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Abstract: Lodging is the most common factor that affects crop productivity, reducing yield, grain qual-
ity, and harvesting efficiency of rice and other cereal crops. The Cheongcheong (Indica)/Nagdong
(Japonica) doubled haploid (CNDH) genetic map was used to develop a lodging-resistant variety.
The major agricultural traits of rice related to lodging resistance, such as the pushing strength of the
lower stem before the heading date (PSLSB) at reproductive growth period and pushing strength of
the lower stem after the heading date (PSLSA) at full ripe period were investigated. A quantitative
trait locus (QTL) analysis of PSLSA and PSLSB detected on RM439-RM20318 on chromosome 6
has overlap in three consecutive years. RM439-RM20318 on chromosome 6 contained 15 lodging
resistance candidate genes. Among the candidate genes, Os06g0623200, named OsPSLSq6, which is
similar to Cinnamoyl-CoA reductase, involved lignin biosynthesis in defense responses. Lignin is
the main structural component of vascular plants’ secondary cell wall, which is not only related to
plant growth and development but also to mechanical strength. OsPSLSq6 opens new possibilities to
control lignin synthesis to improve lodging resistance. OsPSLSq6 can be used as a target gene for
further studies to provide important information for the marker-assisted improvement of target traits
and cloning genes underlying the QTL of interest.

Keywords: candidate genes; doubled haploid; lignin; lodging resistance; QTL; rice

1. Introduction

Lodging is one of the most common factors that affect crop productivity, reducing
the yield, grain quality, harvesting efficiency, and drying costs of cereal and other crops,
including corn, oats, tomato, rice, and wheat [1,2]. Lodging is referred to as height reduction
due to the bending of the stem toward the ground. Lodging is considered a major constraint
in crop productivity worldwide [3]. The contraction of conducting tissue and leaf shading
causes a reduction in photo assimilation and photosynthesis, which in turn decreases
the grain yield [1]. The factors that cause lodging in cereal crops include the increase in
nitrogen levels, natural disasters (storms, typhoons, and flooding), soil density, disease,
and seed type [4]. Lodging is most commonly mentioned as stem bending toward the
ground, anchorage failure of the root, and stem breakage [4,5]. In general, lodging happens
when the weight of the upper part of the plant increases and was disturbed by heavy
rain, storms, and typhoons. Stem bending caused by increased panicle weight during the
maturation process of rice directly affects the grain quality and yield [6,7]. Niu et al. [8]
reported that heavy storms and rainfall are the major causes of reduced crop productivity in
China and cause 73% of lodging. Lodging is highly frequent in the canopy of irrigated and
deep-water rice grown under tropical conditions, leading to yield reduction of up to two
tons per hectare [9]. One of the most common difficulties in developing high-yield varieties
is lodging. Moreover, rice breeders have developed genes that could increase the grain
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yield in different rice cultivars; however, these cultivars developed more grains and larger
panicles that the plants’ culm cannot support, resulting in lodging [10]. Recently, breeding
techniques with advances in genomics and biotechnology have increased the potential to
transfer and identify lodging resistance genes to enhance the physical strength of stem and
yield in rice crops [10]. The QTL analysis of lodging resistance and its related quantitative
traits in rice has been reported [11–13]. Ookawa et al. [14] identified a culm strength QTL,
named SCM2 (strong culm 2), which is similar in structure to the gene that controls panicle
structure, APO1 (Aberrant panicle organization1). In addition, due to the pleiotropic SCM2,
it can increase the number of spikelet and culm strength. In addition, the QTL analysis of
lodging resistance in dry direct-seeded rice revealed id1001973-id1006772 on chromosome
1, an important genomic region related to lodging resistance traits, and identified the target
gene, gibberellic acid 3 β-hydroxylase [15]. Kashiwagi and Ishimaru [1] reported a new locus,
prl5, that can delay leaf senescence and increase the carbohydrates in the lower part of
the stem to increase its lodging resistance. Kashiwagi et al. [16] identified the difference
between the 10 rice cultivars and selected Nipponbare, which includes a stem diameter
QTL (sdm8), and Kasalath, which have four QTLs (sdm1, sdm7, sdm8, and sdm12) of stem
diameter from near-isogenic lines, and concluded that increasing the stem diameter can
improve the lodging resistance of rice. Kong et al. [17] measured the hollow- and solid-
stemmed wheat cultivar; the detected lodging resistance with mechanical tissue width,
low internodes weight, and stem walls width were highly significant. They also reported
that multiple linear regression analysis showed that the mechanical tissue layer width is an
important factor for variations in lodging resistance.

In recent years, with the adverse effect of climate change and the worsening typhoon,
crop lodging has become increasingly serious. Therefore, it is particularly important to
study the lodging resistance of rice. Developing new strategies became necessary, such as
the measurement of the lower stem strength using the pushing strength of the lower stem
in two different stages of development before the heading date (PSLSB) and 45 days after
the heading date (PSLSA) to improve rice lodging resistance.

Therefore, this study used a doubled haploid population from a cross between a strong
and resistant to lodging-type Indica variety “Cheongcheong” and a moderately difficult
shattering japonica variety “Nagdong,” by QTL analysis to further analyze the mechanism
affecting crop lodging according to agronomic traits, such as PSLSB and PSLSA. Through
QTL mapping, the candidate genes related to the pushing strength of the lower stem were
identified, and among them, OsPSLSq6 that affects lignin biosynthesis was screened.

2. Materials and Methods
2.1. Plant Materials and Field Experiment Design

The current study used 120 Cheongcheong/Nagdong doubled haploid (CNDH) lines
developed through crossing between the varieties, Cheongcheong (O. sativa L. ssp. indica)
and Nagdong (O. sativa L. ssp. japonica) for experimental materials and QTL analysis of
pushing strength of the lower stem. The genetic map was constructed by anther culture
using an F1 population derived from the cross between Cheongcheong and Nagdong [18].
The CNDH lines were cultivated on paddy filed in three consecutive years after developed
in 2010 first [19,20]. The CNDH lines were used as a bridge parent for more than 10 years
and as the transformation and gene expression validation group. The experiment was
carried out for three consecutive years in the test field (Gunwi-gun, Gyeongbuk, Korea).
Before sowing, the seeds were surface-sterilized with 25% prochloraz (Hankook Samgong,
Seoul, Korea) and soaked in tap water for three days at 33 ◦C in an incubator. On 23 April
2018, 25 April 2019, and 24 April 2020, the plants were transplanted in a randomized block
design after 30 days of sowing. Cheongcheong, Nagdong, and the 120 CNDH lines were
transplanted at 15 × 30 cm plant distance. Based on the standard cultivation methods
of Rural Development Administration, N-P2O5-K2O at 9–4.5–5.7 kg/10 ha was used as a
fertilizer [21].
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2.2. Phenotype Evaluation

The major agricultural traits related to lodging in rice, such as PSLSA and PSLSB,
were investigated. PSLSB was measured each year 85 days after sowing, and PSLSA was
measured after 45 days of the heading date for each cultivar. The pushing strength of
the lower stem was measured using a digital force gauge (Imada, Japan) and 12-inch
rafter square table (MAYA-300, China). The digital force gauge was set perpendicularly at
20 cm of the plant from the ground by pushing the plants to a 45◦-angle from the vertical
direction [1], and the 12-inch rafter square tables were used for the comparison of angles
and heights (Supplementary Figure S1). PSLSA and PSLSB of four randomly chosen plants
for each line were measured and then averaged for analysis. The yield component analysis
was based on the formula Y = N × W × F × 10−5 {Y = grain yield (t/ha), N = spikelet
number/m2, W = 1000-g weight (g), and F = filled spikelet} [22].

2.3. QTL Analysis for PSLSA and PSLSB

The CNDH line genetic maps used 788 SSR markers. Based on Cheongcheong and
Nagdong polymorphism analysis, 423 SSR markers showed polymorphism, and among
those, we selected 222 SSR markers, which represent codominant genes in PCR amplifi-
cation in both Cheongcheong and Nagdong. The CNDH line genetic map total length
was 2121.7 cM, the mean distance between the markers used to generate the genetic map
was 10.6 cM, and these markers were evenly distributed across all 12 chromosomes of
rice by Mapmaker version 3.0 [19,23,24]. The naming of the QTLs was based on the
nomenclature proposed previously by McCough and Doerge [25]. The Windows QTL
cartographer 2.5 [26] was used for the analysis of QTLs related to the pushing strength
of the lower stem. Windows QTL cartographer program, Version 2.5, requires several
factors, such as the labels of all markers, the positions of the genetic distance between
each marker, genotyping data, chromosome numbers, and target trait values. Furthermore,
in the Kosambi function for the value of 120 CNDH lines, the composite interval mapping
of the entire genome was operated, and a threshold LOD 3.0 was used in all required data.

2.4. Gene Information Analysis and Statistical Analysis

The deficiency of QTL analysis can be overcome by the discovery of candidate genes,
and further QTL analysis can be carried out based on candidate gene group analysis.
To create a physical map, we used RAP-DB [27] and RiceXpro [28] for the annotation of
candidate genes, and ORFs (open reading frames) were found among SSR markers and
classified based on their function related to lodging. NCBI [29] and BioEdit 7.0 [30] were
used for homologous multiple sequence comparison. For the analysis of the protein and
protein interaction association network, the STRING (https://string-db.org/ accessed on
27 December 2020) database was used. Statistical evaluations of the obtained data were
done using GraphPad Prism (Version 6.07) and SPSS program (Version 25).

3. Results
3.1. Phenotypic Evaluation and Comparison to Agricultural Characteristics

The plant phenotypes of 120 CNDH lines, including PSLSA, PSLSB, and yield were
observed (Supplementary Table S1). Based on the three-year data, the PSLSA and PSLSB
in Cheongcheong were higher than in Nagdong. The yield in Cheongcheong was higher
than in Nagdong for three consecutive years. In addition, the CNDH line showed similar
frequency distribution curves to the normal distribution, which revealed that all examined
agricultural traits were quantitative traits, and one or more genes controlled the quantitative
traits (Figure 1) [31]. The correlation analysis between PSLSA and yield shows highly
significant correlation in each year. PSLSB shows significantly strong correlation with yield
in 2019 and 2020, but not in 2018 (Table 1). All traits shown are quantitative, which are
greatly influenced by the environment [32].

https://string-db.org/
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PSLSB QTLs mapped in RM439-RM20318 on chromosome 6 have overlapped for three consecutive years. 

Figure 1. Frequency distribution of pushing strength of the lower stem after the heading date (PSLSA), pushing strength of
the lower stem before the heading date (PSLSB), and yield in the CNDH population. The hollow white arrow represents
Cheongcheong, and the solid black arrow represents Nagdong.

Table 1. Analysis of the correlation between PSLSA, PSLSB, and yield in the CNDH population.

Year Trait PSLSA (kgf) PSLSB (kgf) Yield (kg/10a)

2018
PSLSA 1.000
PSLSB 0.261 ** 1.000
Yield 0.425 ** 0.103 1.000

2019
PSLSA 1.000
PSLSB 0.530 ** 1.000
Yield 0.544 ** 0.297 ** 1.000

2020
PSLSA 1.000
PSLSB 0.643 ** 1.000
Yield 0.553 ** 0.423 ** 1.000

** Correlation is significant at the 0.01 level. PSLSA: Pushing strength of the lower stem after the heading date;
PSLSB: Pushing strength of the lower stem before the heading date.

3.2. QTL Analysis Associated with PSLSA and PSLSB

PSLSA and PSLSB were detected using QTL analysis (Figure 2). Based on the three-
year data, we detected one QTL on chromosomes 1, 7, and 8. On chromosome 5, 6, and 9,
four, six, and two QTLs were detected, respectively. Among them, RM5311-RM4691 of
chromosome 5 was a region related to PSLSB detected for three years. The highest LOD
score was 5.23, which was detected in locus qPSLSA5; the phenotypic variation was 32%,
derived from the allele of Cheongcheong. RM24288-RM1896 of chromosome 9 is a region
related to PSLSB detected in 2019 and 2020, the higher LOD score was 4.40, which was
detected in locus qPSLSB9, the allele derived from Cheongcheong with 35% phenotypic
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variation. RM439-RM20318 of chromosome 6 is a region related to both PSLSA and PSLSB
detected for three years. All alleles derived from Cheongcheong had the highest LOD
score of 4.43, which was detected in locus qPSLSB6-3 with 30% phenotypic variation
(Supplementary Table S2).
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3.3. Search Candidate Genes Associated with PSLSA and PSLSB

QTL analysis for PSLSA and PSLSB detected six QTLs on chromosome 6 over three
years. These QTLs had overlapped location in RM439-RM20318 on chromosome 6. The in-
terval markers RM439-RM20318 of all ORFs were screened by NCBI, and there were 15
ORFs related to the pushing strength of the lower stem. Fifteen ORFs were classified accord-
ing to their function [33] (Table 2). Eleven candidate genes were found to be involved in cell
function, and four candidate genes were associated with abiotic stress. The candidate gene
involved in abiotic stress includes genes similar to thioredoxin peroxidase, phytosulfokines
1 precursor, amino acid/polyamine transporter II family protein, and genes similar to EF-hand
Ca2+-binding protein CCD1. The candidate genes involved in cell function consisted of
ribose-phosphate pyrophosphokinase 2, SBP domain-containing protein, polyubiquitin, glycosyl
transferase, family 43 protein, and those similar to Alpha-expansin OsEXPA16, Cinnamoyl-CoA
reductase, 4-coumarate–CoA ligase 1, ANT (Ovule development protein aintegumenta), auxin efflux
carrier protein, FtsH protease (VAR2) (Zinc-dependent protease), and GRAB2 protein. Among the
candidate genes, Os06g0623200, named OsPSLSq6, which is similar to Cinnamoyl-CoA re-
ductase, involved lignin biosynthesis for defense responses, was selected as the preferred
gene in this study (Figure 3). Lignin is the main structural component of vascular plants’
secondary cell wall, which is related not only to plant growth and development but also to
mechanical strength.
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Table 2. Fifteen related genes screened from the target interval RM439-RM20318 on chromosome 6.

Gene No. of Genes

Cell function 11
Ribose-phosphate pyrophosphokinase 2
Similar to Alpha-expansin OsEXPA16
Similar to Cinnamoyl-CoA reductase
Similar to 4-coumarate–CoA ligase 1
Similar to ANT (Ovule development protein aintegumenta)
Similar to Auxin efflux carrier protein
SBP domain-containing protein
Similar to FtsH protease (VAR2) (Zinc-dependent protease)
Similar to GRAB2 protein
Polyubiquitin
Glycosyl transferase, family 43 protein
Abiotic stress 4
Similar to Thioredoxin peroxidase
Phytosulfokines 1 precursor
Amino acid/polyamine transporter II family protein
Similar to EF-hand Ca2+-binding protein CCD1

3.4. Phylogenetic Tree Analysis and Homology Sequence

QTL analysis for PSLSA and PSLSB in 120 CNDH lines detected RM439-RM20318 on
chromosome 6 and found a candidate gene, OsPSLSq6, associated with lignin biosynthesis,
which is similar to Cinnamoyl-CoA reductase. Furthermore, the results of BLAST analysis
through NCBI showed that OsPSLSq6 had a very similar sequence to the Cinnamoyl-CoA
reductase 2 of Oryza sativa L., Oryza brachyantha, and Aegilops tauschii, and to Cinnamoyl-
CoA reductase 1 of Setaria viridis, Sorghum bicolor and Zea mays. The phylogenetic tree
analysis was confirmed the genetic similarity between the OsPSLSq6 of Oryza sativa L.,
Oryza brachyantha, Setaria viridis, Sorghum bicolor, Zea mays, and Aegilops tauschii. In addition,
to predict the functional partners using the domain of OsPSLSq6, we found that OsPSLSq6
interact with 10 different proteins (cinnamate-4-hydroxylase, hydroxycinnamoyl-transferase
1, hydroxycinnamoyl-transferase 2, 4-coumarate-CoA ligase, cytosolic aldehyde dehydrogenase
RF2D, caffeoyl-CoA O-methyltransferase, caffeoyl-CoA O-methyltransferase 1, Putative Expresses,
ferulate-5-hydroxylase, and aldehyde dehydrogenase) (Figure 4).

In particular, based on the three consecutive years of data investigation and analysis,
it is observed that CNDH-5, CNDH-11, and CNDH-45 exhibited the pushing strength of the
lower stem susceptible among the 120 CNDH lines, and CNDH-67, CNDH-79, and CNDH-
82 were resistant to the pushing strength of the lower stem (Figure 5). Among them,
Cheongcheong, Nagdong, CNDH-5, CNDH-67, CNDH-79, and CNDH-82 PSLSA scores
were all higher than the PSLSB score, except CNDH-11 and CNDH-45. The results support
that the stem has a different mechanical strength at different growth stages and further
indicate the importance of measuring the stem mechanical strength at two different growth
stages (before heading date and 45 days after the heading date).
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expresses, ferulate-5-hydroxylase, and aldehyde dehydrogenase.
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4. Discussion

Lodging is one of the most common problems in cereal crops, affecting crop growth,
development, and yield. Lodging is the increase in panicle weight caused by strong winds
and heavy rain; when a plant’s stem is too weak to support the panicle weight, it causes
them to fall to the ground. Lodging is a usual problem in many crops, such as barley,
oats, tobacco, corn, wheat, and rice [34–37]. Moreover, lodging can affect the production
quality, decreasing the harvesting efficiency and crop yield [38]. By observing the effect of
lodging on grain quality and yield, it was found that the rice quality and yield parameters
deteriorated significantly [39].

Therefore, many studies have used the traditional breeding and molecular biology
methods to develop lodging-resistant varieties of rice, the world’s leading food crop [2].
In rice plants, the traits commonly associated with lodging are cellulose and lignin in
the cell wall, spike weight, culm diameter, plant height, and strength of the lower and
upper internodes [40]. Among them, lignin has become the target of research on the
mechanical strength of the stem. Lignin biosynthesis plays an indispensable role in biotic
and abiotic stress, especially in plant growth, development, and lodging resistance [41].
The accumulation of lignin in the cell wall enhanced the mechanical strength of the plant
stem [42]. Lignin is a structural module composed of cell walls; it is a phenolic polymer,
accumulating through the oxidative coupling of monolignols [43,44]. Generally, lignin is
transported into the vascular tissues to provide strength to the cell wall [44]. Peng et al.
studied the accumulation of lignin, which was significantly positively correlated with the
internode breaking strength and stem lodging resistance in winter wheat [45]. The decrease
in lignin level is accompanied by a decrease in lodging resistance. It became a new target
in breeding to search for genes controlling stem lignin [46]. Lignin acts as a physical
barrier against infection and provides mechanical support and strength to the cell wall.
In particular, using QTL analysis to localize lodging resistance genes is currently being
studied [1,6,10,16,37], but most of them focus on the weight-bearing capacity of rice stems
after the heading date or in fully mature stage [1,16]. In this study, we investigated the
lower stem strength in its fully mature stage, and we observed the lower stem strength
during the vegetative growth period to search for the candidate genes related to stem
mechanical strength. Therefore, PSLSA and PSLSB were evaluated using QTL analysis.
The QTL analysis detected on RM439-RM20318 on chromosome 6 has overlap among three
years. RM439-RM20318 on chromosome 6 contained 15 candidate genes related to the
pushing strength of the lower stem. Among the candidate genes, Os06g0623200, similar to
cinnamoyl-CoA reductase, named OsPSLSq6, which is involved in lignin biosynthesis, can be
a target gene.

During lignin biosynthesis, OsPSLSq6, which is similar to Cinnamoyl-CoA reductase,
the CCR (Cinnamoyl-CoA reductase) and CAD (cinnamyl alcohol dehydrogenase) enzyme cat-
alyze NADPH-dependent reductions to convert the cinnamic acid-derived metabolites
into monolignols. CCR and CAD are present in most plant species and are encoded by
various gene families. CCR directs the phenylpropanoid metabolites into the monolignol
pathway [47,48]. The CCR expression was downregulated by a reduction in lignin con-
tent, as demonstrated in several plant species [49]. CCR generally utilizes many distinct
hydroxycinnamoyl-CoA substrates, including feruloyl-CoA, 5-hydroxyferuloyl-CoA, sinapoyl-
CoA, and p-coumaroyl-CoA, although most CCR isoforms show a kinetic preference for
feruloyl-CoA [50]. Moreover, Pan et al. 2014 [48] reported the structural and functional
characterization of CCR, which catalyze the reductions in monolignol biosynthesis from
cinnamic acid, and distinguished them by promoting the activity in the carbon and sulfur
bond cleavage (the thioester linkage between the hydroxycinnamoyl moiety and CoA) and
require an additional proton donor for the thiolate leaving group.

Rice and Arabidopsis contain a large family of CCR. These gene families suggest the
functional expulsion in the lignin biosynthetic pathway. Kawasaki et al. 2006 [44] studied
the lignification function of OsCCR1 in the defense response of transgenic rice which
significantly suppresses the OsCCR1 expression through RNA interference, and it still
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occurred at the HR sites induced by incompatible blast fungus. Moreover, CCR enzymes
are functionally involved in the synthesis of monolignols, and it also affected the lignin
accumulation in Arabidopsis thaliana mutant (cad-d, cad-c, and ccr1), resulting in a decrease
in lignin content [51]. In ryegrass, COMT1 and CCR1 genes altered the lignin content
and its composition by enhancing the edibility without any negative effects on plant
biomass [52]. Similarly, Liang et al. 2006 [53] reported that in A. thaliana mutant, compared
to the wild type, the lower lignin content decreased the germination rate of seeds, while in
CCR1 mutant, the decreased lignin content resulted in stunted growth and reduced seeds
amount [54]. Moreover, the disruption of CCR and CAD led to a lower lignin content in
A. thaliana and changed its composition, which results in a lack of lignin in anthers that
may inhibit male sterility and plant growth [51].

Recently many studies have approached the lignin biosynthetic pathway and revealed
the downregulation of the CCR1 gene, which encodes an enzyme that converts feruloyl-CoA
into coniferaldehyde, resulting in the synthesis of FA-CoA and its derivatives [55]. Similarly,
Smith et al. 2017 [56] reported the lower lignin content in CCR1 plants and revealed that
the decrease in the lignin content had no negative impact on the growth of mutant plants.
Moreover, in CCR1 mutant plants, the increase in monolignol ferulate fusion into lignin
may provide better substrates as biofuels and higher stover yield. It can also provide a
feasible method to increase monolignol ferulate in other crops.

Therefore, we conducted the QTL mapping for the pushing strength of the lower
stem in two different stages of rice growth between RM439-RM20318 on chromosome 6;
a target gene, OsPSLSq6, which is similar to CCR, was classified according to function.
Moreover, the function of CCR in growth and development has been confirmed in several
plant species and organs by transgenic methods [57–59]. CCR increased the lignin content
and changed the lignin deposition to improve the mechanical strength of the stem to reduce
lodging. In this study, the differences in QTL mapping between PSLSA and PSLSB for three
consecutive years can be explained by the differences in environmental characteristics [60].
With a scientific basis for rice breeding, OsPSLSq6 can be employed in further studies as a
new target for lodging resistance. Finally, the comparison between the gene expression and
phenotype through gene introduction to its parental cultivar will be helpful to understand
their function after cloning the genes.

5. Conclusions

Lodging is one of the unsolved problems in crops. Lignin has become the target of
research on the mechanical strength of stem resistance to lodging. In this study, QTL anal-
ysis of PSLSA and PSLSB detected on RM439-RM20318 on chromosome 6 has overlap
among for three consecutive years. Between RM439 and RM20318 region of chromosome 6,
we found 15 candidate genes associated with lodging, in which OsPSLSq6 was selected as
the target gene. The results of this study suggest the positive role of OsPSLSq6, which is
similar to CCR involved in lignin biosynthesis, which may have a possible role in improv-
ing the stem’s mechanical strength for lodging resistance. After many QTL analyses, it was
concluded that OsPSLSq6 plays an important role in lodging, which are yet to be discovered.
The sequences similar to OsPSLSq6 have been found not only in Oryza sativa but also in
Zea mays and have an essential role in lignin biosynthesis. Correlation analysis showed
that PSLSA and PSLSB have a significantly positive correlation with yield. Although there
is still a need to further study OsPSLSq6 and its role in lodging, OsPSLSq6 may be involved
in lodging to increase the lignin content, mechanical strength of the stem, and yield. It was
also observed that the incorporation of OsPSLSq6 in crop improvement programs is a
potential tool to improve the various aspects of crops.
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double haploid (CNDH) population. Table S2: QTL related to the pushing strength of the lower stem
of the CNDH population. Figure S1: Measurement of pushing strength of the lower stem before
heading date and after 45 days of heading date (a) pushing strength of the lower stem was measured
when the plants were pushed to an angle of 45◦ from the vertical direction; (b) measurement of the
pushing strength of the lower stem before heading date; (c) measurement of the pushing strength of
the lower stem after 45 days of heading date.
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