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Abstract

Key message A tiller inhibition gene, TIN4, was mapped to an approximately 311 kb genomic interval on chromo-
some arm 2DL of wheat.

Abstract The tiller is one of the key components of plant morphological architecture and a central agronomic trait affecting
spike number in wheat. Low tiller number has been proposed as a major component of crop ideotypes for high yield potential.
In this study, we characterized the development of tillering in near-isogenic lines (NIL7A and NIL7B), indicating that the
TIN4 gene inhibited the growth of tillering buds and negatively regulated tiller number. Low-tillering was controlled by a
single gene (TIN4) located on chromosome 2DL by genetic analysis and bulked segregant RNA-seq analysis. A total of 17
new polymorphic markers were developed in this study, and 61 recombinants were identified in the secondary F2 population
containing 4,266 individuals. TIN4 was finally mapped on a 0.35 cM interval, co-segregated with molecular marker M380,
within a 311 kb genomic interval of the wheat cultivar Chinese Spring reference genome sequence that contained twelve
predicted genes. Yield experiments showed that the yield of low-tillering lines was higher than that of high-tillering lines
at a higher density. Overall, this study provides a foundation for the construction of a low-tillering ideotype for improving
wheat yield and further cloning TIN4 by map-based cloning approach.

Introduction

Branching is a common phenomenon in plant growth and
development. Branches develop from axillary buds and
determine plant architecture with high plasticity (Evers et al.
2011). In forestry, less branched or branchless plants form
straight and sturdy main trunks owing to reduced resource
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investment in branching, a feature that is conducive to trans-
porting wood to mills for processing into various products
(Ronnqvist 2003). In horticultural plants, such as kiwifruit
vines (Cieslak et al. 2011) and apple trees (Lauri et al. 2008),
more branches mean increased light and nutrient absorption
areas, allowing maximum exploitation of external resources
and thus, higher fruiting ability.

Tillers are special branches that arise from axillary buds
at the basal nodes in gramineous plants, and is a pivotal
agronomic trait determining spike number per plant and
affecting crop yield (Wang et al. 2018). However, excessive
numbers of tillers per plant can lead to reduced yield when
they absorb excessive water and nutrients to enhance bio-
mass but lower the proportion of productive spikes (Donald
1968; Kebrom et al. 2012). Compared with wild species,
cultivated crops usually exhibit low tillering. The best-
known example is maize, which usually has a single stem,
without tillering. Maize was domesticated from teosinte,
a highly branched plant. The TBI played a critical role in
the domestication of maize; it inhibits the growth of axil-
lary branches and promotes the formation of female inflo-
rescence (Hubbard et al. 2002). Reduced tiller number has
been used to increase yield in rice. The super rice cultivar
(cv.) Yongyoul2 and related genotypes are the beneficiaries
of optimized expression of /PA [ that confers an ideal plant
architecture that generates high yield (Zhang et al. 2017).
IPAI and TBI suppress tillering and allow the ears of indi-
vidual plants to obtain a higher nutrient supply, thereby
forming larger spikes/ears and heavier kernels, ensuring an
increase in crop yield.

Similarly, in wheat, more than half a century ago, Don-
ald (1968) proposed a wheat ideotype for high grain yield.
It consisted of one or few tillers, short plant height, large
spikes, and erect leaves. Identification and characterization
of tillering genes/quantitative trait loci (QTL) are essential
preconditions for designing tillering to improve wheat. To
date, several single genes (tinl, tin2, tin3, and ftin) inhib-
iting tillering have been identified in wheat (Kuraparthy
et al. 2007; Peng et al. 1998; Spielmeyer and Richards
2004; Zhang et al. 2013). Further, numerous QTL affecting
tiller number have been reported, such as QTn.ipk-1B, QTn.
ocs.5A.1, and QTn.mst-6B (Huang et al. 2003; Kato et al.
2000; Liu et al. 2018, 2020; Nasseer et al. 2016; Ren et al.
2018).

In previous studies, we identified a major QTL on the
chromosome arm 2DL (Qltn.sicau-2D, herein named TIN4)
that significantly reduced tiller number in different genetic
backgrounds (Wang et al. 2016). Near-isogenic lines (NILs)
targeting this gene were developed based on molecular
marker-assisted selection (Wang et al. 2019). In the pre-
sent study, we characterized the TIN4 to suppress tillering
bud growth and negatively regulate tiller number, and fine
mapped TIN4 to a 0.35 cM genetic interval corresponding
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to a 311 kb genomic interval of the wheat cultivar Chinese
Spring genome (IWGSC_Refseq v1.0).

Materials and methods
Plant materials

Common wheat H461, a progeny from the cross between
SW94-30,921/Yiyuan2, harbors allele TIN4 that confers
a significantly reduced tiller number (Wang et al. 2016).
The NILs NIL7A and NIL7B were developed from a seg-
regating family in the recombinant inbred line population
developed from a cross between H461 and a wheat cultivar
chuannong16 (Wang et al. 2019). To fine-map the TIN4, a
population of 4,266 F, individuals was generated from a
cross between the high-tillering isoline NIL7A and the low-
tillering isoline NIL7B. Tiller numbers of the population
were evaluated at growth stage (GS) 85 (Zadoks et al. 1974)
(see Fig. 1 for outline of growth stages in wheat). F, popula-
tion and F; families of the recombinants were planted in the
field at Sichuan Agricultural University, Wenjiang District,
Chengdu, China, under natural conditions with conventional
management. F; families were single-seed planted in 2 rows
1.5 m, with 10 cm between plants within a row and rows
spaced 30 cm apart. Twenty plants of each F; family were
evaluated.

The effects of TIN4 on yield were assessed by testing two
pairs of NILs (NIL7A/B and NIL11A/B) (Zhou et al. 2020)
at two field trials, one at Chongzhou (2017-2018, 103°38'E,
30°32'N) and the other at Wenjiang (2019-2020, 103°51'E,
30°43'N). Five seeding densities (40, 158, 277, 395, and 514
seeds/m?) with three replicates were used in a randomized
block design for each trial. Each plot consisted of 10 rows
of 1.5 m each, with rows spaced 30 cm apart. Field manage-
ment as described above without supplementary irrigation,
the max/min temperature and rainfall during growing season
are shown in Fig S1. The wheat spikes in each plot were
hand-harvested at GS87 and measured total weight of grains
after drying to constant weight under natural conditions.

Morphological and histochemical analysis

The plant and tiller morphologies from GS12 to GS15 were
recorded and examined using a camera and an SMZ745T
light stereomicroscope (Nikon, Japan). For histochemical
analysis, shoot bases were collected after 1-WAP (week after
planting) and 2-WAP, and then fixed in formaldehyde—acetic
acid—alcohol solution at 4 °C for 48 h. The method used for
sample preparation by paraffin sectioning was modified from
that described by Duan et al. (2019); tissues were unstained
and then examined using a BX51 fluorescence microscope
(Olympus, Tokyo, Japan).
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Fig. 1 Phenotypic characterization of near-isogenic lines NIL7A and
NIL7B. a Tiller numbers of NIL7A and NIL7B from GS 13 to GS
85. b Tiller phenotypes of NIL7A and NIL7B at GS 17. ¢ Enlarged

Bulked segregant RNA-seq (BSR-seq) analysis

For RNA sequencing (RNA-seq), 40 low-tillering plants
(Bulk-low) and 40 high-tillering plants (Bulk-high) were
selected from an F, population (238 individuals) of the
NIL7A/NIL7B cross. Approximately the same size flag leaf
segments were samples from each individual at GS 37 and
pooled separately based on phenotype. RNA was extracted
using the Total RNA purification kit according to the user’s
manual (LC-Bio, CA, USA), and DNA was removed using
DNase L.

cDNA libraries were constructed following the manu-
facturer’s instructions (Vazyme Biotech, China) and
sequenced using a HiSeq2500 system (Biomarker, China).
Raw sequence data were checked for quality using the NGS
QC Toolkit (Patel and Jain 2012) and then aligned to the
wheat reference genome (IWGSC_Refseq v1.0, https://urgi.

images of shoot bases. Red arrows indicate tillers. d Tillering pheno-
types of NIL7A and NIL7B at GS 85

versailles.inra.fr/download/iwgsc/) using BWA (Li 2012).
The multiple mapping and PCR-duplication reads were
filtered using SAMtools (Li et al. 2009) and Picard Mark-
Duplicates (http://broadinstitute.github.io/picard/). Single
nucleotide polymorphisms (SNPs) were identified using
BCFtools (Narasimhan et al. 2016), and a minimum cutoff
of ten reads was retained using Perl script. The SNP-index
values of the two bulks were calculated using MutMap (Abe
et al. 2012) with the following formula: index™"A =Ny 74/
(Nt +Nyp7a), Where N represents the number of accumu-
lated reads with the corresponding genotypes. The ASNP-
index for each SNP was calculated using the formula ASNP-
index = index™" — index™''"8, The ASNP-index values
were raised to the power of 4 (ASNP-index4) to decrease
the noise caused by small variations in the estimations. The
data were fitted using a Loess curve, with the fitted values
as the median of the 50 upstream and downstream SNPs.
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High ASNP-index* values were used to identify the candi-
date region containing TIN4. The datasets generated during
the current study are available at the National Center for
Biotechnology Information (NCBI) SRA repository under
accession number PRINA705399.

DNA extraction and marker development

Genomic DNA was extracted from the leaves of 30-day-
old plants following the cetyl trimethyl ammonium bromide
(CTAB) method (Murray and Thompson 1980), and the con-
centration was adjusted to about 100 ng/pl.

The candidate region containing TIN4 located in a previ-
ous study (Wang et al. 2016) was targeted to develop mark-
ers based on SNPs, insertion—deletions (Indels), and simple
sequence repeats (SSRs) between the isolines NIL7A and
NIL7B. SSR markers were designed with SSRMMD (Gou
et al. 2020) based on the sequences in the candidate region
of the wheat reference genome. Polymerase chain reaction
(PCR) was performed using routine procedures, and PCR
products were separated by 6% non-denaturing polyacryla-
mide gel electrophoresis. The NIL7A and NIL7B RNA-seq
data (Wang et al. 2019) were used for calling SNPs and
Indels. Based on the SNPs, high-resolution melting (HRM)
and Kompetitive allele-specific PCR (KASP) markers were
also developed and tested for polymorphisms between
NIL7A and NIL7B following previously described methods
(Tan et al. 2017; Wang et al. 2019). The new polymorphic
markers detected between NIL7A and NIL7B are listed in
Table S1.

Molecular mapping of TIN4

Linkage analysis and genetic map construction were per-
formed using JoinMap 4.0 (Van Ooijen 2006) with a 3.0
LOD threshold. A small population of 238 F, individuals
from the NIL7A/NIL7B cross and newly developed markers
were initially utilized to map TIN4. The flanking markers
were subsequently used to screen for recombinants in an
F, population of 4266 individuals. A high-density genetic
map, based on the recombinants, was constructed for the
targeted interval.

Statistical analysis

Data analyses were performed and graphs were produced
using the Origin v9.0 program (OriginLab Corporation,
USA). Differences between groups were considered signifi-
cant at P <0.05 based on Student’s ¢ tests. A chi-square test
was performed to test the phenotypic data for determining
if tillering was controlled by a single gene.
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Results
Phenotypic characterization of NILs

Comparison of tiller number between NIL7A and NIL7B
at different growth stages, a significant difference was
detected between NIL7A (1.50+0.50) and NIL7B
(0.4 +0.49) at GS 15, with increasing phenotypic diver-
gence from GS 15 to GS 85 (Fig. 1). Finally, the tiller
number of NIL7B was found significantly decreased by
85% compared with NIL7A (Fig. 1a). Histological analysis
revealed no significant difference between the isolines in
either tiller bud initiation or the number of tiller buds at 1
and 2 weeks after sowing (Fig. S2). Microscopic observa-
tion showed that the number of tillering buds was consist-
ent during GS 12 to 13, while significant differences in
tillering bud development were observed between near-
isogenic lines during GS 14 to 15 (Fig. 2, Fig. S3). Specifi-
cally, the growth from tillering buds in the low-tillering
NIL7B was inhibited, and there was no progress to sec-
ondary tillering buds, thus leading to significantly reduced
tiller numbers. In addition, the thousand kernel weight of
NIL7B was significantly higher than that of NIL7A (Fig.
S4), but there was no significant difference between the
lines in plant height, flag leaf length, flag leaf width, spike
length, or flowering time (Fig. S5).

The genetic background of NIL7A and NIL7B was
highly similar, only 1346 (~2.7%) markers were polymor-
phic between NIL7A and NIL7B using the wheat 55 K
SNP Array (Wang et al. 2019). A small F, population con-
sisting of 238 individuals from the NIL7A/NIL7B cross
was phenotyped for tiller number. The numbers of low-
tillering and high-tillering individuals fitted a 3:1 ratio
(173:65; x*=0.56 < x %905, | = 3.84), indicating that the
TIN4 phenotype was conferred by a single dominant gene.

BSR-seq analysis and molecular mapping of TIN4

After quality control, Bulk-low and Bulk-high generated
60,881,504 and 67,713,424 reads by RNA-seq, respectively
(Table S2). 67,490 credible SNPs were identified in Bulk-
high and 68,815 credible SNPs were identified in Bulk-low
by software analysis. A total of 51,069 SNPs were common
between the two bulks and were used to further calculate the
SNP index (Fig. 3a). BSR-Seq analysis based on the ASNP-
index* was used to measure allelic segregation and to iden-
tify markers linked with the TIN4 based on SNPs between
the two bulks. One single significant peak for ASNP-index*
was located in a region of approximately 3.17 Mb on chro-
mosome arm 2DL, and this reconfirmed that the TIN4 phe-
notype was controlled by a single dominant gene (Fig. 3b, c).
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Fig.2 Tillering buds or tillers of NIL7A and NIL7B at GS 12 (a, ), GS 13 (b, f), GS 14 (C, G), and GS 15 (D, H). Red arrows indicate the pri-
mary tillering buds or tillers; blue arrows indicate the secondary tillering buds or tillers; Bar, 2 mm

A B
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16421

/ASNP-index*

17746
Bulk-high

Fig.3 BSR-seq analysis. a The number of SNPs identified in the
Bulk-low and Bulk-high. b Identification of the genomic region con-
tributing to low-tillering number by BSR-Seq analysis. Black lines

Fine mapping of the TIN4

Eleven polymorphic markers were developed around the
candidate region and used to genotype the 238 F, individu-
als derived from NIL7A/NIL7B. A linkage map with 4.9 cM
was constructed and mapped TIN4 to a 1.73 cM interval
between markers M3 and N82 (Fig. 4a). The flanking mark-
ers were then used to screen recombinants from a large F,
population of 4266 individuals, and 61 recombinants were
identified. To further narrow down the genetic interval
of the TIN4 locus, six newly polymorphic markers (M44,
M52, M207, M251, M380, and M323) within the interval
were developed and used to construct a high-density genetic

C 050

/ASNP-index*

e

show the Loess fit curve calculated from the ASNP-index4. ¢ ASNP-
index* scores of the candidate region on chromosome 2D

map (Fig. 4b). The tiller number of F, and F,.; families in
homozygous recombinants were evaluated for classifying the
TIN4 genotype (Fig. S6; Fig. 4c). Finally, TIN4 was iden-
tified to co-segregate with marker M380, and was placed
within a 0.35 cM genetic interval delimited by markers
M251 and M323 (Fig. 4b).

Referred to the reference genome of the wheat cultivar
Chinese Spring (IWGSC_Refseq v1.0), this interval covered
a 311 kb sequence of Chinese Spring 2DL. Twelve high
confidence predicted genes were annotated according to
IWGSC_Refseq v1.1 (Fig. 4d, Table 1). Identified the ortho-
logues of these twelve genes in rice and Arabidopsis, none of
were orthologues to the known tillering or branching gene,
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Fig.4 Mapping of the TIN4. a Mapping of TIN4 based on a segregat-
ing F, population (NIL7A x NIL7B) of 238 individuals. b Fine map-
ping of TIN4 based on an F, population of 4,266 individuals. ¢ Geno-
types and phenotypes of homozygous recombinants identified with
markers surrounding the TIN4. The gray regions represent alleles

from NIL7A and the white ones for alleles from NIL7B. The aver-
age tiller number to each of these recombinant lines (F,.;) and par-
ents were provided on the right hand side of the diagram. d Physical
map of the target region in the reference genome of wheat based on
IWGSC RefSeq v1.0

Table 1 Annotations of

N , . No Predicted gene ID Annotation

predicted genes in the genomic

region of TIN4 1 TraesCS2D02G563200 Dof zinc finger protein
2 TraesCS2D02G563300 -
3 TraesCS2D02G563400 Dof zinc finger protein
4 TraesCS2D02G563500 -
5 TraesCS2D02G563600 NADPH-protochlorophyllide oxidoreductase
6 TraesCS2D02G563700 NADPH-protochlorophyllide oxidoreductase
7 TraesCS2D02G563800 -
8 TraesCS2D02G563900 Cytochrome P450, family 96 protein
9 TraesCS2D02G564000 N-acetylglucosaminylphosphatidylinositol deacetylase
10 TraesCS2D02G564100 Sugar/polyol transporter
11 TraesCS2D02G564200 Clathrin light chain
12 TraesCS2D02G564300 -
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contained two encoded dof zinc finger proteins, two encoded
NADPH-protochlorophyllide oxidoreductases, one encoded
members of cytochrome P450 protein family, one encoded
N-acetylglucosaminylphosphatidylinositol deacetylase, one
encoded sugar/polyol transporter, one encoded clathrin light
chain and four encoded unknown protein.

Yield response to seeding density and tillering
capacity

Two pairs of NILs were assessed for yield under five seeding
densities. Variance analysis revealed that genotype and seed-
ing density had significant effects on yield, and interaction
between genotypes and seeding density was also significant
effect on yield (Table S3). With increasing seeding densi-
ties from 40 to 514 seeds/m~2, grain yields increased and
then decreased in both trials. The optimal seeding densities
for the two trials were 277 and 395 seeds/m?, respectively
(Fig. 5). As expected, grain yield in the low-tillering lines
(NIL7B and NIL11B) with the TIN4 allele were lower than
that of the high-tillering lines (NIL7A and NIL11A) at lower
seeding densities. Conversely, yields of the low-tillering
lines were higher than those of the high-tillering lines at
higher seeding densities. Importantly, the maximum yield
of the low-tillering lines was 2.26%—13.33% higher than that
of the high-tillering lines (Table S4).

Discussion

Tillers are special branch organs determining the morpho-
logical architecture and grain yield in wheat. Tillering devel-
opment consists of three main stages: (a) the formation of
axillary meristem, (b) further development until tillering bud
formation, and (c) growth of the tillering bud into a tiller
(Hussien et al. 2014). Genes can regulate the tiller number

A —m— NIL7TA-WJ
—A— NIL7B-WJ
—o—NIL7A-CZ

5004
400

3004

Gran yield (g/m?)

2004

1004

T T T T
40 158 277 395 514

Seeding density (seeds/m?)

—4— NIL7B-CZ

Gran yield (g/m?)

by influencing axillary meristem formation. For example, in
rice, the absence of MOCI protein in mocl mutant blocks
the initiation of the axillary meristem, thereby reducing the
tiller number (Li et al. 2003). Some genes such as D3 and
D10 in rice and TaD27, tinl, and dmc in wheat (An et al.
2019; Arite et al. 2007; Ishikawa et al. 2005; Kebrom et al.
2012; Zhao et al. 2020) inhibit the elongation and growth of
tillering buds and negatively regulate tiller number. Com-
pared with NIL7A, tillering buds in NIL7B were inhibited
and could not grow into tillers, further restricting the for-
mation of secondary tillers. These observations suggested
that 7IN4 inhibit the growth of tillering buds and negatively
regulate tiller number.

In wheat, four tillering inhibition genes (tinl, tin2, tin3,
and ftin) have been reported. Spielmeyer and Richards
(Spielmeyer and Richards 2004) mapped a tiller inhibition
gene (tinl) on the short arm of chromosome 1A, and mapped
on a 0.08 cM region spanning 101 kb on the physical map
of Chinese Spring (Hyles et al. 2017). The tin2 was mapped
on chromosome 2A (Peng et al. 1998). Meanwhile, tin3 was
identified in diploid wheat and mapped to a 4.1 cM region
of chromosome 3 A between the markers XSTS-TR3L6 and
XSTS-TR3L4 (Kuraparthy et al. 2008). The fourth gene ftin
was most likely located on the wheat chromosomal deletion
bin 0.86 ~ 1.00 of chromosome arm 1AS (Zhang et al. 2013).
In addition, numerous QTL for tiller number in wheat have
been reported (Li et al. 2010; Liu et al. 2014, 2018; Nasseer
et al. 2016; Ren et al. 2018). However, only a few explained
high phenotypic variation, and even fewer major QTL for
tiller number were identified among multiple environments.
In our previous study, we reported a tillering inhibition gene
(TIN4) mapped on chromosome arm 2DL and explained up
to 19.1% of the phenotypic variance, and further developed
NILs for TIN4 (Wang et al. 2016, 2019). In this study, we
confirmed that 7IN4 was located on 2DL by BSR-Seq analy-
sis and finally mapped TIN4 to a 311 kb genomic region of

—w— NIL11B-WJ
—<—NIL11A-CZ
—v—NIL11B-CZ

+NIL11A—WJ‘

5004

R —

400
3004

200

¥
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T T T T T
40 158 277 395 514
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Fig.5 Effects of seeding density on yield. a Difference in grain yield between NIL7A and NIL7B across the two trials. b Difference in grain
yield between NIL11A and NIL11B across the two trials. WJ: Wenjaing, CZ: Chongzhou. Error bars represent the SD
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the reference genome. Twelve high-confidence genes were
identified and none of were orthologues to the known tiller-
ing, implying the TIN4 may be a new tillering regulation
gene in wheat. In summary, this study is helpful to further
clone TIN4 and reveal the mechanism of tillering formation
in wheat.

TIN4 regulates tiller number so effectively that it can be
used to design a wheat ideotype that was proposed half a
century ago (Donald 1968), but has not been successfully
implemented in wheat production. The main reason was
that adverse traits such as unproductive tillers, low grain
weight, and excessive vegetative growth were associated
with the low-tillering trait (Liu et al. 2020; Naruoka et al.
2011; Yan 2017; Zhang et al. 2013). The ftin allele delays
the growth and development of tillers, resulting in the forma-
tion of unproductive tillers and fewer fertile tillers (Zhang
et al. 2013). In this study, the TIN4 significantly reduced
tiller number, without any unproductive tillers (Fig. 1). This
highlights TIN4 as a new gene regulating tillering, opening
up possibilities for applications in breeding by molecular
design to increase wheat yield.

The TIN4 has the potential to increase yield requiring
seeding densities above 277 seeds/m>. Mitchell (Mitchell
et al. 2013) proposed that tiller inhibition genes provide the
potential to increase production per unit area. This would
be achieved by fewer competing tillering meristems, mak-
ing more assimilates available to the spikes, resulting in
larger spikes and higher kernel weight. Low-tillering wheat
is also beneficial in terms of a more uniform spike canopy
and overall spike maturity that is more convenient for har-
vesting using a combined harvester. In this study, low-till-
ering lines carrying TIN4 allele exhibited higher yields than
high-tillering lines at higher seeding density (395 seeds/m?),
increased yield can compensate for increased seed costs.
Overall, TIN4 can achieve optimal yield at higher seeding
density, and incorporating 7/N4 into wheat is expected to
develop wheat varieties with high yield potential.

Supplementary Information The online version contains supplemen-
tary material available at https://doi.org/10.1007/s00122-021-03981-1.
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