteméje lazerio spinduliuoté, atsispindéjusi nuo deformuojamosios mem-
branos, nukreipiama j ilga daugiamodj sviesolaidj. Vaizdinimo sistema pa-
grista Linniko interferometru ir keturiomis vaizdo kameromis: viena 2D ypac
didelés spartos kamera ir dviem linijinémis kameromis. USB kamera yra pa-
galbiné kamera, naudojama sistemai sulygiuoti. L1-L9 — achromatiniai leSiai.
Raudona spindulio trajektorija zymi apsvietimo ir atraminj spindulj, o pilkos
spindulio trajektorijos zymi issklaidyta Sviesa.

Pirma buvo iSmatuotas sistemos jautris naudojant 50:50 pluosto daliklj, o
veéliau 90:10 pluosto daliklj. Jautrio matavimams buvo naudojama difrakciné
gardelé (150 grioveliy, 500 nm zingsnio, 64-397, Edmund Optics), uzdengta
ND filtru (3,97 optinis tankis spinduliui praeinant pirmyn ir atgal). Sistemos
jautris buvo nustatytas naudojant Sig gardele pagal metodika, aprasyta [145].

Nustatyta, kad standartinés sistemos su 50:50 pluosto dalikliu vieno tirio
jautris sieké 81,2 dB, o didelio pralaidumo sistemos su 90:10 pluosto dalikliu
buvo 86 dB [150]. Taigi didelio pralaidumo OCT sistema pasieke 2,8 karto (4,5
dB) didesnj registravimo jautri. Vidurkinant kelis turius jautris padidéjo iki 3,5
karto (4,5 dB). Jautrio priklausomybé nuo vidurkinimo matoma paveiksle 5.13.
Sistema veiké suvio triukSmo ribojamo rezimu, todél jautris didéjo tiesiskai,
kaip ir rasoma teorijoje [141,145].

142



100 . - -

©
6]

Jautris [dB]
©
o

oo
(@)

—50/50

—HT (90/10)
0 5 10 15 20 25 30

Suvidurkinti vaizdai

80

Figure 5.13: Didelio pralaidumo STOC-T sistema pasiekia 3,5x signalo ir
triuksmo santykio padidéjima (~ 5,4 dB jautrumo padidéjima) lyginant su
iprasta STOC-T.

Toliau naujosios sistemos pranasumas buvo pademonstruotas vaizdinant
sviesg sklaidancius bandinius. Tam buvo naudojama USAF taikinys, ant ku-
rio buvo uzdéta lateksiné pirstine, kuri sklaidé Sviesg. Apskai¢iuotas signalo ir
triuksmo santykio skirtumas tarp paprastos ir didelio pralaidumo sistemos par-
odé, kad sistema su 90:10 pluosto dalikliu pasiekia signalo ir triuksmo santykj
3,2 kartus (5,2 dB) didesnj nei jprasta konfiguracija paveikslas 5.14).
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Figure 5.14: Didelio pralaidumo sistema pagerina signalo ir triuksmo san-
tykj 3,2 karto (5,2 dB) vaizdinant USAF taikinj uz sklaidancio sluoksnio. (a,
b) USAF taikinio en face vaizdai, uzregistruoti naudojant jprasta ir didelio
pralaidumo konfiguracijas. (c, d) Tomografiniai skerspjuviai, pateikti logarit-
minéje skaléje, gauti atitinkamai naudojant jprastg ir didelio pralaidumo kon-
figuracijas. Uz USAF taikinio pavaizduotas signalas yra koherentinio triuk$mo
artefaktas. (e) kreive, gauta vidurkinant gylio profilius.
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Galiausiai signalo—triuksmo santykio pageréjimas buvo parodytas vaizdi-
nant zmogaus tinklaing in vivo. Tinklainés vaizdinimui buvo naudojama antroji
linijiné kamera. Eksperimente buvo vaizdinama sveiko 46 mety savanorio tin-
klainé. Vaizdai buvo suformuoti vidurkinant 20 nuosekliai uzregistruoty tomo-
grafinio pjuvio vaizdy (angl. B-scan). Rezultatai rodo didelj signalo ir triuksmo
santykio pageréjima naudojant didelio pralaidumo sistemg. Paveikslas 5.15 (a)
ir (b) pateiktas tik didelio pralaidumo konfiguracijos gaunamas signalo pageréji-
mas. Tinklainés skerspjuvio vaizdai, pateikti paveiksle 5.16, buvo uzregistruoti
naudojant didelés spartos dvimate kamera. Siuose vaizduose aiskiai atskiriami
pagrindiniai tinklainés sluoksniai.

50/50

90/10 (HT)

signalas [s.v]

-fl 0z n4 06 08
gylis [mm]

Figure 5.15: Tinklainés vaizdy palyginimas vaizdinant linijine kamera: (a)
iprasta sistema, (b) didelio pralaidumo sistema, (c) linijiniai profiliai.

Figure 5.16: Tinklainés vaizdai registruoti greita 2D kamera.

Taigi, didelio pralaidumo konfiguracija gali pagerinti Furjé pilnojo lauko
OKT sistemos panaudojimg medicininiams ir moksliniams tyrimams. Galé-
dami detektuoti didesnj sviesos kiekj nuo bandinio, galima naudoti mazesnés
galios Sviesos Saltinj ir taip sumazinti fototoksiskumo rizika, kuri yra ypac
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svarbi oftalmologiniuose tyrimuose. Be to, padidéjes jautris leidzia registruoti
vaizdus naudojant mazesnj vidurkinimy skai¢iy, todél sumazéja judesio arte-

fakty jtaka in vivo matavimy metu.

Laikiné pilnojo lauko optiné koherentiné tomografija
Defokuso korekcija

Laikiné viso lauko optiné koherentiné tomografija (TD-FF-OCT) yra in-
terferometrinis metodas, naudojamas registruoti aukstos skiriamosios gebos
biomedicininius vaizdus. Naudojant laikiskai ir erdviskai nekoherentiska Sviesos
Saltinj, galima registruoti audiniy vaizdus dideliame gylyje. Taciau esant de-
focusui arba kitoms optinéms aberacijoms, vaizdo kokybé blogéja, ypac vaiz-
dinant gilesnius sluoksnius. Sukuréme skaitmenine fokusavimo korekcija, kuri
veikia, kai bandinio ir atraminés atSaky optiniai keliai yra vienodi. Fokusavimo
korekcija gali buti taikoma tiek sklaidantiems, tiek atspindintiems bandiniams,
o defokuso korekcija veikia iki 1 mm gylio.

Skaitmeninei aberacijy korekcijai pademonstruoti buvo sukurta laikiné pil-
nojo lauko optinés koherentinés tomografijos (angl. TD-FF-OCT) sistema.
Apsvietimui naudotas mazo erdvinio koherentiSkumo baltosios Sviesos LED
saltinis (MNWHL4, Thorlabs). Sistema buvo pagrista Linnik interferometru,
kuriame naudoti du identiski objektyvai (paveikslas 5.17). Interferometre buvo
naudojamas jprastas 50/50 pluosto daliklis.

kamera
vélinimo
linija
50/50 i
\N——
%
av. : el b E
LED - 10X >
Sviesos 10X| | t
saltinis
: bandinys . «~— varikliai

Figure 5.17: Principiné pilno lauko OKT sistema. Mélyna - nekoherentiska
LED sviesa, raudona - koherentiska lazerio Sviesa.

Tiek bandinio, tiek atraminéje atSakose buvo naudojamos vélinimo lini-
jos (T-NAO8A25-S, Zaber). Jos leido atlikti bandinio iSilginj skenavimg ir
stumdyti visa atramine atSaka (zalia spalva 4.1 pav.). Sumazinus optinio
kelio skirtuma tarp bandinio ir atraminés atSaky iki Sviesos Saltinio koheren-
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tiskumo nuotolio, interferencinis vaizdas buvo registruojamas kamera. Siekiant
sulyginti bandinio ir atraminés atSaky signaly galias, atraminéje atsakoje
buvo jterptas 0,6 OD optinio tankio (ND) filtras, dél kurio griztancio sig-
nalo galia sumazéjo iki 6 %. Chromatinei dispersijai kompensuoti bandinio
atsakoje buvo jdétas 0 OD tokio paties storio ND filtras. Fazés poslinkis buvo
sukuriamas ant atraminio veidrodzio laikiklio pritvirtinus pjezoelektrinj ele-
mentg (STr-25, Piezomechanik). Siekiant pademonstruoti defokuso korekcija,
buvo naudojamas didelés skiriamosios gebos USAF taikinys (Highres-2, New-
port). Defokuso korekcija buvo atlikta iki 1 mm defokusavimo [155]. Paveiksle
5.18 pateikti jprastinés mikroskopijos ($viesaus lauko) vaizdai, uzregistruoti
uzblokavus atramine atsSaka, taip pat PL-OKT vaizdai, uZregistruoti esant
skirtingoms defokusavimo vertéms, ir atitinkami jy skaitmeniskai refokusuoti
vaizdai. Matome, kad PL-OKT vaizdai yra maziau jautrus defokusavimui, lygi-
nant su jprastinés Sviesaus lauko vaizdais, pateiktais paveikslo 5.18 a—d dalyse.
Sis PL-OKT atsparumas defokusavimui jau buvo aprasytas ankstesniuose lit-
eraturos Saltiniuose [8]. Vis délto, didinant defokusavimo atstuma, PL-OKT
vaizdai taip pat tampa neryskus (5.18 e-h). Naudojant skaitmenine defokuso
korekcija, PL-OKT vaizdai gali buti refokusuojami, kaip parodyta paveikslo
5.18 i-1 dalyse.
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Figure 5.18: Skaitmeninio defokusavimo korekcijos demonstravimas PL-OKT
USAF taikinio vaizduose, uzregistruotuose palaipsniui didinant defokusavimo
gyli: 100 pm, 200 pm, 500 pm ir 1 mm. (a—d) Iprasti Sviesaus lauko vaizdai,
uzregistruoti uzblokavus atramine atSaka. (e-h) PL-OKT vaizdai. (i-1) PL-
OKT vaizdai, kuriuose atlikta skaitmeniné defokusavimo korekcija.

Siekiant iSvengti priklausomybés nuo objektyvo NA ir bangos ilgio, buvo
naudojamas bedimensis koordinatinis vienetas v = 4kznsin®($), kur k yra
bangos vektorius, z — atstumas isilgai optinés asies, n — bandinio luzio rodiklis, o
« — $viesos kugio, formuojancio fokusa, pusinis kampas. ISmatuotas objektyvo
fokusavimo gylis yra 10 pm (u = 6,76), t. y. 100 karty maZesnis uz 1 mm
defokusavima (u = 676,4).
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Figure 5.19: Skaitmeniné USAF taikinio, defokusuoto 1 mm (u = 676,4),
korekcija. Kompleksinis signalas, kurj sudaro amplitudé (a) ir fazé (b), Furjé
transformacija (c), dauginimas i§ kvadratinés fazés funkcijos (d) atvirkstine
Furjé transformacija, refokusuotas vaizdas (e). Palyginimui pateiktas su-
fokusuotas vaizdas (f).

Paveikslo 5.19 (a) dalyje parodyta, kad rankiniu budu defokusavus band-
inj, taikinio juostelés tampa tokios neryskios, kad ju nebejmanoma individu-
aliai atskirti. Kaip parodyta paveikslo 5.19 (e) dalyje, pritaikius skaitmenine
defokuso korekcija, vaizdas gali buti atkurtas ir vél sufokusuotas. Taciau, ly-
ginant su sufokusuotu vaizdu, pateiktu paveikslo 5.19 (f) dalyje, perfokusuoto
vaizdo erdviné skyra yra mazesné.

Norédami nustatyti, kaip rankinis bandinio defokusavimas ir skaitmeni-
nis refokusavimas veikia erdvine skyra, buvo paimti linijiniai profiliai einantys
per USAF taikinio 7-osios grupés 1-4 elementus (paveikslas 5.18). Linijiniai
profiliai buvo gauti sufokusuotiems, defokusuotiems ir skaitmeniniu budu re-
fokusuotiems vaizdams (paveikslas 5.19).

Siekiant istirti PL-OKT signalo pokyc¢ius defokusavimo metu, buvo naudo-
jami du zingsniniai varikliai, skirti atitinkamai bandinio ir atraminei atsakoms.
Kiekvienai bandinio padéciai visa atraminé atSaka (veidrodis ir objektyvas)
buvo stumdoma ta pacia kryptimi ir tokio paties dydzio Zingsniais (iSilgai opt-
inés asies) Matavimai atlikti nuo nuo -1 iki 1 mm kiekvienai defokusavimo
vertei [155].

Kiekvienoje defokuso padétyje buvo uzregistruoti laikinés PL-OKT vaizdai,
o0 i§ vaizdy rinkinio buvo isskirtas linijinis gylio profilis.
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Figure 5.20: (a) PL-OKT signalas priklausomai nuo bandinio defokusavimo,
gautas naudojant tris skirtingus bandinius. Juoda rodyklé nurodo padétj, ku-
rioje buvo sustabdytas atraminés atsakos variklis, siekiant samoningai sukurti
atraminés ir bandinio atsaky optiniy keliy ilgiy skirtuma. Mélyna rodyklé Zymi
dél Sios neatitikties atsirandantj signalo fong. (b) Skaitmeninio refokusavimo
priklausomybé nuo fizinio defokusavimo, naudojant LED ir lazerinj apsvietima.

Siame eksperimente buvo naudojami trys skirtingi bandiniai (paveikslas
5.20 (a)): vienas atspindintis (USAF) ir du sklaidantieji bandiniai.

Skaitmeniniam refokusavimui buvo naudojamas Frenelio sklidimo opera-
torius: exp(—jmAAz[f2 + f2]). Kai bandinys buvo defokusuotas per Az,
naudojant LED kaip apsvietimo Saltinj, skaitmeninis refokusavimas turéjo
biti apskai¢iuojamas naudojant Az/2 reiksme. Sis reiskinys buvo pastebétas
ant USAF taikinio uzklijavus du matinés lipniosios juostos sluoksnius. Toks
bandinys buvo naudotas atliekant eksperimenta su abiem apsvietimo Saltini-
ais: erdvigkai koherentisku lazeriu (SLD850S-A20W, Thorlabs) ir LED $vies-
tuku (M850L3, Thorlabs). Abieju Saltiniy centrinis bangos ilgis buvo 850 nm,
o naudojant tg patj spektrinio ploc¢io filtra abiejy sSaltiniy spektrinis juostos
plotis buvo sumazintas iki 10 nm. Naudojant lazerj ir defokusavus bandinj Az
reikalinga tokio pat dydzio skaitmeninio refokusavimo verté Az. Taciau nau-
dojant LED kaip aps$vietimo Saltinj, tam pac¢iam defokusavimui Az refokusuoti
reikia tik pusés skaitmeninio sklidimo nuotolio Az/2 (paveikslas 5.20(b)). Sie
rezultatai buvo papildomai patikrinti apskaic¢iuojant visy vaizdo pikseliy stan-
dartinj nuokrypj, kuris buvo vaizdo ryskumo matmuo. Sj reigkinj galima paaisk-
inti koherentinei ir nekoherentinei $viesai budingy galios skésties funkciju (angl.
PSF) skirtumu [157]. Refokuso galimybes buvo pademonstruotos uz stipriai
sklaidancio sluoksnio padéjus sulankstyto lesiy valymo servetélées bandini (MC-
5, Thorlabs). Paveiksle 5.21 pateikti vaizdai, gauti 100 pm gylyje Zemiau
bandinio pavirSiaus. Bandinys buvo defokusuotas 500 pm. Siekiant kompen-
suoti optinio kelio pokyti, taip pat buvo stumdoma atraminé atsaka. Kadangi
bandinys buvo panardintas silikoninéje alyvoje, atramine atSaka reikéjo pers-
tumti n - 500 wm, kur n yra silikoninés alyvos luzio rodiklis.

150



! ; (d)? [ —i‘n focus

—defocus
—refocus

intensyvumas, log10 (s.v.)

0 01 02 03 0.4
erdvinis daZnis, (1/um)

Figure 5.21: PL-OKT vaizdy, gauty 100 pm gylyje nuo servetélés pavirsiaus,
skaitmeniné defokusavimo korekcija (Vaizdai normalizuoti). (a) Sufokusuotas
PL-OKT vaizdas, (b) PL-OKT vaizdas, fiziskai defokusuotas 500 pm. (c) Re-
fokusuotas PL-OKT vaizdas. (d) Erdvinio daznio spektrai, gauti i$ triju vaizduy,
pateikty (a), (b) ir (c), (d) kreivés gautos i§ nenormalizuoty FF-OKT vaizdy.

Gautas defokusuotas vaizdas, parodytas paveikslo 5.21 (b) dalyje, yra
neryskus, todél daugumos audinio plausy nejimanoma isskirti. Taciau pritaik-
ius skaitmening defokuso korekcija, Sie plausai vél tampa matomi (paveikslo
5.21 (c) dalis). Kaip ir buvo galima tikétis remiantis ankstesniais rezultatais,
vaizdo visiskai atkurti nepavyksta, o aukstesnieji erdviniai dazniai prarandami
(paveikslo 5.21 (d) dalis).

Daugiataskis vaizdinimas panaudojant skaitmeninj mikroveidrodziy prietaisa

Optine koherentine tomografija galima suskirstyti j skenuojamaja ir viso
lauko OKT. Viso lauko OKT, nenaudojant skersinio skenavimo, registruoja
dideleés skiriamosios gebos vaizdus naudojant dvimacius detektorius (kameras).
Taciau pagrindinis tokiy sistemy trukumas yra konfokalinio sekcionavimo neb-

uvimas, todél sumazéja vaizdinimo gylis ir jautris. Konfokalinis sekcionavi-
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mas sumazina j detektoriy patenkancios nefokusuotos sviesos kiekj bei page-
rina signalo ir triuksmo santykj (SNR) [33]. PL-OKT sistemos jautris gali buti
padidintas naudojant tamsaus lauko detekcija [31, 32], kuri slopina démeliy
triukSma, taciau kelis kartus issklaidyta sviesa tokiu budu néra isfiltruojama.
Konfokalinés skenuojamosios OKT sparta galima padidinti didinant vienu metu
bandinyje skenuojamy tasky skaiciy [160,161]. Siekiant sujungti skenuojamo-
sios ir viso lauko OKT sistemy privalumus, buvo panaudotas skaitmeninis
mikroveidrodziy prietaisas (angl. DMD). Skaitmeninis mikroveidrodziy pri-
etaisas gali generuoti jvairius apsvietimo strukturas, pavyzdziui, daugiataske
struktura [164]. Skaitmeninis mikroveidrodziy prietaisas taip pat naudoja-
mas konfokalinéje mikroskopijoje tiek apsvietimui, tiek detekcijai, kai atskiri
mikroveidrodziai naudojami kaip konfokalinés diafragmos, uztikrinancios kon-
fokalinj efekta [165,166].

Sukonstravome viso lauko OKT sistema su konfokaliniu optiniu sekcionav-
imu. Sistemoje naudojamas skaitmeninis mikroveidrodziy prietaisas taip, kad
viename jo plote generuojama konfokaliniy apsvietimo tasky matrica, o ki-
tame — konfokaliniy diafragmy matrica, slopinanti i§ fokuso plokStumos sklin-
dancia $viesa. DMD naudojamas dvigubo praéjimo [175] konfiguracijoje, taciau
apsvietimo ir detekcijos keliai nukreipiami j skirtingas skaitmeninio mikrovei-
drodziy prietaiso lusto puses, kuriose atitinkamai generuojami apsvietimo
taskai ir diafragmos [176]. Skaitmeninio mikroveidrodziy prietaiso naudojima
iprastoje dvigubo praéjimo konfiguracijoje PL-OKT sistemose riboja tai, kad
nuo mikroveidrodziy lusto antriniy elementy atgal atsispindéjusi ir issklaidyta
Sviesa yra stipresné uz i$ paties bandinio gaunama Sviesa. Dél Sios priezasties
skaitmeninio mikroveidrodziy prietaiso negalima patogiai naudoti kaip erdvinio
sviesos moduliatoriaus PL-OKT sistemose. Tac¢iau mums pavyko sukurti ir uz-
patentuoti metoda, leidziant] i$vengti §io apribojimo. Sis metodas gali atskirti
konfokalinj apsvietima ir erdviskai filtruoti uzregistruota signala. Musy paten-
tuotas iSradimas [177], apraSomas kaip atspindzio konfokalinis mikroskopas,
kuriame naudojamas DMD su padalyta darbine sritimi: viena dalis skirta ban-
diniui apsviesti, o kita — signalui detektuoti. Panaudojant tokia konfiguracija,
buvo surinkta OKT sistema Linnik interferometro pagrindu (Paveikslas 5.22),
kuriame bandinio ir atraminéje atsakose naudojami du identiski objektyvai
(10x/0.25, Plan N, Olympus, Tokyo, Japan), uztikrinantys 1,6 pm skersine
skyra.
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Figure 5.22: Principiné PL-OKT sistemos schema su skaitmeniniy vei-
drodéliy prietaisu.

Siekiant nuskenuoti visa bandinj, CMOS (angl. complementary metal-
oxide-semiconductor) kameros vieno islaikymo metu skaitmeninio mikrovei-
drodziy prietaisu buvo generuojamos jvairiy mikroveidrodziy struktury sekos
[175]. Toks metodas leido greitai atlikti keliataskj vaizdinima, nereikalaujant
skaitmeninio mikroveidrodziy prietaiso ir kameros sinchronizavimo. Kiekvieng
apsvietimo taska sudaré vienas ,jjungtas (angl. ,on“) mikroveidrodis, o
atitinkamos detekcijos diafragmos skaitmeninio mikroveidrodziy prietaiso vaiz-
dinimo puséje buvo suformuotos i§ 2 x 2 ,isjungty® (angl. ,off) mikrovei-
drodziy bloky. Atstumai tarp apSvietimo tasky ir detekcijos diafragmy buvo
kei¢iami siekiant subalansuoti optinio sekcionavimo galimybes, vaizdinimo
sparta ir persiklojimo triuksma.

Taip pat, po keliataskio skenavimo buvo taikomas ir kelialinijinis skenavimo
metodas [175]. Vietoje atskiry tasky matricy generavimo buvo naudojami alter-
natyvios skaitmeninio mikroveidrodziy prietaiso strukturos, formuojancios lin-
ijines apsvietimo ir detekcijos sritis. Kaip ir daugiataskio eksperimento atveju,
apsvietimo linijy plotis buvo vieno mikroveidrodzio, o detekcijos liniju plotis
buvo dviejy mikroveidrodziy. Atstumas tarp gretimy liniju buvo 15 mikrovei-
drodziy.
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daugiatadke PL-OKT daugialinijiné PL-OKT jprasta PL-OKT

Figure 5.23: PL-OKT bandinio, pagaminto i$ po sklaidan¢iuoju sluoksniu
pritvirtinto USAF (angl. United States Air Force) taikinio, vaizdai, uzreg-
istruoti naudojant (a) keliy tasky (angl. multi-spot), (b) keliy linijy (angl.
multi-line) ir (c) jprasta rezimus. Mastelio juosta — 50 pm. Palyginimui vaiz-
dai pateikti naudojant skirtingas intensyvumo skales: (a) 0-10 000 s.v., (b)
0-2000 s.v. ir (c) 0200 s.v.

Paveiksle 5.23 pateiktas PL-OKT vaizdy, uzregistruoty skirtingais rezimais,
palyginimas. Demonstracinio eksperimento metu keliataskis rezimas veiké nau-
dojant santykinai ilga, 200 ms trukmeés kameros ekspozicija, todél kadry reg-
istravimo sparta sieké tik 5 Hz. PriesSingai, tiek kelialinijinés, tiek jprastinés
viso lauko OKT rezimy vaizdai buvo registruojami naudojant 20 ms islaikymo
trukme, todél kadry registravimo sparta sieké 50 Hz. Norint uztikrinti paly-
ginamy rezultaty registravima, eksperimento salygos buvo atitinkamai suvien-
odintos.

Konfokalinio skenavimo rezimu (daugybés tasky) PL-OKT signalas yra
gerokai stipresnis nei standartins viso lauko rezimas, paveikslas 5.23(a).
Toks pageréjimas pasiekiamas todél, kad konfokalinis sekcionavimas (12 pm
(FWHM), sutampantis su USAF taikinio plokStuma) slopina i§ nefokusuoty
plokstumy sklindandia S$viesa (nuo vir$ taikinio esancio sklaidanciojo sluok-
snio). Dél to daugiau Sviesos pasiekia taikinj ir surenkama daugiau nuo taikinio
issklaidytos Sviesos.

Linijinio skenavimo rezimu PL-OKT signalo intensyvumas yra tarp keliy
tasky konfiguracijos ir viso lauko konfiguracijos signaly intensyvumo. Tai gal-
ima paaiskinti daliniu konfokaliniu optiniu sekcionavimu, kuris yra maziau efek-
tyvus neidaugiataskiu rezimu.

Vertinant vaizdo kokybés pageréjima, kiekvienam vaizdui buvo apskaiciuo-
tas signalo ir triuksmo santykis (SNR). SNR buvo apibréztas taip:

v signal )2 (5.4)
std(v/background) '

C¢ia signalas atitinka OKT signalo intensyvumg USAF taikinio juostelése, o

SNR = (

fonas nustatomas nesuderinus koherentinio sekcionavimo plokstumos su ban-
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dinio plokstuma ir ten matuojant OKT signala.

Standartinio FF-OKT vaizdo, pateikto paveikslo 5.23(c) dalyje, SNR buvo
67 s.v. Konfokalinio skenavimo rezimu (paveikslo 5.23(a) dalis) gautas SNR
sieké 1914 s.v., (padidéjo 29 kartus, 14,6 dB). O linijinio skenavimo konfigturaci-
jos SNR buvo tarpinis ir sieké 529 s.v. Norédami pademonstruoti daugiataskes
konfiguracijos vaizdinimo privalumus, biologinj bandinj vaizdinome skirtingu-
ose gyliuose. Paveiksle 5.24 pateikti agurko vaizdy skerspjuviai, gauti persluok-
sniuojant registruotus vaizdus, didziausio intensyvumo signalai, uzregistruoti
naudojant daug tasky rezima ir vieno tasko vaizdinimo rezima. Vaizdy rinkinys
buvo registruojamas nuo 20 pm gylio po bandinio pavirsiumi iki 1 mm gylio, o
tarp gretimy vaizdy buvo 1 pm isilginis poslinkis. Visame matuotame gyliy di-
apazone naudojant daugiataske konfiguracija galima isskirti daugiau bandinio
strukturiniy detaliy. Kai vaizdinimo gylis virsija 400 pm, standartiniu vaiz-
dinimo rezimu bandinio struktiiros nebeuzregistruojamos. Taciau daug tasky
vaizdinimo metodas leidzia uzregistruoti bandinio strukturas beveik iki 800 pm
gylio bandinyje. Sis pavyzdys rodo, kad dél daugiataskio vaizdinimo padidéjes
signalo ir triuksmo santykis pagerina vaizdo kokybe, nes konfokalinis efektas
slopina nekoherentine fonine sviesa.

Apibendrinant, pristatyta konfokaliné-pilnojo lauko OKT sistema veikia
daugiataskiu ir daugialinijiniu skenavimo rezimais. Sistemoje naudojama
musy patentuota dvigubo praéjimo geometrija pritaikyta skaitmeniniam
mikroveidrodziy prietaisui. Tai jgalina konfokalinj vaizdinima atspindzio
rezimu. Signalo ir triukSmo santykis buvo pagerintas sumazinus detektoriy
pasiekiancios nekoherentinés sviesos kiekj. Daugiataskis apsvietimas, deri-
namas su skaitmeninémis aperturomis, pilnojo lauko vaizdinimo sistemoje
uztikrina konfokalinj sekcionavimag ir stipriai slopina nefokusuota Sviesa, dél
ko padidéja signalo ir triukSmo santykis [175]. Viena skaitmeninio mikrovei-
drodziy prietaiso pusé naudojama apsSvietimo taskams formuoti, o kita skirta
konfokalinéms aperturoms. Taip paSalinami atgaliniai atspindziai anksciau
riboje skaitmeninio mikroveidrodinio prietaiso taikyma PL-OKT sistemose.
Sis metodas ypa¢ naudingas vaizdinant $viesa stipriai sklaidancius bandinius,
jei naudojamas pakankamo skaiscio sviesos Saltinis.
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daugiataske PL-OKT jprasta PL-OKT

Figure 5.24: Agurko aSiniai vaizdai (X Z), uzregistruoti naudojant (a) keliy
tasky ir (b) jprasta rezimus. Mastelio juosta — 50 pm.
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Isvados

Atliekant darba buvo padarytos tokios isvados:

1.

Koherentinis triuksmas Furjé pilnojo lauko optinés koherentinés tomo-
grafijos sistemoje gali buti reikSmingai sumazintas naudojant pasyvy
mazo Serdies skersmens daugiamodj sviesolaidj. Tai leidzia in vivo vienu

metu uzregistruoti didelés skyros tinklainés ir gyslainés vaizdus.

. Greitai veikianti deformuojamoji membrana, kartu su daugiamodziu

Sviesolaidziu, papildomai slopina modinj triuksSmg ir padidina erdvines
ir laikines koherencijos optinés tomografijos sistemos jautrj tiek, kad gal-
ima isskirti tinklainés ganglijines lasteles ir fotoreceptorius.

. Didelio pralaidumo interferometro konstrukcija, pagrista 90/10 pluosto

dalikliu ir vyzdzio plokstumoje esanciu atskiriamuoju veidrodziu, dar
labiau padidina erdvines ir laikines koherencijos optinés tomografijos
sistemos jautrj. Tai leidzia naudoti mazesnés galios Sviesos Saltinj ir

sumazinti vaizdy rinkiniy vidurkinimo poreikj.

Laikinés pilnojo lauko optinés koherentinés tomografijos sistemoje skait-
meniné defokusavimo korekcija leidZia iSplésti tinkama vaizdinimo gylj uz
fizinio objektyvo vaizdinimo gylio riby.

. Skatmeniniu mikroveidrodziy prietaisu pagrista sistema, kurioje viena

mikroveidrodziy matricos pusé naudojama apsvietimo taskams, o kita —
skaitmeninéms konfokalinéms aperturoms formuoti, iSsprendzia atgaliniy
atspindziy problemg ir sujungia konfokalinés mikroskopijos privalumus
su pilnojo lauko optinés koherentinés tomografijos vaizdy registravimo
sparta.
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