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Regional Patterns in Retinal
Microvascular Network Geometry
In Health and Disease
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The study explores the regional differences in microvascular geometry between the optic disc (O) and
the macular area (M) in health and disease. Skeletonized manually segmented vascular networks from
15 healthy, 15 retinas with diabetic retinopathy (DR), and 15 retinas with glaucoma from publicly
available High-Resolution Fundus (HRF) image database were used. When visualized by a digital fundus
camera, O has a substantial proportion of small arteries and larger arterioles, while M contains smaller
arterioles at the periphery and avascular zone in the center. We hypothesized that in pathological
conditions the vascular network remodelling patterns in these two regions may be different. The
analysis of box-counting fractal dimension (Db), lacunarity (A), and microvascular density showed that
in healthy retinas, A and vessel density were lower in the M compared to the O, while the Db did not
change. In retinas with DR, the Db was the lowest in the M, which was different from all other groups.
The vessel density followed this trend. Lacunarity was the highest in the O of DR group compared to all
other groups. The results show that in DR various regions of retinal microvascular network remodel in a
different manner and to different extent.

There is growing scientific evidence that the examination of retinal microvasculature could be used as a
non-invasive and inexpensive method for evaluating the condition of systemic microvascular circulation in
health and disease'. The circulatory tree has a fractal structure and the first use of fractal parametrization to
measure the complexity and self-similarity of a retinal microvascular network in order to describe its geometry
dates back to 19892 However, although fractal structure of the retinal vasculature has been extensively studied
since, the results have had limited application in real life due to its low specificity in disease characterization. For
example, decreased complexity of microvascular retinal network measured by fractal dimension is associated
with the presence of cardiovascular risk factors such as arterial hypertension (HTN), diabetes mellitus (DM) and
old age'. At the same time decreased fractal dimension of retinal microvasculature is associated with some eye -
specific diseases such as cataract and high myopia®.

Although the remodelling of retinal microvascular network in pathologic conditions affects retina globally, the
differences in the extent and type of remodelling among various segments of retinal microvascular network may
exist*®. These differences in remodelling may stem from the distinct function and histological structure among
microvessels of various size®. It has been reported that the diameters of blood vessels generally decrease as their
number of branching generations increases”®. The blood vessels belonging to the retinal arterial circulation that
can be detected by a fundus camera originate at the optic disc area, branch and all achieve arteriolar status at
about 0.5 optic disc diameters from the optic disc margin"®. While small arteries and arterioles contain smooth
muscle cells in the vessel wall and are able to control vascular resistance and blood flow, the capillaries contain
only one layer of endothelial cells, have diameter around 7 pum, and mainly participate in nutrient exchange®1°.
In hypertension, one of the hallmark signs of hypertensive remodelling of small resistance arteries is increase of
media-to-lumen ratio through the processes known as hypertrophic and eutrophic remodelling. On the other
hand, the capillaries, arterioles, and venules of the microvascular network in essential hypertension remodel
through rarefaction®. Therefore, we could argue that although rarefaction and decreased complexity of microvas-
culature are global processes affecting retinal microvasculature in hypertension', they may not be present to the
same extent in all regions of retina, especially in cases where the average vessel diameter is different.
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Inspired by these observations, we hypothesized that various regions of microvascular network within the retina
may remodel to a different extent and sometimes in a different manner, resulting in remodelling patterns that are
unique to the type of causative pathological process. To test this hypothesis, we compare microvascular geometry of the
two regions of interest (ROI) in the retina that functionally and structurally represent two distinct regions, the optic disc
area (O) and the macular region (M). The optic disc area is devoid of photoreceptors. Contrary to this, macular region
is known to be in charge of acute, photopic, high resolution color vision''. When visualized by a digital fundus camera,
retinal vasculature in optic disc area has a substantial proportion of small arteries and larger arterioles'. On the other
hand, the macular area visualized by a digital fundus camera is characterized by smaller arterioles at the periphery (peri
- foveal area), while the very center of this area is avascular (foveal avascular zone - FAZ)'2.

In our study, we used a publicly available High-Resolution Fundus (HRF) image database containing 45
high-resolution color fundus photographs, each associated with manually segmented vascular network'>!. This
database contains a group of images of 15 healthy retinas, 15 fundus images with diabetic retinopathy (DR), and 15
images of retinas associated with the diagnosis of glaucoma. Microvascular changes in the retina during DR repre-
sent the manifestation of a systemic disease, while in a considerable number of patients microvascular changes in the
retina caused by glaucoma represent the manifestation of an eye-specific disease!>!°. In our study we first described
the patterns of microvascular geometry of the two functionally and anatomically distinct ROI in healthy retina by
using box counting fractal dimension, lacunarity, microvascular density parameters. Following that, we examined
how the patterns of microvascular geometry change due to remodelling caused by pathological processes such as
glaucoma and DR at the global level - in the whole retina, and at the local level - in these two specific ROL

Results

Ophthalmologic characterization of images. It has been shown that the morphology of the microvas-
cular network is strongly affected by the stage of DR. For example, some of the morphological features typically
found in DR such as vascular pruning and neovascularization, can affect vessel density in opposing manners, and
they appear at different stages of DR. Neovascularization is a hallmark feature of advanced i.e. proliferative DR,
while vascular pruning can be observed even at earlier stages of DR'. In support of this observation, Parsons-
Wingerter et al. found that during the progression of DR retinal vessel density oscillates: it initially increases
when mild progresses to moderate DR, then it decreases in severe non-proliferative DR, and finally in the severe
proliferative stage it increases again. This change was most pronounced in smaller blood vessels belonging to the
6'" or even higher generations of vessel branching!®. Therefore, the images from HRF database were graded by an
experienced ophthalmologist in order to determine the stage of DR, presence of other pathological changes and
treatment - related artefacts in the retina. The results in Table 1 show that the majority retinas with DR display
signs of severe non-proliferative and severe proliferative DR.

Estimation of the vessel diameter in the retinal vascular tree.  Although vascular remodelling affects
retinal microvasculature globally during the disease', some studies found that remodelling may not be present
to the same extent in all regions of retina, especially in cases where the average vessel diameter is different'®. To
be able to test this in the present study, we estimated the size and the branching generation of the blood vessels
detected by the fundus camera in the two ROIs. The estimated average size of the largest vessels belonging to both,
arterial and venous vascular trees, crossing the optic disc margin was 98.72 pm (range from 88 to 114 pm). After
approximately 5 generations of branching, the average size of the smallest blood vessels that could be detected by
the fundus camera in the area of the macula was 21 pm (range from 19 pm to 28 pum). Therefore, the blood vessels
in the optic disc ROI belong to the category of small arteries and veins, as well as venules and arterioles that gen-
erally originate from low number of branching generations. On the other hand, the blood vessels detected in the
area of macula mostly belong to the category of smaller venules and arterioles belonging to the higher number
(up to the 5 generation) of branching generations (Supplementary Fig. 1).

Characterization of microvascular network in healthy retinas. In healthy retinas, the analysis of
microvascular network geometry by fractal dimension, lacunarity and vessel density showed that lacunarity and
vessel density are lower in the region of macula compared to optic disc region, while the fractal dimension did
not change (Fig. 1).

Global patterns of the microvascular network geometry in pathological states. At the global
level, lacunarity is increased in DR compared to the healthy group. However, microvascular complexity and vessel
density are not different among the groups (Table 2).

Regional patterns of the microvascular network geometry in pathological states. Visual com-
parison of the two ROI suggests that the space filling property of the vascular network is generally lower in the
macular region when compared to the optic disc area. This is especially pronounced in the macular region of
retinas with DR (Fig. 2). These differences in space filling properties may stem from the fact that the macular
region includes mostly smaller caliber, while optic disc region contains mostly larger caliber microvessels. In
order to eliminate this space filling effect, we performed skeletonization of all manually segmented images before
we proceeded with further analysis. Visual comparison of the skeletonized images suggests that vessel density and
complexity may be the lowest in the macular region of the retinas with DR as well (Fig. 3).

Box counting analysis confirmed the results of the visual inspection and showed that this decrease in complex-
ity was the most pronounced in DR group in the macular region (Fig. 4a). The vessel density parameter followed
the same trends (Fig. 4c). In addition, in the optic disc area, lacunarity in DR was significantly higher compared to
all other groups of images (Fig. 4b). Taken together the results show that DR group of images displayed a distinct
pattern of microvascular geometry when described by the 3 parameters together (Table 3).
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No NPDR
apparent
D retinopathy | mild | moderate |severe | PDR | Laser | Retinallesions
01DR X X MAs, haemorrhages
01G X
0IH X
02DR X X MAs, haemgrrhages,
neovascularization
02G X
02H X
03DR X heavy
03G X
03H X
04DR X heavy | maculopathy
04G X
04H X
05DR | X
05G X
05H X
06DR X maculopathy
06G X
06H X
07DR X MAs, haemorrhages, IRMAs
07G X
07H X
08DR X X severe maculopathy
08G X
08H X

venous beading, MAs,
09DR X X haemorrhages, IRMAs,
neovascularization

09G X

09H X

10DR | X

10G X

10H X

11DR X MAs, maculopathy
11G X

11H X

12DR X X neovascularization
12G X

12H X

13DR X X MAs, haemorrhages, [rMAs
13G

13H

14DR X X neovascularization
14G X

14H X

15DR CRVO

15G X

15H X

Table 1. Retinal fundus photograph grading results. DR: diabetic retinopathy, G: glaucoma, H: healthy, NPDR:
non-proliferative diabetic retinopathy, PDR: proliferative diabetic retinopathy, MAs: microaneurysms, IRMAs:
intraretinal microvascular abnormalities, CRVO: central retinal vein occlusion.

Discussion

This study shows that in healthy retina visualized by a digital fundus camera, the geometry of microvascular
network varies significantly depending on the ROI. In addition, we documented the specific changes of these
patterns that occur in the advanced stages of DR.
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Figure 1. Regional differences in microvascular network geometry in healthy retina. Macular (M) vs. optic disc
region (O): (a) mean fractal dimension (Db £ SD): 1.41 4 0.04 for M vs. 1.44 4 0.03 for O, p=0.05; (b) mean
lacunarity (A £ SD): 0.3540.03 for M vs. 0.40 £ 0.05 for O, p=10.002; (c) mean skeletonized vessel density
(Vessel Density [%] 4= SD): 11.41 £ 1.24 for M vs. 12.46 £ 0.97 for O, p=0.015. All analyses were performed on
skeletonized images. P- values < 0.05 are considered significant.

Diagnosis DR G H p-value
Box counting dimension (Db) 1.57+0.03 1.58+0.02 1.5740.02 0.23
mean 4 SD . : : ! ) : :
Lacunarity (A) 0.37£0.06* 0.3440.03 0.33£0.02° 0.03%
mean + SD

Skeletonized vessel density

mean|%] £ SD 26.1142.90 27.3942.26 26.9+2.06 0.359

Table 2. Parameters of vascular network morphology of the whole retina in pathological states. All analyses
were performed on skeletonized images. *P- values < 0.05 are considered significant. Groups labelled with
different letters are statistically different.

Other researchers that conducted a global analysis of microvascular complexity found that retinal microvas-
cular network complexity in glaucoma decreases on the global level™. For DR, the reports have been less conclu-
sive so far. While some studies showed decrease in vascular network complexity and increase in lacunarity®>?!,
others showed increase in complexity?2. The results of the global analysis we present here failed to demonstrate a
significant change in microvascular network complexity in either of these two pathologic processes. In addition,
our global analysis showed that lacunarity in retinas with DR was increased compared to the healthy group, but
was not different from the group with glaucoma. The reasons for these disagreements with other published lit-
erature may be the lack of statistical power due to the small sample size used in our study, or possibly the use of
different imaging techniques.

This study compares two regions of the retina characterized by significant innate functional and morphologi-
cal differences. Other researchers analyzed retinal vascular network geometry in a region-specific manner as well.
For example, Avakian et al. and Ventura LolaCosta et al. divided retina in a geometric manner to 9 equal squares
in patients with DR**. Aliahmad et al. used retinal fundus images of the patients who suffered stroke and ana-
lyzed doughnut-shaped ROIs that were centred around the optic disc?*. Cabrera DeBuc et al. also defined ROIs
in a disc-centric fashion to study the relationship between retinal network complexity and neurodegenerative
changes in patients with cognitive impairment®. Zhang et al. studied doughnut-shaped parafoveal and paramac-
ular areas in the retina of patients with mild cognitive impairment and early Alzheimer’s dementia®. However,
most of these studies were aimed to find a single most important ROI in the retina in order to detect certain
disease, predict the rate of its progression, screen for the complications and/or measure the effects of therapy.
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Figure 2. Visual comparison of the manually segmented images of the two ROIs. MACULAR region: (a)
healthy retina, (b) glaucoma, (c) DR; OPTIC DISC region: (d) healthy retina, (e) glaucoma, (f) DR. The blood
vessel space filling property in the image appears to be the lowest in macular region of retinas with DR.

Figure 3. Visual comparison of the skeletonized microvascular images of the two ROIs. Skeletonized vessel
density [%] and microvascular complexity appear to be the lowest in the macular region of retina with DR.
MACULAR region: (a) healthy retina, (b) glaucoma, (c) DR; OPTIC DISC region: (d) healthy retina, (e)
glaucoma, (f) DR.

The studies that focus on examining differences in vascular network morphology among the various regions
of retina in health and disease are relatively rare in the currently available literature. One such study* examined
microvascular morphology in patients with mild to moderate DR and it showed that fractal dimension decreased
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Figure 4. Regional patterns of microvascular network remodelling in DR and glaucoma. (a) Box counting
dimension (Db), (b) Mean lacunarity (A), (c) Skeletonized vessel density [%]. Light bars - macular region (M),
Dark bars - optic disc region (O). Bars labelled with different letters are statistically different.

Region Macular Optic disc
Diagnosis DR G H DR G H p-value
Box counting dimension (Db) 1374004 | 1.42£003 | 14142004 | 1454005 |14540.02 | 1.44£0.03 |0.005%
mean + SD
Lacunarity (A)

0.3840.04 | 0.35+0.03 | 0354003 | 0494010 |0.40+£0.04 | 0.40-+0.05 |0.049%
mean + SD
Skeletonized vessel

10.09+1.29 |11.63+1.12 |11.414+1.24 13.45+2.24 13+0.71 12.46£0.97 | 0.002%

density[%] + SD

Table 3. Summary of the results showing regional patterns in vascular network geometry in glaucoma and DR.
*P- values < 0.05 are considered significant.

in macular region, but this trend was not observed in paramacular regions, or when the retina was analyzed as a
whole. This observation is in agreement with our results. In the present study the global fractal analysis did not
show differences in microvascular network complexity among the groups, while the analysis focused on the two
ROI showed that complexity decreases in the macular region of retinas with DR (Fig. 4a). In addition, although
the location-specific analysis showed that vessel density decreases specifically in macular region in DR (Fig. 4c),
the decrease in vessel density was not observed in the global analysis. Global lacunarity analysis showed that
lacunarity increases in DR when compared to healthy retinas, but this increase was not different from retinas
with glaucoma. However, if lacunarity was compared locally with the focus on the two ROIs, it was specifically
increased in the optic disc area of retinas with DR which was different from all other groups. Taken together these
results suggest that inclusion of the whole retina, or the larger areas of retina in the analysis sometimes can cause
averaging of the parameter that is being examined. This is an important observation because various regulators of
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vasculogenesis such as FGF, and TGF3 could affect vascular patterning at the local level, through processes related
to the specific branching generations of the vascular tree’>?”. Here, we present the results of location-specific
and branching generation-specific analysis of retinal microvascular geometry that are in agreement with these
observations.

The results of our location-specific analysis demonstrated that in DR fractal dimension and vascular den-
sity decrease mostly due to changes in the microvasculature in the macular area. Microvascular paucity and the
increase in size of FAZ, the well-known microvascular changes associated with DR?¢, may be the reason why
decrease in blood vessel density and fractal dimension were the most pronounced in macular ROL It is important
to emphasize that the analysis presented here encompasses only the segment of microvascular network starting
from the central retinal artery and vein and their arteriolar and venular branches up to approximately 5 gener-
ations of branching. This limitation is a result of technical capabilities of the fundus camera used to capture the
images. Contrary to these observations, several studies using OCT- angiography have shown decreased vessel
density at the level of the radial capillary plexus located in the most superficial retinal layers, in the proximity
of the optic nerve. These changes are very precociously present in patients with diabetes mellitus, even before
clinical signs of DR are present and before the microvascular changes in the macular region occur®. However,
in the present study, the vascular complexity and density in the macular region was affected, while the optic disc
region was not affected. This may be caused by the fact that in the present study most DR images represent more
advanced stages of DR. Also, only large retinal vessels up to the 5% branching generation, visible on fundus color
photographs were evaluated in the present study, whereas in the previous studies OCT - angiography was used,
which evaluated small retinal capillary and precapillary vessels, while larger retinal vessels were excluded from
the analyses. The findings of the OCT- based studies support our hypothesis that the same pathological process
can cause various regions of microvascular network within retina to remodel to a different extent and sometimes
in a different manner.

The present study does not address the differences between arteriolar and venular geometry, or type and stage
of diabetes mellitus and glaucoma. Most of the retinal fundus images belonging to the patients with the advanced
DR have laser treatment artefacts, haemorrhages, microaneurysms, and intraretinal microvascular abnormalities,
which could have influenced the results (Table 1). More importantly, the retinal fundus images are not accompa-
nied with any demographic, or any other relevant clinical data that would allow us to accurately describe causative
or temporal relationships between the microvascular network geometry and a certain disease, it merely shows
their associations. Therefore the results related to disease-specific patterns of microvascular remodelling we pres-
ent here should be interpreted with caution. Nevertheless, our study explores a new approach in the analysis of
retinal microvascular network geometry, and demonstrates that studying regional differences in this geometry
can be more informative than selecting one region of interest, or trying to characterize the geometry of the whole
retinal vascular tree by one average number. In order to increase specificity of this type of analysis, it will be neces-
sary to examine more parameters characterizing microvascular network geometry at the same time. For example,
the microvascular network of retina displays multifractal geometry**-*2 Although we did not address this in the
present study, it is something we definitely intend to focus on in the future large prospective studies.

Taken together, the study presented here shows that looking at the regional differences in microvascular net-
work morphology in certain disease states might be a more powerful approach in studying that disease than char-
acterizing the microvascular network of retina as a whole. These ROI should not be chosen randomly, instead,
they should be selected according to their unique structure and function. Our findings reinforce the fact that the
use of even a low-cost non-midriatic portable fundus camera, capable of capturing only limited regions of retina
at a time, could serve as a useful tool to study regional differences in vascular network geometry. In the future,
large prospective studies that account for all the relevant clinical data could help us to increase our knowledge
on hallmark patterns of regional microvascular remodelling and thereby improve detection various systemic and
ocular diseases.

Methods

Retinal images. The study uses a publicly available High - Resolution Fundus (HRF) image database con-
taining 45 raw color retinal fundus images, with a resolution of 3504 x 2336 pixels, captured with a Canon CR-1
digital fundus camera with a 45° field of view!'*!**, The database contains 3 groups of images: 15 images of
healthy retina, 15 images of retina with signs of DR (one image is with central retinal vein occlusion) and 15 with
signs of glaucoma. Each image has a corresponding gold standard vessel segmentation binary image, and data
on optic disc localization'>'. The expert ophthalmologist with extensive experience in grading of retinal images
(S.V.), also determined the location of macula in each image (Supplementary Table 1), and graded the retinal
fundus photographs (Table 1). Demographic and other clinical data associated with the study participants, as well
as the settings under which the images were captured were not available.

Regions of interest. Manually segmented retinal images were cropped by using a custom Python script to
yield 2 square ROI, one centred on the optic disc, and the other centred on the macular region. The size of each
ROI was arbitrarily selected to be 1000 x 1000 pixels. Subsequently, the same program was used to produce sim-
ilar circular ROI, each 1000 pixels in diameter.

Both, square and circular ROIs, have been used in the past by researchers examining regional changes in
retinal microvascular geometry?>**. While the use of circular ROI is intuitively reasonable because they follow
intrinsic shape of the eye, the square shape has a technical advantage because the subsequent box counting fractal
analysis, with settings we used in the study, divides image into smaller square boxes, which is a straightforward
process if the ROI has a square or rectangular shape. However, the box counting fractal analysis of the circular
images introduces spurious black foreground areas at the corners to convert them to the square shape.
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After we skeletonized both sets of images and performed box counting and lacunarity analysis, the results
showed that in both sets of images groups display the same trends (Supplementary Fig. 2). In the rectangular
ROIs, the absolute values for fractal dimension (Db) are generally higher and mean lacunarity (A) values are
generally lower when compared to the circular ROIs. The p-value for Db is significant for both the rectangular
and circular ROI, with the Db for the macular region of retinas with DR is different from all other groups in both
analyses. The p-value for A is borderline significant for the rectangular ROIs, with the optic disc region of DR
group being different from all other groups, while for the circular ROI p-value is not significant (Supplementary
Table 2). The cause for these inconsistencies between rectangular and circular ROIs may be the presence of the
black foreground in the corners of the images with the circular ROI as they are processed by the Image] algorithm
as an empty space. Therefore, we chose to use rectangular ROI for all further analyses.

Estimation of blood vessel diameters. To confirm the caliber of blood vessels that are typically visual-
ized in the two ROIs by the fundus camera, we estimated the average blood vessel diameter in pm. We consider
this question important to the original aim of the study because different types of the blood vessels remodel in a
different manner, which may be the ultimate cause for different microvascular network patterns in the two ROI
in the disease states®. To estimate the blood vessel diameters, we used the approach similar to the one applied by
Knudtson et al.”. The known average horizontal and vertical optic disc dimensions in pm in the healthy eyes*
were compared to the corresponding average optic disc dimensions in pixels of the 15 images of healthy retina
in the database used in our study. Based on this, the estimated size of one pixel in the raw images was 4.86 pm.
Then, blood vessel diameter was measured on 5 randomly selected raw images from each group viewed in gray
scale mode by using Gnu Image Manipulation program (GIMP). In each image, the external diameters of the five
largest blood vessels crossing the optic disc margin, and 5 smallest blood vessels detected by the fundus camera in
the macular region were measured. This approach allowed us only to estimate the diameters of the blood vessels.
However, this was sufficient to confirm that the vessels in the two ROIs mostly belong to the category of arteri-
oles and venules, and that due to technical limitations of fundus camera no capillaries were represented in the
segmented images. The method we used was not precise enough for comparisons of the vessel diameters between
the two ROIs and/or among the experimental groups. The method did not account for the possible variations in
magnification caused by refractive errors of the lens, or variations in the axial length of the eye. Finally, the mar-
gins of the vessel wall were better defined in larger vessels, which may have caused more frequent measurement
errors when measuring calibers of small vessels, which is a technical issue noted by other researchers as well’.

Estimation of the number of branching generations. To estimate the number of branching genera-
tions in each ROI, we used a randomly selected manually segmented binarized image of microvascular network
of the whole healthy retina, and applied the rules based on the gradual decrease in vessel diameter associated with
branching described by Vickerman et al.%. In short, the vessels in the area of the optic disc with the largest diam-
eter belong to the 1* generation of branching. In most cases, these vessels branch asymmetrically to produce a
daughter vessel that has a much smaller diameter than the parent vessel. In that case, the parent vessel would keep
its branching generation designation, while the daughter vessel would belong to the next branching generation.
In some cases, the parent vessel bifurcates into two branches with relatively equal diameters. In this case both
daughter vessels would belong to the next branching generation (Supplementary Fig. 1).

Box counting and lacunarity analysis. The manually segmented binary images of vascular trees were first
skeletonized in Image]J software version 1.52a by using Skeletonize (2D/3D) plugin®*. Subsequently, the box counting
and lacunarity analysis were performed in Image]J by using the FracLac plugin® according to formulas described pre-
viously?!. The box counting analysis algorithm was applied with the following settings: a) grid design: number of ori-
gins =12, rotation and random number generator options = off, sampling element shape =square, use the seed option
is off; b) scaling method was the “default linear sampling sizes” that uses a non-overlapping square sampling element
with the range of sizes from a minimum size of 0 pixels to a maximum size of 45%. A higher box counting dimension
(Db) means that the microvascular network has a more complex pattern. Heterogeneity of the images was expressed as
the lacunarity for the image where one number for each image represents heterogeneity over all grid orientations. This
value is calculated by default for all fixed grid scans and is found in the FracLac results file. Higher values for lacunarity
dimension (A) means that the microvascular network has greater inhomogeneity or gappiness.

Vessel density. In order to determine the vessel density in each ROI, the manually segmented ROIs were first
skeletonized by using Image], then analyzed by using Angiotool software that was downloaded separately*>*”. The
vessel density was calculated as a percent vessel area of the skeletonized vascular trees. Skeletonization eliminated
bias that would be caused by inherent variations in the vessel diameter.

Statistical analysis. Statistical analysis was performed by using the statistical analysis software R. Independent
sample two-tailed Student’s T-test was used for data analysis to characterize the microvascular network geometry in the
healthy retinas. One-way ANOVA with Tukey post-hoc test was used to analyze the global patterns of the microvascu-
lar network geometry in health and disease. Two-way ANOVA with Tukey post-hoc test was used to study the regional
patterns of the microvascular network geometry in health and disease. P values < 0.05 were considered significant.

Data availability
The data sets generated and analyzed in the presented study are available from the corresponding author on
reasonable request.

SCIENTIFIC REPORTS |

(2019) 9:16340 | https://doi.org/10.1038/s41598-019-52659-8


https://doi.org/10.1038/s41598-019-52659-8

www.nature.com/scientificreports/

Received: 19 August 2019; Accepted: 21 October 2019;
Published online: 08 November 2019

References

1.

2.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

37.

Cheung, C. et al. Quantitative and qualitative retinal microvascular characteristics and blood pressure. Journal of Hypertension 29,
1380-1391 (2011).

Family, ., Masters, B. & Platt, D. Fractal pattern formation in human retinal vessels. Physica D: Nonlinear Phenomena 38, 98-103
(1989).

. Cheung, C. et al. Retinal vascular fractal dimension and its relationship with cardiovascular and ocular risk factors. American

Journal of Ophthalmology 154, 663-674.e1 (2012).

. Avakian, A. et al. Fractal analysis of region-based vascular change in the normal and non-proliferative diabetic retina. Current Eye

Research 24, 274-280 (2002).

. Popovic, N. et al. Fractal characterization of retinal microvascular network morphology during diabetic retinopathy progression.

Microcirculation 26, e12531 (2019).

. Nardin, M. et al. Methods of evaluation of microvascular structure: state of the art. European Journal of Translational and Clinical

Medicine 1,7-17 (2018).

. Knudtson, M. et al. Revised formulas for summarizing retinal vessel diameters. Current Eye Research 27, 143-149 (2003).
. Vickerman, M. et al. VESGEN 2D: Automated, user-interactive software for quantification and mapping of angiogenic and

lymphangiogenic trees and networks. The Anatomical Record: Advances in Integrative Anatomy and Evolutionary Biology 292,
320-332 (2009).

. Cabrera DeBuc, D. et al. Investigating multimodal diagnostic eye biomarkers of cognitive impairment by measuring vascular and

neurogenic changes in the retina. Frontiers in Physiology 9, https://doi.org/10.3389/fphys.2018.01721 (2018).

. Hall, J. & Guyton, A. Guyton and Hall Textbook of Medical Physiology. 189-216 (Elsevier, 2016).
. Hall, J. & Guyton, A. Guyton and Hall Textbook of Medical Physiology. 647-660 (Elsevier, 2016).
. Campbell, J. et al. Detailed vascular anatomy of the human retina by projection-resolved optical coherence tomography angiography.

Scientific Reports 7, https://doi.org/10.1038/srep42201, (2017).

. Budai, A., Bock, R., Maier, A., Hornegger, J. & Michelson, G. Robust vessel segmentation in fundus images. International Journal of

Biomedical Imaging 2013, 1-11 (2013).

. High-Resolution Fundus (HRF) Image Database. Www5.cs.fau.de at, https://wwwb5.cs.fau.de/research/data/fundus-images (2019).
. Chan, K., Tang, E, Tham, C., Young, A. & Cheung, C. Retinal vasculature in glaucoma: a review. BMJ Open Ophthalmology 1,

€000032, https://doi.org/10.1136/bmjophth-2016-000032 (2017).

. Priority eye diseases. World Health Organization at, http://www.who.int/blindness/causes/priority/en/ (2019).
. Hwang, T. et al. Optical coherence tomography angiography features of diabetic retinopahty. Retina 35, 2371-2376 (2015).
. Parsons-Wingerter, P., Radhakrishnan, K., Vickerman, M. & Kaiser, P. Oscillation of Angiogenesis with Vascular Dropout in

Diabetic Retinopathy by VESsel GENeration Analysis (VESGEN). Investigative Opthalmology ¢ Visual Science 51,498 (2010).

. Wu, R. et al. Retinal vascular geometry and glaucoma: the Singapore-Malay eye study. Ophthalmology 120, 77-83 (2013).
. Leontidis, G., Al-Diri, B., Wigdahl, J. & Hunter, A. Evaluation of geometric features as biomarkers of diabetic retinopathy for

characterizing the retinal vascular changes during the progression of diabetes. 2015 37th Annual International Conference of the
IEEE Engineering in Medicine and Biology Society (EMBC), https://doi.org/10.1109/embc.2015.7319577 (2015).

Popovic, N., Radunovic, M., Badnjar, J. & Popovic, T. Fractal dimension and lacunarity analysis of retinal microvascular morphology
in hypertension and diabetes. Microvascular Research 118, 36-43 (2018).

Daxer, A. Characterisation of the neovascularisation process in diabetic retinopathy by means of fractal geometry: diagnostic
implications. Graefe’s Archive for Clinical and Experimental Ophthalmology 231, 681-686 (1993).

Ventura LolaCosta, E. & Albuquerque Nogueira, R. Fractal, multifractal and lacunarity analysis applied in retinal regions of diabetic
patients with and without non-proliferative diabetic retinopathy. Fractal Geometry and Nonlinear Analysis in Medicine and Biology
1, 112-119 (2016).

Aliahmad, B. et al. Zone Specific Fractal Dimension of Retinal Images as Predictor of Stroke Incidence. The Scientific World Journal
2014, 1-7 (2014).

Zhang, Y. et al. Parafoveal vessel loss and correlation between peripapillary vessel density and cognitive performance in amnestic
mild cognitive impairment and early Alzheimer’s disease on optical coherence tomography angiography. PLOS ONE 14, €0214685,
https://doi.org/10.1371/journal.pone.0214685 (2019).

Parsons-Wingerter, P, Elliott, K., Clark, J. & Farr, A. Fibroblast growth factor-2 selectively stimulates angiogenesis of small vessels
in arterial tree. Arteriosclerosis, Thrombosis, and Vascular Biology 20, 1250-1256 (2000).

Parsons-Wingerter, P. et al. Generational analysis reveals that TGF-(31 inhibits the rate of angiogenesis in vivo by selective decrease
in the number of new vessels. Microvascular Research 59, 221-232 (2000).

Vujosevic, S. et al. Early microvascular and neural changes in patients with type 1 and type 2 diabetes mellitus without clinical signs
of diabetic retinopathy. Retina 39, 435-445 (2019).

Vujosevic, S. et al. Peripapillary microvascular and neural changes in diabetes mellitus: an OCT-angiography study. Investigative
Ophthalmology & Visual Science 59, 5074-5082 (2018).

Talu, §., Cilugaru, D. & Lupascu, C. Characterisation of human non-proliferative diabetic retinopathy using the fractal analysis. Int
J Ophthalmol 8, 770-6 (2015).

Talu, $., Stach, S., Cilugiru, D., Lupascu, C. & Nicoard, S. Analysis of normal human retinal vascular network architecture using
multifractal geometry. International Journal of Ophthalmology 10, 434-438 (2017).

Stefanut, A., Télu, $., Micldus, V., Muresan, A. & Szabo, B. A fractal analysis study of retinal development in rats exposed to the
alternating hyperoxia-hypoxia. Annals of RSCB 18, 239-246 (2013).

Sadek, 1., Meriaudeau, F. & Sidibé, D. Automatic discrimination of color retinal images using the bag of words approach, https://
arxiv.org/pdf/1603.04327.pdf (2019).

. Tasman, W. & Jaeger, E. Duane’s Ophthalmology 2009. (Lippincott Williams & Wilkins, 2008).
. Image]. Rsb.info.nih.gov at, http://rsb.info.nih.gov/ij/ (2019).
. Zudaire, E., Gambardella, L., Kurcz, C. & Vermeren, S. A computational tool for quantitative analysis of vascular networks. PLoS

ONE 6, €27385, https://doi.org/10.1371/journal.pone.0027385 (2011).
Zudaire, E., Kurcz, C., Gambardella, L. & Vermeren, S. Home - CCR ROB AngioTool - CCR Wiki. Ccrod.cancer.gov at, https://
ccrod.cancer.gov/confluence/display/ROB2/Home (2019).

Acknowledgements
The research is funded in part by the scientific research project DEMONSTRATE, though the grant awarded by
the Ministry of Science of Montenegro, Grant Agreement No. 01-781/2.

SCIENTIFIC REPORTS |

(2019) 9:16340 | https://doi.org/10.1038/s41598-019-52659-8


https://doi.org/10.1038/s41598-019-52659-8
https://doi.org/10.3389/fphys.2018.01721
https://doi.org/10.1038/srep42201
https://www5.cs.fau.de/research/data/fundus-images
https://doi.org/10.1136/bmjophth-2016-000032
http://www.who.int/blindness/causes/priority/en/
https://doi.org/10.1109/embc.2015.7319577
https://doi.org/10.1371/journal.pone.0214685
https://arxiv.org/pdf/1603.04327.pdf
https://arxiv.org/pdf/1603.04327.pdf
http://rsb.info.nih.gov/ij/
https://doi.org/10.1371/journal.pone.0027385
https://ccrod.cancer.gov/confluence/display/ROB2/Home
https://ccrod.cancer.gov/confluence/display/ROB2/Home

www.nature.com/scientificreports/

Author contributions
Conception and design of the work: N. P; Data analysis and interpretation: N.P, S.V., T.P,; Drafting the article:
N.P, S.V,; Critical revision of the article: N.P,, S.V.,, T.P.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-019-52659-8.

Correspondence and requests for materials should be addressed to N.P.
Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2019

SCIENTIFIC REPORTS |

(2019) 9:16340 | https://doi.org/10.1038/s41598-019-52659-8


https://doi.org/10.1038/s41598-019-52659-8
https://doi.org/10.1038/s41598-019-52659-8
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Regional Patterns in Retinal Microvascular Network Geometry in Health and Disease

	Results

	Ophthalmologic characterization of images. 
	Estimation of the vessel diameter in the retinal vascular tree. 
	Characterization of microvascular network in healthy retinas. 
	Global patterns of the microvascular network geometry in pathological states. 
	Regional patterns of the microvascular network geometry in pathological states. 

	Discussion

	Methods

	Retinal images. 
	Regions of interest. 
	Estimation of blood vessel diameters. 
	Estimation of the number of branching generations. 
	Box counting and lacunarity analysis. 
	Vessel density. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 Regional differences in microvascular network geometry in healthy retina.
	Figure 2 Visual comparison of the manually segmented images of the two ROIs.
	Figure 3 Visual comparison of the skeletonized microvascular images of the two ROIs.
	Figure 4 Regional patterns of microvascular network remodelling in DR and glaucoma.
	Table 1 Retinal fundus photograph grading results.
	Table 2 Parameters of vascular network morphology of the whole retina in pathological states.
	Table 3 Summary of the results showing regional patterns in vascular network geometry in glaucoma and DR.




