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Abstract: The aim of our study was to identify whether vitamin-D deficiency (VDD) can alter the
geometry of the coronary-resistance-artery system. Male Wistar rats were divided into vitamin-
D-deficient (VD—, n = 10) and vitamin-D-supplemented (VD+, n = 8) groups. After eight weeks,
branches and segments of the left-anterior-descending-coronary-artery (LAD) network were analyzed
by a video-microscopy technique. Segments were divided into 50 um-long cylindrical ring units.
VDD did not increase the number of morphological abnormalities. The number of segments did
not differ between the groups (VD—: 210 and VD+: 224; pooled data of 8 networks). A larger
lumen area of branches was found in VD+ group, while 1-4-order branches were lengthier in the
VD— group. VD— rats had less rich coronary-resistance-artery networks in terms of 50 pm-long
units. (VD—: 6365 vs. VD+: 6602; pooled data of 8 networks). VD+ animals were richer in the
100-350 um outer diameter range, and VD— animals were richer in the 400-550 um-diameter units.
In VD— rats, 150-200 and 300 pm units were almost missing at higher flow distances from the orifice.
Serum vitamin-D alterations caused by dietary changes can affect the geometry of the coronary-artery
network, which may contribute to vitamin-D-dependent changes in cardiovascular mortality.

Keywords: vitamin-D deficiency; network; left-anterior-descending coronary arteries; LAD;
cardiovascular disease; video-microscopic technique

1. Introduction

It has been a hundred years since McCollum first used the term ‘vitamin D’ in
1922 [1]. Since then, vitamin D has been known as a regulator and key molecule of calcium
metabolism, serum calcium levels, and bone mineralization in the human body [2-5]. Be-
yond its skeletal effects, the role of vitamin D has been confirmed in numerous different
biochemical processes and diseases including but not limited to mental and psychological
disorders [6], cancer [7], immunological aspects [8], as well as pregnancy and neonatal
outcomes [9]. Therefore, some consider it as a general physiological regulatory molecule.

Its role in the cardiovascular system is being extensively studied. Observational studies
have confirmed the linkage of vitamin-D deficiency with hypertension and cardiovascular-
related deaths [10,11]. As an explanation for this, the vitamin-D receptor (VDR) has been
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found to be widely distributed in the cardiovascular-system cells. However, the role of
vitamin-D supplementation in reducing cardiovascular harm is unclear based on the results
of comprehensive studies. Most comparative studies leave the question open [12-19].
However, there are studies that confirm [20] and some that do not support [21,22] the role
of vitamin-D supplementation in reducing the cardiovascular mortality rate.

One of the most studied cardiovascular consequences of vitamin-D deficiency is its
role in myocardial ischemia [23]. There are several mechanisms that can contribute to
this, all of which can be affected by vitamin-D deficiency. Most studies have focused on
the effect of vitamin D on different cell types (e.g., cardiomyocytes or vascular smooth-
muscle cells) [14,24]. Arterial stiffness [25], altered endothelial function [26,27], increased
atherogenesis [28], and changes in oxidative-stress tolerance [29] can all play a role in it.
The topic of altered vascular contractility and relaxational ability associated with vitamin-D
deficiency was studied by our research team in a rodent model in coronary arteries [30,31],
cerebral arteries [32,33], renal arteries [34], carotid arteries [35] and the aorta [36].

The examination of the geometry of the vascular network, the description of the
hemodynamically advantageous course, and branches of the vessels can be traced back
to the rules described by Murray [37,38]. Although it has been known for almost one
hundred years that deviations from this law reduce the efficiency of circulation, most of
the research on vascular examination has focused on the histology, biochemical properties,
and contractility of blood vessels. The development of the micropreparation technique
of intramural coronary-resistance-artery networks in the rodent model [39,40] and the
increasingly widely used technique of video microscopy have made it possible to study the
vascular-network system in its complexity and to observe the effect of different variables
on the whole network. Our research team successfully demonstrated the effect of hyperten-
sion, aging, and training on the entire geometry of the coronary network [39,41,42] using
this technique.

In our study we sought the answer to how vitamin-D deficiency and the biochem-
ical processes influenced by it can change the geometry, branching, and distribution of
arteries of different diameters of the left-anterior-descending-artery (LAD) network. Our
hypotheses were: (1) vitamin D does not only affect the histological structure and con-
tractile function of the coronaries, but also plays a role in forming the geometry of the
entire network, thus gaining a potential role in cardiovascular mortality; (2) the lack of
vitamin D, which is known to be involved in angiogenesis, may produce hemodynami-
cally disadvantageous network anomalies in the coronary network; (3) that changes may
occur in the location of the vascular-network unit population due to vitamin-D deficiency
and supplementation.

2. Materials and Methods
2.1. Ethical Approval and Animals

The study was designed and performed based on the Guide for the Care and Use of
Laboratory Animals published by the US National Institutes of Health (8th edition, 2011)
and the European Union (Directive No. 2010/63/EU). All procedures were approved by
the Ethical Committee of Hungary for Animal Experimentation and University authorities
(permission number: IRB: 8/2014 PEI/001/1548-3/2014, PEI/001/820-2/2015). Four-week-
old male (n = 18) Wistar rats (Semmelweis University in agreement with Charles River LTd.,
AnimalLab, Vac, Hungary) were randomly divided into two experimental groups: a group
with vitamin-D deficiency (VD—, n = 10) and a group with vitamin-D supplementation
(VD+,n=38).

2.2. Chemicals

Vigantol oil (20,000 IU/mL cholecalciferol suspension) was provided by Merck/Merck
Serono (Darmstadt, Germany). For ex vivo video-microscopic analysis, specimens were
immersed in normal Krebs—-Ringer solution (nKR), which consisted of the substances
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published in [41]. The substances used for the nKR were obtained from Reanal (Budapest,
Hungary) and Sigma-Aldrich (Sigma-Aldrich, St. Louis, MO, USA-Budapest, Hungary).

2.3. Chronic Treatment of the Rats

During the 8-week-long chronic-treatment period, rats were housed in constant envi-
ronmental conditions (relative humidity (40-70%), constant room temperature (22 °C £+ 1 °C)
and light-dark cycle (12 h each)). The animals were provided with different laboratory
rat chow (with different composition, see later) and tap water ad libitum according to
the following group protocols. Vitamin deficiency was induced by a vitamin-D-free diet
(<5 IU/kg Vitamin D3, Vitamin D Free Lab Rat/Mouse Chow, Ssniff Spezialdidten GmbH,
Soest, Germany) for 8 weeks (the average 25-OH-D3 level at the end of chronic treatment:
3.59 £ 0.21 ng/mL) [32,43]. Animals of the VD+ group were fed a standard laboratory diet
(1000 IU /kg of Vitamin D) for 8 weeks. Oral administration (through a gavage cannula) of
additional vitamin D was given as follows: 500IU cholecalciferol on week 2, and weeks 4-8,
a weekly dose of 140 IU /100 g (the average 25-OH-D3 level at the end of chronic treatment:
19.66 + 0.81 ng/mL) [32,43]. No unexpected medical condition, complication or side effect
was observed during the treatment period.

2.4. Preparation and Recording of LAD Coronary Networks

After chronic treatment, the preparation of coronary-resistance-artery networks from
the heart and in situ video-microscopy recording during perfusion were performed as
previously described [40]. In brief, after anesthesia (Nembutal, 45 mg per kg, intraperi-
toneal), the heart was removed and the LAD coronary-artery network was prepared by
careful microdissection in cold Krebs-Ringer solution under high magnification [40]. With
this technique, the segments of the LAD remained intact and branches larger than 80 pm
became visible. After cannulation of the orifice, the network of the LAD was perfused
with nKR solution (pH = 7.4, 37 °C, bubbled with O, 20%, CO, 5% and Ny 75%) at close
to in vivo pressures. After a few minutes of equilibration, the coronary network was mea-
sured by a video microscope using different magnifications (low and high magnifications,
8.58 and 1.47 um/pixel). For accurate geometric reconstructions of the networks, low-
and high-magnification images were photographed and then analyzed off-line (Image]
software, NIH, Bethesda, MA, USA) as previously described [39]. The pixel um calibration
was performed using a micrometer etalon (Wild, Heerbrugg, Switzerland).

2.5. The Coordinate System and Geometric Analysis

Good-quality low- and high-magnification pictures taken from perpendicular position
were selected to rebuild a horizontally stretched network for analysis. All bifurcations and
segments of the coronary network were then marked in the >80 pm range. A coordinate
system was created based on the high-magnification pictures of the networks as previously
described [39]. In brief, the X-axis was created between the orifice and the apex of the heart.
The Y-axis was erected perpendicular to the X-axis, with positive values in the direction
of the left ventricle. The zero point for both axes was the orifice. Segment lengths and
bifurcation angles were measured, images of segments were divided into 50-micrometer-
long cylindrical units, and the diameter, direction and coordinate position of all components
were determined as shown in Figure 1.

2.6. Segment Analysis

The whole network was divided into segments at bifurcations and the segments were
then numbered. Although the diameter of the vessel generally does not change along the
segment, outer and inner vessel diameters were also measured at three points along the
segmental axis. Distances of the branching points from the origin, angles of the segmental
axes of two related segments, and angles with the coordinate were also analyzed. For
each network component (bifurcations, segments, ring units), the direct distance from the
orifice was computed using the coordinates. In addition, for each segment, a length for
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the potentially curved axis was also computed. This way “flow distances” from the orifice
or for the segments could be compared with direct distances, giving an opportunity to
calculate the tortuosity of the network. Segmental analysis was performed by counting
the number of segments and measuring their length, as well as the outer diameter and
wall thickness. From the inner-radius (r;) data, the lumen cross-section area was calculated
according to the following formula: Lumen cross-section area (um?2) =12 x I1.

Figure 1. Representative video-microscopic images of segmental and branching analysis (A,B) and
mapping of the LAD networks in a coordinate system, following 50 um-ring-unit analysis (C,D).
Note the difference between the two experimental groups in the network density of the LAD coronary
artery, shown in the image and the associated coordinate system of a typical vitamin-D-deficient
(A,C) and a typical vitamin-D-supplemented animal (B,D).

2.7. Branching Analysis

All branches were identified and analyzed as previously described [39]. All bifurca-
tions were sorted into dichotomic, multiplex or lateral branching categories. All bifurcations
were tested for the validity of Murray’s law: Dom® = Dyg1° + Doga®, where Dy, is the outer
diameter in pm, and n, 41 and 4, are the mother and daughter branches, respectively. The
asymmetry index (A;) was calculated according to the following formula: A; = Dyg1/Doqo,
where Do is the outer diameter in um, and 41 and g, are the daughter branches (the data of
the larger daughter branch were always placed in the numerator/top).

2.8. Analysis of 50 ym-Long Vascular Ring Units

Theoretically, all coronary-artery networks were divided into 50 pm-long ring units as
a base unit of the network as previously described [39]. The ring units were located in the
X-Y coordinate system. The outer and inner diameters, wall thickness, X and Y coordinates
for the ring-unit center, angle of axis with the X-axis, flow distance, and the direct distance
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from the orifice were measured. The ring-unit analysis was performed by constructing lists
of ring units in a certain inner/outer-diameter range and at a certain direct/flow distance
from the orifice.

2.9. Network Anomalies

In addition to the measurable parameters of the networks, other hemodynamically
significant alterations were also recorded. Parallel-running branches, broken courses, and
multiple branching (e.g., triple) present in the systems were counted. Tortuosity was
measured. Tortuosity (T), curvature, and ratios of segments were computed by com-
paring the direct distance between the start and end points of the segment as well as
the potentially curved length of the segment’s axis following the route of blood flow:
T(%) = 100 — (segment length in the airline (um) x 100/segment length in real (um)).

2.10. Statistical Analysis

GraphPad Prism 5, SPSS Sigma Stat and Excel software were used for statistical
analysis. All data are presented as mean £ SEM. In the case of normal distribution (tested
using the Shapiro—Wilk method), the two-tailed unpaired Student’s ¢-test was performed.
The Mann-Whitney test was performed in the case of non-normal distribution (in case
of ‘Flow lengths of the segment” and ‘Wall thickness of 50 um ring units as a function
of different diameter ranges’). Morphological abnormalities were counted, pooled and
normalized in 8 rats for all perfused networks. Their number was determined by the test.
Frequencies of ring units in different diameter ranges in VD+ and VD— coronary networks
were compared with the x? test. The Pearson correlation method was used to evaluate
the interconnection between bifurcation asymmetry and angle. A 3D scatter plot was
used to show differences in bifurcation branch angle as a function of vessel diameter. The
level of deviation of the flow route from the direct distance from orifice and the diameter
of the ring were analyzed on 3D plots of two-dimensional histograms. The number of
ring units in a given diameter and flow-distance range was analyzed in two-dimensional
histograms and visualized in 3D (color-coded) maps. p < 0.05 was used as the criterion for
statistical significance.

3. Results
3.1. Body-Weight, Heart-Weight and Blood-Pressure Data

There was no significant difference between the VD— and VD+ groups in terms of
body weight (VD—: 481 £ 15 vs. VD+: 477 £ 19 g) or heart weight (VD—: 1.37 £ 0.04 vs.
VD+: 1.32 & 0.08 g). The measurements of the mean blood pressure through cannulation of
the right carotid artery showed no difference between the two groups (VD—: 95.39 + 4.35
vs. VD+: 88.18 & 6.57 mmHg, animals in Nembutal anesthesia).

3.2. Segment Analysis

The number of coronary-resistance-artery segments in the subsurface network, down
to an outer diameter of 80 micrometers, did not differ between the two groups (VD—:
210 and VD+: 224 segments; pooled, normalized data of 8 networks). One characteristic
difference was the significantly larger lumen area of the main (first-order) branches in
VD+ group. The lumen diameters did not differ during the following branching steps
(Figure 2A). Additionally, 1-4-order branches were lengthier in VD— rats (significant
with the paired t-test for 1st- and 4th-order branches, (Figure 2B). It is important to note
that 11-12-order branches were found only in the VD+ group in the subsurface network
(Figure 2).
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Figure 2. Segments analysis. (A) Lumen area of the segments from the VD— and VD+ animals. The
lumen area of the first-order branches was significantly larger in VD+ group. (B) Flow lengths of
the segments from the VD— and VD+ animals. The 1st- and 4th-order branches were lengthier in
VD— rats. Values are means + SEM. Two-tailed unpaired Student’s ¢-test and Mann-Whitney-test.
*p <0.05 VD— vs. VD+.

3.3. Branching Analysis

One characteristic of microvascular bifurcation geometry is that larger daughter
branches tend to deviate less from the axis of the mother branch than smaller daugh-
ter branches. As a result, the branch angle between daughter branches increases with the
increasing asymmetry index. In substituted networks it is duly seen (Figure 3A; significant
with the Pearson correlation). Such a linkage is clearly missing in the vitamin-D deficient
animals (Figure 3A).

. VD-

.l = VD+ e VDt

log(Dg13 + Dg23)

W
N
%

pr 40

Asymmetry range of daughter branches 3

(ratio of outer diameters)

log Dm

Figure 3. Analysis of branching. (A) Asymmetry range of daughter branches (ratio of outer diam-
eters). The asymmetry index (with increasing branching angle) was significantly elevated only in
VD+ groups (with Pearson correlation, p < 0.05). (B) The Murray law. Branches are obeying the
Murray law.

Another characteristic of microvascular bifurcation geometry is that the lumen diame-
ters of daughter branches obey the Murray law. Figure 3B demonstrates that bifurcations
of both groups fairly adhered the Murray law (scatter from the expected X =Y line was
almost equal, n.s. with the F probe).
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3.4. Abnormalities

Vitamin-D deficiency did not elevate the number of such morphological network ab-
normalities as parallel running, broken courses, multiple branching, or tortuosity (Table 1).

Table 1. Pooled number (normalized in 8/8 rats) of morphological deformities found in the resistance-
artery network of the left-anterior-descendent coronary artery of vitamin-D-deficient (VD—) and

vitamin-D-supplemented (VD+) groups.

- o 2

Detormity VD~ vD+ Signiticance Leve
Parallel running 2 3 0.65
Broken course 7 6 0.74
Multiple branching 11 8 0.49
Tortuosity > 8 7 5 0.56
Sum of all deformities 27 22 0.48

3.5. Vascular Ring-Unit Analysis

VD— animals had somewhat less rich coronary-resistance-artery networks than VD+ rats.
(Figure 1) When the whole network was divided into 50 pm-long units, they had a signifi-
cantly lower number of such units (6365 vs. 6602; pooled, normalized data of 8 animals;
p < 0.0374 with the x> probe). Figure 4A demonstrates that this elevated number of vascu-
lar units in VD+ animals was present throughout the 100-300 pm outer diameter range.
The only exception is at 250 um, the maximum of the histogram in VD— animals pushed
upward from the 200 um of the substituted animals.

2000 -
*
1500 I_! *
NP o0
1000 I; |'I * % = VD
* [ *
" —- t
£ r N £ 60+ . Iy @ VD
Fi 500 I'l ; *
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o ! 'ﬂ .-| all mo r'll Quter diameter (pm)

T T
=50 30 100 150 200

T T T
150 300 350 400 430 500 350 600 650 TOO

Outer diameter (1m)

(A) (B)

Figure 4. Analysis of ring units. (A) Number of 50 um ring units as a function of different diameter
ranges. In VD— networks, the number of rings decreased in the range of 100-300 um (except at
250 pm), and the number of rings increased in the range of 400-550 um. Normalized in 8/8 rats.
Significantly different with the Chi-probe (p < 0.05). (B) Wall thickness of 50 um ring units as a
function of different diameter ranges. Wall thickness was increased in the 50, 350, 500, 550 and
650 um range in VD— group. However, the wall thickness was bigger in the 200, 250, 300, 450 and
600 pm range in VD+ group. Values are means = SEM. Mann-Whitney-test. * p < 0.05 VD— vs. VD+.

However, VD— animals were richer in larger-diameter units (400-550 pm). In practi-
cally the same large-diameter group, a thickening of the wall was also demonstrated with
an opposing alteration in the most frequent 200-300 um diameter range (Figure 4B).
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The next question is at what location of the network such vascular unit-population
changes do occur. The two-dimensional histograms of Figure 5 demonstrate that in vitamin-
D-deficient rats, a new population of 250 pm units appears at a 6-9 mm flow distance
from the orifice, while at the same locations there is a diminishment of 350 um units.
In vitamin-D-deficient rats, 150-200 and 300 um units are almost missing at 10-15 mm
flow distances.

VD+

Outer diameterx50 micrometer

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20

Flow distance from orifice (mm) Flow distance from orifice (mm)

Figure 5. Frequency of ring units (color-coded) for different diameters and flow distances from the
orifice. Note that in VD— rats a new population of 250 pm units appears at a 6-9 mm flow distance
from the orifice, while at the same locations there is a diminishment of 350 pm units. In VD— rats,
150-200 and 300 um units are almost missing at 10-15 mm flow distances.

4. Discussion

Our first studies on the whole network geometry of in situ perfused coronary-artery
networks in Vitamin-D-deficient and substituted animals demonstrated that chronic vitamin-
D deficiency induces characteristic changes in network geometry. In the present study, we
first demonstrated that vitamin-D deficiency affects cardiac-tissue perfusion without abnor-
malities in coronary branching patterns that modulate cardiac hemodynamics. The major
finding of our investigation can be summarized as follows: (1) VDD did not increase the
number of morphological abnormalities; (2) VDD resulted in a less rich coronary-resistance-
artery network; (3) VDD resulted in 150-200 and 300 pum units that were missing at higher
flow distances from the orifice; (4) in contrast, vitamin-D supplementation resulted in
a richer network; (5) vitamin-D supplementation resulted in a larger lumen area of the
branches, the branching pattern was optimal, and abnormalities did not increase.

It is a known fact that vitamin-D deficiency increases the risk of cardiovascular events,
although vitamin-D supplementation does not clearly balance this effect, as demonstrated
by several meta-analyses [10-12,14,17,18,20-22]. Vitamin-D-deficiency-induced cardiovas-
cular risk is associated with a combination of several factors [44]. Low vitamin D has
been shown to be associated with high blood pressure [45,46] obesity [47-50], insulin resis-
tance [51,52], and dyslipidemia [53]. In several studies, a description of normal 25-OH-D3
levels can be found. Trechsel et al. published values of 40 nmol/L (16 ng/mL) in animals
consuming a normal vitamin-D diet [54]. At the recommended daily intake (values pro-
jected onto human model: 0.015 mg/day, which corresponds 300 E/day), Mirhosseini et al.
achieved vitamin-D levels of 17.2 ng/mL in Wistar rats over four weeks of treatment.

According to the same article, at a high daily dose of vitamin D (values projected
onto human model: 0.25 mg/day, which corresponds 5000 E/day), vitamin-D levels of
43.2 ng/mL were achieved in Wistar rats over four weeks of treatment, while a vitamin-
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D-free diet resulted in 12 ng/mL [55]. Wilson et al. reported levels of 37-38 ng/mL of
25-OH-D3 but also used vitamin-D supplementation in addition to the standard diet [56].
These values were not approached in any of the groups.

For extremely low ranges, Treschel considered a vitamin-D deficiency below 25 nmol/L
(10 ng/mL) [54], which we have clearly achieved in our animal model. The definitively
toxic concentration is 360 ng/mL based on Takacs et al. [57] and 224 ng/mL according
to Mirhosseini et al. [55]. Such toxic values were not achieved in any of the groups of
our study.

According to Halloran’s work, vitamin-D levels of 14-day-old breastfed Holtzman rats
whose mother received 25U daily vitamin-D supplementation was 10 ng/mL. A vitamin-
D level of 8 ng/mL was found after weaning at the age of 25 days, and 9 ng/mL was
found in animals three weeks after being weaned from breast milk and fed with normal
laboratory formula during this period [58]. Vitamin-D levels in Holtzman rats that had just
been weaned in Weishaar’s work were below the measurement range and remained there
after a nine-week vitamin-D-free diet, while it increased to 9.5 ng/ml after six weeks and
14.1 ng/mL after nine weeks with vitamin-D supplementation of 30 E/day [59].

Thus, we can suspect that the rat weaned from milk suffers from a relatively moderate
vitamin-D deficiency, which we were able to normalize and even slightly exceed the
normal level in our model by supplementation. On the other hand, by our model an
eight-week vitamin-D-free diet starting from weaning kept vitamin-D levels persistently
low. The effects of vitamin-D deficiency on the histological characteristics of vascular cross-
sections and the contraction and relaxation properties of coronaries [30,31] has already
been demonstrated by our research group.

We found no difference between the body weight of the study groups. Vitamin D also
affects the differentiation of myocardial cells and affects myocyte proliferation through its
action on myoproliferative genes and the renin-angiotensin system [60-62]. However, we
found no difference in heart weight between the two groups, making it easier to compare
the coronary networks.

For the technical implementation of our study, we chose the micropreparation and
video-microscopic analysis of the LAD branch system [39-42]. The technique allows the
whole network to be analyzed in its complexity, using physiological pressure conditions
to which the blood vessels respond with their own myogenic tone. This contributes to a
proper evaluation of the dimensions of the specific parts of the network involved. The
spatial formation of the coronary network ensuring that all parts of the heart muscle tissue
receive equal and adequate amounts of oxygen and nutrients. This process is regulated
by many factors [63]. The network must be of adequate resistance and hemodynamically
advantageous to distribute blood flow to the highly demanding ventricular tissue. The
length, the number of segments, geometry and quantity of branches, bifurcations, their
potential tortuosity, diameter of the lumen, thickness of the wall, and the distribution
of all these parameters will, be among others, a function of the distance from the origin
of the network (in that case the coronary orifice). Knowing the effect of vitamin D in
the regulation of vascular remodeling [56,57], we could expect that there is a difference
between the two groups in the appearance and geometric characteristics of the network
as a whole system. A geometric analysis of the network allows us to recognize different
anomalies and to analyze the systemic effects of vitamin-D deficiency on vascular-network
formation, vascular cross-sectional structure, and changes in the coronary network, possibly
contributing to increased cardiovascular mortality.

Basic characteristics of the morphometry of a coronary network and the effect of
hypertension have been studied in different models [64-67]. Based on the work of Murray
and Zamir, we can gain insight into the properties of hemodynamically beneficial vascular
networks [37,38,68]. Accordingly, we considered multiple branches, branches running
in parallel, broken courses, and a high range of tortuosity as disadvantageous patterns
requiring higher-than-optimal mechanical energy. Based on previous work by our research
group, we have demonstrated that high blood pressure increases the incidence of these
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anomalies in the rat LAD network. [42] In earlier works, we have found that the Murray law
of bifurcations was maintained in cases of hypertension, aging and physical exercise [39,41].
In our present study, there was no significant difference between the two groups in terms
of the unfavorable coronary anomalies characterizing aged and hypertensive networks [42].
At the same time in our study, we found no difference between the mean blood pressure of
vitamin-D-deficient and supplemented animals. All this suggests that although vitamin
D is known to play a role in vasculogenic processes [69,70], it is not vitamin-D deficiency
alone that causes vascular-network anomalies, but in the long term it may be caused by
high blood pressure due to vitamin-D deficiency. In Weishaar’s previous study [59], cal-
cium, creatin phosphokinase (CPK) and phosphate levels along with blood pressure were
examined in young rats as a function of vitamin-D supplementation. It was shown that
vitamin-D deficiency significantly increased the blood pressure of the animals between
weeks two and six of the diet; however, there was no difference in blood pressure from week
seven to nine of the diet. Consistent results were obtained in our present study after eight
weeks of treatment. In Weishaar’s study [59], perturbed Ca homeostasis was suggested
to be responsible for the very early rise in blood pressure; however, the eight-week diet
had no effect on it. On the other hand, recent reports stress the relationship between long-
term vitamin-D deficiency and hypertension [10,11,14,45,46]. The atherogenic effect of the
vitamin-D deficiency may be responsible for the development of hypertension in the long
term [69,70]. According to the rheological principles of Poiseuille, in a hemodynamic sys-
tem, the length of the vessels is directly proportional, while the fourth power of the lumen
diameter and the number of branches connected in parallel are inversely proportional to
the resistance of the network. We can suppose that in the vitamin-D-deficient experimental
group, the vascular resistance of the coronary arteries might be higher. In our experimental
model, coronary-network abnormalities that increased network resistance due to vitamin-D
deficiency were expected to result in a long-term increase in blood pressure, ensuring an
adequate supply of nutrients to the tissues.

Further analyzing our coronary-artery networks with a focus on branching, we found
that more asymmetric bifurcations do not have larger bifurcation angles in vitamin-D-
deficient rats as previously expected and as shown in the VD+ group. This can be con-
sidered a disadvantageous alteration from the hemodynamic point of view. Vitamin-D
deficiency, however, did not affect the regulation of the lumen diameter by shear forces,
and the Murray law was strictly maintained in both groups.

Analyzing the coronary-resistance-artery segments in the subsurface network, the
number of segments with outer diameters down to 80 micrometers did not differ between
the two groups. At the same time, some characteristic difference was found. A significantly
larger lumen area of the main (first-order) branches in the VD+ group may allow for
greater blood flow. Lumen diameters did not differ during the following branching steps.
Additionally, 1-4-order branches were lengthier, and segments formed by them were longer
and had thicker walls with reduced cross sections in VD— rats, which may result in greater
resistance of those specific segments. It is important to note that 11-12-order branches
were found only in the VD+ group. This result objectively confirmed the preliminary
observation made during the review of the coronary networks that the LAD networks
of the vitamin-D-deficient group were much denser. In further analysis of the network,
the coronary network was divided into 50 pm elements and the number of ring elements,
diameter, wall thickness, lumen cross section, and the distribution of these ring elements of
different thicknesses as a function of distance from the orifice were examined. Although
heart masses did not differ, the number of normalized ring elements of the network was
significantly increased in the VD+ group, resulting in a richer LAD system.

The less rich network of the vitamin-D-deficient animals was formed by the smaller
number of arterioles with diameters of 150-200 pm. On the contrary, the elevated number
of larger-diameter (400-550 um) “small artery” units could not offset this phenomenon.

The extra distance of the individual ring units appeared elevated in the VD+ group.
The elevated extra distance has been considered as a hypertensive characteristic so far,
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mainly based on studies of retinal hypertensive abnormalities [71,72], but no other hyper-
tensive characteristic (hypertension, network anomalies) was found in the VD+ group, so
this may contribute to the elevated ring-unit number and the richer network.

The distribution pattern of the ring elements also shows that tissue perfusion may
have improved because the number of small- to medium-diameter vessels distant from the
orifice was significantly increased in the VD+ group.

The wall thickness was higher in the VD+ group for medium (100-300) diameters,
while the elevation of the wall thickness in the VD— group for the smallest (<50 um) and
largest diameters (400-550) could be seen.

The maximum of the diameter frequency histogram of the VD+ group was shifted
upward to 250 from 200 pm, which can also be interpreted as a hemodynamically advanta-
geous alteration.

In our earlier studies [29,31] 200-micrometer-diameter rat coronary-resistance arteri-
oles were examined with pressure arteriography. In vitamin-D-deficient rats, a reduced
spontaneous tone was found, and in the fully relaxed state the segments had a narrowed
lumen and increased wall thickness. In the present work, segmental geometry was studied
along the whole network in pressure-perfused preparations where spontaneous tone could
develop. The larger wall thickness we measured in the 200-300 um range in the substituted
animals could be the result of this larger myogenic tone.

The limitation of our study is in the case numbers and the animal study; however,
it is also a strength that the genetically homogenous background of the animals resulted
in highly homologous networks and a definitive causality of the results. Because of these
reasons, only the altered vitamin-D levels could have led to the differences in the network
structure. We must mention that both the difficulties of the micropreparation technique
and the complexity of the statistical analysis of the vessel rings clearly limited the number
of individuals that could be tested. More observers could study a larger number of animals;
however, it might lead to greater interobserver variability in the evaluation of network
anomalies, which should also be avoided.

5. Conclusions

The wall-thickness elevation in larger branches, the diminishment of the number
of smaller units, and the alterations in the bifurcation angles definitively indicate the
involvement of vitamin-D receptors in the morphological formation of coronary-resistance-
artery networks. Thus, vitamin-D supplementation improves tissue perfusion due to the
richer network. In the richer network, the branching pattern was optimal and abnormalities
did not increase. While these can be expected to have only moderate hemodynamic effects,
pathological processes can be altered by them.
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