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Abstract

Pinellia ternata (Thunb.) is a widely used Chinese medicinal herb in many countries around the globe. However,
asexual reproduction causes the germplasm of P ternata to degrade, and there is little research on genetic breeding.
This study aims to induce tetraploid ‘Pearl’ P, ternate plants using colchicine-treated leaves and tubers to obtain
superior germplasm resources. The in vitro medium of autotetraploid plants was then optimized through orthogonal
experiments, and the morphology, tissue, and cells of diploid and tetraploid plants were compared. The results
indicated that the number of chromosomes in diploid plants was 2n = 2x = 66, while the tetraploid plants was 2n =
4x =132 by somatic chromosome counting and flow cytometry analysis. The leaf was more suitable than the tuber
for polyploid induction, and the maximum induction rate was 29.49% when leaves were treated with a 0.05%
colchicine solution for 96 h. In MS medium supplemented with 0.1 mg L™ " 6-BA, 0.1 mgL™" NAA, and 1.0 mg L™’
KT, tetraploid leaves could develop into plantlets with roots, and there was a 100% transplant survival rate. The
tetraploid P, ternata had larger and denser leaves, thicker petioles, and larger stomata, but shorter plants than the
diploid. Meanwhile, the number of tubers produced by tetraploid leaves grows. This study induced tetraploid in P
ternata and established a tetraploid artificial rapid propagation system for P, ternata, providing the theoretical
foundation and experimental support for its genetic breeding and variety enhancement.

Introduction

Pinellia ternata (Thunb.) Breit is a perennial herb belonging to the genus Pinellia and family Araceae that grows
primarily in eastern Asia; it is widely distributed in China in the Yangtze River basin as well as in northeastern and
northern China, with a small distribution in Tibet and Xinjiang (Flora of China Editorial Committee 1979). P, ternata
tuber is one of the most widely used botanicals in China. It is abundant in alkaloids, volatile oils, and organic acids
and has unique pharmacological effects, including cough suppression, phlegm resolution, and antitumor activity
(Mao and He 2020). The cough and phlegm phenomenon are increasing dramatically as the population ages, and in
conjunction with the spread of the new coronavirus, the use of P, ternata is progressively increasing (Liu et al. 2021).
Despite the huge market demand for P, ternata, its artificial propagation is primarily asexual, and the accumulation
of viruses from year to year can result in a significant degeneration of its germplasm. In addition, P ternata is
susceptible to sprout tumble when exposed to high temperatures, wet weather, and other adverse weather
conditions, and it will also be infected with viruses such as root rot and leaf spot, thereby damaging roots and
foliage, preventing plant growth, and reducing yield (Nagai et al. 2002). Researchers have selected high-yielding
varieties using conventional selection techniques, but these germplasms are not yet resistant to some biotic and
abiotic stressors (Ding et al. 2021). The majority of current P, ternata research focuses on resource evaluation,
cultivation techniques, and pharmacological investigations (Mao and He 2020; Bai et al. 2022). Therefore, it is
urgent to implement new breeding techniques for P ternata germplasm with desirable yield and resistance.

Doubling the number of chromosomes will result in the gene dose effect, gene mutation, and imbalance of the
nuclear-cytoplasmic ratio, which will strengthen and improve the original characteristics of plants and will also
produce many new phenomena that the original diploid lacks, such as larger plants, higher yield, increased
secondary metabolites, and enhanced adaptability (Jiao et al. 2011; Pei et al. 2019; Wei et al. 2019). However,
polyploid plants are still prone to delayed flowering, low fruit set, seed sterility, and lengthy growth cycles (He et al.
2010). Despite these disadvantages, polyploidization remains an essential method for crop improvement. Currently,
polyploid breeding is extensively utilized in agriculture, horticulture, and medicinal plants (Ogawa et al. 2012; Chung
et al. 2014; Khezri et al. 2022). Since the rarity of polyploid plants in nature makes it difficult to provide the genetic
diversity required for breeding, polyploids are typically induced artificially (Xi et al. 2021). Chemical mutagenesis is
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the most prevalent and effective method for inducing polyploidy; it effectively induces chromosome duplication in
plant cells by inhibiting spindle filament and cell plate formation. Colchicine is currently the most widely used and
effective chemical mutagen. Researchers have used colchicine to induce polyploid plants in Raphunas sativus L.,

Fagopyrum tataricum (L.) Gaertn, Echinacea purpurea (L.), Cyclocodon lancifolius (Roxb.) Kurzh, Lilium distichum
Nakai (Abdoli et al. 2013; Wang et al. 2017; Fu et al. 2019; Pei et al. 2019; Xi et al. 2021).

The P, ternata species is capable of both asexual and sexual reproduction. Asexual reproduction relies primarily on
tubers and bead buds for propagation, and tubers are readily infected by viruses during perennial cultivation,
resulting in the degradation of germplasm, making it difficult to generate new genetic variation. In sexual
reproduction, the particular reproductive structure of P ternata causes pollination difficulties and a low number of
seeds, and because of the lengthy seed reproduction cycle, herb growers rarely use seed reproduction (Chang et al.
2022). Therefore, new genetic variants need to be generated to improve the germplasm of P ternata. Ploidy breeding
could be a way to improve the yield, resistance, and quality of Pinellia ternata. In this study, we utilized high-quality
P ternata (2n = 2x = 66) from the Zhaotong production region in Yunnan, China. Because the tubers of P ternata
grown in this region are spherical like pearls and rich in active constituents, they are known as ‘Pearl’ P ternate (Hou
et al. 2006). The autotetraploid of P ternata was induced in vitro, and its regeneration system was established,
providing an experimental basis for polyploid breeding of medicinal plants and P, ternata variety enhancement.

Materials and method
Experimental materials and culture conditions

The original material of ‘Pearl’ P ternata was provided by Ms. Xiao-fen Geng of Sichuan Hao Doctor Pharmaceutical
Group Co., Ltd. in China, and the plants were identified as Pinellia ternata (Thunb.) Breit by Professor Heng-yu
Huang of the Yunnan University of Chinese Medicine in China. At the Yunnan Breeding and Cultivation Research
and Development Centre of Endangered and Daodi Chinese Medicinal Materials (Long, 24°84'36" N, Lat, 102°82'10"
E; Alt: 1878.3 m), an artificial rapid propagation system for P. ternata diploid has been established (information to be
published). The study used sterile leaves and tubers derived from the same mother plant. On an ultra-clean bench,
the leaves were cut into approximately 1.0x1.0 cm pieces with a surgical blade and inoculated for 15 days in our
group’s proven proliferation medium (MS +0.05 mg-L™ " 6-BA+0.1 mg-L™ " NAA+ 0.5 mg-L™ ' KT) in diploid ‘Pearl’ P
ternata. The second material was the tubers produced after two generations of leaf culture (diameter between 1.0
and 1.5 cm).

The analytically pure plant growth regulators 1-naphthaleneacetic acid (NAA), kinetin (KT), N-(phenylmethyl)-9H
purin-6-amine (6-BA), sucrose, agar, MgCl,'6H,0, 3-(N-Morpholino)Propane Sulfonic Acid (MPOS), polyvinyl
pyrrolidone (PVP), sodium citrate, Tritonx-100, Ethylenediaminetetraacetic acid disodium salt (Na,EDTA) and
propidium iodide (PI) for the experiment were purchased from Beijing Dingguo Changsheng Biotechnology
Company (Beijing, China). All experiments utilized MS medium containing 3% sucrose and 0.47% agar; pH was
adjusted to 5.6—5.8 with 1 N HCI and sterilized at 122°C for 22 min in an autoclave. Different concentrations of
colchicine solutions were sterilized under the same conditions as the medium; all hormone concentrations in this
study are mass concentrations.

In culture conditions, the temperature in the culture room was maintained at 20 + 2°C, and the illumination was 10
h-d~ 7 with a light intensity range of 1800-2500 Ix.
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Induction of autotetraploid ‘Pearl’ P. ternate

The above tubers and leaves were agitated for 72, 84, 96, and 108 h in sterile colchicine solution at concentrations
of 0.05% (w/v) and 0.1% (w/V), in the control group, colchicine solution was replaced by sterile water. At the
conclusion of the treatment, each material was rinsed 3 times with sterile water for not less than 3 min each time,
and then these materials were inoculated in diploid P ternata medium (MS +0.05 mg-L™ " 6-BA+0.1 mg-L™ " NAA+
0.5 mg-L™ " KT). Each treatment group contained 5 bottles; each bottle contained 10 materials; and each experiment
was performed 3 times. Number the obtained tetraploid plants of the first generation, maintaining the numbering of
each tetraploid plant consistent with its progeny.

Chromosome counting and flow cytometry

When the roots of the plants in the bottles were between 0.5 and 1.0 cm in length, the root tips were immersed in a
0.05% (w/v) colchicine solution between 8:00 and 9:00 am and deposited in the dark at 4°C for 3 h. The treated root
tips were then washed three times with distilled water and transferred to Carnoy’s fixative (70% ethanol: glacial
acetic acid = 3:1, v/v) for 2 h at room temperature. The fixed root tips were washed twice with 70% ethanol and
hydrolyzed in 1 M HCI for 15 min. After 5-6 washes with distilled water, the root tip was softened for 10 min in 45%
acetic acid. The root tip was then milled on a glass slide and stained for 20 min with a dab of carbol fuchsin. Next, a
coverslip was placed over the tissue and tapped with tweezers to disperse the tissue. Finally, the prepared temporary
slide was viewed under an Olympus BH-2 microscope, and the number of chromosomes was determined. The
autotetraploid plants of the first generation (the plants grown after colchicine treatment were the first generation)
were numbered separately and cultivated in succession (the same number indicates propagation from the same
mother plant). 10 plants were chosen at random for each generation, and their chromosome numbers were
determined using chromosome counting, which was discontinued after 5 generations.

For flow cytometry analysis, fresh leaf tissue (0.5 cm?) was chopped, allowed to incubated in 1 ml nuclei isolation
buffer (pH 7.0) containing 45 mM MgCl,-6H,0, 20 mM MOPS, 30 mM sodium citrate, 1% (w/v) PVP, 0.2% (v/V)
Tritonx-100, 10 mM Na,EDTA for 10min, and then filtered through 30-um nylon sieve to obtain nuclear suspension,

then adding 500 pL of PI (50 mg-mL™~") solution into the nuclear suspension, and placing it on ice to avoid light for
0.5-1h. Finally, the nuclear suspension was analyzed by flow cytometry (BD FACScalibur), and the diploid of P
ternata was used as control.

Development of an efficient autotetraploid propagation system

Material for orthogonal experiments were the leaves of autotetraploid plants, with 6-BA (0.05,0.1,0.5 mg-L™ "), KT
(0.1,0.5, 1.0 mg-L™ "), and NAA (0.05,0.1,0.5 mg-L™ ). The leaves were laid flat on the surface of the medium, and
the proliferation coefficient was calculated after 45 days of incubation. The proliferation coefficient was calculated
by summing the number of three materials (leaves, petioles, and tubers) produced by the leaves. Each treatment
group was inoculated with 10 bottles containing 10 materials per bottle.

Acclimatization and transplantation of autotetraploid plants

When the tubers in the culture bottle grew to 1-2 cm in diameter, they were exposed to natural light for 6 days. The
culture container’s sealing film was then removed and exposed to light for 2 days. Next, remove the plantlets, wash
the remaining agar solid from the root, and submerge them in 0.1% chlorothalonil for 5 min. Finally, the tubers (with
leaves and roots removed) were transplanted into a bubble box (the inner diameter was 45.0 x 34.5 x 24.0 cm, the
height of the humus was 6.0 cm) containing humus soil (sterilized with 0.2% potassium permanganate) and
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incubated (temperature is maintained between 23-25°C and soil moisture content is maintained between 20-40%).
Count the survival rate after 30 days of incubation.

After 40 days of culture, the plants were grown to a height of 15-18 cm and transplanted to the experimental site of
Luquan Fengheshuli Biotechnology Co., Kunming, Yunnan, China (Long, 102°50'32" E, Lat, 25°69'30" N; Alt: 1716.6
m).

Observations of the morphology and cytology of diploid and
autotetraploid plants

Using calipers, observed and measured the tuber diameter, leaf thickness, leaf width, and petiole length of P ternata
and its autotetraploid plants (both of which were growing in the same environment). Using the method described by
Fu et al. (2019) the number of stomata and stomatal density of the lower epidermis of the leaves were determined
by observing 20 fields of view at 40x magnification. The leaves with the same growth time were selected, paraffin
transverse sections of leaves with different ploidies were prepared, and the cell characteristics were examined under
a light microscope. Repeat three times for each ploidy material, create 5 slides per repetition, and look at 5 fields of
view on each slide.

Statistical index

The collected data were processed and analyzed by SPSS 26.0 (IBM Corp, Armonk, USA) and Excel (MC Corp,
Redmond, USA) software.

Leaf autotetraploid induction rate (%) = number of plants identified as tetraploid in 5 consecutive generations (those
with the same number were counted as 1 plant) / total number of leaf regeneration plants (total number of plants in
the 1st generation) x 100%

Tuber autotetraploid induction rate (%) = number of plants identified as tetraploid in 5 consecutive generations
(those with the same number were counted as 1 plant) / total number of tuber regeneration plants (total number of
plants in the 1st generation) x 100%

Leaf (tuber) induction chimerism rate (%) = number of the leaf (tuber) chimeric plants (number of chimeric plants in
the 1st generation + number of plants that were tetraploid in the 1st generation but reverted to diploid plants in
subsequent generations due to instability) / total number of the leaf (tuber) regeneration plants x 100%

Acclimatization survival rate (%) = number of surviving plants / total number of transplanted plants x 100%

Proliferation coefficient = number of effective transfer materials (leaves, petioles, and tubers included) / total
number of original inoculated materials

Stomatal density = number of stomata within the field of view / area of the field of view
Note

The molecules in the tetraploid induction rate represent only the number of tetraploid plants in the first generation
(each tetraploid must be identified for 5 generations); tetraploid plants in subsequent propagation for 4 generations
are not included. In subsequent succession cultures, whenever tetraploid plants were found to have diploid cells due
to instability, they were classified as chimeras.
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Result

Autotetraploid induction and identification results

Figure 1 displays the results of tetraploid induction from leaves and tubers treated with colchicine. As colchicine
concentration and treatment time increased, the number of tubers produced per leaf in the leaf treatment group
decreased substantially, and the growth rate was also inhibited. The number of sprouted tubers per bottle of leaves
decreased by 30% when treated with 0.05% colchicine for 72 h. When leaves were treated with 0.1% colchicine for
108 h, only half as many tubers sprouted per bottle as in the blank group. In the tuber treatment group, treated
tubers began to expand and deform after approximately 10 days of incubation (Fig. 2A), transformed to a pseudo-
dead state after 30 days, and after 3 months, new plants emerged from the brown tubers (Fig. 2B). The number of
chromosomes in diploid plants was determined to be 2n = 2x = 66 by observing temporary slides of root tip
chromosomes from the blank group (Fig. 2C). The chromosome number of tetraploid plants in each treatment
group was determined to be 2n = 4x = 132 (Fig. 2D). Meanwhile, the DNA content of tetraploid (4x) was twice that of
diploid (2x) by flow cytometry (Fig. 3).

In addition, under the same treatment conditions, the tetraploid induction rate of leaves was significantly higher
than that of tubers; the highest tetraploid induction rate of 29.49% was achieved in leaves at 0.05% colchicine
treatment for 96 h, whereas the highest tetraploid induction rate of 21.56% was achieved in tubers at 0.1%
colchicine treatment for 108 h. However, chimeras were found in both materials across all treatment groups.
Comparing the two materials, the leaves were more suitable for low concentration and prolonged colchicine
treatment to induction tetraploid, whereas the tubers induced tetraploid are more effective under high concentration
and prolonged treatment. The interval between treatment and identification of tubers was nearly double that of
leaves, and the rate of tetraploid induction in tubers was lower than that of leaves. The optimal treatment for
inducing autotetraploidy in ‘Pearl’ P ternata was the 96-hours treatment of leaves with a colchicine solution
containing 0.05% colchicine.

Establishment of an autotetraploid plant regeneration system

The results of the orthogonal experiments were shown in Table 1, and the extreme difference in proliferation
coefficients showed that Rg o Rkt Ruaa Reror indicating that all three factors were effective for the proliferation

culture of autotetraploid P ternate. It was evident from the ANOVA results (Table 2) that 6-BA had a significant effect
on the leaf proliferation coefficient (P 0.05), whereas KT and NAA did not. Duncan's test for the three levels of 6-BA

(Table 3) showed that the most suitable concentration for the proliferation of P ternata was level 2 (0.1 mg-L™),
followed by level 3 (0.5 mg-L™") and level 1 (0.05 mg-L™"). The mean analysis showed that the best hormone
combination for the simultaneous culture of proliferation and rooting of ‘Pearl’ P ternata was MS + 0.1 mg-L™! 6-BA
+0.1 mg-L" NAA+ 1.0 mg-LT KT.

Table 1 The Lq (3%) orthogonal test results of autotetraploid P, ternata one-step seedling formation.
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Factors

Proliferation coefficient

Table 2 Analysis of variance for proliferation coefficient.

NO.

1

2
3
4
5
6
7
8
9

source
A
B
C

Error

Proliferation coefficient

Type lll sum of squares

697.707
67.947
68.240
18.747

Factors (mg-L™")

Note: K: mean; R: range (R = Kpax - Kmin)

Table 3 Duncan'’s test in three levels of 6-BA.

Note: Different letters in the table indicate significant differences in the 5% level; + Standard error.

A(6-BA)  B(NAA)
1 1
1 2
1 3
2 1
2 2
2 3
3 1
3 2
3 3
69.47 75.73
90.93 81.87
78.40 81.20
21.46 6.14
factor Levels Mean
6-BA 2 90.93
3 78.40
1 69.47

significance
P<0.05
P>0.05
P>0.05

DOF meansquare f-value
2.00 348.853 37.218
2.00 33.973 3.624
2.00 34.120 3.62
2.00 9.373
Proliferation coefficient
C(KT)  Error
1 1 65.20+0.37
2 2 69.80+0.37
3 3 73.40+0.25
2 3 84.00+0.71
3 1 99.00+0.32
1 2 89.80+0.37
3 2 78.0040.32
1 3 76.80+0.37
2 1 80.40+0.25
7727 81.53
78.07 79.20
83.47 78.07
6.2 3.46
0.05 Level
a
b
b

The leaves of ‘Pearl’ P ternata plants were inoculated with the optimal medium described above. After 15 days,
small yellow-green tubers formed on the leaf surface, and leaf buds and adventitious roots emerged on the tubers
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(Fig. 4A). After 25 days of cultivation, the leaves were almost entirely covered by small tubers, new leaves were
emerging on all tubers, and adventitious roots were evident (Fig. 4B). After 35 days, the small tubers grew in size,
and the leaves became dark green (Fig. 4C). After 45 days, the regenerated plants flourished in growth, and
adventitious roots covered the entire substrate (Fig. 4D). 15 days after inoculation, petioles exhibit apical expansion
(Fig. 5A). After 25 days in culture, small tubers formed at the base of the petiole, and pearl buds with adventitious
roots and leaves formed at the apical expansion (Fig. 5B). After 35 days, all the pearl buds on the petiole's apex
produced new leaves (Fig. 5C). Both the pearl buds at the apex of the petiole and the small tubers at the base of the
petiole regenerated into vigorously growing plants after 45 days (Fig. 5D). 10 days after inoculation, tubers
developed a few leaf buds (Fig. 6A). After 20 days, the number of leaf buds on the tubers increased, and
adventitious roots became visible (Fig. 6B). After 30 days, the leaves expanded swiftly, the petioles lengthened, and
the adventitious roots multiplied (Fig. 6C). After 40 days, the petioles and leaves grew vigorously, the tubers
enlarged, and the adventitious roots were robust (Fig. 6D). At this time, the proliferation coefficient was calculated
by dividing the three materials of leaves, petioles, and tubers, and it could reach 99.0.

The result of acclimatization and transplanting

After acclimatization in the bottle, the petioles, leaves, and roots of the plants were removed, leaving only the tubers
(Fig. 7A). The tubers were transferred to a foam box to keep warm and moist, and after 10 days, some of the tubers
produced new leaves with curled leaves and short petioles (Fig. 7B). After 20 days, all tubers had successfully
sprouted with spreading leaves and elongated petioles (Fig. 7C). After 30 days, the leaves continued to increase, and
the plants grew better (Fig. 7D). ‘Pearl’ P, ternata tetraploid plants all grew normally after transplanting and were
more likely to survive and grow more robustly than diploid plants, with a acclimatization survival rate of 100%.

Morphological and anatomical comparison results

The growth of autotetraploid plantlets of P ternata differed significantly from that of diploid plantlets. After 15 days
of leaf culture, most of the tetraploid leaves had formed small tubers with adventitious roots, while the diploid
leaves formed only a few small tubers on the surface (Figs. 8A and B; top right). Observations revealed that the
tetraploid plantlets grew quicker and that the tetraploid leaves produced a greater number of small tubers than the
diploid leaves. However, after 30 days of incubation, the development of the tetraploid plantlets was inhibited, and
the height of the plants at 45 days of growth was not significantly different from the height at 30 days. At this time,
the diploid plants grew faster than the tetraploid plants and their height exceeded that of the tetraploid plants (Figs.
8A and B). There was no difference in the time required for tetraploid and diploid petioles to produce pearl buds.
However, pearl buds on tetraploid petioles produced leaves more quickly than those on diploid petioles, and
tetraploid pearl buds developed into more robust plantlets (Figs. 8C and D). The tubers of both tetraploid and diploid
plants produced leaf buds simultaneously, but the diploid tubers produced more leaf buds and grew more quickly;
after 40 days of growth, the diploid plants were taller and had more leaves than the tetraploid plants (Figs. 8E and
F).

The P, ternate autotetraploid differed significantly from the diploids in morphology and cytoarchitecture, as shown
in Table 4. The tetraploid plantlets measured approximately 8.5 cm in height, while the diploid plantlets measured
approximately 11 cm (Fig. 9A). Compared to diploids, autotetraploid had wider leaves, darker leaf coloration, and a
more rounded leaf shape (Fig. 9B). The petioles of tetraploid plants were stronger but shorter than those of diploid
plants (Fig. 9C). There was no significant difference in the size and number of roots between tetraploid and diploid
tubers, but the tetraploid tubers produced roots that were thicker and shorter (Fig. 9D). It was discovered that the cell
and tissue thickness of tetraploid leaves was greater than that of diploid leaves (Figs. 10A and B). Under a
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microscope, the stomata of the lower epidermis of tetraploid and diploid leaves were observed. The results
demonstrated that the stomata of tetraploid leaves were larger than those of diploid leaves, but the density of
stomata was substantially lower than that of diploid leaves, which was only half that of diploid leaves (Figs. 10C, D,
and E). In terms of morphology and cellular tissue structure, the P, ternate tetraploid showed typical polyploid
characteristics and differed significantly from the diploid.

Table 4 Comparison of morphology and stomata of diploid and autotetraploid plants of P ternate.

Ploidy NLBT Plant height  Petiole Leaf length  Leaf wide Stomatal Stomatal
diameter length frequency
(cm) (cm) (cm)
(mm) (mm)
2X 4.21+0.88a 11.19+0.24a 1.53+0.59b 3.14+0.78b 2.14+0.46b  30.15+0.58b  5.28+0.45a
4X 1.22+0.78b  8.56+0.56b 2.80+0.98a 4.1840.37a 3.45t0.56a 50.13+0.98a 3.18+0.46b
Discussion

Effect of material choice on chromosome doubling

Importantly influencing the polyploid induction process was the type of plant material, and tissues or organs with
vigorous cell division were generally regarded as the most suitable induction material (Li et al. 2018). Seeds are less
functionally differentiated, most cells divide at a more uniform rate, and their cells are subject to similar effects
when treated with growth inhibitors, so chimera formation is reduced or prevented (Xi et al. 2021). However, some
species were not suitable for doubling using seeds, and chromosome doubling was not successfully achieved in C.
lancifolius (Roxb.) Kurz and Lepidium sativum L. even when the seed coat was removed and germinated seeds were
used; this phenomenon may occur because the seeds of these plants were insensitive to colchicine, or it may be that
seeds were stimulated by colchicine and triggered their dormancy mechanism (Agafarini et al. 2019; Xi et al. 2021).
Simultaneously, the seed induction polyploid induction rate was low, the number of seeds required was large, and
survival and propagation after successful seed doubling were more challenging, so successful use of seed
induction autotetraploid was reported less frequently (Abdoli et al. 2013; Pei et al. 2019). For these reasons,
researchers mostly conduct in vitro polyploid induction, which was established based on the target plant
regeneration system and therefore has high laboratory setup and tissue culture technology requirements (Khalili et
al. 2020). However, in vitro induction of polyploids led to the formation of more chimeras, making screening
polyploid plants more challenging (Aqgafarini et al. 2019; Khalili et al. 2020). When inducing polyploids in vitro, stem
segments, stem tips, scales, and somatic embryos were typically used, and the potential for doubled chromosomes
varied between explants. The stem tip of C. lancifolius was more suitable to polyploid induction than the seeds (Xi
et al. 2021); the somatic embryos of L. distichum Nakai and L. cernuum Komar were more suitable to polyploid
induction than the scales, and no chimeras were produced (Fu et al. 2019). In addition, the developmental stage of
the plant receptor (age of the explants) was a crucial factor in the successful induction of polyploids. The cotyledon
stage and true leaf stage (when there were two true leaves) of L. sativum were treated with colchicine, and it was
discovered that polyploid plants were easier to obtain in the true leaf stage (Agafarini et al. 2019). In this study, P
ternate leaves served as the first source of induction material; following colchicine treatment, the number of
regenerated plants decreased relative to the control group, whereas the tetraploid induction rate was at its
maximum. The tubers were the second material utilized for this study. Under either treatment, the tubers expanded
and the leaf buds on the surface died, indicating that colchicine has a greater toxic effect on P, ternate tubers. The
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leaf buds within the tubers began to develop into new plants after a period of cultivation, but their induction rate
was lower than that of the leaves. The use of explants containing cells at the same developmental stage might
decrease chimera formation. Although both the leaves and tubers of P, ternate were capable of inducing tetraploids,
leaves with a single cell source might have higher polyploid induction rates and a lower incidence of chimerism than
tubers with multiple layers of differentiated cells. This phenomenon has been previously reported in Paphiopedilum
villosum var. boxallii Veitch (Huy et al. 2019).

Effect of hormones on different ploidy levels in plants

There are three primary types of meristematic tissues in plants: apical meristematic tissues in stems and roots and
the procambium layer in vascular tissues (Ye and Zhong 2015). Materials containing meristematic tissues are
capable of producing new plants in plant regeneration in vitro more rapidly. The leaf achieved rapid in vitro
reproduction mainly via the vascular bundle formation layer contained in the leaf veins, and the formation layer's
activity was regulated by complex hormones, primarily cytokinin, and auxin regulation (Nieminen et al. 2015).
Important factors influencing plant regeneration in vitro were plant hormones, whereas endogenous hormones were
thought to undergo drastic changes after double chromosomes. In tetraploid leaves of Salix viminalis E. L. Wolf, the
levels of active gibberellins, cytokinin, salicylic acid, and jasmonic acid were significantly higher than in diploid
leaves, and elevated levels of indoleacetic acid, active cytokinin, active gibberellins, and salicylic acid were detected
in their root tips (Dudits et al. 2016). In the Liquidambar styracifluax L. formosana tetraploid, genes that produce
phytohormones in the root and stem were generally turned down, and auxin, gibberellin, and oleuropein lactone
contents were significantly lower than in the diploid (Chen et al. 2022). The tetraploids of Populus alba x P
glandulosa had increased indole acetic acid and gibberellin content and decreased jasmonic acid and abscisic acid
content compared to the diploids (Ren et al. 2022). The medium for diploid plants is frequently unsuitable for the
growth of their autotetraploid counterparts because the conditions for in vitro regeneration changed after
chromosome duplication due to changes in endogenous hormone content. In this study, the autotetraploid of P
ternate had three induction materials: leaf blade, petiole, and tuber. The tuber was able to grow normally in the
medium of diploid plants, whereas the leaf and petiole did not achieve complete regeneration, and the without re-
differentiation leaves and petioles progressively yellowed and died as the culture time was prolonged. Chromosome
doubling has a profound effect on hormone homeostasis and tissue development in plants. Changes in
endogenous hormone concentrations are likely to inhibit or prevent the formation of microscopic tubers in the
procambium layer of leaf vascular bundles (Swarup et al. 2008; Klimesova et al. 2009). In C. /ancifolius, the level of
cytokinin in the medium of tetraploid plants was 10 times lower than in the medium of diploid plants, and tetraploid
plants were able to regenerate without passing through a callus and achieved simultaneous proliferation and
rooting (Xi et al. 2020; Xi et al. 2021). We modified the medium optimal for culture of diploid and reformulated the
exogenous hormone concentration for orthogonal proliferation experiments to obtain a new medium suitable for the
growth and development of autotetraploid P ternate. Compared to the medium optimal for culture of diploid (MS +
0.05mg-L™" 6-BA + 0.1 mg-L™" NAA + 0.5 mg-L™" KT), the medium optimal for culture of tetraploid (MS + 0.1 mg-L" 6-
BA+ 0.1 mg-L™" NAA + 1.0 mg-L™" KT) contained higher concentrations of 6-BA and KT, while the NAA concentration
remained unchanged. Cytokinin was directly related to the production of small tubers in the leaves of P ternate, and
increasing the concentration of exogenous cytokinin in the medium indirectly indicates that the expression of genes
involved in the synthesis of endogenous cytokinin was suppressed in P, ternate after double chromosomes. Even
though the proliferation coefficient of autotetraploid leaves decreased in a tetraploid medium, they still retained the
advantages of direct organ regeneration and simultaneous proliferation and rooting.

Effect of chromosome double on plant reproduction potential
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Polyploidy (whole genome duplication, or WGD) was a crucial mechanism for species formation, genome evolution,
and biodiversity maintenance, as well as a traditional strategy for the initial domestication of crops (Soltis et al.,
2016). However, it is unknown how polyploidy persists and achieves evolutionary success in nature. Sexual
reproduction in nascent polyploids frequently occurs in error due to irregular chromosome segregation, resulting in
the incomplete formation of reproductive structures or the production of malformed embryos (Sattler et al., 2016). In
the case of reduced sexual reproduction, nascent tetraploids may reallocate their internal resources to asexual
reproduction (rhizome, stolon, bead bud, etc.) (Vallejo-Marin et al., 2010). It has also been reported that chromosome
doubling can immediately alter the phenotype and reproductive pattern of plants, that the asexual reproduction of
nascent polyploids may differ from diploids in number and size due to gene dosage effects or gene interactions,
and that whole genome duplication increases the rate of asexual reproduction in nascent polyploids (Cifuentes et
al., 2010; Ramsey et al., 2002). Chamerion angustifolium (Linnaeus) Holub tetraploids produce more and smaller
root buds than diploids under greenhouse conditions (Van Drunen & Husband, 2018). Tetraploid Solidago gigantea
Aiton plants have more root buds than diploid plants under natural conditions (Schlaepfer et al., 2010). In an in vitro
culture of Gentiana decumbens L f., cells from tetraploid plants entered a new cell cycle more readily than cells from
diploid plants, indicating that tetraploid plants could form regenerating plants faster than diploid plants (Tomiczak
et al., 2015). In this study on the in vitro regeneration of diploid and autotetraploid leaves of ‘Pearl’ P ternata, it was
discovered that tetraploid leaves formed small tubers much more quickly and in greater quantity than diploid leaves.
Although it was unclear how whole genome duplication directly affects asexual reproduction, polyploids have
influenced gene expression of meristematic tissue growth and regulatory hormones (Dai et al., 2015). P, ternata
tuber originates from the procambium layer in the vascular tissue in the leaf veins, and whole genome duplication
results in an increase in the number of leaf vein tissues as well as the transfer of energy from sexual reproduction to
asexual reproduction patterns, which most likely leads to an increase in the rate and number of bud regeneration in
tetraploids (Klimesova et al., 2009). Under natural conditions, asexual propagation of P ternata involves the
formation of new plants from pearl buds and leaf buds (produced by tubers), and if the above reasons are followed,
the number of leaf buds on the tubers of tetraploid plants will be greater than that of diploids, but the number of leaf
buds produced by diploid tubers during in vitro regeneration is greater than that of autotetraploid. Tubers grow to a
certain age before leaf buds are formed, and autotetraploid plants may have slow growth due to chromosome
doubling. Therefore, our group hypothesized that the number of leaf buds produced by autotetraploid plants of
‘Pearl’ P ternata was less than that of diploid, primarily due to the slow growth of the plants; after cultivation in the
soil, the number of leaf buds produced by autotetraploid tubers would exceed that of diploid.

Declarations

Acknowledgements The research was supported by the Technology Innovation and Application of Breeding Good
Seeds of Major Chinese Herbs in the Hometown of Yunnan Medicine (No. 30260203200), and Yunnan Provincial
Key Laboratory for the Sustaining Utilization of Southern Medicine (No. 30270107865).

Author contributions The authors confirm their contribution to the paper as follows, methodology, performing
experiments, and drafting: YR; work design and performing experiments: JG; investigation and data analysis: XD;
conceptualization, work design, and methodology: HY; methodology and revising the manuscript: HH. All authors
reviewed the results and approved the final version of the manuscript.

Data availability All the data of this study are available within the paper.
Conflicts of interest The authors declare that they have no conflicts of interest to report regarding the present study.

Page 11/19



References

1

10.

11.

12.

13.

14.

15.

. Abdoli M, Moieni A, Naghdi Badi H (2013) Morphological, physiological, cytological and phytochemical studies

in diploid and colchicine-induced tetraploid plants of Echinacea purpurea (L.). Acta Physiologiae Plantarum,
35(7), 2075-2083. https://doi.org/10.1007/s11738-013-1242-9

. Agafarini A, Lotfi M, Norouzi M, Karimzadeh G (2019) Induction of tetraploidy in garden cress: morphological

and cytological changes. Plant Cell, Tissue and Organ Culture (PCTOC), 137, 627-635.
https://doi.org/10.1007/s11240-019-01596-5

.Bai J, Qi J, Yang, L, Wang W, Wang R, Shi Y (2022) A comprehensive review on ethnopharmacological,

phytochemical, pharmacological and toxicological evaluation, and quality control of Pinellia ternata (Thunb.)
Breit. Journal of Ethnopharmacology, 298, 115650. https://doi.org/10.1016/j.jep.2022.115650

. Chang Q, Zhang MS, Huang RY, Hang Y, Tang YJ, Shen Q (2022) Identification of genetic diversity and analysis

of yield character in Pinellia ternata germplasm. Northern Horticulture, 513, 99-108. 10.11937/bfyy.20220570

.Chen S, Zhang Y, Zhang T, Zhan D, Pang Z, Zhao J, Zhang J (2022) Comparative transcriptomic, anatomical

and phytohormone analyses provide new Insights into hormone-mediated tetraploid dwarfing in hybrid
sweetgum (Liquidambar styracifluax L. formosana). Frontiers in Plant Science, 13,
924044. https://doi.org/10.3389/fpls.2022.924044

. Chung MY, Kim CY, Min JS, Lee DJ, Naing AH, Chung JD, Kim CK (2014) /n vitro induction of tetraploids in an

interspecific hybrid of Calanthe (Calanthe discolor< Calanthe sieboldii) through colchicine and oryzalin
treatments. Plant Biotechnology Reports, 8(3), 251-257. https://doi.org/10.1007/s11816-014-0317-4

. Cifuentes M, Grandont L, Moore G, Chevre AM, Jenczewski E (2010) Genetic regulation of meiosis in polyploid

species: new insights into an old question: research review. New Phytologist, 186, 29—-36.
https://doi.org/10.1111/j.1469-8137.2009.03084.x

. Dai F,Wang Z, Luo G, Tang C (2015) Phenotypic and transcriptomic analyses of autotetraploid and diploid

mulberry (Morus alba L.). International Journal of Molecular Sciences, 16, 22938-22956.
https://doi.org/10.3390/ijms160922938

. Ding X, Song Q, Hu W (2021) Research progress of the wild medicinal plant, Pinellia ternate. Journal of Clinical

and Nursing Research, 5(4), 12-16. 10.26689/jcnr.v5i4.2246

Dudits D, Torok K, Cseri A, Paul K, Nagy AV (2016) Response of organ structure and physiology to
autotetraploidization in early development of energy willow Salix viminalis. Plant Physiology, 170(3), 1504-
1523. https://doi.org/10.1104/pp.15.01679

Flora of China Editorial Committee. (1999). Flora Reipublicae Popularis Sinicae. Beijing, China.

Ful,Zhu, Li M, Wang C, Sun H (2019) Autopolyploid induction via somatic embryogenesis in Lilium
distichum Nakai and Lilium cernuum Komar. Plant Cell, Tissue and Organ Culture (PCTOC), 139, 237-248.
https://doi.org/10.1007/s11240-019-01671-x

He H J, Yang YS, Wu H (2010) Induction and biological significance of polyploidy in medicinal paints. Chinese
Traditional and Herbal Drugs, 41(06), 1000-1006.CNKI:SUN:ZCY0.0.2010-06-054

Hou DY, Wang CR, Wang L, Ma ZQ (2006) Observation on the chromosomes of Pinellia ternata in
Zhaotong. Acta Agriculturae Universitatis Jiangxiensis, 34, 320-322. CNKI: SUN: JXND.0.2006-02-037

Huy NP, Luan VQ, Tung HT, Tung HT, Hien VT (2019) /n vitro polyploid induction of Paphiopedilum villosum
using colchicine. Scientia Horticulturae, 252, 283-290. https://doi.org/10.1016/j.scienta.2019.03.063

Page 12/19



16.

17.

18.

19.

20.

21.

22.

23.

24.

25

26.

27.

28.

29.

30.

Jiao Y, Wickett NJ, Ayyampalayam S, Chanderbali AS, Landherr L, Ralph PE, Tomsho LP, Hu Y, Liang HY, Soltis
PS, Soltis DE, Clifton SW, Schlarbaum SE, Schuster SC, Ma H, Leebens-Mack J, Depamphilis CW (2011)
Ancestral polyploidy in seed plants and angiosperms. Nature, 473(7345), 97-100.
https://doi.org/10.1038/nature09916

Khalili S, Niazian M, Arab M, Norouzi M (2020) /n vitro chromosome doubling of african daisy, gerbera
jamesonii Bolus cv. Mini Red. The Nucleus, 63, 59-65. https://doi.org/10.1007/s13237-019-00282-3

Khezri M, Asghari-Zakaria R, Zare N, Johari-Ahar M (2022) Tetraploidy induction increases galegine content in
Galega officinalis L. Journal of Applied Research on Medicinal and Aromatic Plants, 26,
100366. https://doi.org/10.1016/j.jarmap.2021.100366

KlimeSova J, Pokorna A, Klimes L (2009) Establishment growth and bud-bank formation in Epilobium
angustifolium: the effects of nutrient availability, plant injury, and environmental heterogeneity.
Botany 87(2) 195-201. https://doi.org/10.1139/B08-128

Li Q, Zhang J, Liu J, Yang B (2018) Morphological and chemical studies of artificial Andrographis paniculata
polyploids. Chinese journal of natural medicines., 16(2), 81-89. https://doi.org/10.1016/S1875-5364(18)30033-
5

LiuY,Yang W, Liu Y, Lu C, Ruan L, Zhao C, Huo R, Shen X, Miao Q, Lv W, Li H, Shi H., Hu L, Yang Z, Zhang L,
Wang B, Dong G, Xian Y, Li B, Huang LQ (2021) Combination of Hua Shi Bai Du granule (Q-14) and standard
care in the treatment of patients with coronavirus disease 2019 (COVID-19): a single-center, open-label,
randomized controlled trial. Phytomedicine, 91, 153671. https://doi.org/10.1016/j.phymed.2021.153671

Mao R, He Z (2020) Pinellia ternata (Thunb.) Breit: a review of its germplasm resources, genetic diversity and
active components. Journal of Ethnopharmacology, 263, 113252. https://doi.org/10.1016/j.jep.2020.113252

Nagai T, Kiyohara H, Munakata K, Shirahata T, Sunazuka T, Harigaya Y, Yamada H (2002) Pinellic acid from the
tuber of Pinellia ternata breitenbach as an effective oral adjuvant for nasal influenza vaccine. International
Immunopharmacology, 2(8), 1183-1193. https://doi.org/10.1016/S1567-5769(02)00086-3

Nieminen K, Blomster T, Helariutta Y, Mahénenb AP (2015) Vascular cambium development. The Arabidopsis
Book, 13, 2-23.10.1199/Table0177

. Ogawa D, Ishikawa K, Mii M (2012) Difference in the polysomaty degree during fruit development among plants

with different ploidy levels produced by artificial chromosome doubling of a pepper (Capsicum annuum)
cultivar ‘Shishitou No. 562'. Scientia Horticulturae, 134, 121-126. https://doi.org/10.1016/j.scienta.2011.11.015

Pei Y, Yao N, He L, Deng D, Li W, Zhang W (2019) Comparative study of the morphological, physiological and
molecular characteristics between diploid and tetraploid radish (Raphunas sativus L.). Scientia Horticulturae,
257,108739. https://doi.org/10.1016/j.scienta.2019.108739

Ramsey J, Schemske DW (2002) Neopolyploidy in flowering plants. Annual Review of ecology and systematics,
33, 589-6309. https://doi.org/10.1146/annurev.ecolsys.33.010802.150437

Ren Y, Zhang S, Xu T, Kang X (2022) Morphological, transcriptome, and hormone analysis of dwarfism in
tetraploids of Populus albax P glandulosa. International Journal of Molecular Sciences, 23(17), 9762.
https://doi.org/10.3390/ijms23179762
Sattler MC, Carvalho CR, Clarindo WR (2016) The polyploidy and its key role in plant breeding. Planta, 243, 281-
296. https://doi.org/10.1007/s00425-015-2450-x
Schlaepfer DR, Edwards PJ, Billeter R (2010) Why only tetraploid Solidago gigantea (Asteraceae) became
invasive: a common garden comparison of ploidy levels. Oecologia, 163(3), 661-673.
https://doi.org/10.1007/s00442-010-1595-3

Page 13/19



31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Soltis PS, Soltis DE (2016) Ancient WGD events as drivers of key innovations in angiosperms. Current Opinion
in Plant Biology, 30, 159-165. https://doi.org/10.1016/j.pbi.2016.03.015

Swarup K, Benkova E, Swarup R, Casimiro |, Péret B (2008) The auxin influx carrier LAX3 promotes lateral root
emergence. Nature cell biology. 10(8): 946-954. https://doi.org/10.1038/ncb1754

Tomiczak K, Mikuta A, Sliwinska E, Rybczynski JJ (2015) Autotetraploid plant regeneration by indirect somatic
embryogenesis from leaf mesophyll protoplasts of diploid Gentiana decumbens Lf. In Vitro Cellular &
Developmental Biology-Plant, 51, 350-359. https://doi.org/10.1007/s11627-015-9674-0

Vallejo-Marin M, Dorken ME, Barrett SCH (2010) The ecological and evolutionary consequences of clonality for
plant mating. Annual Review of Ecology, Evolution, and Systematics, 41, 193-213.
https://doi.org/10.1146/annurev.ecolsys.110308.120258

Van Drunen WE, Husband BC (2018) Immediate vs. evolutionary consequences of polyploidy on clonal
reproduction in an autopolyploid plant. Annals of Botany, 122(1), 195-205.
https://doi.org/10.1093/aob/mcy071

Wang LJ, Sheng MY, Wen PC, Du JY, Du JY (2017) Morphological, physiological, cytological and phytochemical
studies in diploid and colchicine-induced tetraploid plants of Fagopyrum tataricum (L.) Gaertn. Botanical
studies, 58(1), 1-12. https://doi.org/10.1186/s40529-016-0157-3

Wei T, Wang Y, Xie Z, Guo D, Chen C, Fan Q, Deng X, Liu J (2019) Enhanced ROS scavenging and sugar
accumulation contribute to drought tolerance of naturally occurring autotetraploids in Poncirus trifoliata. Plant
biotechnology journal, 17(7), 1394-1407. https://doi.org/10.1111/pbi.13064

Xi YK, Dong X, Yang M, Meng QH, Huang HY (2021) /n vitro polyploid induction and establishment of a clone
for Cyclocodon lancifolius (Roxb.) Kurz. Cytologia, 86(4), 367-374. https://doi.org/10.1508/cytologia.86.367
Xi YK, Wang Y, Zeng B, Huang HY, Yang WD (2020) Callus induction and adventitious bud differentiation of
Cyclocodon lancifolius (Roxb.) Kurz. Botanical Sciences, 98(4), 534-544. https://doi.org/10.17129/botsci.2609
Ye ZH, Zhong R (2015) Molecular control of wood formation in trees. Journal of experimental botany, 66(14),
4119-4131. https://doi.org/10.1093/jxb/erv081

Figures

Page 14/19



140 25
| I
A | B [ receB |
" | {30 g} ™R l
g I - I 1202
= ! € L1o0f ! P
B | i f_" | 8
g I s £ I 415
H {20 2 sof b ]
< | g o ¢ | b1
- | s E | ES
= £ = 2
< : ) 4 1 {103
: | s I ! g
5 | {10 E £ a0} I &
g [ Z 5 [ g
g | = & | 45 =
& | = 20}
|
! I
s 0 0 0
72h 84h 96h 108h CK 72h 84h 96h 108h

0.05% concentration of colchicine 0.1% concentration of colchicine

(7]
un
[
w
L7
i

35 ;
C D [ recre )

230 30 4 | =T I 130
= = £ I :
& s 2 s
5 25 B e & I 4253
= = = | =
E s B : :
g20 20 E° | 420 2
= R | s

= -
215 s 2 | {15 £

=
3 : 3 ! z
510 10g 5 I {10 §
5 zE B I 3
B0 = & 5 -
€ 5 5 & : s

| B |
0 0 0 0
T2h 84h 96h 108h CK 72h 84h 96h 108h CK
0.05% concentration of colchicine 0.1% concentration of colchicine

Figure 1

Effect of different concentrations and duration of colchicine treatment on survival rate and polyploid induction rate
in P ternata. (A, B) Leaves; (C, D) Tubers. RPCPB: regenerated plant count per bottle; TIR: tetraploid induction rate;
CK: control group.

Figure 2
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Chromosome number of root tips of different ploidies of P ternata and culture of tubers after treatment. (A) Tuber
growth after treatment with 0.05% colchicine and incubation in medium for 10 days; (B) Tuber growth after
treatment with 0.05% colchicine and incubation in medium for 80 days; (C) 2n = 2x = 66; (D) 2n = 4x = 132. Scale
bars:A,B=2cm;C,D =10 mm.
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Figure 3

The results of flow cytometry analysis. (A) control diploid plant, 2n = 2x = 66; (B) tetraploid plant, 2n = 4x = 132;
coefficient of variation (CV) was less than 5%.

Figure 4

Leaf proliferation in autotetraploid plants of ‘Pearl’ P ternate. (A) Culture for 15 days; (B) Culture for 25 days; (C)
Culture for 35 days; (D) Culture for 45 days. Scale bars = 2 cm.
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Figure 5

Petiole proliferation in autotetraploid plants of ‘Pearl’ P ternate. (A) Culture for 15 days; (B) Culture for 25 days; (C)
Culture for 35 days; (D) Culture for 45 days. Scale bars = 2 cm.
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Figure 6

Tuber proliferation in autotetraploid plants of ‘Pearl’ P ternate. (A) Culture for 10 days; (B) Culture for 20 days; (C)
Culture for 30 days; (D) Culture for 40 days. Scale bars = 2 cm.
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Figure 7
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Comparison of transplants of diploid and autotetraploid plants of P ternate. (A) Tubers with leaves and roots cut
off; (B) Growth after 10 days of planting; (C) Growth after 20 days of planting; (D) Growth after 30 days of planting.
Top: diploid; bottom: tetraploid. Scale bars = 2 cm.

Figure 8

Comparison of plant morphology between autotetraploid and diploids of P temnate. (A) Comparison of intact plants;
(B) Comparison of leaves; (C): Comparison of petioles; (D) Comparison of tubers and root systems. Left: tetraploid;
right: diploid. Scale bars = 2 cm.
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Figure 9

In-bottle comparison of autotetraploid and diploid P ternate. (A, C, E) Tetraploid; (B, D, F) Diploid; (A, B) Plantlets
formed after 50 days of leaf culture, the upper right corner shows the small tubers produced after 15 days of leaf
culture; (C, D) Plantlets formed after 60 days of petiole incubation; (E, F) Plantlets formed after 40 days of tuber
culture. Scale bars = 2 cm.
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Figure 10

Comparison of cell and tissue structure between the autotetraploid and diploids of P ternate. (A) Longitudinal
micrograph of tetraploid leaf; (B) Longitudinal micrograph of diploid leaf; (C, D) Micrograph of subepidermal
stomata of tetraploid leaf; (E) Micrograph of subepidermal stomata of diploid leaf. Scale bars: A, B =200 mm; C, D,
E=50mm.
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