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Abstract

Background The extent of retinal tissue deformation by his-
tological processing needs to be separately measured for every
workup protocol. This work presents a simple approach for its
quantitative assessment, and shows lateral and axial scaling
factors for a common protocol. We calibrated histological
measurements by in-vivo photographic and optical coherence
tomographic (OCT) measurements, using retinal photocoag-
ulation lesions as calibration markers.

Methods We evaluated four rabbit eyes that were examined
histologically after fixation in Margo’s solution (1 % parafor-
maldehyde:1.25 % glutaraldehyde), isopropanol dehydration,
paraffin embedding and hematoxylin and eosin staining. Dis-
tances between 51 pairs of laser lesions were compared in
photographs and on histological slides. Retinal thickness mea-
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surements were performed at 15 anatomically defined sites in
these eyes, and related to anatomically matched OCT thick-
ness measurements of six different rabbit eyes.

Results We found that the ratio of histological over photo-
graphic lesion distances was 1.17 (95 % CI 1.13-1.22), indi-
cating 17 % lateral retinal stretching or expansion by the
processing. Thickness measurements in histology were
65.6 % of the in-vivo thickness as measured in OCT, indicat-
ing 1/3 axial tissue compression or shrinkage.

Conclusions We provide an analysis of retinal tissue defor-
mation after fixation in Margo’s solution and paraffin embed-
ding. In spite of protocol optimization for reduced tissue
deformation, the workup caused 1/3 axial compression/
shrinkage and 17 % lateral elongation, which was unexpected.
We show a simple way how to calibrate retina specimens by
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fundus photography and OCT, two methods that are readily
available to most ophthalmologists. Our findings underline
the necessity to calibrate specimens prior to morphometry.

Keywords Morphometry - Histology - Deformation -
Arttifact - OCT - Optical coherence tomography - Retina -
Rabbit

Introduction

Tissue samples are subject to significant deformation through
histological processing, which may introduce measurement
errors of up to 300 % if the specimens are not properly
calibrated [1]. In the case of larger specimens, calibration is
feasible to macroscopic measurements before processing.
Very thin and fragile tissues such as retina, however, are not
eligible for macroscopic measurements. The globe shape of
the eye enhances the difficulties in such measurements. Con-
sequently, calibration by in-situ measurements would be ad-
vantageous. We used fundus color photography for lateral and
optical coherence tomography (OCT) for axial calibration of
histological sections.

The retina is approximately 200 um thick, depending on
the species and the anatomical origin (Koinzer et al., in press
in Acta Ophthalmologica). It contains primarily neuronal
tissue. Under in-vivo conditions, three forces—osmotic pres-
sure, active fluid shift through the underlying retinal pigment
epithelium (RPE), and hydrostatic pressure—keep it attached
[2]. Post mortem, the bulk of these forces, which depend on
active metabolic processes, breaks down, which puts the retina
at a high risk of detachment and destruction during the histo-
logical processing. Margo and Lee have systematically exam-
ined corneal clarity, tissue deformation, retinal attachment,
and tissue preservation after whole-eye fixation through dif-
ferent fixatives, and suggested a mixture of 1 % of phosphate-
buffered formaldehyde and 1.25 % glutaraldehyde (Margo’s
solution) [3]. To date, this fixative is widely used in ophthal-
mic pathology in cases where tissue samples are too large for
plastic embedding.

In this rabbit study, we applied in-vivo color fundus pho-
tography for length calibration and optical coherence tomog-
raphy (OCT) for thickness calibration of our specimens after
they had been fixated in Margo’s solution and processed for
histology. Moderately intense laser lesions served as land-
marks on the retina that could be localized in-vivo and in
specimens as well, but did not attach the retina.

Material and methods

Our study had two independent arms, one including four eyes
of two rabbits that underwent fundus photography and
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histological processing, the other one including six eyes of
three rabbits that were examined by OCT. Fundus photogra-
phies and histological images originated from identical ani-
mals, while thickness calibration was done by statistical cor-
relation of anatomically matched OCT and histological mea-
surements from different animals.

Animal treatment

We placed grids of 150-300 moderate laser burns on the
retinas of chinchilla grey rabbits by conventional retinal pho-
tocoagulation, producing grey to white funduscopic lesions
(Fig. 1). The animals were treated under general and local
anesthesia, with dilated pupils. Laser irradiation was delivered
through a modified Mainster focal grid laser contact lens
which had been fitted onto the eye with methylcellulose gel
(2 %). We performed photocoagulation with a slightly modi-
fied 532 nm continuous wave laser system (VISULAS VITE,
Carl Zeiss Meditec AG, Jena, Germany). The irradiation di-
ameter was 133 pm on the fundus. Powers—and the resulting
lesion intensities—were variable, and exposure times were
200 ms, or automatically controlled as published elsewhere
[4, 5].

The rabbits were maintained in animal units at the Univer-
sity Medical Center of Schleswig—Holstein, and all animal
experiments have been carried out according to the German
law for protection of animals and approved by the Ministry of
Energy Transition, Agriculture, the Environment, and Rural
Areas of Schleswig—Holstein, Kiel, Germany (application no.

Fig. 1 Panoramic view of a rabbit fundus. Single photographs were
digitally assembled by Hugin-software, ver. 2010.2.0 (www.hugin.
sourceforge.net). At the upper edge, the optic papilla (middle), the big
retinal vessels, and the medullary ray are displayed. The visual streak is
located underneath the papilla and medullary ray. The natural appearance
of a rabbit fundus is reddish to brown, depending on the pigment density
in the underlying retinal pigment epithelium and choroid. Grey to white
round spots with variable diameters are photocoagulation burns of
variable intensities. Yellow lines show the rectangular pattern that we
used for standardization of thickness measurement location. The
horizontal lines run parallel to the medullary ray, and 1 mm, 3 mm, and
6 mm below it, and the vertical lines run through the optic papilla, the
ends of the medullary ray and halfway in between. We measured the
retinal thickness at the intersections of these lines (n=15) in each eye
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V312-7234.121-11). The experiments followed the “Princi-
ples of laboratory animal care” (NIH publication No. 85-23,
revised 1985), the OPRR Public Health Service Policy on the
Humane Care and Use of Laboratory Animals (revised 1986),
and the U.S. Animal Welfare Act, as amended.

Histological processing

Six hundred and forty-five photocoagulation lesions were
applied to four eyes of two rabbits that underwent histological
examination. Fundus photographies were recorded 1 h after
each photocoagulation treatment with a Zeiss VISUCAM
(Carl Zeiss Meditec AG, Jena, Germany). After enucleation,
we fixated the eyes in Margo’s solution for 2 h, removed the
anterior segments, and continued fixation in Margo’s solution
for 1-2 days at room temperature. The area of interest was cut
out of a retina—choroid—sclera preparation, marked with color,
dehydrated in increasing isopropanol concentrations at room
temperature (3x70 % for 24 h, 1 x80 % for 8 h, 1x90 % over
night, 3x100 % for 8 h), infiltrated and embedded in paraffin
at its melting temperature of 56 °C (1 : 1 isopropanol:paraffin
mixture for 90 min, 3% 100 % paraftin for 24 h, then blocked
in paraffin and cooled). Then we cut the cooled block (~0 °C)
slowly into 5 pum slices at 50 um distances and stained the
sections with hematoxylin and eosin. Stronger photocoagula-
tion lesions, color marks, the optic nerve, and the spatial
relation of lesions were used to identify laser lesions within
the specimens and correlate them to fundus photographies.
We localized 508 of 645 lesions in histological sections.
One hundred and thirty-seven lesions could not be localized
because the irradiation power had been too low, because
lesions had healed or because of tissue destruction during the
processing.

Fundus image calibration

In order to assess the scale of digital fundus photographies, we
had applied calibration lesions with an irradiated fundus di-
ameter of 333 um in preliminary experiments on nine rabbits.
The lesions had been applied adjacent to each other, produc-
ing center-to-center distances that lay 1 lesion diameter apart.
Five lesions were applied in a cross-pattern as shown in Fig. 2,
allowing to measure the distance of 2 lesion diameters in x-
and y-direction each. We found a pixel-to-micrometer ratio of
9.5+£0.7 um/pixel, equally on horizontal and vertical scales
and comparable scalings, independently of the animal used.

Retinal length calibration

Lesion diameters could not be used for measurement calibra-
tion, because lesions are not sharply displayed. To calibrate
retinal length deformation, we identified pairs of photocoag-
ulation lesions that were visible in one histological section and

333 um
-

666 um

Fig. 2 Illustration of photographic image calibration. Schematic drawing
on the left, photographic image on the right. We applied five laser lesions
in a cross-pattern, with each lesion having a diameter of 333 um on the
fundus. We used center-to-center distances for length measurements,
because the outline of a lesion is not sharply displayed (right), and
because the size of the retinal whitening depends on the burn intensity.
The cross-pattern of lesions facilitated 2-dimensional photo calibration by
a double center-to-center distance of 666 pm in each axis

measured center-to-center distances. These were correlated to
the distances of the same lesion pairs on photographic fundus
images.

A total of 51 lesion pairs were identified and measured in
histological sections and on fundus images as well. They were
taken from all four rabbit eyes (see Table 1).

Retinal thickness calibration

The retinal thickness varies according to its anatomical loca-
tion. In the rabbit eye, the optic nerve enters the eye above the
optical center. To the left and right of the optic papilla, a
horizontally extended area of myelinated nerve fibres called
“medullary ray” appears white in the fundus image (Fig. 1).
Here, the nerve fibre layer of the inner retina is particularly
thick. Below the medullary ray lies an area of maximal retinal
sensitivity which is called “visual streak”, and where the retina

Table 1 Distance ratio of identical laser lesion pairs in histological slides
and fundus photographies (mean + standard deviation). Data are
displayed for each of the four study eyes separately. Below, the values
for all four eyes and the 95 % confidence interval (CI) are given

Rabbit no. Eye Ratio histology/photo (mean+SD) N

1 1 1.18+0.07 13
2 1.16+0.19 16

2 1 1.17+0.16 14
2 1.17+£0.22 8
All 1.1740.16 (95 % CI : 1.13-1.22) 51
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is thickened. Aside from the visual streak, retinal thickness
decreases with increasing eccentricity, i.e., increasing distance
from the optic papilla [6].

As laser-treated retina deforms differently than healthy
retina (Koinzer at al., in press in Acta Ophthalmologica), we
chose spots of healthy retina for thickness measurements. In
order to compensate for anatomical thickness variations, we
measured thicknesses at the corners of a standardized rectan-
gular pattern on the fundus as shown in Figs. 1 and 3. The
rectangles were separated by vertical lines through the optic
papilla, the left and right end of the medullary ray, and halfway
between these lines. Horizontal borders of the rectangles ran
parallel to the medullary ray at 1 mm, 3 mm, and 6 mm distance
below it.

Figure 3 shows a representative OCT image that we used
for in-vivo thickness measurements. We applied a spectral-
domain OCT (HRA + OCT Spectralis®, Heidelberg Engineer-
ing, Heidelberg, Germany) and scanned the area of interest at
30-um steps. Every sectional image was obtained by averag-
ing of 20 sweeps to optimize image quality. Along with the
OCT sectional images, the OCT machine records a calibrated
infrared (IR) image of the ocular fundus that serves as a
locator. We used the IR image to find and mark the corners

Papilla

241 Halfway to end

1 mm

Fig.3 Animage generated by our spectral-domain OCT device. The /eft
shows an infrared image (IR) of the fundus, with the optic papilla in the
upper right corner and the right part of the medullary ray and the large
vessels at the upper left border. The right part of the figure shows one
individual sectional OCT image. Note that the scale of the sectional image
is 4 times greater in vertical than in horizontal direction due to differential
resolutions of the device (“1:1 pixel” mode), giving the image a distorted
appearance compared to histology slides. A light gray box in the left
image shows the area which was covered by the OCT scans. The light
gray arrow at the lower border demarcates the position and direction of
the actual scan shown on the right, and the small number in the very left
upper corner indicates that this is section no. 3 in a series of 241. We
scanned the area at 30 um steps. Black circles indicate some of the laser
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of the rectangular pattern as indicated in Fig. 3. The retinal
thickness was measured with the proprietary software of the
OCT machine. We used sectional images that were displayed
in the 1:1 pm mode and magnified 8-fold for the measurement.

In histological specimens, the optic papilla/optic nerve and
end of the medullary ray were used to find the horizontal
positions for thickness measurements, i.e., the correct slides
in a consecutive series. The distances of 1, 3, and 6 mm below
the medullary ray were measured in the specimens, and the
retinal thickness determined from the innermost ganglion
layer to the outermost retinal pigment epithelium (RPE) layer.

Statistical analyses

We calculated means, standard deviations, and the 95 % con-
fidence interval of the mean of the histological/photographic
distance ratios. The influence of the individual eye on this
ratio was analysed by a one-way ANOVA.

For the analysis of retinal thickness, the influence of loca-
tion (lateral and vertical eccentricity) was tested by an ANOVA
analysis with eye as an additional random factor, followed by a
Scheffé post-hoc analysis. An ANOVA for repeated measure-
ments was applied to test for the measurement method (OCT

Laser lesion

lesions. The lower right lesion in the IR image is the same as that
displayed in the section. White annotations indicate how retina thickness
measurements were performed. In the IR image, two horizontal positions
of measurement are visible (optic papilla and halfway of papilla to right
end of medullary ray). White lines show how the locations for retinal
thickness measurements were found below these two horizontal positions
at 1, 3, and 6 mm distances from the medullary ray. In the sectional image,
the choroid, retina, and retinal pigment epithelium (RPE) are labelled.
The RPE is the outermost cellular layer of the retina. A vertical white line
shows the distance we assessed as retinal thickness, including the gangli-
on cell and nerve fibre layers as inner limit and the RPE as outer limit.
Even though the IR image appears a little blurred, distances in OCT
sections are clearly recognizable
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vs histology; between subjects factor) as well as location (two
within subjects factors) with and without interaction.

P-values below 0.05 were considered statistically signifi-
cant. All statistical analyses were carried out with SPSS soft-
ware, version 20.

Results
Length deformation in histological slides (Table 1)

The ratio of histological lesion pair distances over photo-
graphical lesion pair distances of identical pairs is given in
Table 1 for each rabbit eye separately and for all eyes. The
length ratios showed good accordance between the eyes, and
were not significantly different (»p =0.99). The overall mean
ratio was 1.17 (range 0.81-1.55), with a 95 % confidence
interval of 1.13—1.22. Obviously, the retina was stretched or
expanded laterally by about 17 % on histological slides.

Influence of individual eye and anatomical location on retinal
thickness (Figs. 4 and 5)

The influence of the eye side (right vs left) on the retinal
thickness was neither significant in OCT (p=0.56) nor in
histology (p=0.27). The retinal thickness was significantly
different in different eyes (p <0.001). Two homogenous sub-
groups were differentiated by the Scheffé analysis, one

Fig. 4 Box plots of retinal

comprising three eyes with histological measurements
(Fig. 4), the other one all six eyes with OCT measurements.
The remaining eye (“Histo1”’) was not statistically attributable
to either group.

The influence of lateral eccentricity on retinal thickness
measurements (optic papilla, halfway to end of medullary ray,
and end of medullary ray) was significant neither in OCT
(»=0.38) nor in histology (p =0.94), nor in the overall evalu-
ation (p =0.86, Fig. 5a). The influence of vertical eccentricity
was significant in OCT (p <0.001), in histological measure-
ments (p=0.01), and in the overall evaluation (» <0.001,
Fig. 5b). The Scheffé post-hoc analysis showed that the sub-
groups 1 and 3 mm below the medullary ray were homoge-
nous, but the measurements 6 mm below the medullary ray
were significantly different from the other groups (p <0.001).

In the multiple analysis with both lateral and vertical
eccentricity as influence variables, only vertical eccentricity
(» <0.001) showed a significant effect on the retinal thickness.

Comparison of retinal thickness in OCT images
and histological slides

An ANOVA analysis with repeated measurements showed
that the retinal thicknesses differed highly significantly in
OCT images (mean+SD, 160.7+13.3 um) and in histology
(105.4+17.3 um, p<0.001). The ratio of mean values was
105.4 / 160.7=65.6 %, indicating retinal shrinkage by 1/3 by
the histological processing. No significant interaction between

overall retinal thickness measurements in 10 rabbit eyes

thickness measurements in all ten
rabbit eyes of the study
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Fig. 5 a and b: Influence of
anatomical location on the retinal
thickness measurement in OCT
images. a Mean values of retinal
thickness measurements at
different lateral eccentricities
(optic papilla [black], end of
medullary ray [/ight grey], middle
in between both [intermediate
grey]). b Mean values of retinal
thickness measurements at
different vertical eccentricities

(1 mm [black], 3 mm
[intermediate grey] or 6 mm
[light grey] below the medullary
ray). ON: optic nerve

vertical eccentricity and the method of measurement was

found.

A digital photographic simulation of the retinal tissue de-
formation is shown in Fig. 6.
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Discussion

In this study, we investigated retinal tissue deformation after a
common histological workup protocol that uses Margo’s
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Fig. 6 Dimensions of a piece of retina prior to and after histological
processing are digitally simulated, with original dimensions being simu-
lated in the top left image and histological dimensions in the lower right
image . By histological processing according to the protocol we used, the
retina shrinks or is compressed axially by about 1/3 and expands or is
stretched laterally by about 17 %

solution as fixative for paraffin embedding. In-vivo OCT
images served as retinal thickness reference. Thickness cali-
bration was performed on 15 measurements each from four
eyes for histology (60 measurements), and from six eyes for
OCT (90 measurements). For retinal length correction, we
used top view photographs of the tissue that we calibrated
in relation to laser lesions of defined center-to-center-dis-
tances. We measured and correlated 51 distances of laser
lesion pairs in photographies and on histological slides. Our
analysis revealed about 17 % lateral expansion or stretching of
the retina and about 1/3 vertical shrinkage or compression,
respectively.

The retina is dominated by neuronal tissue, and contains
about 84 % water [7] and little collagen. Due to its high
protein content, it is better fixated with glutaraldehyde than
formalin. The underlying choroid is dominated by vascular
tissue, while the sclera is dominated by collagen fibres (50—
75 %) and contains about 68 % water [&]. It is reasonable to
assume that the underlying tissues react to processing
chemicals differently than retina. This implicates that a retinal
pathology may be located alongside the corresponding cho-
roidal location in a histological specimen, and in fact a lateral
shift of slightly detached retina or lateral traction of attached
retina may be frequently observed at photocoagulation lesions
[9, 10]. Histological analyses of chorio-retinal interactions
should consider that.

Tissue deformation through histological processing has
been thoroughly examined over decades in numerous tissue
types such as liver [11], kidney [12]; lung [13], and others.
Recently, differential tissue shrinkage in the z-axis has been
discovered in the context of 3-dimensional particle counting
by the optical dissector, and two extensive studies have pro-
posed feasible methods for differential z-axis calibration [14,
15]. The method relies on particle count percentiles in different
tissue layers, and is applicable to thick sections of homogenous
tissue, but not on thin tissue layers of variable differentiations.

If thin, layered structures are to be calibrated, OCT is a useful
tool, which is also applicable and commercially available for
ex-vivo microscopy [16, 17], and which is increasingly applied
in other medical specializations than ophthalmology such as
dermatology [18], cardiology [19], and others.

Retinal OCT-to-histological layer analyses have been done
on plastic embedded sections by Knott et al. [20], where the
retinal thickness was merely the same in OCT and histology.
In that study on murine eyes, the optic nerve width was used to
calibrate OCT images according to histological measure-
ments, which might be an explanation for the high agreement
of both measurements. Another study compared retinal thick-
nesses in primate eyes after plastic embedding, and found
about 1/3 axial shrinkage, which agrees with our findings
from paraffin histology [21]. A recent study by Curcio et al.
compared retinal OCT and histology of the human macula
[22]. They used a modified workup protocol for electron
microscopy, which led to a retinal thickness reduction as well.
The authors calculated a median tissue volume decrease of
14.5 % overall, and of 29 % in the fovea, through the pro-
cessing. Others found volume changes by as much as 40—
50 % through the processing [21, 23].

In contrast to the cited studies, we calibrated specimens for
lateral deformation as well. It has been shown before that axial
and lateral deformation do not necessarily correlate [24].
Using photocoagulation lesions, we found 17 % lateral elon-
gation of the retina. It is unlikely that the laser lesions them-
selves influenced this value significantly. Strong lesions may
induce fibrous scars that span Bruch’s membrane. In these
cases, photocoagulation attaches the retina to the underlying
tissue (“retinopexy”). In lesions where Bruch’s membrane
remains intact, such as those applied in our study, however,
the retina will rather split or detach completely and move
sideways, as may be observed in many histological images
from photocoagulation lesions [9, 10].

Tissue deformation occurs during fixation — collagen
fibres swell in low formaldehyde concentrations — and de-
pends on the fixation agent and its osmolality. Higher fixation
agent osmolality causes increasing tissue shrinkage. To min-
imize these effects, we used the fixative suggested by Margo
and Lee, which minimized ocular tissue deformation [3].
Furthermore, dehydration tends to cause tissue shrinkage,
and embedding and cutting cause further deformation. Cutting
may indeed cause compression in the cutting direction, and
this effect increases with decreasing section thickness [24].
The correction factor for this compression was in the order of
0.9 to 0.952 in lung tissue, and is neglected by some authors
[1]. In our processing protocol, the blade ran from the retinal
side toward the sclera in order to prevent artificial retinal
detachment, and the shrinkage (or compression) factor was
0.656. The study design does not make it possible to differ-
entiate compression by the blade from shrinkage by process-
ing chemicals. In order to minimize mechanical compression,
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we cooled the paraffin block to 0 °C during cutting. Plastic
embedding is thought to prevent compression even more
effectively, but has allowed the same amount of compression
or shrinkage that we found [21].

The magnification factor that we applied to calculate the
laser beam diameter in rabbit eyes (0.66) represents a possible
source of error. The rabbit eye has a total refractive power of
100 D, vs 60 D in humans, and the axial length in female
pigmented adult rabbits is 15.5 mm, vs 24.5 mm in humans
[27, 28]. The factor of 0.66 was based on our own calcula-
tions, and is confirmed by other authors as well [25, 26]. It
includes laser beam diminuation by the optics of the rabbit eye
and magnification by the contact lens (x1.05). A selected laser
beam diameter of 200 wm resulted in an irradiated retina
diamter of 133 pum, and a selected 500 pm beam resulted in
an irradiated diameter of 333 pum. Alternatively, instead of
calibrating photographic in-vivo images, direct (photographic)
measurements could have been conducted on rabbit eyes after
enucleation and removal of the anterior segments. This ap-
proach would have introduced different sources of error such
as fixation, which we began prior to opening the globes, and
measurement on a flat photographic image of a spherical
structure. We assume that the in-vivo measurements that we
performed on calibrated images come closer to reality.

It is a limitation of our study design that we assessed OCT
and histological retinal thicknesses in different animals. Al-
though measurement of both in the same animal may be
advantageous, our statistical post-hoc analysis revealed that
the retinal thickness was only significantly influenced by the
vertical eccentricity (significantly thinner 6 mm below the
medullary ray) and by the assessment method — OCT vs
histology.

In summary, we provide an analysis of retinal tissue defor-
mation by a commonly used histological workup protocol,
which uses Margo’s solution as fixative. In spite of its opti-
mization for reduced tissue deformation, the workup caused 1/
3 axial compression/shrinkage and 17 % lateral stretching/
expansion, which was unexpected. As the actual values de-
pend on many factors and cannot be transferred to specimens
from other laboratories, we show a simple way how to cali-
brate retina specimens by fundus photography and OCT, two
methods that are readily available to most ophthalmologists.
Our findings underline the necessity to calibrate specimens
prior to morphometry.
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