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Genomewide Molecular Polymorphisms among Maize (Zea mays L.) Inbred

Lines Found from Restriction-Associated DNA Tag Sequencing (RAD-Seq)

Analysis as a Preliminary Study on ‘Genomewide Selection’ for Breeding by
Japanese Public Sectors

Hiroyuki TAMAKI, Shohei MITSUHASHI, Hiroshi KUDOH', Atsushi J. NAGANO"** and Masaki YASUGI"®

Forage Crop Research Division,
NARO Institute of Livestock and Grassland Science, Nasushiobara, 329-2793 Japan

! Kyoto University, Otsu, 520-2113 Japan

? Tapan Science and Technology Agency (JST) PRESTO, Kawaguchi, 332-0012 Japan

Abstract

For accelerating yield improvement in the maize breeding programs operated by the Japanese public sectors, the
authors have been interested in introducing genomewide selection (GwS), which requires the arrangement of at least 90
molecular markers in a pair of inbred lines (inbreds) having an identical genetic background. The purpose of this study was
to evaluate the potential of Testriction-associated DNA sequencing analysis (RAD-Seq) as a genotyping tool in the maize
GwS. RAD-Seq is a molecular technique with restriction enzymes and a high-speed sequencing system, whose advantages
have been reported on the high reproductivity as well as on the low genotyping cost. Molecular polymorphisms among 34
inbreds from three genetic background groups were surveyed with RAD-Seq, from which 14384 polymorphic loci were
found distributed genomewide. The dendrogram drawn based on the polymorphisms well accords not only with those
drawn in the previous studies but also with the pedigrees. The results have also shown that 373 to 1106 polymorphic loci
exist in each of most pairs of inbreds in an identical genetic background. Therefore the authors have concluded that RAD-

Seq can be a powerful genotyping tool in the future maize GwS.

Key words: genomewide selection, inbred line, maize breeding, molecular polymorphism, RAD-Seq

Introduction total digestible nutrition (TDN) basis (in 2012) to 5.27 X

10° in 2020”. The maize (Zea mays L.) breeding teams

There are concerns in Japan over the difficulties of Japanese public sectors, including NARO Institute of

in ensuring long-term food supply, for which the Japanese Livestock and Grassland Science, are now expected to

government has adopted a policy to increase food self- support this policy by releasing high-yield varieties for
sufficiency. A primary plan for this goal is to raise domestic whole-crop silage use highly adapted to Japanese climates.

feed crop production from 4.00 % 10° metric tons on the As the cost of molecular genotyping has rapidly
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declined in recent years (Yan et al. 'y it has become feasible
especially for the maize breeding teams in Japanese public
sectors to adopt molecular breeding techniques where
markers should be arranged over the whole genome'”
‘Genomewide selection (GwS)" is one of such techniques;
its details and concept are explained in Bernardo and Yu®
and Meuwissen et al.”. The focus of GwS is on accumulating
favorable genes in many minor quantitative trait loci (QTLs)
whereby the yield is deemed controlled'”. In addition,
GwS can be started from a biparental population, i.e. with
molecular-marker information on a small number of inbred
lines (hereinafter referred to as inbreds). Therefore,
introducing GwS to Japanese maize breeding programs is
quite valuable to accelerate yield improvement.

The purpose of this study was to evaluate the
potential of Trestriction- associated DNA sequencing’
analysis (hereafter referred to as RAD-Seq) as the
genotyping tool of the maize GwS. The details of RAD-
Seq are described in Baird et al.”. Briefly, it is a molecular
technique with restriction enzymes and such a sequencing

'

system as HiSeq™ of Illumina™, providing sequence

information near the restriction sites of multiple samples

l() . . .
). As numerous restriction sites

with high reproductivity
are thought distributed over the whole maize genome,
RAD-Seq is expected to detect a remarkable number of
genomewide molecular polymorphisms among hundreds
of the tested samples at once. Our previous computer-
simulation study'” has revealed that molecular markers
should be placed at the intervals of 20cM or shorter for
the success of GwS. Based on the reports in the website
(http://www.maizegdb.org/complete_map?id=1203637) that
the entire linkage-map length is about 1808cM, it means
that at least 90 (=1808/20) molecular markers should be
arranged for this purpose. The numbers of polymorphic
molecular loci should greatly exceed 90 in most cases
because the locations of such loci are thought biased over
the genome. Therefore the point at which the authors were
most interested has been how many reliable molecular
polymorphisms were detected from RAD-Seq between
a potential pair of inbreds in an identical genetic group
whose F, progeny would be genotyped. In addition, the
advantages of RAD-Seq have also been discussed from its
economic aspects; Nagano'” have reported that it costs only
JPY350000 for a RAD-Seq operation for 200 samples, as
small as JPY1750 per sample. Therefore the authors have

regarded it as a highly feasible genotyping tool candidate
in the maize GwS to boost breeding programs. A number
of reports have been made on the genotyping results with
RAD-Seq on major crops including maize (e.g. Beissinger et
al.?, Davey et al.”). None of them, however, have provided
convincing information on its potential as the genotyping
tool for GwS, especially on the following three points, (1)
how many polymorphic molecular loci would be detected
between a pair of inbreds in an identical genetic group (not
among miscellaneous materials), (2) how many of them can
be judged potential as the molecular markers for the GwS
(our preliminary analyses have revealed that a remarkable
number of polymorphisms seem to have come from
repeated sequences within an inbred and that they cannot
be adopted as markers for GwS), and (3) whether the
potential polymorphic loci are distributed genomewide or
not. Therefore the authors especially focus the discussion

on these three points.

Materials and Methods

Plant materials and DNA preparation
Table 1 shows the list of the genotyped parental
inbreds. All but three, ‘Mil08’, ‘Ki44 and ‘Nal06’, were

1 .
¥ where single

also genotyped in our previous study
nucleotide polymorphisms (SNPs) were detected with
“maizeSNP50 beadchip”, a product of Illumina Inc. (San
Diego, CA, U.S.) (http://www.illumina.com/products/
maizesnpb0_dna_analysis_kit.html). All of the inbreds
were developed in the Japanese public sectors; National
Agriculture and Food Research Organization (NARO)
Hokkaido Agricultural Research Center (NARO/HARC),
Nagano Animal Industry Experiment Station (NAIES),
NARO Kyushu Okinawa Agricultural Research Center
(NARO/KARC) and NARO Institute of Livestock and
Grassland Science (NARO- ILGS) developed inbreds
whose names start with “Ho", “Ki", “Mi" and “Na”,
respectively. The inbreds are classified into three groups
in terms of their genetic backgrounds (they are hereafter
called genetic groups); dent mainly derived from U.S. corn-
belt dent (MD), semi-dent mainly developed from hybrids
for summer seeding (RD) and flint mainly derived from
Japanese landraces (JF). Their seeds were provided from
the stocks in NARO-ILGS for breeding experiments. Only

one individual per inbred was sampled for DNA preparation,
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13)

because our previous study on SNP polymorphisms ” has

revealed that more than 96% of the SNPs are identical

Table 1. The list of 34 inbreds genotyped in this study with
RAD-Seq, and the numbers of the catalogs (loci)
provided from the genotyping

Numbers of catalogs (loci)?

All Trustable Potential

Group Inbreds

MD2?  Hol02 * 136173 25630 4466
Hol04 = 113135 21938 3886
Hol10 * 143188 28062 4724
Ki66 * 143399 25894 4472
Ki70 * 140445 28366 4838
Ki74 * 108734 21455 3775
Mi29  * 159289 27726 4808
Mig8  * 114736 24366 4206
Mi108 142579 29702 5052
Na65  * 111016 21953 3771
Na71 = 105777 20369 3425
Na99  * 176689 30274 5156
Nal02 * 146238 31603 5262

RD?  Mi62  * 106205 23268 4108
Mi71  * 138225 26417 4280
Mio1  * 103435 20116 3412
Mi93  * 138247 24798 4327
Mil06 * 148407 25724 4158

JF2) Ho95  * 149352 26553 4535
Kid44 234521 32703 5190
Ki68 * 161854 28548 4778
Ki75 * 151273 27149 4653
Mid7  * 165855 29852 5047
Mil03 * 169001 31770 5367
Mil1l  * 177260 35336 5592
Na50 = 152414 26786 4365
Na91 = 163036 26255 4136
Na96  * 199997 30208 4953
NalO0l * 186192 26541 4622
Nal03 * 199997 37129 5707
Nalo4 * 271242 37787 5866
Nal05 3 169838 30514 5130
Nal06 131065 29676 4949
N09-07 * 133226 26261 4300

"Average over
the 34 inbreds"

Total (duplicates
excluded)

* The inbreds also genotyped in the previous SNP study
by the authors!®.

152707 27669 4627

1280484 152658 14384

1) All loci: provided in the genotyping process by Stacks.
Trustable loci: depth are seven or more, no plural alleles
and identified cordinates. Potential loci: polymorphic
trustable loci. (See Materials and Methods for more
details).

2) MD, RD and JF are the dent genetic group from U.S.
corn-belt, the semi-dent genetic group from hybrids
for summer seeding, and the flint genetic group from
Japanese landraces, respectively (See Mateirlas and
Methods for more details).

3) Genotyped as 'N10-03' in our previous SNP study!?.

between two individuals within an inbred.

The DNA preparation was made in the following
two stages. The first, from cutting young leaves from the
seedlings to obtaining the boiled stocks, was completely

13)

equivalent to our previous genotyping study . In

short, after the leaf of each material was frozen and

™

milled, PrepMan™ Ultra Reagent of Life Technologies
Corporation (Carlsbad, CA, U.S.) was added to the milled
leaf, and then the mixture in a plastic tube was kept in
boiling water for extraction. After cooled down, the tube
was centrifuged to obtain the supernatant containing the
purified genomic DNA. The second stage, the authors
adopted for the first time for DNA purification, followed the
protocol of DNeasy Plant Mini Kit™' of Qiagen (Valencia,
CA, U.S.) where the 100 pl of the supernatant having
been collected in the former stage was subjected as the
wet starting material. After the preparation, The DNA
concentration was measured with ‘Qubit™ 2.0 Fluorometer

(with dsDNA HS assay kit)" of Life Technologies, to adjust

to 10 ng ul” for the subsequent sequencing.

Sequencing and genotyping

In the procedures for sequencing with ‘HiSeq
2000, a product of Illumina, the authors followed the
protocol of Peterson et al.'” with the following several
modifications. (1) Genomic DNA of 175 maize materials
including the 34 inbreds shown in Table 1 was digested
with two restriction endonucleases, Ndel and BglII. (2)
Two kinds of Y-shaped adopters (whose sequences are
shown in Supplements as TruSeq Ndel adaptors 1 and
2, and TruSeq BglII adaptors 1 and 2, respectively) were
ligated with T4 DNA ligase to the digested ends. Each
adopter was arranged to ligate only to the sticky end of
each restriction enzyme. (3) Primers (whose sequences
are shown in Supplements as TruSeq_Univ_primer 2 and
TruSeq IP001_ xxxxxx) were added for the subsequent
polymerase chain reaction (PCR). The 5'-end primers
also carry index sequences for material identification. (4)
PCR was performed with KOD-Plus-Neo (TOYOBO) (94
°C for Zmin, 20 cycles of 98°C for 10 sec, 65°C for 30 sec,
68°C for 30 sec), whereby selectively amplified were only
the fragments that have both digested ends of the two
restriction enzymes. (5) Approximately 270 — 300 base
pair (bp) fragments were selected with E-Gel™ size select

(Life Technologies) after all of the amplified DNA from each
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material was mixed into a stock. And (6) 50 bp sequences of
the Bglll-digested side in the DNA fragments were read by
HiSeq2000 (Illumina).

To remove reads containing low-quality bases and
adapter sequences, raw sequence reads were preprocessed
with ‘Trimmomatic’ ver. 0.32 (Bolger et al.”), where the
followings were the adopted conditions; ILLUMINACLIP:
TruSeq3- SE.fa:2:30:10, LEADING: 19, TRAILING: 19,
LIDINGWINDOW: 30:20, AVGQUAL: 20, MINLEN: 51.
Sequence reads were then processed with Stacks ver. 1.20
(http://creskolab.uoregon.edu/stacks/), with the reference to
the entire genomic sequence information of ‘B73’, which is
a maize inbred recognized worldwide as the most standard,
shown in the website (http://www.ebi.ac.uk/ena/data/view/
GCA_000005005.5). The default setting options were
adopted in this process, namely, ‘m and n’ values were
set to 1 and 0, respectively, in running the program ‘ref
map.pl’. The data having been provided from Stacks were
at first sorted in terms of ‘catalogs each of which carries
information of its standard 50 bp sequence in addition to
its coordinate (location in the genome with referring the
entire genomic sequence information), i.e. the information
of each catalog was connected with that of each inbred on

depth (the number of read copies) and allele(s) (hereafter a

‘catalog’ will be called a locus because, in the maize GwS
and other molecular breeding, a catalog will be regarded
and handled as a molecular locus). Subsequently, loci of
each inbred were filtered out if their depths were less than
seven (because such small numbers of repetitions were
not thought trustable enough in determining the relevant
genotypes) or if plural alleles were judged to exist within
the inbred (because such plural alleles within an inbred
might be the reflection of repeated sequences from plural
genome regions). The loci not filtered out were defined
in this study as ‘trustable loci’. Then each trustable locus
was surveyed on polymorphisms (any kinds of different
sequence information including insertion or deletion) over
the 34 inbreds, and those having any polymorphism(s)
were defined as ‘potential loci’. The following analyses and

discussion were made based only on the potential loci.

Dendrogram drawing

Based on the polymorphisms on the potential
loci, the authors drew a dendrogram of the 34 inbreds for
the verification of the reliability of the obtained data by
comparing with those drawn in the previous studies on
simple sequence repeat (SSR) (Enoki et al. ) and on SNP
genotyping"”, and with the pedigree of each inbred. The

Table 2. The numbers of trustable and potential loci (found among the 34 inbreds), and the sizes and lengths of each chromosome

Chromosome numbers

Total
1 2 3 4 5 6 7 8 9 10
Trustable 22188 16649 16673 19381 16455 12869 13159 12545 12022 10717 152658
loci? (.145) (.109) (.109) (127 (.108) (.084) (.086) (.082) (.079) (.070)
Potential 1986 1611 1647 1744 1504 1206 1260 1208 1146 1072 14384
loci2 (.138) (.112) (.115) (.121) (.105) (.084) (.088) (.084) (.080) (.075)
Size 301 238 232 242 218 169 177 175 157 150 2059
(in Mbp) (.146) (.116) (113) (118 (.106) (.082) (.086) (.085) (.076) (.073)
Length 286 183 209 189 173 138 158 172 164 136 1808
(in cM) (.158) (.101) (.116) (.105) (.096) (.076) (.087) (.095) (.091) (.075)

* The value in each parenthesis indicates the ratio of the relevant chromosome toward the total.
The size and length of each chromosome are quoted from the websites
http://www.ebi.ac.uk/ena/data/view/GCA_000005005.5 and http://www.maizegdb.org/complete_map?id=1203637, respectively.

D A molecular locus is judged trustable if it fulfill the following three conditions in at least one of the 34 inbred lines shown in Table 1,

ie.,

(1) its depth is seven or more,
(2) no plural alleles exist within the relevant inbred lines, and
(3) its cordinates have been identified.

2) A trustable locus is judged potential if polymorphisms have been found among the inbred lines.

See Materials and Methods for more details of trustable and potential loci.
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rules for the drawing were mostly equivalent to those in

9 where the calculation

our previous SNP genotyping study
of genetic distance (GD) of each pair have been made on
the ratio of polymorphic potential loci toward all shared
ones, and where the drawing was made in the unweighted
pair group method with arithmetic mean (UPGMA). The
exceptional difference in the drawing rules between this
study and the previous one was that the polymorphism
judgement was made only on whether the sequences of the

two relevant inbreds were equivalent or not, i.e. the number

of polymorphic nucleotide(s) per locus was disregarded.

Results and Discussion

As shown in Table 1, 1.28 x 10° catalogs
(substantially equivalent to loci) were provided in the
genotyping process by Stacks on the 34 inbreds. About
12% of them, 1.53 X 10°, were judged trustable in at least
one inbred, and 14384 trustable loci were judged potential,
namely had any kinds of polymorphisms among the inbreds.
These trustable and potential loci were found distributed
genomewide without unevenness (Table 2). Figure 1 is
a dendrogram drawn based on the calculated GDs. The
GD between two inbreds ranged from 0.049 (=135/2747,
between Ki66 and ‘Ki74") to 0.435 (=1317/3026, between
‘Na99' and ‘NalO3’) with the average of 0.344. The
dendrogram well accords with the previous studies and
the pedigrees. For example, (1) it shows that molecular
polymorphisms clearly divide the three genetic groups
MD, RD and JE as reported in Enoki ef al.”. (2) It accords
with the pedigrees that Hol02 has been developed from
a three-way cross of (Na7 X ‘Mi29") X ‘Mi29’, and that

‘Milll" and ‘N09-07 have been developed from the same
F, line. And, (3) this dendrogram shows what have been
found in our previous SNP study'?, i.e., that ‘Ki66', ‘Ki70’
and ‘Ki74 have extremely close genetic backgrounds to
each other, that ‘Ho95 is quite distant from any other
inbreds belonging to the same JF group, and that the
GDs between 'Na50" and NalOl' and between ‘Mid7’
and ‘Nal03' are relatively close though they have been
developed independently. (Hereafter the five pairs, Hol02'
and ‘Mi29’, Milll and 'N09-07', Ki66 and 'Ki70’,
‘Ki66" and ‘Ki74', and ‘Ki70 and ‘Ki74', are excluded
from the subsequent discussion on the potential of RAD-

Seq for GwS, because GwS for such a pair of inbreds

 Ki66
Ki74
Ki70
Hol02
Mi29
Mi88
MD*<  Na7l
Nal02
Mil08 ]
Na65

Hol104
Holl0 :l—’
L Na99 ]
" Mi7l
Miol

RD*< Mi62
Mi93
Mil06

(" Na50
NalO1l
Ki75
Milll
N09-07 B
Mil03

Mi47
Nal03
JF*< Nalod -
Na9l

Ki44
Nal05 :l
Ki68
Na%6

Nal06
\. Ho95

| | | | |
.00 .10 .20 .30 40

Genetic distance (GD)

Fig. 1. The unweighted pair group method with arithmetic
mean (UPGMA) dendrogram of genetic relationships
among 34 inbred lines calculated on the basis of
genetic distances of the 4627 trustable polymorphic
loci obtained.

* MD, RD and JF are the dent genetic group from U.S. corn-
belt, the semi-dent genetic group from hybrids for summer
seeding, and the flint genetic group derived from Japanese
landraces, respectively (See Materials and Methods for
more details).

having extremely close genetic backgrounds to each other
is thought impractical.) Table 3 shows the numbers of
polymorphic potential loci found from pairs in identical
genetic groups. The numbers ranged from 373 (between
‘Mi88 and ‘Na71’) to 1106 (between NalO3 and Nal06')
unless the pairs have extremely close genetic backgrounds
to each other. Figure 2 is a mixed graph to describe how
many potential loci are shared by how many inbred lines. It
shows the tendency that each of most loci are shared only

by a small number of inbreds; more than 75% (10871) of the
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Table 3. The number of polymorphic potential loci found in each pair of inbreds belonging to the same genetic groups.

(A) MD*
Na102 Na99 Na71 Na65 Mil08 Mi88 Mi29 Ki74 Ki70 Ki66 Holl0 Hol04
Hol02 738 763 463 597 754 404 3892 641 697 706 808 652
Hol04 772 758 536 540 834 642 764 630 749 699 469
Holl0 962 841 631 695 1004 761 915 732 907 838
Ki66 765 886 576 656 855 672 770 135V 231V
Ki70 742 878 530 669 868 694 779 196V (B) RD*
Ki74 666 755 500 568 749 602 717 Mil06 Mi93 Mi91 MiT7l
Mi29 674 794 509 525 646 602 Mi62 601 709 556 640
Mi88 658 757  373Y 577 662 Mi71 625 668 508
Mil08 654 920 460 530 Mi91 551 644
Na65 603 732 460 Mi93 636
Na71 408 617
Na99 894
(C) JF*
N09-07 Nal06 Nal05 Nal04 Nal03 Nal0l Na96 Na91l Nas0 Milll Mil03 Mi47 Ki75 Ki68 Kid4
Ho95 799 940 956 1040 1051 992 935 829 865 978 982 1008 867 903 919
Ki44 766 862 590 933 966 847 968 758 758 919 1001 782 787 737
Ki68 795 901 832 858 828 840 78 707 690 983 930 781 764
Ki75 668 888 878 870 779 806 840 714 608 759 920 700
Mi47 687 1024 953 751 539 990 864 597 842 937 973
Mil03 697 1038 1025 919 978 960 920 757 768 833
Milll 341 1031 998 992 1006 942 981 814 630
Na50 622 810 787 778 803 587 663 665
Na91 663 788 715 752 625 719 756
Na96 790 968 971 962 932 950
Nal0l 856 746 746 970 1050
Nal03 771  1106Y 1061 751
Nal04 763 1052 1074
Nal05 894 785
Nal06 861

* MD, RD and JF are the dent genetic group from U.S. corn-belt, the semi-dent genetic group from hybrids for summer seeding, and
the flint genetic group from Japanese landraces, respectively (see Materials and Methods for more details).

D Because 'Ki66', 'Ki70' and 'Ki74' are judged genetically extremely close to each other, the relevant three pairs (shown in the italic
font with underlines) have been excluded from discussion on the potential of GwS (see Materials and Methods for more details).

2 The pairs of 'Ho102' and 'Mi29' and 'Mil1l' and 'N09-07' (shown in the italic font with underlines) have been excluded from
discussion on the potential of GwS because of their extremely close pedigrees (see Materials and Methods for more details).

3 The pairs of 'Na103' and 'Na106' and 'Mi88' and 'Na71' (shown in the bold font with underlines) have been found to have the most
and least potential loci among all pairs shown above but the five mentioned above.

14384 potential loci are shared by less than a half (17) of the
all 34 inbreds. Table 1 also suggests this tendency, showing
that each inbred holds only 3412 to 5866 potential loci.

The authors have concluded from these results
that RAD-Seq can be a powerful genotyping tool in the
future maize GwS for the following two reasons. One is
that the dendrogram of this study well accords to those of

the previous ones (Figure 1), meaning that the genotyping

information is trustable enough as a whole. The other is
that the RAD-Seq operation of this study provided sufficient
numbers not only of trustable molecular loci on each
material (3412 to 5866) distributed genomewide (Tables 1
and 2), but also of polymorphic potential loci found in each of
most pairs of inbreds in identical genetic groups (more than
373 unless the pair of inbreds have extremely close genetic

backgrounds to each other, Table 3). Considering the
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Fig. 2. A mixed graph to describe how many potential loci* are shared by how many inbred
lines (by the grey columns with the left scale), and the cumulative frequency toward
the total 14384 potential loci (by the black line with the right scale).

* A molecular locus is defined potential if it fulfills the following three conditions in at least

two of the 34 inbred lines shown in Table 1,

(1) its depth (the number of copies) is seven or more,
(2) plural alleles do not exist within the relevant inbred line, and
(3) polymorphism exists between/among the inbred lines.

See Materials and Methods for more details.

findings from our previous computer-simulation study'® that
the GwS requires at least 90 molecular markers arranged
genomewide, RAD-Seq can be judged to provide sufficient
numbers of polymorphic potential loci, and to be a highly
potential genotyping tool for the maize GwS. The previous
studies on RAD-Seq handling miscellaneous materials (e.g.
Chattopadhyay et al.”) have also reported the tendency
shown in Figure 2 that each of most loci are shared only by
a small number of entries. It will be an annoying problem
in genotyping materials having been derived from a wide
genetic background, but not in the maize GwS the authors
consider to adopt, because the genotyping will be made in
this GwS not on such miscellaneous materials but on an F,
population derived from a pair of inbreds. Therefore RAD-
Seq can be regarded as a feasible genotyping tool for the

GwS also in terms of this point.
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Supplements

Oligo-nucleotide sequences

TruSeq_Ndel adaptor 1
/5Phos/T*A*GAGATCGGAAGAGCACACGTCTGAACTC
CAGTC*A*C

TruSeq_Ndel adaptor 2
G*T*CAAGTTTCACAGCTCTTCCGATC*T*C
TruSeq_BglIl adaptor 1
A*A*TGATACGGCGACCACCGAGATCTACACTCTTTC
CCTACACGACGCTCTT*C*C

TruSeq_BglII adaptor 2
G*A*TCGGAAGAGCTGTGCAGA*C*T

TruSeq Univ_primer 2
AATGATACGGCGACCACCGAGATCTACACTCTTTCCC
TACACGA

TruSeq IP00]1 xxxxxx
CAAGCAGAAGACGGCATACGAGATXXXXXXGTGACTG
GAGTTCAGACGTGT

“*" = phosphorothioate bond
XXXXXX = 6 mer index sequence
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Changes in Plasma Ghrelin Concentrations in Vitamin A-restricted Japanese
Black Steers
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The objective of this study was to establish the effect of vitamin A (VA) feeding status on the plasma concentrations

of acylated ghrelin, insulin, glucose, and leptin in Japanese Black steers. Eight 14-month-old Japanese Black steers were

fattened for 58 weeks. The experimental period was divided into stages 1 (weeks 1-28), 2 (weeks 29-44), and 3 (weeks
45-58). The steers were divided into 3 groups: S (n = 2, VA supplemented), R (n = 3, VA restricted), and RS (n = 3, VA

restricted in stages 1 and 2 and supplemented in stage 3). In stage 2, groups R and RS showed lower plasma VA and ghrelin

concentrations than those in group S. In stage 3, group R showed lower values for the above concentrations than those in

groups S and RS. Group RS showed lower values for the above concentrations and metabolizable energy (ME) intakes in the

VA-restricted stage 2 than in the VA-supplemented stage 3. However, VA restriction did not affect the plasma concentrations

of insulin, glucose, or leptin. In conclusion, long-term VA restriction decreased the plasma concentrations of VA and acylated

ghrelin as well as ME intake in Japanese Black steers. Decreased ghrelin levels may be associated with the decreased feed

intake in the VA-restricted cattle.

Key words: fattening, ghrelin, Japanese Black steers, vitamin A restriction

Introduction

In Japan, the market value of a beef carcass
greatly depends on the marbling score, which is determined
by the degree of marbling of intramuscular fat in the
longissimus thoracis muscle '”, and meat with a high score
1S expensive ) Several factors, including the breed 1325,

length of the fattening period *, type of grain *, and

amount of feed %, can affect marbling or the intramuscular
fat content. Vitamin A (VA) restriction contributes to high-
quality beef production by increasing both the amount of

marbling *"**"

and the level of monounsaturated fatty acid
in meat **. However, VA is an essential factor for several
biological processes in mammalian species . During the
fattening of Japanese Black steers, which is known as

breed with excellent marbling, VA restriction throughout

Received 2015.1.30, accepted 2015.11.9
* Retired
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the fattening period reduces feed intake and causes
intermuscular edema '”. Reduced feed intake is a well-
known effect of VA restriction in other breeds of cattle **.
However, there have been few studies related to appetite-
regulating factors in VA-restricted cattle. There have been

10,29)

previous studies regarding leptin and insulin * in VA-

restricted steers as well as glucose and insulin-like growth
factor I in vitamin A-, Ds-, and E-restricted steers **.
In those studies, VA restriction did not influence these
appetite-regulating factors. However, other factors may
influence feed intake in VA-restricted cattle.

Here, we focused on an another peptide hormone,
ghrelin. Ghrelin, which was discovered in the stomachs of
rats 2, is believed to stimulate appetite . Furthermore, in
cattle, ghrelin-positive cells are present in the abomasum ?,
and ghrelin administration increases the time spent eating
and dry matter intake in beef cattle *”. However, there
have been no reports regarding ghrelin in VA-restricted
cattle. We hypothesized that VA restriction affects ghrelin
concentrations in cattle. The objective of this study was to
evaluate the effect of VA restriction on circulating levels
of hormones, including ghrelin, and glucose in fattening

Japanese Black steers.

Materials and Methods

Animals, management, and treatments

All animals received humane care as outlined in
the Guide for the Care and Use of Experimental Animals
(Animal Care Committee, NARO Institute of Livestock and
Grassland Science).

The experiment included eight half-sibling
Japanese Black steers, aged 14 months. Those steers
were bought at a livestock market and the experiment
was started after the quarantine period and the animals
were housed in a pen and mangers with door feeders
(Orion Machinery, Suzaka, Japan) equipped with automatic
locks that respond to a magnetic device attached to the
cattle’ s collar. This enables the feed intake measurement
for each animal in the group housing. Their mean body
weight (BW) = standard error (SE) was 338.2 £ 13.8
kg. The experiment duration was 58 weeks. The periods
from weeks 1-28, weeks 29-44, and weeks 45-58 were
defined as stages 1, 2, and 3, respectively. The steers

were randomly assigned to three groups for VA treatment.

Group S (n = 2) received weekly oral supplementation of
296.8 TU VA/kg BW (42.4 TU/kg BW/day) throughout the
experimental period. Group R (n = 3) was subjected to
restricted VA administration, whereby once supplemental
VA per 4 weeks was administered only when the plasma
VA concentration was near or below 30 IU/dL to prevent
deficiency, according to the feeding standard ”. Group RS
(n = 3) was subjected to restricted VA administration, as
described for group R during stages 1 and 2, but received
oral VA supplementation as described for group S during
stage 3. The supplement was VA palmitate (2000 IU/g as
VA; BASF Vitamins Co., Ltd., Tokyo, Japan). No steers
exhibited serious symptoms of VA deficiency as a result of
the VA treatment in this experiment.

The feeding conditions were designed according
to the Japanese Feeding Standard for Beef Cattle " and
were typical for beef cattle in Japan. Compositions of the
experimental diets are shown in Table 1. The designed
concentrate to roughage ratios were 75:25 for stage 1 and
91:9 for stages 2 and 3. Timothy hay was used as roughage
in stage 1, and rice straw, which generally contains low
levels of the VA precursor [ -carotene, was used in stages
2 and 3. The steers were offered enough feed to obtain
daily gain (DG) of 1.0 kg in stages 1 and 2 and 0.7 kg in
stage 3. The steers were housed in a pen equipped with
an individual discriminating door feeder and were fed once

daily at 09:00 h. Fresh water was always available.

BW and metabolizable energy (ME) intake

BW was measured before feeding at the beginning

Table 1. Composition of experimental diets

Stage
1 2 and 3

Ingredient (%)

Timothy hay 25.0 0.0
Rice straw 0.0 9.0
Flaked barley 25.5 42.8
Flaked corn 22.5 31.8
Wheat bran 16.5 10.0
Soybean meal 9.0 5.0
Calcium carbonate 1.0 0.5
Salt 0.5 0.9
Crude Protein (% dry matter) ! 16.9 10.9
ME (MdJ/kg dry matter) ! 12.3 12.9

1 Values calculated from Standard Tables of Feed
Composition in Japan 19
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of the experiment (week 0) and every 2 weeks. ME intake
was calculated from the daily recording of dry matter
intakes and Standard Tables of Feed Composition in
Japan . The DG and ME intake values were summarized

as means for each stage.

Measurement of plasma VA, hormone, and glucose
concentrations

Blood samples were collected from the jugular
vein of the cattle every 4 weeks before feeding. Blood
samples for hormone and glucose measurements were
collected into vacuum blood collection tubes containing
EDTA-2Na (Venoject II; Terumo, Tokyo, Japan); 5000
Kallikrein Inhibitor Units of aprotinin solution (Trasylol;
Bayer, Leverkusen, Germany) were added to 10 mL
of blood, and the sample was then placed on ice. Blood
samples were then centrifuged at 4 °C for 20 min at 1000 g.
Plasma samples for the ghrelin assay were acidified using a
1:10-volume of 1 N HCI to preserve the integrity of acylated
ghrelin. Plasma samples for VA concentration measurement
were collected into tubes containing heparin (Venoject II),
placed on ice, and centrifuged at 4 °C for 20 min at 1000 g.
All samples were stored at —80 °C until analysis. Plasma VA
concentrations were measured through high performance
liquid chromatography . Acylated ghrelin concentrations
were measured using a ghrelin (active) radioimmunoassay
(RIA) kit (Linco Research Inc., St. Charles, MO, USA).
Insulin concentrations were measured with an insulin Eiken
RIA kit (Eiken Chemical Co. Ltd., Tokyo, Japan). Leptin
concentrations were measured using a multi-species leptin
RIA kit (Linco Research Inc.). The intra- and inter-assay
coefficients of variation (CV) for the ghrelin RIA were 3%
and 1%, respectively. The insulin was assayed in a single
RIA with the intra-assay CV of 3%. The intra- and inter-
assay CVs for the leptin RIA were 3% and 4%, respectively.
Plasma glucose concentrations were measured using the
Glucose CII Test Wako kit (Wako Pure Chemical Industries,
Osaka, Japan).

Statistical analyses

All values are expressed as means and SE unless
otherwise stated. The DG and ME intake values and plasma
VA, hormone, and glucose concentrations were analyzed
using the MIXED procedures (SAS Institute Inc., Cary,
NC, USA). The VA treatment, stage, and their interaction

were treated as fixed effects, and each steer was treated as
a random effect. For the analysis of the DG and ME intake,
“variance components’ were specified as the covariance
structure in the REPEATED statement; for all other
factors, “first-order autoregressive” was specified. If a
treatment, stage or interaction was significant at P < 0.05,
the significance was evaluated via multiple comparisons at
an alpha level of 0.05 using the LSMEANS statement and
specifying TUKEY for the adjust option.

Results

Changes in BW, DG, and ME intake

Figure 1 shows BW changes throughout the
experimental period. The mean BW increased during the
58 weeks from 332.3 kg to 698.8 kg in group S, from 352.4
kg to 684.1 kg in group R, and from 328.0 kg to 653.2 kg in
group RS. Stage and interaction had significant effects on
the least-squares mean for DG (Table 2). Figure 2 shows
the changes in DG during the experimental period. As
planned, Group S gained approximately 1 kg/day in stages
1 and 2 and approximately 0.7 kg/day in stage 3. Groups R
and RS, however, had lower DG values in stages 2 and 3
than in stage 1. Group S exhibited a significant difference
in DG between stages 1 and 3, and between stages 2 and
3. Groups R and RS exhibited a significant difference in
DG between stages 1 and 2 and between stages 1 and 3. In
stage 2, groups R and RS had significantly lower DG values
than group S; however, all groups had similar DG values in
stage 3.

Stage and interaction had significant effects on

800 r

Body weight (kg)

Week

Fig. 1. Changes in mean BW during experiment in VA-
supplemented and -restricted steers.
Open circles: group S. Closed squares: group R. Gray
triangles: group RS.
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ME intake (Table 2). Figure 3 shows changes in the mean
ME intake. Group S had similar ME intakes in all stages.
Group R had lower intakes in stages 2 and 3 than in stage
1, and ME intake was significantly different between all
stages. Group RS had a significantly lower ME intake in
stage 2 than in stages 1 and 3, and the ME intake in stage
3 was similar to that in stage 1. In stage 2, groups R and
RS had lower ME intakes than group S, but the differences

between the VA treatment groups were not significant.

Plasma VA concentration
The VA treatment, stage, and interaction

significantly affected the VA concentrations of each fattening

stage (Table 2). Figure 4 shows changes in the mean plasma
VA concentrations. Group S had concentrations exceeding
80 IU/dL in all stages. Group R had significantly lower
concentrations in stages 2 and 3 than in stage 1. Group RS
had significantly lower concentrations in stage 2 than in
stages 1 and 3. In stage 2, groups R and RS had significantly
lower concentrations than those in group S. In stage 3,
group R had significantly lower concentrations than those

in groups S and RS.

Plasma ghrelin concentrations
The VA treatment and interaction had significant

effects on plasma ghrelin concentrations, whereas there

Table 2. Least squares means with standard errors and P values in the model for DG, ME intake, plasma vitamin A, glucose and hormone

concentrations in VA-supplemented and —restricted steers.

Treatment ! P-value
Item Group S Group R Group RS 2 3 Treatment Stage Interaction
DG (kg/day) 0.88+0.08 0.69+0.07 0.75+0.07 1.01+0.052 0.71+0.05> 0.61+0.05P 0.31 <.001 0.008

ME intake (MJ/day) 102.6+2.8  96.5+2.3  96.6+2.3

Vitamin A IU/dL)  144.8+13.7% 63.3+11.2> 85.4+11.2> 114.1+7.42

Ghrelin (pg/mL) 106.5+7.12  63.3+5.9°  70.6+5.8P
Insulin (nU/mL) 27.045.2  22.0+4.2  24.3+4.2
Glucose (mg/dL) 58.0+1.3 55.5+1.1 57.5+1.1

Leptin (ng/mL HE) 8.6+1.3 8.1+1.1 7.3+1.1

92.3+1.6° 98.7+1.6P 0.26 <.001 0.015
74.9+8.1> 104.5+8.62 0.013  <.001 <.001
71.046.4  90.7+7.2 <.001 0.12 0.003
29.4+3.3%  26.9+3.6° 0.77 <.001 0.64
55.1+1.0>  56.0+1.1P 0.34 <.001 0.16
8.5+0.72  8.9+0.82 0.75 <.001 0.41

a Means with different superscripts differ between treatments or stages (P < 0.05).
1 Treatments: R group = Vitamin A feeding restricted; S group = Vitamin A supplemented; RS group = Vitamin A feeding restricted

during stages 1 and 2 and supplemented during stage 3

2 Stage: 1 = from week 1 to 28; 2 = from week 29 to 44; 3 = from week 45 to 58

DGt Daily gain
ME: Metabolizable energy
HE: Human equivalent
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Fig. 2. DG values of each stages in VA-supplemented and
-restricted steers (least-squares mean * SE).
Open columns: group S. Closed columns: group R.
Gray columns: group RS. **Means with different letters
differ significantly (P < 0.05).
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Fig. 3. ME intake of each stages in VA-supplemented and
-restricted steers (least-squares mean *+ SE).
Open columns: group S. Closed columns: group R.
Gray columns: group RS. *'Means with different letters
differ significantly (P < 0.05).
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was no significant effect of stage (Table 2). Figure 5 shows
changes in the mean ghrelin concentrations. Group R had
lower concentrations in stages 2 and 3 than in stage 1, but
these differences were not significant. Group RS had a
lower concentration in stage 2 than in stages 1 and 3, and
ghrelin concentrations were significantly different between
stages 2 and 3. In stage 2, groups R and RS had significantly
lower concentrations than those in group S. In stage 3,
group R had lower concentrations than those in groups S
and RS, and groups R and S showed difference trend (P =
0.053).
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Fig. 4. Changes in VA concentrations in VA-supplemented and
-restricted steers during experiment (least-squares
mean £ SE).

Open columns: group S. Closed columns: group R.
Gray columns: group RS. **Means with different letters
differ significantly (P < 0.05).

140 a ac
_ 120 - abc
-
£ abc
@100 |
= abcd
g abcd
g 80 r be ce
£
=
2 60 k
_En de
-

j
2 40 -
>
Q
<

20 +

]

1 2 3

Stage

Fig. 5. Changes in plasma ghrelin concentrations in VA-
supplemented and -restricted steers during experiment
(least-squares mean * SE).

Open columns: group S. Closed columns: group R.
Gray columns: group RS. “®Means with different letters
differ significantly (P < 0.05).

Plasma insulin, glucose, and leptin concentrations
Stage had significant effects on the plasma insulin,
glucose, and leptin concentrations, but there were no
significant effects of the VA treatment or interaction (Table
2). The insulin and leptin concentrations were significantly
higher in stages 2 and 3 than in stage 1. The glucose
concentrations were significantly higher in stage 1 than in

stages 2 and 3.

Discussion

In this study, the increases in BW reflected the
normal growth of steers. The VA treatments affected both
the plasma VA and ghrelin concentrations. The changes
in these concentrations were similar in three respects.
First, in group RS, the concentrations of both factors were
lower in stage 2 than in stages 1 and 3. In this group, the
higher concentrations in stage 3 than in stage 2 suggested
that, for these factors, the effect of VA feeding status was
greater than the effect of feed composition. Second, in
stage 2, the plasma VA and ghrelin concentrations were
both lower in groups R and RS than in group S. Finally, in
stage 3, the concentrations of both factors were lower in
group R than in groups S and RS. Whereas, intravenous
short chain fatty acid injection decrease blood ghrelin
concentration in wethers *. In our study, VA restriction
affected the value of ME intakes (Figure 3). It suggests
that VA restriction caused the difference in the feed intake,
altered the rumen fermentation and short chain fatty acid
production, and consequently, decreased the blood ghrelin
concentration. However, rumen total short chain fatty acid
concentration did not differ between the high concentration
and high roughage diet in Holstein steers '*. In our study,
differences in feed intake between the high concentration
and high roughage diet were not extreme. It suggests that
difference in rumen fermentation was not large between
the experimental groups before feeding. Blood short chain
fatty acids are considered as transited from rumen. Thus we
presume that VA restriction does not largely alter the blood
short chain fatty acid concentration before feeding, and that
the blood short chain fatty acid did not largely affect the
blood ghrelin concentrations. We therefore conclude that
in this experiment, VA restriction decreased the ghrelin
concentrations in steers and that VA supplementation to

VA-restricted steers increased the ghrelin concentrations.
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This is the first report to show a decrease in plasma ghrelin
concentrations in VA-restricted animals. Our results
demonstrate a possible relationship between VA restriction
and plasma ghrelin concentrations in cattle. Several
factors affect the plasma ghrelin concentrations in cattle,
including feed restriction ?, negative energy balance **,
and intravenous glucose administration ) However, those
factors cannot explain our observed changes in ghrelin
concentration following VA restriction. Therefore, other
factors, which have not been considered to be related with
ghrelin, might be involved. One possible mechanism is
the involvement of the nuclear ligand function of VA. VA
restriction might reduce ghrelin mRNA expression because
VA acts as a nuclear ligand *” and can regulate mRNA
expression of several genes. However, ghrelin is not known
as target of nuclear receptors involved in VA. Further
studies are required to understand the mechanism that
underlies this VA restriction-mediated effect on ghrelin.

In contrast, VA restriction did not affect plasma
concentrations of leptin, insulin, or glucose. This result
agrees with those from the previous studies ‘***#”,
indicating that VA restriction, the degree of which did not
cause VA deficiency, probably did not reduce the plasma
concentrations of these factors in steers. VA restriction
was also found to influence ME intake. Groups R and RS
exhibited lower ME intakes during VA-restricted stages.
A decrease in feed intake is considered as a sign of VA
deficiency in cattle '”. VA supplementation increased
the dry matter intake in a dose-dependent manner in

32
). Moreover,

bulls that were fed a low-p-carotene diet
Japanese Black steers exhibited greatly reduced feed
intake at serum retinol, which is the main circulating type
of VA, concentrations below 20 ITU/AL . Our results are
consistent with these findings. However, the underlying
mechanisms remain unknown. In the present study, similar
changes were observed in ghrelin concentrations and ME
intakes. In particular, group RS had both lower ghrelin
concentrations and lower ME intakes during the VA-
restricted stage 2 than during the VA-supplemented stage
3. This similarity suggests an association between plasma
ghrelin concentrations and feed intake in VA-restricted
steers. Ghrelin is considered to be an appetite stimulator
in rodents and humans. In cattle, ghrelin administration
stimulates eating behavior *". Sheep, which are fed multiple

times a day, exhibit a peak serum ghrelin concentration

before feeding, which quickly decreases after feeding “*.

Moreover, feed-restricted cattle have higher ghrelin
concentrations *”. These results also suggest an association
between eating behaviors and ghrelin concentrations in
ruminants. However, VA-restricted cattle exhibit various
symptoms '”, suggesting that VA restriction induces several
physiological responses. Further studies are required to
determine the mechanistic relationship between the feed
intake and VA restriction status.

In conclusion, the present study showed that
long-term VA-restricted feeding decreased the plasma VA
and acylated ghrelin concentrations as well as ME intake
in Japanese Black steers. Providing VA supplementation
to VA-restricted steers increased the concentrations
of both plasma VA and acylated ghrelin as well as ME
intake. However, VA restriction did not affect the plasma
concentrations of insulin, glucose, or leptin. Decreased
plasma ghrelin concentration may reduce the feed intake in

VA-restricted cattle.
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Development of an Information Management System for the Distribution of
Round Bales and a Technique for the Growth of Grazing Cattle by Using a
3D Digital Camera
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Grassland Management Research Division,
NARO Institute of Livestock and Grassland Science, Miyota, 389-0201 Japan

Summary

The livestock industry is cyclical and dependent on agriculture for feed; however, many dairy farmers are
dependent on imported feed. Recently, the price of imported feed has soared, resulting in an increase in the burden of dairy
farms. Therefore, the importance of domestic feed has increased. The government has established a goal of achieving
100% self-support via coarse feed in 2020. To achieve this goal, practical use of paddy fields and grasslands is important.
Therefore, the purpose of this study was to develop a feed distribution system and traceability technique for animal feeding
management, in order to improve the feed self-sufficiency rate. For the feed distribution technique, a database are developed
allows broad information of cultivation history to promote the distribution standard of round bales of whole crop rice and
whole crop wheat, which are widely used as commercial feed. For animal feeding management, a 3D digital camera was used
to measure the growth of grazing cattle.

Whole crop rice grown in paddy fields is preparation for round bales. Circulation use of round bales is increasing
with the whole crop rice production expansion. Then, a production history managerial database system was established. The
database was composed of field information, cultivation information, and field conditions at the time of harvest. The database
system can be operated using a personal computer and a handy terminal (HT). During harvest, the HT was used to read the
QR code on the information sheet for recording field conditions. Then the cultivation history data and QR code was printed
a label using a mobile printer and printed label stuck on the round bales. With respect to the harvest of whole crop wheat,
the time required for the operation of this system was 5% of the total time required for harvest only, and the measurement
time was about 15 seconds. The information printed on the label, which was exposed to outdoor conditions, was readable for
a year. Management of the round bales of whole crop rice and whole crop wheat was conducted using the production history
managerial system.

It is important to measure the mass of the round bales for the quality control of feed. Therefore, a mass
measurement system with a self-propelled bale wrapper was developed for the round bale of whole crop rice. This system
consisted of a hydraulic pressure sensor, an oil temperature sensor, and mass analysis equipment. The measuring process
involved mounting a round bale on a turntable and measuring its mass by using the hydraulic pressure sensor by raising and
lowering the turntable. This equipment can be used to measure the mass of round bales at the bale-wrapping operation. With
the developed in-vehicle type measuring device, it became measurable in the accuracy of 5 kg about the mass of round bale
of the range up to 400 kg. Then mass of a round bale on a printed label was attained by combining the measuring device and
the production history management system, which was then stuck on the bale.

Promotion of grazing is important in order to use grasslands practically. However, in prefectures other than
Hokkaido, growing cattle graze in public pastures. Recently, the capacity of public pastures has decreased, and there are a lot

of unused grasslands. Therefore, livestock management engineering was developed to promote the use of public pastures. In
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this study, the wither height of cattle in public pastures was estimated using 3D digital photographs with an image analysis
technique. The 3D photographs of a cattle’ s side were used for the estimation of wither height. The object distance for the
cattle was 3 to 5 m, and the camera height was 160 cm. Time required for the estimation of wither height was 3.5 minutes
per animal. The actual wither height of cattle was correlated with wither estimation for both Holstein cattle (r = 0.67)
and Japanese Black beef cattle (r = 0.92). The estimated wither height and weight of cattle were also correlated for both
Holstein cattle (r = 0.55) and Japanese Black beef cattle (r = 0.83). These results indicate that 3D image analysis is effective

for evaluating and recording the growth of grazing cattle in public pastures.

Key words: whole crop rice, 3D digital camera, grazing cattle, round bale
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