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Abstract

Peanut shell plays key roles in protecting the seed from diseases and pest infestation but also
in the processing of peanut and is an important byproduct of peanut production. Most studies
on peanut shell have focused on the utilization of its chemical applications, but the genetic
basis of shell-related traits is largely unknown. A panel of 320 peanut (Arachis hypogaea)
accessions including var. hypogaea, var. vulgaris, var. fastigiata and var. hirsuta was used to
study the genetic basis of two physical and five microstructure-related traits in peanut shell.
Significant phenotypic differences were revealed among the accessions of var. hypogaea,
var. hirsuta, var. vulgaris and var. fastigiata for mechanical strength, thickness, three scleren-
chymatous layer projections and main cell shape of the sclerenchymatous layer. We identified
10 significant single nucleotide polymorphisms (SNPs) through genome-wide association
study (P < 5.0 × 10−6) combining the shell-related traits and high-quality SNPs. In total,
192 genes were located in physical proximity to the significantly associated SNPs, and 11 can-
didate genes were predicted related to their potential contribution to the development and
structure of the peanut shell. All SNPs were detected on the B genome demonstrating the
biased contribution of the B genome for the phenotypical make-up of peanut. Exploring
the newly identified candidate genes will provide insight into the molecular pathways that
regulate peanut shell-related traits and provide valuable information for molecular marker-
assisted breeding of an improved peanut shell.

Introduction

Peanut (Arachis hypogaea) has high nutritional value and is an important oil and economic
crop. China has a large peanut planting area and is one of the world’s major peanut producing
countries (Liang et al., 2020). Peanut shell is an abundant agricultural byproduct in peanut
production, accounting for about 30% of the total pod weight (Perea-Moreno et al., 2018),
and has important roles in the defence against diseases and insect pests during underground
growth and later storage (Wee et al., 2007). Peanut shell is rich in biopolymers such as cellu-
lose, lignin and protein, as well as minerals and bioactive substances (Rico et al., 2018;
Adhikari et al., 2019). Until now, studies on peanut shells have focused mainly on industrial
applications, but studies on the genetic basis of shell-related traits are rare.

Plant organ growth and development involves a series of complex biological processes.
Coordination of cell proliferation, differentiation and expansion is essential for the establish-
ment of plant organs. The pattern of these biological processes has an important influence on
the morphological characteristics of the mature organs (Harashima and Schnittger, 2010;
Bundy et al., 2012). Although environmental factors affect organ development, genetic control
plays a key role in limiting the characteristics of mature organs (Hepworth and Lenhard,
2014). Various metabolic pathways involving genes that are regulated by transcription factors
are necessary for cell growth and organ formation (Ma et al., 2017). Cell walls are central in
limiting plant cell growth, and enzymes involved in cell wall synthesis, such as cellulose syn-
thase, play important roles in cell wall formation and remodelling (Arioli et al., 1998; Wang
et al., 2018). Plant growth and development also are regulated by phytohormones (Pacifici
et al., 2015).

Mechanical or supporting tissue, which plays a major role in supporting and protecting
plants, can be divided into the living collenchyma and the sclerenchyma, which can be
found in the endocarp of mature peanut pods (Bercu et al., 2011; Patil et al., 2012).
Sclerenchyma has a uniformly thickened secondary cell wall that originates from primary tis-
sue, and the lignified secondary walls provide mechanical strength (Esau, 1960; Vallet et al.,
1996). The secondary cell wall is located between the plasma membrane and primary cell
wall, and its principal components are cellulose, hemicellulose and lignin (Zhong and Ye,
2009). Cellulose and hemicellulose cross-link to form the main network in secondary cell
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walls, and lignin is impregnated to enhance mechanical strength
and provide hydrophobicity (Reiter, 2002). Cellulose, an import-
ant structural component in both primary and secondary cell
walls, is synthesized by the polymerization of β-1,4-glucan cata-
lysed by a series of enzymes. Cellulose is the most widely distrib-
uted and abundant polysaccharide in nature, and has a very high
application value as an important renewable energy material (Liu
et al., 2012). Lignin is a complex phenolic polymer with abundant
distribution in plant secondary cell walls. Lignin is assembled
mainly by the polymerization of alcohol monomers, including
p-coumaryl alcohol, coniferyl alcohol and sinapyl alcohol, that
are synthesized in the cytosol by the phenylpropanoid pathway;
however, the process by which alcohol monomers are transported
from the cytosol to the cell wall remains unknown (Alejandro
et al., 2012; Yi Chou et al., 2018). Previous studies have confirmed
that lignin biosynthesis changes when plants are resistant to biotic
or abiotic stresses. A significant increase in lignin accumulation
was observed in cultured Cupressus lusitanica cells on the fifth
day of fungal and mechanical stresses (Alwis et al., 2014). In
maize, analysis of the drought tolerance of different inbred lines
showed that leaf lignin content could be used as an evaluation
index of drought tolerance (Hu et al., 2009). Cellulose and lignin
biosynthesis require high synergism among different parts of the
cells and various enzymes. Gene expression regulates lignin and
cellulose synthesis in sclerenchyma and thus affects the physico-
chemical properties of plant organs (Wu et al., 2017). Lignin
was shown to have a significant effect on the mechanical strength
of inflorescence stems in herbaceous peony (Zhao et al., 2012).

The peanut shell is part of the pod and is an effective protec-
tion barrier of the seed. Shell traits can influence the genetic
expression of seed characteristics, such as seed size and duration
of filling period (de Godoy and Norden, 1981). Peanut shell has
developed sclerenchymatous supporting tissue that forms the
skeleton structure of the shell. One ring of a sclerenchymatous
layer with vertical Y-shaped projections is present in cross-
sections of peanut shells, and vascular bundles are usually
found in the grooves formed by the distal bifurcation of the
Y-shaped projections. The Y-shaped projections are also import-
ant for the formation of the reticulate exterior surface of peanut
shell (Halliburton et al., 1975). Mechanical strength and thickness
are important physical characters of peanut shell that are closely
related to the handling and processing of peanut, and to resistance
against diseases and pests. A positive correlation has been found
between peanut shell thickness and pod size (Patil, 1972; de
Godoy and Norden, 1981). Many studies have focused on the
regulation mechanisms of agronomic traits such as yield and
seed quality of peanut, but there is still a lack of information
about the regulation of the physical and microstructural charac-
teristics of peanut shell at the molecular level.

The rapid development of next-generation sequencing tech-
nologies has promoted the application of genome-wide associ-
ation studies (GWAS) to map a large number of phenotypic
traits across all species including various crop plants. In rice, an
association panel with 423 accessions was used in a GWAS of
peduncle vascular bundle-related traits and six candidate genes,
including one cloned gene (NAL1), were identified (Zhai et al.,
2018). The genetic basis of 14 agronomic traits in rice was also
uncovered by GWAS, and some of the identified peak signals
were close to previously identified genes (Huang et al., 2010).
In maize, the genetic architecture of husk-related traits and resist-
ance to head smut have been preliminarily dissected by GWAS
(Wang et al., 2012; Cui et al., 2016). In spring wheat, marker-trait

associations significantly associated with the plant growth stage
and yield components were identified by GWAS (Turuspekov
et al., 2017). Also, the genetic architecture of agronomic traits
and disease resistances has been dissected in peanut by GWAS.
A panel with 192 peanut accessions was used to determine the
genetic basis of seven peanut yield-related traits by GWAS, and
a gene (arahy.RI9HIF) influencing yield was identified. This is
supported by a homolog of arahy.RI9HIF identified in rice,
which encodes a protein that is involved in rice yield (Wang
et al., 2019). In another study, genetic factors for 11 agronomic
traits of peanut have been dissected by GWAS and candidate
genes were predicted (Zhang et al., 2017). Quantitative trait loci
(QTLs) and candidate genes associated with leaf spot resistance
in peanut have been identified by GWAS analysis (Zhang et al.,
2020a).

In the present study, a panel of 320 peanut accessions with
extensive genetic diversity was used in the GWAS analysis of two
physical (mechanical strength and thickness) and five microstruc-
tural characteristics of peanut shell (Y-DBN, Y-PNBN, NYPN,
SLCS and VBN), whereas Y-DBN is the number of Y-shaped distal
bifurcations, Y-PNBN is the number of Y-shaped proximal ends
with no bifurcations, NYPN is the number of non-Y-shaped pro-
jections, SLCS is the main cell shape of the sclerenchymatous
layer excluding projections, and VBN is the number of vascular
bundles. The panel was selected from more than 2000 worldwide
germplasm resources stored in the Peanut Research Department
of the Henan Academy of Crops Molecular Breeding
(Zhengzhou, China). We used tunable genotyping-by-sequencing
and selected from primarily 37,128 single nucleotide polymorph-
isms (SNPs) 10,004 high-quality SNPs (Zheng et al., 2018) with
minor allele frequency (MAF) of ⩾0.05. Here, we report the asso-
ciation mapping results related to the peanut shell traits and discuss
the relevance of the resulting candidate genes.

Materials and methods

Plant material

A panel of 320 peanut accessions was used in this study, including
100 landraces and 133 breeding lines from China, and 87 acces-
sions from the US mini-core collection (Belamkar et al., 2011).
The panel comprised four botanical varieties, including 150 var.
hypogaea, 104 var. vulgaris, 32 var. fastigiata, 20 var. hirsuta
and 14 irregular type accessions (Supplementary Table S1).
Detailed information about the 320 peanut accessions is provided
in a previous study (Zheng et al., 2018).

Phenotyping

All the accessions were planted at two different locations (Shangqiu
and Zhengzhou) in Henan Province, China in May 2018. Each
accession was sown with 20 seeds in a 3m-long and 0.4 m-wide
single row plot with two replications using a randomized block
design. The fields were managed according to local practices.

Observation and statistical analysis of the microstructure-related
traits were conducted only in Shangqiu. Pods with consistent size
were selected from each accession about 30 days after flowering.
The part of the pod posterior chamber with the largest diameter was
preserved in 70% formalin-acetic-alcohol fixative solution. After
stainingwith SafranineO/Fast Green, themicrostructure-related traits
of peanut shell were captured using a Leika DM2500 microscope.
Because the Y-shaped projections of the sclerenchymatous layer are
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sometimes not completely realized and the function of the distal and
proximal ends of the Y-shaped projections in formatting the reticulate
exterior surface of peanut shellmay follow different purposes, we eval-
uated the distal and proximal ends separately; the microstructure-
related traits included a number of Y-shaped distal bifurcations
(Y-DBN), number of Y-shaped proximal ends with no bifurcations
(Y-PNBN), number of non-Y-shaped projections (NYPN), main
cell shape of the sclerenchymatous layer (SLCS) excluding projections
(not elongated (indicated by 1), half elongated (indicated by 1.5) or
elongated (indicated by 2)) and the number of vascular bundles
(VBN) (Fig. 1).

Ten mature and dried pods of similar size were collected from
each accession for each replication in the two environments to meas-
ure the two physical characteristics of the peanut shell. Mechanical
strength was measured by mechanical compression of the pod pos-
terior chamber with an EZ-test texture analyser, Shimadzu (Tokyo,
Japan). The loading speed of the mobile probe was set at 1mm/s,
and the compression distance was set at 2–4mm according to the
pod size and plumpness. The maximum force during this process
was recorded and used for subsequent analysis (Ionescu et al.,
2016). Shell thickness was measured of the pod posterior chamber
using a digital caliper (Terma CDA100). The average value of the
traits of each accession was used for the GWAS analysis. The pheno-
typic data were analysed using GraphPad Prism 7 and SPSS Statistics
25 (Lazareno, 1994; Field, 2013).

Genotyping

Detailed information about DNA extraction, library preparation
and resequencing are described in a previous study (Zheng
et al., 2018). Because the genome of the tetraploid cultivated pea-
nut has not been published at that time, the genomes of two dip-
loid peanut progenitors, A. duranensis and A. ipaensis
(Aradu_v1.0.fa and Araip_v1.0.fa), were artificially combined to
form a reference genome for sequence alignments with the
GSNAP aligner. We used tunable genotyping-by-sequencing
(Ott et al., 2017) and identified 37,128 SNPs of which 10,004
high-quality SNPs with missing rate ⩽30% and MAF of ⩾0.05
were selected for GWAS.

Genome-wide association analysis and identification of
candidate genes

GWAS was performed on all seven trait values of the 320 peanut
accessions using the mixed linear model K + Q approach in

TASSEL 5.2.13 (Bradbury et al., 2007). In the K + Q approach,
the genetic marker-based kinship matrix (K) is combined with
population structure (Q) to avoid false-positive associations. In
the present study, the Bonferroni test criterion with a significance
level of 0.05 was used as the significance threshold, and a P value
of 5.0 × 10−6 was obtained by calculating 0.05/n (n = 10,004).
Manhattan and Q-Q plots were drawn using the R package
(Turner, 2018). We used the 400 kb genomic regions on each
side of SNPs that were significantly associated with the peanut
shell traits as the candidate genome regions. All significant
SNPs were located on the B genome, and candidate genes were
identified by mapping the selected genomic regions to the gen-
ome sequence of the diploid progenitor peanut, Arachis ipaensis
(https://peanutbase.org/data/public/Arachis_ipaensis/).

Results

Phenotypic variation and correlation

Extensive variation for all traits was observed among the 320 pea-
nut accessions (Supplementary Table S1 and Table S2). The
mechanical strength and thickness in the two environments
showed continuous variation, but only the mechanical strength
in Zhengzhou and thickness in both environments showed
normal distribution. Mechanical strength in Shangqiu, the
sclerenchymatous layer projection-related traits (Y-DBN,
Y-PNBN, NYPN), and VBN were skewed to the right (Fig. 2).
The SLCS of most of the accessions were not elongated
(Supplementary Fig. S1(a)). Phenotype pairwise correlations
between the traits revealed large differences. The mechanical
strength and thickness were positively correlated in Shangqiu
and Zhengzhou (r = 0.64 and 0.62). Y-DBN and Y-PNBN also
were positively correlated (r = 0.64). The other traits showed
weak or no correlation (Supplementary Fig. S2).

The association panel comprised four botanical varieties (var.
hypogaea, var. hirsuta, var. vulgaris and var. fastigiata) and some
irregular type accessions (Zheng et al., 2018). To investigate the
effect of population structure on the seven shell-related traits,
phenotypic variation of the four botanical varieties was analysed.
Significant differences in mechanical strength in Shangqiu were
observed among the four varieties, and var. vulgaris had higher
mean values than the other three varieties. However, no signifi-
cant difference in mechanical strength in Zhengzhou was
observed among the four varieties. Var. fastigiata showed signifi-
cantly higher mean values for thickness than the other three

Fig. 1. Cross-section of representative peanut shell showing shell microstructure-related traits. Y, Y-shaped projection; Y-DB, Y-shaped distal bifurcation; Y-PNB,
Y-shaped proximal end with no bifurcation; VB, vascular bundle; NYP, non-Y-shaped projection; SL, sclerenchymatous layer.
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varieties in both environments. The three sclerenchymatous layer
projection-related traits (Y-DBN, Y-PNBN, NYPN) also showed
highly significant differences among the four varieties
(Supplementary Fig. S3). Y-DBN and NYPN showed significant
higher values in var. fastigiata, followed by var. vulgaris, var.
hypogaea and var. hirsuta with the lowest values. Similarly,
Y-PNBN showed significant higher values in var. fastigiata than
the other three varieties. The SLCS were significantly stronger
elongated in the var. fastigiata and var. vulgaris than var. hypo-
gaea (Supplementary Fig. S1(b)–(e)). No significant differences
were observed for VBN among the four botanical varieties
(Fig. 3).

Genome-wide association study and SNP detection

A total of 10 significant SNPs were detected, of which one was
associated with mechanical strength in Zhengzhou, one with
Y-DBN, seven with NYPN and one with SLCS. No SNP signifi-
cantly associated with thickness, Y-PNBN or VBN was observed.
All 10 SNPs were located on the A. ipaensis B genome (Fig. 4;
Supplementary Fig. S4). The SNP associated with mechanical
strength in Zhengzhou was located on B08 and explained 12.5%
of the phenotypic variation. The SNP for Y-DBN was located
on B07 and explained 11.6% of the phenotypic variation.
Among the seven SNPs detected for NYPN, six were located on
B09 and explained 8.6–15.8% of the phenotypic variation, and
one was located on B02 and explained 10.1% of the phenotypic
variation. The one SNP for SLCS was detected on B08 and
explained 14.2% of the phenotypic variation (Table 1).

Candidate gene analysis

We defined a 400 kb genomic region of the A. ipaensis genome on
each side of the significant SNPs and identified a total of 192
annotated genes; six were associated with mechanical strength,
14 with Y-DBN, 116 with NYPN and 56 were associated with
SLCS (Supplementary Table S3). We further investigated the

annotations to identify candidate genes with known functional
relation to the underlying trait of the association and close prox-
imity to the peak SNP.

For mechanical strength at Zhengzhou, the peak SNP
B08-37288956 was about 124 kb away from Araip.PJ60P, which
encodes a subtilisin-like serine protease 2. Subtilisin-like serine
proteases were found to be present in components of the vascular
bundle by in situ hybridization (Golldack et al., 2010). For
Y-DBN, the peak SNP B07-65047551 was located 345 kb away
from Araip.FG7C9, which encodes an amino acid permease that
is involved in the xylogenesis in poplar (Couturier et al., 2010),
and 183 kb away from Araip.G84LS, which encodes a sugar trans-
porter that plays an important role in plant defence (Yamada
et al., 2016). For NYPN, 18 genes including Araip.F83CP which
encodes a pyruvate kinase family protein were identified in the
candidate region centred on the peak SNP B09-105682199.
Pyruvate kinases play key roles in the glycolytic pathway and
in fatty acid biosynthesis (Ambasht and Kayastha, 2002).
Araip.J3D1X, which was located 137 kb away from SNP
B09-72638166, encodes 6-phosphofructo-2-kinase/fructose-2,
which is related to sucrose synthesis in leaves and to glycolysis
(Furumoto et al., 2001). A total of 62 candidate genes were iden-
tified in the candidate region centred on peak SNP B02-4772223
for NYPN. Among them, Araip.VH6HT, which was located about
55 kb away from SNP B02-4772223, encodes an MYB transcrip-
tion factor. The MYB transcription factor family is one of the lar-
gest transcription factor families in plants and is closely related to
lignin biosynthesis in secondary walls (Zhao et al., 2019). Another
gene, Araip.HWR4Z, which was located 120 kb away from SNP
B02-4772223, encodes a bHLH13-like transcription factor. The
bHLH transcription factors play regulatory roles in plant develop-
ment and regulate genes involved in cell wall modification and
lignin synthesis (Yan et al., 2013). Araip.Z6UY4, which also was
located in the candidate region centred on SNP B02-4772223,
encodes a laccase that is involved in lignin biosynthesis (Lichao
et al., 2020). For SLCS, Araip.3H9YN, which encodes brassinos-
teroid signalling positive regulator (BZR1) family protein, was

Fig. 2. Frequency distribution of peanut shell-related traits. Y-PNBN, number of Y-shaped proximal ends with no bifurcations; NYPN, number of non-Y-shaped pro-
jections; Y-DBN, number of Y-shaped distal bifurcations; VBN, number of vascular bundles. Shangqiu and Zhengzhou are the two trial locations.
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located 137 kb away from the peak SNP B08-125626766.
Brassinosteroid signalling plays a key role in plant growth, and
brassinosteroid is related to the formation of cell walls in plants
(Sun et al., 2015). Another gene, Araip.67S5I, which was located
337 kb away from SNP B08-125626766, encodes a cytochrome
P450 superfamily protein. The cytochrome P450 superfamily is
the largest enzymatic protein family in plants, and its members
are involved in many complex metabolic pathways and regulate
various important cellular processes that affect plant growth
and development (Jun et al., 2015). Araip.C9SN6, which was
located 394 kb away from SNP B08-125626766, encodes transla-
tion elongation factor EF1B, which was reported to be involved
in cell wall biosynthesis in Arabidopsis (Hossain et al., 2012)
(Table 2).

Discussion

Peanut shell is an important part of the pod that develops from the
ovary wall and can be divided into exocarp, endocarp and meso-
carp. The characteristics of peanut shells are important in handling,

processing, resistance to pests and diseases, but also affect some
seed traits (de Godoy and Norden, 1981). Despite the versatile
importance of the peanut shell, most studies on peanut shell
have focused on industrial utilization to reduce the waste of
resources and prevent environmental pollution (Sareena et al.,
2012; Raj et al., 2019). The genetic basis and molecular pathways
underlying the characteristics of shell morphology and cellular
structure are still largely unknown. In the present study, a diverse
panel comprising four botanical varieties and some irregular type
accessions was used to explore the natural variation of two physical
and five microstructural characteristics of peanut shell. Significantly
associated SNP loci were detected by GWAS analysis and candidate
genes with functional relation to the peanut shell proposed.

Phenotypic correlation and the effect of population structure
on phenotypes

The seven shell traits showed wide variation among the acces-
sions in the association panel. Among them, mechanical
strength and thickness were highly positively correlated, which

Fig. 3. Boxplot of shell-related traits in four botanical varieties of peanut. Analysis of variance (ANOVA) was applied to examine the differences of traits among the
botanical varieties. Different letters (a, b and c) indicate significant difference at P⩽ 0.05 (Tukey-HSD). Red and green colours indicate Shangqiu and Zhengzhou,
respectively. a: mechanical strength; b: thickness; c: Y-DBN, number of Y-shaped distal bifurcations; d: Y-PNBN, number of Y-shaped proximal ends with no bifurca-
tions; e: NYPN, number of non-Y-shaped projections; f: VBN, number of vascular bundles.
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indicates that the shell thickness had a significant influence on
the shell’s load capacity. Y-DBN and Y-PNBN were also highly,
positively correlated because they are both parts of the Y-shaped
projections, but sometimes they do not occur together. Some
vascular bundles were located in the open groove formed by
the Y-shaped distal bifurcation (Supplementary Fig. S5). The
Y-shaped projections are extensions of the sclerenchymatous
layer and are related to the reticulate exterior surface of the

peanut shell (Halliburton et al., 1975). Vascular bundles also
may be crucial in formatting the reticular surface. In this
study, mechanical strength showed a weak correlation with the
microstructure-related traits, which may be due to the complex-
ity of mechanical strength, which may also be related to other
more factors such as pod plumpness and shape. Further studies
are needed for a better understanding of the mechanical strength
of the peanut shell.

Fig. 4. Manhattan and Q-Q plots of peanut shell-related traits. Mechanical strength at Zhengzhou (MS (ZZ)), number of Y-shaped distal bifurcations (Y-DBN), num-
ber of non-Y-shaped projections (NYPN) and main cell shape of sclerenchymatous layer (SLCS). The dotted black line indicates the genome-wide significance
threshold: −log10 (P value) = 5.3.
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The peanut shell thickness is a complex trait and may be inter-
acting with other characters. Peanut shell thickness is positively
correlated with pod size, while pod size is negatively correlated
with shelling percentage (Patil, 1972; de Godoy and Norden,
1981). Therefore, only limited success can be achieved in selecting
large pods with higher shelling percentage. At present, there are
only a few studies on the correlation between shell thickness
and shelling resistance in peanut, but it has been reported in
other nuts. Peanuts with large kernels have an undesirable shel-
ling percentage due to thicker shells (Patil, 1972). The rupture
force increased linearly by increasing shell thickness in hazelnut
and walnut (Koyuncu et al., 2004; Kacal and Koyuncu, 2017).
However, the breakage resistance was not significantly affected
by shell thickness in cocoa pod (Maduako and Faborode, 1994).

Cultivated peanuts can be divided into two subspecies and six
botanical varieties (Krapovickas and Gregor, 1994). The association

panel used in the present study can be divided into four botanical
varieties and the diversity analysis indicated that the population
structure of the panel affected the shell-related traits. Mechanical
strength of accessions planted in Shangqiu, thickness in the two
environments, three sclerenchymatous layer projection-related
traits (Y-DBN, Y-PNBN, NYPN) and SLCS showed significant dif-
ferences among the four botanical varieties (var. hypogaea, var. hir-
suta, var. vulgaris and var. fastigiata). Accessions of the var.
fastigiata significantly deviated for thickness at both trial locations,
Y-DBN, Y-PNBN, NYPN and SLCS from the other varieties. The
var. fastigiata is a botanical type in subsp. fastigiata, which has pods
that usually contain three to four seeds; the seeds are sweeter than
those of other types, and var. fastigiata has higher quality and bet-
ter resistance to leaf spot than other botanical varieties
(Subrahmanyam et al., 1989; Mannivannan et al., 2007).
Additionally to these favourable agronomic traits, the observed

Table 1. SNPs significantly associated with four traits identified by GWAS

Traita Environment Chr SNP location (bp) Alleleb P R2 (%)c

MS ZZ ARAIP.B08 B08_37288956 A/G 7.07 × 10−8 12.5

Y-DBN SQ ARAIP.B07 B07_65047551 C/A 1.21 × 10−7 11.6

NYPN SQ ARAIP.B02 B02_4772223 C/T 2.10 × 10−6 10.1

NYPN SQ ARAIP.B09 B09_44845009 C/T 4.21 × 10−6 8.6

NYPN SQ ARAIP.B09 B09_56872263 G/A 4.58 × 10−6 9.5

NYPN SQ ARAIP.B09 B09_72638166 G/A 1.87 × 10−7 13.1

NYPN SQ ARAIP.B09 B09_83285193 G/A 1.74 × 10−9 15.8

NYPN SQ ARAIP.B09 B09_86521541 C/A 1.62 × 10−6 9.2

NYPN SQ ARAIP.B09 B09_105682199 T/A 3.37 × 10−6 10.4

SLCS SQ ARAIP.B08 B08_125626766 C/T 2.85 × 10−7 14.2

aMS, mechanical strength; Y-DBN, number of Y-shaped distal bifurcation; NYPN, number of non-Y-shaped projection; SLCS, main cell shape of sclerenchymatous layer; ZZ, Zhengzhou; SQ,
Shangqiu.
bMajor/minor allele.
cPhenotypic variance explained.

Table 2. SNPs and candidate genes significantly associated with peanut shell-related traits

Traita SNP location (bp)
Candidate
genes Distance to SNP (kb) Functional annotation

MS B08-37288956 Araip.PJ60P 124 (37,163,904–37,164,629) Subtilisin-like serine protease 2

Y-DBN B07-65047551 Araip.G84LS 183 (65,230,513–65,231,938) Sugar transporter 1

Araip.FG7C9 345 (64,700,309–64,702,511) Amino acid permease

NYPN B09-105682199 Araip.F83CP 0 (105,679,985–105,685,678) Pyruvate kinase family protein

B09-72638166 Araip.J3D1X 137 (72,498,597–72,500,898) 6-phosphofructo-2-kinase/fructose-2

B02-4772223 Araip.VH6HT 55 (4,826,767–4,828,000) myb transcription factor

Araip.HWR4Z 120 (4,649,893–4,651,764) Transcription factor bHLH13-like

Araip.Z6UY4 146 (4,786,806–4,789,819) Laccase 6

SLCS B08-125626766 Araip.3H9YN 137 (125,763,619–125,764,263) Brassinosteroid signalling positive regulator (BZR1)
family protein

Araip.67S5I 337 (125,245,790–125,249,298) Cytochrome P450 superfamily protein

Araip.C9SN6 394 (126,020,683–126,023,752) Translation elongation factor EF1B

aMS, mechanical strength; Y-DBN, number of Y-shaped distal bifurcation; NYPN, number of non-Y-shaped projection; SLCS, main cell shape of sclerenchymatous layer.
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structural differences may pioneer breeding using var. fastigiata
accessions as a plant genetic resource for the improvement of
shell characteristics of the cultivated peanut.

Significant SNPs and candidate genes for peanut shell-related
traits

Plant organ formation involves many biological processes, includ-
ing cell proliferation, differentiation and expansion, and a diverse
range of genes associated with regulatory processes or pathways
(Harashima and Schnittger, 2010; Ma et al., 2017; Peng et al.,
2017). GWAS analysis can help to reveal the genetic basis of com-
plex trait variations and has been widely used in genetic studies of
crop traits. In the present study, 10 significant SNPs were detected
along with candidate genes for four of the traits (mechanical
strength, Y-DBN, NYPN and SLCS). All 10 significant SNPs
were only detected on the B genome, which may be caused by
the differences between the A and B genomes. Cultivated peanut
is an allotetraploid (AABB; 2n = 4x = 40), which was probably
derived from a single recent hybridization of two diploid progeni-
tors (Bertioli et al., 2016). Molecular evidence indicates that
Arachis duranensis and Arachis ipaensis are the two most likely
progenitors that donated the A and B subgenomes, respectively
(Moretzsohn et al., 2013). The cultivated peanut subgenomes
have evolved asymmetrically, with the B subgenome resembling
the ancestral state and the A subgenome undergoing more gene
disruption, loss, conversion, and transposable element prolifer-
ation, and lacking genome-wide expression dominance (Chen
et al., 2019). The cultivated peanut B subgenome has more
genes and general expression dominance (Zhuang et al., 2019).
In the present study, the significant SNPs detected need to be fur-
ther verified and developed into DNA markers for breeders to use.
The significant SNPs detected in this study will provide valuable
information for molecular breeding of improved peanut shell.

In the candidate region centred on peak SNP B08-37288956,
which was significantly associated with mechanical strength, six
candidate genes were identified, including Araip.PJ60P, which
encodes subtilisin-like serine protease 2. Subtilisin-like serine
proteases are an enormous family of enzymes that play many
roles in plant development and signalling (Othman and
Nuraziyan, 2010). In Arabidopsis, a subtilisin-like serine protease
was co-expressed with a pectin methylesterase that modifies pectin,
which is the main component of the cell wall (Fabien et al., 2014).
Another subtilisin-like serine protease that was located in the apo-
plast of Arabidopsis thaliana root, including xylem vessel, was sug-
gested to be related to the stress response (Kuroha et al., 2010).

Araip.FG7C9, which encodes an amino acid permease, was
found in the genomic region around peak SNP B07-65047551
that was significantly related to Y-DBN. As the main transport
form of nitrogen, amino acids play fundamental and key roles
in plant growth and development, and amino acid permeases
are involved in the transport of amino acids. In poplar, an
amino acid permease was reported to play an important role in
supplying the proline required to synthesize cell wall proteins
related to the formation of xylem (Couturier et al., 2010;
Santiago and Tegeder, 2016).

Several candidate genes were in close association with the trait
NYPN. Araip.J3D1X encodes 6-phosphofructo-2-kinase/Fructose-2,
which is related to sucrose synthesis in leaves and to glycolysis.
Sucrose is converted to UDP-glucose by sucrose synthase, and
UDP-glucose is a substrate for cellulose synthesis (Furumoto et al.,
2001; Fujii et al., 2010). Araip.VH6HT, which encodes an MYB

transcription factor, was located about 55 kb from peak SNP
B02-4772223. The MYB transcription factor family has a large num-
ber of members and is involved in the biosynthesis of secondary cell
wall lignin in many plants. In A. thaliana, MYB transcription factors
related to lignin biosynthesis have been reported, including MYB58
and MYB63 (Zhou et al., 2009), and MYB46 and MYB83
(McCarthy et al., 2009). In addition, ZmMYB31 and ZmMYB42
in maize (Fornalé et al., 2009), the R2R3-MYB transcription factors
PtrMYB152 (Li et al., 2014), PtoMYB216 (Tian et al., 2013) and
LTF1 (Gui et al., 2019) in poplar, and CmMYB19 in chrysanthe-
mum (Wang et al., 2017) have been shown to be involved in lignin
biosynthesis. Araip.HWR4Z, which encodes a bHLH13-like tran-
scription factor, also was located in the genomic region centred on
peak SNP B02-4772223. The bHLH transcription factors play vital
roles in many biological processes, including plant growth, stress
response and hormone regulation. In maize, bHLH transcription
factors were found to be associated with the formation of secondary
cell walls based on a QTL study (Courtial et al., 2013). In addition,
bHLH transcription factors have been reported to regulate lignin
biosynthesis (Yan et al., 2013). Another gene, Araip.Z6UY4, which
is in the candidate region centred on peak SNP B02-4772223,
encodes a laccase. Laccases are copper-containing oxidases that act
on a wide range of phenolic compounds and have long been consid-
ered to be closely connected with lignin formation and lignification.
An analysis of the role of laccases in lignin formation in A. thaliana
showed that not all laccases have the same functions (O’Malley et al.,
2010). Furthermore, several genes encoding receptor-like kinases
were annotated in the genomic region around peak SNP
B02-4772223. Receptor-like kinases are involved in maintaining
the integrity of cell walls, which is necessary for plant growth and
resistance to stress (Timo and Thorsten, 2014). MIK2/LRR-KISS is
a leucine-rich repeat receptor kinase that belongs to the large
receptor-like kinase superfamily and, in Arabidopsis, MIK2/
LRR-KISS was reported to be an important regulator of the response
to cellulose biosynthesis inhibition (Van der Does et al., 2017).
Secondary cell wall thickening was inhibited when AtVRLK1,
which encodes an Arabidopsis receptor-like kinase, was upregulated
(Huang et al., 2018).

Araip.3H9YN encodes a brassinosteroid signalling positive
regulator (BZR1) family protein and was located 137 kb away
from the peak SNP B08-125626766 that was significantly related
to SLCS. Brassinosteroid is an important steroid hormone that is
essential for plant growth, and brassinosteroid signalling has been
reported to be involved in the deposition of cellulose in the sec-
ondary cell wall of cotton fibres (Sun et al., 2015). A transcrip-
tome analysis showed that brassinosteroid regulated cell
wall-related genes and contributed to the rapid growth of bamboo
shoots (Zhang et al., 2020b). Another gene, Araip.67S5I, which
was located 337 kb away from SNP B08-125626766, encodes a
cytochrome P450 superfamily protein whose members play
complex and important roles in plant secondary metabolism by
regulating the synthesis of secondary metabolites as signals of
plant growth and development or by protecting plants against
various stresses (Jun et al., 2015).

From a total of 192 candidate genes in the genomic intervals
centred around the 10 observed significant SNP loci, 11 genes
could be referenced to the observed traits. All these genes are
located on the B genome demonstrating the biased contribution
of the B genome for the phenotypical make-up of peanut.
Further studies will be needed to reveal their function and contri-
bution to the general microstructure and resilience of the peanut
shell. This study provides phenotypic and genomic key elements
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and opens new directions to study the molecular mechanism and
regulatory network of the peanut shell.

Supplementary material. The supplementary material for this article can
be found at https://doi.org/10.1017/S1479262121000460

Acknowledgements. This work was supported by China Agriculture
Research System (CARS-13), Henan Provincial Agriculture Research System,
China (S2012-5), Science-Technology Foundation for Outstanding Young
Scientists of Henan Academy of Agricultural Sciences (Grant no.
2020YQ08), Fund for Distinguished Young Scholars from Henan Academy
of Agricultural Sciences (2019JQ02), Henan Provincial Young Talents
Supporting Project (2020HYTP044). In addition, we thank partial funding
by Major R&D and Promotion Projects in Henan, China (No.
182102110137), and Henan Academy of Agricultural Sciences Special Fund
for independent innovation (2020ZC13). The funding agencies played no
role in the design of the study and collection, analysis, and interpretation of
data and in writing the manuscript. We thank Margaret Biswas, PhD, from
Liwen Bianji, Edanz Editing China (www.liwenbianji.cn/ac), for editing the
English text of a draft of this manuscript.

References

Adhikari B, Kumar Dhungana S, Waqas Ali M, Adhikari A, Kim I-D and
Shin D-H (2019) Antioxidant activities, polyphenol, flavonoid, and amino
acid contents in peanut shell. Journal of the Saudi Society of Agricultural
Sciences 18, 437–442.

Alejandro S, Lee Y, Tohge T, Sudre D, Osorio S, Park J, Bovet L, Lee Y,
Geldner N, Fernie A and Martinoia E (2012) AtABCG29 is a monolignol
transporter involved in lignin biosynthesis. Current Biology 22, 1207–1212.

Alwis RD, Fujita K, Ashitani T and Ki K (2014) Induced monoterpene and
lignin production in mechanically stressed and fungal elicited cultured
Cupressus lusitanica cells. Plant Biotechnology Reports 3, 57–65.

Ambasht PK and Kayastha AM (2002) Plant pyruvate kinase. Biologia
Plantarum 45, 1–10.

Arioli T, Peng L, Betzner AS, Burn J, Wittke W, Herth W, Camilleri C,
Hofte H, Plazinski J, Birch R, Cork A, Glover J, Redmond J and
Williamson RE (1998) Molecular analysis of cellulose biosynthesis in
Arabidopsis. Science (New York, N.Y.) 279, 717–720.

Belamkar V, Selvaraj MG, Ayers JL, Payton PR, Puppala N and Burow MD
(2011) A first insight into population structure and linkage disequilibrium
in the US peanut minicore collection. Genetica 139, 411–429.

Bercu R, Bavaru A and Broască L (2011) Histoanatomical study of Salvia
nutans L. Annals of the Romanian Society for Cell Biology 16, 169–177.

Bertioli DJ, Cannon SB, Froenicke L, Huang G, Farmer AD, Cannon EK,
Liu X, Gao D, Clevenger J, Dash S, Ren L, Moretzsohn MC, Shirasawa
K, Huang W, Vidigal B, Abernathy B, Chu Y, Niederhuth CE, Umale
P, Araújo AC, Kozik A, Kim KD, Burow MD, Varshney RK, Wang X,
Zhang X, Barkley N, Guimarães PM, Isobe S, Guo B, Liao B, Stalker
HT, Schmitz RJ, Scheffler BE, Leal-Bertioli SC, Xun X, Jackson SA,
Michelmore R and Ozias-Akins P (2016) The genome sequences of
Arachis duranensis and Arachis ipaensis, the diploid ancestors of cultivated
peanut. Nature Genetics 48, 438–446.

Bradbury P, Zhang Z, Kroon D, Casstevens T, Ramdoss Y and Buckler E
(2007) TASSEL: software for association mapping of complex traits in
diverse samples. Bioinformatics (Oxford, England) 23, 2633–2635.

Bundy MGR, Thompson OA, Sieger MT, Shpak ED and Malcolm B (2012)
Patterns of cell division, cell differentiation and cell elongation in epidermis
and cortex of Arabidopsis pedicels in the wild type and in erecta. PLoS ONE
7, e46262.

Chen X, Lu Q, Liu H, Zhang J, Hong Y, Lan H, Li H, Wang J, Liu H, Li S,
Pandey MK, Zhang Z, Zhou G, Yu J, Zhang G, Yuan J, Li X, Wen S,
Meng F, Yu S, Wang X, Siddique KH, Liu Z, Paterson AH, Varshney
RK and Liang X (2019) Sequencing of cultivated peanut, Arachis hypogaea,
yields insights into genome evolution and oil improvement.Molecular Plant
12, 920–934.

Courtial A, Thomas J, Reymond M, Mchin V, Grima-Pettenati J and
Barrire Y (2013) Targeted linkage map densification to improve cell wall

related QTL detection and interpretation in maize. Theoretical and
Applied Genetics 126, 1151–1165.

Couturier J, Ed F, Fitz M, Wipf D, Blaudez D and Chalot M (2010) PtAAP11,
a high affinity amino acid transporter specifically expressed in differentiating
xylem cells of poplar. Journal of Experimental Botany 61, 1671.

Cui Z, Luo J, Qi C, Ruan Y, Li J, Zhang A, Yang X and He Y (2016)
Genome-wide association study (GWAS) reveals the genetic architecture
of four husk traits in maize. BMC Genomics 17, 946.

de Godoy IJ and Norden AJ (1981) Shell and seed size relationships in pea-
nuts. Peanut Science 8, 21–24.

Esau K (1960) Anatomy of seed plants. Bulletin of the Torrey Botanical Club
90, 362–364.

Fabien S, Lucile G, Ogier S, Paulo M, Catherine R, Sophie B, Alain M,
Gregory M, Annick S and Herman H (2014) Arabidopsis PECTIN
METHYLESTERASE17 is co-expressed with and processed by SBT3.5, a
subtilisin-like serine protease. Annals of Botany 114, 1161–1175.

Field A (2013) Discovering Statistics Using IBM SPSS Statistics. London: Sage
Publications Ltd.

Fornalé S, Sonbol FM, Capellades M, Encina A, Touriño S, Fuguet E,
Torres JL, Rovira P, Ruel K and Puigdomenech P (2009) ZmMYB31 &
ZmMYB42: two maize R2R3-MYB transcription factors having comple-
mentary roles in the lignin and phenylpropanoid metabolism regulation.
New Biotechnology 25, S279–S280.

Fujii S, Hayashi T and Mizuno K (2010) Sucrose synthase is an integral com-
ponent of the cellulose synthesis machinery. Plant and Cell Physiology 51, 294.

Furumoto T, Ito M, Teramoto M, Izui K, Nishida I and Watanabe A (2001)
In vivo phosphorylation of Arabidopsis thaliana 6-phosphofructo-2-kinase/
fructose-2,6-bisphosphate 2-phosphatase. Science Access 3, 1–3.

Golldack D, Vera P and Dietz KJ (2010) Expression of subtilisin-like serine pro-
teases in Arabidopsis thaliana is cell-specific and responds to jasmonic acid
and heavy metals with developmental differences. Physiologia Plantarum
118, 64–73.

Gui J, Luo L, Zhong Y, Sun J, Umezawa T and Li L (2019) Phosphorylation
of LTF1, an MYB transcription factor in Populus, acts as a sensory switch
regulating lignin biosynthesis in wood cells.Molecular Plant 12, 1325–1337.

Halliburton BW, Glasser WG and Byrne JM (1975) An anatomical study of
the pericarp of Arachis hypogaea, with special emphasis on the sclereid
component. Botanical Gazette 136, 219–223.

Harashima H and Schnittger A (2010) The integration of cell division,
growth and differentiation. Current Opinion in Plant Biology 13, 66–74.

Hepworth J and Lenhard M (2014) Regulation of plant lateral-organ growth
by modulating cell number and size. Current Opinion in Plant Biology 17,
36–42.

Hossain Z, Amyot L, Garvey BM, Gruber M, Jung J, Hannoufa A and
Newbigin E (2012) The translation elongation factor eEF-1Bβ1 is involved
in cell wall biosynthesis and plant development in Arabidopsis thaliana.
PLoS ONE 7, e30425.

Hu Y, Li WC, Xu YQ, Li GJ, Liao Y and Fu FL (2009) Differential expression
of candidate genes for lignin biosynthesis under drought stress in maize
leaves. Journal of Applied Genetics 50, 213–223.

Huang X, Wei X, Sang T, Zhao Q, Feng Q, Zhao Y, Li C, Zhu C, Lu T,
Zhang Z, Li M, Fan D, Guo Y, Wang A, Wang L, Deng L, Li W, Lu Y,
Weng Q, Liu K, Huang T, Zhou T, Jing Y, Li W, Lin Z, Buckler ES,
Qian Q, Zhang QF, Li J and Han B (2010) Genome-wide association stud-
ies of 14 agronomic traits in rice landraces. Nature Genetics 42, 961–967.

Huang C, Zhang R, Gui J, Zhong Y and Li L (2018) The receptor-like kinase
AtVRLK1 regulates secondary cell wall thickening. Plant Physiology 177,
671–683.

Ionescu M, Voicu G, Biris S-S, Stefan E-M, Ungureanu N and Dincă M
(2016) Determination of some mechanical properties for oilseeds using
uniaxial compression tests. INMATEH – Agricultural Engineering 49,
71–76.

Jun XU, Wang XY and Guo WZ (2015) The cytochrome P450 superfamily:
key players in plant development and defense. Journal of Integrative
Agriculture 14, 1673–1686.

Kacal M and Koyuncu MA (2017) Cracking characteristics and kernel extrac-
tion quality of hazelnuts: effects of compression speed and positions.
International Journal of Food Properties 20, 1664–1674.

402 Kailu Cui et al.

https://doi.org/10.1017/S1479262121000460 Published online by Cambridge University Press

https://doi.org/10.1017/S1479262121000460
https://doi.org/10.1017/S1479262121000460
https://www.liwenbianji.cn/ac
https://doi.org/10.1017/S1479262121000460


Koyuncu MA, Ekinci K and Savran E (2004) Cracking characteristics of wal-
nut. Biosystems Engineering 87, 305–311.

Krapovickas A and Gregor WC (1994) Taxonomía del género Arachis
(Leguminosae). Bonplandia 8, 1–186.

Kuroha T, Okuda A, Arai M, Komatsu Y, Sato S, Kato T, Tabata S and
Satoh S (2010) Identification of Arabidopsis subtilisin-like serine protease
specifically expressed in root stele by gene trapping. Physiologia
Plantarum 137, 281–288.

Lazareno S (1994) GraphPad Prism (version 1.02). Trends in Pharmacological
Sciences 15, 353–354.

Li C, Wang X, Lu W, Liu R, Tian Q, Sun Y and Luo K (2014) A poplar
R2R3-MYB transcription factor, PtrMYB152, is involved in regulation of
lignin biosynthesis during secondary cell wall formation. Plant Cell,
Tissue and Organ Culture 119, 553–563.

Liang X, Guo F, Feng Y, Zhang J, Yang S, Meng J, Li X and Wan S (2020)
Single-seed sowing increased pod yield at a reduced seeding rate by improv-
ing root physiological state of Arachis hypogaea. Journal of Integrative
Agriculture 19, 1019–1032.

Lichao L, Kebin Y, Sining W, Yongfeng L, Chenglei Z and Zhimin G (2020)
Genome-wide analysis of laccase genes in moso bamboo highlights
PeLAC10 involved in lignin biosynthesis and in response to abiotic stresses.
Plant Cell Reports 39, 751–763.

Liu X, Wang Q, Chen P, Song F, Minxiao G, Jin L, Wang Y and Yang C
(2012) Four novel cellulose synthase (CESA) genes from birch (Betula pla-
typhylla Suk.) involved in primary and secondary cell wall biosynthesis.
International Journal of Molecular Sciences 13, 12195–12212.

Ma S, Ding Z and Li P (2017) Maize network analysis revealed gene modules
involved in development, nutrients utilization, metabolism, and stress
response. BMC Plant Biology 17, 131.

Maduako JN and Faborode MO (1994) Characterization of the breaking
behaviour of whole cocoa pods. Journal of Agricultural Engineering
Research 59, 89–96.

Mannivannan N, Puppala N and Delikostadinov SG (2007) Association
between pod and kernel characteristics in Valencia groundnut, Arachis
hypogae L. subsp. fastigiata var. fastigiata. Journal of Oilseeds Research 24,
170–171.

McCarthy RL, Zhong R and Ye Z (2009) MYB83 is a direct target of SND1
and acts redundantly with MYB46 in the regulation of secondary cell wall
biosynthesis in Arabidopsis. Plant and Cell Physiology 50, 1950–1964.

Moretzsohn MC, Gouvea EG, Inglis PW, Leal-Bertioli SC, Valls JF and
Bertioli DJ (2013) A study of the relationships of cultivated peanut
(Arachis hypogaea) and its most closely related wild species using intron
sequences and microsatellite markers. Annals of Botany 111, 113–126.

O’Malley DM, Whetten R, Bao W, Chen CL and Sederoff RR (2010) The
role of laccase in lignification. Plant Journal 4, 751–757.

Othman R and Nuraziyan A (2010) Fruit-specific expression of papaya sub-
tilase gene. Journal of Plant Physiology 167, 131–137.

Ott A, Liu S, Schnable J, Yeh C, Wang K and Schnable P (2017) tGBS®
genotyping-by-sequencing enables reliable genotyping of heterozygous
loci. Nucleic Acids Research 45, e178.

Pacifici E, Polverari L and Sabatini S (2015) Plant hormone cross-talk: the
pivot of root growth. Journal of Experimental Botany 66, 1113–1121.

Patil SH (1972) Induced mutations for improving quantitative characters of
groundnut. Indian Journal of Genetics and Plant Breeding 32, 451–459.

Patil R, Chavan S and Pokle D (2012) Study of root anatomy in the genus
Alysicarpus DESV. DAV International Journal of Science 1, 76–80.

Peng Z, Liu F, Wang L, Zhou H, Paudel D, Tan L, Maku J, Gallo M and
Wang J (2017) Transcriptome profiles reveal gene regulation of peanut
(Arachis hypogaea L.) nodulation. Scientific Reports 7, 40066.

Perea-Moreno M-A, Manzano-Agugliaro F, Hernandez-Escobedo Q and
Perea-Moreno A-J (2018) Peanut shell for energy: properties and its poten-
tial to respect the environment. Sustainability 10, 3254.

Raj LFAA, Shanmugapriya R and Jeslin J (2019) Biosynthesis of cellulose
microfibre from peanut shell for the preparation of bio-nanocomposite
films for food-packaging application. Bulletin of Materials Science 42, 63.

Reiter W-D (2002) Biosynthesis and properties of the plant cell wall. Current
Opinion in Plant Biology 5, 536–542.

Rico X, Gullon B, Alonso JL, Parajo JC and Yanez R (2018) Valorization of
peanut shells: manufacture of bioactive oligosaccharides. Carbohydrate
Polymers 183, 21–28.

Santiago JP and Tegeder M (2016) Connecting source with sink: the role of
Arabidopsis AAP8 in phloem loading of amino acids. Plant Physiology 171,
508.

Sareena C, Ramesan MT and Purushothaman E (2012) Utilization of peanut
shell powder as a novel filler in natural rubber. Journal of Applied Polymer
Science 125, 2322–2334.

Subrahmanyam P, Rao VR, McDonald D, Moss JP and Gibbons RW (1989)
Origins of resistances to rust and late leaf spot in peanut (Arachis hypogaea,
Fabaceae). Economic Botany 43, 444–455.

Sun Y, Veerabomma S, Fokar M, Abidi N, Hequet E, Payton P and Allen
RD (2015) Brassinosteroid signaling affects secondary cell wall deposition
in cotton fibers. Industrial Crops and Products 65, 334–342.

Tian Q, Wang X, Li C, Lu W, Yang L, Jiang Y, Luo K and Wu K (2013)
Functional characterization of the poplar R2R3-MYB transcription factor
PtoMYB216 involved in the regulation of lignin biosynthesis during wood
formation. PLoS ONE 8, e76369.

Timo E and Thorsten H (2014) An update on receptor-like kinase involve-
ment in the maintenance of plant cell wall integrity. Annals of Botany
114, 1339–1347.

Turner SD (2018) qqman: an R package for visualizing GWAS results using
Q-Q and Manhattan plots. Journal of Open Source Software 3, 731.

Turuspekov Y, Baibulatova A, Yermekbayev K, Tokhetova L, Chudinov V,
Sereda G, Ganal M, Griffiths S and Abugalieva S (2017) GWAS for plant
growth stages and yield components in spring wheat (Triticum aestivum L.)
harvested in three regions of Kazakhstan. BMC Plant Biology 17, 51–61.

Vallet C, Chabbert B, Czaninski Y and Monties B (1996) Histochemistry of
lignin deposition during sclerenchyma differentiation in alfalfa stems.
Annals of Botany 78, 625–632.

Van der Does D, Boutrot F, Engelsdorf T, Rhodes J, McKenna JF,
Vernhettes S, Koevoets I, Tintor N, Veerabagu M, Miedes E, Segonzac
C, Roux M, Breda AS, Hardtke CS, Molina A, Rep M, Testerink C,
Mouille G, Höfte H, Hamann T and Zipfel C (2017) The Arabidopsis
leucine-rich repeat receptor kinase MIK2/LRR-KISS connects cell wall
integrity sensing, root growth and response to abiotic and biotic stresses.
PLoS Genetics 13, e1006832.

Wang M, Yan J, Zhao J, Song W, Zhang X, Xiao Y and Zheng Y (2012)
Genome-wide association study (GWAS) of resistance to head smut in
maize. Plant Science 196, 125–131.

Wang Y, Sheng L, Zhang H, Du X, Cong A, Xia X, Chen F, Jiang J and
Chen S (2017) CmMYB19 over-expression improves aphid tolerance in
chrysanthemum by promoting lignin synthesis. International Journal of
Molecular Sciences 18, 619.

Wang B, Smith SM and Li J (2018) Genetic regulation of shoot architecture.
Annual Review of Plant Biology 69, 437–468.

Wang J, Yan C, Li Y, Li C, Zhao X, Yuan C, Sun Q and Shan S (2019)
GWAS discovery of candidate genes for yield-related traits in peanut and
support from earlier QTL mapping studies. Genes 10, 803.

Wee JH, Moon JH, Eun JB, Chung JH, Kim YG and Park KH (2007)
Isolation and identification of antioxidants from peanut shells and the rela-
tionship between structure and antioxidant activity. Food Science and
Biotechnology 16, 116–122.

Wu L, Zhang W, Ding Y, Zhang J, Cambula ED, Weng F, Liu Z, Ding C,
Tang S, Chen L, Wang S and Li G (2017) Shading contributes to the reduc-
tion of stem mechanical strength by decreasing cell wall synthesis in japon-
ica rice (Oryza sativa L.). Frontiers in plant science 8, 881.

Yamada K, Saijo Y, Nakagami H and Takano Y (2016) Regulation of sugar
transporter activity for antibacterial defense in Arabidopsis. Science
(New York, N.Y.) 354, 1427–1430.

Yan L, Xu C, Kang Y, Gu T, Wang D, Zhao S and Xia G (2013) The heter-
ologous expression in Arabidopsis thaliana of sorghum transcription factor
SbbHLH1 downregulates lignin synthesis. Journal of Experimental Botany
64, 3021–3032.

Yi Chou E, Schuetz M, Hoffmann N, Watanabe Y, Sibout R and Samuels
AL (2018) Distribution, mobility, and anchoring of lignin-related oxidative

Plant Genetic Resources: Characterization and Utilization 403

https://doi.org/10.1017/S1479262121000460 Published online by Cambridge University Press

https://doi.org/10.1017/S1479262121000460


enzymes in Arabidopsis secondary cell walls. Journal of Experimental
Botany 69, 1849–1859.

Zhai L, Zheng T, Wang X, Wang Y, Chen K, Wang S, Wang Y, Xu J and
Li Z (2018) QTL mapping and candidate gene analysis of peduncle
vascular bundle related traits in rice by genome-wide association study.
Rice 11, 13.

Zhang X, Zhang J, He X, Wang Y, Ma X and Yin D (2017) Genome-wide
association study of major agronomic traits related to domestication in
peanut. Frontiers in Plant Science 8, 1611.

Zhang H, Chu Y, Dang P, Tang Y, Jiang T, Clevenger JP, Ozias-Akins P,
Holbrook C, Wang ML and Campbell H (2020a) Identification of QTLs
for resistance to leaf spots in cultivated peanut (Arachis hypogaea L.)
through GWAS analysis. Theoretical and Applied Genetics 133, 2051–2061.

Zhang Z, Yang X, Cheng L, Guo Z, Huiyuan W, Wu W, Shin K, Zhu J,
Zheng X, Bian J, Li Y, Gu L, Zhu Q, Wang Z-Y and Wang W (2020b)
Physiological and transcriptomic analyses of brassinosteroid function in
moso bamboo (Phyllostachys edulis) seedlings. Planta 252, 27.

Zhao D, Han C, Tao J, Wang J, Hao Z, Geng Q and Du B (2012) Effects of
inflorescence stem structure and cell wall components on the mechanical
strength of inflorescence stem in Herbaceous peony. International Journal
of Molecular Sciences 13, 4993–5009.

Zhao J, Xiong H, Wang J, Zhang H and Zhang L (2019) Mining myb tran-
scription factors related to wood development in Larix olgensis. Journal of
Forestry Research 31, 2453–2461.

Zheng Z, Sun Z, Fang Y, Qi F, Liu H, Miao L, Du P, Shi L, Gao W, Han S,
Dong W, Tang F, Cheng F, Hu H, Huang B and Zhang X (2018) Genetic
diversity, population structure, and botanical variety of 320 global peanut
accessions revealed through tunable genotyping-by-sequencing. Scientific
Reports 8, 14500.

Zhong R and Ye ZH (2009) Secondary cell walls. In Alistair M. Hetherington
(ed.), Encyclopedia of Life Sciences. Chichester: John Wiley and Sons. Ltd,
pp. 1–9.

Zhou J, Lee C, Zhong R and Yu L (2009) MYB58 and MYB63 are transcrip-
tional activators of the lignin biosynthetic pathway during secondary cell
wall formation in Arabidopsis. Plant Cell 21, 248–266.

Zhuang W, Chen H, Yang M, Wang J, Pandey MK, Zhang C, Chang W,
Zhang L, Zhang X, Tang R, Garg V, Wang X, Tang H, Chow C, Wang
J, Deng Y, Wang D, Khan AW, Yang Q, Cai T, Bajaj P, Wu K, Guo B,
Zhang X, Li J, Liang F, Hu J, Liao B, Liu S, Chitikineni A, Yan H,
Zheng Y, Shan S, Liu Q, Xie D, Wang Z, Khan SA, Ali N, Zhao C, Li
X, Luo Z, Zhang S, Zhuang R, Peng Z, Wang S, Mamadou G, Zhuang
Y, Zhao Z, Yu W, Xiong F, Quan W, Yuan M, Li Y, Zou H, Xia H,
Zha L, Fan J, Yu J, Xie W, Yuan J, Chen K, Zhao S, Chu W, Chen Y,
Sun P, Meng F, Zhuo T, Zhao Y, Li C, He G, Zhao Y, Wang C,
Kavikishor PB, Pan R, Paterson AH, Wang X, Ming R and Varshney
RK (2019) The genome of cultivated peanut provides insight into legume
karyotypes, polyploid evolution and crop domestication. Nature Genetics
51, 865–876.

404 Kailu Cui et al.

https://doi.org/10.1017/S1479262121000460 Published online by Cambridge University Press

https://doi.org/10.1017/S1479262121000460

	Genome-wide association study of physical and microstructure-related traits in peanut shell
	Introduction
	Materials and methods
	Plant material
	Phenotyping
	Genotyping
	Genome-wide association analysis and identification of candidate genes

	Results
	Phenotypic variation and correlation
	Genome-wide association study and SNP detection
	Candidate gene analysis

	Discussion
	Phenotypic correlation and the effect of population structure on phenotypes
	Significant SNPs and candidate genes for peanut shell-related traits

	Acknowledgements
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


