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Abstract: We demonstrate full-field optical coherence microscopy (OCM) using an ultrathin
forward-imaging short multimode fiber (SMMF) probe with a core diameter of 50 µm, outer diameter
of 125 µm, and length of 7.4 mm, which is a typical graded-index multimode fiber used for optical
communications. The axial and lateral resolutions were measured to be 2.14 µm and 2.3 µm,
respectively. By inserting the SMMF 4 mm into the cortex of an in vivo rat brain, scanning was
performed to a depth of 147 µm from the SMMF facet with a field of view of 47 µm. Three-dimensional
(3D) OCM images were obtained at depths ranging from approximately 20 µm to 90 µm. Based
on the morphological information of the resliced 3D images and the dependence of the integration
of the OCM image signal on the insertion length, the obtained 3D information of nerve fibers has
been presented.

Keywords: full-field optical coherence microscopy; endoscopic imaging; medical optics instrumentation;
fiber optics imaging

1. Introduction

Optical coherence tomography (OCT) has become a mainstay in biomedical imaging technology
owing to its noninvasive imaging and higher spatial resolution, and has been one of the most rapidly
developed optical imaging modalities of the last few decades. At present, the most developed domain
is ophthalmology, and its ability to differentiate between layers of the retina has made it a standard
diagnostic tool [1–3].

Various probes have been developed for OCT to extend the range of its applications [4,5]. Compact,
robust, and reliable endoscopic probes and imaging catheters have long been in demand in various
fields of biomedical optics. The size of the imaging probe is important in achieving minimally invasive
accessibility to deep regions. Most probe implementations can be divided into two groups based on
their scan modes: Side-imaging or forward-imaging.

In side-imaging probes [6–10], a deep skeletal muscle structure was imaged using an ultrathin
optical needle probe (outer diameter (OD) = 310 µm) consisting of a no-core fiber and a fiber
gradient-index (GRIN) lens, with a lateral resolution of 20 µm [7]. The structure of an optical probe
using fiber GRIN lenses was first proposed in 2002 [10]. Forward-imaging probes are generally
more complicated in design and require that their actuators be located at or very near the probe
tip. So far, several types of probes have been demonstrated [11–16]. Probes using a long GRIN lens
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(OD = 0.74 mm, length = 120 mm) have been reported to obtain OCT images of ex vivo human brains
with lateral scanners [17]. Full-field OCT (FF-OCT), which utilizes spectrally modulated and spatially
incoherent illumination, has also been demonstrated. The interference image obtained was transferred
to a camera through a bundle fiber (OD = 1.93 mm, length = 1.76 m) [18]. These probes are useful in
multiple fields of biology and in clinical applications.

OCT with a high-numerical-aperture objective lens is often referred to as optical coherence
microscopy (OCM) [19]. OCM, a variant of OCT, acquires en face tomographic images, with 3D
imaging achieved by acquiring a stack of en face images. One of the OCM approaches is full-field OCM
(FF-OCM). FF-OCM uses a temporally and spatially low-coherence light source associated with an
area camera to acquire en face images [20]. Many specific studies on FF-OCT and FF-OCM have been
reported [21–23].

We have been studying the application of short multimode fibers (SMMFs) as an imaging fiber
GRIN lens in a forward-imaging probe, because of its miniaturization, robustness, reliability, and low
cost [24]. It is possible to miniaturize a forward-imaging probe without lateral scanning mechanisms
using an area camera. The theoretical and experimental evaluations of imaging characteristics have
been reported using an SMMF with a diameter of 125 µm and a length of 8.8 mm. The dependence of
contrast on wavelength was measured using surface images of chicken tendons [25]. By means of an
SMMF with a diameter of 140 µm and a length of 5 mm, we also obtained transmission images using
ex vivo rat brains [26]. For designing an SMMF, the modulation transfer function was evaluated using
a thin random phase screen model [27]. The mode patterns resulting from the propagation in SMMF
and the distribution of depolarizations have been investigated [28]. Using an SMMF with a diameter
of 125 µm and a length of 5.12 mm, FF-OCM has been demonstrated for the first time. 3D images of
a dried fish fin were obtained by placing the SMMF in contact with the sample [29]. We have also
reported the images obtained by FF-OCM with SMMF of a diameter of 125 µm and a length of 7.4 mm
using ex vivo rat brains [30].

In the field of neurosciences, OCT has also been demonstrated as a promising imaging tool [31].
OCT enables non-invasive visualization of the structures and functionality of the brain, which is
valuable for fundamental research and medical diagnosis. 3D Doppler OCT used for regional cerebral
blood flow (CBF) measurements in rat cortexes has been reported to obtain the absolute CBF [32].
OCT angiography revealed microvascular hemodynamics in the rat somatosensory cortex during
subject activity [33]. The refractive index in the somatosensory cortex of in vivo rats has also been
measured using FF-OCT [34]. In vivo imaging of neuronal cell bodies and the cortical myelination of
rats up to depths of 1.3 mm were demonstrated using sealed cranial windows and a 1.3 µm spectral
domain OCM [35]. Single-myelin-fiber imaging of in vivo rat cortexes at a depth of 0.34 mm was also
performed using OCM with high resolution and cranial windows [36]. The imaging of cytoarchitecture
and myeloarchitecture in the rodent cortex in vivo was demonstrated using spectral domain OCM [37].

It is known that white matter is crucial for cognitive functions, and that age-related white matter
alterations and the loss of myelinated fibers and oligodendrocytes may have important implications
in age-related cognitive and mnemonic impairments [38,39]. Therefore, it is necessary to study the
white matter at a cellular level [40]. Using the window on a skull, OCT images of in vivo rat brain
have been obtained at depths of 1.3 mm with axial resolution of 4.7 µm. It is necessary to have in vivo
and ex vivo imaging of deeper areas under the cortex with high spatial resolution. As the thickness of
the cortex is approximately 1.5 mm [41], low-invasive thin probes with a spatial resolution of a few
micrometers are necessary; however, using such a probe for in vivo imaging has not been reported yet.

In this study, we demonstrate the OCM imaging of in vivo rat brain by means of FF-OCM
using an SMMF probe with an OD of 125 µm and a length of 7.4 mm. First, the imaging conditions
as the basic characteristics of SMMF are shown; subsequently, the experimental setup, spatial
resolution, and influences of linearly polarized (LP) modes on the images in SMMF are described.
Finally, experimental procedures to insert the SMMF into the brain, and 3D OCM images in tissues
are demonstrated.
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2. FF-OCM Using SMMF

The time-domain FF-OCM with four-phase shifting was utilized [29]. The OCM system (Figure 1a)
was modified to reduce the light incident into the charge-coupled-device (CCD) camera by reflections
at the SMMF facet. The light from a halogen lamp, collimated with a microscope objective lens
(×10, NA 0.25, focal length 16.6 mm), was incident onto the band-pass filter, polarizer, half-wave
plate to change the angle of polarization, and non-polarizing beam splitter (BS) through the aperture.
The reference arm consisted of a quarter-wave plate, variable neutral-density (ND) filter, dispersion
compensator, objective lens (Edmund, DIN, ×10, focal length 16.6 mm, working distance 6.3 mm,
NA 0.25), and a reference mirror with a lead zirconate titanate (PZT). The quarter-wave plate converted
linearly polarized light into circularly polarized light.
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Figure 1. (a) Experimental setup; (b) photograph of short multimode fiber (SMMF); (c,d) photographs
of facets of SMMF.

The signal arm consisted of the same objective lens (×10), the SMMF, and the sample.
The illumination power was 13 µW at the exit of the SMMF. The polarizer was set in front of the CCD
camera (AVT, Manta G–033, 656 × 492 pixels, cell size 9.9 µm × 9.9 µm, bit depth 8–12 bits, maximum
speed 88 fps). To reduce the light reflected at the facet of SMMF into CCD using polarizations,
the vertical polarization components perpendicular to the incident polarization into SMMF were
imaged as OCM images.

OCM images were obtained at 17 fps without depth scanning. For the SMMF, the multimode
fiber was cut using a fiber cleaver (Fujikura, CT–22). Photographs of both facets and the 7.4 mm long
SMMF are shown in Figure 1b. The two facets are clean with no cracks around the cladding as shown
in Figure 1c,d.

3. Results

3.1. Basic Characteristics

3.1.1. Spatial Resolution

The measured imaging condition and magnifications approximately corresponded to those of
calculations as described in Reference [29]. After the band-pass filter in Figure 1a, the peak wavelength
of a light, central wavelength λ0, and bandwidth (full width at half maximum, FWHM) were 739 nm,
784 nm, and 132 nm, respectively. Assuming a Gaussian spectrum, the axial resolution was calculated
to be 2.06 µm. The axial resolution was measured to be 2.14 µm with dispersion compensations.

The lateral resolution was evaluated using the edge of test pattern (TP) from the OCM images
as shown in Figure 2a. The width of 10% to 90% of the edge response function corresponds to the
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FWHM of the line spread function [42]. The intensity profiles indicated by the solid line in Figure 2a
are shown in Figure 2b to show the lateral resolution of 2.3 µm. The spot size of the OCM images was
calculated by 0.52λ0/NA, using the wavelength, denoted by λ0, and the numerical aperture, denoted
by NA. It was calculated to be 2.01 µm with the calculated NA of 0.203 and wavelength of 0.78 µm.
This calculated spot size almost corresponds to the measured value of 2.3 µm.
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Figure 2. (a) The right half side of an image is an optical coherence microscopy (OCM) image of metal
pattern; (b) the intensity profile indicated by the yellow solid line in (a).

The V parameter and the number of modes M were calculated to be 40.7 and 414 at the grade
profile parameter p = 2 [43], respectively, indicating that many spatial modes could propagate in the
SMMF. As many LP modes make the point spread function converge into the Airy disk [44], any image
can be composed of LP modes. Therefore, an SMMF can transfer any image using LP modes.

3.1.2. Mode Pattern

We have previously studied the relations among LP modes, depolarizations, and imaging in
SMMF [28]. The refractive index profile n2(r) of the SMMF is represented by:

n2(r) = n20

{
1− 2

(
r

an

)p
∆
}1/2

, r ≤ an (1)

where an is the core radius, p is the grade profile parameter, and ∆ is the core-cladding index contrast.
The value of p is ~2. The refractive index n20 is calculated using the Sellmeier equation [43]. In weakly
guiding fibers, the LP(l, m) mode denoted as the LPl m mode is usually used [45,46]. By solving the
basic wave propagation equations in a graded-index fiber using Equation (1), the electric field in the
polar coordinate (r, θ) is:

Elm(r, θ) = CN · Rlm(r) sin(lθ + θ0), (2)

Rlm(r) = rl exp
(
−n1k0

2an

√
2∆r2

)
L(l)

m−1

(
n1k0

an

√
2∆r2

)
(3)

where l and m are integers, CN is the normalization constant, θ0 is the initial phase, Lm−1
(l) represents

Laguerre polynomials, and k0 is the wave number. When the linearly polarized light (horizontal) is
incident into the SMMF and the propagated light is reflected at the facet of the SMMF through the
exit polarizer pattern, images can be measured depending on the angles of the exit polarizer owing
to propagation modes and depolarization characteristics of the SMMF. The exit image through the
polarizer (vertical) is given by:

Iy =
[

A01y
2R01(r)

2 + A11y
2R11(r)

2{1− cos(2θ)} + A21y
2R21(r)

2{1− cos(4θ)}
]
δ, (4)

where A01, A11, and A21 are the coefficients for LP01, LP11, L21 modes, respectively, θ is the angle with
respect to the vertical axis, and δ is the depolarization ratio in the core. Comparing the measured
profiles with the simulated ones, the coefficients A01:A11:A21 are obtained as 1:0.447:0.837.
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Using the sample mirror, the OCM image was obtained as shown in Figure 3a. The OCM image
shows the “dark cross” owing to the combinations of three LP modes and residual concentric fringes.
The profiles at θ = 0 and 3π/4 are shown in Figure 3c. The asymmetry in the intensity profiles is due to
subtle misalignments of the sample mirror and there are dips around the center in the intensity profiles.
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Figure 3. (a) OCM image of the mirror; (b) simulated absolute electric field of the signal wave with
A01:A11:A21 = 1:0.447:0.837; and (c) intensity profiles of (a,b) at 0 and 3π/4.

We simulated the OCM image using Equations (2) and (3). As the OCM image is the interference
image with the signal wave and the reference wave, assuming that the reference wave is the plane
wave, the OCM image is proportional to the absolute value of the signal wave. The absolute electric
fields of the signal light were simulated with the coefficients of A01:A11:A21 of 1:0.447:0.837 as shown
in Figure 3b. The profiles at θ = 0 and 3π/4 are also superimposed in Figure 3c. The measured
signal intensity around the center is relatively lower than the simulated ones. As it is known that the
distribution of refractive index tends to have local fluctuations in the core and small ripples in the
central region of the fiber owing to the fabrication process [47], the signal lights were disturbed to
decrease the interference signal and finally, the signal intensity of the OCM image decreased around the
center. Consequently, the measured intensity profiles are relatively more deviated than the simulated
ones owing to the decrease in the signal intensity around the center.

We also obtained the OCM images of the polished aluminum sample 30 times by changing the
positions randomly. A typical OCM image is shown in Figure 4a in which vertical scratches can be
observed. The OCM image in Figure 4b is an average of all the OCM images in which the “dark cross”
can also be observed. This indicates that this dark cross does not depend on the samples, and that
it influenced the averaged images. Similarly, the measured and calculated profiles with the same
coefficients at θ = 0 and 3π/4 are shown in Figure 4c. Thus, the measured signal intensities around
the center were lower than the simulated ones, possibly owing to the decrease in interference as
mentioned above.
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3.2. Imaging of Biological Samples

This study was performed under a research protocol approved by the Animal Research Committee
of Yamagata University. Two male Wistar rats were anesthetized initially using diethylether and
subsequently by intraperitoneal injections of pentobarbital sodium salt (30 mg/kg). The weights of
Rat 1 and Rat 2 were 430 g and 480 g, respectively. After ~15 min, the head was secured in a stereotaxic
apparatus. We cut windows with diameters of ~6 mm on the skull using a dental drill and removed
the dura (Figure 5a).
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Figure 5. (a) Photograph of windows on the skull of Rat 1; R, rostral; L, lateral; (b) variations of
displacements of cortex surface and skull with time; (c) EKG of Rat 1, pulse 350–370 beats/min.

We measured the displacement of skull surfaces and cortexes using a laser displacement sensor
(Keyence, LC–2450, wavelength, 670 nm; precision, 0.5 µm; spot diameter, 45 µm × 20 µm; sampling
frequency, 1 kHz). A typical result for Rat 1 is shown in Figure 5b. The displacements on the skull
were slow and approximately a few micrometers, and those of the cortex were ~20 µm synchronizing
with a breath rate of 50 min−1. During measurements, electrocardiograms (EKGs) were recorded
using a bioelectric amplifier (Nihon Koden, MEG–1200) and a head amplifier (Nihon Koden, JH–110J).
The typical result of Figure 5c for Rat 1 shows that the pulse of the EKG was 350–370 beats/min and
stable through the measurements.

The stereotaxic apparatus containing the rat was placed perpendicularly on the 3D micrometer
slide stage. The cortex was brought near the SMMF using a micrometer slide stage, which controlled
the insertion length (IL) of the SMMF into the cortex. The SMMF was fixed in front of the objective
lens using a stainless-steel jig (Figure 6a,b). The photographs of the SMMF and a cortex surface were
recorded using another CCD camera from above (Figure 6c). During the measurements, a physiological
saline solution was poured with a syringe to prevent the cortex from drying out.

After the SMMF was inserted into the cortex using the micrometer slide stage, 100 en face OCM
images were obtained by scanning the reference mirror in steps of 2 µm. The size of the OCM image
was 200 × 200 pixels. The total scan depth was 147 µm, considering the refractive index of tissues of
1.3526 [34]. 50 en face images were averaged at each scan depth. The measurement time was 5 min
owing to the depth-scanning speed with a slow stepping motor. The ILs of the SMMF ranged from
zero in contact, to a maximum depth of 4 mm with steps of 0.5 mm each. These ILs correspond to
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displacements of the micrometer slide stage and approximate depths of the tip of the SMMF below the
tissue surface.
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Figure 6. (a) Photograph of the objective lens, SMMF with jig, rat brain on 3D slide stage, and the
objective lens from the upper part; (b) extended photograph of (a); (c) photograph of the cortex into
which the SMMF was inserted; (d) positions of the SMMF in Rat 1.

The measured position of Rat 1(Figure 6d) was at −2.3 mm rostral (R) and 3 mm lateral (L) to
the Bregma in the left primary somatosensory cortex. We also cut an 11 mm × 9 mm window on
the skull of Rat 2 and removed the dura. The measured positions were P1: 2.17 mm R, 1.0 mm L;
P2: 1.98 mm R, 1.0 mm L; P3: 1.70 mm R, 1.0 mm L; P4: 1.98 mm R, 1.25 mm L relative to the Bregma
in the left secondary motor cortex. The cortex thicknesses were 1.4–1.9 mm [41,48]. These measured
positions were practically selected to avoid blood vessels.

The measurement points for Rat 1 were distributed in the depth direction across the somatosensory
cortex to the hippocampus. After measurements, the brain of Rat 1 was excised and stained with the
standard H&E stain process. The tissue was cut by the coronal plane and near the wound created by
the SMMF. The inserted path in the atlas in Figure 6d and photograph in Figure 7a shows that the tip
of the SMMF reached the dentate gyrus (DG) in the hippocampus. The wound at the cortex surface
can be observed. According to Reference [49], the lined-up oligodendrocytes and the pyramidal cell
layer can also be observed in Figure 7b,c. However, it was difficult to discuss the absolute depth, as the
tissue shrank owing to the staining process.
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En face (x–y) and resliced (x–z) images with an IL of 2.0 mm are shown in Figure 8a,b, respectively
(see film of Figure 8a,b). These images include many shapes such as grains and short fibers, and are
localized at depths from approximately 30 µm to 60 µm. Typical en face images at depths of 2.055 mm
and 2.536 mm, showing the gray and white matters, respectively, are shown in Figure 8c,d. The dotted
line circles denote a field of view (FOV) with a diameter of 47 µm. The influence of the mode pattern
as shown in Figure 4b is not remarkable but is superimposed on the OCM images. The figure insets
show the intensity profiles as indicated by yellow bars. The diameters of the short fibers and grains
are ~2 µm, whereas some short fibers are longer, i.e., from 5 µm to 10 µm. In nerve tissues, myelinated
axons manifest themselves as a high-backscattering region [35], with their diameters ranging from
0.5–4.0 µm [50].
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(b) Resliced (x–z) images of (a) (Video S2); (c) Typical en face image at a depth of 2.055 mm of (a);
(d) Typical en face image at a depth of 2.536 mm with an IL of 2.5 mm in Rat 1; (e) En face (x–y) OCM
image with an IL of 4.0 mm at P4 in Rat 2 (Video S3); (f) Resliced (x–z) images of (e) (Video S4);
(g) Typical en face image at a depth of 2.038 mm with an IL of 2.0 mm at P4 in Rat 2; (h) Typical en face
image at a depth of 2.547 mm with an IL of 2.5 mm at P4 in Rat 2.

The measurement points for Rat 2 were also distributed in the depth direction from the motor
cortex to the forceps minor of the corpus callosum. At positions P1 to P3 of Rat 2, images were obtained
by inserting the SMMF to a depth of 3.5 mm with steps of 0.5 mm each. At the position P4, images were
measured to a depth of 4.0 mm, and en face (x–y) and resliced (x–z) images are shown in Figure 8e,f
(see movies of Figure 8e,f), respectively. Typical en face images at depths of 2.038 mm and 2.547 mm are
shown in Figure 8g,h, respectively. From the figure insets, the diameters of the short fibers and grains
are similar to those in Figure 8c,d. In Figure 8f, en face images are more localized in a narrower depth
region and will be discussed later.

As mentioned before, in vivo OCM images of rat and mouse cortexes have been previously
obtained using a sealed cranial window with a glass coverslip to reduce the tissue movement.
The imaging of single myelinated fibers has been demonstrated using scanning-type spectral domain
OCM with an axial resolution of 4.7 µm and a lateral resolution of 0.9 µm [37], with which myelin
fibers perpendicular to the optical axis were visualized [35]. The imaging of myelin fibers was also
demonstrated using an OCM based on a Linnik interferometer with an axial resolution of 1.2 µm and
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a lateral resolution of 0.5 µm [36]. There are three reasons why nerve fibers appear discontinuous
in the images obtained: (i) Structural disruptions of the fiber; (ii) speckling in the images; and (iii)
interference fringes along the fiber’s length owing to interference [36].

In our study, displacements of a tissue surface owing to breaths were measured to be ~20 µm
without a sealing window and these displacements would decrease with increasing depth. However,
tissue movement, an axial resolution of 2.14 µm (1.58 µm in tissues), and a lateral resolution of 2.3 µm
influenced discontinuities and showed shapes such as grains in the OCM images.

As the shape of the cortex is curved three-dimensionally and the nerve fibers are distributed in
the cortex, the OCM images were evaluated using Volume Viewer v.1.31 in Image J (v.1.49d) with
different scales as shown in Figure 9. These orthoslice images were obtained with the threshold of 0
and resampling factor of 2 in ImageJ. The positions of the orthoslice images in Figure 9a,b are shown
in Figure 8a with two dotted rectangles. As the resampling factor is 2 to reduce the noise, the 3D size
of the area is the same, but the number of pixels is halved. The 3D size and pixels of Figure 9a are
X 51.5 µm 49 pixel, Y 51.5 µm 49 pixel, Z 104 µm 43 pixel and those in Figure 9b are X 14.9 µm 13 pixel,
Y 12.4 µm 11 pixel, Z 8.1 µm 4 pixel. (see film of Figure 9a,b)
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Figure 9. (a) 3D orthoslice OCM image with the region of X 51.5 µm, 49 pixel, Y 51.5 µm, 49 pixel,
Z 104 µm, 43 pixel indicated by the dotted rectangle in Figure 8a (See Video S5); (b) 3D orthoslice OCM
image with the region of X 14.9 µm, 13 pixel, Y 12.4 µm, 11 pixel, Z 8.1 µm 4 pixel indicated by the
smaller dotted rectangle in Figure 8a (Video S6).

The short fibers and distributions in 3D space can be observed in Figure 9a and in the film
files. Moreover, allowing for the differences of magnification, they are similar to the OCM images
of an in vivo rodent cortex obtained with sealed windows as shown in Reference [36] (Figure 7c)
and Reference [37] (Figure 6e). In the smaller 3D area, 3D shapes can also be observed in Figure 9b.
The diameter of the imaged fibers is approximately determined as ~2 µm, comparable to the spatial
resolutions. The practical diameters of the nerve fibers may be less than the spatial resolution; however,
the rough 3D information such as connections and curves of imaged fibers can also be observed.
However, owing to the reasons mentioned above, continuous and long 3D shapes of fibers have not
been measured yet.

Myelinated axons in the en face plane were prominent in cortical layer I and IV–VI [35].
We investigated variations of the amounts of OCM image signals with changes in depth. At each IL,
the dependence of sums of signal intensity in each en face image on the scan depth up to 147 µm for
Rat 1 and Rat 2 at P4 are shown in Figure 10a,b, respectively. After subtracting the background, pixel
values were added as the sum of signal intensities in the en face image. These dependencies on the
scan depth mainly depend on the depth of focus (DOF) in the OCM system and the distribution of
backscatterers such as nerve fibers. The DOF as the FWHM of contrast was obtained as 66 µm as
shown in Reference [30] (Figure 5). The sum of signal intensities decreased at a depth greater than
approximately 80 µm as shown in Figure 10a,b, owing to DOF. The dependence of these sums on depth
is also due to local structures and distributions of scatterers in tissues. The sums of signal intensities
are distributed in the depth direction from approximately 20 µm to 90 µm.
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Assuming that neuron fibers dominate the en face images owing to myelinated axons that are
highly backscattering, the signal intensity increases with the amount of neuron fibers. For each IL,
all the signal intensities within the measured volume (the FOV of en face image by scanned depth)
approximately indicate the amounts of nerve fibers. For Rat 1 and Rat 2 at positions P1 to P4,
the dependences of the signal intensity integrations in the measured volume on the IL were obtained
as shown in Figure 10c. For Rat 1, the maximum integration is at a depth of 2.0 mm. For Rat 2,
the dependences of the integrations on the IL were averaged, and the average curve has a maximum
at an IL of 2.5 mm. In conjunction with Figures 6d and 7, these results show that the amount of
fibers reaches a maximum around the bottom of the cortex. These results nearly correspond to
Reference [37] (Figure 3i). Therefore, owing to the morphological information in Figures 8 and 9 and
the IL dependence shown in Figure 10c, the obtained en face images mainly show myelinated axons.
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4. Discussion

The practical applications of an SMMF present some problems. First, the signal intensities in en face
images are influenced by the LP mode. We reduced the reflection of the SMMF using polarization
to avoid the saturations of CCD, but a better approach would be to use optical index-matching with
non-polarization optics to avoid influences of mode patterns in the images. A second challenge is the
contact between the SMMF facet and the tissue. Ideally, the SMMF should be smoothly inserted into
the tissue and the facet should adhere to it completely. At present, as the facet is as cut, good contact
with the tissue could not be confirmed. We are investigating a process to modify the tip of the SMMF
to remedy this issue.

Rat cortexes consist primarily of neurons, glial cells, and nerve fibers. The densities of neurons
and glial cells such as astrocytes, microglia, and oligodendrocytes have been reported. Assuming
that these cells are uniformly distributed in tissues, the mean interval distances between cells can be
estimated. Such densities, mean distances, and typical cell sizes are summarized in Table 1.

Table 1. Typical distances and sizes of various cells.

Density 1/mm3 Distance µm Size µm Reference

Neuron 1) 40,000 29.2 ~20 [37]
Glial cell Astrocyte 1) 20,000 36.8 4.9–5.4 [37,51]

Microglia 1) 1060 98.1 2.2–3.1 [51,52]
Oligodendrocyte 2) 7713 50.6 ~4.3 [51,53]

1) Rat, somatosensory cortex; 2) Rat, spinal cord.

As the FOV in this measurement of an SMMF is 47 µm in diameter, and the measured depths span
are approximately 20–90 µm, statistically, one or two cells would be observed in the measured volume
considering the distances listed in Table 1. We occasionally measured low signal-intensity regions in
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these volumes. These regions might correspond to neurons, but this was not confirmed. Through
in vivo and ex vivo imaging of rat brains, we irregularly obtained bright images with diameters
ranging from 5–7 µm in en face images. The possibility that other glia—in addition to neurons—might
possess backscattering properties has been reported [37]. This will be investigated in more detail.

For applications of OCT for the imaging of cytoarchitecture and myeloarchitecture in brains,
connectivity, neuropathic progression, and developmental appearance have been discussed [30].
By inserting an SMMF up to approximately 6 mm, FF–OCM has the potential to image deeply to obtain
useful information. Further, with the use of intrinsic optical signals, new insights into morphology
and its functions might be obtained. However, for practical applications, the overall performance in
terms of measurement speed, sensitivity, and system size must be improved.

5. Conclusions

We demonstrated FF–OCM using an ultrathin forward-imaging SMMF probe of core diameter
50 µm, OD 125 µm, and length 7.4 mm, which is a typical graded-index multimode fiber for
optical communications. The axial and lateral resolutions were measured to be 2.14 µm and 2.3 µm,
respectively.

By inserting the SMMF up to a maximum of 4 mm into the cortex of an in vivo rat brain, 3D OCM
images with an FOV of 47 µm and depth of 147 µm from the SMMF facet were obtained. Images
of tissues were obtained from scan depths of approximately 20–90 µm. En face images containing
grain-like shapes of a few microns and short fibers of length 5–10 µm were obtained.

The 3D fiber structures were presented in the region of X 51.5 µm, Y 51.5 µm, and Z 104 µm using
orthoslice imaging. Furthermore, the 3D fibrous structures such as connections and bending were
recognized in the region of X 14.9 µm, Y 12.4 µm, and Z 8.1 µm. The diameters of these fibrous shapes
were approximately 2 µm, similar to the spatial resolution of FF–OCM.

The dependence of signal intensity integration of the en face images on the insertion length of
the SMMF reached a maximum near the bottom of the cortex, corresponding roughly to a reported
depth-dependent myelination profile. The practical diameters of nerve fibers may be less than the
spatial resolution; however, the 3D information such as connections and curves of nerve fibers can also
be obtained. In the field of neurosciences, the feasibility of an SMMF as an ultrathin forward-imaging
probe in FF–OCM has been demonstrated.

Supplementary Materials: The following are available online at http://www.mdpi.com/2076-3417/9/2/216/s1,
Video S1: en face OCM image of Rat 1.avi, Video S2: resliced OCM image of Rat 1.avi, Video S3: en face OCM
image of Rat 2.avi, Video S4: resliced OCM image of Rat 2.avi, Video S5: 3D orthoslice OCM image. avi, Video S6:
expanded 3D orthoslice OCM image.avi.
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