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Introduction: In sugarcane production, nitrogen utilization ef ciency is generally
suboptimal, averaging only 30-40%. Saccharum spontaneum, the wild
progenitor of sugarcane, harbors abundant genetic resources for high nitrogen
ef ciency, which remain largely untapped. Notably, the application of intraspeci ¢
hybridization in S. spontaneum for improving nitrogen ef ciency in sugarcane
breeding remains unexplored.

Methods: Against this background, in March 2024, an initial investigation was
conducted at the Sugarcane Research Institute of the Yunnan Academy of
Agricultural Sciences, China, focusing on four S. spontaneum germplasm
materials (YN82, GSM22, GSM12, YN2) and two intraspeci c¢ F1 hybrids (A2, B1),
to explore the mechanisms underlying heterosis in nitrogen use ef ciency in
S. spontaneum.

Results: Physiological assays revealed that the hybrids speci cally enhanced
ammonium (**NH,") uptake capacity but not nitrate uptake. Comparative
transcriptomics and weighted gene co-expression network analysis (WGCNA)
unveiled a systemic transcriptional reprogramming in hybrids. This
reprogramming involved the coordinated downregulation of nitrate assimilation
genes and the rewiring of starch/sucrose metabolism, facilitating carbon skeleton
supply for energetically favorable ammonium assimilation. WGCNA identi ed key
modules signi cantly correlated with ammonium uptake. From these modules,
we pinpointed 14 core candidate genes constituting a multi-layered regulatory
network, encompassing transcription factors (e.g., AP2/EREBP, bHLH, MYB),
nitrogen assimilation enzymes (GAD), carbon metabolism providers (TPP, TPS),
and root development regulators (HCT, CYP84Al).

Discussion: Our work deciphers how intraspeci c hybridization triggers systemic
optimization to improve NUE and provides novel gene resources for breeding
nitrogen-ef cient sugarcane.
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1 Introduction

Sugarcane is an important crop for sugar production and energy
purposes, yet its nitrogen use ef ciency (NUE) has remained
relatively low, ranging from approximately 30% to 40% (Brackin
et al, 2015; Ma et al., 2024). “Nitrogen use ef ciency (NUE)”
typically refers to biomass/yield per unit N. Among these,
nitrogen uptake ef ciency constitutes the primary determinant of
overall nitrogen use ef ciency—the limited capacity of crops to
absorb applied soil nitrogen represents a critical factor contributing
to nitrogen fertilizer loss and suboptimal utilization rates. Excessive
nitrogen application not only increases production costs but also
leads to a series of severe environmental issues, such as water
eutrophication, soil compaction, and greenhouse gas emissions
(Vieira-Megda et al., 2015; Otto et al., 2016; Thorburn et al.,
2017, Wang et al., 2023). Therefore, tapping into and leveraging
the genetic potential of crops for ef cient nitrogen uptake and
utilization, particularly enhancing nitrogen uptake ef ciency,
represents a crucial strategy for achieving sustainable agricultural
development (Anas et al., 2020; Li et al., 2025).

As an important wild progenitor of modern sugarcane cultivars,
S. spontaneum possesses a robust root system, exceptional
resistance to both biotic and abiotic stresses, and extensive genetic
diversity. It is widely regarded as an indispensable genetic reservoir
for sugarcane improvement (Anas et al., 2021; Kiet et al., 2025;
Wang et al., 2025) have shown that the S. spontaneum subgenome
contributes key genes to the high nitrogen ef ciency phenotype of
modern sugarcane. These genes are extensively involved in various
biological pathways, including nitrogen metabolism, carbohydrate
metabolism, photosynthesis, and amino acid metabolism (Anas
et al, 2021; Luo et al, 2023; Kiet et al., 2025). In traditional
breeding, S. spontaneum is commonly utilized as a male parent in
distant hybridization to introduce resistance genes into cultivated
varieties (Srivastava et al., 1994; Deng, 2012). However, the
extensive genetic variation within this species, particularly the
superior alleles associated with nitrogen ef ciency, has yet to be
fully explored and integrated. Notably, intraspeci ¢ hybridization in
rice has been shown to enhance resistance against pests such as the
Sogatella furcifera, Nilaparvata lugens, and Scirpophaga incertulas,
while concurrently conferring heterosis in yield and yield-related
traits (Sreewongchai et al., 2021; Horgan et al., 2024). The
phenomenon of heterosis in intraspeci ¢ hybridization of
Arabidopsis thaliana is also widely documented (Groszmann
et al., 2014; Le et al., 2023). For instance, synchronizing owering
time through overexpression of the origen gene (FT) can more
clearly elucidate the intrinsic heterosis resulting from
heterozygosity (Yamaguchi et al., 2023). This phenomenon is
observed across multiple crops, such as maize (Altaweel and
Asst.Prof, 2021; Schultz et al., 2023), cotton (Li et al., 2022, Li
et al., 2023; Zhang et al., 2023), rapeseed (Ma et al., 2023), and
melon (Dafna et al., 2021). Such intraspeci ¢ hybridization, which
harnesses heterosis by integrating favorable alleles, has been
demonstrated as an effective strategy for improving complex traits
through ef cient genetic improvement. Given the abundance of
genetic variations associated with stress resistance and high
metabolic ef ciency inherent in S. spontaneum, we hypothesize
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that intraspeci ¢ hybridization represents a viable approach to
enhance nitrogen use ef ciency. However, research on germplasm
resources of S. spontaneum and intraspeci ¢ hybridization for
optimizing its nitrogen uptake strategies remains markedly
insuf cient (Liang et al., 2022; Healey et al., 2024; X et al., 2025).
Consequently, this study aims to investigate the potential
contributions of intraspeci ¢ hybridization in S. spontaneum and
its associated composites to high-nitrogen breeding in sugarcane.
By screening and developing germplasm resources with high
nitrogen uptake ef ciency, this research provides novel insights
and material foundations for sustainable sugarcane breeding. sp

Carbon (C) and nitrogen (N) are indispensable core elements
for plant life activities, and the coordination of their metabolic and
transport networks is crucial in determining crop growth and yield
(Coruzzi and Zhou, 2001). Carbon metabolism not only provides
the essential carbon skeletons for nitrogen assimilation but also
supplies energy (e.g., ATP and NADPH) (Chang et al.,, 2025).
Meanwhile, nitrogen is a critical component of photosynthetic
structures such as chloroplasts and Rubisco (Nunes-Nesi et al.,
2010). This tight coupling indicates that any strategy aimed at
improving crop nitrogen use ef ciency (NUE) must account for its
synergy with carbon metabolism rather than treating them as
isolated systems (Lu et al., 2019; Liu et al., 2025), deciphering the
coordinated regulatory networks of carbon and nitrogen
metabolism has become a forefront focus in crop genetic
improvement (Yang et al., 2016; Amoah et al., 2025; Zou et al.,
2025). Interestingly, this synergistic interaction may naturally exist
and operate more ef ciently in certain wild germplasm resources
(Wang et al., 2024). Preliminary observations have revealed that
hybrid progeny within S. spontaneum exhibit heterosis in traits
such as biomass. This raises a key scienti ¢ question: Could the
aggregation of S. spontaneum lineage trigger systematic
transcriptional reprogramming, thereby synergistically optimizing
multiple pathways, including carbon and nitrogen metabolism, to
simultaneously enhance nitrogen absorption ef ciency effectively?

We note that this study is designed as a mechanistic exploration
of intra-speci ¢ hybridization potential. Accordingly, the four S.
spontaneum accessions were selected as parents based on their
contrasting agronomic traits (e.g., maturation period) to provide a
clear phenotypic framework for testing heterosis, rather than to
encompass the full genetic diversity of the species. Thus, this work
serves primarily as a proof-of-concept, providing foundational
insights into this underexplored strategy. Furthermore, to enable
precise phenotyping and mechanistic dissection, the experiment
was conducted under controlled greenhouse/pot conditions at the
seedling stage. While this approach was critical for isolating the
effects of hybridization on nitrogen uptake physiology and gene
expression, the translation of these ndings to eld performance
and yield necessitates future validation through multi-location eld
trials within a breeding pipeline.

We hypothesize that intraspeci ¢ hybridization can
systemically reprogram carbon and nitrogen metabolic networks,
leading to a more ef cient nitrogen acquisition strategy. To
investigate this hypothesis, we developed intraspeci ¢ hybrid F;
progeny from a cross between four S. spontaneum accessions. These
parents were chosen as contrasting phenotypes exhibiting
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signi cant variation (P < 0.05, one-way ANOVA) across multiple
key agronomic traits, including plant height, stalk diameter, and
single-stalk weight. This deliberate selection aimed to maximize the
phenotypic and genetic contrast for this mechanistic study, rather
than to represent the full diversity of the species. Therefore, this
study intends to investigate the formation mechanism of heterosis
resulting from intraspeci ¢ hybridization in S. spontaneum
concerning nitrogen uptake at the transcriptomic level. This study
aimed to: (1) Physiologically characterize the speci city of nitrogen
source uptake in hybrids; (2) Decipher the genome-wide
transcriptional reprogramming induced by hybridization; (3)
Investigate the coordinated changes in carbon and nitrogen
metabolism pathways; and (4) Through weighted gene co-
expression network analysis (WGCNA), core regulatory genes
and networks associated with the observed heterosis in
ammonium uptake were identi ed. Our ndings provide novel
insights into the mechanisms underlying heterosis in nitrogen use
ef ciency. The key genes screened can be directionally optimized
via gene editing techniques to enhance nitrogen ef ciency in
sugarcane cultivars, thereby establishing a valuable genetic
resource repository for molecular breeding.

2 Materials and methods
2.1 Plant materials

This research was initiated in March 2024 at the Sugarcane
Research Institute of the Yunnan Academy of Agricultural Sciences,
located in the Honghe Hani and Yi Autonomous Prefecture,
Yunnan Province, China. Based on phenotypic variation in key
agronomic traits (as discussed in the Introduction section), four S.
spontaneum accessions were selected as parents to maximize
genetic divergence, thereby establishing a foundation for
investigating the mechanisms underlying heterosis. Six sugarcane
materials used in this study were kindly provided by the Sugarcane
Research Institute of Yunnan Academy of Agricultural Sciences
(Table 1). These included four accessions of S. spontaneum (YN82,
GSM22, GSM12, YN2) and two hybrid cultivars (A2, B1).

TABLE 1 Genetic backgrounds of 6 sugarcane materials.

Material Material Material Parental cross
numbers code type (female x male)
1 YN2 Saccharum _
spontaneum
9 YN82 Saccharum _
spontaneum
3 GSM12 Saccharum B
spontaneum
4 GSM22 Saccharum _
spontaneum
5 A2 hybrid YN82 GSM22
6 B1 hybrid YN2 GSM12
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2.2 Planting materials

All materials were cultivated using the pot-growing method.
Fresh soil samples were used as the substrate, which were
thoroughly mixed and sieved through a 2 mm mesh to
remove large soil fauna and plant residues. Each pot was lled
with 10 kg of soil and planted with six buds. Planting
was carried out in mid-March 2024. The experiment comprised
six S. spontaneum accessions. Each accession was arranged
with ve pots constituting one experimental unit. A completely
randomized block design was adopted with three
replicates, resulting in 15 pots per accession and 90 pots in total
for all six accessions. Pots were spaced 0.8 m apart, with each
row and column bordered by the cultivated sugarcane variety
‘YZ05-51" as a control. Field management followed standard
agronomic practices.

The pot served as the basic experimental unit. To ensure
statistical independence, a composite sampling approach was
employed: during the rapid growth stage, one root sample was
randomly collected from each pot within a replicate (i.e., an
experimental unit of ve pots). The ve subsamples were
combined into one composite sample for analysis. Each accession
thus yielded three independent biological replicates (n=3), each
corresponding to a distinct experimental unit. This design
effectively avoids pseudoreplication within pots and allows robust
evaluation of differences among accessions.

2.3 '*N isotope absorption experiments

At the sugarcane seedling stage, around the 5-leaf stage to the
early tillering stage, six uniformly growing plants were selected for
each material (two plants per plot) and randomly divided into two
treatment groups. Each group consisted of three plants as
biological replicates. Each plant was irrigated with 500 mL of
N-labeled ( °NH,4),S0, or K °NO; solution at a concentration
of 11 mmol/L. After 72 hours of treatment, root samples were
collected, thoroughly rinsed with deionized water, and subjected to
enzyme inactivation at 105 C for 30 minutes. The samples were
then dried to a constant weight in an oven at 75 C. The dried
samples were ground and analyzed for 5N atom% excess using an
elemental analyzer-stable isotope ratio mass spectrometer
(EA-IRMS).

2.4 Transcriptome sampling, sequencing,
and data processing

Root maturation zones (1-3 cm from the root tip) were
collected for all six materials (YN82, GSM22, GSM12, YN2, A2,
B1) during the rapid growth stage. For each material, samples from

ve buckets were pooled into a single replicate, with three replicates
set up, resulting in a total of 18 samples. These samples were rapidly
frozen in liquid nitrogen and stored at -80 C.

Total RNA was extracted using TRIzoI® Reagent, with quality
and concentration assessed using the 5300 Bioanalyzer (Agilent)
and ND-2000 (NanoDrop Technologies). All RNA samples met the
library construction criteria (concentration 20 ng/mL, total
quantity >1 mg). Sequencing libraries were prepared by Shanghai
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Majorbio Biopharm Technology Co., Ltd. using the Hlumina®

Stranded mRNA Prep, Ligation kit and sequenced on the
NovaSeq X Plus platform with 150 bp paired-end (PE150) reads.
On average, approximately 44 million high-quality clean reads were
obtained per sample (complete data provided in Supplementary
Table S1).

Raw sequencing data underwent quality control and Itering
using Fastp (v0.23.2). Clean reads were aligned to the sugarcane
reference genome AP85-441(https://sugarcane.gxu.edu.cn/scdb/
genomics/genome/ap85) using HISAT2 (v2.2.1) under default
parameters. Subsequently, reference-guided transcript assembly
was performed using StringTie (v2.2.1), and raw read counts for
each gene were generated for downstream analyzes.

Differential expression analysis was conducted based on the raw
count data using the R package DESeq2 (v3.5.2). Genes with |log2
(fold change)] 1 and a false discovery rate (FDR) < 0.05 were
considered differentially expressed.

Gene Ontology (GO) functional enrichment and Kyoto
Encyclopedia of Genes and Genomes (KEGG) pathway
enrichment analyzes of the identi ed differentially expressed
genes were performed using the R package clusterPro ler (v4.2.2).
A threshold of adjusted P-value (Padjust) < 0.05 was used to de ne
signi cant enrichment, with the top 20 signi cantly enriched
pathways presented.

2.5 Weighted gene co-expression network
analysis

To construct a gene co-expression network, the R package
Weighted Gene Co-expression Network Analysis (WGCNA) was
employed. Genes exhibiting low expression levels (mean FPKM < 1)
or low variability (coef cient of variation < 0.1) across all samples
were excluded prior to analysis. A scale-free topology was achieved
using a soft-thresholding power of b = 12, and co-expression
modules were detected using the dynamic tree cut algorithm.
Module eigengenes (MEs) were correlated with phenotypic traits,
and modules showing |r] > 0.7 and P < 0.05 were identi ed as
signi cantly associated with the traits of interest. Within these key
modules, the top 30 most highly connected genes were selected as
candidate hub genes, and their interaction networks were visualized
using OmicShare.

TABLE 2 Primers used for RT-qPCR.

Gene ID/Internal reference name

Forward primer (5'-3)

10.3389/fpls.2026.1758719

2.6 Weighted RT-gPCR validation

To validate the accuracy of the transcriptome sequencing results,
eight genes were randomly selected from the signi cantly differentially
expressed genes for RT-qPCR validation. Primers were designed using
Primer-NCBI (Table 2), with GAPDH serving as the internal
reference gene (Ling et al, 2014). Ampli cation was performed
using the SYBR® Premix Ex Tag " Il kit on the ABI7500 FAST
system. The reaction conditions were as follows: 95 C for 30 seconds;
95 C for 5 seconds, 60 C for 34 seconds, for a total of 45 cycles. Each
sample was tested in triplicate, and relative expression levels were
calculated using the 2°°°°* method (Livak and Schmittgen, 2001).

2.7 Data analysis

The statistical analysis of the >N isotope absorption experiment
data was performed using R software. The signi cance of differences
in nitrogen absorption characteristics among different materials was
tested using one-way analysis of variance (One-way ANOVA), with
a threshold of P < 0.05 considered statistically signi cant.

3 Results

3.1 Analysis of nitrogen uptake
characteristics in Saccharum spontaneum
parents and their F; progeny

To investigate the effect of intraspeci ¢ hybridization in S.
spontaneum on nitrogen uptake capacity, we evaluated the root
nitrogen uptake characteristics of four S. spontaneum parents
(YN82, GSM22, GSM12, YN2) and their two F; progeny, A2
(YN82  GSM22) and B1 (YN2  GSM12). As shown in
Figure 1, the F, progeny A2 and B1 did not exhibit a signi cant
increase in root atom percent excess of °N-labeled nitrate
compared to the parents. In contrast, the atom percent excess of
®N-labeled ammonium was signi cantly higher in both F; hybrids
than in the parental lines (P < 0.05). These results indicate that
intraspeci ¢ hybridization speci cally enhances the ammonium
nitrogen uptake capacity in the offspring.

Reverse primer (5'-3’)

Sspon.01G0005910-1A TCTGACCTGACTGACGACCC CTGCACCAGGCCTATGAACT
Sspon.01G0008670-1A TGGATCAGAGCGTGGTGTTC GACCCAAAGCCCAGGTTCTT
Sspon.01G0014520-1A ACCTTGTTTCTGGCGTTGGA GTTGGTGAAGAGCTCGGACA
Sspon.01G0036400-3D CGCCCCTGACGATTGTATGT ACCTTCGGAGAGCAAAGAGC
Sspon.01G0042790-2C AGATGCTCGGTCAAAAGGCA TGGTACAAACCTGCCCAGTC
Sspon.02G0000920-1T AGCTTTTCAGCAAGTCCCCA GCGAGACACGTAGCCTTCTT
Sspon.02G0000920-4D GGAACCGTGTCTCTGAGCAA CTGTACCACCGGCATCACTT
Sspon.06G0023550-1B ATCCACGTCAGATGCGAGTC ACCTGCTATCGGCATGTGAG

GAPDH CACGGCCACTGGAAGCA TCCTCAGGGTTCCTGATGCC
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https://sugarcane.gxu.edu.cn/scdb/genomics/genome/ap85
https://sugarcane.gxu.edu.cn/scdb/genomics/genome/ap85
https://doi.org/10.3389/fpls.2026.1758719
https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org

Zhao et al. 10.3389/fpls.2026.1758719
B x“No,
. (*NH,),SO,
10
=X
Z
b
Q
=
m
b3
£
8
<
£ 05
0.0
YNS82 GSM22 GSM12 YN2 A2 Bl
FIGURE 1
Nitrogen uptake kinetics in roots of the six sugarcane materials. Data are presented as mean + SD (n = 3). Statistical signi cance was determined by
one-way ANOVA, and different letters above the bars indicate signi cant differences at P < 0.05.

3.2 Transcriptome sequencing

To elucidate the molecular mechanism of high-ef ciency
nitrogen absorption in the F; generation of S. spontaneum, we
prepared 18 cDNA libraries for RNA-seq analysis. After conducting
rigorous quality control on the sequencing data, we obtained a total
of 45.92 GB of data. The Q30 ratio exceeded 95.33% (95.33%-
96.40%), and the GC content ranged from 52.50% to 55.93%
(Supplementary Table 1).

3.3 Analysis and functional annotation of
DEGs

The principal component analysis (PCA) results reveal a clear
separation of different genotypes at the transcriptome level
(Figure 2A). The rst principal component (PC1) and the second
principal component (PC2) explain 18.98% and 14.76% of the total
variance, respectively, indicating signi cant differences in gene
expression among the genotypes. Further differential expression

log2FC

Transcriptome sequencing analysis. (A) Principal Component Analysis (PCA): Demonstrating the separation of samples based on transcriptome
pro les. (B) Volcano Plot: lllustrating differential gene expression between comparison groups. Each point on the volcano map represents a gene,
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analysis (Figure 2B) identi ed 5,947 differentially expressed genes
(DEGS) in the A2 vs. YN82 comparison, including 3,170 up-
regulated genes and 2,777 down-regulated genes. In the A2 vs.
GSM22 comparison, the number of DEGs increased to 7,566, with
3,651 up-regulated and 3,915 down-regulated genes. Similarly,
7,451 DEGs (3,744 up-regulated and 3,707 down-regulated) and
7,759 DEGs (4,523 up-regulated and 3,236 down-regulated) were
detected in the B1 vs. YN2 and B1 vs. GSM12 comparisons,
respectively. These consistent results demonstrate that the
hybridization process triggered extensive remodeling of gene
expression regulation in the F1 generation.

3.4 Functional enrichment analysis of
differentially expressed genes

To further analyze the functional roles of differentially expressed
genes (DEGs) in the four comparison groups (A2 vs. YN82, A2 vs.
GSM22, B1 vs. YN2, B1 vs. GSM12), this study conducted GO and
KEGG enrichment analyzes for each group. The GO enrichment
analysis revealed that the DEGs in the four comparison groups were
enriched in the categories of biological process (BP), cellular
component (CC), and molecular function (MF) (Figure 3). Among
these, terms such as water transmembrane transporter activity

10.3389/fpls.2026.1758719

(G0:0005372), aquaporin activity (G0O:0015250), and protein
heterotetramerization (G0O:0051290) had the highest number of
enriched genes. This suggests that the hybridization process may
have broadly in uenced the material transport capacity of root cells
and the formation of protein complexes, laying a foundation for
systematic physiological optimization.

KEGG enrichment analysis indicated that the upregulated genes
in the four comparison groups were signi cantly enriched in
pathways such as ribosome (ko03010) and protein processing in
the endoplasmic reticulum (ko04141) (Supplementary Figure 1).
This may indicate a remodeling of basal metabolism in hybrid
offspring. Although these pathways are not directly associated with
nitrogen uptake phenotypes, existing studies suggest that processes
such as ribosome biosynthesis and endoplasmic reticulum protein
processing are closely linked to nitrogen metabolism. Furthermore,
annotation analysis of the downregulated genes (Figure 4) revealed
that the downregulated genes in the A2 vs. YN82 and A2 vs. GSM22
comparison groups were signi cantly enriched in nitrogen
metabolism (ko00910) and starch and sucrose metabolism
(ko00500) (Figures 4A, B). In contrast, the downregulated genes
in the B1 vs. YN2 and B1 vs. GSM12 comparison groups were
signi cantly enriched in the phenylpropanoid biosynthesis pathway
(ko00940) (Figures 4C, D).

GO Term A2_vs_YNB82 A2_vs_GSM22 Bl_vs_YN2 B1_vs_GSM12
Signal Transduction I | | I - up
Localization l . . I . down
Catabolic Process I . I .
Transport I . . -
A Biological Regulation . I - -
= Response to Stimulus . . - -
Cellular Process . . . -
Biosynthetic Process - - - _
Other Biological Process - - - _
Metabotic Process | NNNEEEEEE = I - I
Cell Part ‘ ‘
Ribosome I I I I
@) Macromolecular Complex . . . .
© Organelle - - - -
Membrane _ - - -
Other Cellular Component _ _ _ _
Enzyme Activity ‘ ‘ I
Structural Molecule Activity I I I I
o Catalytic Activity . . .
= Transporter Activity . . . .
Binding Activity - - - -
Other Molecular Function — _ _ _
0 SOIOO IO(I)OO 6 SOIOO IO(I]OO (I) SOIOO IO(I)OO (I) SOIOO 10(I)00
Gene number
FIGURE 3
GO enrichment analysis of differentially expressed genes (DEGs) between the hybrid F; generation and parental lines. Red indicates upregulated
DEGs in the F; generation compared to the parental lines, while blue represents downregulated DEGs.
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FIGURE 4

KEGG pathway enrichment analysis of down-regulated differentially expressed genes (DEGs) in hybrid F; vs parents. (A) A2 vs YN82; (B) A2 vs

GSM22; (C) B1 vs YN2; (D) B1 vs GSM12.

The expression patterns of DEGs in the nitrogen metabolism
pathway (ko00910; Figure 5A) showed that, compared to the parent
lines, key genes related to nitrate absorption and assimilation (e.g.,
NRT and NIA) were generally down-regulated in the F, generation.
This result aligns well with the phenotypic observation that the F;
generation exhibits a stronger capacity for ammonium nitrogen
uptake compared to nitrate nitrogen. However, counterintuitively,
key genes involved in ammonium nitrogen assimilation, such as
glutamine synthetase (GLN) and glutamate dehydrogenase (GDH),
also showed a general down-regulation trend in the F; generation.
This expression pattern cannot directly explain the enhanced
ammonium nitrogen uptake phenotype observed in the progeny.
This coordinated down-regulation suggests a strategic metabolic
reprogramming in hybrids. Resources appear to be shifted away
from the energetically costly nitrate assimilation pathway,
potentially favoring the more energy-ef cient ammonium
utilization route.

As carbon skeletons and energy sources for nitrogen assimilation,
the starch and sucrose metabolism pathway (ko00500) also
underwent signi cant reprogramming in the F; generation
(Figure 5B). Key genes responsible for sucrose synthesis, such as
sucrose-phosphate synthase (SPS5) and sucrose synthase (SUS1),
exhibited strong expression in the parent lines but were generally
downregulated in the F; generation, suggesting a potential reduction
in sucrose synthesis and accumulation. In contrast, several b-
glucosidase (BGLU) genes and hexokinase genes (HXKS5), which
are involved in sugar hydrolysis, maintained or increased
expression levels in certain materials within the F; generation. This
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overall trend of “weakened synthesis and enhanced hydrolysis and
metabolism” likely redirects more carbon ux toward glycolysis,
thereby ef ciently providing the required carbon skeletons and
energy (ATP) for the previously mentioned enhanced ammonium
nitrogen assimilation, re ecting a tight coordination between carbon
and nitrogen metabolism.

The gene expression patterns within the phenylpropanoid
biosynthesis pathway (ko00940; Figure 6) reveal the regulation of
secondary metabolism. Key enzyme genes at the start of the pathway,
such as phenylalanine ammonia-lyase gene PAL and ferulate 5-
hydroxylase CYP84Al, are upregulated in certain F; hybrids,
providing suf cient precursors for downstream metabolism.
However, genes closely associated with lignin synthesis, such as 4-
coumarate-CoA ligase gene 4CL3 and cinnamoyl-CoA reductase
gene CCR1, exhibit variable expression trends in the F, generation.
This pattern suggests that while maintaining the necessary lignin
deposition to support root structure, the hybrid progeny may allocate
more phenylpropanoid ux to non-lignin branches, such as avonoid
biosynthesis. Additionally, the upregulation of multiple peroxidase
genes (PER) further indicates the potential role of this pathway in
enhancing secondary metabolism, balancing root development, and
improving stress defense.

3.5 WGCNA analysis based on **N atomic
percentage excess

To systematically analyze the transcriptional regulatory
network underlying root nitrogen absorption, we incorporated
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HXK

lllustrates the nitrogen metabolism pathway (A) and the starch and sucrose metabolism pathway (B), along with the expression patterns of
differentially expressed genes (DEGs) within these pathways. Blue signi es downregulated expression, red indicates upregulated expression, and the
yellow squares represent the sequence of comparison groups used in the visualization.

transcriptome data from all materials along with phenotypes of

nitrate and ammonium nitrogen absorption into

3.6 Functional annotation of core

a WGCNA  candidate genes

(Figure 7). Sample clustering analysis revealed that all six samples

grouped within their respective clusters without outliers, enabling

further analysis (Figure 7A). Based on a soft thresho
(Figures 7B, C), we identi ed eight gene co-express
signi cantly associated with root nitrogen absorption
E). Among these, four modules (MEyellow, MEviolet,

MElightcyan) showed a highly signi cant correlation with the
markedly enhanced ammonium nitrogen absorption in hybrids

(Ir] > 0.7, P < 0.05) and were recognized as key
subsequent analyzes. Additionally, four modules were
signi cantly associated with nitrate nitrogen, re
relative independence of the regulatory networks

nitrogen sources. This also indirectly con rms the high speci city
of the ammonium nitrogen-related core modules identi ed in

this study.
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To further explore the genes associated with ammonium
nitrogen uptake in roots, we conducted an interaction network
analysis of the top 30 genes with the highest connectivity in four
modules that were signi cantly correlated with °N atom
percentage in root ammonium nitrogen absorption (Figure 8).
Based on gene functional annotation analysis, 14 genes were
identi ed as core candidate genes (Table 3). The results indicate
that the proteins encoded by these genes are highly diverse, forming
a complex regulatory system that is multi-layered and multi-
pathway coordinated. This system primarily consists of the
following components: Several key transcription factor families
(AP2/EREBP, bHLH, and MYB), which serve as top-tier
regulatory hubs within the network; Enzymes directly involved in
nitrogen assimilation and amino acid metabolism (glutamate

Id of b = 12
ion modules
(Figures 7D,
MEsienna3,

modules for
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for the two
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the visualization.

decarboxylase GAD and glutamyl-tRNA synthetase), which are
responsible for nitrogen xation and conversion; Key enzymes in
carbon metabolism pathways (trehalose-6-phosphate phosphatase
TPP, trehalose-6-phosphate synthase TPS and glycogen
phosphorylase GIgC), which provide carbon skeletons and energy
for nitrogen metabolism; Critical enzymes in the phenylpropanoid
biosynthesis pathway (hydroxycinnamoy! transferase HCT, ferulate
5-hydroxylase CYP84A1l, and aldehyde dehydrogenase REF1),
which are closely associated with root development and structural
reinforcement. This study highlights the intricate and cooperative
regulatory network underlying ammonium nitrogen uptake and
related metabolic processes in roots.
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lllustrates the phenylpropanoid biosynthesis metabolic pathway and the expression patterns of differentially expressed genes (DEGs) within it. Blue
indicates downregulated expression, red indicates upregulated expression, and yellow squares represent the sequence of comparison groups used in

3.7 RT-gPCR validation

To validate the reliability of the transcriptome results, eight
genes were randomly selected for RT-gPCR analysis (Figure 9).
These genes include Sspon.01G0005910-1A, Sspon.01G0008670-1A,
Sspon.01G0014520-1A, Sspon.01G0036400-3D, Sspon.01G0042790-
2C, Sspon.02G0000920-1T, Sspon.02G0000920-4D, and
Sspon.06G0023550-1B. The results demonstrated that the relative
expression trends measured by RT-gPCR were largely consistent
with the transcriptome sequencing data (FPKM values) for most
genes, thereby con rming the overall accuracy of our transcriptome
dataset. Notably, any instances of quantitative discrepancy (e.g., for
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gene Sspon.01G0036400-3D) highlight the importance of such
orthogonal validation and may re ect the technical differences
between the two methods.

4 Discussion

4.1 Speci ¢ enhancement of ammonium
uptake: an energetically favorable
phenotype

This study presents clear physiological evidence that
intraspeci ¢ hybridization in S. spontaneum speci cally and
signi cantly enhances root ammonium ( °NH,") uptake capacity,
without a corresponding increase in nitrate ( °NO; ) uptake
(Figure 1). This distinct phenotypic trait aligns with the
classi cation of sugarcane as an “ammonium-preferring” crop
and can be primarily attributed to energy economy (Chen et al.,
2024; Zhan et al., 2025). Ammonium assimilation requires
substantially less ATP than nitrate reduction and assimilation—a
well-documented metabolic constraint in plants (Liu et al., 2017,
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Hou et al., 2021; The et al., 2021). Therefore, the hybrid’s enhanced
preference for ammonium re ects a more ef cient nitrogen
acquisition strategy, likely improving resource allocation when
metabolic energy is limited (Nacry et al., 2013; Chen et al., 2020;
Amoah et al., 2025). This physiological adaptation is further
supported at the molecular level: WGCNA revealed that gene
modules most strongly associated with high ammonium uptake
were enriched in pathways related to energy production and protein
synthesis, such as oxidative phosphorylation and ribosome
biogenesis. Existing studies have indicated that ribosomal-
associated pathways, although not directly linked to nitrogen
uptake phenotypes, maintain a close relationship with these traits.
As the site of protein synthesis, ribosomes have functions that are
directly connected to cellular nitrogen metabolism, with nitrogen
serving as a fundamental constituent of macromolecules such as
proteins and nucleic acids (Fan et al., 2024). For instance, in
cyanobacteria subjected to prolonged phosphate starvation,
nitrogen metabolism and ribosome biogenesis are among the
most signi cantly altered pathways; phosphate starvation leads to
an increase in ribosomal quantity but a decrease in their activity,
thereby impairing protein synthesis and indirectly affecting
nitrogen assimilation and utilization (Wei et al., 2023). In studies
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FIGURE 8

Depicts the interaction network of hub genes within key modules: (A) MEyellow module, (B) MEviolet module, (C) MElightcyan module, and (D)
MEsienna3 module. Red indicates the core candidate genes, while purple represents the top 30 genes ranked by KME within each module.

on nitrite-oxidizing bacteria (NOB), a side-stream free ammonia
treatment system was established to simulate NOB inhibition. It was
found that dysregulated ribosome biogenesis contributes to NOB
suppression, which in turn promotes nitrite accumulation—
highlighting ribosomal regulation as a key factor in the nitrogen
cycle (Xiong et al., 2023). In wheat, nitrogen treatment alters gene
expression and protein levels associated with protein synthesis and
protein body development, indicating that ribosomes and the
endoplasmic reticulum play central roles in the ef cient
utilization of nitrogen for protein synthesis (Yu et al., 2017).
These ndings indicate that the hybrid state is systemically
optimized to support the energetic and biosynthetic demands of
preferential ammonium utilization (Chen et al., 2020; Fu
et al., 2023).

4.2 Systemic transcriptional
reprogramming underpins metabolic co-
optimization

The observed phenotypic advantage is not attributable to a
single gene but emerges from a genome-wide transcriptional
reprogramming that orchestrates a synergistic recon guration of
interconnected primary and secondary metabolic networks (Liu
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etal., 2017; Chen et al., 2020; Pelissier et al., 2024; Khan et al., 2025).
This nding reinforces the prevailing concept that complex
agronomic traits like nitrogen use ef ciency (NUE) are systems-
level properties, arising from the integrated operation of multiple
pathways rather than isolated genetic effects. Our transcriptomic
analysis captures this integration. In the hybrids, a coordinated
downregulation was observed across the nitrogen metabolism
pathway (ko00910), encompassing genes for nitrate transport
(NRT), nitrate reduction (NIA), and core ammonium assimilation
enzymes like glutamine synthetase (GLN) (Figure 5A). We interpret
this broad pattern not as a suppression but as a signature of strategic
metabolic streamlining, potentially reducing ux through less
favored or redundant pathways to increase overall ef ciency (Yan
et al., 2023; Wu et al., 2024).

Concurrently, a profound and complementary rewiring of
carbon metabolism was evident. Within the starch and sucrose
metabolism pathway (ko00500), genes associated with sucrose
synthesis and storage (e.g., SPS5, SUS1) were downregulated,
whereas those facilitating sugar hydrolysis and glycolytic entry
(e.g., BGLU, HXK) were upregulated (Figure 5B). This “shift from
storage to mobilization” likely channels carbon ux toward
glycolysis and the TCA cycle, ensuring a ready supply of essential
carbon skeletons (e.g., 2-oxoglutarate) and ATP for the GS/GOGAT
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