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Abstract: Polyploids exhibit different phenotypes compared to those of diploids in plants, and the
important role of polyploids in tree breeding has been widely recognized. The transcriptomes
detected by RNA-seq in the Populus triploid by doubling the chromosomes of the female gamete,
in the triploid by doubling the chromosomes of somatic cells and the diploid with the parent
were compared to reveal the patterns of gene expression of tetraploid leaves and their influence
on growth. The results showed that the high expression of GATA and PORA in tetraploid leaves
was the reason for the higher chlorophyll content in the leaves than in diploid and triploid leaves.
The 11-day-old tetraploid leaves began to enter the aging stage. Compared with that in the diploid,
GRF was significantly upregulated, while the amylase genes were downregulated. Compared with
those in the triploid, 3 STN7 genes that regulate photosynthetic genes and PGSIP genes which
are related to starch synthesis, were significantly downregulated in the tetraploid, and the auxin
receptor protein TIR1 was also significantly downregulated. In the tetraploid, auxin-regulating
genes such as GH3 and AUX/IAA as well as genes involved in the regulation of leaf senescence,
SAG genes and SRG genes were significantly up-regulated, resulting in a decrease in the auxin content.
In senescent leaves, CHLD, CHLI1, and CHLM in the early stage of chlorophyll synthesis all began to
downregulate their expressions, leading to the downregulation of LHC genes and a decrease in their
photosynthetic efficiency, which led to the downregulation of carbon fixation-related genes such as SS
genes, thus affecting carbon synthesis and fixation. This finally led to the slow growth of tetraploid
plants. These data represent the transcriptome characteristics of tetraploid, and they can be used as a
resource for further research on polyploids and provide a reference for further understanding of the
function of polyploid vegetative growth-related genes.
Keywords: Populus; tetraploid; vegetative growth; gene expression; mechanism

1. Introduction
Compared with diploid plants, polyploid plants usually have strong stems, large fruits, and rich
metabolites [1–3]. In 1935, Nilsson-Ehle discovered the natural triploid of giant European aspen [4].
The wood increment of artificial triploid poplar was 2−3 times higher than that of common poplar,
and the growth rate of artificial triploid poplar had reached the growth level of fast-growing black
poplar [5]. The Medicago sativa tetraploid is taller than the diploid [6]. Meanwhile, the Arabidopsis
thaliana tetraploid has larger leaves than diploid, and tetraploid is more robust [7,8]. Most of the world’s
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wheat production comes from two polyploid varieties [9]. Hexaploid wheat Triticum aestivum accounts
for 95% of global wheat production, and the remaining 5% depends on T. turgidum, a tetraploid variety
with high protein and gluten levels [9,10]. Tetraploid cotton has a higher yield and better quality than
diploid cotton under the same environmental conditions [11]. However, not all polyploids exhibit the
same growth advantages as the plants described above. For example, the diploid plants grew more
vigorously than the tetraploid plants, even though the leaves, stems, and roots of the tetraploid plants
of Lambic lime were larger than the diploid plants and the cells were larger [12]. Similar to Lambic
lime, tetraploid birch was lower in height than diploid [13]. Although polyploid growth was different,
they showed great variation in leaves.
Previous studies have shown that polyploid character variation is closely related to mRNA
transcription [9,14,15]. For example, ploidy changes lead to subtle changes in the expression of a
significant portion of the potato genome [16]. The transcriptome analysis of polyploid wheat and
its diploid ancestors during the embryonic development of grain was found to be very different [9].
However, it has also been reported that the great changes in anatomy and physiology between the
diploid and homologous tetraploid of Lambic lime have nothing to do with the changes in leaf gene
expression [12]. No major changes related to the ploidy change were found in the proteomic analysis
of the Chinese cabbage homologous polyploid [17].
The triploid poplar had more advantages than the diploid poplar with regards to the vegetative
growth status, net photosynthetic rate, and related chlorophyll content index [18]. The phenotype and
increment of poplar with different ploidy were significantly different. The Populus triploid antioxidant
activity and carbohydrate metabolism, biological process related-genes changed significantly.
Chlorophyll synthesis, light capture, photosynthesis, carbon fixation, and sugar and starch synthesis
and decomposition raised the expressions of related genes, made the endogenous hormone synthesis
and signal transduction process more robust, and the miRNA expression showed no significant
difference between the triploid and diploid. Moreover, the changes in growth-related gene expression
are the molecular basis of the triploid growth advantage of Populus [19–21]. The high expressions of
the WRKY transcription factor, cyclin CYCD, and genes related to the synthesis of auxin, cytokinin,
and brassinolide made the triploid leaves large [22]. In terms of the growth rate, the triploid grows the
fastest, the diploid grows the second fastest, and the tetraploid grows the slowest [23]. Why is triploid
vegetative growth high and tetraploid vegetative growth relatively poor after chromosome doubling?
What are the differences in gene expression between tetraploid, diploid, and triploid? Further study
is required.
In this study, the diploid obtained from the hybridization of (P. pseudosimonii × P. nigra ‘zheyin3#’)
× (Populus × beijingensis), the triploid obtained from the doubling of the female gamete chromosome,
and the tetraploid obtained from the doubling of diploid F1 somatic chromosomes were used as
materials, and transcriptomic sequencing was performed on the mature leaves of diploid, triploid and
tetraploid Populus to compare gene expression differences. Compared with those of the diploid and
triploid, the differentially expressed genes related to leaf growth and the development of metabolic
pathways of the tetraploid were analyzed. This laid the foundation for revealing the variation of
vegetative growth of different ploidy levels in poplars.
2. Materials and Methods
2.1. Plant Materials and Growth Conditions
Synthetic tetraploid, triploid and diploid poplars were used as plant materials in this study.
Triploid and diploid poplars were generated by a female parent Populus pseudo-simonii × P. nigra
‘Zheyin3#’ (2n = 2x = 38) and a male parent P. beijingensis (2n = 2x = 38) and triploid was derived from
hybridization with 2n female gametes upon exposure to high temperature [24]. The tetraploid was
induced by chromosome doubling of the diploid hybrid progeny described above through colchicine
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treatment [25]. The ploidy levels of these plant materials were determined by flow cytometry and the
number of chromosomes was determined by the conventional pressing plate method.
These plants were transplanted from half-strength MS (Murashige and Skoog) root medium
(3% (w/v) sucrose, 0.6% (w/v) agar, 0.1 mg/L IBA (indolebutyric acid)) to plastic pots that contained
sand, turf, and peat (1:1:1, v/v/v). All plant materials were grown in the greenhouse of the National
Engineering for Tree Breeding (Beijing, China) at 18/26 ◦ C (night/day) and a relative humidity of
45%–70%. To ensure the accuracy of the experiment, there were 30 well-growing plants for each
ploidy, and the height of the tree was measured. Three-month-old saplings were used to assess
variation in phenotypic traits, microscopic and submicroscopic structures, and physiology in this study.
The experiment followed a completely randomized design with three replicates.
2.2. Measurement of Leaf Areas
The leaves grown for 11 days were used to measure the leaf areas with three biological replicates
per ploidy. A portable area meter (LI-3100C, LI-COR, Lincoln, NE, USA) was used to measure the
leaf areas.
2.3. Determination of the Chlorophyll Content
The chlorophyll contents of different ploidy leaves were determined according to the method
described in Lichtenthaler and Buschmann [26]. The pigments were extracted from plant leaves by
acetone with 20% (v/v) water. The concentrations of pigments were quantified by light spectroscopy at
470, 645, and 663 nm (UV-VIS spectrophotometer, Shimadzu, Kyoto, Japan), including chlorophyll a
and chlorophyll b.
2.4. Determination of the Auxin Content
The endogenous auxin (IAA) contents of three types of leaves (diploid, triploid, and tetraploid)
were determined by high-performance liquid chromatography-mass spectrometry (LC-MS). The leaf
samples were frozen in liquid nitrogen and stored at −80 ◦ C in a fridge until they were analyzed as
described [27]. Sample analysis was performed using an AB Sciex QTRAP 5500 LC System (AB Sciex
Pte., Waltham, MA, USA).
2.5. RNA Extraction, RNA-seq Library Preparation, and Sequencing
11-day-old leaves (mature and functional leaves) to be used for transcriptional sequencing
were immediately frozen in liquid nitrogen and stored at −80◦ C until analysis. The total RNA was
extracted from 50–100 mg of tissue from separate leaf samples using TRIzol Reagent Kits (Invitrogen,
Carlsbad, CA, USA) according to the manufacturer’s recommendations. The quality and quantity
of the purified RNA were determined based on absorbance ratios at 260/280 nm (A260/A280) and
260/230 nm (A260/A230) using a Nanodrop instrument. The RNA integrity was further verified by
1.5% agarose gels and an Agilent 2100 bioanalyzer, and RNA integrity number (RIN) values were ≥7
for all biological replicates. Three biological replicates were used in this experiment.
For high-throughput sequencing, the libraries were prepared using the NEBNext UltraTM RNA
Library Prep Kit for Illumina (NEB, Ipswich, Massachusetts, USA) following the manufacturer’s
instructions. The libraries were sequenced on an Illumina HiSeq platform at the Beijing Yuanyi
Biological Technology Co., Ltd. (Beijing, China), and paired-end reads were obtained.
After the high-throughput sequencing, the raw data, which contained adapter and low-quality
cycles of reads, were filtered. The clean reads were mapped with the reference genome by TopHat2.
The gene expression level was calculated by FPKM (Fragments Per Kilobase of transcript per Million
fragments mapped). Genomic annotations were obtained from Phytozome (https://phytozome.jgi.
doe.gov/pz/portal.html#!info?alias=Org_Ptrichocarpa). GO (Gene Ontology, http://geneontology.org/)
and KEGG (Kyoto Encyclopedia of Genes and Genomes, https://www.kegg.jp/) pathways enrichment
analyses were performed for the DEGs.
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2.6. Quantitative Real-Time PCR Analysis of Gene Expression
The total RNA was extracted from 50–100 mg of tissue from separate leaf samples using RNAprep
Pure Plant Kits (Tiangen; http://www.tiangen.com) according to the manufacturer’s recommendations.
The cDNA was synthesized from 2 µg of total RNA using a cDNA Synthesis Kit (Solarbio, http:
//www.solarbio.com). Gene-specific primers were designed according to the reference unigene
sequences using the DNAMAN 6.0, and all primer sequences are listed in Table S1. A pair of primers
were also designed for the ubiquitin gene (Accession number: FJ438462.1; Gene ID: Potri.001G418500)
to normalize the amplification efficiency [28]. qRT-PCR assays were performed in triplicate using the
Kapa Probe Fast qPCR Kit (KAPA Biosystems, Boston, Massachusetts, USA) with a Bio-Rad CFX96
Real-Time Detection System (Bio-Rad, Hercules, CA, USA). The ubiquitin gene was used as an internal
control for data normalization, and quantitative variation in the different replicates was calculated
using the delta-delta threshold cycle relative quantification method.
2.7. Statistical Analysis
The SPSS Statistical Package, version 24.0 (SPSS Inc., Chicago, Illinois, USA), was used to assess
variations in phenotypic traits, structures, and physiology in the three ploidy poplars. The significance
of difference among means was determined by Duncan’s multiple range tests at p ≤ 0.05. The R
language was used for plotting.
3. Results
3.1. Variation of the Polyploidy Plant Growth, Leaf Morphology and Physiological Characteristic in Poplar
After growing for three months, the triploid saplings were taller than their full-sibling diploid
plants, but the tetraploid saplings were shorter than the diploids (Figure 1A). The average heights of
diploids, triploids, and tetraploids were 92.8, 125.5, and 60.1 cm, respectively (Figure 2A). The tissue
culture seedlings with the same culture time and same growth conditions were transplanted to the
greenhouse, and even the tetraploid grew slightly stronger than the diploid plants before transplantation.
Therefore, the transplantation process is not the cause of the differences in the growth rates of the
polyploids and diploid. Phenotypic differences among the diploid, triploid, and tetraploid such
as different plant heights, higher greenness of polyploidy leaves, larger polyploidy leaf blades,
and different internode lengths, were observed (Figure 1).
Polyploids had larger leaves than the diploids in poplars. The average areas of 11-day-old leaves
of diploids, triploids, and tetraploids were 45.6, 79.8, and 63.7 cm2 , respectively (Figure 2B). The leaf
areas were significantly different between diploids and triploids (p < 0.01), as well as between diploids
and tetraploids (p < 0.05), whereas no significant difference was observed between triploids and
tetraploids. The leaf shape of tetraploids was similar to that of diploids, and both of them were nearly
ovate, although the leaf blades of tetraploids were wider and more plicated compared to diploids.
The leaf blades of triploids were close to broadly ovate, and the blades were flatter.
The leaves of three different ploidies exhibited different pigmentation (Figure 2C). We pooled the
data of chlorophyll a (Chla) and chlorophyll b (Chlb), and we found that the content of chlorophylls
showed a significant upward trend from diploid to tetraploid. This indicated that the chlorophyll
content increases with the increase of ploidy.
High-performance liquid chromatography-mass spectrometric (HPLC-MS) analysis of leaf samples
showed different levels of IAA in tetraploid, triploid, and diploid leaves (Figure 2D). Compared with
the parent diploid, the content of IAA in the triploid mature leaf increased more than 1.5 times, but it
declined slightly in the tetraploid. There was not a significant correlation between the auxin content
and ploidy.
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Polyploids had larger leaves than the diploids in poplars. The average areas of 11-day-old leaves
of diploids, triploids, and tetraploids were 45.6, 79.8, and 63.7 cm2, respectively (Figure 2B). The leaf
areas were significantly different between diploids and triploids (p < 0.01), as well as between
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3.4. Analysis of the Differential Expression and Functional Enrichment of Leaf Genes in Poplar Tetraploid
and Triploid
3.4.1. GO Enrichment Analysis of Differential Genes in Poplar Tetraploid and Triploid Leaves
The 2822 differential genes between tetraploid and triploid were annotated with the GO database.
The DEGs of tetraploid and triploid were mainly enriched in ATP binding, protein kinase activity,
protein phosphorylation, oxidation-reduction process, cell nucleus, and carbohydrate metabolic process.
This is similar to the GO terms in which diploid and tetraploid differential genes were predominantly
enriched. In the photosynthesis, light term, compared with triploid, light-harvesting related
genes, including LHCA1 (Potri.008G041000), LHCA2 (Potri.003G171500), LHCA5 (Potri.014G029700),
LHCA6 (Potri.006G139600), LHCB1.4 (Potri.002G189300), LHCB3 (Potri.011G126700, Potri.001G407100),
LHCB4.2 (Potri.016G115200), LHCB4.3 (Potri.008G067300) and LHCB6 (Potri.003G020400), were all
significantly downregulated in tetraploid (Table S4). Compared with triploids, tetraploid had 2
STN7 genes (Potri.008G116800, Potri.010G129500) that regulate the expressions of photosynthetic
genes, which significantly downregulate the expression. The term of transferase activity, transferring
glycosyl groups enriched PGSIP genes, of which the genes PGSIP1 (Potri.007G107200) and PGSIP3
(Potri.014G029900) were significantly downregulated in tetraploid. Among the genes related to amylase
activity in carbohydrate metabolic process and polysaccharide catabolic process terms, 9 tetraploid
genes were significantly downregulated, 5 were significantly upregulated, and other differences
were not significant. In terms of sucrose metabolic process and sucrose synthase activity, there were
more downregulated genes than upregulated genes in tetraploid. Related genes that promote plant
senescence, including SAG14 (Potri.006G067400), SAG20 (Potri.010G182200), SAG21 (Potri.002G203500),
SAG101 (Potri.009G086100), SAG12 (Potri.005G089100), SRG1 (Potri.001G355100, Potri.001G355200,
Potri.001G381700) and SRG3 (Potri.017G063500) were highly expressed in tetraploid, and two were
significantly downregulated. The expression levels of 10 genes including GRF1, GRF2, GRF5, GRF7,
and GRF9, which are significantly upregulated during the developmental process, in tetraploid were
2.4−45 times those of triploid. Compared with triploid, 8 GATA transcription factors including GATA1,
GATA2, GATA5, GATA9, GATA12, GATA15, and GATA18 were significantly upregulated in tetraploid,
and GATA21 and GATA25 were significantly downregulated with regard to transcription factor activity.
3.4.2. KEGG Enrichment Analysis of Differential Genes in Poplar Tetraploid and Triploid Leaves
Enrichment analysis of the KEGG pathway found that the differential genes between
tetraploid and triploid were mainly enriched in pathways of starch and sucrose metabolism,
plant hormone signal transduction, protein processing in the endoplasmic reticulum, and carbon
metabolism. Compared with triploids, most of the key genes that make up the light-harvesting
chlorophyll protein complex in the photosynthesis-antenna proteins pathway are downregulated
in tetraploid. This is basically the same as in the GO photosynthesis, light term. The genes
SS1 (Potri.015G012400), SS3 (Potri.004G014100), and SS4 (Potri.001G351800) involved in starch
synthesis in the biosynthesis of secondary metabolites pathway were all significantly downregulated
(Table S5). Sucrose phosphate synthases SPS1F, SPS3F, and SPS4F, which are genes related to
sucrose synthesis in starch and sucrose metabolism pathway, were significantly downregulated
in tetraploid. Four genes including sucrose synthase genes SUS5 and SUS6, which catalyze
sucrose synthesis, were upregulated in tetraploid. Sucrose-6F-phosphate phosphohydrolase family
protein gene Potri.016G066100 was significantly downregulated in tetraploid. The differences
in genes related to the sucrose transporter were not significant. In the pathway of porphyrin
and chlorophyll metabolism, the FtsH extracellular protease family gene VAR1 (Potri.005G249200)
that promotes chloroplast development, plastid transcriptionally active chromosomal protein
PTAC genes (PTAC2 (Potri.015G069100), PTAC4 (Potri.006G123600), PTAC5 (Potri.001G049900),
PTAC14 (Potri.003G155100) PTAC16 (Potri.001G244800) and PTAC15 (Potri.015G005200)), and Fe
superoxide dismutase FSD2 (Potri.015G110400) were significantly downregulated in tetraploid.
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The Mg-chelator gene CHLD (Potri.009G049400) and CHLI1 (Potri.011G063400), Mg-protoporphyrin
IX methyltransferase gene CHLM (Potri.012G106600), and Mg-protoporphyrin IX monomethyl ester
cyclase gene CRD1 (Potri.016G025000, Potri.006G027300) involved in chlorophyll synthesis were
downregulated in tetraploid, while SGR1, which degrades chlorophyll, was upregulated in tetraploid.
However, the prochlorophyll ester oxidoreductase gene PORA (Potri.011G122400), which promotes
chlorophyll formation, was significantly upregulated in tetraploid. 3 GH3 genes in the plant hormone
signal transduction pathway were upregulated in tetraploid. Compared with triploid, the gene
expression of auxin receptor protein TIR1 was significantly downregulated in tetraploid. Meanwhile,
the gene encoding the AUX/IAA protein, an inhibitor of auxin signaling, was significantly upregulated
in tetraploid. In the pathway of the oxidation-reduction process, GA20OX2 (Potri.015G134600),
GA2OX1 (Potri.001G378400), and GA2OX7 (Potri.010G096800) were significantly downregulated in
tetraploid compared with triploid.
4. Discussion
Polyploidy is ubiquitous in plants. Polyploidization is the main driving force of plant evolution
and an important method of plant breeding. Recent studies have demonstrated the effects of
polyploidy on phenotypes, epigenetics, gene expression, regulatory networks, etc. [29]. Changes in
gene expression and epigenetic inheritance caused by ploidy are often considered to be the cause
of polyploidy variation [30]. Here, we applied high-throughput sequencing technology to perform
mRNA sequencing on the 11-day-old leaves of triploid, tetraploid, and the same parent diploid poplar.
Approximately 30,000 mRNA transcripts were obtained, including 3403 differential genes obtained by
comparing tetraploid and diploid. The number of differential genes between tetraploid and triploid
was 7504. A large number of DEGs between tetraploid and triploid was not only resulted from
the ploidy property, but also the difference of the genomic constitution. Among them, the number
of differential genes shared by tetraploid, diploid, and triploid is 2394. These DEGs may be most
associated with the slow vegetative growth of tetraploid.
4.1. Differential Expression of Genes Related to Leaf Growth and Chlorophyll Synthesis of Tetraploid Poplar
Chlorophyll has the function of absorbing and transforming light energy and fixing carbon
dioxide, which plays an indispensable role in plant growth and development [31]. Protochlorophyllide
oxidoreductase (POR) is a key enzyme in the process of chlorophyll synthesis, which combines the active
site of protochlorophyllide (Pchlide) to convert it into chlorophyllide (Chlide) under light [32]. PORA,
a regulatory gene of POR, plays an important role in chlorophyll synthesis and accumulation [33,34].
In addition, the GATA transcription factor is widely involved in the regulation of plant growth and
development process [35]. Studies have found that the chlorophyll content of Arabidopsis thaliana gata
loss-of-function mutants decrease, and GATA can act on PORA to promote chlorophyll synthesis [36–38].
The overexpression of GATA not only promotes the increase of the leaf chlorophyll content but also
inhibits plant growth and yield [39]. This study found that compared with diploid, the key genes
acting on PORA for chlorophyll synthesis and the GATA transcription factor related to growth and
development were significantly upregulated in tetraploid leaves, which may be the main reason why
tetraploid leaves had a higher chlorophyll content than diploid leaves.
4.2. Differential Expression of Auxin and Senescence-Related Genes in Tetraploid Poplar Leaves
Auxin is a small molecular substance with very low intracellular content, which plays an important
positive regulatory role in plant organ differentiation and vegetative growth, leaf development, and even
the process of plant response to environmental stimuli [40–42]. GH3 is a class of genes that negatively
regulate auxin and encodes auxin binding enzyme, which reduces the content of auxin by binding IAA
to amino acids [43,44]. The overexpression of GH3 will cause plant dwarfism and a decrease in the auxin
content [45,46]. AUX/IAA transcriptional repressors can bind to auxin response factors (ARFs) to inhibit
the auxin response and negatively regulate plant growth and development, and the overexpression
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of the AUX/IAA gene makes hypocotyls and stems significantly shorter [47,48]. TIR1 is a receptor
protein that mediates auxin response, which can bind to and degrade AUX/IAA protein to activate the
transcription of auxin response genes and promote plant growth and development [49–53]. There is a
correlation between the expression levels of SAG and SRG genes and the severity of senescence-related
phenotypes, which are genes that regulate leaf senescence [54–56]. This study showed that the GH3
gene and multiple auxin inhibitors AUX/IAA were significantly upregulated, and TIR1 was significantly
downregulated in tetraploid leaves compared with diploid and triploid leaves. GH3 genes caused a
decrease in the tetraploid auxin content, and a low auxin concentration caused TIR1 to fail to bind
AUX/IAA. AUX/IAA genes were significantly upregulated so that auxin cannot function, thus resulting
in the hindrance of the vegetative growth of tetraploid, which is relatively slower than diploid and
triploid. At the same time, it was also found that 9 senescence-related genes (SAG and SRG) in tetraploid
leaves were significantly upregulated compared with triploid leaves, indicating that tetraploid leaves
entered the senescence stage earlier.
4.3. Differential Expression of Genes Related to Chlorophyll Synthesis in Tetraploid Poplar Leaves
The chlorophyll of higher plants is synthesized from L-glutamyl-tRNA through a series of
reactions catalyzed by various enzymes [57–59]. Recent studies have shown that tetrapyrrole
synthase protoporphyrinogen IX oxidase 1 catalyzes protoporphyrinogen to become protoporphyrin,
and promotes chlorophyll biosynthesis by promoting chloroplast development [60]. Mg-chelatase
catalyzes a key step in chlorophyll biosynthesis by inserting Mg ions into protoporphyrin IX
(PPIX), and CHLD and CHLI are the two subunits of Mg-chelatase [61,62]. CHLD connects the
motor of Mg-chelatase and the porphyrin-binding subunit to activate the activity of Mg-chelatase
during chlorophyll biosynthesis [63–65]. CHLI1, a subtype of CHLI, has a strong ATPase activity,
which can hydrolyze ATP and catalyze the rapid entry of magnesium ions into chlorophyll
molecules [66,67]. Chlorophyll synthesis also requires the conversion of Mg-protoporphyrin
IX to Mg-protoporphyrin IX monomethyl ester through methylation, a reaction catalyzed by
Mg-protoporphyrin IX methyltransferase (CHLM) [59,62,68,69]. In this study, compared with triploid,
CHLD, CHLI1, and CHLM were significantly downregulated in tetraploid leaves grown for 11 days,
resulting in a decrease in the chlorophyll synthesis ability. Nevertheless, since the expression of GATA
and PORA in tetraploid is significantly higher than that in triploid, the chlorophyll content of tetraploid
is slightly higher than that of triploid, but the difference is not significant.
4.4. Differential Expression of Genes Related to Photosynthesis and Carbon Fixation in Tetraploid Poplar Leaves
Higher plants capture the energy of light through a photosynthetic antenna system composed
of light-harvesting complexes (LHC), and LHC proteins absorb light energy, transfers the excitation
energy to the reaction center for a photochemical reaction, and store it in a chemical form for use
by plants [70,71]. Six genes encoding LHC protein complexes, including LHCA1, LHCB1.4, LHCB3,
LHCB4.2, and LHCB6, play important positive regulatory roles in light capture [72–74]. LHCA1,
LHCA2, and LHCA5 can all transfer energy to the photosystem I complex [75]. The stromal loop of
LHCA6 may be necessary for interaction with chloroplast NDH [76]. In this experiment, LHCA1 was
significantly downregulated in tetraploid compared with diploid and triploid, and LHCA2, LHCA5,
and LHCA6 were significantly downregulated in tetraploid compared with triploid, indicating that it is
different from diploid and triploid, the tetraploid photosynthetic efficiency was lower and there were
fewer photosynthetic products for plant growth.
Starch and sucrose are products of photosynthesis and are stored in plants as energy [77]. SSI has
a special and critical function in the synthesis of transient starch in Arabidopsis thaliana leaves [78].
The formation of starch granules requires the presence of SS3 or SS4 [79,80]. Sucrose phosphate synthase
(SPS) promotes sucrose biosynthesis, plant growth, and biomass accumulation [81]. This study showed
that compared with diploid or triploid, the expressions of genes SSI, SS3, and SS4 that promote starch
synthesis and the sucrose phosphate synthase genes SPS1F, SPS3F, and SPS4F, which promote sucrose
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synthesis, were all downregulated in tetraploid poplar, resulting in a low efficiency of tetraploid starch
and sucrose synthesis and insufficient energy reserve for vegetative growth.
In this study, by comparing the transcriptome data of the three ploidies of poplars, we found
that the high expressions of GATA and PORA in tetraploid poplar were the reason for the high
chlorophyll content. The tetraploid leaves that had grown for 11 days began to age. The expression
of auxin inhibitory genes such as GH3 and AUX/IAA genes and the genes involved in the regulation
of leaf senescence, SAG and SRG genes, were significantly upregulated, resulting in a decrease in
the auxin content that promotes plant growth and leaf senescence. In senescent leaves, chlorophyll
synthesis genes such as PPO1, CHLD, CHLI1, and CHLM began to be downregulated, leading to the
downregulated expressions of LHC genes and a decrease in their photosynthetic efficiency [82,83],
thus down-regulating carbon fixation related genes such as SS genes and affecting carbon synthesis
and fixation, eventually resulting in the slow growth of tetraploid poplars. These data represent the
transcriptome characteristics of tetraploid, and they can be used as a resource for further research on
polyploid and provide a reference for further understanding of the function of polyploid vegetative
growth-related genes.
Supplementary Materials: The following are available online at http://www.mdpi.com/1999-4907/11/11/1233/s1,
Table S1: The corresponding primers of qRT-PCR, Table S2: Gene expression level data enriched by GO in Diploid
versus Tetraploid, Table S3: Gene expression level data enriched by KEGG in Diploid versus Tetraploid, Table S4:
Gene expression level data enriched by GO in Triploid versus Tetraploid, Table S5: Gene expression level data
enriched by KEGG in Triploid versus Tetraploid.
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