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ABSTRACT

The vascular system of the grapevine (Vitis vinifera L.) flower is a channel for transporting water and nutrients to
the ovary. It plays an important role in the development of the ovary and fertilization through pollination. How-
ever, the vascular bundles in the flower are so tiny that they are difficult to sample and observe by traditional
slicing techniques. In this study, ‘Summer Black’ grape flowers were selected as the test materials, and the tissue
samples were treated by the optical clearing technique. After simple compaction, the structure and development
of the vasculature were observed by common microscopy, fluorescence microscopy and laser confocal micro-
scopy. The results showed that the transparency effects of 3% NaOH and a saturated trichloroacetaldehyde com-
posite agreed well with the observations of the vascular structure and the developmental process of the flower in
different periods. Moreover, the samples after optical clearing could be reconstructed in 3D, which helped us
know more about its development and function. According to these observations, the vasculature of the ‘Summer
Black’ flower can be divided into ovule vascular bundles, peripheral vascular bundles and central vascular bundles.
The peripheral vascular bundles were composed of the first-order vascular bundles and the inferior vascular bun-
dles which branched from the superior vascular bundles. These bundles branched in different directions with no
discernible pattern. The two different branching methods were as follows. First, the inferior vascular bundle was
directly connected to a superior vascular bundle. Secondly, some of the superior vascular bundles bent in different
ways, forming the inferior vascular bundle connecting the superior vascular bundles by a metamorphosed vessel
with a triangular shape. In a comparison of the developmental changes in various periods, the growth of vascular
bundles at each period was directly proportional to the growth of the flower. Laser confocal scanning was used to
explore the three-dimensional morphology of the peripheral vascular bundle and showed that the peripheral vas-
cular bundle of grapes was not completely parallel to the flower’s epidermal cells. As a result, the optical clearing
technique was convenient and authentic compared with the traditional slicing operation for tiny flower organs.
With these advantages according to the observations, this study provides a feasible technique and useful informa-
tion for the study of vascular bundle development in grape flower organs.
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Nomenclature
FVB First order vascular bundle
IVB Inferior order vascular bundle
PVB Peripheral vascular bundle
OVB Ovary vascular bundle
CVB Central vascular bundle
Dm Diameter of the first order bundle
Df Distance from peripheral vascular bundle to the epidemic cell
Mv Metamorphic vessel

1 Introduction

As an economic fruit plant widely planted over one million by FAO in the world, the fruit of grapevine
(Vitis vinifera L.) is an important economic product [1,2]. The grape is a true fruit and develops from the
flower ovary. Insufficient nutrient supply during the flowering period of grapes can lead to low fruit
setting, and directly affects the yield and quality of the crop [3]. Unlike the increased fruit quality caused
by water deficiency at the fruiting stage, the grape flower is a weak sink from the 50% bloom stage to
fruit setting. Slight water stress will lead to flower abortion [4] because there is a strong nutritional
competition between grape branches and flowers [5]. The vasculature supplies nutrients to the flower
organs. In research into grape, it has been considered that the cross-sectional area of vessels affects their
transportation ability and the size of the fruit [6,7]. There have also been some studies showing that the
thickening and stretching of flower vessels can improve the quality of fruit in grape [8]. In a study of the
hydraulic isolation of xylem in vascular bundles of the fruit, Chatelet proposed that the initial stage of
the fruit’s vasculature should be studied systematically [9]. Studying the development of floral organs,
especially the vascular development of floral organs, is of great significance for production and scientific
research.

To study the development of grape flowers, previous studies observed the floral organs in different
periods by scanning electron microscopy and paraffin sections and summarized the changes in floral
organ size and external morphology in different periods [10,11]. However, studies on the vascular
structure and development of floral organs are rare. Anatomical research on the vascular structure of
grape mainly focused on the development and functional changes [9,12,13]. Dye injection and maceration
have been used most often for studying the vascular development and changes in function in grape. In
recent years, Zeyu observed and studied the vascular arrangement of fruit by micro-CT [14], and Knife
used laser scanning technology to reconstruct the vasculature of the fruit of grape in three dimensions
[15]. However, compared with the fruits, the vasculature of flower organs is so tiny that the dye injection
is difficult to operate while the vascular structure is easily destroyed in the process of isolation. It is
difficult to apply CT scanning and 3D imaging [16] because the flower of ‘Summer Black’ is not as
transparent as the fruit.

Many optical clearing agents, however, can remove the self-fluorescence properties of the sample during
the process of removing the pigment, which can interfere with observations of the fluorescence [17]. In order
to study the vascular development of flowers, selected optical clearing agents were used on the tissues in this
experiment. After the transparency treatment, the ovary of ‘Summer Black’ grape flowers was observed by
brightfield, fluorescence and three-dimensional imaging. The 3% NaOH solution and chloral hydrate used in
this experiment as optical clearing agents are routine laboratory reagents and did not affect the observations
of fluorescence. The three-dimensional structure of the peripheral vascular bundle of grape flower ovary was
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observed and reconstructed successfully by fluorescence microscopy and confocal three-dimensional
imaging technology. At the same time, paraffin sections were used to observe the vasculature of ‘Summer
Black’ flowers. The advantages and disadvantages of both experimental methods were compared. This
study provided a theoretical and technical basis for studying the vascular development of the floral organs
of grape and the advantages of pruning at flowering stage to regulate fruit quality.

In this study, an optical clearing technique was selected to deal with samples. As a technique which can
be used to observe cell tissues systematically and completely, the optical clearing technique has become an
important research technique in the fields of biology and medicine. With this technology, the sample is made
transparent with optical clearing agents, which reduce the light refractive index and reflectivity of the sample,
allowing the internal structure of the sample to be observed without damaging the sample. This way,
fluorescence microscopy and confocal laser scanning can be better used to take three-dimensional images
and analyze the three-dimensional tissues. The optical clearing method can be used to quickly observe the
internal structure and development process of tissues and is a quick method for learning more about the
development and function of the vasculature when the berries are at the start of development.

2 Materials and Methods

2.1 Plant Materials
Flowers were obtained from 3-year-old ‘Summer Black’ grapevines planted with the same cultivation

and management conditions at Jin Niushan Experimental Station at Shang Dong Institute of Pomology.
The flowers were divided into six stages: visible clusters, cluster separation, floral bud separation, 50%
bloom (the onset of flowering), 100% bloom (end of flowering) and fruit set [18]. From 9:00 a.m. to
10:00 a.m. in May–June 2021, the flowers were collected and brought back to the laboratory, and the
pistils and stamens were peeled off instantly. Three clusters of grape spikes with the same growth
potential were selected in each period as three biological repetitions.

2.2 Chemicals
The following chemicals were used in this study: sodium hydroxide (CAS No. 1310-73-2, Macklin),

chloral hydrate (CAS No. 75-87-6, Sigma), pectinase (CAS No. 9032-75-1, Macklin), cellulase (CAS No.
9012-54-8, Macklin), toluidine blue (CAS No. 6586-04-5, Macklin).

2.3 Experimental Methods

2.3.1 Clear Samples and Observation
Grape flowers with similar sizes were selected from different developmental periods, and were placed in

a 3% NaOH solution. After soaking for 2 h, the flower pigments faded out of the ovary and turned black.
After 3 days, the pigment faded completely. After 5 days, the ovary of flower was clear, with the solution
being changed continuously during this stage. Grape flowers were taken out of the solution, washed with
deionized water for 2–3 times, placed in a saturated chloral hydrate solution and left to stand for 2–4 h
until the flower organ was completely transparent [19].

The specific method used for staining the grape flowers was as follows. Two or three drops of a 1%
toluidine blue stain solution were taken with a rubber-tipped dropper and added to an aqueous solution
containing the transparent flower. The flowers were stained for about 5 min, taken out gently with
tweezers, and placed in a glycerin solution for preservation. The stained grape flower was gently taken
out and placed on the slide. The ovaries were cut longitudinally by a sharp blade in the direction of the
style, with the section facing down. The placement position of the flowers was gently adjusted with
tweezers, a small amount of glycerin was dripped onto the flower with a glass rod, and the cover glass
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was gently pressed horizontally onto the slide until the flower organ was flat. The experimental process is
shown in Fig. 1.

2.3.2 Paraffin Section
The samples for paraffin sectioning were treated according to [20]. The samples (six stages) were fixed

with FAA (70% ethanol:acetic acid:formalin,18:1:1, v/v/v). Then the samples were dehydrated in increasing
concentrations of ethanol (50%, 75%, 90% and 100%) for 30 min in each ethanol solution. Afterwards, the
samples were embedded in paraffin and 10 μm sections were prepared using a rotary microtome
(RM2125 RTS, Leica, Heidelberg, Germany). Finally, the sections were mounted on a glass slide and
stained with 1% safranin and 1% fast green. The staining times were 5 min for safranin and 20 s for fast
green.

2.3.3 Confocal Laser Scanning
The samples which had been treated as described in Section 2.3.1 were placed on the stage of the

imaging system of the laser confocal microscope (LSM 880NLO, Carl Zeiss). The samples were
observed, and pictures were taken by layer scanning. The parameters were set as a linear scanning speed
of 13 frames per second at 512 × 512. The wavelength of blue light excited by WGA-AF488 was
488 nm, and the wavelength of the emitted light was 510 nm.

Sixty-four pictures of each sample at different heights were taken for 3D reconstruction. Zen Blue (Carl
Zeiss, Germany) was used as a stacking frame for the 3D reconstruction. Brightfield images were taken after
stacking.

2.3.4 Measurement and Statistics
The size and number of vessels were counted by Image J (on GitHub), and the mean value and

significance were calculated by SPSS 26 (IBM, US). Measurement and statistics for the 3D images were
collected by Zen Blue (Carl Zeiss, Germany).

3 Results and Analysis

3.1 Transparency and Observations
In this experiment, 3% NaOH and chloral hydrate were used as optical clearing agents. When the

pigment was precipitated with NaOH, the area of the stigma turned black at first and then the color
became completely white. The ovary was then precipitated. Using the NaOH solution alone could
successfully precipitate the pigment of flower organs, but the flower organs were not completely
transparent, requiring further treatment with chloral hydrate (Fig. 1). The vasculature of the stained flower
ovary could be clearly seen under fluorescence and by brightfield imaging after the entire treatment. The
confocal scanning technique could reconstruct the three-dimensional structure of the vasculature (Fig. 2).

Figure 1: Transparent effect of ‘Summer Black’ flower ovary
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3.2 Ovary Morphology and Development of ‘Summer Black’ Flowers
The morphology and development of ‘Summer Black’ flower ovaries showed certain changes from the

visible cluster stage to the fruit setting stage. The diameter of the flower ovary in the visible cluster stage was
less than 0.5 mm, and the ovary was completely wrapped by a flower cap. The diameter of the ovary at the
cluster separation stage exceeded 0.7 mm, and the ovary was still wrapped by a flower cap. The diameter of
the flower at the floral bud separation stage was twice as large as that in the cluster separation stage. From the
floral bud separation stage to the 100% blooming stage, the change in the diameter of the flowers was less
than 0.1 mm, and the flower cap of the ovary was completely detached from the morphology. From the 100%
blooming stage to fruit setting stage, the diameter of the flower ovary increased by 0.7 mm, the epidermal
cells of the ovary expanded and the stigma began to collapse Fig. 3.

Figure 2: Observation effect of ovary of ‘Summer Black’ flower. (A) red fluorescent organ vasculature of
‘Summer Black’ flower 10 times; First order vascular bundle and inferior vascular bundle could be observed
clearly; FVB First order vascular bundle ; IVB Inferior order vascular bundle; (B) green fluorescent organ
vasculature of ‘Summer Black’ ovary 10 times; (C, D) under bright field 10 times 20 times. The
arrangement and branches of vascular bundle could be observed clearly; (E, F) 40 times can clearly see
the structure of the vessels; (E) showed terminal vessels in vascular bundles; (F) showed the connection
of the superior vascular bundle to inferior vascular bundle. Mv Metamorphic vessel. The pattern of the
secondary cell wall was almost all helical (scale 200 μm)
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3.3 Observations of the Formation and Anatomical Structures of Vascular Bundles in Grapevine Flowers
(Ovaries)
After the sample had been clarified, the structure and composition of the flower’s vasculature could be

easily identified. The vascular bundles of ‘Summer Black’ pedicels branched into the ovary to form the vas
cular bundles of the flower ovary (Fig. 4A), which could be divided into the peripheral vascular bundle, the
central vascular bundle and the ovule vascular bundle according to the distribution (Figs. 4B and 4C). The
peripheral vascular bundles were located in the lower layer of the ovary’s epidermal cells, and was composed
of first-order vascular bundles and inferior vascular bundles. The first-order vascular bundles branched
directly from the pedicel and met directly below the style, and the adjacent first-order vascular bundles
were connected to the inferior vascular bundles of its branches. The inferior vascular bundles were not
directly connected with the flower stalk but branched from the upper vascular bundles and connected
with the adjacent vascular bundles to form a closed-loop vascular structure. The central vascular bundles
consisted of two vascular bundles, which were located in the center of the ovary and connected the
intersection of the pedicel and the junction of the first-order vascular bundles. The central vascular
bundles branched into the ovule at the basal part of the embryo to form the ovule vascular bundle (Fig. 4).

The distance from the peripheral vascular bundles to the ovary epidermal cells changed obviously from
the visible cluster stage to the fruit setting stage. The distance increased by nearly 4.5-fold, and followed a
double sigmoid curve, in accordance with the changes in the size of the ovary. The growth from the visible
cluster stage to the floral bud separation stage was strong, the growth from the floral bud separation stage to
the 50% blooming stage was slower, and the growth from the 100% blooming stage to the fruit setting stage
was strong (Fig. 4A).

3.4 Observations of Vascular Development around the Ovary of Grapevine Flowers
The data on the development of the vascular bundles of the flower ovary in each stage were obtained by

observation after optical clearing of the tissues. During the visible cluster stage, the structure of the vascular
bundles around the flower ovary was simple, with the length of the first-order vascular bundle being less than
500 μm (Fig. 6B). With only four branch points and four first-order vascular bundles, only four inferior
vascular bundles and no low-level vascular bundles could be seen (Fig. 5A).

Figure 3: Statistics of ovary size of ‘Summer Black’ flower
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With the change in the development stage, the length of the first-order vascular bundle and the number of
branch points increased (Fig. 5). The length of the first-order vascular bundles increased fivefold from the
visible cluster stage to the fruit setting stage, and the number of branch points changed from 2 to more
than 160 (Fig. 6A). The number of first-order vascular bundles changed from 4 to 12. The growth data
showed a double sigmoid shape with a strong increase in diameter during the early stages (from the
visible cluster stage to the floral bud separation stage), a slower phase (the length of the main vascular
bundle increased little between the floral bud separation stage and the 50% blooming stage) and changed
greatly from the 100% blooming stage to the fruit setting stage.

Figure 4: (A) Observation diagram of vascular formation of flower ovary. (A1) Flower stalk entered the
ovary at the visible clusters stage and there were only three first-order vascular bundles. (A2) The
formation of flower ovary vascular bundles. (A3) The distance from ovary to peripheral vascular bundles
in each stage. (B) Observation diagram of vascular formation of flower ovary. (B1) Peripheral vascular
bundles entered from fruit stalk and branch into first-order vascular bundles and inferior vascular bundles.
Df Distance from peripheral vascular bundle to the epidemic cell; PVB Peripheral vascular bundle; OVB
Ovary vascular bundle; (B2) The central vascular bundle entered from the fruit stalk, and branches from
the ovule in the ovary. (C) Schematic diagram of vascular distribution. (C1) Peripheral vascular bundles
enter from fruit stalk and branch into first-order vascular bundles and inferior vascular bundles. (C2) The
central vascular bundles entered from the fruit stalk, and branch from the ovule in the ovary. CVB
Central vascular bundle; PVB Peripheral vascular bundle; OVB Ovary vascular bundle
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Figure 5: Ovary development pattern of ‘Summer Black’ flower. (A, a) visible clusters; (B, b) separated
clusters; (C, c) separated floral buds; (D, d) 50% Bloom; (E, e) 100% Bloom; (F, f) fruit setting stage
(scale 200 μm)

Figure 6: (A) number of branch points of peripheral vascular bundle; (B) length of first-order vascular
bundle

3.5 Observations of the Structure and Size Development of the Vessels of Grapevine Ovaries
After the tissue had been treated, we could clearly see the vertical structure and details of the flower

ovary’s vessels (Fig. 7). The changes in the vessels’ width and length were not the same in different
developmental stages. The length of a single first-order vessel was less than 70 μm in the visible cluster
period, and the length of a single first-order vessel doubled from the visible cluster stage to the floral bud
separation stage. The average length of a single first-order vessel was more than 120 μm in the floral bud
separation stage. During the floral bud separation stage, the average length of a single vessel was
basically unchanged, and the average lengths of the first-order and second-order vessels increased by
36.42 and 37.68 μm, respectively, from 100% blooming to the fruit setting stage (Fig. 8). The second-
order vessels were thinner and shorter than the first-order vessels in the same period, but the overall trend
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of the changes in length were consistent. As a result, the change trend of the length of a single vessel was
consistent with the change trend of the size of the ovary.

Figure 7: Flower ovary vessels in different periods by tissue clear. (A) showed that the vessels structure was
simple, the number of single vessels was small, and the thread was not obvious; (B) There were several
branch threads in vascular bundle, and the vascular bundle was composed of multiple vessels; (C) thread
was obvious, the number of vessels increased; (D) vascular bundle branching points obviously increased;
(E) the vessels were longer and thicker, and the perforated plate of dimensional tube thread is clear; (F)
the fruit-set having largest length and width (scale 100 μm). (A–F) The vast majority of vessels was
helical almost all stage

Figure 8: Changes of length and width of first-order vessel and secondary vessel of ovary in grape flower
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3.6 Observations of Vascular Branches and the Three-Dimensional Arrangement around the Ovary of
Grape Flowers
Because the optical clearing technique did not damage the overall structure of the vascular network of

the ovary, the fluorescence was bright and the field of vision was clear under the fluorescence microscope.
The vasculature of the grape ovary was suitable for three-dimensional imaging by confocal microscopy. The
three-dimensional observations obtained by confocal imaging showed that the peripheral vascular bundles at
different branch levels were not all on the same plane (Fig. 9). Near the area of the stigma, the reflux structure
formed by the horizontally connections at all levels of the vascular bundle was not in the same plane as the
vertical vascular bundle (Fig. 9A). The superior and inferior vascular bundles in the middle of the ovary’s
vascular bundles were not in the same plane (Fig. 9B).

The patterns of the vascular bundles may be one of the reasons why they were not in the same plane.
However, vascular bundles branch in three directions (transversal, oblique and longitudinal) with no
random patterns. According to the 3D reconstruction, we can summarize these vascular bundles branches

Figure 9: (A, B) The transverse vascular bundles and vertical vascular in stigma area were not in the same
plane by confocal scanning; (C) 3-D image of the transverse vascular bundles and the vertical vascular
bundles and the height could be measured; (D) The vascular bundles inside the ovary were uneven; (E)
The 3-D image of vascular bundles inside the ovary and the height could be measured; (F) 1. The lower
vascular was directly connected with the upper vascular; 2. Vascular connect through the metamorphosis
of the three-way; Mv, Metamorphic vessel; (G) 1, 2, 3 (J, K, L) There was a height difference between
the main veins and branch veins connected by different ways ; (H) The 3-D image of vascular bundles
with different patterns have difference in height (scale 50 μm); (C, E, H) The height of the vascular
bundles viewed in pictures represent the relative height of each vessel in vasculature
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in two different ways. First, the superior vascular bundles attached parallel to the first inferior vessels
(Figs. 9A and 9B). Secondly, some bent in different ways, forming the inferior vascular bundles
(Fig. 9C). The vessels that eventually developed were very different from the other vessels. The shapes of
the ending vein vessels were irregular and varied. Different attachment methods made the vascular have
different intercepts. The occurrence and continuous arrangement of these two branching patterns led to an
uneven vasculature.

3.7 Observations and Comparisons of Paraffin Sectioning

3.7.1 Observation and Comparison of the Structure of the Vascular Bundle Obtained via Paraffin Sectioning
The structural diagram obtained by paraffin sectioning (the position of the section can be seen in Fig. 4)

showed the same results as the first experiment, but compared with the method of observing the vascular
branching described in this study, the longitudinal distribution could be observed. It was difficult to
distinguish the ovary’s vascular bundle from the central vascular bundle (Fig. 10).

Figure 10: Flower ovary vascular section; (A) the peripheral vascular bundle was distributed in the lower
volume of ovary epidemic cell, and the central vascular bundle consists of two parts in separated floral bud
stage; (B) paraffin section showed the number and distribution of peripheral vascular bundle, and it was
difficult to distinguish the central vascular from the ovary vascular bundle (scale 50 μm). PVB peripheral
vascular bundle; OVB ovary vascular bundle; CVB central vascular bundle

3.7.2 Observation and Comparison of the Size of the Vascular Bundle Obtained via Paraffin Sectioning
When we observed the vascular bundles of ovary by paraffin sectioning, it was difficult to identify the

position of the vertical section because the vascular bundles around the ovary were not in the same plane.
Cross-cutting of ovary can allow observations of only the size and composition of the vascular bundles.
The first-order vascular bundle in the visible cluster stage consists of only four vessels, and the first-order
vascular bundle in the fruit setting stage consisted of up to 84 vessels (Fig. 11).

3.8 Summary of the Vascular Development of Grape Ovaries
By observing the vascular development of the grape ovary in different periods after optical clearing of

the tissues, the anatomical results indicated that, firstly, the vasculature of the flowers was formed by the
vascular bundles of the pedicel entering the ovary and branching. Its anatomical structure was consistent
with the vascular structure of the fruit, and the vascular bundles of the fruit were formed by the vascular
bundles of the ovary. Secondly, the first-order vascular bundles around the flower increased from the
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visible cluster period to the floral bud separation stage, from four first-order vascular bundles to 12 first-order
vascular bundles. Third, during development, the floral vasculature branched in three directions (transversal,
oblique, and longitudinal) in two ways. Firstly, the superior vascular bundles attached parallel to the first
inferior vascular bundles; secondly, some bent in different ways, forming the inferior vascular bundles
(Fig. 9C). The vessels that eventually developed were very different from the other vessels. The shapes of
the ending vein vessels were irregular and varied. Different attachments methods made the vascular have
different intercepts. Lastly, the vasculature of the flower ovary developed continuously during the
development of the ovary to adapt to the changes.

4 Discussion

4.1 Advantages of the Optical Clearing Technique for Observing the Vascular Development of the Grape
Ovary
The discovery and use of the optical clearing technology can be traced back to the last century. Thanks to

the development of optics and the continuous discovery of chemical optical clearing agents, this technology
has been widely used in the biological sciences in recent years [21,22]. In 2013, the optical clearing technique
was rated as one of the top 10 scientific breakthroughs in medical research [23]. As a revival technology, the
optical clearing method has the advantage of adapting to 3D reconstructions and computer sample analyses
based on cell resolution algorithms [24]. It has also been taken advantage of in botanical research for some

Figure 11: Ovary vascular section; (A) Paraffin section showed the vascular section at the visible cluster
stage, with only four vessels in a single vascular bundle; (B) The number of vascular bundles in a single
vascular bundle increased at the separated floral buds, and the transverse diameter of vascular bundles
increased greatly; (C) The single vascular consisted of more than 10 vessels; (D) The difference between
the separated floral buds stage and the 50% bloom stage was small; (E) The size and number of vessels
in the 100% bloom stage started to increase again; (F) The vascular in the fruit setting stage (scale 10 μm)
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tiny plant tissues with poor slicing ability. The optical clearing method can quickly allow us to observe the
internal structure and development process of tissues.

4.2 Relationship between the Ovary’s Vasculature and the Fruit’s Vasculature
The anatomical structure of the ovary’s vascular bundles was similar to that of the fruit, and the vascular

bundles of the pedicel immediately branched into peripheral vascular bundles, central vascular bundles and
ovule vascular bundles after entering the flower ovary. This indicated that the fruit’s vascular bundles were
formed in the flower ovary’s vascular bundles, consistent with the conclusions of Pratt and Galet [25,26].

4.3 Vascular Differentiation of the Ovary Followed a Sequence
In the development of dicotyledonous angiosperm leaves, the vascular system can be observed to form

gradually and sequentially. This increase in the complexity of the vascular network by the addition of
vascular bundles was also observed in the development of dicotyledonous angiosperm plants. During leaf
elongation, the vasculature was laid down progressively and sequentially. The procambial bundles of the
first-order and secondary veins are laid down first, followed by the progressive acropetal and basipetal
differentiation of vessels [27]. As the leaf lamina expands, the areoles formed by tertiary veins are
subdivided by the veins of the next order, and this process is reiterated by higher-order minor veins until
the leaf is mature and stops expanding. In the development of dicotyledonous angiosperm leaves, the
vasculature can be observed to form gradually and sequentially [28]. However, no similar situation was
found in the anatomy of the vascular development of fruit [9,10]. Chatetlet speculated that in the early
stages of vascular development in fruit, the vascular bundle was composed of one single vascular bundle
connecting the pedicel to the vascular top place under the style [10]. In this study, it was found, for the
first time by this experimental method, that the number of first-order vascular bundles of grapevine
flowers in the visible cluster stage was less than that in the subsequent stage, which means the first-order
vascular bundles around the flowers differentiated in a sequence.

4.4 Patterns and Directions of the Vascular Branches of the Ovary
The branching direction of the flower’s vascular system is very complicated during the development

period [9,10]. Aloni believed that floral development follows the ABC box theory. The direction of
branching of vascular bundles is related to the auxin concentration gradient [29–31]. This experiment
found that the branching patterns of the vascular bundles of flowers also affected the direction of the
vascular branches of the flower organs in three dimensions. These two branching patterns have been
mentioned many times in studies on the vascular development of leaves [27,31–33]. These two patterns
are considered to have effects on the hydraulics and mechanical support, but their functions, significance
and mechanism of production still need to be investigated [34,35].

The secondary cell wall patterns of ovary vessels were almost all helical, with few annular examples
found in our research. This result is consistent with secondary cell wall patterns of grape vessels which
were studied by Chatelet [10]. Helical secondary cell walls could allow an increase in the distance
between rings in older xylem elements for easier longitudinal stretching. Due to the continuous expansion
of the ovary during its development, the helical shape is economic and useful for the expansion in the
distance of the helical wall thickenings of the protoxylem [36]. Another reason why the ovary vessels
were almost all helical and few were annular is that the ovary is a flesh organ of the grapevine which had
less time for the patterns to become pitted or reticulated, patterns which have been reported to develop
from helical and annular patterns after a longer time [37,38].
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4.5 Size and Position of the Ovary’s Vascular Bundles and Vessels
The distance from the peripheral vascular bundles around the ovary to the epidermal cells gradually

increased, which was basically the same as the development trend of flower size. The size of single first-
order peripheral vascular bundles was consistent with the increasing trend of ovary size. This is because
the change in the vascular size comes from the adaptation of the vasculature to the development of floral
organs through stretching, the differentiation of new vascular bundles and the differentiation of the vessel
molecules in the vascular bundles [7,35].

The number of vascular branch points increased during all the developmental periods of the flowers,
which meant that the vascular bundles remained differentiated from the floral bud separation stage to the
50% blooming stage, when there was little change in the vascular size of the flowers. It is believed that
the differences in the auxin concentration gradient lead to the proliferation and differentiation of vascular
bundles. There is no relevant report on how this mechanism leads to the increase in branching points and
the small change in the average vascular size of flower organs during the period from the floral bud
separation stage to the 50% blooming stage. Grapevine is a special kind of closed-pollinated plant, and
the reason why the vascular size changes little in this period may be related to this [39,40]. The
grapevine flower experiences a major morphological change from the floral bud separation stage to the
50% blooming stage [1]. Koussa reported that the total ABA content in flower organs increased
significantly at this stage and reached the maximum at flowering stage, and then the ABA content began
to decrease [41]. A large amount of ABA not only promotes the shedding of the flower cap but may also
inhibit the development of the flower’s vascular system [42,43].

5 Conclusion

Above all, the optical clearing method can allow the growth, development and structure of the vascular
system of grapevine flowers to be systematically and completely observed and studied. The development
trends of the vascular growth dynamics of ‘Summer Black’ flower ovaries observed via paraffin
sectioning and optical clearing were compared. It was found that the observations after optical clearing
had advantages over paraffin sectioning. The laser confocal and three-dimensional reconstruction
techniques were successfully used to explore the peripheral vascular structure of ‘Summer Black’ flower
ovaries. The optical clearing technique had advantages for observing tiny tissues and organs, and it is
feasible to apply this technique in the study of grapevine flowers.
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