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3 EK (BRI 040 53% ) < PEALARRRHE K2
AR R IX E KA ot i B S =
1.2 Fi&
12,1 S EAE ERTERm I HEE
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A 2 mL JG/K ZEEFN 350 mL 0. 5 mol/L S A LN,
WK PR FE 10 min, R A R E S E T -20 CH
% 24 h,8 000 r/min =3 &[> 15 min, HCl 5 # Al
Z PP, N 10 mL TR - SR (3 1) IRG W, MoK
L 10 min, BHIE=EH ,4 C##E 24 h,4 000 1/min
B0 10 min, FIVERS AT BEAFUKIE IR , DA 2
WOEW R H R =G 4 CHEE 24 h, 7350 LA 4 000
v/ min (i) F18 000 v/min (#5555 540) B0, PURE[R]
Palifk 6 We , FHKIR A 70 % .95 % LEERTG
KBSV 3 W, TUTE T B A8 U TR b T
24 h % .
1.2.2.2 ZEE0E

%% Liu 7B J7 i, FREER 5 ¢ THesfh,
JNZEM /K 100 mL, 3 7K 5 g 1 2 BE R, ¥ 20 )
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3 hJS K R L 2 ho KRR LS E] 1T 000
mL BRI IS S E T R 1 he YA R A
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WA R RK T, IR SE 20, BRI AR
60 CHfin8 g & H B, =i ALE 3 d,4 000 1/min £
O 15 ming JUIER AR RK P, AR 22, 1%
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B30 10 min, Jo/K ZEEVE S 3 U, TUTE L2518 VR T 44
BLP T4 24 b JeAS HBETER) -
1.2.2.4 DMSO s

S g JERINA 40 mL DMSO 1 10 mL 857K, i
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Rl , i 10 mLL 0T TR AR v A A 2, FHA TR
ot R AT ALITIE ,2 000 v/ min B0 30 min, 25 B, 17T
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K, HAS YR T T4 24 h 251
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G0t o

Al AR E B 52 - X - RIS AC PR Cuka SR,
He 40 kV, AR 40 mA FIHHESE 4 (°)/min, FERIHE
At A R E I 60 H i o

FHHE 7 RO (SEM) 3 A T84 i 7200 TR
B, BRI TRE AR BRI, B TSR {42 4178 min,
FHiE 7 2B (HITACHIT SN3500) A A5 o
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FHA 3 By k. Dhm sl TR S BOR B AIG, 3
PR 16.36% o A8 € K5 (CHEXT B 0 4 ot
TR 25% ) R ELAEVE Ry (AH XS ELEE TE A T 434K
53% ) SE B ELAE VE R 1 55 X 2 FRE A OB E
FEVEM L (4R 1.25.2.65 g) (A 4t T 5 H sk
TERYPEICRT, W E M 5 B 5 15 R BOR
63.46% | EEETERY F 64. 88% , — FAEIREUE [
AR 2S5 XU I R LA VE R, BB DE A A
TR 4 43 A5 752X RT3 58 UE A 2 AL, 3 R T
TE R P 1) 25 5 9 R ) T S A BB A R ]
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M TR L TR B IR
. MRt SRR RERE KR
/e BR/g BIRE/ % H/g SRE/%

(BT (LRP)  5.00 0.598 11.83 +2.3b 1.742 34.91 +3.7b
EEREETEE(HRP)  5.00 0.580 11.60 +0.8b 1.055 21.02 +2.8d
SEMAYME(DD)  5.00 1.146 22.70 £2.0a 2.172 43.73 £3.6a
DMSO 4383 (DMD) 5.00 0.489 9.85+2.8b 1.360 27.33 +£3.2¢

DMSO #h#717:(DMS) 5.00 1.153 22.67 £3.2a 2.269 46.67 +6.1a

W AR 3 REEWMTHE. ARFEHRRZESBE
(P<0.05),
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(45 L ARG X — 25 SR S AT ARGE—8C . AR
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F2 RN FEIBCERETER M X BTS2 5
” 20
%i} 6 7 13 15 17 18 20 21 22 23 24 26 i B
HRP 7.94 13.42 17.66 19.38 21.22 23.77 26.71 Vh 18.60
LRP 7.8 13.77 20.74 23.95 26.7 Vh 19.72
DD 7.66 13.47 21.22 23.95 26.72 Vh 22.66
DMD 7.49 13.12 18.62  20.09 21.52 23.77 27.20 Vh 21.18
DMS 18.31 21.52 24.01 26.66 A\ 1.88
NCS 15.22 16.99 18.20 23.31 A 18. 60
HACS 6.18 15.72 17.88 19.89 22.73 23.94 B 15.48
PA 21.70 23.77 26.72 A\ 2.34

11 :NCS il FORTER s HACS R EREEKTER ; PA B3 HERWEH .

2.5 AEREESEREH SEM RWEFED T

SEM [& /2 AL OB 1 5 A 20T B, LA
i P WL L Ay D 41 BB B D A AR 1) 32 T JE 3
Ui 4 o, JEUE R 4R HCE S R A UKL 1) 3 T I
BUFAEAR R 2252, ¥ TR JETE A 22 S BRR (B B
KIEAR <10 pm) 2 2 [ AOIR (A BUBOR B 42 > 10
pwm) | HH R A B FOLPE (B 4a) o = ELAE TS )
FOURL YU HH S AN AR, 4775 — RE R B2 19 45 45, HL
15 A TURURE 1 e A PR 450 46 AT A BE LT T B 7
RIURL , JE PR T HLAT 7 FOLPE (] 4b) X ST
) BIF 0 4 R — 30 BE b B E A AR K

a Tl TR FER b i K TER
d me BRI

o REGH BT

e £ DMSO M
g DMSO hfri: h S5 E EETE R
B4 RECEEEER SEM F

Sy FIGATTRR F S8 U B 2 1 B 2R 2 0], 2 P 4
TERY BT B4 BB AR UK R b TR Y U R
BEEEFBE 58 IR, X e B BE T R 76 IE T WESF BT
FIVERR , A H. 28 28 DUR BTG [ 52 TR B TR
Zead WK T4 45 A HRE A ULEL B € 0 J2 IR
b, SEM B R niE 4c ~ &l 4g fin, R 2 BUAS KL
TR, A B ) J2 R TR S , AN [ 42 B 5 ok TR
R B T TOREATS AR 5 PR — 5 R ) S R R, S
R BO R TE ] W24 5 . HE5 YRR Y 5% B
B EAETEM AR LB 4h)
3wk
S50 25 R A L S A AR By ik
A BEDTIE S EOE AT SR BT R Hh 1 B0 5 [R)
RIS P ) LA TR 19 B BT o 8 A KR ] .
PE A0 LT ORTE M e, R U B L B T
A% B . 8 000 ~8 500 r/min JE 3B &5 TR 10 e
BB, 76 4 000 r/min Z5FF £5- 21 i ELEE VE R 1 W (H
{0 0.8, AT 8 000 r/min [ #5{E , X 5 ABFIT 4G
R—30, ZKI DMSO KR AT LA YE s ik, 2808
VR0 TS TR P TR SR, 0 P S A
LRSI ML, (8 FH 2508 4y B0vE A5 B RSO 3 e {E
oy 630 nm FURIE ELAEVERS . iR ] DMSO
SYHOGE IR BUK R ELAE Wk, 2070 0L F T oK B EE UE B
PIFEE . B IE R, DMSO 2758 TR E oK H
FEFERY , W AR RSOG I L e 465 5 B 45 1 0 A e W
ZOT AR B FOK E A AR E A

XRD 52 A 0RE fib 1A S 0 1y B 3, AR
P NFFE Ve I R AL T 43 A (B .C 3 Fl,
R SE A S R 25 R 1) R R AR 22, Aok L v b 4 0
T4, REREYEREE R A T, B
GYARRTEN 24 B B R, T B 22555 TEM N
C R b 1A 5 BB U R 7 12 o 5 V) R ) i A 5 A
Norman 25 5 T 7 ) B B8 3 & B 19 B K TE B
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F X SR AR RT3 , 45 SRS B B TE A &
R AHEIN, FORTE R ) AL R R BN — A A B
2 C RUEE g B RURL R A, 2 LA A I i
BURT 40% ], FORTFER Sy LT A B fRAR, H EEE
B i Sy BO 1L 50% , BE K Y AR AR S R O LY B
T, Y EBEREROT M BETUR , 2 R AR TS A, A
Je (B BETE B it R4 5 2 AN [ T I o 1 o PR 45
H o RESEIAE I 1 KRR T T 1) A PARRRAE ,
BUKF EBETCRILE 20 Ff1 13°80 20° 72 4 77 A2 W R AT 5
W, 285 A EEAE 24.99% ~23. 10% Z [w] , I SZHETE R HAE
20° A7 W IR, X S IFTE A RAFAE— 8 22 57, bR
13°H120°4h, 75 7°F0 2305 H BL T W ic e {ELAE St
S5 BT R B AR ELAEE RE 700 23° A7 AE L
e, 15t ] BB A A DO A AR R LA AR

4 %

ORI BB 3 -t O 8 JEORE S 5500 E A9
FOSRIRR . A5 S FRERIT BE bR, 20 6 S T4 0 0
1 FE T ( DMSO) 4% AR SR ORI AT , {H 72
T (EL IR W o L1 6% S A T
3 Fh Tk
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The Isolation and Identification of Maize Amylose

Zhong Yuyue Zhang Xudong Shi Hanyu Liu Linsan Wu Quanming

Zhang Renhe Xu Shutu Xue Jiquan
(The Key Laboratory of Biology and Genetic Improvement of Maize in Arid Area of Northwest

Guo Dongwei

Region, Ministry of Agriculture, College of Agronomy, Northwest A&F University, Yang ling 712100)

Abstract In this paper, five methods including precipitation separation, etc. were employed to isolate amylose
from maize high — amylose starch and normal starch. Differences in extraction efficiency and quality were compared.
The results showed that there is no obvious difference in the average extraction rate of five extraction methods between
maize high — amylose starch and normal starch. Distillation dispersion method and DMSO salting out method had the
highest extraction rate (33.22% and 34.67% ) , while high — rpm precipitation seperation method had the lowest ex-
traction rate of 16.36% . In addition, there were obvious differences in five Purity parameters; blue value, absorption
spectrum, SEM and XRD of amylose derived from different isolation method. In conclusion, despite of low extraction
rates by precipitation separation method and DMSO dispersion method, the purity of amylose extracted by them is
higher than the purity by using remaining three methods.

Key words high — amylose maize starch,amylose , isolation , purity , identification
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Consideration of Reforming on Cultivation of Seed Indusiry Talents under New Situation
GUO Dong—wei,L1 Chun—lian,LIU Bai-lin, XU Sheng—bao
(College of Agronomy.Northwest A & F University, Yangling,Shaanxi 712100,China)
Abstract:Seed industry is a basic and strategic industry in the country,so it is very impartant to improve the core

competitiveness of seed industry to ensure the national food security and the healthy operation of the national economy.

By analyzing the present smmnon,the existing problems and the new requirements of the development of the seed

industry for the cultivation of talent in the seed industry,this paper puts forward the exploratory opinions on the reform

of the cultivation of talent in the seed industry.In the hope of the new situation of China's seed industry personnel

training reform to provide a reference.
Key words:sced industry;talent training:reform
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Abstract

Key message We discovered that endopolyploidization is common in various organs and tissues of maize at different
development stages. Endopolyploidy is not specific in maize germplasm populations.

Abstract Endopolyploidy is caused by DNA endoreplication, a special type of mitosis with normal DNA synthesis and
a lack of cell division; it is a common phenomenon and plays an important role in plant development. To systematically
study the distribution pattern of endopolyploidy in maize, flow cytometry was used to determine the ploidy by measuring
the cycle (C) value in various organs at different developmental stages, in embryos and endosperm during grain develop-
ment, in roots under stress conditions, and in the roots of 119 inbred lines from two heterotic groups, Shaan A and Shaan
B. Endopolyploidy was observed in most organs at various developmental stages except in expanded leaves and filaments.
The endosperm showed the highest C value among all organs. During tissue development, the ploidy increased in all organs
except the leaves. In addition, the endopolyploidization of the roots was significantly affected by drought stress. Multiple
comparisons of the C values of seven subgroups revealed that the distribution of endopolyploidization was not correlated
with the population structure. A correlation analysis at the seedling stage showed a positive relationship between the C value
and both the length of the whole plant and the length of main root. A genome-wide association study (GWAS) identified a
total of 9 significant SNPs associated with endopolyploidy (C value) in maize, and 8 candidate genes that participate in cell
cycle regulation and DNA replication were uncovered in 119 maize inbred lines.

Introduction

Endoreplication, a special type of mitosis in which cells
undergo many rounds of DNA replication without cell divi-
sion, leads to an increase in the cellular ploidy of an organ-
ism over its lifetime, a condition termed ‘endopolyploidy’.
Endopolyploidy is common among eukaryotes, and particu-
larly among plants, where approximately 90% of herbaceous
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angiosperms exhibit endopolyploidy in the majority of their
tissues (Joubes and Chevalier 2000; Larkins et al. 2001).

Across flowering plants, endoreplication appears to be
particularly common and it often occurs in economically
important tissues, such as cereal endosperm and fruits (Shu
et al. 2018). Endoreplication typically occurs in plant tissues
that develop mass very quickly or that possess high metabolic
activity. It has long been observed that endoreplication is posi-
tively correlated with gene expression levels and cell size. For
instance, the ribosomal RNA, RNA polymerase II abundance
and gene transcript levels in tomato fruits were demonstrated
to increase with the endopolyploidy level (Bourdon et al.
2012), and the largest cells in the epidermal pavement and hair
cells within Arabidopsis leaves possess the highest endopol-
yploidy levels (Roeder et al. 2010; Melaragno et al. 1993).
However, these roles of endopolyploidy are not always true
in all cases. For example, there are cases in which trichome
cell size does not correlate with endopolyploidy (Schnittger
et al. 1998; 2003), and it has been suggested that the relation-
ship between cell volume and endopolyploidy depends on cell
identity (Katagiri et al. 2016).
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Maize (Zea mays L.) is a prominent food and forage
crop worldwide, as well as a model to study the pattern and
mechanism of specific traits in plants. In maize, the endo-
cycle is very common and endopolyploidy exists during the
development of organs throughout the life cycle. Previous
studies, mainly focusing on endoreplication in the maize
endosperm, have made some advances in understanding
the biological significance, basic pattern and regulatory
mechanism of endoreplication in maize. Endoreplication
in maize endosperm begins around 8 DAP (days after pol-
lination), starting with cells in the centre of the endosperm
and slowly spreading outward. The peak of endoreplication
happens at around 15 DAP, when most starchy endosperm
cells have gone through at least one round of endoreplica-
tion. The mitotic activity of endosperm cells in maize grad-
ually switches to endoreplication, so that by 15 DAP the
endosperm contains a mixed population of polyploid nuclei
with DNA contents ranging from 3C to 96C, and sometimes
higher (Bringezu et al. 2011; Larkins et al. 2001; Sabelli
and Larkins 2008; Young and Gallie 2000b). In the maize
endosperm, it is proposed that endoreplication proceeds as
a result of two events, induced S-phase CDK activity and
inhibited M-phase CDK activity (Grafi and Larkins 1995).
A number of observations are consistent with this view
(Leiva-Neto et al. 2004; Sabelli et al. 2013). In addition,
endoreplication in the maize endosperm correlates with the
expression of cyclin-dependent kinase inhibitors (CKIs)
(Dante et al. 2005), the contrasting expression and roles of
different RBR proteins (Sabelli et al. 2005, 2009, 2013), and
differential cyclin expression and reduced cyclin proteolysis
via the ubiquitin—proteasome pathway (Dante et al. 2014b;
Sun et al. 1999). In the maize endosperm, endoreplication
is widely viewed as a mechanism that supports increased
gene expression and the enhanced metabolic activity asso-
ciated with cell enlargement and the massive accumulation
of starch and storage proteins (Larkins et al. 2001; Sabelli
2014). However, some reports showed that, by perturbing
the function of core cell cycle regulators, subdued endorep-
lication (and noticeably reduced nuclear sizes) in the maize
endosperm did not result in decreased cell size, reduced gene
expression or reduced storage protein accumulation (Leiva-
Neto et al. 2004; Sabelli et al. 2013).

Although in recent years some endoreplication-related
genes have been identified and the basic endopolyploidy
pattern in the maize endosperm has been studied, lack of a
detailed knowledge of the temporal and spatial occurrence
of endopolyploidy in different tissues and organs has ham-
pered the study of the physiological roles of the endocycle in
maize. In addition, different environmental factors, includ-
ing abiotic (e.g. light, temperature, water and soil quality)
and biotic factors (e.g. herbivory and competition), have
an effect on the endoreplication level of cells and tissues,
and endoreplication is considered to be a plastic response
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by numerous plant taxa to help them soften the effects of
environmental stress or otherwise fine-tune themselves to
their local conditions (Scholes and Paige 2015). The drought
stress resistance of maize is important for its yield. Research
on the induction of endoreplication by drought tress in
maize can supplement the understanding of stress resistance
development. However, few studies have investigated how
endopolyploidy is affected by drought stress.

In terms of the research of endoreplication in maize, it
is urgent to systematically investigate the occurrence and
development of endoreplication in maize at the whole-plant
level, on the basis of the endoreplication patterns of differ-
ent tissues and organs rather than the endosperm solely, to
provide a larger-scale view of the role and control of this
special cell cycle. In this study, the endopolyploidy patterns
in developing tissues and organs from seedling to maturity
were finely measured; the distribution pattern of endopoly-
ploidy among different heterotic breeding populations, as
well as the effect of drought stress on endopolyploidy, was
investigated; and some significant SNPs associated with
endopolyploidy in maize were found. Based on this work, a
more comprehensive reference for subsequent endoreplica-
tion studies in both maize and other plants is provided.

Materials and methods
Plant materials and field experiments

The inbred line B73 was employed to study tissue-specific
and developmental stage-specific endoreplication. The
standards for distinguishing the developmental stages are
listed in Table 1. In the seedling stage, only the leaves and
roots were analysed. The main leaf veins, leaf sheaths, inter-
nodes and nodes were added starting at the R6 (elongation)
stage. In addition, staminate flowers, corn silk, corncobs and
ovules were tested starting at the VT (tasselling) stage. The
embryos and endosperm of the seeds were tested at 10 days
after pollination (DAP), 15 DAP, 20 DAP, 25 DAP, 30 DAP
and 35 DAP. The seedling roots (5 days after germination
(DAG)) of B73 were used to investigate endopolyploidy
under stress. The seedling roots of 119 inbred lines (AM119)
developed from the Shaan A and Shaan B heterotic breeding
populations cultivated at Northwest A&F University (listed
in Table S1) were used to investigate the distribution pattern
of endopolyploidy in different inbred lines, and the leaves of
the seedlings were used for SNP analysis.

The inbred line B73 was used for the ploidy analysis
and the AM119 lines was used to investigate the pheno-
typic traits in the seedling stage; both of these lines were
grown in a greenhouse (humidity maintained at 60%, 12 h
light and 12 h dark, variable temperature). To investigate
the agronomic traits and grain yield, 119 inbred lines
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Table 1 Distinguishing standards of maize developmental stages

Distinguishing standards of maize developmental stages

V2 (second leaf) stage
V3 (third leaf) stage
V4 (fourth leaf) stage
V5 (fifth leaf) stage
V6 (elongation) stage

Two leaves have grown (approximately 5 days after germination (DAG))

The third leaf of the plant grows over the leaves’ hearts 2—75 px (approximately 12 DAG)

The plant grows its fourth leaf (approximately 15 DAG)

The plant grows its fifth leaf (approximately 17 DAG)

Male spike elongates, total stem length is approximately 2-75 px and 6-8 leaves have grown (approximately 30 DAG)

V9 (small trumpet) stage The female spike enters the elongation period and the male spike enters the floret differentiation period; there are

8-10 leaves (approximately 45 DAG)
V12 (big trumpet) stage

The female spike enters the floret differentiation period and the male spike enters the tetrad stage; the upper spikelet

length is approximately 20 px. Three leaves shaped like a trumpet appear at this stage, and 11-13 leaves expand

(approximately 50 DAG)
VT (tasselling) stage
R1 (silking) stage

7 DAP 7 days after pollination

The tip of the tassel extends the top leaf by approximately 3—125 px (approximately 60 DAG)
The corn silk of the female ears extends approximately 50 px from the husk leaf (approximately 62 DAG)

were planted in fields in Yangling (34°16'N, 108°40'E)
and Yulin (38°30'N, 109°77'E) in Shaanxi Province in
2017. At each location, all inbred lines were planted in
a two-row plot using a randomized experimental design,
with two replications, a row length of 5 m and a dis-
tance of 0.6 m between adjacent rows. The planting den-
sity was 67,500 plants/ha. Hydroponics was used for the
drought stress treatments, and polyethylene glycol (PEG)
was added in a modified Hoagland’s nutrient solution to
establish an artificial drought environment (the formula
of the modified Hoagland’s nutrient solution is given in
Table S2). The seedlings germinated for 8 days and were
then cultivated in PEG solution for 4 more days to induce
artificial drought stress.

Sample preparation

It is vital to prepare a quality nuclear suspension for flow
cytometric analysis so that limited debris and excel-
lent staining can be ensured. The materials, including
endosperm, leaves, roots and other tissues from individual
plants, must be fresh and intact. Moreover, two biologi-
cal replicates and three technical replicates were needed
for this study. First, the material was collected and put
it in a 90 mm plastic Petri dish. The materials (1-2 g)
were chopped with a sharp razor blade in 1 mL of cooled

Cycle value = (1, X 0+ nye X 1+ ng. X2+ nyge X3+ )/

(”2c +nyc +nge + Ny + )

nuclear extraction buffer (10 mmol L™! MgSO,-7H,0,
50 mmol L™ KCI, 5 mmol L™! HEPES, 0.3 mmol L'
DTT, 0.25% Triton X-100, pH 7.5), and then the nuclear
suspension was filtered through a 40-mm nylon sieve.
Finally, a staining solution containing dye 40,6-diami-
dino-2-phenylindole-2HCI (DAPI) was added to the
filtered nuclear suspension at a final concentration of
2 pg mL~!. The entire process was performed on ice.

Flow cytometric analysis

The filtered nuclear suspensions were analysed via flow
cytometry with a 100-mW laser, an 85-um nozzle and an
excitation wavelength of 355 nm. The thresholds were 2000
and 3000 for FSC and DAPI, respectively. The coefficient
of variation (CV) of the histogram peaks was typically in
the range of 2.6—7.7% and depended strongly on the tissues
and organs analysed. The voltages for FSC, SSC and DAPI
were 180-190, 190-200 and 170-190, respectively. In total,
10,000 events were captured to form a bivariate dot histo-
gram for each analysis. The histograms were plotted using
a logarithmic intensity scale (x-axis) to convert all peaks
into the same width (four typical histograms, extracted from
Figs. S1-S4, are shown in Fig. 1). In addition, noise derived
from subcellular debris was eliminated by gating.

In this study, the degree of endoreplication was expressed
by using the ‘cycle value’. The ‘cycle value’ was calculated
using the following formula:

where n,, ny,, ng.... are the number of nuclei with the cor-
responding cycle value(Barow and Meister 2010).
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Investigation of agronomic traits and grain yield
of inbred lines

The phenotypic traits of AM119 were investigated at the seed-
ling stage (12 DAG), and the agronomic traits were investi-
gated at maturity. The length of the whole plant and main root
in the seedling stage and the plant height, ear height and leaf
area in the mature stage were measured on a graduated scale.
The fresh seedlings and adult plants were dried at 120 °C
for the first 5-10 min and then dried to a constant weight at
60 °C. The dry weights of the seedlings and adult plants were
determined with a scale. A plant stem strength tester was used
to measure the stem strength, and a SPAD-502 Chlorophyll
Content Meter was used to determine the chlorophyll content.
The stem strength and SPAD were continuously measured for
10 plants in the middle 2 lines of each plot. Upon harvest, all
ears were harvested by hand threshing, and the corresponding
data, including the grain water content, total grain weight and
weight of ten panicles, were recorded to calculate the grain
yield per mu (kg) using the following formula:

Grain yield (kilogram/acre)
= grain weight/10 X (1 — moisture content)/86
X (38 — 38 x disease plant rate)/6 X 667
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The mean phenotypic data, the agronomic traits and mean
grain yield of two replicates were calculated for the subse-
quent analysis (Table S3 and Table S4).

Population structure and association analysis
of endopolyploidy in 119 inbred lines

Genotyping by sequencing

Fresh leaves from each inbred line were collected, fro-
zen and ground. The genomic DNA of the leaves was
extracted with cetyl-trimethyl ammonium bromide
(CTAB) (Doyle 1991). Fundamental qualities were evalu-
ated by gel electrophoresis and spectrophotometry (Nan-
0drop2000, Thermo Scientific) in our laboratory. SNPs
were identified using the genotyping-by-sequencing (GBS)
method (Elshire et al. 2011; Glaubitz et al. 2014), and
48,415 SNPs were filtered for future analysis based on
a minimum calling rate > 20%, allele number =2, geno-
type >2, MAF > 1%, and percent heterozygosity of 0% to
(2 x Frequency, i) X Frequency ejer = 0.2%).

Population structure

To investigate the population structure of AM119 from Shaan
A and Shaan B heterotic breeding populations, 48,415 SNPs
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were imported into Admixture software V1.23 for cross-val-
idation (Alexander et al. 2009). The optimal partitioning of
subgroups (K) was determined from the mixed cross-valida-
tion error values, which were computed from the number of
subpopulations (K), ranging from 2 to 10. The output of the
Admixture software was imported into R to create a stacked
bar chart. Furthermore, we performed principal component
analysis (PCA) of AM119 using Tassel 2.5 software (Bradbury
et al. 2007) and R scripts.

Genome-wide association study (GWAS)

Based on the results of the multiple comparisons of the mean
C value among the groups, a GWAS for endopolyploidy was
performed using a general linear model (GLM) (Bradbury
et al. 2007), controlling for population structure (Q) to avoid
spurious associations. Since the strict threshold was 2x 107>
(1/48,415), and combined with the results of the population
structure, p < 1x10~* was chosen to determine the significant
SNPs for the trait. Candidate gene information was obtained
from the Maize GDB (http://www.maizegdb.org/) genome
browser based on the linkage disequilibrium (LD) decay dis-
tance of this population in a previous study (Li et al. 2018).
Functional domains were searched using SMART (https://
smart.embl-heidelberg.de/) and the CD-search service (https
://[www.ncbi.nlm.nih.gov/Structure/cdd/wrpsb.cgi).

Statistical analysis

The software SPSS 19.0 and Duncan’s test were used for data
analysis. A two-way analysis of variance was used to deter-
mine the impact of the factors ‘time’ and ‘concentration’ on
endopolyploidization in the drought stress experiment. The
Ward method was used for the hierarchical clustering of C
values and agronomic traits. The Tukey HSD method was used
for multiple comparisons of the mean C value among groups.
In addition, Pearson’s correlation coefficient was used for cor-
relation analysis between agronomic traits and the C value.

Results
Organ-specific patterns of endopolyploidy

The flow cytometry results showed that the somatic cells
of most tested organs contained nuclei with varying ploidy,
indicating that these cells had undergone several rounds of
endoreplication. According to the flow cytometry typical
histograms (Fig. S1-S4), almost all organs in maize, except
the expanded leaves, contain three types of nuclei, namely,
2C, 4C and 8C nuclei.

The C values of the tested organs at all developmen-
tal stages are listed in Table 2. The C values of the roots

Table 2 Cycle value (C value), stage and organ

Cycle (C) value

Seed

Ovule

Husk leaf Corncob Staminate Corn silk

Nodes

Leaf sheath  Main vein Internodes

Leaf

Root

Stage

0.48+0.02b

0.54+0.04b

0.88+0.02a

V2 stage

0.28+0.03b

1.03+0.02a
0.80+0.06a

V3 stage
V4 stage

0.33+0.03b

0.14+0.06d 0.55+0.05b 0.54+0.02b 0.32+0.01c

0.76 +£0.08a

V5 stage

0.79+£0.05b

0.54+0.00b

0.34+0.04e

0.49+0.05d 0.59+0.04c

0.15+0.02f

0.81+0.04a
0.96+0.01a

V6 stage

0.60+0.03c

0.60+0.05¢

0.16+0.01 g 0.64+0.06c

0.17+0.01 g

0.90+0.02ab  0.16+0.03f

0.13+0.02¢

V9 stage

0.72+0.02b  0.50+0.02¢

0.35+0.02d 0.70+0.05b

1.08 +0.06a
0.93+0.02a

V12 stage
VT stage
R1 stage

7 DAP

0.14+0.01g
0.15+0.01g

0.24+0.01f 0.50+0.05¢
0.35+0.01e

+ + 0.16+0.01g
0.67+0.01d 0.87+0.02b 0.65+0.04d 0.28+0.01f

0.58+0.06d 0.49+0.01e
0.71+0.02¢

0.44 +0.06e

0.87+0.01b 0.71+0.07¢c

0.94+0.02a

0.74 +£0.05¢c

1.02+0.04a
0.94+0.01a

0.90+0.03b

0.64+0.03d

abed Dyjfferent letter superscripts in the same row indicate significant differences among the samples (P <0.01), Duncan’s multiple range test (DMRT)

Mean values +SD
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were higher than those of the other organs at nearly every
stage except the VT (tasselling) and R1 (silking) stages.
Although the C values of the leaves ranged from 0.13 +0.02
to 0.48 +0.02, after the V3 (third leaf) stage (Table 2),
endopolyploid nuclei (8C nuclei) could not be observed in
the leaves’ somatic cells (Fig. S1-S4). The conditions for
the ovules and corncobs were similar to those for the leaves,
and the C values of the ovules and corncobs were the lowest
of all organs. In all stages before pollination, the C values
of the nodes were higher than those of the internodes; how-
ever, they were exceeded by that of the internodes at 7 DAP.
This sudden increase in the C value might be related to the
increasing demand for nutrient transport during this devel-
opmental stage. The endopolyploidy of the leaf sheaths and
main leaf veins was maintained at a moderate level before
the VT (tasselling) stage. Moreover, the differences in the C
value among internodes, leaf sheaths and roots showed no
significant differences (p >0.05) at 7 DAP. The C values of
internodes in the VT (tasselling) stage were similar to those
of the husk leaves and corn silk at the same stage. There was
no significant difference (p >0.05) in the C values between
the leaf sheaths and main leaf veins at the V6 (elongation)
stage or the V12 (small trumpet) stage. Moreover, no sig-
nificant differences (p > 0.05) were observed among husk
leaves, leaf sheaths, and leaves in their early growth stages
(husk leaves at the VT stage, leaf sheaths at the V6 stage
and leaves at the V2 stage). Staminate flowers were only

tested in the VT (tasselling) and R1 (silking) stages, and
the C values of the flowers in these two stages were slightly
higher than those of the corncobs, ovules and leaves. The C
values of the leaves and ovules showed no significant dif-
ferences (p > 0.05) at the either the VT (tasselling) or R1
(silking) stages.

Stage-specific patterns of endopolyploidy

The C values of the tested organs at various growth stages
are shown in Fig. 2a—h. The C values of nearly all organs,
except the leaves, increased with maturity. Two peaks are
evident in Fig. 2a. The first peak in roots occurred at the V3
(third leaf) stage, while the second occurred at the V12 (large
trumpet) stage. From the V4 (fourth leaf) stage to the VT
(tasselling) stage, the C value dropped and then rose again.
Then, the C value reached its second peak at the V12 (large
trumpet) stage, which is the most vibrant stage in the maize
lifecycle. After the VT (tasselling) stage, the C value of the
roots decreased and remained at a constant level. In Fig. 2b,
8C nuclei were found in the leaves at the V2 (second leaf)
stage and then disappeared. The C value of the leaves then
decreased to its lowest level at the V6 (elongation) stage.
There were no significant differences among these stages
(V9 (small trumpet) stage to 7 DAP).

As shown in Table 2, the C value of the leaf sheaths
ranged from 0.55+0.05 to 0.60+0.05 from the V6
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Fig.2 a-h Endopolyploidization within organs. Each line graph
shows the trend in the variation of the cycle value in a certain organ
during its growth and development. The ‘cycle value’ indicates the
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(elongation) to the V12 (large trumpet) stage, and there were
no significant differences (p > 0.05) among these stages. The
C value of the leaf sheaths rose sharply starting at the VT
(tasselling) stage and reached its peak at the R1 (silking)
stage (Fig. 2f). Finally, the C value slightly decreased at 7
DAP. In Fig. 2e, a slight increasing trend in the C value was
observed throughout the growth stage of the main leaf vein.
Similarly, the degree of endopolyploidization of the inter-
nodes increased with increasing organ maturation (Fig. 2g).
Moreover, the C value rose sharply after the V12 (large
trumpet) stage and reached its maximum at 7 DAP.

As shown in Fig. 2h, the C value of the nodes increased
rapidly beginning with the V6 (elongation) stage, and it
reached its first peak at the V9 (small trumpet) stage. Then,
the C value dropped and then rose from the V12 (big trum-
pet) stage to the R1 (silking) stage. The C value reached its
highest level at the R1 (silking) stage and then remained at
a constant level. As shown in Fig. 2c, d, the C values of the
husk leaves and corncobs increased with increasing organ
maturity, which corresponds to the findings of a previous
study (Galbraith et al. 1991).

The effect of drought stress on endopolyploidy

According to a two-way analysis of variance (Table 3), the
C value of roots suffering from drought stress was signifi-
cantly (***) affected by both time under stress and PEG
concentration. Moreover, there was a significant synergis-
tic effect on endopolyploidy between time under stress and
PEG concentration (¥*%). As shown in Fig. 3, the C values
changed with time under stress, and the trend in the change
for each concentration was different. Prior to 12 h, the range
of C values differed for different PEG concentrations. The
C values for all concentrations declined from 24 h to 48 h
under stress. However, after 48 h, the C values tended to
increase under drought stress. By contrast, the C value of
the CK continued to decline after 48 h. With 10% PEG,
the C value increased, then decreased and then finally rose
again. The C value with 20% PEG was higher than that with
30% throughout the stress treatment. As shown in Fig. 3,
the variation in the amplitude of the C value diminished
when the concentration exceeded 20%, and the C value with

Table 3 Two-way analysis of variance for the impact of the factors
‘PEG concentration’ and ‘stress time’ on endopolyploidization of root
under drought stress

Parameter Degrees of F

freedom
PEG concentration 8.370%**
Stress time 13.956%#**
PEG concentration*stress time 7.555%%*

Significance level:* <0.05, ** <0.01, *** <0.001

——CK
1.05 —&-20%

—o— 10%
-+-30%

Cycle value

12h  24h  48h  T2h
Drought stress time

Fig.3 The variation in the amplitude of the C value under different
PEG concentrations from 12 to 72 h. The x-axis is time, and differ-
ent stress concentrations are represented by different dotted lines.
Each dot on the line represents the cycle value of the root at the cor-
responding time and stress concentration. Different stress concentra-
tions were represented by different polylines. Each dot on line rep-
resents the cycle value of root at the corresponding stress time and
concentration

20% was the highest when the drought stress started (12 h).
Twenty per cent may be a critical concentration for the dras-
tic change in endopolyploidy under drought stress.

Endopolyploidy in maize embryos and endosperm

Seeds are a typical model for endoreplication research in
many cereal crops (Nguyen et al. 2007). In the present
study, the dynamic properties of endoreplication in embryos
and endosperm from 5 DAP to 35 DAP were investigated
every 5 days (the whole seed was tested at 5 DAP, while
the embryo and endosperm were analysed separately from
10 DAP onwards). As shown in Fig. 4a, b, at 20 DAP,
endosperm contains a heterogeneous population of poly-
ploid nuclei with DNA contents ranging from 3C to 96C,
while the embryo contains no more than 3 types of polyploid
nuclei. In Fig. 4a, the percentage of 2C nuclei was the high-
est at 15 DAP, and the percentage of 4C nuclei peaked at
10 DAP and 35 DAP. At 25 DAP, 8C nuclei were observed,
and then they tended to increase. In Fig. 4b, 3c nuclei were
the most abundant at 15 DAP, while 6C nuclei were the
most abundant at 10 DAP. The percentages of 12C and 24C
nuclei increased over time, while that of 6C nuclei showed
no significant change from 20 DAP to 35 DAP (p > 0.05).
96C nuclei were observed only at 20 DAP, but the C value
of the endosperm was not the highest at this time.

As shown in Fig. 5, the C value of the endosperm was
always higher than that of the embryo. The C value of
endosperm cells was much higher at 10 DAP, when vari-
ous starch storage processes were initiated and transcripts
encoding proteins were found (Dolfini et al. 2010; Yamagata
et al. 2003), than at 15 DAP. The C values of the endosperm
increased again after 15 DAP and reached a peak at 35
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Fig.4 Endopolyploidy in maize embryos and endosperm. a Average
frequency of nuclear DNA levels during grain developmental stages
in the embryo. b Average frequency of nuclear DNA levels during
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Fig.5 Cycle value of the embryo and endosperm during grain devel-
opment (10-35 DAP)

DAP, but there were only 4 types of polyploid nuclei in the
endosperm at this time. The C value cannot directly denote
the degree of endopolyploidy. Therefore, it is appropriate
to measure the level of endopolyploidy by combining the C
value and the average percentages of nuclear DNA levels.

In this study, 20 DAP was a transition point to increase
and decrease the types of polyploid nuclei. By comparing
the average percentages of nuclear DNA levels with a pre-
vious study on grain filling in maize (Zhang et al. 2007), a
positive correlation between the grain filling rate and the
types of polyploid nuclei (Fig. 4b) could be found. In addi-
tion, the trend of increased grain dry weight was similar to
the trend of the changes in C value.
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grain developmental stages in the endosperm. The data for 5 DAP for
embryos and endosperm came from the whole grain

Pattern of endopolyploidy in different maize inbred
lines

The C values of AM119, which are listed in Table S5, could
be divided into 3 classes, high-level C values (H), medium-
level C values (M) and low-level C values (L), based on the
results of hierarchical clustering (Fig. S5). The medium-
level C value composed the majority (48.74%) of all tested
materials, while the high-level C value represented the least
(21.01%), and the low-level C value accounted for 30.25%.
The C values of the inbred lines from the Shaan A group
were mainly at the medium (48%) and low (44%) levels.
Inbred lines with medium-level C values were the majority
(45.74%) in the Shaan B group (Table 4). The inbred lines
with the top five C values in AM119 were AMS9 XPX + A,
AM43 xPX09, 1134428 x huanggai, Z141262-2, and 4CV.
Inbred lines from the two heterotic groups displayed close
kinships (Li et al. 2018) and merged into connected groups
in population structure analysis (Fig. 6) and PCA (Fig. 7).
The AM119 were divided into six subgroups because the
most significant AK peak was observed when k=6 (Fig. 6a)
(CV errors=0.71230 when k=6, other values are listed
in Table S6). The other lines with membership probabili-
ties < 0.6 were grouped into one cluster, which was defined
as the mixed group (the seventh subgroup). The division of
the population into six subgroups and a mixed group was
consistent with previous studies (Li et al. 2018). In these
7 subgroups (except Q2 and Q6, in which the highest per-
centages, 45% and 53.33%, respectively, were of low-level
C value inbred lines), Q1, O3, 04, Q5 and Q7 were domi-
nated by inbred lines with medium-level C values (71.42%,
66.67%, 60%, 61.54%, and 37.93%) (Table 4). However,
the results of multiple comparisons showed no significant
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Table 4 The percentages of H,
M, L level cycle values in the

The percentages of different level cycle values

Shaan A and Shaan B groups, Level of A%) B@%) Q1 (%) 02%) Q3% 04(%) 05%) Q6% Q07 (%)
and in the 7 subgroups cycle value
H 8 2447 0 20 16.67 30 15.38 13.33 34.48
M 48 4574 71.42 35 66.67 60 61.54 33.33 37.93
L 44 28.72  28.57 45 16.67 10 23.08 53.33 27.59

A the fraction of Shaan A heterotic group in the 119 inbred lines; B the fraction of Shaan B heterotic group
in the 119 inbred lines; Q1-Q7 7 subgroups of the 119 inbred lines based on population structure
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Fig.6 Population structure of 119 inbred lines. a Plot of LnP(D) and
an ad-hoc statistic 1P calculated for K=1-10. LnP(D) is the output
of STRUCTURE obtained by first computing the natural logarithm of
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the probability at each step of Markov chain Monte Carlo, 1P is the
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Fig.7 a Principal component analysis (PCA) of the first two components of AM119. b PCA of the first and third components of AM119. The
different colours represent different clades as described in the text

differences in C values among the seven subgroups (Fig. 8),
which demonstrated that the group structure had no effect on

the level of endopolyploidization (the C value).

Analysis of the correlation between C value
and agronomic traits

In accordance with the analysis of the correlation between
the C value and the phenotypic data of AM119 at the
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Fig.8 Boxplot of cycle values in the seven subgroups. The letter a
indicates that there are no differences among the samples (p > 0.05)

seedling stage, weak correlations could be found between
the C value and the length of the whole seedling, the
length of the main root, the dry weight of the stem and leaf
and SPAD (Fig. 9a). In the seedling stage, the length of
the whole seedling and the length of the main root were
significantly correlated with the C value at the 0.05 level
(r=0.213* and r=0.200%, respectively). The correlations
between the C value and the other phenotypic traits were
not significant (r=0.033 for the SPAD, r=0.065 for the dry
weight of the stem and leaves, r=—0.019 for the dry weight
of the root). A correlation analysis of the C value and each
of the various agronomic traits and GY (grain yield) at the
mature stages shows that the C value was not correlated
with these agronomic characters or GY in AM119 (Fig. 9b).

GWAS of maize endopolyploidy

Through tGBS sequencing, 1,133,188 sites were identified,
among which 48,415 SNPs were polymorphic in AM119,
with a minimum calling rate >20% and a MAF of more
than 0.01. For the 48,415 SNPs, the number of SNPs per
chromosome ranged from 3,418 SNPs on chromosome 10
to 6884 SNPs on chromosome 1 (Table 5). A GLM model
in TASSEL2.5 software was used to perform a GWAS (the
C value satisfied normality). A total of 9 significant SNPs
(—log;o (p)>4) were found to be associated with the C value
in maize (Fig. 10a, b). In the population, the most significant
SNPs for C value were chr9.S_148881220 (p=1.69E — 06),
chr3.S_322376, chr4.S_188547620, chr3.S_322370,
chr3.S_322371, chr3.S_231268803, chr2.S_124468408,
chrl.S_24326912 and chr9.S_76314578. When the R? value
was less than 0.1, the LD decay distance was about 150 kb
in this population, which had been computed in a previous
study (Li et al. 2018). Therefore, a 300-kb window for the
significant SNPs (150 kb upstream and downstream of the
lead SNP) was selected to identify the candidate genes, and a
total of 99 genes were found using the genome browser (https
//www.maizegdb.org/gbrowse/maize_v4). Among these
99 genes, 70 were identified to have functional domains
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based on the NCBI database (https://smart.embl-heidelberg
.de/) and the CD-search service (https://www.ncbi.nlm.nih.
gov/Structure/cdd/wrpsb.cgi) and are listed in Table S7.
Eight of these genes are related to cell cycle regulation and
DNA replication (Zm00001d048046, Zm00001d048053
and Pco102965(279) on chr9; Zm00001d052376 on
chr4; LOC100283338 on chr4; and Zm00001d039243,
Zm00001d044536 and LOC100281587 on chr3), while
the residual 29 genes were identified to have no functional
domains. The 8 genes that may be associated with endorep-
lication are illustrated in Table 6.

Discussion
Endopolyploidization varies across organs in maize

In this study, ploidy is usually higher in organs with vigor-
ous growth (i.e. root at the V3 stage and the endosperm at
20 DAP), and some highly lignified transport-associated tis-
sues (i.e. husk leaf at 7 DAP, leaf sheath at the R1 stage and
main leaf vein at 7 DAP) are prone to producing high-ploidy
nuclei, which is consistent with previous reports (Larkins
et al. 2001; Sabelli 2012). However, the organs with the
highest ploidy differ among different plants. In cabbage, the
nuclei with the highest ploidy were in the hypocotyls (Kudo
and Kimura 2001), while those of maize in this study were
in the grains (endosperm).

Endoreplication in plants most commonly occurs in tis-
sues that develop mass quickly and have high metabolic
activity (Edgar et al. 2014; Inzé and Veylder 2006). In this
study, the high C value of roots may be closely related to
their function in water metabolism. They are necessary for
water acquisition and can be a significant factor in adapting
to different environmental conditions (Lynch et al. 2014;
Osmont et al. 2007). Endoreplication was reported to aid in
maximizing the surface area needed for root hair formation
and elongation, which can increase the surface area of the
root, aiding plants in absorbing water and nutrients (Kon-
dorosi et al. 2000; Lee et al. 2009). Furthermore, root hairs
are important for plants to become stably rooted, and their
lacking leads to instability (Menand et al. 2007). Homo-
plastically, endoreplication in maize roots may contribute to
water metabolism by promoting root growth and structure
formation.

One possible reason why the C value was the lowest in
the leaves at the mature stage (V6 stage, 7 DAP) is that rapid
DNA replication is no longer needed for a rapid increase in
cell volume since true leaves have formed, and thus endorep-
lication stops at the mature stage. During the early stages
of plant growth, endoreplication occurs at moderate levels
in the leaf sheath and main leaf vein. There are mechani-
cal tissues in both the leaf sheath and main leaf vein that
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Correlation coefficient at the mature stage

play a major role in supporting and protecting plants (Niu
2001). The degree of endopolyploidy (C value) was similar
between the leaf sheath and vein because the structures and
functions of these mechanical tissues are similar. The leaf
sheath had the highest C value among all organs during the
R1 (silking) stage due to its strengthening function. In the
late growth period, the chlorophyll and soluble protein con-
tents of the leaf sheath change dramatically (Tong and Song

2012). In stems, more endopolyploid cells were found in the
nodes than in the internodes, which is consistent with pre-
vious studies (Coleman 2011; Shi et al. 2015). In addition,
increased lignification in husk leaves should be the main
reason why the C values of husk leaves are higher than those
of leaves in the R1 (silking) stage and at 7 DAP (Guo et al.
2008; Larkins et al. 2001). Similar to the leaves, there are
no 8C nuclei in corncobs and ovules, which is important for
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Table 5 Chromosomal distribution and proportion of polymorphic
markers used for the population structure and association analyses

Chromosome 48415 SNPs

No. of markers Proportion (%) Marker

density(kb)

1 6884 14.22 44.56
2 5368 11.09 45.6
3 5988 12.37 39.35
4 5752 11.89 42.94
5 4886 10.09 45.86
6 3888 8.03 44.72
7 4177 8.63 43.66
8 4329 8.94 41.87
9 3725 7.69 42.92
10 3418 7.06 442
Average 4841.5 10 43.568

female flowers to avoid the generation of polyploid gametes
as suggested by an early study (Galbraith et al. 1991). The
1C nuclei, which may have come from the DNA of pollen
grains, appeared in the staminate flowers (Fig. S3).

-

Manhattan plot of C.VALUE

—logyo(p)

Endopolyploidization is developmental
stage-specific in maize

Under normal growth conditions, the level of endopoly-
ploidy in maize is also related to developmental stage. In
all tested organs, except leaves, the level of endopolyploidy
increased with organ development until reaching maturity.
In the V2 (second leaf) stage, the C value of the roots was
low because they had a simple structure and lacked root hairs
in terms of cell morphogenesis (Jonathan et al. 2010). The
V3 (third leaf) stage, which is also called the albumen stage,
is the first important turning point in the growth of maize.
Stored nutrients in seeds are depleted by this stage, during
which the development of maize shifts from an autotrophic
model to a photosynthetic model. During this period, roots
grow vigorously at the third leaf stage to provide plenty of
water and nutrients for seedling development, which might
be the main reason for the C value of the roots being the
highest in the V3 (third leaf) stage. During the V4 (fourth
leaf) stage, fewer nutrients are absorbed by the roots and root
metabolism weakens, which might decrease the ploidy of
the roots. Between the V6 (elongation) and VT (tasselling)
stage, the metabolism of the roots becomes active again.

b QQplot of C.VALUE

Observed —logso(p)

Chromosome

Expected ~log.olp)

Fig. 10 a Manhattan plots of GLM for the endopolyploid traits of 119 inbred lines. b Quantile—quantile plots of GLM for the endopolyploid

traits of 119 inbred lines

Table 6 Markers and genes significantly associated with endoreplication

Chr Pos P value Marker R*> Candidate interval Gene ID Function domain

9 148881220 1.69E—06 0.28357 148731220-149031220 Zm00001d048046 Myb_DNA-binding

9 148881220 1.69E—06 0.28357 148731220-149031220 Zm00001d048053 Protein kinase domain; PLN0O113 super
family; LRRNT_2

9 148881220 1.69E—06 0.28357 148731220-149031220 Pcol102965(279)  LRRNT_2; Pkinase

3 322370;322371;322376 9.50E—06 0.33381 172370-472370 Zm00001d039243 Pkinase

3 231268803 2.11E—05 0.24033 231118803-231418803 Zm00001d044536 PKc_like super family

3 231268803 2.11E—05 0.24033 231118803-231418803 LOC100281587  DNA replication licensing factor mcm4

4 188547620 1.02E—-05 0.30695 188397620-188697620 Zm00001d052376 Catalytic domain of the serine/threonine

4 188547620 1.02E—-05 0.30695

188397620-188697620 LOC100283338

kinases

Serine/threonine-protein kinase NAK
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Perhaps endoreplication is necessary to provide sufficient
DNA content to sustain simultaneous vegetative and repro-
ductive growth (Lee et al. 2009). The V12 (big trumpet)
stage is the most vibrant stage in the life cycle of maize,
when the C value reached its second highest peak during this
stage. After that, plant growth was mainly reproductive, and
the C value of the roots decreased.

In leaves, 8C nuclei only occurred at the V2 (second leaf)
stage, and they disappeared at the V3 (third leaf) stage. After
the V6 (elongation) stage, when the leaves had expanded, the
C value decreased to 0.2, probably because a rapid increase
in cell volume was no longer needed. Moreover, endorepli-
cation was reported to be negatively regulated by sunlight
(Gendreau et al. 1998), which might also have restrained
ploidy. Active metabolism and important functions may
explain why the C value of the leaf sheath was high through-
out the developmental stages. The C value increased from
the VT (tasselling) to the R1 (silking) stage because leaf
sheaths are needed to strengthen the support capacity of the
stems and conserve enough water for pollination during corn
growth. For the same reasons, the extent of endopolyploidy
increased from the VT stage to the R1 stage in the main leaf
vein and stem. The vigorous differentiation of the stem in
the V6 (elongation) stage may be an important reason for the
peak C value of the nodes at the V9 (small trumpet) stage
(Jonathan et al. 2010; Vinardell et al. 2003). Moreover, the
C value increased during organ development, which is con-
sistent with conclusions from previous research (Barow and
Meister 2010; Galbraith et al. 1991). The higher proportion
of low-ploidy nuclei in young organs may result from the
organ developmental program. Cells with increased genome
copy numbers may not accumulate in early development due
to the high rate of cell division. In addition, some previous
reports have demonstrated that those organs with a high level
of lignification always have high-ploidy nuclei (Guo et al.
2008; Larkins et al. 2001), which indicates that the level of
endopolyploidy increases with increasing lignification.

Endoreplication of plants under drought stress

In this study, drought stress had an obvious impact on the
degree of endopolyploidy in maize roots, which is consistent
with previous studies (Barow 2006; Bhosale et al. 2018).
Plants respond to water deficits and adapt to drought stress
through various physiological and biochemical changes,
including changes in endogenous phytohormone levels, such
as hormone abscisic acid (ABA), gibberellic acid (GA), eth-
ylene (ET), auxin, and cytokines (CKs), which have been
shown to affect endopolyploidy (Bari and Jones 2009;
Bradley and Crane 1955; Callebaut et al. 1982; Dan et al.
2003; Gendreau et al. 1999; Lur and Setter 1993; Mishiba
et al. 2001; Mohamed and Bopp 1980; Valente et al. 1998).
For instance, the accumulation of ABA can be induced by

osmotic stress signals under drought stress (Zhu 2002), and
cell division, which reverses endopolyploidy, can be inhib-
ited by ABA (Wang et al. 1998). In maize, while CKs (i.e.
zeatin and zeatin riboside) are associated with the mitotic
phase of development, the auxin (i.e. 3-indoleacetic acid,
IAA) concentration increases at the onset of endoreplica-
tion and a positive correlation between the auxin levels and
nuclear size was revealed in maize endosperm. In addition,
the treatment of maize kernels with the auxin 2,4-D accel-
erated the switch to endoreplication, increasing the nuclear
size and zein gene expression, whereas application of the
antiauxin 2-(para-chlorophenoxy) isobutyric had the oppo-
site effect (Lur and Setter 1993). These findings support
an essential role for auxin in endoreplication. In this study,
hormone-mediated pathways might play an important in the
resulting fluctuation in endopolyploidy in maize root.

Prominent endopolyploidy in maize endosperm
cells

Endosperm is generally used to store energy for developing
seeds. A switch from the mitotic cell cycle to the endocy-
cle occurs during endosperm formation after fertilization
(Grafi and Larkins 1995; Larkins et al. 2001; Leiva-Neto
et al. 2004). The ploidy may be directly affected by the grain
filling rate because endoreplication is often associated with
processes such as cell enlargement and the accumulation
of storage metabolites. Accordingly, there was a positive
correlation between polysomaty and grain filling speed
(Fig. 4a, b). Most types of polyploid nuclei were found at
20 DAP, which could be because the fast filling of a lim-
ited number of cells was needed. To increase the activity of
endosperm cells and accumulate storage material quickly,
endoreplication is activated to create many genomes over
a short time (Kowles et al. 1997; Zhang et al. 2007). The
increasing C value from 20 to 35 DAP (Fig. 5) indicates
an increasing overall ploidy level of endosperm cells, for
which the proportions of 12C nuclei and 24C nuclei tend to
increase. Exceptionally, 96C nuclei disappeared from 20 to
25 DAP, and 48C nuclei showed a decreasing trend. These
exceptions could be the result of programmed cell death
(PCD), which starts at 16 DAP in endosperm cells (Young
and Gallie 2000a). The number of starchy endosperm cells
stops increasing after 20 DAP due to the cessation of mito-
sis (Nguyen et al. 2007), after which the number of cells
decreases due to PCD. However, random PCD should not
result in the complete disappearance of 96C nuclei, nor
should it lead to a decline in 48C nuclei from 25 to 35 DAP,
which indicates that PCD preferentially affects cells with
high ploidy. This view might be supported by previous find-
ings in which endoreplication and PCD were found to start
from the central area of starchy endosperm cells and then
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spread (Nguyen et al. 2007), indicating a potential connec-
tion between endoreplication and PCD.

Characteristics of endopolyploidy in inbred lines
and analysis of candidate genes

Although the C value has different distribution ratios in each
genetic subgroup within the AM119, the results of multiple
comparisons demonstrated that there were no significant dif-
ferences in the C values among the 7 subgroups. Therefore,
the ploidy is not affected by the group structure. The results
of a correlation analysis between the C value and the pheno-
typic traits of seedlings revealed that fast-growing varieties
(those with greater seedling lengths) tend to have a higher
degree of endoreplication. This finding can be supported
by a hypothesis suggesting an influence of endopolyploidy
on plant growth and development through the larger cell
volumes of endopolyploid cells in comparison with non-
endopolyploid cells (Barow 2006; Melaragno et al. 1993).
Moreover, endoreplication is not correlated with the GY
during the mature period, which revealed that the primary
effect of endoreplication may be on the rate of substance
accumulation in the initial developmental stage, not the final
substance levels.

Although not significant, group effects were included
in the GWAS GLM model to control for a possible mild
effect. Relative kinship between inbred lines was not
included in the GWAS model as, consistent with previ-
ous studies (Li et al. 2018), it appeared limited: a total
of 61.82% of the relative kinship values were equal
to 0, 36.62% of the relative kinship values varied from
0.05 to 0.5 and only 0.15% of the relative kinship val-
ues exceeded 0.7. A total of 9 significant SNPs were
detected as associated with endopolyploidy, and five
candidate genes that participate in cell cycle regulation
and DNA replication were identified. According to the
MaizeGDB (https://www.maizegdb.org) description,
zm00001d048053 and Pcol02965(279) (chr 9) produce
multiple alternatively spliced transcripts. Domain anal-
ysis via SMART (https://smart.embl-heidelberg.de/)
and the CD-search service (https://www.ncbi.nlm.nih.
gov/Structure/cdd/wrpsb.cgi) showed that the proteins
encoded by both zm00001d048053 and Pcol02965(279)
contain two domains (LRRNT2 and Pkinase). In addi-
tion, Zm00001d039243 on chr3 also contains a protein
kinase domain. According to previous studies, the protein
kinases (PKs) catalyse the transfer of the gamma phos-
phate from nucleotide triphosphates (often ATP) to one
or more amino acid residues in a protein substrate side
chain, resulting in a conformational change affecting pro-
tein function (Schenk and Snaarjagalska 1999; Stone and
Walker 1995). However, protein phosphatases catalyse the
reverse process and participate in cell cycle regulation.
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For example, the CDKA/CYCD complexes phosphorylate
and inactivate the protein retinoblastoma-related (RBR)
at the G1/S transition, and thus an S-phase gene expres-
sion program is stimulated by permitting the formation of
heterodimeric E2F/DP transcription factors. In addition,
CDK activity is inhibited by WEE1-mediated phospho-
rylation at specific tyrosine residues. M-phase progression
is promoted by certain B-type CDKs, whose expression
is E2F/DP-dependent, through mechanisms that include
the stimulation of downstream CDK activity by phospho-
rylating and targeting certain CKIs for proteolysis by the
ubiquitin—proteasome system (UPS) and interaction with
A-type cyclins (Dante et al. 2014a). Zm00001d048046 (chr
9) contains two domains (Response_reg and Myb_DNA-
binding). Numerous studies have reported that MYB tran-
scription factors are involved in various developmental
and physiological processes, especially in abiotic and
biotic stress responses (Dubos et al. 2010). For instance,
AtMYB2 functions in the ABA-mediated drought stress
response (Abe et al. 2003). Moreover, the Oryza sativa
MYB-like domain (OsMLD), which belonged to the third
heterogeneous class comprised of a single or a partial
MYB repeat, is involved in the control of cellular mor-
phogenesis (Pesch and Hiilskamp 2009) and plays a role
in secondary metabolism (Matsui et al. 2008). Meanwhile,
endoreplication is involved in the plant stress response
(biological and abiotic)(Lee et al. 2009). Cell division,
which reverses endopolyploidy, is inhibited by ABA,
is suggested by a previous study (Wang et al. 1998). In
addition, the role of polyploidy in tissue development
appears to suggest that an increase in phylogenesis and
endopolyploidy is an adaptive morphogenetic factor dur-
ing development (Anisimov 2005). Additionally, SMART
and CD-search detected a STKc_IRAK (Catalytic domain
of the Serine/Threonine kinases, Interleukin-1 Receptor
Associated Kinases and related STKs) domain in a pro-
tein sequence encoded by Zm00001d052376 (chr 4). PKs
facilitate crosstalk between the cell signalling and cell
cycle regulation pathways. Serine/threonine PKs, which
catalyse protein phosphorylation, play an important role
in DNA replication and mitosis. Protein phosphorylation
at a limited number of amino acid residues is considered a
general method to control protein synthesis, cell division,
and the modulation of metabolic enzymes; moreover, the
incorrect function of these enzymes often results in malig-
nancies (Hunter 1987). LOC100283338 (chr 4) is a type
of serine/threonine PK called NAK. Similarly, the func-
tional description of Zm00001d044536 (chr 3) includes
a PK catalytic domain. In addition, LOC100281587 on
chr3 encodes the DNA replication licensing factor mcm4,
which plays a role in the single-stranded DNA binding
activity of the complex. Mcm proteins are necessary for
eukaryotic DNA replication (Chong et al. 1996; Kearsey
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and Labib 1998; Kearsey et al. 1996). These 8 genes par-
ticipate in cell cycle regulation and DNA replication;
however, their association with endopolyploidy requires
further investigation.
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Microwave processing is a suitable technology for starch-based food processing. This work investigated the
changes of structures and properties of high-amylose maize starch (HAMS) during short-time microwave irradi-
ation (1-4 min). After 1 min of treatment, short amylopectin chains (DP 6-36) and intermediate amylose chains
(DP 150-2000) of HAMS were partially broken down. Compared with native HAMS, treated HAMS (1 min) had
the higher relative crystallinity, the intensity of the 9 nm lamellar peak, and fluorescence intensity under CLSM.
Moreover, 1-min microwaving caused the lower viscosity and higher resistant starch content of HAMS. In the
2-4 min of treatment, the crystallinity, intensity of the lamellar peak and fluorescence intensity of HAMS granules
decreased significantly, but no breakdown of starch molecule chains was observed, suggesting the realignment of
the crystalline region during the process. Correspondingly, the viscosity increased and resistant starch content
decreased. Our study provides a deeper understanding of the mechanistic effects of short-time microwave irra-
diation on high-amylose starch, which is of value for the processing of HAMS to produce novel functionality and
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nutritional values.
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1. Introduction

Microwave irradiation, i.e. treatment with electromagnetic waves
with frequencies ranging 300 MHz to 300 GHz [1], is commonly-
adopted in food processing for heating, baking, enzyme deactivation,
and modification, etc. [2]. Domestic microwave systems generally have
a frequency of 2.45 GHz, and industrial microwave ovens have frequen-
cies of 915 MHz and 2.45 GHz [3]. According to the effect of dielectric
loss, microwave irradiation affects foods through high-frequency elec-
tric fields to cause micro movement and friction of molecules in foods
[2]. Microwave heating can thereby convert electromagnetic energy
into thermal energy and generate concurrent internal and external
heating [4]. For starch modification, this heating method has been
widely used due to the dielectric heating and electromagnetic polariza-
tion of hydroxyl groups of structured water and starch [5].

Native starch is a natural polysaccharide with multi-scale structures
from nanometer to micrometer in scale, including amylose and amylo-
pectin chains (~0.1 nm range), crystalline and amorphous lamellar
structure (~10 nm range), alternating amorphous and semi-crystalline
growth rings (~0.1 um range) and starch granules (1-100 pm range)
[6]. The multi-scale structures of starch are highly related to the

* Corresponding authors.
E-mail addresses: xxliu@nufe.edu.cn (X. Liu), gdwei1973@126.com (D. Guo).
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processing and degradative attributes of many starch-based foods,
such as viscosity, thermal property, texture and mouth-feel [7]. Effects
of microwave irradiation on fine structure and physicochemical proper-
ties have been reported for different types of starches, including rice [5],
potato [8], wheat [9], corn [9], lotus [10] and barley [11]. Especially, mi-
crowave treatment can induce the rearrangement of starch molecules
and the changes of crystallinity type, relative crystallinity and morphol-
ogy, and thereby changing physicochemical properties, such as water
absorption ability, rheological behavior, gelatinization temperature
and enthalpy, swelling power and paste viscosity [12]. Existing data
on microwave treatment of different starches with different amylose
contents suggest that the microwave energy is preferably transmitted
to amorphous region of the starch granule and the crystalline regions
are affected subsequently [13,14]. Microwave heating time is an impor-
tant factor affecting the physicochemical properties of starch. For in-
stance, microwave heating time affected thermal and pasting
properties of waxy and high-amylose maize starches significantly
[14,15]. Some authors also documented short time microwaving treat-
ment can improve the functionality of starches from rice [5], potato
[16], and groundnut [17].

High-amylose starch (HAS) is a type of starch with high potential in
industrial uses and health benefits. It has high values in different areas,
such as films and coating, textiles, paper, medical devices, and biode-
gradable packaging [18]. In addition, due to its high resistant starch
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(RS) content, HAS provides high nutritional qualities and is beneficial to
patients with colorectal cancer, and high levels of plasma cholesterol or
triglyceride [19].

Microwave treatment is also an effective method to physically mod-
ify HAS. The effects of microwave on HAS, include increased porosity,
decreased solubility, stability, and pasting properties and higher gelati-
nization transition temperature [20]. The digestibility of high-amylose
starch is also affected and it has been reported that, after microwave
treatment, rapidly digestible starch content increased significantly and
correspondingly, RS content decreased in HAS [11]. However, the pre-
cise dynamic mechanisms of structural changes of HAMS, especially
molecular structure, under microwave irradiation, are still unclear.

In this study, we investigated the mechanisms of microwave heating
of high-amylose maize starch (HAMS) by collecting data on multi-scale
structures including molecular, crystalline, lamellar and granular struc-
tures. Viscosity and enzyme-catalyzed hydrolytic degradation are also
analyzed. Our data lays a theoretical foundation to expand the further
application of HAMS in the food industry.

2. Materials and methods
2.1. Materials

HAMS (51% amylose content) was obtained from Maize Genetic
Breeding Laboratory in Northwest A&F University in China. Normal
maize starch (NMS), pancreatin (Cat. No. P7545) and amyloglucosidase
(Cat. No. A7095) were from Sigma company (St. Louis, MO, USA).

2.2. Microwave treatment

Microwave heating treatment of HAMS mainly followed the proto-
col of Yang [14]. Starch (3 g dw portions) was transferred to glass
Petri dishes (diameter 15.4 cm), and distilled water was injected by a
syringe to retain the moisture content of HAMS to 30% (w/w). The
Petri dishes were sealed and placed in the intermediate of the micro-
wave oven (2450 MHz, Xianou Instrument Manufacturing Co., Ltd.,
Nanjing, China). The output power of 1.2 kW was used. Starch (400
w/g) was put in the glass Petri dishes and then was incubated for time
intervals on a minutely basis (maximum 4 min). The appearance of
samples before and after treatment was shown in Fig. S1. The samples
were collected and dried at 40 °C overnight for further analysis. In that
condition, there was restricted mobility of starch chains partially disor-
ganized during gelatinization, avoiding reorganization (retrogradation)
of starch [21]. According to the time (X) of microwave treatment, the
starch was termed as MH-X. All samples were repeated twice for all
analysis. To ensure reproductivity, MH-1 and MH-4 were selected
with quadruplicate and triplicate, respectively. And RVA analysis was
used to detect reproductivity (Fig. S2).

2.3. Gel-permeation chromatography (GPC)

Weight-based chain lengths distributions (CLDs) of debranched na-
tive and treated HAMS were analyzed by Gel-Permeation Chromatogra-
phy (GPC). Starch was debranched by isoamylase in sodium acetate
buffer (pH 3.5). The detectors, columns, and elution procedure were
the same as Li [22]. Hydrodynamic radius (Rh), the degree of polymer-
ization (DP) and the GPC weight distributions (w(logRy,)) were calcu-
lated as described ([23].

2.4. Fluorophore-assisted carbohydrate electrophoresis (FACE)

After debranching starches by isoamylase, freeze-drying and
derivatizing by 8-aminopyrene-1,3,6,trisulfonic acid (APTS) [24], sam-
ples were analyzed with a PA-800 Plus FACE System (Beckman-Coulter,
Brea, CA, Valley, USA) using a solid-state laser-induced fluorescence
(LIF) detector. The excitation source was an argon-ion laser and the

analytes were separated with a carbohydrate separation buffer
(Beckman-Coulter) in an N-CHO-coated capillary at 25 °C and a voltage
of 30 kV. The weight-based CLDs of glucan chains with DP 6-100 and
the degree of branching of amylopectin were calculated [25].

2.5. Wide angle X-ray scattering (WAXS) and small angle X-ray scattering
(SAXS)

Equilibration of moisture content to 10% was performed before the
analysis of WAXS. An Xpert PRO diffractometer (PANalytical B.V., The
Netherlands), with the current of 40 mA, the voltage of 40 kV, Cu Ko ra-
diation, and an X-ray source of 0.154 nm. The crystallinity was also an-
alyzed as described [26]. The analysis of the lamella structure was
conducted as described [27].

2.6. Scanning electron microscope (SEM)

Morphology and topography of starch granules coating with gold
were analyzed by a scanning electron microscope (SEM) (SU8010,
Hitachi, Japanese).

2.7. Confocal laser scanning microscopy (CLSM)

Internal structures of the starch granules were analyzed by detection
of fluorescence signals using a Confocal laser scanning microscopy
(CLSM) (FLUOVIEW FV1000, Waltham, USA) [28]. The granules were la-
belled with APTS as described [29]. The labelled starch granules were
washed at least three times before dispersing in a 1:1 water/glycerol so-
lution. Images were recorded using a He/Ne/Ar laser, the objective lens
of UPLSAPO40X2 (NA: 0.95), an excitation wavelength of 488 nm, emis-
sion wavelengths between 500 and 550 nm.

2.8. Viscosity properties

A Rapid Visco-Analyser (RVA 4500, Perten, Higersten, Sweden) and
a standard method from AACC [30] were used to measure the pasting
properties of starches.

2.9. In vitro digestion properties

A modified protocol was used [31]. Starch (100 mg) was mixed with
water (5 mL) in a tube, and heated in boiling water bath for 1 h. After
cooling down to 37 °C, 12 mL acetate buffer (0.1 M, pH 5.5) containing
18.75 mg pancreatin and 13.4 pL amyloglucosidase was added into
starch solutions. Aliquots (0.1 mL) were taken at specified time points
(0,2,4,6,8, 10, 12, 14, 16, 18, 20, 24, 28, 32, 36, 40, 60, 80, 100 and
120 min). The enzyme was inactivated by 1 mL of ethanol (95%). After
centrifuging the dispersion at 4, 500 rpm for 10 min, Megazyme
GOPOD kit was adopted to measure the glucose content. Digestible
starch (DS) was defined as starch hydrolyzed for 120 min, and resistant
starch content (RS) was defined as starch that was not hydrolyzed for
120 min [32].

2.10. Statistical analysis

All data are reported as mean + standard deviation (SD) (n = 2).
One-way ANOVA with Tukey's pairwise comparison was carried out
using SPSS V. 22.0 software (SPSS Inc., Chicago, IL) (p <0.05) and all fig-
ures were drawn by Origin 2016 (OriginLab, Northampton USA).
3. Results and discussion

3.1. Molecular structure change with microwave treatment

All starches showed a typical bimodal distribution with amylopectin
(AP) at DP < 100 and amylose (AM) at DP > 100 (Fig. 1A). The whole
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Fig. 1. Chain length distributions of debranched high-amylose maize starches after
microwave treatment as deduced by A) GPC weight chain length distributions,
normalized to the highest peak of amylose, B) FACE weight chain length distributions of
amylopectin, normalized to the highest peak of fb3 chain.

curve was normalized to the maximum peak of each sample. According
to peaks, the amylopectin chains were divided into short (AP, DP 6-36)
and long chains (AP,, DP 36-100). Amylose chains were divided into 3
regions, AM; (100 < DP < 150), AM, (150 < DP <2000), and AM;
(2000 < DP < 40,000), respectively, according to observed local maxima
and shoulders in amylose regions (Fig. 1A). The areas of fraction X (AP,
AP,, AM;, AM,, and AM3) relative to the total eluted area under the
curve (AUC) were calculated and denoted AUCx (Table 1). These param-
eters can be used to represent the relative contents of different AM/AP
fractions [23]. AM was the sum of three amylose fractions. After 1 min
of the microwave treatment (MH-1), HAMS had higher contents of

Table 1
Molecular parameters of native and microwave-treated high-amylose maize starches.

AP and AP,, and lower contents of AM,. However, contents of AP;,
AP, and Am were not significantly changed with further microwave
treatment (MH-2 to MH-4).

The weight-based CLDs of amylopectin chains ranging DP 6-100
(Fig. 1B) was analyzed by FACE, aiming to obtain more details of the am-
ylopectin of microwave-treated HAMS. Amylopectin chains can be di-
vided into fa (DP 6-12), fby (DP 13-24), fb, (DP 25-36) and fb; (DP
>36) chains [14]. According to the backbone model, we regard fa and
fb; mainly as external chains and fb, and fbs mainly as internal chains.
External chains can form double helices in crystalline lamella and inter-
nal chains are mainly found in the amorphous lamella [33]. Average
chain lengths (ACLs) [34] and relative contents (same to AUCyx in GPC)
of different amylopectin fractions were calculated and presented in
Table 2. Compared with MH-0, MH-1 exhibited higher ACLs of fb, and
fbs chains, while ACLs of fa and fb; were not changed. Moreover, MH-
1 had higher contents of fbs, lower contents of fa and fb,, and a lower
degree of branching (DB). However, due to the limitation of FACE, we
may lose the information about these very short amylopectin chains
(DP < 6) cleaved from fa and fb; chains. The amylopectin structure of
HAMS had not changed anymore in the next 3 min of microwave
treatment.

Above data showed the main changes of molecular structures of
HAMS occurred within 1 min of microwave treatment. GPC data docu-
mented the increase of AP content and the decrease of AM content.
There was no reason AP content increased after the microwave treat-
ment. Therefore, it was reasonable to attribute the increase of AP con-
tent to the breakdown of AM contents during the microwave
treatment. The DP of these broken amylose chains was possibly smaller
than DP 100 and thus detected as amylopectin chains by GPC. The
breakdown of amylose was also found in microwave-treated potato
starch [35]. Furthermore, the increase of contents of fbs chains and
ACLs of fb, and fbs chains of amylopectin (FACE data, Table 2) proved
this view again. The decrease of DB of amylopectin and contents of fa
and fb; chains suggested the breakdown of fa and fb; of HAMS during
1 min microwave treatment. Molecular models [36] suggest that a sin-
gle structural water molecule is stabilizing the branch point. When
this water molecule is affected by microwave energy, the a-(1,6) gluco-
sidic linkage can be specifically destabilized and cleaved. Such an effect
has also been observed in microwave treated waxy maize starch [14].

3.2. Aggregation state structure

The apparent crystallinity and crystalline polymorphs, as deduced
from powder wide-angle X-ray scattering (WAXS), demonstrate that
both the native and the microwave-heated HAMS exhibited typical B-
type crystalline structure with the strongest peak of 26 at around 17°
(Fig. 2A) [37]. All samples also showed peaks at 26 around 20° and
22°, which are characteristic of the V-type crystalline polymorph, a
single-helical structure typically found in amylose [14]. In other
words, the crystalline polymorph was largely unaffected by the treat-
ment, consistent with the unchanged proportions of fa and fb; chains
(Table 2). The relative crystallinity of HAMS increased somewhat within
the first minute of microwave treatment but then decreased signifi-
cantly from the second minute and onwards (Table 3). We assumed

Samples AUCnp1(%) AUCnpa(%) AUCam1(%) AUCan2(%) AUCams(%) AM

MH-0 28.2 4+ 0.2° 20.5 + 0.0° 54 +0.1° 38.5 4 0.2% 7.6 +£02% 51.3 + 0.3%
MH-1 29.4 + 0.0% 21.5 £ 0.0° 5.6+ 0.1° 343 +£03° 754032 49.1 & 0.00°
MH-2 29,6 + 0.6 215+ 0.1° 54+ 0.0° 36.0 + 0.6° 7.6 +0.3? 489 +0.8°
MH-3 29.4 4 0.0 214 +0.1° 5.4+ 0.0° 36.3 £ 0.1° 7.7 4022 49.2 + 0.0°
MH-4 29.2 + 0.5 2214022 5.4 + 0.0 36.6 + 0.5" 6.9 + 0.5° 487 +£0.7°

AUCapy, AUCap, and AUCxy were the ratios of the area under the curve (AUC) of AP1, AP2, and AM branches to the AUC of overall AP and AM branches in debranched starches. DB is the
degree of branching of amylopectin.

All data are means =+ standard deviation of two trials. Values with different letters in the same column are significantly different at p < 0.05.
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Table 2

Weight-based chain length distribution of debranched amylopectin from native and microwave-treated high-amylose maize starches.

Time Average chain lengths (ACLs)(DP) Relative proportions (AUC)(%)

fa fb, fb, fbs fa fb, fb, fbs DB
0 min 103 £ 0.0° 17.6 + 0.0° 275 +13° 53.9 + 1.9° 219 4+ 0.0° 46.8 + 0.3° 14.8 £ 1.1° 17.7 £ 0.3° 42 +0.1°
1 min 103 + 0.0° 17.7 £ 0.0° 292 4+ 0.0 56.6 & 0.1% 19.0 + 0.0° 445 4 0.1° 14.7 + 0.0° 21.8 £ 0.1° 3.8 +£0.0°
2 min 10.3 £ 0.0° 17.7 £ 0.0* 29.3 £+ 0.0° 56.7 + 0.1° 18.7 £ 0.2° 44.0 £ 0.0° 14.8 £ 0.0* 224 +0.2° 3.7 +00°
3 min 10.3 £ 0.0° 17.6 + 0.0* 29.2 4+ 0.0° 55.7 £ 0.1° 18.8 4+ 0.4° 439 £ 0.2° 149 £ 0.17 22.5 +£0.5° 3.7 £ 00°
4 min 10.3 + 0.0? 17.7 £ 0.0° 293 £ 0.1° 56.7 £ 0.1° 189 £+ 0.2° 442 +02° 14.7 £ 0.2° 223 4+ 047 39+0.1°

All data are means = SD of two trials. Values with different letters in the same column are significantly different at p < 0.05.

DB: degree of branching.

the increase of the crystallinity in MH-1 was related to the cleavage of
unpacked fa and fby chains in the crystalline lamella and crystallization
of these cleaved linear chains. It has been reported unpacked fa and fb,
chains are crystalline defects [38]. The cleavage of these chains was rea-
sonable to the increase of crystallinity. Moreover, these cleaved linear
chains may aggregate and induce crystallization. From FACE and GPC
data, we already knew there were no changes in molecular structures
at longer treatment times. Therefore, we assumed the reorganization
of crystalline was responsible for the decrease of crystallinity during
this period. With further rapid heating by microwave treatment, higher
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Fig. 2. Aggregation structural parameters of debranched HAMS after microwave
treatment. A) WAXS diffraction spectra; B) Small-angle X-ray scattering patterns.

mobility of moistened HAMS molecules [39] and loosened double heli-
ces [5] as demonstrated for starch subjected to rapid heating, allowing
for the reorganization of crystalline regions.

Small-angle X-ray scattering (SAXS) reveals the lamellar structure of
starch granules by the appearance of a scattering intensity at typically q
= 0.68 nm™ " arising from a distinct electron density contrast between
the crystalline lamellae and the amorphous lamellae in the starch gran-
ule [5]. A major scattering peak around the q value of 0.6-0.7 nm ™! was
identified in both the native starch and the microwave-heated starch
samples (Fig. 2B). The intensity of scattering peak in MH-1 was much
higher than the native starch, MH-0 (Fig. 2B). This effect may be related
to the cleavage of unpacked fa and fb; as well. Slightly higher lamellar
ordering was also reported in rice starch after short-time microwave
treatment due to the effects of rapid heating on packing unpacked dou-
ble helices [5]. However, the scattering peak intensities of MH-3 and
MH-4 were somewhat lower than for MH-0 supporting deterioration
of the crystalline lamellae for longer treatments. The lamellar thick-
nesses (d = 2m/q) of MH-3 and MH-4 were both 10.26 nm, which
was lower than both MH-0 and MH-1 (11.04 nm) verifying partial reor-
ganization of the crystalline lamellae and partial collapse of the lamellar
structure [37].

3.3. Granule morphology and internal microstructures

The microwave-induced time-course progress of HAMS granule
morphological and internal structures was monitored by SEM and
CLSM (Fig. 3). SEM images show that native high-amylose starch
(MH-0) had a fraction of compound, elongated and irregular granules.
Following short-time microwave treatment, starch granules were not
disrupted and morphology was not significantly affected (Fig. 3A). It im-
plied HAMS granules remained the integrity after microwave treatment,
even for the MH-4, supporting the stability we found for the WAXS and
SAXS data. CLSM images (see Fig. 3B) demonstrate that native HAMS
granules displayed strong fluorescence intensity attributed to its rela-
tively high molar ratio of reducing ends per anhydrous glucose residue
present in the amylose [29]. Strong fluorescence intensity was also
found in MH-1 (Fig. 3B), suggesting that more reducing ends were pro-
duced as an effect of cleaved amylopectin and amylose chains labelled
by the APTS reagent. However, the fluorescence intensity for MH-2,
MH-3, and MH-4 became gradually weaker, supporting the presence
of very compact and inaccessible structures in these starches [14].

Table 3

Crystallinity and digestion properties of native and microwave-treated HAMS.
Samples WAXS Digestibility

Relative crystallinity (%) DS (%) RS (%)

MH-0 209 + 0.8° 593 + 1.1¢ 407 + 1.1°
MH-1 25.1 + 047 452 +0.1¢ 54.8 + 0.1
MH-2 18.1 + 1.0¢ 65.1 £ 1.2° 341 4+ 1.2¢
MH-3 18.2 + 0.8¢ 69.8 £ 0.5° 30.2 + 0.5¢
MH-4 173 £ 0.7¢ 70.5 £+ 0.2° 29.5 +0.24

All data are means + SD of two trials. Values with different letters in the same column are
significantly different at p < 0.05. DS (%) is the content of starch hydrolyzed for 120 min.
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Fig. 3. Surface and inner structures of native and microwave-treated HAMS starches as analyzed by A) SEM and B) CLSM.

3.4. Pasting properties

Generally, high-amylose starch cannot be fully gelatinized at 100 °C
[40], so we would not expect to find any major viscosity development
for the native HAMS from conventional RVA. However, the partial rear-
rangements and breakdown in the chains in microwave-treated sam-
ples are expected to have increased swelling properties. MH-3 and
MH-4 showed higher peak viscosity than MH-0 (Fig. 4) substantiating
the view that the structures formed in microwave-treated HAMS sup-
port thermal swelling, increasing viscosityMH-1, having higher

crystallinity (Table 3), showed reduced gelatinization and viscosity.
The viscosity development during the heating process is directly related
to the degree of swelling and integrity and re-association of starch gran-
ules and chains, respectively during heating and cooling [41,42]. On the
other hand, the changes in amylose content also potentially affected the
viscosity of microwave-treated samples. At the initial stage of micro-
wave treatment, we assume that some amylose chains were broken
down and re-associated in the final dry starch restricting gelatinization.
Hence, microwave-assisted amylose leakage increased the possibility
for diverse interactions between amylose—amylose or amylose
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Fig. 4. Pasting properties of native and treated high-amylose maize starches. Values with
different letters in figures denote significant difference at p < 0.05.

—amylopectin, and enhance the viscosity. Peak viscosity reflects the de-
gree of swelling of starch granules during heating, trough is the viscosity
after the disruption the paste network, and breakdown represents the
ease of disrupting swollen starch granules [41,42]. After 3-4 min micro-
wave treatment, HAMS displayed higher peak viscosity, trough and
breakdown (Fig. S3), suggesting the degree of gelatinization of HAMS
was possibly increased by microwave treatment. Final viscosity indi-
cates the propensity of starch to gelation and retrogradation [41,42].
The increase of final viscosity in MH-3 and MH-4 implies more amylose
chains may leached out and aggregated [43]. Setback is the retrograda-
tion of starch and mainly affected by amylose [43]. Setback was not af-
fected by microwave treatment, and thus the data was not shown.

3.5. In vitro digestibility

Typical starch digestion profiles of cooked native and microwave
treated HAMS (Fig. 5) showed that all starches were digested rapidly
during the initial 20 min and reached a plateau at about 80 min. How-
ever, MH-1 displayed a lower degree of hydrolysis than the native sam-
ple, MH-0, while MH-2, MH-3, and MH-4 exhibited a higher degree of
hydrolysis. The observed difference in digestion is possibly a complex
combination of the molecular and physical properties induced by the
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Fig. 5. Digestion properties of native and microwave-treated HAMS.

microwave energy. HAMS largely resists normal cooking processing as
a consequence of stable double-helical short and long range interactions
in this starch [44]. As an effect, MH-1, having the highest crystallinity,
displayed the lowest digestion rate. MH-2, MH-3 and MH-4, that were
more affected by microwave treatment, thereby showing lower gelati-
nization temperatures, were digested at higher rates. An increase in di-
gestibility was also observed in high-amylose barley starch (amylose
content: 46.5%) after long-time microwave heating [11].

3.6. Mechanistics of microwave irradiation of HAMS

Microwave treatment in food processing attracts much attention
mainly due to that microwave energy is more efficient than the conven-
tional heating and ensures more homogenous effects in complex matri-
ces and greater penetrating depth. Being the major component in most
cereal-based foods, starch must be functionally controlled at multiple
scales. Structural and dynamic re-organization occurring upon micro-
wave treatment, as based on the recently suggested “building block
backbone model” [45], displays some important effects. The model for
native normal starch suggests long flexible backbone chains from
which branched building blocks extend. These are featured as “inter-
nal”, and are outspread along the backbone and form an integrated
part. Short amylopectin chains extend from the building blocks and
form double helices, which align to form crystalline lamellae [45]. It is
widely accepted that in normal starch, amylose can distribute in gran-
ules as individual, radially, as well tangentially, oriented chains. These
chains affect granule integrity and stability and could disrupt the struc-
tural order within the amylopectin crystallites [46]. However, also pure
amylose starch granules have molecular and crystalline features resem-
bling those of amylopectin [47].

Based on this information, a backbone model of HAMS can be
established, from which structural dynamics of microwave-assisted
re-structuring can be extended (Fig. 6). At the first stage, microwave ir-
radiation energy causes specific, but partial, breakdown of fa, fb; and
AM2 chains as demonstrated by the decrease of fa, fb; and AM2 content.
The initial cleavage of amylose chains is supposedly occurring at sensi-
tive, exposed and amorphous “hot spots” with molecular strain causing
cleavage due to molecular vibration. Following this process, tangentially
oriented cleaved chains can aggregate, resulting in increased crystallin-
ity and lamellar re-ordering (Fig. 6). An alternative explanation has also
been suggested where amylopectin crystalline defects are broken down
[38]. The resulting structure can be described as a more relaxed and sta-
ble matrix. As an effect, longer treatment does not result in a further sig-
nificant breakdown of starch molecules. However, the relative
crystallinity and the lamellar ordering of the amylopectin chains de-
creased, suggesting disordering of double helical segments. Such effects
can be related to the higher mobility of moistened HAMS molecules as
demonstrated for starch subjected to rapid heating [39], causing the re-
arrangement of double helical segments. It is speculated that loosened
double helices after microwave heating could also result in the lower
crystallinity of samples [5]. In support of this effect, we found increased
pasting and digestibility for these treatments.

The short microwave treatment times used in this work (1 min -
4 min) provide starch with only minor cleavage of amylose and amylo-
pectin, and the rearrangement of both amylose and amylopectin gener-
ating a starch with retained, and improved, pasting and degradative
properties.

4. Conclusion

HAMS was treated at a moisture content of 30% by short-time micro-
wave irradiation for 1-4 min and the multi-scale structures and its past-
ing and digestibility properties were characterized by GPC, FACE, WAXS,
SAXS, SEM, CLSM, RVA and in vitro digestion. Molecular profiling using
GPC and FACE show that microwave treatment induced the minor
breakdown of fa, fb; and AM2 chains. WAXS and SAXS data show that
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Fig. 6. Schematic mechanism of microwave treatment of HAMS.

the relative crystallinity and intensity of lamellar peak increased initially
and then decreased with microwave treatment. These structural
changes contributed to the decrease of viscosity and digestibility in
1 min microwave treatment. Further microwave treatment induced
the increase of viscosity and digestive hydrolysis. Hence, 1 min micro-
wave treatment can generate a more resistant and stable structure, for
e.g. starch-based materials and resistant starch purposes. Our data pro-
vide a further understanding of the mechanisms of microwave process-
ing, of value for processing of starch-based foods.
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ARTICLE INFO ABSTRACT

Keywords: Endoreduplication is a key cell cycle variant in the developing maize endosperm and has been associated with
Maize cell enlargement and dry matter accumulation. Therefore, identification of the key genes associated with en-

Endoreduplication dosperm development and endoreduplication would not only lay the groundwork for understanding the bio-
ZmSMl.Z a . logical process of endoreduplication but also be important for maize breeding. Here, we identified 12 putative
i;e:li?;:us owering endoreduplication-related candidate genes as members of the Zea mays L. SIAMESE-RELATED (ZmSMR) gene

family and denoted them ZmSMR1-ZmSMR12. Sequence analysis indicated that all the ZmSMR protein sequences
exhibited modest sequence similarity to the SIAMESE gene from Arabidopsis. Further analyses suggested that
most ZmSMR genes might be associated with the transition from mitosis to endoreduplication because the ex-
pression levels of most ZmSMR genes were upregulated in endosperm cells during the phase of switching to an
endoreduplication cell cycle. Additionally, the ZmSMRs responded to various abiotic stresses at the transcrip-
tional level. One member of the ZmSMR gene family, the ZmSMR4 (KY946768) gene, was isolated as the first
maize endoreduplication-related gene and has been used to develop transgenic Arabidopsis plants. ZmSMR4 was
localized to the nucleus and could interact with ZmCDKA and ZmCDKB. Moreover, ZmSMR4 was able to rescue
the multicellular trichome phenotype of Arabidopsis sim mutants and enhanced the endoreduplication levels of
transgenic Arabidopsis plants. Arabidopsis plants overexpressing ZmSMR4 not only displayed enhanced leaf
margin serrations but also showed several interesting breeding phenotypes, such as early blossoming and fuller
seeds. Taken together, our data suggest that the ZmSMR4 gene is plant-specific and functions as a key player in
the signalling network that controls plant growth, development and responses to abiotic stress by regulating the
transition between the mitotic cycle and endoreduplication.

1. Introduction habitats, plants have developed various cell cycle types, such as

asymmetric cell division, acytokinetic mitosis, normal mitosis and en-

Multicellular eukaryote development is a complex process that re-
quires the coordinated integration of cell division, growth, and differ-
entiation [1]. Unlike animals, plants are sessile and can respond to
biotic and abiotic stresses only by regulating their growth and devel-
opment. Thus, proper cell cycle regulation is crucial for plant survival
and development and should be a tightly regulated, yet flexible and
accurately coordinated, process in a multi-metabolic system. In such a
system, to meet the growth and developmental demands of different

doreduplication, and these division processes frequently occur in a se-
quential yet overlapping manner during organ and tissue development.

Endoreduplication involves one or several rounds of nuclear DNA
synthesis without chromosomal and cellular division, which leads to
cell polyploidization. This process is thought to be a result of evolution
because it allows better functional adaptation to environmental chal-
lenges; however, the role of endoreduplication remains unclear. Many
studies have confirmed that endoreduplication allows cells to increase
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gene expression and metabolic output, which might be advantageous
for some cells or organisms. Additionally, previous studies have in-
dicated that endoreduplication could support plant or organ growth
under biotic and abiotic stress conditions by improving plant resistance.
For example, endoreduplication levels have been enhanced in tobacco
cells in response to fungi [2] or pathogens [3]. Under water deficit
conditions, DNA content and epidermal cell size rapidly decrease in
wild-type (WT) Arabidopsis, but transgenic Arabidopsis plants with a
high endoreduplication level are less affected due to an increased leaf
expansion rate and a larger cell size. Grime et al. (1982) revealed that
the evolution of increased DNA contents is closely associated with en-
hanced plant growth capacity at low temperatures [4]. En-
doreduplication might also be related to the adaptive response to sali-
nity [5]. The advantages of increased endoreduplication in response to
low temperatures, water deficits [6] and high salt levels might be as-
sociated with increased gene expression and protein synthesis, which
suggests that endoreduplication might maintain the basic metabolic
functions of plants under energy-limited conditions. However, notably,
the correct timing of initiation, extent of endoreduplication, and ap-
propriate gene expression can affect plant or animal growth and de-
velopment. In plants, many tissues, including trichomes, leaf epidermal
cells, root tip cells, and hypocotyl cells, exhibit endoreduplication
[7,8]. Endoreplication typically occurs in cells that are specialized via
differentiation, in highly metabolically active cells and in certain eco-
nomically important organs and tissues, such as the maize endosperm
[9], tomato fruits [10], cotton fibres [11], and root nodules [12].

There are many regulators of endoreduplication. However, most
studies have demonstrated that cyclin-dependent kinase (CDK) in-
hibitors (CKIs) are some of the most important regulators of en-
doreduplication. CKIs can control the cell cycle by inhibiting the ac-
tivity of CDKs in yeast and mammals [13]. In plants, two CKI families
have been identified. One of these families is the Kip-related protein
(KRP) family, whose sequences are similar to those of the mammalian
Cip/Kip family. Seven KRP genes have been isolated from Arabidopsis
[14]. A KRP-like CKI has also been isolated from tobacco, and the
overexpression of this gene inhibits CDK activity in plants [15]. The
other plant CKI family is the SIAMESE-RELATED (SMR) gene family
[16]. The members of the SMR gene family can interact with several
different CDK/CYC complexes [17]. For example, the EL2 gene identi-
fied in rice can inhibit the activity of CDKA;1 and links cell cycle pro-
gression with biotic and abiotic stress responses [18]. Both SIM and the
related SMR genes play key roles in promoting endoreplication [19].

The seed endosperm is the most important plant product, ac-
counting for 80% of energy and carbohydrate consumption by humans
worldwide. Maize endosperm development occurs in three overlapping
phases: cell proliferation characterized by mitosis, cell enlargement
characterized by endoreduplication, and programmed cell death [20].
Although crop performance and yields can be enhanced by manip-
ulating the transitions between different stages, and previous studies
have demonstrated that appropriate alteration of the cell cycle sub-
stantially affects yield [21], the regulation of these stages is not cur-
rently well understood. Therefore, the identification of the key genes
involved in endosperm development and endoreduplication lays the
groundwork for understanding the biological process of endoreplica-
tion, and the key genes associated with endoreduplication must also
have potential value for maize breeding due to the importance of en-
doreduplication in maize endosperm development and its involvement
in the responses to biotic and abiotic stress.

The accumulation of a CKI in the maize endosperm has been shown
to correspond to endoreduplication, but neither the nature of the CKI
nor its target genes have been identified [22]. Larkins et al. identified
two maize CKIs, Zeama;KRP;1 and Zeama;KRP;2, and found that only
Zeama;KRP;1 accounts for a portion of the CKI activity observed during
endosperm development [23]. This result indicates the existence of
other CKIs in addition to Zeama;KRP;1. Hence, the objective of this
study was to identify the other types of CKIs present in the maize
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endosperm and explore their roles in endoreduplication. First, we
identified 12 putative endoreduplication-related candidate genes as
members of the ZmSMR gene family by screening GDB maize and de-
signated them ZmSMRI-ZmSMRI12. Next, one endoreduplication-re-
lated gene from the ZmSMR gene family (ZmSMR4) was cloned and
identified as a plant-specific CKI gene. This gene is a maize homologue
of the Arabidopsis thaliana SIAMESE gene and has been shown to com-
plement the trichome phenotype of sim mutants. The results showed
that this gene localizes to the nucleus and interacts with CDKA and
CDKB. Finally, plants overexpressing ZmSMR4 not only displayed ser-
rated leaves due to restricted cell proliferation but also exhibited phe-
notypes that might be relevant to breeding, such as early flowering and
fuller seeds. These results will provide valuable information for facil-
itating maize improvements in the future.

2. Materials and methods
2.1. Plant materials and growth conditions

The maize (Zea mays L.) inbred line B73 was provided by the Key
Laboratory of the Biology and Genetic Improvement of Maize in Arid
Areas of the Northwest Region, College of Agronomy, Northwest A&F
University and was grown in the field. Ears were self-pollinated on the
same day. The endosperm was isolated via manual dissection at dif-
ferent developmental stages, rapidly frozen in liquid nitrogen and
stored at —80 °C. Arabidopsis thaliana Col-0 was employed as the WT
control and transgenic acceptor. The sim mutant (CS23884) was pur-
chased from the Arabidopsis Biological Resource Center (ABRC), and
homozygous sim mutants were identified by sequencing. WT, mutant
and transgenic Arabidopsis thaliana seedlings were germinated on plates
containing Murashige and Skoog (MS) medium with 0.7% agar and 3%
sucrose and incubated at 4 °C for 3 d. Two-week-old seedlings were then
transferred to a pot with a mixture of forest soil and vermiculite (3:1).
These seedlings, which were used to determine the rosette leaf number
and tissue architecture, were planted in soil at a uniform density and
grown in a greenhouse at 22 °C under 70% relative humidity (RH) with
a 16-h light/8-h dark photoperiod.

2.2. Sequence retrieval and analysis of the maize ZmSMR gene family

Most of the reference sequence information regarding the ZmSMR
gene family in maize was kindly provided by Professor John C. Larkin
(Department of Biological Sciences, Louisiana State University), and
further retrieval and consolidation were performed. To identify mem-
bers of the ZmSMR gene family, the amino acid sequences of the pro-
vided ZmSMR proteins were used as a query loci to screen the Maize
GDB  (https://www.maizegdb.org/) and Phytozome (https://
phytozome.jgi.doe.gov/pz/portal.html) websites, and the conserved
AtSMR domains were employed for comparative analysis. Highly re-
petitive sequences were considered to represent a gene. The Arabidopsis
SIAMESE gene sequences were obtained using the accession numbers
provided in the Supplemental Data 2 file from a previously published
paper [24]. Multiple sequence alignment was performed using Clustal
Omega [25]. The exact chromosomal position of each ZmSMR gene in
the Zea mays genome was predicted with Phytozome (http://
phytozome.jgi.doe.gov/pz/portal.html). ZmSMR gene family members
were mapped onto Zea mays chromosomes using Map Chart software
[26].

2.3. Cloning of ZmSMR4 and generation of transgenic plants

The ZmSMR4 gene sequence was obtained from the National Center
for Biotechnology Information (NCBI) (https://www.ncbi.nlm.nih.gov/
) through homology alignment. RNA from the endosperm at 15 days
after pollination (DAP) was isolated using a Plant RNA Kit (Tiangen,
China) following the manufacturer’s instructions and was then
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employed for cDNA synthesis using the Transcript First-Strand cDNA
Synthesis SuperMix (Transgene Biotech, China). The ZmSMR4 cDNA
was amplified with the F-CTCTCCTCTTCTCTTCTCTCG and R-CTAGA
TGCTCTTCTTGTTGGG primers. The high-fidelity PCR mixture (50 pL)
contained 50 ng of single-stranded cDNA as the template, 1 unit of
PrimeSTAR DNA Polymerase (Takara, Japan), 0.2mM dNTP mix and
25 uL of 2 X GC Buffer. PCR amplification was performed under the
following conditions: a 5-min initial denaturation at 94 °C; followed by
35 cycles of 45 s of denaturation at 94 °C, 45 s of annealing at 58 °C, and
45 s of elongation at 72 °C; and a 10-min final extension at 72 °C. The
amplified PCR products were gel-purified and inserted into the
pCAMBIA1302 and HY107 vectors. The reconstructed vector was
transfected into Agrobacterium tumefaciens strain GV3101, which was
used to transform Arabidopsis via the floral dip method [27]. Transgenic
plants were selected on kanamycin-containing plates and then trans-
ferred to soil. The T3-generation lines were employed for the com-
plementation experiments and phenotypic analysis.

2.4. Quantitative real-time PCR (qRT-PCR)

Maize seedlings were exposed to various stresses, including
100 umol L ™! abscisic acid (ABA), 20% polyethylene glycol (PEG),
200 mmol L™ ! NaCl, low temperature (4°C) and high temperature
(42 °C). All the treated and untreated maize materials were harvested at
different time points and stored at —80°C. We obtained maize en-
dosperm samples for qRT-PCR as described above. Total RNA and cDNA
were then extracted and synthesized, respectively, as described above.
The expression pattern of the ZmSMR genes was analysed via qRT-PCR.
All the genes were assayed in three independent biological replicates,
and the relative expression values were determined using the 244
method [28]. The relative expression values were log, transformed, and
heat maps were prepared with the R package pheatmap.

2.5. Subcellular localization

For subcellular location analysis of the ZmSMR4 protein, the fusion
expression vector pGFP-ZmSMR4 was first constructed using homo-
logous recombination, and leaf protoplasts were then prepared ac-
cording to a previously described method [29]. The fusion expression
vector pGFP-ZmSMR4 and the control empty vector p16318:GFP were
transferred into acceptor strains using a PEG-induced transformation
method. Finally, the transformed protoplasts were placed in a dark
environment for 16-24 h and observed under a confocal laser scanning
microscope (FLV1200, Olympus Japan).

2.6. Yeast two-hybrid assay

For the yeast two-hybrid assays, cDNA sequences were cloned into
the pGADT?7 or PGBKT?7 vector, and the fusion and control vectors were
then co-transformed into yeast strain AH109 cells via the lithium
acetate (PEG/LiAc) method, according to the protocol handbook pro-
vided by the manufacturer (Clontech, USA). Three days later, the yeast
strains were spread on selective Synthetic Dropout-Trp-Leu medium
(SD-T-L) and Synthetic Dropout-Trp/Leu/His/Ade (SD-T-1-H-A) plates
for the interaction test. The expression activity of the reporter gene
LacZ was identified using the (3-galactosidase assay, as described pre-
viously [30].

2.7. Complementation experiment

The complementation phenotype was examined through scanning
electron microscopy [31]. The first leaves of 2-week-old Arabidopsis sim
mutants and sim mutants transformed with the HY107-ZmSMR4 ex-
pression vector were mounted on specimen stubs and observed, and the
number of Arabidopsis trichome branches on the adaxial side of selected
leaves was counted. The cell number per Arabidopsis trichome site
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(TIS) was determined using a fluorescence microscope [32].
2.8. Plant flow cytometry analysis

The sixth leaf from the transgenic and control plants was sliced into
pieces with a razor blade in 500pL of nuclear isolation buffer
(10mmol L™! MgS0,7H,0, 50mmolL~! KCl, 5mmol L~ HEPES,
3mmol L™ ! DTT, and 0.2% Triton X-100), and the suspension was then
filtered through a 50-um filter. Next, 200 pL of recovery solution was
added, and the nuclei were stained with DAPI (at a final concentration
of 2ug/ml) on ice for 30 min. The nuclear suspension was analysed
with a flow cytometer (Arial SORP, BD, USA). The endoreduplication
level was represented by the endoreduplication factor (EF), which was
calculated according to the percentage of cells with different ploidy
levels as follows: EF = (0 x 2C) + (1 X 4C) + (2 x 8C) + (3 x 16C)
+ (4 x 320).

3. Results

3.1. The members of the ZmSMR gene family exhibit modest sequence
similarity to the Arabidopsis SITAMESE gene and are distributed across most
of the maize chromosomes

In the present study, 12 genes were predicted to be members of the
ZmSMR gene family and were designated ZmSMR1-ZmSMR12. The
protein sequences of all 12 genes shared modest sequence identity with
the Arabidopsis SIAMESE gene and presented at least two conservative
domains. A multiple sequence alignment showed that although the
sequence similarity between the different members of the ZmSMR gene
family was limited to several shorter motifs, designated motif 1-motif 5
(Fig. 1), the motif order was consistent with that in the SMRs from
Arabidopsis and other species. Motif 1 was highly conserved at two
amino acid residues (threonine and proline), constituting the minimal
CDK phosphorylation site, which might be crucial for SMR function
[24]. Motif 2 was rich in proline residues and consisted of a typical
PXXP structure followed by one or several residues. This motif is a
functional protein interaction domain, which allows the protein to in-
teract with certain partners by forming a PPII helix [33]. Motif 3 was a
cyclin-binding domain similar to a Cy or zZRxL domain; this motif is the
binding site for several CKIs, E2F and RB cyclins, and CDK complexes
[34,35]. Motif 4 was similar to motif 3 from the KRP proteins [14].
Motif 5 contained a short stretch that included a nuclear localization
signal. A chromosome location map was generated using software (Map
Chart V4.0) to visualize the gene distribution of the ZmSMR gene family
across the maize chromosomes. ZmSMR family members were located
on most of the maize chromosomes, except for the seventh, eighth and
tenth chromosomes. As shown in Fig. 2, the ninth chromosome pos-
sessed the highest ZmSMR gene density, and the distance between the
ZmSMR genes was shortest on this chromosome. An uneven gene dis-
tribution was observed, which might be a result of tandem duplication
of ZmSMR genes.

3.2. Cloning the ZmSMR4 gene and generating transgenic plants

We isolated one gene from the ZmSMR gene family, which was
designated ZmSMR4; we then submitted the gene to NCBI and obtained
the accession number KY946768. ZmSMR4 was located on the ninth
chromosome (Fig. 2), encoded a 126-amino-acid protein and contained
no introns. Similar to most CKIs, ZmSMR4 is a low-molecular-weight
protein with a molecular weight of only 13.7kDa and an isoelectric
point of 10.21. To determine whether ZmSMR4 is a maize homologue of
the Arabidopsis SIAMESE gene, we expressed the ZmSMR4 gene in sim
mutant plants (CS23884) under the control of a trichome-specific pro-
moter (GL3). We also ectopically expressed the ZmSMR4 gene in WT
Arabidopsis plants under the control of the cauliflower mosaic virus 35S
promoter to investigate the function of the ZmSMR4 gene. The
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Fig. 1. Conservation of ZmSMR family protein sequences. Motifs 1-5 were identified by determining the domains conserved across all the ZmSMR protein sequences.
A line above the alignment is used to mark strongly conserved positions. The following three characters ("*", ":" and ".") are used: "." indicates that one of the following
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conserved.
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transgenic plants were selected through genotyping analysis using hy-
gromycin until T3 homozygous transgenic plants were generated.
Thirty T1 transgenic plants were successfully obtained through selec-
tion. Five independently selected lines (sim GL3:ZmSMR4 and
358:ZmSMR4 T3) were confirmed to be positive plants via PCR

indicates positions that have a single, fully conserved residue; and ":" indicates that one of the following ‘strong' groups is fully

amplification of the ZmSMR4 gene (Fig. 3A, B). The expression level of
the ZmSMR4 gene in these transgenic plants was measured through
qRT-PCR. The results indicated that the ZmSMR4 gene had been suc-
cessfully expressed in the sim mutant and WT Arabidopsis plants and
that the expression level of ZmSMR4 was different in different
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ZmSMRI1 |- 1665 ZmSMR2 | 227
ZmSMRT | 4228
ZmSMRID—{— 74,69
ZmSMRS- | 86,62
ZmSMR1 | 18062
ZmSMRY | 19162 ZmSMRIZ | 19180
End ¥ 21796
End ! 2379 End 023225 pug b0
End | 30148

Chr 6 Chr9
Start-——0.00 Start-—§—0.00
ZmSMRS- | 9492
ZmSMR3 10735
ZmSMR4-— | 11852
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Fig. 2. Distribution of the 12 ZmSMR genes on the seven Zea mays L. chromosomes.

123



F. Li et al

Plant Science 280 (2019) 120-131

relative expression level

80
50
40
20
0l — |
\':ig mﬂ’ u:"' o “EU '{-\

@:{2‘ ¥
&

af
(’. 1
i =]
q;o

& ¥

L}
A & &
& gV g
> £ B

Fig. 3. Identification of sim GL3:ZmSMR4 and 35S:ZmSMR4 transgenic plants. (A) PCR detection of sim GL3:ZmSMR4 transgenic plants. M: DL2000 DNA marker; 1:
sim mutant control plant; and 2-6: sim GL3:ZmSMR4 transformants. (B) PCR detection of 355:ZmSMR4 transgenic plants. M: DL2000 DNA marker; 1: WT control
plant; and 2-8: 35S:ZmSMR4 transformants. (C) Comparative analysis of ZmSMR4 expression by qRT-PCR in the sim mutant and sim GL3:ZmSMR4 transgenic plants.
(D) Comparative analysis of ZmSMR4 expression by qRT-PCR in WT and 35S:ZmSMR4 transgenic plants.

transgenic plants (Fig. 3C, D).

3.3. Characteristics of ZmSMR gene expression

To investigate the temporal-spatial characteristics of ZmSMR gene
expression during maize endosperm development and elucidate the role
of the ZmSMRs in the response to abiotic stress, qRT-PCR was per-
formed to determine the relative expression levels of the ZmSMR genes
at different stages of maize endosperm development and under various
treatment conditions. As shown in Fig. 4A, the expression levels of most
ZmSMR genes, except for ZmSMR2, ZmSMR3, and ZmSMRS8, were up-
regulated 10 DAP and gradually declined thereafter. This result was
expected because mitotic activity is known to reach a peak at ap-
proximately 8-10 DAP and to decline sharply thereafter. Additionally,
maize endosperm cells switch from a mitotic to an endoreduplication
cell cycle at approximately 8-10 DAP [9], and the accumulation of
storage compounds begins at approximately 10 DAP. This finding
suggested that most ZmSMR genes might be associated with the tran-
sition from mitosis to endoreduplication. Cell elongation due to en-
doreduplication could provide a site for the accumulation of storage
compounds. The increase in gene copy numbers through en-
doreduplication might also promote high levels of zein gene expression
and metabolic output. The expression levels of the ZmSMR genes gra-
dually declined after 10 DAP, which indicated that these ZmSMRs might
play a key role in the endoreduplication start-up phase rather than in
endoreduplication progression. Interestingly, almost all the ZmSMR
genes exhibited high expression levels at 35 DAP, which suggested that
the ZmSMR genes might participate in the programmed cell death
regulatory network. Additionally, the ZmSMR genes may also play a
role in the activation of biological processes involved in dormancy and
dehydration. The expression levels of ZmSMR2, ZmSMR3, and ZmSMR8
were downregulated at 10 DAP, suggesting that these genes might only
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play a role in preparing for the transition from mitosis to en-
doreduplication.

As shown in Fig. 4B, every member of the ZmSMR gene family re-
sponded to various abiotic stresses, suggesting that ZmSMR genes play a
key role in the responses to abiotic stresses. The members of the ZmSMR
gene family were divided into two large groups according to the hier-
archical clustering results. Group I had seven members, including
ZmSMR4-ZmSMR7, ZmSMR9, ZmSMR11 and ZmSMR12, whereas the
other members of the ZmSMR gene family were assigned to group II. As
shown in Fig. 4, all the genes from group I were upregulated under
various treatment conditions, whereas most of the genes from group II
were downregulated. This result suggested that the ZmSMR genes from
different groups might participate in different signalling networks in
the response to abiotic stresses. The relative expression levels of the
members of group I varied; therefore, we subdivided the genes from
group I into two subgroups, designated subgroups A and B, based on
their expression levels. Subgroup A included ZmSMR7, ZmSMR9 and
ZmSMR12, and the expression levels of the subgroup A members were
lower than those of the subgroup B members. These findings suggested
that ZmSMR4-ZmSMR6 and ZmSMR11 were more sensitive to abiotic
stress than the other ZmSMR genes.

The members of group II showed inconsistent responses to different
treatment conditions; therefore, we subdivided the genes from group II
into two subgroups, which were designated subgroups C and D.
Subgroup C included ZmSMR2 and ZmSMR8, which were both upre-
gulated and downregulated under most treatment conditions. For ex-
ample, under low-temperature treatment, ZmSMR2 expression levels
were upregulated at 2h and 4h and then downregulated at 12h and
24h. In contrast, ZmSMR8 expression levels were downregulated at
12h after low-temperature treatment and then upregulated from 24 h
to 72 h. These results indicated that the treatment time had a greater
impact on ZmSMR2 and ZmSMR8 expression levels than on other
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Fig. 4. Heat map representation and hierarchical clustering of ZmSMR genes during (A) different development stages in the maize endosperm and (B) in response to
the abiotic stresses ABA, NaCl, drought (PEG), low temperature and high temperature for the indicated time periods. The expression levels of the ZmSMR genes at the
different time points were calculated relative to its expression in the control sample (0 h). The expression of the ZmSMR genes and the maize actin gene was analysed
in three independent biological replicates. The relative expression values were log,-transformed, and the heat maps were prepared with the R package pheatmap. The
scale bar at the right-hand side of each heat map represents the log,-transformed values, with values —6 or —4, 0 or 1 and 6 representing low, intermediate and high

expression, respectively.

ZmSMR genes. The relative expression levels of most of the genes from
subgroup D were downregulated by most treatment conditions, except
for ZmSMR1 under NaCl and PEG stress conditions.

The relative expression level of the ZmSMR4 gene was upregulated
by all the treatment conditions, indicating that the ZmSMR4 gene can
respond to various abiotic stresses at the transcriptional level. After the
plants were treated with ABA for 24 h, the expression level of the
ZmSMR4 gene was nearly 60-fold higher than in untreated maize, de-
monstrating that plant hormones can affect the expression level of the
ZmSMR4 gene. This result is similar to the reported expression of an-
other CKI, KRP1, which is also induced by ABA [30]. When maize

seedlings were subjected to salt stress, ZmSMR4 expression levels gra-
dually increased with increases in the treatment time, peaking at 48 h
after treatment and then gradually decreasing after 48 h, which sug-
gests that the ZmSMR4 gene can respond to salt stress. This result is in
agreement with a report by Ceccarelli et al. [5]. Under drought treat-
ment, the transcription of the ZmSMR4 gene gradually increased with
increases in the treatment time and peaked at 72 h (to a level that was
65-fold higher than the control). These results indicate that the
ZmSMR4 gene might be related to drought stress and that its expression
might be dependent on ABA. The ZmSMR4 gene is quite sensitive to
temperature. The expression level of the ZmSMR4 gene peaked at 2h
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after low- or high-temperature treatment. These results demonstrate
that the ZmSMR4 gene is sensitive to temperature. J.P. Grime and M.A.
Mowforth suggested that low temperature can influence the rate of cell
division, and a mechanism allowing plants to grow at low temperatures
might involve the rapid inflation of large cells [36]. Our data show that
the ZmSMR4 gene can be induced by low temperature and can promote
the transition between division and endoreduplication (Fig. 9A, B).
Additionally, endoreduplication is associated with the rapid inflation of
large cells. Therefore, we suggest that the ZmSMR4 gene might respond
to temperature stress by regulating the transition between mitosis and
endoreduplication. These data indicate that ZmSMR genes positively
regulate the responses to abiotic stresses via modulation of their ex-
pression at the transcription level and that these genes are involved in
various signalling pathways.

3.4. ZmSMR4 localizes to the nucleus and can interact with both CDKA and
CDKB in yeast

The fusion expression vector pGFP-ZmSMR4 and the control empty
vector p16318:GFP were transferred into prepared protoplasts using the
PEG-induced transformation method to identify the subcellular locali-
zation of the ZmSMR4 protein and the position on the protein that in-
teracts with CDK complexes. The pGFP-ZmSMR4 fusion protein was
expressed in the nucleus, whereas the GFP control was present
throughout the cell (Fig. 5). This result implied that the ZmSMR4 gene
functions in the cell nucleus. To confirm the target proteins interacting
with the ZmSMR4 protein, we performed a yeast two-hybrid assay.
Only the cells containing the ZmSMR4 and CDKA or CDKB fusion vec-
tors were capable of growth on Synthetic Dropout-Trp/Leu/His/Ade
(SD-T-1-H-A) plates, and the colonies were blue, indicating that inter-
actions between maize CDKs and ZmSMR4 activated the expression of
the LacZ reporter gene. The control cells only grew on Synthetic
Dropout-Trp-Leu medium (SD-T-L) plates, and the colonies were white
(Fig. 6). The detailed results are shown in Table 1.

3.5. ZmSMR4 is a maize homologue of Arabidopsis SIAMESE and can
complement the trichome phenotype of sim mutants

Based on sequence similarity, ZmSMR4 was predicted to be a maize
homologue of Arabidopsis SIAMESE. To test this hypothesis, the
ZmSMR4 gene was expressed in sim mutant plants under the control of
the GL3 promoter, which is a trichome-specific promoter. On sim mu-
tant leaves, many trichomes were clustered and superficially appeared
as ‘twins’ with neighbouring trichomes (Fig. 7A), indicating the absence
of intervening cells between two or more adjacent trichomes. However,
transgenic plant trichomes were similar to WT plant trichomes
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Fig. 6. Yeast two-hybrid analysis of the interaction between ZmSMR4 and
ZmCDK.

Yeast strain AH109 cells co-expressing bait and prey plasmids were allowed to
grow on SD (-Leu/-Trp), SD (-His/-Leu/-Trp/-Ade) and SD (-His/-Leu/-Trp/-
Ade/ + X-gal) plates to test for protein—protein interactions.

(Fig. 7B), and all the trichomes appeared as single cells. The detailed
statistical results for the trichome phenotype parameters in Arabidopsis
plants with different genotypes are shown in Table 2. Our results in-
dicated that the ZmSMR4 gene could complement the trichome phe-
notype of sim mutants (Fig. 7). ZmSMR4 is therefore functionally
equivalent to SIAMESE and might play a key role in the transition from
mitosis to endoreduplication.

3.6. Heterologous expression of ZmSMR4 affects the growth and
development of Arabidopsis

To further confirm the biological role of the ZmSMR4 gene, we
analysed five T3-generation transgenic lines (35S:ZmSMR4). All the
ZmSMR4-overexpressing transgenic lines (35S:ZmSMR4) displayed very
different phenotypes from WT Arabidopsis. The transgenic Arabidopsis

Chlorophyll Merge
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20 i

Fig. 5. Subcellular localization of the ZmSMR4-GFP fusion protein (35S:ZmSMR4-GFP) in maize protoplasts. Merge, merged image of the GFP, visible light, and

chlorophyll images.
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Fig. 7. The maize ZmSMR4 gene can complement the phenotype of Arabidopsis thaliana sim mutants. (A) Trichomes from an Arabidopsis thaliana sim mutant. (B) A

trichome from a transgenic Arabidopsis thaliana sim GL3:ZmSMR4 plant.

plants overexpressing ZmSMR4 were much shorter than the WT plants
(Fig. 8A), and some transgenic Arabidopsis lines overexpressing
ZmSMR4 displayed early death. The degree of serration in the WT
Arabidopsis leaves varied according to the developmental stage; juvenile
leaves were smooth, whereas later-produced rosette leaves exhibited
more serration. However, in the present study, all the leaves (including
juvenile leaves) from the transgenic Arabidopsis plants overexpressing
ZmSMR4 displayed enhanced leaf margin serration (Fig. 8A, B), and the
serrations in transgenic Arabidopsis lines were increased through both
deepening of the sinuses and an increased number of serrations.
Moreover, the different lines displayed varying degrees of serration,
possibly due to their different expression levels of the ZmSMR4 tran-
script. Both the rosette diameter and the leaf size of the transgenic
Arabidopsis lines overexpressing ZmSMR4 were decreased compared
with those of WT plants (Fig. 8A, B). The transgenic Arabidopsis lines
overexpressing ZmSMR4 produced fewer leaves and bloomed at least
one week early (Fig. 8C, D) compared with WT Arabidopsis. The
transgenic Arabidopsis lines overexpressing ZmSMR4 exhibited abnor-
mally shaped siliques with the appearance of sugar-coated haws on a
stick, possibly because the seeds of these plants were larger and rounder
than those of WT plants (Fig. 8E, F). The results from the statistical
analyses of the seed-related indicators agreed with our speculation. In
many transgenic Arabidopsis lines overexpressing ZmSMR4, plant ferti-
lity declined (Fig. 8G, H) at the adult plant stage. The abnormal phe-
notypes from transgenic Arabidopsis plants overexpressing ZmSMR4
clearly suggested that the heterologous expression of the ZmSMR4 gene
affected not only Arabidopsis growth but also Arabidopsis development.

3.7. Transgenic plants overexpressing the ZmSMR4 gene exhibit increased
endoreduplication levels

We analysed the endoreduplication levels in transgenic Arabidopsis
lines overexpressing ZmSMR4 and WT plants via flow cytometry to
explain the serrated leaf phenotype observed in the transgenic plants
overexpressing the ZmSMR4 gene. Compared with the WT plants, the
number of 2C and 4C cells was decreased in the transgenic plants, but
the number of 8C and 16C cells was increased (Fig. 9A). The EF of the
transgenic plants was higher than that of WT plants (Fig. 9B). The levels
of endoreduplication in the WT and transgenic plants were assessed
based on the EF, which indicated that the transgenic plants over-
expressing the ZmSMR4 gene exhibited increased endoreduplication
levels compared with the WT plants. This result is in agreement with

previous findings [16], suggesting that the ZmSMR4 gene, similar to the
SIAMESE gene in Arabidopsis, can promote the transition from mitosis
to endoreduplication. The serrated leaf phenotype might be caused by
cells that exhibit an increased endoreplication level but have experi-
enced mitosis arrest. Our results also showed that the endoreduplica-
tion level increased during plant development, demonstrating that the
cell cycle constantly adjusts as the plant grows. This result agrees with
the results from a study conducted by Galbraith et al.

4. Discussion

Endoreduplication is a variation of the cell cycle that occurs in
maize endosperm cells. Grafi and Larkins proposed that a CKI might
affect endoreduplication levels in the developing maize endosperm
[22], but the nature of the CKI and its target genes are not fully un-
derstood. Larkins et al. identified two maize CKIs, Zeama;KRP;1 and
Zeama;KRP;2 but found that only Zeama;KRP;1 accounts for a portion
of the CKI activity observed during endosperm development; thus, it is
not possible to conclude whether or not Zeama;KRP;1 and Zeama;KRP;2
are functionally involved in endoreduplication [23]. According to
previous reports, members of the plant-specific SMR family function as
CKIs, regulating the transition between cell mitosis and en-
doreduplication by interacting with CDKs to inhibit their activity [24].
The first member of the SMR gene family, the SIAMESE (SIM) gene, was
identified in 2006; SIM is a nuclear-localized, low-molecular-weight
protein that can interact with D-type cyclins and CDKA;l. Plants
overexpressing SIM are slow-growing and exhibit narrow leaves with an
increased DNA content [16]. In this study, we identified 12 candidate
ZmSMR family genes and successfully isolated the ZmSMR4 gene. Based
on a complementarity test, we further demonstrated that ZmSMR4 is a
maize homologue of the Arabidopsis SIAMESE gene. Our results showed
that the ZmSMR4 gene not only affected transgenic Arabidopsis growth
and development by altering endoreduplication levels but also was
involved in responses to abiotic stresses. Therefore, this study might
contribute to maize molecular breeding.

Sequence analysis results showed that the members of this family
exhibited modest sequence similarity to the SIAMESE gene from
Arabidopsis and shared some key representative motifs. However, we
observed that although the motifs occur in a certain order, their spacing
might be variable, and there are additional significant discrepancies
between the members of this family apart from the motif domain. These
findings are not surprising because they appear to reflect the common



F. Lietal Plant Science 280 (2019) 120-131

355:ZmSMR4

D 16 statistical analysis of the number of rosette leaves

14
12 *F
10
2
0
wr

355:ZmSMR4

w

o

&

355:ZmSMR4

Statistical analysis of seeds-related indicators g 355:7msmr4a
600 EWT

8

Seed size {pm)
o) w
8 8

8

Seed length Seed width

355:ZmSMR4

(caption on next page)

characteristics of plant CKI families, including the Arabidopsis family have arisen in plants. Each member not only exhibits common
SIAMESE-related family [24] and the KRP family from Arabidopsis [14] basic biochemical activity but also likely plays a unique role in plant
and rice. It is no accident that different members of the same gene development or the response to stresses from the external environment
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Fig. 8. Phenotypic analysis of ZmSMR4-overexpressing transgenic lines. (A) The leaves from ZmSMR4-overexpressing 35S:ZmSMR4 transgenic plants are altered in
size and morphology compared with WT plants. (B) The leaves from Fig. 8A were arranged from oldest (left) to youngest (right). (C) Three-week-old WT (right) and
ZmSMR4-overexpressing 35S:ZmSMR4 transgenic plants (left). The 355:ZmSMR4 plants exhibited a precocious flowering phenotype. (D) Quantitative comparison of
the rosette leaf number between WT and 35S:ZmSMR4 transgenic plants grown under long-day conditions. Leaves were counted on 10 plants of each genotype. (E)
The transgenic Arabidopsis lines overexpressing ZmSMR4 had abnormally shaped siliques that looked like sugar-coated haws on a stick (indicated by the red arrow).
Microscopic observation of randomly selected mature seeds from WT (right) and ZmSMR4-overexpressing 35S:ZmSMR4 transgenic plants (left). (F) Comparison of
seed-related indicators between WT and 35S:ZmSMR4 transgenic plants. (G) Two-month-old WT (right) and ZmSMR4-overexpressing 35S:ZmSMR4 transgenic plants
(left). The 35S:ZmSMR4 plants exhibited an abortion phenotype; aborted siliques are indicated by the arrow. (H) The siliques from Fig. 8G were arranged in size
order. Asterisks indicate significant differences compared with WT (P < 0.01). Error bars indicate the standard deviation. (For interpretation of the references to
colour in this figure legend, the reader is referred to the web version of this article.)

according to our expression data. The different roles of each family
member are mainly due to transcriptional and post-transcriptional
regulation, rather than their basic biochemical activity [24].

Table 1
Analysis of the interactions between maize CDKs and ZmSMR4 in yeast two-
hybrid assays.

We 1solatefi the ZmSMR4 gene via hqmologous cloning and gener- PGBKT7-hybrid pGADT7-hybrid Growth®  Growth®  Colour ©
ated transgenic plants overexpressing this gene. Although there were
significant discrepancies between the ZmSMR4 and AtSIAMESE se- PGBKT7- PGADT7-ZmSMR4 ~ + - White
quences, our experimental results demonstrated that ZmSMR4 is a nggg'émggx;i pg:gg'zmSMR“ : + gyﬁi

. . . . . . p -Zm 5 p - - ite
maize homologue of {L\ra.bld'opsm SIAMESE. First, the functional domain PGBKT7-ZmCDKA:3 PGADT7-ZmSMR4  + + Blue
of the ZmSMR gene is similar to that of AtSIAMESE, even though the PGBKT7-ZmCDKA;3 PGADT7- + _ White
domain sequence is quite short; additionally, neither gene contains pGBKT7-ZmCDKB1;1  pGADT7-ZmSMR4 + + Blue
introns and both proteins have a low molecular weight. Second, the PGBKT7-ZmCDKBL;1  pGADT7- + - White

. . . . PGBKT7-53 PGADT7-T + Blue

complementarity test showed that ZmSMR4 is functionally equivalent PGBKT7-lam pGADT7-T N ~ White

to AtSIAMESE. Additionally, the interaction targets of ZmSMR4 and
SIAMESE are the same. Finally, the phenotype of most of the transgenic
plants overexpressing the ZmSMR4 gene was similar to that of trans-
genic plants overexpressing the STAMESE gene; these plants were short
and exhibited enlarged cells and serrated leaves. Of course, the
ZmSMR4 transgenic plants also exhibited some specific phenotypes that
might be useful for maize breeding, such as early blossoming and fuller
seeds. Although the molecular mechanism regulating early blossoming
in transgenic plants overexpressing the ZmSMR4 gene remains unclear,
a SIAMESE homologue in tomato has been shown to be associated with
inflorescence development [37]. Transgenic Arabidopsis plants over-
expressing the KRP gene have been found to exhibit early blossoming
[38]. Additionally, some transgenic plants overexpressing the ZmSMR4
gene show an abortion phenotype, which is in agreement with previous
results obtained in transgenic Brassica plants overexpressing the KRP
gene [39]. Transgenic plants overexpressing ICK1 under the control of
the Bgpl promoter exhibit a poor seed production ability due to poor
pollen quality and low pollen numbers [40]. These results demonstrate
that the ZmSMR4 gene not only affects plant growth, but also is in-
volved in plant organ development. The ZmSMR4 gene is a maize
homologue of the Arabidopsis SIAMESE gene, which means that this

gene also plays a key role in the transition from mitosis to en-
doreduplication. During seed filling, endoreduplication is directly as-
sociated with cell enlargement and the accumulation of dry weight, and
the transition from mitosis to endoreduplication is therefore critical for
seed development and directly influences the final yield [41,42]. Seed
filling is markedly limited in rice overexpressing KRP1 [43]. However,
our results showed that transgenic Arabidopsis plants overexpressing the
ZmSMR4 gene produced fuller seeds, which suggested that the ZmSMR4
gene is different from the KRP gene and that these two genes play
different roles in the cell cycle, even though both the KRP and SIAMESE
genes encode plant CKIs and exhibit similar gene structure character-
istics. Notably, the effect of KRP on endoreduplication is dose-depen-
dent, i.e., the endoreduplication level is reduced when KRP gene ex-
pression is high, whereas moderate expression of the KRP gene
increases cell ploidy. In contrast, our larger seed could simply be due to
the compensation effect resulting from a notably reduced seed number
per silique. Our results showed that the endoreduplication level was
elevated in transgenic Arabidopsis plants overexpressing the ZmSMR4
gene (Fig. 8), and the expression level of the SIAMESE gene was

180 Fig. 9. The endoreduplication level is enhanced in transgenic
W plants overexpressing the ZmSMR4 gene. (A) The nuclear DNA

160 ploidy from cells from WT and 35S:ZmSMR4 plants were as-
B 355 ZmSMAR4

sessed by flow cytometry. (B) The endoreduplication factor

140 (EF) was determined at the indicated time points after sowing
for WT and transgenic plants overexpressing ZmSMR4. n = 3;
120 5 error bars represent the SD.
100
w
w
80
60
10
0
0
10d 15d 20d 25d
Time (days after sowing)
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Table 2
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Statistical analysis of the trichome phenotype parameters in Arabidopsis plants with different genotypes.

Genotype Trichomes per leaf (mean * s.d.) TIS per leaf (mean * s.d.) % in clusters Number of nuclei per TIS

Col 26.8 = 1.48 26.9 = 1.52 0.7 10

sim 46.4 = 1.35 31.2 = 1.40 28.7 2.02 = 0.02

355:ZmSMR4 25.8 = 1.14 25.9 = 1.60 0.4 1.01 + 0.02
positively correlated with the endoreduplication level. Moreover, the References

SIAMESE gene has only been identified in plants thus far, whereas the
KPP gene has been identified in both plants and animals.

Localization to particular cellular regions is required for cell cycle
regulators to exert their functions [44]. If cell cycle regulators are mis-
localized, the cell cycle might be disrupted. p27Kip1 is a CKI found in
mammalian cells that plays an important role in inhibiting CDK2 and
cell growth, and its function depends on its nuclear localization
[45,46]. A popular view is that the mis-localization of p27Kipl is as-
sociated with cancer because p27Kipl1 is located in the cytoplasm rather
than in the nucleus in tumour cell lines [47-49], and increased cyto-
plasmic localization of p27Kip1 is observed in various cancers [50,51].
In this study, the ZmSMR4 protein was localized to the nucleus, in-
dicating that ZmSMR4 functions in the cell nucleus. This result agrees
with those of previous studies that demonstrated that both SIAMESE
and KRP, two types of CKIs, localize to the nucleus, even though some
of these CKIs have no obvious nuclear localization signal. Hence, these
CKIs might use different nuclear localization mechanisms [52].

In summary, many studies have confirmed that plants exhibit more
cell cycle regulators than do mammals because of their sessile lifestyle.
These regulators not only participate in plant growth and development
but also are involved in the responses to biotic and abiotic stresses. This
study provides the first report of SMR genes in maize. We identified 12
members of the ZmSMR gene family and generated transgenic plants
overexpressing the ZmSMR4 gene. Our preliminary results demon-
strated that the ZmSMR4 gene not only affects plant growth but also
regulates plant development. ZmSMR4 is therefore a key cell cycle
regulator gene.

Conflicts of interest

The authors declare that there are no conflicts of interest regarding
the publication of this paper.

Author contributions

Jiquan Xue, Dongwei Guo, and Feifei Li conceived and designed the
experiments. Feifei Li, Licheng Wang, Ting Li, Zhengquan Zhang, and
Jiaojiao Feng performed the experiments. Feifei Li, Licheng Wang,
Shutu Xu, and Renhe Zhang analysed the data. Feifei Li wrote the

paper.

Acknowledgements

The authors are grateful to Professor John C. Larkin (Department of
Biological Sciences, Louisiana State University) for his kind guidance
and help with this study. We are also grateful to Professor Mingxun
Chen, Zhonghua Wang and Shengbao Xu (Northwest A&F University)
for their kind guidance regarding this paper and for providing the
vectors. This work was supported by the Shaanxi Province Research and
Development Project [grant number: 2017ZDCXL-NY-02-04], the
Shaanxi Province Comprehensive Project [grant number:
2015KTZDNY01-01-01], the Yangling District Technical Plan Project
[grant number: 2014NY-01], and the APAARI- Dryland Cereals
Scholarship Program.

130

[1] R. Kasili, J.D. Walker, L.A. Simmons, J. Zhou, V.L. De, J.C. Larkin, SIAMESE co-
operates with the CDH1-like protein CCS52A1 to establish endoreplication in
Arabidopsis thaliana trichomes, Genetics 185 (2010) 257-268.

Y. Kadota, T. Watanabe, S. Fujii, K. Higashi, T. Sano, T. Nagata, S. Hasezawa,

K. Kuchitsu, Crosstalk between elicitor-induced cell death and cell cycle regulation
in tobacco BY-2 cells, Plant J. 40 (2004) 131-142.

S. Wang, Y. Gu, S.G. Zebell, L.K. Anderson, W. Wang, R. Mohan, X. Dong, A non-
canonical role for the CKI-RB-E2F cell-cycle signaling pathway in plant effector-
triggered immunity, Cell Host Microbe. 16 (2014) 787-794.

J.P. Grime, M.A. Mowforth, Variation in genome size-an ecological interpretation,
Nature 299 (1982) 151-153.

M. Ceccarelli, E. Santantonio, F. Marmottini, G.N. Amzallag, P.G. Cionini,
Chromosome endoreduplication as a factor of salt adaptation in Sorghum bicolor,
Protoplasma 227 (2006) 113-118.

K. Vlieghe, V. Boudolf, G.T.S. Beemster, S. Maes, Z. Magyar, A. Atanassova,
J.D.A. Engler, R.D. Groodt, D. Inzé, L.D. Veylder, The DP-E2F-like gene DEL1
controls the endocycle in arabidopsis thaliana, Curr. Biol. 15 (2005) 59-63.

D.W. Galbraith, K.R. Harkins, S. Knapp, Systemic endopolyploidy in arabidopsis
thaliana, Plant Physiol. 96 (1991) 985-989.

J.E. Melaragno, B. Mehrotra, A.W. Coleman, Relationship between endopolyploidy
and cell size in epidermal tissue of arabidopsis, Plant Cell 5 (1993) 1661-1668.
P.A. Sabelli, B.A. Larkins, The contribution of cell cycle regulation to endosperm
development, Sex. Plant Reprod. 22 (2009) 207-219.

C. Chevalier, M. Nafati, E. Mathieurivet, M. Bourdon, N. Frangne, C. Cheniclet,
J.P. Renaudin, M. Hernould, Elucidating the functional role of endoreduplication in
tomato fruit development, Ann. Bot. 107 (2011) 1159-1169.

T.A. Wilkins, K. Rajasekaran, D.M. Anderson, Cotton biotechnology, Crit. Rev. Plant
Sci. 19 (6) (2000) 511-550.

E. Kondorosi, A. Kondorosi, Endoreduplication and activation of the anaphase-
promoting complex during symbiotic cell development, FEBS Lett. 567 (2004)
152-157.

D.O. Morgan, Cyclin dependent kinases, clocks, and microprocessors, Annu. Rev.
Cell Dev. Biol. 13 (1997) 261-291.

L.D. Veylder, T. Beeckman, G.T.S. Beemster, L. Krols, F. Terras, 1. Landrieu,
E.V.D. Schueren, S. Maes, M. Naudts, D. Inze, Functional analysis of cyclin-de-
pendent kinase inhibitors of Arabidopsis, The Plant Cell. 13 (2001) 1653.

S. Jasinski, C. Riou-Khamlichi, O. Roche, C. Perennes, C. Bergounioux, N. Glab, The
CDK inhibitor NtKIS1a is involved in plant development, endoreduplication and
restores normal development of cyclin D3; 1-overexpressing plants, J. Cell Sci. 115
(2002) 973-982.

M. Churchman, M. Brown, N. Kato, V. Kirik, M. Hulskamp, D. Inze, L. De Veylder,
J.D. Walker, Z. Zheng, D. Oppenheimer, SIAMESE, a plant-specific cell cycle reg-
ulator, controls endoreplication onset in Arabidopsis thaliana, Plant Cell. 18 (2006)
3145-3157.

J.V. Leene, J. Hollunder, D. Eeckhout, G. Persiau, E.V.D. Slijke, H. Stals,

G.V. Isterdael, A. Verkest, S. Neirynck, Y. Buffel, Targeted interactomics reveals a
complex core cell cycle machinery in Arabidopsis thaliana, Mol. Syst. Biol. 6 (2010)
397.

A. Peres, M.L. Churchman, S. Hariharan, K. Himanen, A. Verkest, K. Vandepoele,
Z. Magyar, Y. Hatzfeld, D.S.E. Van, G.T. Beemster, Novel plant-specific cyclin-de-
pendent kinase inhibitors induced by biotic and abiotic stresses, J. Biol. Chem. 282
(2007) 25588-25596.

A.H. Roeder, V. Chickarmane, A. Cunha, B. Obara, B.S. Manjunath,

E.M. Meyerowitz, Variability in the control of cell division underlies sepal epi-
dermal patterning in arabidopsis thaliana, PLoS Biol. 8 (2010) €1000367.

R.A. Dante, B.A. Larkins, P.A. Sabelli, Cell cycle control and seed development,
Front. Plant Sci. 5 (2013) 493.

X. Sun, J. Cahill, T.V. Hautegem, K. Feys, C. Whipple, O. Novak, S. Delbare,

C. Versteele, K. Demuynck, J.D. Block, Altered expression of maize
PLASTOCHRON1 enhances biomass and seed yield by extending cell division
duration, Nat. Commun. 8 (2017) 14752.

G. Grafi, B.A. Larkins, Endoreduplication in maize endosperm: involvement of M
phase-promoting factor inhibition and induction of S phase-related kinases, Science
269 (1995) 1262-1264.

C.M. Coelho, R.A. Dante, P.A. Sabelli, Y. Sun, B.P. Dilkes, W.J. Gordonkamm,
B.A. Larkins, Cyclin-dependent kinase inhibitors in maize endosperm and their
potential role in endoreduplication, Plant Physiol. 138 (2005) 2323-2336.

N. Kumar, H. Harashima, S. Kalve, J. Bramsiepe, K. Wang, B.L. Sizani, L.L. Bertrand,
M.C. Johnson, C. Faulk, R. Dale, Functional conservation in the SIAMESE-RELATED
family of cyclin-dependent kinase inhibitors in land plants, Plant Cell. 27 (2015).
F. Sievers, A. Wilm, D. Dineen, T.J. Gibson, K. Karplus, W. Li, R. Lopez,

H. Mcwilliam, M. Remmert, J. S6ding, Fast, scalable generation of high-quality

[2]

[3]

[4]
[5]

[6

[71

[8

[9

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]

[20]

[21]

[22]

[23]

[24]

[25]


http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0005
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0005
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0005
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0010
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0010
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0010
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0015
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0015
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0015
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0020
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0020
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0025
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0025
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0025
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0030
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0030
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0030
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0035
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0035
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0040
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0040
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0045
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0045
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0050
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0050
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0050
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0055
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0055
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0060
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0060
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0060
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0065
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0065
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0070
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0070
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0070
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0075
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0075
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0075
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0075
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0080
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0080
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0080
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0080
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0085
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0085
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0085
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0085
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0090
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0090
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0090
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0090
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0095
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0095
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0095
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0100
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0100
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0105
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0105
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0105
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0105
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0110
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0110
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0110
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0115
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0115
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0115
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0120
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0120
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0120
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0125
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0125

F. Liet al.

[26]

[27]

[28]

[29]

[30]

[31]

[32]

[33]

[34]

[35]

[36]

[37]

[38]

[39]

protein multiple sequence alignments using Clustal Omega, Mol. Syst. Biol. 7 (2011)
1429-1432.

R.E. Voorrips, MapChart: software for the graphical presentation of linkage maps
and QTLs, J. Hered. 93 (2002) 77-78.

J.F. Topping, W. Wei, M.C. Clarke, P. Muskett, K. Lindsey, Agrobacterium-mediated
transformation of Arabidopsis thaliana. Application in T-DNA tagging, Methods
Mol. Biol. 49 (1995) 63.

K.J. Livak, T.D. Schmittgen, Analysis of relative gene expression data using real-
time quantitative PCR and the 2(-Delta Delta C(T)) Method, Methods 25 (2001)
402-408.

S.D. Yoo, Y.H. Cho, J. Sheen, Arabidopsis mesophyll protoplasts: a versatile cell
system for transient gene expression analysis, Nat. Protoc. 2 (2007) 1565.

H. Wang, Q. Qi, P. Schorr, A.J. Cutler, W.L. Crosby, L.C. Fowke, ICK1, a cyclin-
dependent protein kinase inhibitor from Arabidopsis thaliana interacts with both
Cdc2a and CycD3, and its expression is induced by abscisic acid, Plant J. Cell Mol.
Biology. 15 (1998) 501-510.

J.C. Larkin, J.D. Walker, A.C. Bolognesiwinfield, J.C. Gray, A.R. Walker, Allele-
specific interactions between ttg and gl1 during trichome development in
Arabidopsis thaliana, Genetics 151 (1999) 1591-1604.

J.D. Walker, D.G. Oppenheimer, J. Concienne, J.C. Larkin, SIAMESE. a gene con-
trolling the endoreduplication cell cycle in Arabidopsis thaliana trichomes,
Development 127 (2000) 3931-3940.

B.K. Kay, M.P. Williamson, M. Sudol, The importance of being proline: the inter-
action of proline-rich motifs in signaling proteins with their cognate domains,
FASEB J. 14 (2000) 231-241.

J.A. Wohlschlegel, B.T. Dwyer, D.Y. Takeda, A. Dutta, Mutational analysis of the Cy
motif from p21 reveals sequence degeneracy and specificity for different cyclin-
dependent kinases, Mol. Cell. Biol. 21 (2001) 4868-4874.

P.D. Adams, W.R. Sellers, S.K. Sharma, A.D. Wu, C.M. Nalin, K.W. Jr, Identification
of a cyclin-cdk2 recognition motif present in substrates and p21-like cyclin-de-
pendent kinase inhibitors, Mol. Cell. Biol. 16 (1996) 6623-6633.

J.P. Grime, M.A. Mowforth, Variation in genome size—an ecological interpretation,
Nature 299 (1982) 151-153.

L. Pnueli, T. Gutfinger, D. Hareven, O. Bennaim, N. Ron, N. Adir, E. Lifschitz,
Tomato SP-interacting proteins define a conserved signaling system that regulates
shoot architecture and flowering, Plant Cell. 13 (2002) 2687-2702.

H. Wang, Y. Zhou, S. Gilmer, S. Whitwill, L.C. Fowke, Expression of the plant cyclin-
dependent kinase inhibitor ICK1 affects cell division, plant growth and morphology,
Plant J. 24 (2000) 613-623.

Y. Zhou, L. Fowke, H. Wang, Plant CDK inhibitors: studies of interactions with cell
cycle regulators in the yeast two-hybrid system and functional comparisons in

131

[40]

[41]

[42]

[43]

[44]

[45]

[46]

[47]

[48]

[49]

[50]

[51]

[52]

Plant Science 280 (2019) 120-131

transgenic Arabidopsis plants, Plant Cell Rep. 20 (2002) 967-975.

Y. Zhou, L.C. Fowke, Control of petal and pollen development by the plant cyclin-
dependent kinase inhibitor ICK1 in transgenic Brassica plants, Planta 215 (2002)
248.

R.A. Dante, B.A. Larkins, P.A. Sabelli, Cell cycle control and seed development,
Front. Plant Sci. 5 (2014) 493.

R.S. Sekhon, C.N. Hirsch, K.L. Childs, M.W. Breitzman, P. Kell, S. Duvick,

E.P. Spalding, C.R. Buell, L.N. De, S.M. Kaeppler, Phenotypic and transcriptional
analysis of divergently selected maize populations reveals the role of developmental
timing in seed size determination, Plant Physiol. 165 (2014) 658.

R.M. Barrdco, A. Peres, A.M. Droual, L.D. Veylder, S.L.N. Le, J.D. Wolf, V. Mironov,
R. Peerbolte, G.T.S. Beemster, D. Inzé, The cyclin-Dependent kinase inhibitor
Orysa;KRP1 plays an important role in seed development of rice, Plant Physiol. 142
(2006) 1053.

J. Pines, Four-dimensional control of the cell cycle, Nat. Cell Biol. 1 (1999) E73-79.
Y. Jiang, R.C. Zhao, C.M. Verfaillie, Abnormal integrin-mediated regulation of
chronic myelogenous leukemia CD34 + cell proliferation: BCR/ABL up-regulates
the cyclin-dependent kinase inhibitor, p27Kip, which is relocated to the cell cyto-
plasm and incapable of regulating cdk2 activity, Proc. Natl. Acad. Sci. 97 (2000)
10538-10543.

C. Delong, The Arabidopsis Cdc2a-interacting protein ICK2 is structurally related to
ICK1 and is a potent inhibitor of cyclin-dependent kinase activity in vitro, Plant J.
21 (2000) 379-385.

1. Shin, F.M. Yakes, F. Rojo, N.Y. Shin, A.V. Bakin, J. Baselga, C.L. Arteaga, PKB/Akt
mediates cell-cycle progression by phosphorylation of p27(Kip1) at threonine 157
and modulation of its cellular localization, Nat. Med. 8 (2002) 1145-1152.

J. Slingerland, M. Pagano, Regulation of the cdk inhibitor p27 and its deregulation
in cancer, J. Cell. Physiol. 183 (2000) 10.

G. Viglietto, M.L. Motti, L. Cito, A. Fusco, M. Santoro, Cytoplasmic re-localization
and inhibition of the cyclin-dependent kinase inhibitor p27Kipl by Akt-mediated
phosphorylation in breast cancer, Eur. J. Cancer. 38 (2002) S48.

Y.H. Min, J.W. Cheong, J.Y. Kim, J.I. Eom, S.T. Lee, J.S. Hahn, Y.W. Ko, M.H. Lee,
Cytoplasmic mislocalization of p27Kip1 protein is associated with constitutive
phosphorylation of Akt or protein kinase B and poor prognosis in acute myelo-
genous leukemia, Cancer Res. 64 (2004) 5225.

D.G. Rosen, G. Yang, K.Q. Cai, R.C. Bast Jr, D.M. Gershenson, E.G. Silva, J. Liu,
Subcellular localization of p27kipl expression predicts poor prognosis in human
ovarian cancer, Clin. Cancer Res. 11 (2005) 632-637.

Y. Zhou, H. Niu, F. Brandizzi, L.C. Fowke, H. Wang, Molecular control of nuclear
and subnuclear targeting of the plant CDK inhibitor ICK1 and ICK1-Mediated nu-
clear transport of CDKA, Plant Mol. Biol. 62 (2006) 261-278.


http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0125
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0125
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0130
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0130
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0135
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0135
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0135
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0140
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0140
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0140
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0145
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0145
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0150
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0150
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0150
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0150
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0155
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0155
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0155
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0160
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0160
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0160
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0165
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0165
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0165
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0170
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0170
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0170
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0175
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0175
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0175
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0180
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0180
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0185
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0185
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0185
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0190
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0190
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0190
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0195
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0195
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0195
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0200
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0200
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0200
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0205
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0205
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0210
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0210
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0210
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0210
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0215
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0215
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0215
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0215
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0220
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0225
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0225
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0225
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0225
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0225
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0230
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0230
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0230
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0235
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0235
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0235
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0240
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0240
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0245
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0245
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0245
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0250
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0250
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0250
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0250
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0255
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0255
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0255
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0260
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0260
http://refhub.elsevier.com/S0168-9452(17)31024-5/sbref0260

Journal of Cereal Science 81 (2018) 8—14

journal homepage: www.elsevier.com/locate/jcs

Contents lists available at ScienceDirect J of

Journal of Cereal Science

High-amylose starch as a new ingredient to balance nutrition and

texture of food

Check for
updates

Yuyue Zhong °, Heyuan Zhu ¢, Wenxin Liang b Xu Li ®, Linsan Liu ¢, Xudong Zhang ?,
Huifen Yue °, Jiquan Xue ?, Xingxun Liu ", Dongwei Guo * "~

@ Maize Biology and Genetic Laboratory in Northwest Arid Area in China, Ministry of Agriculture, Northwest A&F University, Yangling District, Shaan Xi

Province, 712100, China

b College of Agronomy, Northwest A&F University, Yangling District, Shaan Xi Province, 712100, China
¢ Institute of Food Science and Technology (IFST), Chinese Academy of Agricultural Sciences (CAAS), Beijing, 100193, China

ARTICLE INFO

Article history:

Received 26 October 2017
Received in revised form

8 February 2018

Accepted 21 February 2018
Available online 26 February 2018

Keywords:

High amylose maize starch
Resistant starch

Texture

ABSTRACT

Starch can provide food (such as cake) with a good texture. However, starch also causes the postprandial
glycaemic response, which leads to Type-2 diabetes and cardiovascular diseases. In this study, we
developed high-amylose starch as a new ingredient. The molecular structure of high-amylose maize
starch (HAMS) was also studied to explore the effects of HAMS on the physicochemical, digestion and
texture properties of high-amylose maize flour cakes (HAMFCs). The results showed the small molecular
size, low amounts of short amylopectin chains, and high amounts of long amylopectin chains and
amylose chains of HAMS are helpful to understand the texture (the increase in hardness, cohesiveness,
chewiness and resilience and the decrease in springiness) and digestion (the increase in SDS and RS and
the decrease in RDS) properties, and the formation of V-type crystalline structure in HAMFCs. Special
molecule structure of HAMS and V-type crystalline are the main reason for the improvement of RS in
HAMECs. Sensory evaluation showed that HAMFCs would be accepted by customers and 20% HAMF
addition is the best scheme. In sum, the molecular structure of HAMS helps understand the quality of
HAMECs; and HAMFCs could be developed as novel food with a higher RS and acceptable sensory

attributes.

© 2018 Elsevier Ltd. All rights reserved.

1. Introduction

The bakery foods such as bread, cake and biscuit, are palatable,
easy-cooking and portable; thus, they are popular daily foods in the
world. Bakery foods are starch-rich which provide a good texture
for consumers, and it also contains a large amount of rapidly
digestible starch (RDS) and a low amount of slowly digestible starch
(SDS) and resistant starch (RS) (Giuberti et al., 2016). RDS is the
starch that can be digested rapidly throughout the gastrointestinal
tract and related to the post-meal glycaemia level in the human
body. High amounts of RDS in the cake has great potential to induce
an excessive postprandial glycaemic response and obesity. SDS is
the starch that is digested slowly but completely and maintains
plasma glucose levels over time. RS is the starch that cannot be
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E-mail addresses: ytboy652@163.com (X. Liu), gdwei1973@126.com (D. Guo).

https://doi.org/10.1016/j.jcs.2018.02.009
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digested by the human digestive system but can be fermented by
caecal and colonic microbial communities (Giuberti et al., 2016). In
other words, RS is beneficial to reduce the glycaemia level in the
human body. Moreover, RS has the ability to prevent colorectal
cancers, decrease plasma cholesterol and triglyceride concentra-
tions, and is a prebiotic to promote the growth of beneficial
microflora (Birt et al., 2013). Therefore, current dietary guidelines
suggest to reduce the consumption of RDS and to improve the
consumption of RS in starchy food aiming to provide human health
benefits (Nutrition and Allergies, 2012).

High amylose maize starch (HAMS), defining as the starch with
more than 50% amylose, is commonly regarded as one important
source of foodstuff with higher RS standards. Lin studied the mo-
lecular structure and enzymatic hydrolysis properties of starches
from high amylose maize inbred lines and their hybrids, and found
more than 43.6% RS in native starch and 6.8% RS in gelatinized
starch (Lin et al,, 2016). Mutlu treated the high amylose maize
starch (about 70% amylose) by microwave irradiation and they
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obtained the starch with 43.4% RS content (Mutlu et al., 2017).
Zhang found that the native high-amylose maize starch (about 50%
amylose) has the RS content of 11.57% and RS content of starch
reached 25.13% after de-branched combination with high temper-
ature/pressure treatment (Zhang et al., 2013). In our previous study,
the in vitro digestion of high amylose maize flour (HAMF) (about
54% amylose) was studied and a 20.52% RS content of the flour was
measured while normal maize flour had only 4.52% RS content
(Zhang et al., 2016). As a comparison, RS in wheat starch and flour
from Luwang Company in China were only 2.27% and 1.09%
respectively (Chen et al., 2015).

Therefore, high amylose starch could be acted as a new material
for the preparation of novel starch-based food to improve the
resistant starch content, which can then decrease the postprandial
glycaemic response. High amylose starch has been added to cookies
through using high amylose flour to substitute wheat flour (WF) in
different levels. The RS content in cookies was 1.6% in pure WF
cookie while 10.07% RS obtained with 50% high amylose flour
substitution (Giuberti et al., 2016). Additionally, high amylose flour
was also used to replace WF in bread-making and the results
showed 50% substitution of high amylose flour can make bread
with an improvement in RS content from 1.5% to 3.1% (Hung et al.,
2005).

Cakes have an ever-increasing global market demand. Whole-
grain cakes are developed for people who have Type-2 diabetes
and cardiovascular diseases. However, the texture is not so good.
Therefore, in this study, 0, 10%, 20%, 30% and 40% HAMF was added
to cake to explore the effects of HAMS on the morphology, volume,
specific volume and texture properties, in vitro digestion and
crystallinity of the cake, with the purpose of developing one
functional high amylose maize starch-based cakes (HAMSCs) with a
higher RS content and acceptable sensory properties. Considering
the high correlation between the molecular structure and the
physicochemical, texture, digestion and crystal properties of starch
(You et al., 2015; Zhao et al., 2016; Lee et al., 2017; Xu et al., 2017),
the molecular structure of HAMS was also studied by Gel-
permeation chromatography (GPC) since it is useful to under-
stand the effects of high amylose maize starch on the high amylose
maize starch based cake properties. The information obtained from
this study is helpful for the development of high amylose maize
starch and the understanding of effects of high amylose maize
starch on the cake properties.

2. Materials and methods
2.1. Materials

High amylose maize (amylose content: 55.85%) and normal
maize starch (NMS) (amylose content: 29%) were provided by the
Maize Biology and Genetic Laboratory in Northwest Arid Area in
China, Ministry of Agriculture, Northwest A&F University. Normal
wheat flour was purchased from Luwang Company (Shandong,
China). All other raw ingredients (food grade) were acquired in
local supermarkets. Amyloglucosidase (Sigma A-7095, Sigma-
—Aldrich® Co., Milan, Italy), invertase (Sigma [-4504, Sigma-
—Aldrich® Co., Milan, Italy), a-amylase from porcine pancreas
(Merck 7130, Merck KGaA, Darmstadt, Germany) and glucose oxi-
dase kit (GODPOD 4058, Giesse Diagnostic snc, Rome, Italy) were
purchased.

2.2. Gel-permeation chromatography (GPC)
Normal maize starch and high amylose maize starch were iso-

lated according to the method of Xu (Xu et al., 2017). The molecular
size distributions of branched and debranched normal maize starch

and high amylose maize starch were characterized using GPC
(Agilent 1260 series, Agilent Technologies, USA) equipped with a
refractive index detector (Optilab T-rEX, WYATT Corp., USA), and a
differential pressure detector (Viscostar-1, WYATT Corp., USA).
Debranched starch was obtained following the method of Kuang
(Syahariza et al., 2013): about 6 mg native starch were dissolved in
DMSO/LiBr solution and then debranched using isoamylase in ac-
etate buffer (PH ~3.5). The separation of molecules in GPC was
based on the hydrodynamic volume (Vy) of molecules or corre-
sponding hydrodynamic radius (Ry) according to the equation of
Vh = 4/3 pRE. The weight distributions, W (logRy), of branched and
debranched starch are denoted by Wy (logRy) and Wge (logRyp),
respectively. The degree of polymerization (DP) of debranched
starch was calculated following the method described elsewhere
(You et al., 2015).

2.3. Preparation of cake

Cake preparation was modified from the method of Sir-
isoontaralak (Sirisoontaralak et al., 2017). Firstly, mixed flour
(600¢g), egg (600 g), sugar (400 g), salt (1 g), water (250 g), baking
powder (4 g) and vegetable oil (15 g) were prepared. Then creaming
mixed flour, baking powder and vegetable oil together. Eggs, salt
and sugar were whipped together until semi-firm foam, followed
by mixing the blend of sugar-egg foam, deionized water and
creamed flour. Cake butter (20 g) was poured into different paper
models and then put the model into a cake pan to bake at 200 °C for
1 h. Cakes were cooled at room temperature for 2 h before analysis.
0%, 10%, 20%, 30% and 40% (w/w) of HAMF were added to the mixed
flour respectively, assigned as Control, HM10, HM20, HM30 and
HM40. HAMF preparation procedure was using Zhang's method
(Zhang et al., 2016).

2.4. Chemical composition and digestion properties of cake

Moisture content was calculated by the weight difference of
2.0+0.1g of cake crumbs before and after drying in an oven
(100 °C) for 24 h. Protein, total starch and RS were measured by the
method of AACC (AACC, 2000). RDS and SDS were determined by
the method of Giuberti (Giuberti et al., 2016).

2.5. Morphology, volume and specific volume of cake

Morphology of samples was observed by a digital camera, a
stereo microscope (C-DSS230, Nikon, Japan) and a scanning elec-
tron microscope (Jane et al., 1999, Chen et al., 2011, 2015) (SN3500,
Hitachi limited company, Japan). Surface appearance was observed
by the digital camera and cross-section was observed by the digital
camera and the stereomicroscope (2X magnification). Microstruc-
ture was observed by SEM at 800x magnification and 5.0 kV
emission after sputtering gold.

Volume and specific volume were measured by a rapeseed
displacement method. Rapeseed was used to fill the empty beaker
and the volume of this rapeseed was calculated by a graduated
cylinder. The volume of rapeseed was the volume of the empty
beaker (V7). After baking, the cake was put into a beaker which full
of rapeseed and part of rapeseed were expelled from the beaker
until the cake was completely entered in the beaker. The volume of
the rest of rapeseed (V,) was calculated by the graduated cylinder
again. The mass of the cake (M) was measured by an analytical
balance. The cake volume and specific volume were calculated as
V1-V, and (V1-V3)/M respectively.
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2.6. X-ray diffraction (XRD) analysis of cake

Wide-angle X-ray scattering patterns of cakes were performed
on an X-ray diffractometer (model D/max-2200, Rigaku, Japan) on
the first day. The diffractograms were collected under the condi-
tions of 40 kV, 40 mA, with the scanning angle (26) from 5° to 35° at
a scanning rate of 4°/min.

2.7. Texture properties of cake

Texture properties of cakes were analyzed by the texture profile
analyzer (TPA, TVT 6700, Perten Swiss). The crust of cake was
removed and the cake was prepared as 3cm x 3cm x 3cm for
determination. The diameter of cylinder probe was 25 mm and the
compression degree was 25%. Two cycles were required at a trigger
load of 5g and the test rate of 1 mmy/s. The interval between two
compressions was 15 s. After the test, hardness, springiness, cohe-
siveness, chewiness and resilience were calculated following Pons's
method (Pons and Fiszman, 2010).

2.8. Sensory evaluation of cake

30 untrained customers were recruited to evaluate the sensory
attributes of HAMFCs. These customers were volunteers from the
students, staff and faculty at Northwest A&F University. All cus-
tomers were received 5 different samples (Control, HM10, HM20,
HM30, HM40) on the first day of baking and required to evaluate
cake from five aspects (odor, aspect, tenderness, crumb color and
taste).

Customers used a 10-point hedonic scale (1—2 =dislike
extremely, 3—4=dislike, 5—6=neither dislike nor like,
7—8 =liked, and 9—10 = like extremely). The evaluation was based
on the paper ballots containing the hedonic scales and instructions.
Customers were instructed to rate each cake individually and asked
to rinse their mouth with water between samples.

2.9. Statistical analyses

All data were conducted at least in triplicate, expressed as mean
value and analyzed by analysis of variance (ANOVA) using the SPSS
software (SPSS Inc., Chicago. IL, USA). Significance differences were
examined by Duncan's test (P < 0.0.5). The figures were processed
by OriginPro 2016.

3. Results and discussion
3.1. Molecular structure of starch

Typical GPC weight distributions, Wy (logRy,), of fully branched
NMS and HAMS are shown in Fig. 1A, normalized to the peak
maximum of Ap. Two whole branched starch distribution in NMS
and HAMS displayed two populations of a-glucans: Am (R up to
~100 nm) and Ap (Ry, between 100 nm and 4000 nm) (Zhao et al.,
2016). The Am component of the whole-molecule distributions
and the corresponding for the Ap are expressed as the value of Ry, at
the Am peak maximum and Ap peak maximum respectively, and
Ham/ap is the height ratio of Am and Ap peak maximums (Zhao
et al., 2016). The figure shows that NMS has a lower peak of Am
than the peak in Ap, the lower area under the curve (AUC) in the
amylose region than in the amylopectin region. Compared to NMS,
the higher amylose content of HAMS contributed to its higher peak
in Am than in Ap and higher AUC in the amylose region than in the
amylopectin region. However, the molecular size in the Ry, at the
Am peak maximum of HAMS is smaller than NMS, while HAMS has
the similar molecular size in Ry, at the Ap peak maximum to NMS
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Fig. 1. (A) GPC weight chain-length distributions (CLDs) of branched normal maize
starch and high amylose maize starch, Wy, (logRy) as a function of molecular sizes of Ry,
mm; (B) GPC weight CLDs of debranched normal maize starch and high amylose maize
starch and an enlargement of the amylose region, Wy, (logRy) as a function of R,,, mm
and DP X.

(Table S1).

Typical GPC weight distributions, Wge (logRy,), of debranched
normal maize starch (NMS) and high amylose maize starch (HAMS)
are presented in Fig. 1B, normalized to the highest Ap peak
maximum. The components with DP X < 100 (about Ry 0.5—6 nm)
are defined as amylopectin chains, while those with DP X > 100
(Rp>6nm) are defined as amylose chains (Zhao et al., 2016). The
GPC weight distributions of debranched NMS and HAMS show the
usual features: two large peaks for amylopectin chains (Ap; and
Ap;) and several small peaks for amylose chains (Zhao et al., 2016).
Ap; is comprised of the shorter amylopectin branches with lengths
up to a DP of 30 (R 0.5—2 nm); these are confined to one amor-
phous/crystalline lamella. Ap; is comprised of the longer amylo-
pectin branches with DPs ranging from 30 to 99 (Ry 2—4 nm); these
span more than one crystalline lamella (Zhao et al., 2016). DPs from
100 to 20, 000 (Ry from 4 to 300 nm) are the chain-length distri-
butions (CLDs) of amylose (denoted Am). As observed in Fig. 1B, the
global maximum in NMS is Ap1 while the highest peak in HAMS is
Apy. AUC of Ap; in HAMS is much lower than that in NMS while
AUC of Ap, in HAMS is higher. The Am and AUC in the amylose
region in HAMS are significantly higher than those in NMS. There
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are also significant differences in Am peaks between NMS and
HAMS, arising from potentially discrete enzymatic starch biosyn-
thetic processes. It may be related to the different isoforms of GBSS
(the main enzyme synthesizing amylose) which synthesize
different Am peaks (Wang et al., 2014).

To compare the fine structure of NMS and HAMS, a set of
empirical parameters used as defined previously were obtained
from GPC results (Xu et al., 2017). Xap1, Xap2 and Xan, indicate the
DPs at the maximum of each peak. Hap1, Hapz and Hapy are the
heights at each peak maximum and the ratios of the peak height of
Ap2 and Am to that of Ap1 are denoted Hapz/Hapi and Ham/Hap1,
respectively. Xap1, Xap2 and Xan, reflect the relative size of chains in
each group of branches, while Hapz/Hap1 and Ham/Hap1 represent
the relative amount of chains in each group of branches (Wang
et al., 2014). These parameters are displayed in Table S1. The Xap1,
Xap2, Xam:» Hap2/Hap1t and Ham/Hap1 of HAMS are all higher than
those of NMS. These results indicate that the CLDs of short
amylopectin chains, long amylopectin chains and amylose chains in
NMS and HAMS have significant differences.

3.2. Chemical composition of cake

The chemical composition of cake is presented in Table 1.
Moisture content decreased significantly from 27.6% to 25.42%,
23.81%, 23.43%, 21.9% with increasing HAMF levels. It can be
attributed to the reduction of hydroxyl groups on the starch chains
participating in the formation of hydrogen bonds in HAMFCs as
amylose has less hydroxyl groups than amylopectin. Besides, the
higher retrogradation rate of amylose promoted the combination of
amylose with long branch chains of amylopectin and lipid (Birt
et al., 2013), and contributed to the loss of their water bonding
capacity. HAMF addition gave rise to a reduction in the protein
content from 16.75% to 16.54%, 16.14%, 15.88% and 15.41%, because
the protein content (7.05%) of HAMF is lower than that of WF (10%)
(Hung et al., 2005; Zhang et al., 2016). Although the protein content
of HAMFCs decreased, it still meets the demand of human and can
provide special nutrition. Zein, the main composition of maize
protein, is particularly rich in glutamic acid (21-26%), leucine
(20%), proline (10%) and alanine (10%) and has anti-oxidative ac-
tivity (Shukla and Cheryan, 2001). The increasing HAMF levels led
to a decrease in total starch content of the cake from 39.08% to
38.19%, 38.18%, 37.73% and 37.02%, which may relate to a higher
starch content in maize than that in wheat.

3.3. Morphology, volume and specific volume of cake

The surface appearance and cross section of HAMFCs are pre-
sented in Fig. 2 and the microstructure is presented in Fig. 3. No
significant difference can be observed in the appearance of HAMFCs
except the decline in the height of cake (Fig. 2A). Gas cells of
HAMECs are smaller with the increment of HAMF levels, with the
decreasing diameter of gas cell from about 50 um in Control to
below 25 pum in HM40 (Fig. 2B—C). Microstructure is presented in
Fig. 3. Fig. 3A shows a loose protein matrix of Control which

Table 1

covering all the starch granules with a big gas cell. With the
increment of HAMF levels, tighter protein network structure,
smaller gas cells and more exposed starch granules on the protein
network were observed (Fig. 3B—E).

The volume of cake is an indicator of the cake size and reflects
the amount of air initially entrapped during mixing, and the air,
moisture, and CO2 entrapped and expanded during baking. The
over-high and over-low volume of the cake both does not indicate a
desirable cake. The specific volume has direct relationship with the
texture of the cake (Kamel and Rasper, 2010). Changes of volume
and specific volume of HAMFCs are shown in Table 2. Volume and
specific volume significantly decreased from Control to HM10;
however, differences among HM10, HM20, HM30 and HM40 were
less significant.

The reason that WF is the common raw material for making
highly aerated and more defined cakes can be attributed to its
sufficient viscosity and gluten content. The former is required for a
good cake batter to prevent the incorporated air bubbles from
rising to the surface and being lost during initial heating (Paton
et al., 1982), while the latter is essential for forming foams during
baking since it has the ability to provide cohesiveness and promote
the retention of the CO;, produced. However, HAMF is gluten-free
and has low viscosity, weakening the ability of cake to maintain
highly aerated and decreasing the volume. The low viscosity of
HAMEF is related to the inhibition of amylose on swelling of starch
granules (Tester and Morrison, 1990). This is the reason for the
decline of pore size after adding HAMF and the significant change of
volume from Control to HM10. On the other hand, the final cake
volume of baked cake did not only depend on the initial air incor-
porated into the cake batter, but also on its capacity to retain air
during baking. Adding HAMF improves the abilities of cake to retain
air during baking, because more amylose molecules leach out from
starch granules, and form amylose-lipid complexes which help
retain air. Therefore, with the increment of HAMF levels, although
characters of low viscosity and gluten-free of HAMC batter further
strengthened, amylose content accordingly increased and
improved the ability to retain air and thus retarded the decrease in
cake volume.

3.4. XRD analysis of cake

The XRD patterns of HAMFCs are shown in Fig. S1. The pure
wheat flour cake (Control) showed an unstructured state with the
dramatic loss in crystallinity and the relative increment in the
amorphous region. All HAMFCs display peaks at around 7.5°, 13°
and 20°(26), which are typical peaks of V-type crystalline (Zobel,
2010). The crystalline is the complexes of amylose/long amylo-
pectin chains and lipid, with the structure of double helices and the
resistance to enzyme hydrolysis (Birt et al., 2013). The existence of
the crystalline is related to the special fine structure of HAMS. The
presence of short chains (DP < 10) in amylopectin structure results
in a decrease in the stability of the double helix, whereas a higher
proportion of longer chains might result in a more perfect crys-
talline structure (Chung et al., 2011).

Chemical composition and digestion properties of control, HM10, HM20, HM30 and HM40.

Treatment Moisture (%) Protein (%) Total starch (%) Rapidly digestible starch (%) Slowly digestible starch (%) Resistant starch (%)
Control 27.63+1.32a 16.75+0.12a 39.08 +0.28e 34.90+0.19a 3.02+0.13e 0.58 +0.02e
HM10 25.42 +0.34b 16.54 +0.14b 39.24+0.17d 32.91+0.12b 4.23 +0.07d 1.05 + 0.06d
HM20 23.81+1.82c 16.14+0.15¢ 39.46 +0.19¢ 31.95+0.13b 4.95 +0.05¢ 1.28 +0.09¢
HM30 23.43 +0.49¢ 15.88 +0.12d 39.69 + 0.14b 29.75+0.22c 6.02+0.011b 1.96 + 0.04b
HM40 21.90 +0.37d 15.41 +0.09e 39.88 +0.24a 27.06 +0.08d 7.11+£0.10a 2.86+0.07a

Each value is expressed as mean + SD (n = 3). Different lowercase (a, b, ¢, d and e) indicate significant differences (p < 0.05) between different levels.
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HM10

HM20

C Control

Fig. 2. Surface appearance and cross section of Control, HM10, HM20, HM30 and HM40. Fig. 2A: the surface appearance, Fig. 2B: the cross section from digital camera and Fig. 2C:

the cross section from stereomicroscope.

3.5. Textural properties of cake

Texture analysis is one of the most effective analytical methods
of cake as it is applicable to quantify the physical properties
(hardness, springiness, cohesiveness, chewiness and resilience) of
cake by exerting a controlled force to generate a deformation curve
of its response. The increment of hardness and chewiness stands for
the lower softness and the worse taste of cake, while the decline of
springiness, cohesiveness and resilience implies that cake is more
soft and non-stick teeth (Kocer et al., 2007). The results of these
parameters are shown in Table 2. Hardness, the force necessary to
attain a given deformation, increased from 48.67 N in Control to
53.00 N in HM10, 53.97 N in HM20, 55.63 N in HM30 and 56.33 N in
HMA40. The high amounts of amylose chains and long amylopectin
chains, and the low amounts of short amylopectin chains in HAMS
are the main reason for the change of hardness of cakes. Hardness is
positively correlated with amounts of amylose chains and long
amylopectin chains, while has negative correlations with short
amylopectin chains and amylose molecular size. (Zhao et al., 2016).
Besides, springiness, defining as the rate of a deformed material
goes back to its un-deformed condition after removing the
deforming force, decreased from 0.846 to 0.721, 0.719, 0.701 and
0.686 with increasing HAMF levels. The decline of springiness can
attributed to the high amounts of long amylopectin chains in
HAMS, since there is the significant negative correlation between
springiness and the amounts of long amylopectin chains. Cohe-
siveness represents the internal resistance of cake structure and the
ability of cake to stick to itself. After adding HAMEF, it increased from
0.579 to 0.599, 0.612, 0.629 and 0.632. Chewiness is the energy
required to disintegrate the cake for swallowing and it improved
from 21.05 to 22.75, 23.68, 24.06 and 24.24. Resilience is the ratio of
recoverable energy for deformation and adding HAMF improved
the ratio from 0.225 to 0.235, 0.257, 0.270 and 0.275. Overall,
adding HAMF increased the hardness, cohesiveness, chewiness and

resilience, and decreased the springiness.

3.6. Sensory evaluation of cake

Sensory evaluation is an evaluation method of cake quality
largely based on personal judgment and subjective qualitative
evaluation. It cannot be absolute but reflects the customer prefer-
ences. The sensory analysis of samples is shown in Fig. 4. After
adding HAMF, scores of odor, taste and crumb color of cakes were
improved and scores of tenderness and aspect declined. In overall
acceptability, HM20 had the highest score of 8.63 while HM10 and
HM30 was behind it (8.30 and 7.74, respectively). The overall
acceptability of HM40 and Control was lowest with the score of 7.56
and 7.60, respectively. The results indicate that the sensory attri-
butes of HAMFCs were acceptable by customers, and this may be
related to the bright color, special taste, fragrance and less sticky
feeling of maize. The similar result can be found in the comparison
of sensory analysis of noodles with maize starch and without maize
starch (Yousif et al., 2012).

3.7. Digestion properties of cake

With the addition of HAMF, RDS in samples decreased from
34.90% to 32.91%, 31.95%, 29.75% and 27.06%, corresponding to the
markedly improvement of SDS from 3.02% to 4.23%, 4.95%, 6.02%
and 711% and RS from 0.58% to 1.05%, 1.28%, 1.96% and 2.86%
(Table 1). It can be seen that the changes of RDS, SDS and RS should
be related to the special molecule structure of HAMS in cake. It has
been reported that RDS is positively correlated with short amylo-
pectin branches of DP 6—12 and negatively correlated with amylose
branches, while SDS and RS are positively correlated with amylose
content and long chains of amylopectin (You et al., 2015). This is
because that long amylopectin chains and amylose chains have
limited substrate availability for digestive enzyme, and short
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Fig. 3. SEM images (800 X) of Control, HM10, HM20, HM30 and HM40.

Table 2

vol, specific volume and texture properties of control, HM10, HM20, HM30 and HM40.
Treatment Control HM10 HM20 HM30 HM40
Volume (cm?) 52.21+044a 41.62 + 0.56b 40.79+0.21c 40.21+0.32c 38.05+0.78d
Specific volume (cm?/g) 3.21+0.11a 2.55+0.04b 2.50+0.06b 2.47 +0.02b 2.40+0.03b
Hardness (N) 48.67 +2.08e 53.00 +3.57d 53.93+2.51c 55.67 +3.09b 56.33 +4.72a
Springiness 0.8463 + 0.0420a 0.7218 +0.0250b 0.7178 + 0.0549b 0.7010 + 0.0430c 0.6857 +0.0679d
Cohesiveness 0.5794 +0.0139e 0.5987 +0.0632d 0.6123 +0.0480c 0.6292 + 0.0366b 0.6324 +0.0547a
Chewiness 21.05+2.27e 22.75+1.41d 23.68 +5.84c 24.06 + 5.98b 2424 +5.14a
Resilience 0.2254 +0.3353e 0.2346 + 0.2346d 0.2566 + 0.2566¢ 0.2697 +0.2797b 0.2753 +£0.2703a

Each value is expressed as mean + SD (n = 3). Different lowercase (a, b, ¢, d and e) indicate significant differences (p < 0.05) between different levels.

amylopectin chains have high substrate availability for digestive
enzyme. The digestion rate of starch is positively correlated with
amylose chains but negatively correlated with the ratios of long
amylopectin and long amylose chains to short amylopectin chains
(Syahariza et al., 2013). Here, compared with the high amounts of
short amylopectin chains, low amounts of long amylopectin chains
and amylose chains and a large amylose size in NMS, the feature
molecule structure of HAMS also gives higher SDS and RS content,
and lower RDS content of HAMFCs. In addition, the gelatinization
temperature of maize starch increases with the improvement of
amylose content (Chen et al., 2011). During baking of HAMFCs, the
starch crystalline structure is disrupted and become susceptible to
amylolytic degradation, however, HAMFCs have more amylose
molecules with high compactness, which limit the degree of starch

swelling and the succeeding accessibility of starch to hydrolyzing
enzymes during gelatinization. In the following cooling process, the
formation of V-type crystalline structure in HAMFCs is another
important reason for the increment of RS (Birt et al,, 2013). As
mentioned above, after adding HAMEF, the size of gas cell decreased
(see Fig. 3), which may further retards the access of hydrolyzing
enzymes. Unfortunately, the RS content of cake is still below 3%,
although the RS content already has increased markedly after
adding HAMF. This is maybe related to the low total flour (<50%)
and HAMF content (<20%) in the recipe of cake-making in this
study. Another reason for the undesirable RS content of HAMFCs is
attributed to the decrement of gluten in these cakes. It has been
reported that gluten network formed and entrapped starch gran-
ules after cooking, which acted as a barrier to inhibit the
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Fig. 4. Sensory analysis of Control, HM10, HM20, HM30 and HM40.

accessibility of enzymes and slowing enzyme digestion rate (Zou
et al., 2015). In the future, adding more gluten to recover the abil-
ity of gluten network or other non-starch polysaccharides to
improve RS content in HAMFCs will be studied.

4. Conclusion

In this paper, the molecular structure of HAMS was studied and
a novel formulation of functional cake production with HAMF was
developed. HAMS displayed low short amylopectin chains, small
molecular size, and high long amylopectin chains and amylose
chains. The molecular structure is highly related to the physical
properties of HAMS and the quality of HAMFCs, since the relations
between the molecular structure and some properties such as
physicochemical, texture, digestion and crystal properties of starch
have been found by previous studies (You et al., 2015; Zhao et al.,
2016; Lee et al., 2017; Xu et al., 2017). The molecular structure of
HAMS and the reduction of gluten can be used to explain the
morphology, volume, texture, digestion and crystal properties of
HAMECs. Overall, the molecular structure of HAMS has a significant
influence on the quality of cake, and HAMFCs could be incorporated
into cake and provide cake with acceptable sensory attributes, high
resistant starch and without obvious negative effects on other
physiochemical properties of cake.

Conflicts of interest

The authors declare that there is no conflict of interests
regarding the publication of this paper.

Acknowledgements

This work was supported by the Young Elite Scientists Spon-
sorship Program by CAST (YESS Program), Shaanxi Province
Comprehensive Project (grant number: 2015KTZDNYO01-01-01),
Yangling District technical Plan Project (grant number: 2014NY-01)
and Zhongyin Tang Breeding Special Funding.

Appendix A. Supplementary data

Supplementary data related to this article can be found at
https://doi.org/10.1016/].jcs.2018.02.009.

References

AACC, 2000. International Approved Methods of the American Association of Cereal
Chemists, tenth ed. AACC,, St. Paul, MN, USA. (2000).

Birt, D.E, Boylston, T., Hendrich, S., Jane, J.L., Hollis, J., Li, L., Mcclelland, J., Moore, S.,
Phillips, G.J., Rowling, M., 2013. Resistant starch: promise for improving human
health. Adv. Nutr. 4 (6), 587.

Chen, P, Yu, L., Simon, G.P, Liu, X,, Dean, K., Chen, L., 2011. Internal structures and
phase-transitions of starch granules during gelatinization. Carbohydr. Polym. 83
(4), 1975—-1983.

Chen, X, He, X, Fu, X,, Huang, Q., 2015. In vitro digestion and physicochemical
properties of wheat starch/flour modified by heat-moisture treatment. J. Cereal.
Sci. 63, 109—-115.

Chung, HJ., Liu, Q., Lee, L, Wei, D., 2011. Relationship between the structure,
physicochemical properties and in vitro digestibility of rice starches with
different amylose contents. Food Hydrocolloids 25 (5), 968—975.

Giuberti, G., Gallo, A., Fortunati, P., Rossi, ., 2016. Influence of high-amylose maize
starch addition on in vitro starch digestibility and sensory characteristics of
cookies. Starch - Starke 68 (5—6), 469—475.

Hung, P.V., Yamamori, M., Morita, N., 2005. Formation of enzyme-resistant starch in
bread as affected by high-amylose wheat flour substitutions. Cereal Chem. 82
(6), 690—694.

Jane, ]., Chen, Y.. Lee, LF, Mcpherson, A.E., Wong, K.S. Radosavljevic, M.,
Kasemsuwan, T., 1999. Effects of amylopectin branch chain length and amylose
content on the gelatinization and pasting properties of starch. Cereal Chem. 76
(5), 629—-637.

Kamel, B.S., Rasper, V.E, 2010. Effects of emulsifiers, sorbitol, polydextrose, and
crystalline cellulose on the texture of reduced-calrose cakes. J. Texture Stud. 19
(3), 307—-320.

Kocer, D., Hicsasmaz, Z., Bayindirli, A., Katnas, S., 2007. Bubble and pore formation of
the high-ratio cake formulation with polydextrose as a sugar- and fat-replacer.
J. Food Eng. 78 (3), 953—964.

Lee, S., Lee, J.H., Chung, HJ., 2017. Impact of diverse cultivars on molecular and
crystalline structures of rice starch for food processing. Carbohydr. Polym. 169,
33.

Lin, L., Guo, D., Huang, J., Zhang, X., Zhang, L., Wei, C., 2016. Molecular structure and
enzymatic hydrolysis properties of starches from high-amylose maize inbred
lines and their hybrids. Food Hydrocolloids 58, 246—254.

Mutly, S., Kahraman, K., Oztiirk, S., 2017. Optimization of resistant starch formation
from high amylose corn starch by microwave irradiation treatments and
characterization of starch preparations. Int. J. Biol. Macromol. 95, 635—642.

Nutrition and Allergies, 2012. Scientific Opinion on the substantiation of a health
claim related to Rhodiola rosea L. extract and reduction of mental fatigue
pursuant to Article 13(5) of Regulation (EC) No 1924/2006. Efsa ]. 10 (7) n/a-n/
a).

Paton, D., Larocque, G.M., Holme, ]., 1982. Development of cake structure: influence
of ingredients on the measurement of cohesive force during baking. Cereal
Chem. 58 (6), 527—529.

Pons, M., Fiszman, S.M., 2010. Instrumental texture profile analysis with particular
reference to gelled systems. ]. Texture Stud. 27 (6), 597—624.

Shukla, R., Cheryan, M., 2001. Zein: the industrial protein from corn. Ind. Crop. Prod.
13 (3), 171-192.

Sirisoontaralak, P., Suthirak, P.,, Papaka, K., Vongsawasdi, P., 2017. Development of
shelf stable chiffon cake using gamma irradiation. LWT - Food Sci. Technol.
(Lebensmittel-Wissenschaft -Technol.) 75, 78—84.

Syahariza, Z.A,, Sar, S., Hasjim, ]., Tizzotti, M.]., Gilbert, R.G., 2013. The importance of
amylose and amylopectin fine structures for starch digestibility in cooked rice
grains. Food Chem. 136 (2), 742.

Tester, R.F., Morrison, W.R., 1990. Swelling and gelatinization of cereal starches. I.
Effects of amylopectin, amylose, and lipids. Cereal Chem. 67, 551—557.

Wang, K., Hasjim, J., Wu, A.C,, Henry, R/]., Gilbert, R.G., 2014. Variation in amylose
fine structure of starches from different botanical sources. ]. Agric. Food Chem.
62 (19), 4443—4453.

Xu, J., Kuang, Q., Wang, K., Zhou, S., Wang, S., Liu, X., Wang, S., 2017. Insights into
molecular structure and digestion rate of oat starch. Food Chem. 220, 25—30.

You, S.Y., Oh, S.K,, Kim, H.S., Chung, H.J., 2015. Influence of molecular structure on
physicochemical properties and digestibility of normal rice starches. Int. ]. Biol.
Macromol. 77 (3), 375.

Yousif, E.I, Gadallah, M.G.E., Sorour, A.M., 2012. Physico-chemical and rheological
properties of modified corn starches and its effect on noodle quality. Ann. Agric.
Sci. (Cairo) 57 (1), 19-27.

Zhang, B., Chen, L., Zhao, Y., Li, X,, 2013. Structure and enzymatic resistivity of
debranched high temperature—pressure treated high-amylose corn starch.
J. Cereal. Sci. 57 (3), 348—355.

Zhang, X, Chen, Y., Zhang, R., Zhong, Y., Luo, Y., Xu, S., Liy, ]J., Xue, J., Guo, D., 2016.
Effects of extrusion treatment on physicochemical properties and invitro
digestion of pregelatinized high amylose maize flour. J. Cereal. Sci. 68, 108—115.

Zhao, L, Liu, X,, Hu, Z, Li, L, Li, B., 2016. Molecular structure evaluation of wheat
gluten during frozen storage. Food Biophys. 1-9.

Zobel, H.F,, 2010. Starch crystal transformations and their industrial importance.
Starch - Starke 40 (1), 1-7.

Zou, W., Sissons, M., Gidley, M., Gilbert, R.G., Warren, FJ., 2015. Combined tech-
niques for characterising pasta structure reveals how the gluten network slows
enzymic digestion rate. Food Chem. 188, 559—568.


https://doi.org/10.1016/j.jcs.2018.02.009
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref1
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref1
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref2
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref2
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref2
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref3
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref3
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref3
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref3
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref4
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref4
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref4
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref4
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref5
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref5
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref5
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref5
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref6
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref6
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref6
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref6
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref6
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref6
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref7
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref7
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref7
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref7
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref8
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref8
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref8
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref8
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref8
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref9
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref9
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref9
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref9
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref10
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref10
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref10
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref10
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref11
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref11
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref11
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref12
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref12
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref12
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref12
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref13
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref13
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref13
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref13
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref13
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref14
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref14
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref14
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref14
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref15
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref15
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref15
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref15
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref16
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref16
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref16
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref17
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref17
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref17
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref18
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref18
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref18
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref18
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref19
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref19
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref19
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref20
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref20
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref20
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref21
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref21
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref21
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref21
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref22
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref22
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref22
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref23
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref23
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref23
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref24
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref24
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref24
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref24
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref25
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref25
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref25
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref25
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref25
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref26
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref26
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref26
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref26
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref27
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref27
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref27
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref28
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref28
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref28
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref28
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref29
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref29
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref29
http://refhub.elsevier.com/S0733-5210(17)30869-X/sref29

ORIGINAL ARTICLE

Cytometry

MIFlowCyt

Bivariate Flow Cytometric Analysis and
Sorting of Different Types of Maize Starch
Grains

Xudong Zhang,"*' Jiaojiao Feng,'" Heng Wang,'" Jianchu Zhu,' Yuyue Zhong,' Linsan Liu,’
Shutu Xu,' Renhe Zhang,1 Xinghua Zhang,1 Jiquan Xue,! Dongwei Guo™

e Abstract

'Key Laboratory of Biology and Genetic
Improvement of Maize in Arid Area of
Northwest Region, Ministry of
Agriculture, College of Agronomy,
Northwest A&F University, Yangling,
Shaanxi, China

Znstitute of Crop Science, Quality of
Plant Products, University Hohenheim,
Stuttgart, Germany

Received 12 June 2017; Revised 17 July
2017; Accepted 8 September 2017

Grant sponsor: Scie-tech Project of
Yangling City, Grant number: 2014NY-01

Grant sponsor: Tang Foundation, Grant
number: A212021205

Grant sponsor: Shaanxi Science &
Technology Co-ordination & Innovation
Project, Grant number: 2015KTZDNY01-
01-01

Additional Supporting Information may be
found in the online version of this article.

*Correspondence to: Dongwei Guo, Key
Laboratory of Biology and Genetic
Improvement of Maize in Arid Area of
Northwest Region, Ministry of Agricul-
ture, College of Agronomy, Northwest A
& F University, Yangling, 712100, Shaanxi,
China. E-mail: gdwei@nwsuaf.edu.cn

"Equal contribution to the work.

Published online 4 October 2017 in Wiley
Online Library (wileyonlinelibrary.com)

DOI: 10.1002/cyto.a.23261

© 2017 International Society for
Advancement of Cytometry

—=ISAC

International Society for Advancement of Cytometry

Cytometry Part A e 93A:213-221, 2018

Particle-size distribution, granular structure, and composition significantly affect the
physicochemical properties, rheological properties, and nutritional function of starch.
Flow cytometry and flow sorting are widely considered convenient and efficient ways of
classifying and separating natural biological particles or other substances into subpopu-
lations, respectively, based on the differential response of each component to stimula-
tion by a light beam; the results allow for the correlation analysis of parameters. In this
study, different types of starches isolated from waxy maize, sweet maize, high-amylose
maize, pop maize, and normal maize were initially classified into various subgroups by
flow cytometer and then collected through flow sorting to observe their morphology
and particle-size distribution. The results showed that a 0.25% Gelzan solution served
as an optimal reagent for keeping individual starch particles homogeneously dispersed
in suspension for a relatively long time. The bivariate flow cytometric population dis-
tributions indicated that the starches of normal maize, sweet maize, and pop maize
were divided into two subgroups, whereas high-amylose maize starch had only one
subgroup. Waxy maize starch, conversely, showed three subpopulations. The subgroups
sorted by flow cytometer were determined and verified in terms of morphology and
granule size by scanning electron microscopy and laser particle distribution analyzer.
Results showed that flow cytometry can be regarded as a novel method for classifying

and sorting starch granules.  ©2017 International Society for Advancement of Cytometry

Key terms
maize starch; flow cytometry; granule sorting; starch morphology; particle-size
distribution

GRANULE size and distribution strongly influence the composition, physicochemi-
cal properties, swelling power, solubility and enzymatic digestibility of starch. Other
factors such as the amylose and amylopectin concentration, molecular weight and
fine structure of individual starch granules are also likely to have an effect (1). Differ-
ent plant sources exhibit variations in starch granule size (1-100 pm), complexity,
shape, and distribution pattern (2). Specifically, wheat, as a typical bimodal crop in
which starch grains that generate optical properties with bimodal distributions, fea-
tures starch granules with lenticular (A-type) and spherical (B-type) shapes, with a
large fraction of granules ranging from 15 to 35 um in size and a small fraction mea-
suring approximately 2-10 um (2,3), respectively. Unimodal distribution patterns
are observed for maize and potato starches, with a wide variety of particle sizes rang-
ing from approximately 2-30 um and from 5 to 100 um, respectively, some of which
can be classified into large, medium and small size subpopulations (2,4). Other plant
species have also been explored, including barley (lenticular and spherical, bimodal,
2-30 um), pea (reniform, unimodal, 5-10 pm), rice (polyhedral, unimodal, single
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3-8 um, compound 150 um), and sorghum (spherical, unim-
odal, 5-20 um) (2).

Studying the structural traits and functional properties of
different-sized granules can provide insight into the role that
particle size plays in the application of starches (4). Bimodal
crop starches such as wheat and barley are usually composed
of two types of starch fractions: large (A-type) and small
(B-type) (5). In practice, starches with a higher proportion of
B-type granules are commonly employed as fat replacements,
article coatings, or transporter materials in cosmetics, whereas
starches predominantly composed of A-type granules are
suited for use in manufacturing biodegradable plastic bags or
films, producing copy article with a low carbon concentration
and fermenting beer (1). By contrast, with respect to unimo-
dal plant starches found in potato and maize, the pasting vis-
cosity and amylose concentration increase whereas the extent
of hydrolysis and the gelatinization temperature decrease with
increasing granule size. The amount of amylose strongly
affects the physicochemical traits and functionality of starch.
Amylose is considered the source of resistant starch (RS),
which is resistant to digestion and provides numerous health
benefits (6). Moreover, the relationship between the molecular
structure of amylopectin and functionality has been analyzed
in different-sized subpopulations of high-amylose and normal
maize starch (7).

Determining how to separate starch granules into differ-
ent fractions with a narrow size range and collect starch com-
ponents to explore the structural and quality properties of
starch subpopulations has been studied extensively in recent
decades. Although many methods have been developed, a
great proportion of them are dependent on density or gravity
gradients to distinguish between various starch granules, such
as those based on sieving, sedimentation, centrifugation, and
electrical resistance (1,8). However, current methods suffer
from certain shortcomings. Common obstacles include the
limitations associated with detecting small starch granules, the
inability to obtain homogeneous granule groups and the lack
of accuracy in separating granules into well-defined fractions
(1,8).

To overcome these difficulties, an innovative approach to
classifying starch granules has been proposed using a flow
cytometer, which is a multidimensional particle counter. A
flow cytometer can be used to characterize specific particle
properties through light scattering and fluorescence princi-
ples. Thus, flow cytometry (FC) has become a powerful
method for characterizing micron-sized objects. Although FC
is mainly known for its utility in cell analysis, it can be
extended to other micron-sized objects such as starch granules
once the appropriate calibration is performed (9). In fact, any
suspended granule or cell measuring 0.2-150 um is suitable
for analysis, but cells from solid substances must be disaggre-
gated before measurement (10). Light scattering occurs when
a particle deflects incident laser light. The scatter measure-
ments can reveal granular features in the suspensions in rela-
tion with particle size, particle shape, particle orientation,
refractive index, surface topography, and its structure. There-
fore, they can empirically distinguish populations in terms of
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general characteristics such as multimodal scatter distribu-
tions, which may or may not directly relate to the physical
properties of the particles (11). However, few studies have
explored the use of FC to analyze starch granules. Specifically,
Clédat et al. (2004) showed that FC-sedimentation field—flow
fractionation (SAFFF) could be used as an alternative to
Coulter counting to obtain a number versus size histogram of
rice starch particles after calibrating the forward angle signal
(FS) with respect to size (9). FC was introduced as a rapid
method for evaluating chloroplastic starch granules. The
method could generate information pertaining to the mean
number of starch granules in chloroplasts within a few
minutes (12).

In our work, we firstly attempted to separate native
starch suspensions rather than pretreated starch under FC-
SAFFF and ultimately collected starch fractions by flow sort-
ing. Five different types of maize starch were used in our
experiment. The aim was to select an optimal starch suspen-
sion reagent to meet the requirements of flow sorting and
explore the morphology and granule distribution of starch
subpopulations obtained by flow sorting through scanning
electron microscopy (SEM) and laser particle distribution
analyser (LPDA). The starch fractions acquired are expected
to be useful in studying the physicochemical properties, rheo-
logical properties, and functional characteristics of starches.

MATERIALS AND METHODS

Plant Material

Normal maize (Shaandan 609), waxy maize (Huangnuo
1), sweet maize (Chaotian 2000), high-amylose maize Hl
(BS14201*AS1415-6, AC = 58.60%) and pop maize (Baolie 1)
were provided by the Key Laboratory of Biology and Genetic
Improvement of Maize in Arid Area of Northwest Region,
Ministry of Agriculture, Northwest A&F University. These
hybrids were planted at the Xibo Maize Research Station of
NAFU, Yangling, Shaanxi, China from May 2, 2015 to October
5, 2015. The biological materials were gathered from the test-
ing field in triplicate for each sample.

Chemicals

Starch suspension reagents: Polyethylene glycol 6000 and
mannitol were obtained from Kemiou (Tianjin, China) and
Biotopped (Beijing, China), respectively. Ficoll 400 and Gel-
zan were obtained from Sigma-Aldrich (St. Louis, MO).

FACSAria reagents: Reagents included a PBS solution
(sheath fluid), autoclaved distilled water gathered through a
0.22 pm filter membrane, 75% ethanol, FACSClean solution,
FACSDiva CST Research Beads and Accudrop beads (Becton
Dickinson; [BD Biosciences], San Jose, CA, USA). The PBS
solution was made by dissolving 8.0 g NaCl, 0.2 g KCI, 1.44 g
Na,HPO,, and 0.24 g KH,PO, in 800 ml distilled water,
adjusting the pH to 7.2-7.4 and then adding distilled water to
a constant volume of 1 1. The solution was stored at room
temperature after being filtered through a 0.22 um filter
membrane.

Starch granules staining reagents: 15% acetic acid: 30
ul acetic acid was dissolved in 1.7 ml double-distilled

Bivariate Flow Cytometric Analysis and Sorting of Maize
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water (ddH,O). 1-Aminopyrene-3,6,8-trisulfonic acid (APTS)
(Sigma-Aldrich, St. Louis, MO): APTS powder was mixed
with 100 ul 15% acetic acid to make a 200 mM mother solu-
tion; 5 ul of the mother solution was dissolved in 45 ul 15%
acetic acid each time for starch dissolution. 1 M NaBH;CN:
0.1256 g NaBH;CN powder was dissolved in 2 ml ddH,O.
Agar-glycerol mixture: 2 mg agar was mixed with 85 il glycerol
and 15 pl ddH,O in a boiled water bath for 5 min and then
cooled and stored at room temperature.

Starch Isolation

Starch isolation was carried out using a previously pub-
lished method (13) with a small modification. Ten maize seeds
in the middle of the ear were saturated in 40 ml of a 0.25%
H,SO, solution for 16 h and then peeled. The embryo was
then removed before being ground into a starch mixture paste
and was subsequently filtered through a 200 um mesh sieve
three times. The acquired starch paste was brought to a vol-
ume of 45 ml with ddH,O and then centrifuged at 1,000 r/
min for 8 min. After decanting the supernatant, the sediment
was dissolved in 40 ml 0.2% NaOH and kept in solution for
4 h. The sediment was regained by removing the supernatant
and then mixed with ddH,O. The mixture was centrifuged at
1,000 r/min for 4 min three times to rinse the sediment. The
sediment was then mixed with 15 ml acetone and centrifuged
at 4,000 r/min for 17 min. The final starch pellets acquired
were dried in a fume hood.

Starch Staining

Starch granules were stained according to a modified
method (14). First, 2 mg starch was homogeneously mixed
with 3 ul of 20 mM APTS solution and 3 pul of 1 M NaBH;CN
and then stained without exposure to light for 15 h at 30°C.
After staining, starch particles were rinsed with ddH,O five
times and subsequently suspended in 50% glycerol. Then, 1
ul of a starch-glycerol suspension was homogenized with 4
wl of a agar-glycerol mixture for analysis and sorting by flow
cytometer (BD FACSAria III). An inverted fluorescence
microscope (TE2000-U, Nikon, Japan) was utilized to exam-
ine the starch staining efficiency at an excitation wavelength of
488 nm (blue light) and an emission wavelength of 500-
535 nm (green light).

Selection of Starch Suspension Reagent

To improve the efficiency of flow sorting, the suspension
stabilities of six suspension reagents were evaluated and com-
pared. The specific suspension concentrations (Table 1) were
set with the aim of screening. Each reagent was mixed at 45°C
at 2,000 r/min by a magnetic stirrer and diluted to 100 ml
using ddH,O. An aliquot (10 ml) of each reagent was pre-
pared to resuspend 50 mg starch in tubes. The suspended
sample (10 ul) was gathered from the middle of the tubes in
15 min intervals. A TE2000-S microscope (Nikon, Japan) with
200X magnification was used to observe the number of starch
particles in each starch suspension; three replicates were
obtained for each sample.

Cytometry Part A e 93A:213-221, 2018

Sample Preparation and Flow Cytometry Sorting

Following the APTS staining treatment, the starch sam-
ples were washed five times with ddH,O and suspended in
0.25% Gelzan solution. The suspension was filtered through a
45 um sieve for flow sorting analysis. An Aria SORP sorter
(BD Bioscience) equipped with a 1.0 optical filter was used.
The device is a six-laser system (355, 405, 457, 488, 561, and
640 nm) with a maximum of 17 simultaneous fluorescence
detectors. BD FACSDiva™ software (BD Bioscience) was
utilized to provide new features to analyze the sorting charac-
teristics of starch particles. FSC and SSC signals were excited
by a laser with a power of 20 mw and wavelength of 488 nm
and then transmitted through FSC/SSC-specific channels. The
APTS signal was activated by the same laser and detected in
the APTS channel. Bivariate flow histograms of different types
of maize starch were acquired by adjusting the FSC value, SSC
value and voltage of the APTS channel. Therefore, two differ-
ent levels of voltages were set to prove that the polydispersity
detected in flow analysis was a real property of the subpopula-
tions rather than an optical artifact. The voltages were FSC
(79-143), SSC (201-223), and APTS channel (257-425) for
the first group and FSC (129-255), SSC (192-237), and APTS
channel (267-417) for the second group. The flow analysis
performed to classify the starch into subgroups was conducted
with six replicates for each sample.

The bivariate flow histograms were graphed as log-log
plots, and the different subgroups of each starch sample were
gated at the zones of highest dot concentration according to
the contour lines. The gated fractions were subsequently
sorted and collected by a 85 um nozzle under a pressure of 20
psi in the sheath fluid bucket. Other parameters were estab-
lished as follows: Drop Delay: 27.03, Ampl: approximately 10,
Freq: 30-40, 2nd Drop: approximately 11, 3rd Drop: approxi-
mately 6, and 4th Drop: 1. As each starch sample was detected,
the above mentioned parameters were slightly adjusted to
reach the optimal sorting efficiency.

The stained starch suspension (20 ml) was evenly mixed
with 3—4 ml 0.25% Gelzan solution and filtered through a 75
um mesh sieve. The filtered starch granule suspension was
completely dispersed by ultrasonic vibration for 10 s. Flow
sorting (BD FACSArialll) was employed to sort starch
granules. The various subgroups of the starch suspension were
transferred into 2 ml centrifuge tubes and then centrifuged at
13,000 r/min for 5 min. The sediment was dried at 40°C in an
oven for 12 h. Data were collected in four replicates.

Starch Morphology

Following a previously published method (6), the mor-
phology of sorted starch granules was observed at 1,000X
magnification under a 3400 N scanning electron microscope
(Hitachi SN3400, Tokyo, Japan) with digital image acquisition
software (Quartz PCI, Vancouver, Canada).

Granule Size Analysis

The granule size of the starch samples was measured by a
laser particle size analyzer (Microtrac 3500) according to a
previously reported method (15). The analyzer can measure
particles measuring 0.02-2,800 um, which greatly exceeds the
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Table 1. Number of suspended starch particles in each suspension reagent*

PEG 20% 30% 40% 50% 60%

0 min 35.33 = 2.52° 43.67 +3.21° 43.33 +4.93° 35.67 = 7.23° 34.67 + 0.58°

15 min 33.67 =3.21%° 27.33 +4.93° 42.67 +7.51° 35.00 = 11.79° 29.33 +5.13%

30 min 25.33 + 5.03¢ 30.67 = 10.79° 28.67 + 2.89" 40.67 + 15.95" 28.33 + 5.69°

45 min 29.00 =+ 1.00> 23.67 = 1.53° 24.00 + 6.24° 31.33 + 8.50° 25.00 + 2.00°

60 min 25.00 = 2.65¢ 33.67 = 8.50°° 33.00 = 1.00° 24.67 + 4.04° 27.33+231°

Sucrose 10% 20% 30% 40% 50% 60%

0 min 35.33 +5.51° 36.33 = 8.51° 29.00 =+ 11.34° 25.67 = 3.06 32.00 =+ 7.94° 30.00 =+ 4.58
15 min 32.00 = 6.56° 39.67 = 4.51° 43.67 + 4.73° 25.00 + 5.57°¢ 29.33 = 13.28° 56.00 = 3.61°
30 min 9.00 = 2.00" 20.67 = 3.51° 20.33 + 1.53% 62.33 = 13.58% 27.67 * 3.06 37.00 = 5.20%
45 min 15.67 + 3.22° 11.67 * 1.16" 11.00 + 5.57° 13.33 +2.89° 28.00 = 6.25° 28.33 +5.03°
60 min 5.67 * 2.52° 13.00 + 5.57° 19.67 + 3.22" 28.67 +4.73° 18.33 + 0.58° 38.33 +4.72°
Ficoll 400 2.5% 5% 10% 20% 30% 40%

0 min 35.00 = 4.36° 35.00 = 5.29° 33.67 = 4.93° 35.67 = 7.37° 23.33 +3.21° 49.00 + 4.36"
15 min 36.67 * 2.08° 35.67 = 4.51° 37.67 + 4.04° 33.33 = 5.03° 31.33 + 5.03° 39.00 + 2.00°
30 min 14.67 + 1.15° 14.00 + 3.61° 35.67 + 5.03° 37.33 +3.79° 14.33 +2.08° 20.67 + 1.53¢
45 min 433+231° 8.00 + 3.61%° 2433 +1.15° 15.67 + 0.58" 29.33 + 1.53% 30.33 +0.58¢
60 min 233+ 1.15¢ 5.67 + 1.53° 19.67 + 6.11° 30.67 + 2.52° 25.00 * 2.65% 64.67 + 7.02°
Mannitol 5% 10% 15% 20%

0 min 53.67 = 8.08° 50.33 = 2.31° 33.67 = 4.93° 37.00 = 8.19°

15 min 22.00 = 7.55° 20.67 = 4.51° 15.33 = 2.52° 40.67 = 13.87%

30 min 7.67 * 2.08° 6.33 = 2.08° 13.00 = 2.00° 11.33 + 3.79°

45 min 11.67 +3.21% 9.33 = 1.15° 12.00 = 3.00" 22.33 +3.79°

60 min 7.33 * 6.66° 8.00 = 6.00° 6.33 * 2.52° 10.00 =+ 1.00°

Gelzan 0.05% 0.10% 0.15% 0.20% 0.25% 0.30%
0 min 32.33 + 8.33° 26.00 + 5.57° 33.67 + 4.04° 21.67 + 4.51%° 29.33 + 8.74° 29.67 + 5.69°°
15 min 30.67 = 4.04° 37.00 = 2.00° 24.33 +2.52° 30.67 + 7.23° 23.67 *+ 3.06° 17.00 =+ 1.00°
30 min 10.33 = 3.21° 17.33 = 1.15° 24.33 *+ 6.66° 28.67 +7.51% 29.67 * 4.04° 36.67 * 0.58°
45 min 15.67 + 4.93° 16.67 +5.03%¢ 19.33 +0.58" 17.67 + 5.03" 32.00 *+ 8.72° 17.67 + 3.51¢
60 min 9.00 = 1.00° 9.67 * 4.04¢ 13.67 +3.21° 24.00 = 7.21%° 23.00 * 2.00° 23.00 + 6.08>
Glycerol 20% 30% 40% 50% 60%

0 min 26.67 *+ 6.66" 33.67 + 6.03° 44.67 + 4.04° 36.33 +3.51° 24.67 *+ 3.06°

15 min 34.33 +3.51° 37.00 * 6.93° 36.00 =+ 4.36° 26.33 = 5.69%° 37.67 + 7.37%°

30 min 15.00 = 2.65° 11.33 =2.52° 17.33 = 2.52¢ 2433 *8.14° 29.00 * 3.61°%

45 min 9.33 + 2.52° 5.67 + 0.58" 20.00 = 1.73¢ 31.33 =5.13% 41.33 +7.09°

60 min 13.33 + 3.06° 0.00 == 0.00° 12.33 + 1.53¢ 27.00 + 4.58%° 19.67 +2.31°

*The superscript letters refer to significant difference in the number of suspended starch particles among each type of suspending

reagent at different time points.

typical scope of maize starch particles, that is, approximately
2-50 pum. The PartanDP-GC software (Anatec) was utilized to
analyze the size data in three replicates.

REsurrs

Evaluation of Different Starch Suspension Reagents
To investigate the suspension stability of various reagents,
the number of suspended starch particles among six suspen-
sion reagents was measured using a microscope at each time
point. As shown in Table 1, there were no significant differ-
ences between 50% polyethylene glycol, 50% sucrose, and
0.25% Gelzan over time, which demonstrates their high
suspension stability. Furthermore, Figure 1 clearly shows that
0.25% Gelzan tended to disperse particles better than the
other two suspension reagents because some starch granules
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in the 50% polyethylene glycol and 50% sucrose solutions
adhered to each other and even led to aggregation. Further-
more, another issue that must be considered is the suspension
reagent concentration. Because the starch suspensions had to
pass through the tubing of the flow cytometer, the concentra-
tion of the suspension reagents should be controlled to within
the narrowest range possible. Otherwise, the dense suspension
stream might clog the capillaries and nozzle of the flow
cytometry and make them difficult to clean. To summarize,
0.25% Gelzan was regarded as the optimal suspension reagent
for dispersing starch granules for flow sorting.

Bivariate Flow Cytometric Analysis

The maize starch granule suspensions were analyzed
biparametrically, and plots of side-scattered light (SSC) versus
forward-scattered light (FSC) and side-scattered light (SSC)

Bivariate Flow Cytometric Analysis and Sorting of Maize
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50% PEG

100 pm

0.25% Gelzan

50% Sucrose

Figure 1. Microscopy images of suspended starch granules at 60 min for three different suspension reagents. [Color figure can be viewed

at wileyonlinelibrary.com]

versus 1-Aminopyrene-3,6,8- trisulfonic acid (APTS) were
created to reflect the characteristics of the starch granules.
Specifically, SSC versus FSC histograms represent the classifi-
cation of starch granules considering granule size and integral
structure complexity. FSC versus APTS refers to the particle
features of granule size and internal structure. The amount of
green fluorescence produced by the APTS-stained particles
provides another empirical means to characterize the popula-
tion, although it will be a complex function of different fac-
tors, including granule size, starch content, opacity, and stain
penetration. In general, both of them can complementarily
reflect the general characteristics of particles from different
aspects. Therefore, to prove that the polydispersity detected by
flow analysis was a real property of the subpopulations rather
than an optical artifact, two groups with different FSC, SSC
and APTS voltages were tested with all other instrument
parameters held constant. According to the SSC-FSC plots
shown in Figure 2, the subpopulations in the starch samples
were labeled Py, P,, and P; in decreasing order of granule size
(FSC value).

Figure 2 clearly demonstrates that each type of maize
starch showed the same size fraction pattern between the first
and second groups. This finding proved that the polydisper-
sity observed could reflect the real properties of the subgroups
and was not an optical artifact. As shown in Figure 2A;, nor-
mal maize starch was composed of three subgroups, P;, P,
and P;, where a large number of the particles in the P; sub-
group were likely debris. These findings appear to be sup-
ported by fluorescence imaging (Figure 2A;), which showed
that the P, and P, subgroups could be stained by APTS
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whereas the impurity group P; could not be stained by the
starch-specific dye. Moreover, there was no impurity group in
the normal maize starch fractions, as shown in Figure 2A, and
2A,. Thus, normal maize starch was actually classified into
two subgroups. The reason for this finding might be that the
threshold value in our experiment was too low. Normally, a
large proportion of maize starch granules measure 2-30 um
(16), whereas the minimum size the cytometer could recog-
nize was 0.5 um. It is possible that a minority proportion of
the smallest starch granules could have been expelled together
with any impurities if a higher threshold value had been
applied. Therefore, foreign substances may appear in the dual-
parameter flow graph. Waxy maize starch (Figure 2B, and B,)
could also be separated into three subgroups, where P; con-
sisted of starch granules with maximum size and complexity,
P, consisted mainly of starch granules with medium size and
complexity and P3 consisted of the smallest and least complex
starch particles. Sweet maize starch was composed of three
fractions (Figure 2C; and C,), where the granule size and
complexity of P; appeared to be greater than that of P,,
although there was only a small intersection in the forward
scattering angle between these two fractions. However, P3 was
indeed a complicated group involving both small starch par-
ticles and debris. This finding was supported by fluorescence
imaging (Figure 2Cy and Cy), which showed that a slight pro-
portion of starch particles in P were stained by APTS whereas
the fluorescence intensity of the rest of the starch granules was
quite low, in some cases reaching zero intensity. Interestingly,
high-amylose maize starch only displayed a single subgroup,
as indicated in Figure 2D; and D,. This results suggests that
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Figure 2. Bivariate flow cytometric histograms of five different types of maize starch: 1st group: FSC voltage (79-143), SSC voltage (201-
223), and APTS channel voltage (257-425); 2nd group: FSC voltage (129-255), SSC voltage (192-237), and APTS channel voltage (267-
417); NS, normal maize starch; WS, waxy maize starch; SS, sweet maize starch; HS, high-amylose maize starch; and PS, pop maize starch.

[Color figure can be viewed at wileyonlinelibrary.com]

there were no significant differences in particle size or fine
structure in the high-amylose maize starch such that flow
cytometry could not classify starch granules into different sub-
groups based on the new classification principle. Moreover,
the scattered distribution in Figure 2D and 2Dy demon-
strates that the starch granule size of high-amylose maize
appeared to vary internally in a continuous fashion despite
these starch granules belonging to one subgroup. By contrast,
pop maize (Figure 2E; and 2E,) showed two fractions P, and
P, with a large granule size and complexity and with a small
granule size and little complexity, respectively.

Determination of Sorted Starch Subgroups by
Morphology and Particle-Size Distribution

The granule fractions obtained for the different types of
maize starch were collected by flow sorting and then observed
by scanning electron microscopy to further determine the
implications of the unique populations. From a general
perspective, Figure 3 shows that the starch subpopulations
observed among the different types of maize starch exhibited
the same pattern in terms of granule size as that in the bivari-
ate flow histograms shown in Figure 2. As shown in Figure
3A, and Bs, the small starch granules of normal maize and
waxy maize were round and spherical with a smooth surface.
The morphology of the large starch granules in normal maize
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and waxy maize (Figure 3A; and B,) were polygonal, where
the surface of the large starch granules in normal maize
appeared coarser than that of the large granules in waxy
maize. The medium-sized starch fraction of waxy maize
showed both spherical and polygonal starch granules (Figure
3B,). As shown in Figure 3C; and C,, a vast number of large
starch granules displayed oval and spherical shapes, whereas
small particles were polygonal in shape in sweet maize. Sur-
prisingly, a variety of shapes ranging from spherical to polygo-
nal to irregular occur in Figure 3Cs, likely due to the
combination of foreign matter with the smallest starch par-
ticles. This finding is in accord with the fluorescence images
shown in Figure 2C;» and C,. However, high-amylose maize
starch (Figure 3D;) mainly showed elongated and spherical
particles concurrently with slightly irregular particles, among
which the different sizes of starch were randomly dispersed.
This finding further proves that the starch granule size of
high-amylose maize underwent a successive variation inter-
nally in the sorted fraction comprising a mixture of various
sized and shaped starch granules, as demonstrated by the
bivariate flow graphs in Figure 2Dy and D,.. Pop maize con-
tained a considerable proportion of polygonal starch granules
with coarse surfaces and laminar crack bulges, whereas a
minority of spherical starch particles occurred in the small
starch fraction (Figure 3E,).

Bivariate Flow Cytometric Analysis and Sorting of Maize
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100 pum

Figure 3. SEM images of different types of native starch and sorted starch fractions: (A) native normal maize starch, (B) native waxy maize
starch, (C) native sweet maize starch, (D) native high-amylose maize starch, and (E) Native pop maize starch. (A1) P1 fraction of sorted nor-
mal maize starch. (A2) P2 fraction of sorted normal maize starch. (B1) P1 fraction of sorted waxy maize starch. (B2) P2 fraction of sorted
waxy maize starch. (B3) P3 fraction of sorted waxy maize starch. (C1) P1 fraction of sorted sweet maize starch. (C2) P2 fraction of sorted
sweet maize starch. (C3) P3 fraction of sorted sweet maize starch. (D1) P1 fraction of sorted high-amylose maize starch. (E1) P1 fraction of

sorted pop maize starch. (E2) P2 fraction of sorted pop maize starch.

With respect to particle-size distribution, a slight contra-
diction with the bivariate flow histograms (Figure 2) was
observed because the particle-size distribution of certain sub-
groups could not be recognized by LPDA. Specifically, the P;
subgroups of normal starch and sweet starch were believed to
be impurity groups, whereas the P; subgroup of waxy starch
and the P, subgroup of both pop starch and high-amylose
maize starch could not be detected, likely because the granule
size was too small (< 2 um) to reach the minimum detectable
level. Figure 4 shows that all starch samples were normally
distributed, despite a significant difference among various
types of native and sorted maize starch. In the normal maize
starch and waxy maize starch fractions, the volumetric pro-
portion of starch particles with an average diameter in P, was
greater than that in Py, indicating that the size distribution of
P, was more concentrated than that of P,. In contrast, sweet
maize starch fractions demonstrated the opposite trend. The
volumetric percentage in the P, subgroup of pop maize starch
tended to be significantly higher than that in the same sub-
group of high-amylose maize starch. According to the size
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data in Table 2, for native maize starch, the particle size of
pop maize starch was largest (19.09 pum), followed by that of
waxy maize starch (16.91 pm), normal maize starch (15.58
um), and sweet starch (12.45 um) in. This trend was also
observed by SEM (Figure 2A-E). The average size of the small
starch fraction (P,) tended to be similar between normal
maize starch and waxy maize starch, whose granules were
clearly larger than those of sweet maize starch; this finding is
supported by SEM (Figure 2A,, B,, and C,). Similarly, with
respect to the large-size starch subgroups (P;), normal maize
starch had the largest granule size; the granules of waxy maize
starch were smaller, and those of pop maize were the smallest.
The corresponding SEM images show the same pattern from
Figure 2A, to E;.

DiscussioNn

Previously developed methods for separating starch pri-
marily include screening, sedimentation and centrifugation.
Wheat starch is typically separated into two fractions, that is,
A-type and B-type, through a 10 um mesh sieve (17).
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Figure 4. Particle-size distributions of different types of native and sorted maize starch: (A) normal maize starch, (B) waxy maize starch,
(C) sweet maize starch, (D) high-amylose maize starch, and (E) pop maize starch. [Color figure can be viewed at wileyonlinelibrary.com]

However, the above mentioned methods have shown low B-type starch, clearly due to the mutual mixture between large
screening efficiency and purity because large starch granules and small starch granules, even though its efficiency was
tend to be easily underestimated due to their ellipsoidal shape somewhat improved compared with that of the screening
and because some medium-sized and small granules remain remedy (18). Furthermore, the centrifugation method has
among the large starch granules. Sedimentation using water been exploited by comparing the separation efficiency and
has been utilized to segregate starch granules. For example, product purity of different starch suspension reagents con-
barley starch was fractionated into three subgroups: large, taining maltose, sucrose, and cell extract (Percoll). The results
medium, and small starch granules with average diameters of demonstrated that centrifugation with Percoll was the optimal
20, 7.5, and 2.3 um, respectively. However, the sedimentation method for separating starch granules, exhibiting high frac-
method was still not able to distinguish between A-type and tionation efficiency and purity (17). Moreover, glycerol

Table 2. Particle number and size of different native maize starch and subgroups

NATIVE STARCH P, P,
MEAN MEAN

PARTICLE MEAN PARTICLE DIAMETER PARTICLE DIAMETER

NUMBER DIAMETER (M) NUMBER ™) NUMBER ™)
Normal starch 145,002 15.58 20,376 16.82 17,861 13.26
Waxy starch 21,694 16.91 3,117 21.74 37,035 15.03
Sweet starch 39,823 12.45 835 11.14 51,822 991
High amylose starch 196,174 13.12 20,253 12.32 / /
Pop starch 10,556 19.09 20,249 16.10 / /

The number of particles in each sample represents the value for all three replicates.
Entries with “/” indicate no data.
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centrifugation has also been proposed, in which starch gran-
ules are separated by size more effectively due to the more sig-
nificant variation in sedimentation rates between different-
sized starch particles because of the higher density of glycerol
versus that of water (7). However, this method relies solely on
starch granule size to separate starch granules, which appears
too one-dimensional to study the characteristics of starch
comprehensively.

The shapes of starch granules of different maize types
appear to be quite different and include ellipsoidal, round,
spherical, polygonal, and even irregular shapes (16), largely
depending on the amylose/amylopectin ratio. Normal maize
starch presents spherical and polygonal granules; however, the
granule shape of high-amylose maize varies greatly, from ovals
to irregular polygons (6). Other researchers have also indi-
cated that the ranges of starch granule size and morphology of
high-amylose maize are wider than those of normal maize
starch, particularly native starch (8). This finding was con-
firmed by morphological images (Figure 3) in this study. The
same phenomenon has been reported in other studies, namely
that a large number of high-amylose crop starches are com-
posed of morphologically diverse particles, including elon-
gated particles in maize (19), hollow granules in wheat (20),
and aggregate forms in rice (21). Previous studies have indi-
cated that pop maize starch granules are arranged more tightly
because their endosperm exhibits a vitreous texture (22),
whereas sweet maize starch appears less compact due to its
higher soluble sugar content (23). In another study, the
arrangement of starch particles in normal maize and that in
waxy maize appeared similar although the particle shapes
varied greatly (24). This finding was mirrored in this study,
particularly the arrangement of the large- and medium-size
fractions (Figure 3A;, A,, By, B,).

The starch granule sizes of different maize cultivars
mainly vary from 2 to 30 um, where the mean diameter is
approximately 15 um (16,25). In previous work, large starch
granules tended to contain a greater amount of amylose in
bimodal crops (17,26,27), whereas other researchers have
demonstrated that small and large starch granules could con-
tain the identical amount of amylose (28,29). Similarly, as
shown in Figure 3, the large-size fraction in normal maize was
larger than its counterpart in waxy maize, whereas there
appeared to be no significant difference in the small starch
subgroups between normal maize starch and waxy maize
starch.

In conclusion, unlike other methods based solely on
density or weight gradients, flow cytometry can be employed
to comprehensively classify and analyze starch fractions. The
method appears quite convenient, allowing the user to choose
the target group freely and separate and collect starch frac-
tions according to their particle size and internal complexity.
Therefore, further investigation would be valuable in explor-
ing how the method described in this article benefits starch
synthesis and determining the relationship between the
amylose/amylopectin ratio and starch fractions and the corre-
sponding physicochemical properties.
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Starch is the main storage carbohydrate in plants and an important natural resource for food, feed
. and industrial raw materials. However, the details regarding the pathway for starch biosynthesis and
. the diversity of biosynthetic enzymes involved in this process are poorly understood. This study uses
© acomprehensive phylogenetic analysis of 74 sequenced plant genomes to revisit the evolutionary
history of the genes encoding ADP-glucose pyrophosphorylase (AGPase), starch synthase (SS), starch
branching enzyme (SBE) and starch de-branching enzyme (DBE). Additionally, the protein structures
. and expression patterns of these four core genes in starch biosynthesis were studied to determine
- their functional differences. The results showed that AGPase, SS, SBE and DBE have undergone
. complicated evolutionary processes in plants and that gene/genome duplications are responsible for
. the observed differences in isoform numbers. A structure analysis of these proteins suggested that
. the deletion/mutation of amino acids in some active sites resulted in not only structural variation but
. also sub-functionalization or neo-functionalization. Expression profiling indicated that AGPase-, SS-,
SBE- and DBE-encoding genes exhibit spatio-temporally divergent expression patterns related to the
composition of functional complexes in starch biosynthesis. This study provides a comprehensive atlas
of the starch biosynthetic pathway, and these data should support future studies aimed at increasing
understanding of starch biosynthesis and the functional evolutionary divergence of AGPase, SS, SBE,
and DBE in plants.

Starch is the predominant reserve form of carbohydrate and energy in plants and can be divided into two types,
transitory starch and storage starch, based on biological function. In photosynthetic tissues, transient starches
accumulate in chloroplasts during the day. During the night, they are then transported and degraded to pro-
© vide energy and nutritional substances for growth and metabolism. In non-photosynthetic tissues, such as seed
. endosperm, tubers and storage roots, storage starches are kept for long periods of time in specialized plastids
. termed amyloplasts, from which they can be remobilized in preparation for germination, sprouting or regrowth'.
. Additionally, starch is an important resource for agriculture, human consumption and industry. For example, it
© is a major contributor to the harvestable starch-storing organs of crop plants, which include cereal seeds (e.g.,
° maize), tubers (e.g., Solanum) and storage roots (e.g., Ipomoea). Moreover, starch provides abundant calories for
. human diet and animal feed and is an economical, biodegradable and renewable industrial raw material®
' Starch consists of two types of polysaccharides: amylose and amylopectin. Amylose is a linear polymer
composed of a-1,4-linked glucan chains and has very few branches connected by «-1,6-glycosidic bonds. The
amylopectin molecule is larger than the amylose molecule and contains abundant «-1,6-branches that connect
a-1,4-linked glucan chains and make up a structural framework of repeated amorphous and crystalline lamellae®.
Linear amylose adjacent parallel side chains are distributed in the semi-crystalline matrix formed by amylopectin,
: and this organization underlies the semi-crystalline structure of starch'. Thus, the amylose:amylopectin ratio has
- amajor influence on the appearance and structure of starch granules and also affects the quality of crop storage
. organs, food production and industrial applications.
Starch biosynthesis is a complex and highly regulated process that requires coordinated activities among
multiple enzymes, including ADP-glucose pyrophosphorylase (AGPase), starch synthase (SS), starch branching
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Figure 1. The starch biosynthesis pathway. AGPase synthesizes ADP-glucose from Glc1P and ATP and asa
heterotetramer (L,S,) consisting of two large and two small subunits; AGPSS plays a catalytic function, while
AGPLS is mainly responsible for modulating the allosteric regulatory properties of AGPase*%. Amylose is
mainly produced via the activity of GBSS. Amylopectin synthesis depends on coordinated interactions among
at least 17 different genes encoding isoforms of SS, SBE, ISA, PUL and PHO1. Of these, SSI plays an important
role in elongating short chains from a degree of polymerization (DP) of 6-7 chains at the branch point to

DP 8-12 in the A or Bl-chains of amylopectin®®®. SSII plays a distinct role in catalysing the formation of
intermediate chains (usually DP 13-25) of amylopectin’. SSIII mainly catalyses the synthesis of amylopectin
B2 to B4 chains, and some of its functions overlap with those of SSII in amylopectin biosynthesis”""2. SSIV

plays an essential role in the priming of starch granule formation, the morphology of starch granules and the
degree of starch accumulation; moreover, its functions can be partially supported by SSIII depending on the
plant species®”*®. SBEI preferentially produces longer chains (B1 to B3), while SBEITa and SBEIIb preferentially
promote the production of short amylopectin chains (DP 6-12) and further impact the structure and phenotype
of amylopectin during starch biosynthesis’>”*. The ISAT homomultimer and/or ISAI/ISAII heteromultimer have
a higher affinity for relatively long external branches and a greater impact on amylopectin structure, while ISAII
may be indirectly involved in de-branching because it recognizes special branch points and facilitates the ability
of ISAI to remove nearby branches'>**7>. Additionally, ISAIII partially compensates for the function of the
ISAI/ISAIT heteromultimer and plays a major role in starch breakdown by de-branching short external chains
of glucans as well as influencing the activity of a-amylase and 3-amylase’®””. PUL has partially overlapping
functions with ISA and is involved in cleaving short branched chains during starch biosynthesis®®’. Here,
different colours represent different enzymes involved in starch synthesis. The dotted line represents the shift

in the direction of the chain. The question mark indicates that the specific function of the enzyme in starch
synthesis is unknown.

enzyme (SBE) and starch de-branching enzyme (DBE) (Fig. 1). AGPase, as the first enzyme in the starch bio-
synthesis pathway, catalyses the limiting reaction by converting glucose 1-phosphate (Glc-1-P) and ATP to
ADP-Glc and inorganic pyrophosphate (PPi) in amyloplasts. The enzyme’s catalytic activity is stimulated by
3-phosphoglyceric acid (3-PGA) and inhibited by inorganic phosphate (Pi). The activity of AGPase is also lim-
ited by the oxidation-mediated formation of disulfide bridges between adjacent AGPSSs, which can lead to
re-activation by reduced thioredoxin (or dithiothreitol in vitro)**. SS can be further divided into granule-bound
starch synthase (GBSS), which is responsible for the synthesis of amylose and the extra-long-chain fraction of
amylopectin, and soluble starch synthase (SSS), which is mainly responsible for the synthesis of amylopectin®”.
SBEs belong to the a-amylase family, the branching activity of which is regulated by Q-enzyme, which introduces
a branched structure by cleaving the a-1,4-glucan chain in polyglucans and then reattaching the cleaved chain
onto an acceptor chain via an a-1,6-glucan linkage, thereby creating a branch in the same or another chain®.
DBE:s are another glucan-modifying enzyme that occurs in two forms, namely, isoamylase-type DBE (ISA) and
pullulanase-type DBE (PUL). The most important functional difference between these forms is that ISA generally
acts upon phytoglycogen and amylopectin by hydrolysing the a-1,6-linkages of polyglucans, which play impor-
tant roles in the modification of excessively branched chains or the removal of improper branches of amylopectin
formed by branching enzymes to maintain the cluster structure of amylopectin. Moreover, ISA likely provides
branched chains for amylose. PUL usually cleaves the a-1,6-linkages of polyglucans in pullulan and, to a lesser
degree, amylopectin, and exerts little or no activity towards glycogen®. Recent studies have suggested that the plas-
tidial pathway of starch synthesis exists in all extant higher plants and green algae and that the starch biosynthetic
enzymes of higher plants underwent a complex sequence of changes during evolution'’. Moreover, the isoform
types and functionality of starch biosynthetic enzymes are remarkably similar to those found in green algae'.
This similarity indicates that in starch biosynthetic enzyme genes, the functional regions or sites that control
starch synthesis are relatively well-conserved because these lineages diverged from a common ancestor.
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In plants, AGPase subunits share a common nucleoside triphosphate (NTP) transferase domain, which allows
AGPase to transfer nucleotides from one compound to another, providing substrates for starch biosynthesis. SSs
share a highly conserved core region located in the C-terminus that generally consists of conserved starch cata-
Iytic glucosyl transferase family 5 (GT5) and GT1 domains, which mediate an inverting mode of glucosyl transfer
during glucosyl transferase'’. Both the GT5 and GT1 domains belong to the GT-B superfamily according to the
CAZy database (http://www.cazy.org/), and they possess conserved amino acid residues that can bind the glucosyl
donor (ADP-GIc). These enzymes usually merge into the base catalytic region of starch synthases. All SBEs and
DBEs belong to glycoside hydrolase family 13 (GH13), an important member of clan GH-H, which is also known
as the a-amylase family (Aamy). These enzymes not only share an Aamy domain but also possess conserved
carbohydrate-binding module family 48 domains in the N-terminal sequence. Moreover, SBEs have retained a
C-terminal 3-sheet catalytic domain (Aamy_C), while pullulanase (PUL) has a DUF3372 domain located in the
N-terminal sequence, and this domain may play important roles in recognition and/or interaction with certain
substrates or be involved in modulating PUL activity and interacting with other starch biosynthetic enzymes in
specific environmental conditions!>!3.

Many previous studies have reported enzymes that are directly involved in starch biosynthesis in algae'?,
potato'®, Arabidopsis thaliana'®, barley'’, wheat'®!°, and rice?®*!. However, far less research has been devoted to
the core regulatory network involved in starch metabolism. This paucity of research means that limited informa-
tion is available to assist breeders and biotechnologists in improving and increasing starch content in a predictable
manner. In the present study, we present and discuss the starch synthesis network, which is regulated by multiple
starch biosynthetic enzymes, and evolutionary patterns in starch biosynthetic enzymes in 74 plant genomes. By
combining data related to the structures, functions and expression patterns of maize starch biosynthetic enzyme
genes, we reveal previously undetected information about starch biosynthetic enzymes and the starch synthesis
network. It is anticipated that these results will enhance our understanding of the starch synthesis process.

Results

Phylogenetic, structural and functional sites analysis of AGPase subunits. All AGPase-encoding
genes have been identified in many plant genomes (Fig. 2). The phylogenetic tree of AGPase subunits from 73
plant species showed that there is considerable evolutionary divergence in these plant species (Supplementary
Table 1). In particular, we did not detect similar AGPase-encoding genes in the Porphyra umbilicalis genome
(Fig. 2). This result echoed previous studies>?>?’. Additionally, the evolution of AGPLSs was markedly different
from that of AGPSSs in the studied plant species, and this difference may have arisen as a result of different
duplication events and selection pressures between AGPLSs and APGSSs**?* (Fig. 3 and Supplementary Fig. 1).

Although there has been a divergence between AGPLSs and AGPSSs during evolution, they share a core
region of approximately 31 kDa that is indispensable for catalytic activity and is often designated the NTP_trans-
ferase (nucleotidyl transferase) domain (Fig. 4A). An analysis of conserved motifs revealed that motif 6 was not
detected in the NTP_transferase domain of AGPSS4, while other AGPase subunits all contained motifs 1, 2, 3,
4,6,9,10 and 11 (Fig. 4A and Supplementary Fig. 2). Additionally, a secondary structure analysis showed that
there were more o helices and 3 sheets in the catalytic domain of AGPSSs than in the catalytic domain of AGPLSs
(except for AGPSS4, Fig. 4A and Supplementary Fig. 3).

To further explore the active sites for AGPase subunits, we aligned the protein sequences of maize AGPase
subunits with those of potato sequences (sequence similarity was greater than 46%)*. Sulfate is an inhibitor of the
potato tuber ADP-Glc PPase « subunit homotetramer under certain conditions®. Three areas were found that
could interact with the sulfate in maize AGPase subunits. The first sulfate-binding area involved Argl07, Argl19,
Asp469, Lys470 and Lys507; the Lys470 was replaced by Met in AGPLS1 and AGPLS2 and by His313 in AGPSS4
(Fig. 4B,C and Supplementary Fig. 4). In the second area, five residues participated in sulfate binding, including
Argl149, His150, GIn380, and Arg382 and a double-active site at Argl19; GIn380 was substituted by Ala and Ser
in AGPLS1 and AGPLS2-4, respectively (Fig. 4B,C and Supplementary Fig. 4). In the third sulfate-binding area,
Lys135, Arg149, His200 and Asn201 participated in binding sulfate, His200 was substituted with a Lys in AGPLSs,
while Asn201 was a highly variable site that was replaced by Ser, Ala, Cys or Asp in four AGPLSs (Fig. 4B,C and
Supplementary Fig. 4). Additionally, multiple ATP-binding sites in maize AGPSSs were consistent with those
found in potato except for AGPSS4, and Arg84, Prol62, Alal76, Ser199 and Ser312 had changed in AGPLSs
(Fig. 4B and Supplementary Fig. 4). Glucose, a major substrate for starch synthase, binds with multiple residues
of AGPase that are conserved among AGPase subunits, except for Asn248 of AGPLSI and Tyr 250 of AGPLS2
(Fig. 4B and Supplementary Fig. 4). Compared to AGPSSs, the ADP-Glc binding site Lys94 was replaced by Thr in
AGPLSI and AGPLS2 (Fig. 4B and Supplementary Fig. 4). In agreement with a previous study on potato AGPase,
we found that multiple amino acid residues on the active sites of maize AGPase subunits were consistent with
those found in potato AGPSS and that the interactive residues of AGPSSs were more conserved than were those
of AGPLSs* (Supplementary Fig. 4).

Phylogenetic, structural and functional divergence of starch synthesis genes. To explore the
evolutionary relationships of SSs, a phylogenetic tree was constructed using SS-encoding protein sequences col-
lected from 74 plant species (Fig. 2). The phylogeny was classified into six different clades, of which clades I, II,
IIL, IV, V and VI typically represent SSII, SSI, SSIV, SSIII, SSV and GBSS, respectively, according to the maize SS
isoforms (Supplementary Fig. 5). The phylogenetic analysis showed that in most species, SS isoforms have under-
gone gene duplication to different degrees, and SSV demonstrated a close evolutionary relationship with SSIV
(Supplementary Fig. 5 and Fig. 5).

The domain analysis of SS isoforms found that GT5 and GT1 domains were detected in almost all SS iso-
forms except SSV. The SSIII, SSIV and SSV isoforms contained one or two coiled-coil domains in the N
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Figure 2. Branch-specific expansion of AGPase, SS, SBE and DBE genes in every sub-group on every branch of
the phylogenetic tree. The tree on the left displays all polyploidy events (marked with stars). Red stars represent
whole-genome duplication events, green stars represent whole-genome triplication events, and yellow stars
represent whole-genome sextuplication events. The total number of protein isoforms of the four core enzymes
and the number in each group identified in each plant genome are indicated on the right. Species names are
shown on the right side.

terminus that are involved in regulating protein-protein interactions? (Fig. 6A). Additionally, three conserved
carbohydrate-binding modules (CBM53 domain) were detected in the N-terminal regions of SSIII isoforms that
play important roles in substrate binding® (Fig. 6A).
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Figure 3. Phylogenetic analysis of the amino acid sequences of AGPase of 74 plant species. Sequences classified
into subfamilies I-XV are shown in colour. Of these, I-VI and VII-XV represent the AGPSSs and AGPLSs,
respectively, found in the 73 plant species. The branches of protein sequences in maize are highlighted in red
with a light blue background. As an example, we have illustrated the internal divergence between AGPLS and
AGPSS. For detailed species ID and protein sequences, please refer to Supplementary Table 1.

B woniry
B Meonirz
I Moif 2
& Motk 4
| BT
B Maiies
W Monie 7
| RUTE
B Motifs
W Mot 18
W mwir

&1

Figure 4. Structure and active site analysis of AGPase subunits. Maize is shown as an example. (A) The
composition and distribution of domain structures and conserved motifs in AGPase proteins are marked and
annotated in different colours. Based on the conservation of functional sites, we selected representative subunits
for analysis. (B) Stereo view of the active sites of AGPLSs based on the sequence of AGPLS4 and (C) of AGPSSs
based on the sequence of AGPSS1. Interaction sites between AGPSSs/AGPLSs and ADP-glucose are linked by
broken green lines. Different colour stars and amino acids represent different functional sites. The same site with
different amino acids is marked with dots in AGPase subunits.

The secondary structures of maize SS isoforms were constructed based on the reference models of wheat SSI
(83% identity with maize SSI) and rice GBSSI (62-83% identity, A2Y8X2.2)!”%°. Comparative studies revealed
that the main divergence in secondary structure between the SSI and SSII isoforms was in the GT5 domain, both
of which were quite different from that of the SSIII isoforms with regard for the positions and compositions of o
helices and 3 sheets (Fig. 6A and Supplementary Fig. 6). The main divergence between SSIV and SSV occurred
in the GT1 domain, in which one o helix was absent in SSIV. The differences between GBSSI and GBSSII were
that in the GT5 domain, one (3 sheet was absent in GBSSI and one « helix was absent in GBSSII, and in the GT1
domain, one {3 sheet was absent in GBSSII (Fig. 6A). Furthermore, an analysis of conserved motifs revealed that
motif 24 was only detected in SSII isoforms, and the motif compositions were similar between SSS and GBSS

SCIENTIFICREPORTS| (2018) 8:12736 | DOI:10.1038/s41598-018-30411-y 5



www.nature.com/scientificreports/

O Caryuphyllales W Malpighiales
] | | i

n
B Selagiorellales | Bryophyies 0 Fabales

B Ranvecolules [ Asterids Myriales
| Zingiberales Graminales B Vitales
M Arccales B Algaes B Mabvales

Figure 5. Phylogenetic analysis of the amino acid sequences of SS in 74 plant species. Sequences classified into
subfamilies I-VI are shown in colour. Clades I, I, III, IV and VI/V/VII represent SSI, SSII, GBSS, SSIV and SSV,
respectively, of 74 plant species. The branches of protein sequences found in maize are highlighted in red with a
light blue background. For detailed species IDs, please refer to Supplementary Table 1.
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Figure 6. Structural features and active site analysis of SS isoforms. Maize is shown as an example. (A)
Compositions and distributions of domain structures and conserved motifs of SS proteins are marked and
annotated in different colours. (B) Stereo view of the active sites of SS isoforms based on the sequence of SSI
and (C) GBSS isoforms based on the sequence of GBSSI. The same site with different amino acids is marked
with dots in SS isoforms. Interaction sites between SSs and ADP are shown as linked broken green lines.
Interaction sites between SSSs and glucose are marked in pink. Red stars and lines shown in light pink represent
catalytic sites. Amino acid sites that interact with maltopentaose are marked in blue, and these active sites are
not conserved in SSIIIL, SSIV and SSV. Additionally, disulfide bonds were found only in SSI and GBSSI and are
marked with orange stars in SSSs and as blue amino acids in GBSSI.
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Figure 7. Phylogenetic analysis of the amino acid sequences of SBE in 74 plant species. Sequences classified
into subfamilies I-III are shown in colour. Clade I, clade II and clade III represent SBEI, SBEII and SBEII]I,
respectively, in 74 plant species. The branches of protein sequences in maize are highlighted in red with a light
blue background. For detailed species IDs, please refer to Supplementary Table 1.

isoforms except for motifs 24 and 20 (Fig. 6A and Supplementary Fig. 7). Although special motif compositions
were found among SSIII isoforms (e.g., motif 1 and motif 26), they were different from the motifs found in other
SS isoforms in the GT1 and GT5 domains (Fig. 6A). The distribution of motifs in the GT5 domain was similar
between SSIV and SSV, but there was a significant divergence between the motifs found in the GT1 domain of
these two isoforms.

To further explore the more subtle differences among SS isoforms, we aligned the maize SSS protein sequences
with the reported Escherichia coli glycogen synthase (EcGS) and barley SSI protein sequences (Supplementary
Fig. 8). The results indicated that multiple active sites were conserved in most of these sites and that the amino
acid residues at these sites were involved in the combination of glucose, ADP and maltopentaose (Fig. 6B,C and
Supplementary Fig. 8). In particular, the active sites of SSV were less conserved than those of other SS isoforms,
and portions of the active sites were conserved and found to be similar to those of SSIII and SSIV (Fig. 6B and
Supplementary Fig. 8). Moreover, variations in the amino acid residues located in active sites also caused the
associative and catalytic activities of SSV to be different from those of other SSS isoforms, especially during
interactions with glucose. This result indicated that SSV may not be directly involved in the extension of glucan
but may instead coordinate with other SSSs to regulate the extension of glucan. Additionally, disulfide bonds
were detected only in active sites in SSI and not in other SSS isoforms (Fig. 6B). These results suggest that gene
duplications likely resulted in SSS isoforms accumulating higher numbers of mutations, which resulted in their
sub-functionalization or neo-functionalization. Furthermore, when we compared maize GBSS isoforms with
rice GBSSI, Agrobacterium tumefaciens glycogen synthase (AtGS) and EcGS, we found that the binding sites
for ADP and glucose were conserved in maize GBSS isoforms except for residues Lys462, Phe463, Asn464 and
11e490 (Fig. 6C and Supplementary Fig. 9)*-*'. Furthermore, the only identified inter-domain disulfide bridge
was found in GBSSI, and this bridge was not present in GBSSII because the amino acid residue Ile was replaced
by Val (Fig. 6C and Supplementary Fig. 9). This result suggested that a nonsynonymous substitution of amino
acid residues between GBSSI and GBSSII might have caused them to diverge in spatial structure and function.

Expansion of starch branch proteins in evolution, structure and active sites. A phylogenetic anal-
ysis of the protein sequences of SBE in 74 plant species indicated that SBE sequences could be clustered into three
clades, clade I, clade II and clade III, which were designated SBEI, SBEII and SBEIII, respectively, according to
the annotation for maize (Supplementary Fig. 10). In particular, almost all plant species that possessed multiple
SBE isoforms were in clade II rather than clade I and clade III (Figs 2 and 7). This result indicated that the genes
retained in the duplicated SBE gene pairs likely accumulated more beneficial variations than did the genes lost
during evolutionary history, and this probably contributed to the diversified functions observed in the retained
genes in starch metabolism (Supplementary Fig. 10 and Fig. 7).

To further explore the differential features of SBE isoforms, we analysed the domain structures of the
maize SBE isoforms. The domains of these SBEs were characterized by a modular architecture composed of an
N-terminal domain containing a carbohydrate-binding module family 48 (CBM48) domain, a central catalytic
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Figure 8. Structural and functional site analysis of maize SBE proteins. Maize is shown as an example. (A)
Compositions and distributions of domain structures and conserved motifs of SBE proteins are marked and
annotated in different colours. (B) Interaction site I between SBEs and glucose is shown as a magenta line.
Interaction site II between SBEs and glucose are shown as light blue line, while interaction sites between SBEs
and maltopentaose are shown as blue lines. The catalytic site of SBEs is shown as a green line. A yellow line
indicates other active sites. Additionally, the amino acids shown in brackets represent variable sites in other SBE
isoforms.

domain (a-amylase) characterized by a (3/a)g-barrel, as well as an a-amylase C-terminal domain (Fig. 8A).
Moreover, an overall structure model analysis demonstrated that while the secondary structures of SBEI, SBEIIa
and SBEIIb were highly similar, some o helix and (3 sheets were absent in the CBM48 and a-amylase domains of
SBEIII (Supplementary Fig. 11). Additionally, a conserved motif analysis showed that motif 14 was only present
in SBEIIa and SBEIIb, and multiple motifs were not found in SBEIII (Fig. 8A and Supplementary Fig. 12).

The differences in functional regions or sites among the SBE isoforms were investigated by aligning maize
SBE protein sequences with those reported for rice BEI (approximately 84% identity)*>*. The results indicated
that some of the binding sites for maltopentaose and glucose were not conserved among SBE isoforms, and the
alternative residues were mainly found in SBEIII (Fig. 8B and Supplementary Fig. 13). The catalytic sites of the
maize SBE isoforms were relatively more conserved that those of rice BEI and branching enzyme (EcGBE) of
Escherichia coli, except for Y495, Q559 and H561 in SBEIII (Fig. 8B and Supplementary Fig. 13). These phenom-
ena indicate that SBEIII may perform different biological functions during starch metabolism than other SBE
isoforms. Additionally, a comparative analysis of cyclodextrin (CD)-binding sites between EcGBE and maize SBE
isoforms revealed that CD-binding sites I and V in SBEI, CD-binding sites VI and VII in SBEITa and SBEIIb, and
CD-binding sites III and IV in SBEIII were relatively conserved and that CD-binding site II was more conserved
in SBEIIa, SBEIIb and SBEIII than in SBEI (Fig. 8B and Supplementary Fig. 13).

Evolutionary, structural and functional features of starch de-branching proteins. DBE protein
sequences from ancestral lineages of algae, mosses, ferns, monocots and eudicots were used to construct a phy-
logenetic tree. The analysis showed that DBEs could be clustered into four clades, clade I, clade II, clade IIT and
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Figure 9. Phylogenetic analysis of the amino acid sequences of DBE in 74 plant species. Sequences classified
into subfamilies I-IV are shown in colour. Clade I, clade II, clade IIT and clade IV represent PUL, ISAII, ISAIII
and ISAL respectively, in 74 plant species. The branches of protein sequences in maize are highlighted in red
with a light blue background. For detailed species IDs, please refer to Supplementary Table 1.

clade IV, which corresponded to ISAIII, ISAT, ISAII and PUL of maize, respectively (Supplementary Fig. 14).
Notably, not all species have the same number of DBE isoforms. This variation in the number of DBE isoforms
was closely associated with the number of AGPase, SS and SBE isoforms (Fig. 2). This result suggested that the
differential inheritance of DBE genes and lineage-specific expansions was a major component of DBE gene evo-
lution and that the expansion of DBE genes was likely regulated by gene-function balance in starch metabolism
(Fig. 9 and Supplementary Fig. 14).

DBE and SBE share a common modular architecture, but the greatest difference between them is that SBEs
usually have an a-amylase C-domain, while isoamylase-type DBE has only a long extension area with a DUF3372
domain in pullulanase-type DBE (Fig. 10A). Further secondary structure analysis of DBE isoforms revealed that
the Aamy domain was more enriched in o helixes and 3 sheets in PUL than in ISA isoforms. As a special PUL
domain, the DUF3372 domain contains six o helixes and seven (3 sheets (Supplementary Fig. 15). Furthermore,
the divergence in secondary structures among ISA isoforms is relatively small except for motif 5 and motif
9, which are special motifs in ISAIII, and motif 7, which is shared by both ISAIIT and sul (also named ISAI)
(Fig. 10A and Supplementary Fig. 16). These results are consistent with the DBE gene phylogeny and suggest that
divergences among ISA isoforms have had little effect on their structures. Remarkably, both ISAs and PUL have
unique functional regions and specific structures, indicating that they likely play unique roles in regulating the
crystallization and degradation of starch.

To identify subtle differences in DBE isoforms, we aligned the protein sequences of DBE isoforms with those
reported for the Chlamydomonas ISAI protein (52% identity with maize ISAI) and wheat PUL (74% identity
with maize PUL)**-%. The analysis showed that the binding and catalytic sites of maltotriose and maltopenta-
ose were not conserved in ISAII and that partial residues were changed in ISAIII (Fig. 10B and Supplementary
Fig. 17). Notably, these altered residues may not only change the configuration but may also constrain interactions
between active sites and specific substrates. Additionally, five binding sites for calcium ions were found in PUL,
and of these, the first to fourth were near the active cleft and the fifth was in the C terminus. These calcium ion
binding sites were near the sugar moiety binding sites and catalytic sites, suggesting that calcium ions may, to
some extent, affect the interactions between PUL and specific substrates (Fig. 10C).

Temporal and spatial expression patterns of core genes for starch metabolism. RNA-seq data
obtained from multiple materials and organizations and at different developmental stages were used to explore
the dynamic expression patterns of core genes related to starch synthesis in maize®” (Supplementary Table 2). In
embryos of the maize inbred line B73, twenty-seven key genes for starch biosynthesis could be divided into two
clusters according to their expression levels, as follows: ten genes with relatively high expression and sixteen with
relatively low expression (Fig. 11A). Of these, the high expression genes, including two AGPLSs and two AGPSSs,
formed an optimal heterotetramer that could initiate starch biosynthesis in the embryo. The other six genes were
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Figure 10. Structural and functional site analysis of maize SBE proteins. Maize is shown as an example. (A)
Compositions and distributions of domain structures and conserved motifs of DBE proteins are marked and
annotated in different colours. (B) Stereo view of the active sites of DBE isoforms based on the sequence of sul
and (C) PUL. In SBE isoforms, the same site with different amino acids is marked with dots. Different coloured
stars and amino acids indicate different functional sites. For the detailed functions of the amino acid sites in SBE
and DBE isoforms, please refer to Supplementary Figs 13 and 17.
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Figure 11. Expression patterns of starch synthesis-related genes during maize embryogenesis and endosperm
and kernel development. The embryonic module includes sixteen developmental stages, the endosperm module
includes eighteen developmental stages, and the whole seed module includes twenty-one developmental stages.
Coloured bars represent the date, cluster and gene symbol. The scale bar shows the normalized RPKM values.

mainly responsible for the synthesis and modification of amylose and short amylopectin. These results suggested
that amylose and short amylopectin were likely the main products during embryo development.

In the endosperm of maize inbred line B73, seventeen developmental stages were selected to analyse the
expression patterns of key regulatory genes in starch synthesis. The results showed that twenty-seven of the
expressed genes could be further divided into a cluster of fifteen relatively low-expressing genes and a cluster of
twelve relatively high-expressing genes (Fig. 11B). Unlike what was observed in embryos, AGPLS1 and AGPSS3
were expressed at high levels in endosperm, in which they replaced AGPLS3 and AGPSS1 to form an optimal
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heterotetramer that could initiate starch biosynthesis (Fig. 11B). In addition, GBSSI rather than GBSSII was
expressed at high levels in endosperm (Fig. 11B). This observation is consistent with previous studies of the
early stages of endosperm development® (Supplementary Fig. 18 and Supplementary Table S2). Notably, while
AGPLS4, GBSSII, SSV and SBEIIa were expressed at high levels in the endosperm of maize hybrid SD609, they
were expressed at low levels in the endosperm of maize inbred line B73 (Fig. 11 and Supplementary Fig. 18).
Therefore, differences in starch synthesis in different materials is likely caused by changes in the expression levels
of specific genes involved in the process of starch synthesis.

Twenty-seven core genes evaluated at twenty-one developmental stages in whole seeds of maize inbred
line B73 were also divided into two clusters based on gene expression levels (Fig. 11C). In particular, we found
that the expression patterns of these genes were different from those observed in embryos and endosperm in
co-expression modules and an evaluation of fluctuations in the characteristics of specific gene expression pat-
terns during seed growth. For example, AGPLS1, AGPSS3, GBSSI, SSI, SSIIa, SSIIIa, SBEL, SBEIIb and SU1 were
expressed at higher levels from approximately 10 days after pollination (DAP) to 30 DAP than during the early
and late phases of whole-seed development. Additionally, they displayed two transition points resulting in an
up-down expression pattern. This feature may be closely related to the process of seed cell development. The
period from 0-10 DAP is the crucial time for cell proliferation and differentiation; while approximately 10-30
DAP, a period of rapid embryo and endosperm growth, is the crucial time for grain filling and yield forma-
tion**-*2, Subsequently, the starch synthesis rate decreases and switches to a drying-out period, during which
genes such as SBEITa, AGPSS1 exhibit a down-up expression pattern throughout the process of seed development
(Fig. 11C). These fluctuating expression patterns indicate that the core genes for starch synthesis likely regulate
the dominant functions of starch metabolism via these expression transitions.

Discussion

Starch biosynthesis is a highly regulated metabolic process that requires the coordinated activities of multiple
enzymes, and most of the enzymes involved in these catalytic reactions are the same between amyloplasts and
chloroplasts, as shown in Fig. 1. In green plants, the starch biosynthesis pathway involves a complex network
of genes, most of which are members of large multigene families with multiple isoforms. However, the starch
synthesis-related enzyme isoforms have not yet been identified and classified in some plants. To date, homology
hybridization and PCR screening are two main strategies for screening starch biosynthesis-related genes, but
because these screening processes are based on conserved known gene sequences in addition to protein isola-
tion, purification and sequencing, they may fail to identify novel isoforms of starch biosynthesis-related enzymes
that have low sequence similarities with other known genes involved in starch biosynthesis or they may fail to
purify all isozymes because they may have extremely similar activities and molecular weights across green plants.
Recently, the development of next-generation high-throughput sequencing technologies has provided a robust
tool for using full-length cDNAs to map and quantify the genome in many plant species. This has provided
unique opportunities to use genome-wide screening to study starch synthesis-related enzyme families. Moreover,
combining DNA/protein sequence information from sequenced genomes with molecular biology experiments is
a good strategy for isolating and verifying new genes in different plant species.

Initial starch biosynthesis can be traced back to plastid endosymbiosis in photosynthetic eukaryotes. A pri-
mary endosymbiotic event occurred in a heterotrophic eukaryotic cell that internalized a cyanobacterial cell,
bringing plastids into eukaryotes, thereby rendering them able to perform oxygenic photosynthesis during the
continuous evolution of cyanobacterial endosymbionts (cyanobionts)*>**. Moreover, protein-targeting machin-
ery in the cytosol of this evolving plastid appeared and retargeted the organelle for transhipment of the remaining
genes and their products. Additionally, subsequent to the endosymbiosis of the plastid, the cyanobiont poly-
saccharide storage metabolism was reconstructed to perform starch metabolism. Additionally, monophyletic
Archaeplastida emerged and spawned three Archaeplastida lineages: Glaucophyta (glaucophytes), Rhodophyceae
(red algae) and Chloroplastidae (green algae and all land plants)****. In particular, glaucophytes and red algae
produce and store starch in the cytoplasm, whereas green algae and all land plants perform starch biosynthesis
and then store starches in the plastid compartment*®.

In this paper, a phylogenetic analysis suggested that the first duplication in the AGPLS family occurred earlier
than the duplication in the AGPSS family, and there were more gene duplications in AGPLS than in AGPSS (Fig. 2
and Supplementary Fig. 1). In particular, AGPase is involved in the synthesis of starch, during which it acts as a
heterotetramer in angiosperms and green algae. Nevertheless, there is a mismatch in the numbers of AGPLS sub-
units in these combinations (Supplementary Fig. 1), suggesting that AGPLS and AGPSS may have been exposed
to different selection pressures over time and that the composition of these heterotetramers during starch biosyn-
thesis may differ among different species or be dynamic across different developmental stages in the same plant
species. Importantly, the two AGPLSs or the two AGPSSs in the heterotetramer perform complementary rather
than redundant functions®**’. Furthermore, the spatio-temporal expression profiles of AGPase gene subunits also
indicate that the potential combinations of AGPLS and AGPSS are different in different locations during starch
synthesis (Fig. 11). AGPase acts as a transporter of glucose during starch synthesis, and its constituent compo-
nents are key factors that limit starch accumulation to specific locations®.

The phylogenetic relationships among SSs showed that there were more gene duplications in SSII and SSIII
than in other SSSs and that SSIV and SSV are phylogenetically closest. Moreover, there are more structural sim-
ilarities among SSI, SSII and GBSS than among SSIII, SSIV and SSV (Fig. 6). These divergences between SS
isoforms are likely related to their genetic origin and the occurrence of gene duplications. Previous studies have
supported the idea that GBSS was acquired through endosymbiotic gene transfer from a symbiont'. SSI and
SSII, similar to GBSS, evolved from the symbiont, while the ancestor of SSIII-SSV was transmitted via lateral
gene transfer from intracellular chlamydial pathogens, and two subsequent duplications resulted in three clades
encoding SSIII, SSIV and SSV'*1423, In addition, we infer that the deletion or insertion of nucleotide fragments
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Figure 12. Interaction network of starch synthesis-related enzymes. Interactions among SS and AGPase
subunits and SBE and DBE isoforms are shown as grey lines. Interactions between starch synthesis-related
enzymes and other proteins are shown as specific coloured lines.

or sites could potentially cause functional differences in SS isoforms after gene duplication, leading to their
sub-functionalization or neo-functionalization. Our phylogenetic analysis of SBEs showed that there is an obvi-
ous difference in isoform numbers among plant species and that the SBEII class is subdivided into two or more
distinct gene clusters in some green plants (Supplementary Fig. 10). These results are likely related to the main
types of starches present in some plant species. For example, SBEI has a preference for amylose as a substrate and
transfers relatively longer glucan chains (up to DP 30, with the majority being DP 10-13), while SBEII isoforms
transfer shorter chains (DP 6-14) and prefer amylopectin as a substrate*8-%.

During starch metabolism, SSI and SSII isoforms and either SBEIIa or SBEIIb form a trimeric complex to
regulate the starch metabolic rhythm. For example, in maize, this trimeric complex generally consists of SSI,
SSIla and SBEIIb®!. Additionally, a new stromal complex involving SSI, SSIla, SBEI, SBEIIa and phosphorylase
(PHOL1) was found in the amylose extender (ael.1) mutant, and SBEIIb deficiencies have been shown to affect
SSI and SBEI binding to starch granules®>>3. Moreover, subsequent experiments showed that PHO1 interacts with
SBEI or SBEIIb**. The outcome of the amylose extender (ael.2) mutation experiment also showed that SSI, SSIIa,
SBEI and SBEIIb form another multiple enzyme complex, and there were obvious differences in amylose content
and granule size between two ae mutations from two near-isogenic maize lines®. Furthermore, a high molecu-
lar weight, multiple enzyme complex composed of SSIIa, SSIII, SBEIla and SBEIIb was found in maize and was
shown to further assemble into a 670-kD complex by interacting with pyruvate orthophosphate dikinase (PPDK)
and the sucrose synthase isoform SUS-SH1%. A lack of SSIIIa function, as in the maize dull mutation, caused a
decrease in the activity of SBEIIa and SSII. Researchers were also able to use SSIII to co-precipitate the small sub-
unit of AGPase encoded by bt2, and the large subunit of AGPase encoded by sh2 was recovered from an SSIITHD
affinity column?®”*. In particular, a temporal expression pattern analysis of genes in the 670-kD complex revealed
that while the expression levels of SSIIa, SSI and SBEIIb were similar in maize endosperm, they were out of sync
in embryos and whole seeds (Fig. 11). Thus, we propose that the forms this complex takes in different structures
are likely to be closely related to the expression patterns of these genes. For instance, a compatible combination
composed of AGPLSs and AGPSSs is selectively expressed at high levels in different tissues (Fig. 11).

A previous study demonstrated that SSIII isoforms and SSIV were involved in starch granule initiation,
whereas SSIII and SSIV double-mutant plants could not accumulate starch®. Nevertheless, these proteins were
not completely equivalent in regulating the synthesis of starch granules because SSIII but not SSIV was able to
use ADP-glucose as a substrate to synthesize linear glucans without other primers®’-*°. The functional divergence
between these isoforms was not only related to their active sites and gene expression patterns but may also have
been affected by other interacting proteins. An analysis of potential interrelationships between proteins showed
that core proteins involved in starch synthesis might interact directly or communicate with each other via other
proteins (Fig. 12). Moreover, these starch synthases all have specific interaction proteins, except for certain pro-
teins that form homopolymers.

SCIENTIFICREPORTS| (2018) 8:12736 | DOI:10.1038/s41598-018-30411-y 12



www.nature.com/scientificreports/

A phylogenetic analysis of DBEs suggested that there is no significant difference in the numbers of ISAL, ISAII,
ISAIII and PUL in green plants except for the structural difference between PUL and ISAI-ISAIII (Fig. 10 and
Supplementary Fig. 14). Mutation experiments performed in ISAs (ISAI and ISAII) and SSIIIa showed that SSIIIa
could compensate for a lack of ISAII in the ISAI/ISAII heteromer and coordinate the ability of the ISAT homomer
to regulate normal starch crystallization and restrict phytoglycogen accumulation’. Moreover, a study of a double
mutant for ISAI and PUL demonstrated that the function of PUL partially overlapped with that of ISAT and that
the contribution of PUL to amylopectin trimming was much weaker than that of ISAI®. However, the details of
the mechanisms underlying coordination between ISAI and PUL during the regulation of normal starch crys-
tallization remains unclear. Nevertheless, our analysis of protein-protein interaction networks indicated that sul
remained in contact with PUL via two hub proteins, CKS2 and a protein encoded by the Zm00001d043415 gene
(Fig. 12). These results provide novel insight that increases our understanding of the detailed interrelationships
between the core genes involved in starch synthesis.

Methods

Data collection. In the present study, the sequenced genomes and corresponding proteomes of 74 plant
species were used to establish an initial data set., These included twelve species from Fabales, ten from Brassicales,
three from Malvales, two citrus species, six from Malpighiales, six aster species, two from Caryophyllales,
twelve from Graminales, two from Arecales, three bryophytes, nine chlorophytes, and single genomes and pro-
teomes from Myrtales (Eucalyptus grandis), Vitales (Vitis vinifera Genoscope), Ranunculales (Aquilegia coeru-
lea), Bromeliaceae (Ananas comosus), Zingiberales (Musa acuminata), Amborellales (Amborella trichopoda)
and Selaginellales (Selaginella moellendorffii). The phylogeny of these species is provided in Supplementary
Table 1. Starch synthesis-related gene expression data were obtained from examined RNA-seq data for the
maize (Zea mays. L) hybrid Shandan 609 and the inbred line B73, which were derived from our previously pub-
lished (BioProject accession number PRJNA299361) and openly published papers (The National Center for
Biotechnology Information Sequence Read Archive accession number SRP037559 and GenBank data library)®”-.

Sequenceretrieval. Candidate AGPase, SS, SBE and DBE genes were initially identified using HMMER3.0
with default settings (domain signature NTP_transferase for AGPase; GT1, GT5 and CBM25 for SS; o_Aamy,
o_Aamy_C and CBM48 for SBE; and o_Aamy, CBM48 and DUF3372) for each of the 74 proteome data sets®’.
To search for potential AGPase, SS, SBE and DBE genes, the corresponding amino acid sequences acquired in
the previous step were used as queries to run a BLASTp search against the proteomes of 74 species in Phytozome
with default settings (version 12.1; http://www.phytozome.net/). All hits obtained using the PFAM (http:// pfam.
xfam.org/search), CDD (http://www.ncbi.nlm.nih.gov/Structure/cdd/wrpsb.cgi), and SMART (http://smart.
embl-heidelberg.de/) databases were further verified. Sequences that did not have a detectable domain or a
threshold E-value of less than 1e-10 were excluded. Only the longest transcript was retained when two or more
transcripts were identified from the alternative splicing of a gene. Finally, the genes verified by the above steps
were used in this study.

Phylogenetic analysis. Amino acid sequences of all identified candidate AGPase, SS, SBE and DBE genes
were aligned in ClustalW v2.1 with default settings®>. The obtained alignments were then manually corrected in
MEGA 7.0 software®. Phylogenetic trees were constructed using the maximum likelihood method with PhyML
3.0, the substitution model was assessed with the Akaike information criterion, and the reliability of internal
nodes was evaluated by calculating Shimodaira-Hasegawa approximate likelihood ratio test (SH-aLRT) values®.
This evaluation method has been shown to be an accurate, powerful and robust tool for processing large data
sets®. Finally, the phylogenetic tree was annotated and visualized using iTOL v3%.

Motif analysis. All amino acid sequences of maize AGPase, SS, SBE and DBE genes were analysed with
MEME (v4.11.4) to discover novel conserved patterns (http://meme-suite.org/tools/meme). The following
parameters were used: repetitions per sequence = zero or one occurrence per sequence and the number of motifs
selected was based on an E-value less than 10e-10 and other parameters as default settings.

Structural model building.  The amino acid sequences of maize AGPase, SS, SBE and DBE isoforms were
retrieved and submitted to the SWISS-MODEL (https://swissmodel.expasy.org/) and RCSBPDB (http://www.
resb.org/pdb/home/home.do) databases to search for the best reference model. Then, the PDB files correspond-
ing to each starch-related enzyme isoform were analysed, visualized, and edited with PYMOL (0.99rc6) software
(http://www.pymol.org/).

Gene expression and protein interaction analysis. RNA-seq data were obtained from an article that
we previously published and from openly published papers and corresponding libraries that were produced using
the methods described in these papers®”. The expression levels of the four types of starch metabolism-related
enzyme isoform-encoding genes were computed in RPKM (reads per kilobase of exon per million mapped reads)
on maize gene models. Then, gene expression values were normalized (log2(expression value of genes)) for hier-
archical clustering, and the complete linkage method as well as the Euclidean distance measure were used for
hierarchical clustering of gene expression profiles with the R function hclust. Additionally, protein sequences
of multiple enzyme isoforms were retrieved for protein-protein interaction analysis in string software (v10.5)
(https://string-db.org/). The protein-protein interaction network was edited with Cytoscape software (version
3.4.0; http://www.cytoscape.org/download.php)®’. All statistical analyses and drawings were performed using the
R language (http://www.r-project.org).
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ABSTRACT

High amylose maize flour (HAMF), normal maize flour (NMF), extruded normal maize flour (ENMF) and
extruded high amylose maize flour (EHAMF) were employed to analyze the effects of the extrusion
process on their physicochemical properties and in vitro digestion. The disruption degree of NMF and
HAMF under extrusion followed the degree of gelatinization order. HAMF and EHAMF had higher onset
temperature, peak temperature and conclusion temperature but lower melting enthalpies in comparison
with NMF and ENMF. Extrusion treatment decreased viscosity and transformed A-type and B-type starch
in NMF and HAMF into B + V-type. The solubility of all samples and swelling power of NMF and HAMF
showed an increase, while swelling power of extruded maize flour decreased with increasing temper-
ature. HAMF and EHAMF had a higher content of resistant starch but a lower content of slowly digestible
starch and rapidly digestible starch than NMF and ENMF.
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1. Introduction

Maize is a rich nutritional source of vitamins, minerals and
functional elements, which can meet high demands of the growing

Abbreviations: AACC, American Association of Cereal Chemistry; AOAC, Associ-
ation of Official Analytical Chemists; DG, degree of gelatinization; DSC, differential
scanning calorimeter; EHAMF-I, extruded high amylose maize flour with initial
moisture content of 12.47%; EHAMF-II, extruded high amylose maize flour with
initial moisture content of 19.00%; ENMF, extruded normal maize flour; HAMF, High
amylose maize flour; NMF, normal maize flour; RDS, rapidly digestible starch; RS,
resistant starch; RVA, rapid visco-analyser; SDS, slowly digestible starch; SEM,
scanning electron microscope; SOL, solubility; SP, swelling power; T, onset tem-
perature; T, peak temperature; T, conclusion temperature; AH, enthalpy change;
AT, the difference between conclusion temperature and onset temperature.
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society. Starch is the major component of maize accounting for
about 70%. Normal maize starch is commonly composed of
approximately 25% amylose and 75% amylopectin. The starch with
more than 50% amylose is defined as high amylose starch. It is
beneficial for industrial and food applications and it has been
widely used as a bonding agent, setting agent, corrugated case,
degradable plastic, food additive, packing material, and cream or
gelatin substitution, etc. Some previous papers have reported
extrusion parameters of high amylose maize starch and properties
of extruded high amylose maize starch. Lai and Kokini (1992)
estimated the viscous heat effects in slit flows of 98% amylopectin
and 70% amylose corn starches under extrusion treatment.
Shrestha et al. (2010) studied the enzymatic resistance and struc-
tural organization in extruded high amylose maize starch. How-
ever, high amylose flour is different from high amylose starch in
application and processing due to their different components and
properties. To investigate physiochemical properties, in vitro di-
gestibility of extruded high amylose flour may provide much more
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valuable information for processing of high amylose puffed food.

One way to overcome the stability of high amylose maize is
using extrusion cooking. It has been widely used to produce
expanded snack foods, ready-to-eat cereals and pet foods in recent
years. The high temperature with short time extrusion cooking has
a significant effect on modification of the physicochemical prop-
erties of starch-based raw material. The thermal energy released by
viscous dissipation during extrusion quickly changes the quality of
raw material including viscosity, internal structure, texture, di-
gestibility, palatability, etc. Specifically, the quality of products
considerably depends on material sources as well as on processing
parameters such as extruder type, screw configuration, feed
moisture, temperature profile in the barrel sections, screw speed
and feed rate. In the case of extrusion treatment on biopolymers,
raw materials have to experience a necessary phase transition, in
which the sudden pressure decrease induces certain amount of
water to vaporize which shapes an expanded porous structure
(Padmanabhan and Bhattacharya, 1989).

However, starch structure becomes partially destroyed and
changes into more easily digestible forms altering its enzymatic
resistance as a result of the extrusion treatment. Many other factors
could make contribution to enzymatic resistance such as high
pressure cooking/extrusion, heating time, temperature, amylose
content, moisture content, and the presence of additives including
sugar, lipid, and dietary fiber (Escarpa et al., 1997). According to its
sensitivity to enzymatic digestion, starch can be divided into three
types: rapidly digestible starch (RDS), slowly digestible starch (SDS)
and resistant starch (RS). RDS is known as rapidly and completely
digested in the small intestine, while SDS is considered as slowly
but completely digested in the small intestine. RS has been defined
as the sum of starch and products of starch degradation not
absorbed by small intestine of healthy individuals in the framework
of EURESTA (Kendall et al., 2004). When digested, RS induces less
starch being converted to glucose resulting in decreasing glycemic
index. It potentially influences on diabetes and energy intake pro-
vides fermentable carbohydrates for colonic bacteria and makes
short fatty chain fatty acid beneficial for the colon and physiology.
However, major RS types, like native starch granules (RS2) and
retrograded or recrystallized starch (RS3) may be partially or
completely destroyed under processing treatment. It is beneficial
that RS2 mainly originates from high amylose maize which could
retain a higher RS level after processing. For this reason, it is
commonly regarded as an essential source of foodstuff with higher
RS standards (Htoon et al., 2009).

Here, we designed a study, for the first time, to combine high
amylose maize flour with extrusion methodology and to explore
the effect of extrusion treatment on physicochemical properties. In
particular, extruded high amylose maize flour with different
moisture content has been characterized in the context of signifi-
cant gap of degree of gelatinization, and in vitro digestion. The main
parameters studied included morphology, thermal properties,
pasting characteristics, crystal structure, solubility and swelling
power. In addition, digestibility was also determined to find out the
quantitative change of RDS, SDS, RS. A comparison was made be-
tween normal and high amylose maize flour subjected to extrusion
treatment. It provided statistical evidence to evaluate a possibility
of using high amylose maize flour as a raw material to produce
HAMF-based puffed foodstuff with nutritionally higher RS levels.

2. Materials and methods
2.1. Materials

High amylose maize and normal maize cultivars were provided
by the Maize Biology and Genetic Breeding Laboratory in

Northwest Arid Areas, Ministry of Agriculture, Northwest A&F
University. Maize kernels were subjected to peel and germ removal
using an LG-36 peeling machine (Qufu Lin Gong Machinery Co,
Shan dong Province, China), and were subsequently ground to flour
using a DF-35 continuous milling machine (Wenling Linda Ma-
chinery Co, Zhejiang Province, China) and passed through a mesh
with 100 pm pores for analysis. High amylose maize flour with
moisture content 12.47% was extruded to make extruded high
amylose maize flour (EHAMF)-I and high amylose maize flour with
moisture content 19.00% was treated under the same extrusion
conditions to make extruded high amylose maize flour (EHAMF)-II.
They were produced to ensure an adequate gap of degree of gela-
tinization (the ratio of the amount of gelatinized starch to the
amount of total starch) with a co-rotating twin screw extruder
(DS32-II, Saixin Machinery Co, Shan dong Province, China) using a
feed rate of 225 g/min, temperature of 150 °C, and screw rotational
speed of 225 rpm. Extruded normal maize flour (ENMF) was also
attained at the same extrusion conditions.

Pancreatin from porcine pancreas (Cat. No. P-1625, activity
3 x USP/g) was purchased from Sigma—Aldrich Chemical Company
(St. Louis, Mo, USA). Amyloglucosidase (EC 3.2.1.3, 3260 Units/mL)
and glucose oxidase-peroxidase assay kit (Cat. No. K-GLUC) were
acquired from Megazyme (Megazyme International Ireland Ltd.,
Bray, Ireland).

2.2. Chemical composition analysis

Moisture, ash, fiber and lipid content were determined accord-
ing to the protocols (AOAC, 1995). Protein content was measured
using an automatic protein analyzer (Kjeltec 8400, Foss Co, Ger-
many) with nitrogen conversion factor of 6.25. Total starch content
was calculated using the HCI hydrolysis using a 3,5-Dinitrosalicylic
acid (DNS) colorimetric method (Guoquan and Xiuling, 2002).
Amylose content was determined with a dual wavelength iodine
binding technique (Zhu et al., 2008). Amylose—iodine complex
formation was used to determine the degree of gelatinization
(Juansang et al., 2012).

2.3. Granular morphology

The morphological features of maize flour were observed with a
Hitachi S-3400N field emission scanning electron microscope
(Hitachi Ltd, Tokyo, Japan) equipped with Quartz PCI digital image
acquisition software (Quartz Imaging Corp., Vancouver, BC, Can-
ada). The flour samples were loaded on a metal plate with double-
sided adhesive tape, coating with gold: palladium (60:40) using a
Polaron SC500 sputter coater (Quorum Technologies, East Sussex,
UK), and examined at 15.0 kV accelerating voltage and 500—3000
times magnification.

2.4. Thermal properties

Gelatinization characteristics of maize flour were measured
using a differential scanning calorimeter (Q2000 DSC, TA In-
struments, New Castles, DE). Each flour sample (about 3 mg dry
weight) with excess water (1:3) was heated from 30 °C to 150 °C at
10 °C/min rate in sealed aluminum pans, using an empty pan as the
reference. The sample was analyzed in triplicate and the data were
calculated by Universal Analysis 2000 (TA Instruments, New Cas-
tles, DE).

2.5. Pasting properties

The pasting properties of maize flours were measured with a
Rapid Visco-Analyser (RVA-SUPER 3, Newport Scientific,
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Warriewood, Australia). Flour slurry (2.5 g dry basis, 20 mL of
deionized water) was placed in a disposable aluminium canister.
The slurry was first held at 50 °C for 1 min, heated to 95 °Cat 12 °C/
min, held for 2.5 min at 95 °C, cooled to 50 °C at 12 °C/min, and
finally held at 50 °C for 2 min. The temperature corresponding to
the initial increase in viscosity was designated as pasting temper-
ature. The paddle would rotate at 960 rpm for the first 10 s, then at
160 rpm for the remainder of the analysis. Parameters recorded
were viscosity (peak, through, final, breakdown, and setback vis-
cosity), expressed in centipoise (cP).

2.6. X-ray diffraction

X-ray diffraction patterns of five different groups of maize flour
were observed using Rigaku D/max 2200 pc X-ray powder
diffraction (Rigaku, Tokyo, Japan) with Nickel filtered Cu Kor-
adiation (A = 1.54056 A) at a voltage of 40 kV and current of 30 mA.
The scattered radiation was detected in the angular range of 5°—35°
(26), with a scanning speed of 8° (26)/min and step size of 0.02°
(26). The crystalline degree was calculated with Jade 5.0.

2.7. Solubility and swelling power

The solubility (SOL) and swelling power (SP) of maize flour
when heating to 55—95 °C in excess of deionized water were
analyzed according to the method (Liu et al., 1999). SOL was derived
from the ratio in weight of the dried supernatant to the initial
weight of the dry starch. SP was obtained from the ratio in weight of
the wet sediment to the initial weight of the dry starch.

2.8. In vitro digestion

Invitro digestion of maize flour was determined with pancreatin
from porcine pancreas and amyloglucosidase (AACC, 2009). The
glucose content of supernatant was measured using a glucose
oxidase-peroxidase kit.

Rapidly digestible starch (RDS) was the amount of complete
digested starch after incubation 0.5 h and slowly digestible starch
(SDS) was the amount of complete digested starch between incu-
bation 0.5 h and 16 h. The resistant starch (RS) was the undigested
starch remaining after 16 h of incubation.

2.9. Statistical analysis

All analyses were measured at least in duplicate. The data were
analyzed using analysis of variance (ANOVA) and expressed as
mean values, whereas significance differences were examined by
Duncan's test (P < 0.05), using the SPSS software (SPSS Inc., Chi-
cago. IL, USA), version 19.0.

3. Results and discussion
3.1. Chemical composition

The chemical composition data is summarized in Table 1.
Moisture content in EHAMF-I, EHAMEF-II, ENMF, NMF, and HAMF
amounted to 6.46%, 7.28%, 7.92%, 12.75% and 12.47%, respectively.
HAMEF seemed to have a higher protein content than normal maize
flour and the same as treated flour. One possible reason is that
amylose was compounded by granular bound starch synthesis, and
combined with starch granules which constrained its mobility
(Morita et al., 2007). Although total starch slightly decreased in
HAMEF from 76.35% to 76.03% and in NMF from 77.76% to 77.33%,
there were no significant differences (p > 0.05). This was because
internal a-1,4-glycosidic bond of starch structure was disrupted

under extrusion treatment resulting in separation of starch mole-
cules into low molecular products such as glucose, maltose and
maltodextrin. Amylose content of HAMF considerably decreased,
while NMF increased amylose content during extrusion. This result
is consistent with previous studies (Goodman and Rao, 1984). The
decrease of amylose content in HAMF may be induced by the higher
amylose and lipid contents, where excessive leaching of amylose
components was bound with free lipids to form amylose—lipid
complex during extrusion cooking. In the NMF group, crude fiber
and ash content increased in total from 2.79% to 3.14% and from
0.46% to 0.51%, respectively. In the HAMF group, the observed in-
crease in crude fiber and ash was from 3.48% to 5.82% and from
0.72% to 0.80%, respectively. This might be caused by the reduction
in the moisture content after extrusion, which is consistent with
other reports (Bhatnagar and Hanna, 1994). The degree of gelati-
nization of ENMF was considerably higher than that of EHAMF. In
addition, EHAMF-I showed a greater gelatinization degree than
EHAMF-II. Therefore, a lower amylose and moisture contents seem
to achieve a higher degree of gelatinization at the same extrusion
conditions, which concurs with the report (Bhattacharya and
Hanna, 1987).

3.2. Morphological characteristics of the flour

The morphology of starch granules in five samples analyzed by
scanning electron microscopy is shown in Fig. 1. The SEM images
(Fig. 1, A and B) show that normal maize starch was concentrated in
larger agglomerates as spherical and polygonal granules with
smoother surface than those of high amylose maize starch. In
HAMF, the starch granules showed different sizes, with different
shapes from oval to irregular polygons with numerous emulsion
bumps (Fig. 1, C and D). However, as observed previously in other
high amylose maize starch (not shown), some granules can be
elongated forming filaments in various directions, whose formation
was suggested to result from the aberrant initiation of new granules
(Glaring et al., 2006). Occasionally, there were apparent differences
in shapes and sizes between normal and high amylose maize starch
granules, which probably resulted from genetic mutation of maize
cultivars (Matveev et al., 2001).

Starch structure in NMF and HAMF after extrusion treatment
had been partially destroyed or lost, which was manifested by
irregularly shaped or sized relatively larger and nearly amorphous
particles (Fig. 1, E to J). The size distribution was rather broad,
ranging from small particles with the diameter of approx. a few
micrometers to aggregates larger than 100 um. The growing
coarseness can be clearly observed at 3000 x magnification, when
compared with the smoother surface of the normal maize starch
granules. From a general perspective, the disruption degree of
starch granules in treated group was in the order of
ENMF > EHAMF-I > EHAMEF-II, which followed the order of degree
of gelatinization. It seems that the greater the DG value, the greater
the disruption level of starch granules.

3.3. Thermal properties

The gelatinization temperatures (T, Tp and T¢) and enthalpy
(AH) of five samples are displayed in Table 2. The DSC thermogram
in total exhibited a single endothermic peak (Fig. 2, A), which was
created by starch gelatinization, specifically by amylopectin parti-
tion. There were significant differences in gelatinization behavior
among these samples. Untreated and treated HAMF had higher
gelatinization temperature than the corresponding NMF. The
remarkable difference of gelatinization temperature between NMF
and HAMF could be subjected to differences in protein content and
starch structure. The gelatinization temperature of EHAMF-I,
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Table 1
Chemical composition of EHAMF-I, EHAMEF-II, ENMF, NMF and HAMF.*"

Sample Moisture (%) Protein (%) Lipid (%) Fiber (%) Ash (%) Total starch (%) Amylose (%) Degree of gelatinization (%)
EHAMF-1 6.46 £017¢  712+011*  1.18+002° 582+013* 080+ 0.02° 76.14 + 0.78° 38.69 + 0.97° 7296 + 1.28°
EHAMEF-II 7.28 + 0.18¢ 7.16 + 0.11° 1.10 + 0.04° 5.75 + 0.07° 0.75 + 0.03" 76.03 + 0.15% 37.53 + 0.94° 66.73 + 0.42¢
ENMF 7.92 £ 0.16° 4.78 + 0.09" 1.09 + 0.06¢ 3.14 + 0.10¢ 0.51 + 0.02¢ 77.33 + 1.66° 28.17 + 0.61¢ 83.23 + 2.38°
NMF 12.75 + 0.20° 432 +0.12¢ 1.20 + 0.02° 2.79 + 0.07¢ 0.46 + 0.04¢ 77.76 + 0.45° 26.64 + 0.68° 20.58 + 2.81¢
HAMF 12.47 + 0.18* 7.05 + 0.03° 1.65 + 0.06% 3.48 + 0.10° 0.72 + 0.04° 76.35 + 0.59% 55.85 + 1.36% 23.27 + 1.80¢

2 Mean of three replicates. Values followed by different letters in each column indicate significant differences (p < 0.05).
> EHAMF-I, extruded high amylose maize flour with initial moisture content 12.47%; EHAMF-II, extruded high amylose maize flour with initial moisture content 19.00%;
ENMF, extruded normal maize flour; NMF, normal maize flour; HAMF, high amylose maize flour.

EHAMF-II and ENMF showed negative correlation with the amylose
content (shown earlier in Table 1). It may be related to genetic
differences between cultivars, granule structure, crystallinity
transformation, and formation of complexes under extrusion con-
ditions. NMF and ENMF showed lower AT values than HAMF and
treated HAMEF. Clearly, extruded NMF and HAMF exhibited signifi-
cantly lower melting enthalpies of gelatinization than untreated
flour characterized by approximately two order of magnitude
higher AH values. It could be induced by a complex effect of
evaporating water and to some extent by formation of amylose-
lipid complexes. Interestingly, NMF and ENMF had higher melting
enthalpies than HAMF and treated HAMF. This can be explained by
the single peak (Fig. 2, A) mainly from melting of amylopectin
components, while the second peak of amylose-lipid complexes did
not appear due to the lower temperature.

3.4. Pasting characteristics

The pasting characteristics of five samples are also summarized
in Table 2. These data suggest that extrusion treatment decreased
viscosity of NMF and HAMF, where the viscosity of NMF was the
highest and EHAMF-II was the lowest one. Pasting properties can be
affected by several factors involving amylose content, lipid content,
and amylopectin branch chain length distribution. As shown in
Table 1, in terms of amylose content, NMF contained slightly
elevated level of 28.17% after extrusion while HAMF showed sub-
stantial drop to 38.69% and 37.53% in EHAMF-I and EHAMF-II,
respectively. The pasting temperature of treated NMF and HAMF
displayed a similar trend with amylose content change. NMF and
HAMF had higher peak and final viscosity than the counterparts of
extruded flour. Heat-moisture treatment such as extrusion could
constrain the swelling capability of starch granules as well as few
leached fractions, which led to a reduction in whole pasting vis-
cosities. A shell surrounding partially gelatinized starch granules
could be produced under autoclave heating treatment, which can
serve as an obstacle for water to inhibit successive pasting and
gelatinization (Liu et al., 2000). Breakdown viscosity is defined as
the difference between peak viscosity and through viscosity (ie.
minimum viscosity), which reflects the stability of hot starch
pastes. The breakdown viscosity of ENMF, EHAMF-I and EHAMEF-II
significantly decreased (P < 0.05), indicating that treated flour are
likely steadier to shear than native flour (Jyothi et al., 2010). Setback
viscosity is regarded as the difference between final viscosity and
through viscosity (ie. minimum viscosity), which refers to the sta-
bility of starch pastes at room temperature. Setback viscosity of
NMF was significantly (P < 0.05) higher than ENMF, while HAMF
displayed an opposite trend. Setback value was expected to have a
close relationship with the structure of amylose and amylopectin,
influencing retrogradation tendency. The decrease of setback value
was probably caused by additional interactions between amylose-
—amylose and/or amylopectin—amylopectin chain under extrusion
treatment (da Rosa Zavareze et al., 2010). The pasting temperature

of HAMF was higher than NMF which was probably related to the
formation of amylose-lipid complexes and higher protein content,
where a large pool of protein probably strengthened the protein-
starch bonding, lowering swelling power, and thus raising the
pasting temperature (Liu et al., 2007). However, the higher viscosity
of NMF may be attributed to its higher total starch content and
lower protein content, in which the starch could promote swelling
power of starch granules.

3.5. X-ray diffraction analysis

The X-ray diffraction patterns of the five samples are presented
in Fig. 2, B. According to the X-ray diffraction pattern, starch
structure is divided into A-type, B-type, C-type and V-type. A-type
has one single peak roughly at 26 values of 15°, 23°, and a double
peak at 17° and 18°. The specific peak of B-type occurs approxi-
mately at 20 values of 5.6°,17° and 20° with a single peak at 22°, 24°
with a doublet. C-type is a combination of A-type and B-type.
Finally, the 26 values of V-type have peaks emerging at approxi-
mately 7.2°,13.5° and 19.5° (Buléon et al., 1998).

NMEF clearly exhibited A-type with 20 values of peak points at
15.3°, 17.24°, 18° and 23.24°, while HAMF was characterized by B-
type with signal peaks at 5.58°, 15.08°, 17.28°, 20.1°, 22.06° and
23.98°. In general, nearly all starch granules changed their signa-
ture peaks to some extent in extrusion treatment, making it diffi-
cult to distinguish the accurate crystallinity formation (Eisenhaber
and Schulz, 1992). The typical peak of B-type in HAMF may trans-
form from around 5.6°—7.0° similarly as observed by Shrestha et al.
(2010). The B-type and V-type patterns simultaneously existed in
the EHAMEF-I and EHAMF-II based on the 26 values at 7.34°, 21.76°
and 12.44°, 20.18° in EHAMF-I as well as 6.92°, 23.78° and 19.86° in
EHAMF-II. The A-type structure in NMF was completely degraded
to the B + V-type pattern after extrusion. The formation of V-type
can be attributed to closely aggregated single helices of amylose
including lipid complexes which existed along with B-polymorphs
in high amylose native starch (Kibar et al., 2010). NMF had the
lower amylose content (26.64%) and the higher degree of crystal-
linity (24.99%) relative to HAMF with 55.85% amylose content and
15.48% crystallinity degree. It is worth noting that the proportion of
starch crystallinity increased with decreasing amylose content
among native starch groups. However, treated flour was consistent
with this trend, as the crystallinity degree of EHAMF-I, EHAMF-II
and ENMF were 16.72%, 28.65% and 14.38%, respectively. Previous
reports showed that high amylose starch typically retains a sig-
nificant level of crystallinity even under pressure cooking/extrusion
whereas low amylose starch would lose the granular structure due
to melting of crystallites and underlying helices, generating a more
or less amorphous structure (Btaszczak et al., 2005). EHAMF-I also
had a lower crystallinity degree than EHAMF-II probably due to its
lower moisture content in accordance with report (Huang et al.,
2004).
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Fig. 1. Scanning electron micrographs of starch granules in five samples at different magnification. (A) Normal maize flour 1000 x ; (B) Normal maize flour 2000 x ; (C) High
amylose maize flour 1000 x ; (D) High amylose maize flour 3000 x ; (E) Extruded normal maize flour 500 x ; (F) Extruded normal maize flour 3000 x ; (G) Extruded high amylose
maize flour with initial moisture 12.47% 500 x ; (H) Extruded high amylose maize flour with initial moisture 12.47% 3000 x ; (I) Extruded high amylose maize flour with initial
moisture 19.00% 500 x ; (J) Extruded high amylose maize flour with initial moisture 19.00% 3000 x .
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Table 2
Gelatinization characteristics and pasting properties of EHAMF-I, EHAMEF-II, ENMF, NMF and HAMF.*®
Sample To (°C) T, (°C) T (°C) AH (J/g) AT (°C)
EHAMEF-I 1184 + 1.6* 125.0 + 1.7¢ 136.2 + 0.8° 1.5 + 0.3 17.9 + 0.8°
EHAMF-II 100.1 + 0.5° 117.3 £ 1.3° 127.7 + 0.6° 2.6 +0.1¢ 27.7 +0.2°
ENMF 81.2 x+ 0.7¢ 934 + 03¢ 98.0 + 1.9° 36+0.1° 16.3 + 0.3°
NMF 82.9 + 0.8¢ 96.5 + 1.0¢ 105.6 + 1.3¢ 321.8 +2.3° 228 £2.1°
HAMF 90.8 + 1.0¢ 104.2 + 1.4° 116.6 + 1.2° 159.9 + 2.1° 259 + 2.1
Sample Pasting temperature (°C) Peak Viscosity (cP) Breakdown (cP) Setback (cP) Final Viscosity (cP)

EHAMF-I 64.13 + 2.31° 126.33 + 3.06¢

EHAMF-II 63.70 + 0.83° 86.00 + 17.09¢
ENMF 64.55 + 0.93% 615.33 + 27.30°
NMF 63.98 + 0.49° 2853.67 + 50.96°
HAMF 64.55 + 0.93° 406.33 + 44.79°

89.00 + 5.29°
82.33 +9.29°
315.00 + 30.00°
3553.33 + 40.38?
330.00 + 52.46°

5433 + 5.03¢
27.67 + 3.79¢
218.67 + 4.93°
1402.00 + 34.00%
88.33 + 2.52¢

23.67 + 6.43¢
25.00 + 4.36¢
53.00 + 10.58"
2101.67 + 19.04°
20.00 + 0.00°

2 Mean of three replicates. Values followed by different letters in each column indicate significant differences (p < 0.05).
b EHAMF-I, extruded high amylose maize flour with initial moisture content 12.47%; EHAMF-II, extruded high amylose maize flour with initial moisture content 19.00%;
ENMF, extruded normal maize flour; NMF, normal maize flour; HAMF, high amylose maize flour.
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Fig. 2. DSC thermogram and X-ray diffraction pattern of EHAMF-I, EHAMF-II, ENMF,
NMF and HAMF. Data have been offset for clarity. EHAMF-I, extruded high amylose
maize flour with initial moisture content 12.47%; EHAMF-II, extruded high amylose
maize flour with initial moisture content 19.00%; ENMF, extruded normal maize flour;
NMF, normal maize flour; HAMF, high amylose maize flour.

3.6. Solubility (SOL) and swelling power (SP)

The solubility and swelling power curves of five samples are
shown in Fig. 3. Judging from Fig. 3, A, the solubility of all samples
experienced an increase due to an accelerated dissolution of starch
and non-starch components as temperature went up. ENMF had
the highest solubility followed by EHAMF-I, and EHAMF-II, while
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Fig. 3. Solubility and swelling power curves of EHAMF-I, EHAMF-II, ENMF, NMF and
HAMF. EHAMF-], extruded high amylose maize flour with initial moisture content
12.47%; EHAMF-II, extruded high amylose maize flour with initial moisture content
19.00%; ENMF, extruded normal maize flour; NMF, normal maize flour; HAMF, high
amylose maize flour.

the solubility of NMF was slightly higher than that of HAMF. Thus,
the extrusion treatment could increase the solubility of NMF and
HAMF. All samples reached the maximum solubility at 95 °C with
31.26% in ENMF, 26.37% in NMF, 24.25% in EHAMF-I, 21.41% in
EHAMF-II and 18.57% in HAMF. NMF increased the most steeply
from 55 °C to 95 °C.

As shown in Fig. 3, B, the swelling power curves displayed an
increase in NMF and HAMF with maximum values of 12.69%, and
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5.37%, respectively, at 95 °C, where swelling power of NMF was
considerably higher than that of HAMF. Presumably, swelling po-
wer might mainly reflect the amylopectin properties. A tight
micelle network of internal starch granules in HAMF probably
confined its swelling properties (Stone and Lorenz, 1984). Inter-
estingly, an inverse trend occurred in treated group. ENMF had the
higher SP than extruded HAMF, whereas the SP values of EHAMF-II
were lower than those of EHAMF-I. This was probably because the
starch granules in EHAMF-I were not completely destroyed and
retained more starch particles under extrusion treatment due to
the lower moisture content, higher amylose content and more
steadier starch structure. In general, SP values of treated flour were
greater than those of native flour at the initial temperature, while
they showed an opposite trend after pasting temperature at about
65 °C. This result is consistent with Rapid Visco Analyzer data
shown earlier in Table 2. This suggests that some starch granules
have swollen and others were partially or completely destroyed
during extrusion due to differences of starch sources, starch granule
size, moisture content, etc. These swollen starch granules led to the
higher swelling power of treated flour at initial temperature, and
were subsequently destroyed completely to become more resistant
to swelling with increasing temperature, resulting eventually in
decreasing swelling power after pasting temperature.

3.7. In vitro digestion

The enzymatic in vitro digestion of five samples is presented in
Table 3. RDS, SDS and RS content of these flour samples showed
significant differences (p < 0.05). The lowest RDS content existed in
HAMF (19.32%) and the highest in ENMF (66.83%). SDS content
ranged from 2.7% in EHAMF-I to 46.71% in NMFE. RS kept the
following order: HAMF (20.52%) > EHAMF-II (8.56%) > EHAMF-I
(7.75%) > ENMF (5.38%) > NMF (4.52%).

Many factors could be attributed to starch digestibility such as
starch source, granule morphology, granule surface and size,
amylose-amylopectin ratio, the degree of molecular association
among chemical components, crystallinity level, amylose chain
length and amylose-lipid complexes (Vieira and Sarmento, 2008).
NMF appeared to be more susceptible to digestion than HAMF due
to its higher RDS and SDS content as a result of higher amylopectin
content. Although NMF and HAMF together became more vulner-
able to digestion with more RDS and less SDS after extrusion
treatment, EHAMF-I and EHAMF-II still had a higher level of RS
content (indicating slow hydrolysis rate and low hydrolysis extent)
than ENMF. The lower hydrolysis rate of EHAMF-I and EHAMF-II
could be attributed to their higher amylose and protein content
than in ENMF resulting from growing starch—protein combination
to constrain enzyme function (Chung et al., 2008). The digestion of
extruded HAMF with different moisture content showed slightly
diverse tendency probably because of the starch crystallinity type
and crystallinity degree transformation under extrusion treatment.

Table 3

Starch fractions of digestion in vitro of EHAMF-1, EHAMEF-II, ENMF, NMF and HAME.*"
Sample RDS (%) SDS (%) RS (%)
EHAMF-I 65.69 + 1.09° 2.70 + 0.48¢ 7.75 + 0.20°
EHAMEF-II 62.52 + 1.05" 4.95 + 0.29° 8.56 + 0.90°
ENMF 66.83 + 0.45° 5.55 + 0.26° 5.38 + 0.26°
NMF 26.10 + 2.15¢ 46.71 + 1.57° 452 +031°
HAMF 1932 + 1.17¢ 36.51 + 1.60° 20.52 + 2.00°

2 Mean of three replicates. Values followed by different letters in each column
indicate significant differences (p < 0.05).

> EHAMF-I, extruded high amylose maize flour with initial moisture content
12.47%; EHAMF-I], extruded high amylose maize flour with initial moisture content
19.00%; ENMF, extruded normal maize flour; NMF, normal maize flour; HAMF, high
amylose maize flour.

4. Conclusions

The effects of the extrusion process clearly influenced physico-
chemical properties and in vitro digestion of the high amylose
maize flours. Specifically, differences in physicochemical properties
including chemical composition, morphology, thermal properties,
viscosity, crystal structure, solubility, swelling power and in vitro
digestion were characterized in native and extruded NMF and
HAMF. Native and treated HAMF clearly showed the lower hydro-
lysis extent and slower hydrolysis rate than NMF and ENMF due to
higher protein content, amylose content and melting temperature.
The digestion in NMF and ENMF could be explained by their higher
amylopectin content and reduced gelatinization temperature. The
observed differences in digestion of treated HAMF and NMF could
be regarded as an evidence for the close relationship between
chemical composition and physicochemical profiles inherited by
genetic differences. Our study suggests that modified HAMF via
extrusion can be useful for the production of foodstuff with higher
RS content, explores the change of its physicochemical properties
and in vitro digestion and provides some available parameters for
food processing. Future studies should focus on further refinement
of the extrusion process to optimize the most desired parameters of
the final flour products.
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Abstract

The endosperm is a major organ of the seed that plays vital roles in determining seed
weight and quality. However, genome-wide transcriptome patterns throughout maize endo-
sperm development have not been comprehensively investigated to date. Accordingly, we
performed a high-throughput RNA sequencing (RNA-seq) analysis of the maize endosperm
transcriptome at 5, 10, 15 and 20 days after pollination (DAP). We found that more than
11,000 protein-coding genes underwent alternative splicing (AS) events during the four
developmental stages studied. These genes were mainly involved in intracellular protein
transport, signal transmission, cellular carbohydrate metabolism, cellular lipid metabolism,
lipid biosynthesis, protein modification, histone modification, cellular amino acid metabo-
lism, and DNA repair. Additionally, 7,633 genes, including 473 transcription factors (TFs),
were differentially expressed among the four developmental stages. The differentially
expressed TFs were from 50 families, including the bZIP, WRKY, GeBP and ARF families.
Further analysis of the stage-specific TFs showed that binding, nucleus and ligand-depen-
dent nuclear receptor activities might be important at 5 DAP, that immune responses, sig-
nalling, binding and lumen development are involved at 10 DAP, that protein metabolic
processes and the cytoplasm might be important at 15 DAP, and that the responses to vari-
ous stimuli are different at 20 DAP compared with the other developmental stages. This
RNA-seq analysis provides novel, comprehensive insights into the transcriptome dynamics
during early endosperm development in maize.

Introduction

Maize (Zea mays) is one of the world’s most important crops and is used for food, animal feed
and biofuel [1]. Development of the maize seed is initiated by double fertilization of a haploid
egg cell and dikaryotic central cell to produce two filial structures: a diploid embryo and trip-
loid endosperm. The endosperm occupies ~85% of the seed volume at maturity [2-4], provid-
ing nutrients and signals to the embryo throughout seed development and functioning as the
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site of starch and protein synthesis [5-6]. Thus, understanding the gene regulatory mecha-
nisms involved in maize endosperm development is vital to improving seed yield and quality.

Development of maize endosperm is a very complex process that takes much longer than
development of Arabidopsis thaliana endosperm [7-9]. Maize endosperm is histologically sim-
ple yet developmentally complex, with nuclear-type development; the primary endosperm
nucleus undergoes several rounds of division without cytokinesis, forming a symplasm at 0~3
DAP in which many free nuclei occupy the peripheral cytoplasm surrounding a large central
vacuole [2,8]. At 4~5 DAP, the endosperm cellularization process is essentially complete, and
endosperm cell differentiation and proliferation begins. A phase of mitotic cell division that
occurs after cellularization is largely responsible for generating the final population of endo-
sperm cells. The endosperm grows rapidly, from 8 to 12 DAP, filling the entire seed cavity, and
the maize endosperm cells gradually and asynchronously switch from a mitotic to an endore-
duplication cell cycle. Cell division continues until approximately 20 to 25 DAP in the external
cell layer of the endosperm, which develops into the aleurone and subaleurone layers. During
the late period of endosperm development, programmed cell death occurs in the endosperm,
as manifested by nuclear deformation and cell death following amyloid enrichment [2-5,7-
8,10-11]. Studies have revealed that many key physiological progresses and most vigorous met-
abolic activities related to endosperm development usually occur before 25 DAP. Valuable
information obtained from further analyses of gene activities during the early developmental
stages (before 25 DAP) will allow for a deeper understanding of the developmental mecha-
nisms of maize endosperm.

AS results in the generation of multiple mRNA transcripts from a single gene, which
increases transcriptome complexity in plants in response to physiological and environmental
changes [12-14]. Furthermore, AS is a central mode of genetic regulation that controls the
developmental progression of maize endosperm [15-16]. At present, AS events have been iden-
tified and documented in several tissues of maize, including the ear, embryo, endosperm, leaf,
root, shoot and tassel [14,17-18]. However, most previous studies have focused on only one
developmental stage, and little attention has been paid to the dynamic AS events occurringin
the endosperm at different developmental stages.

High-throughput next-generation sequencing (NGS) technologies are robust tools used in
transcriptome analyses that enable increased understanding of the transcriptional regulatory
mechanisms involved in maize endosperm development [6,14,19-21]. However, the NGS-
based transcriptome study of endosperm development is still far from complete. For instance,
gene expression patterns have not been extensively analysed at 5, 10, 15 or 20 DAP
[6,14,20,22-23]. In addition, most previous analyses of AS events have focused on a single time
point, ignoring the dynamics of endosperm development [14,16]. Finally, the functions of dif-
ferentially expressed transcription factors (DETFs) during endosperm development need to be
examined [6,14].

In this study, to further understand the genome-wide transcriptional regulation of endo-
sperm development in maize, we applied next-generation high-throughput RNA-seq to per-
form transcriptomic analysis of maize endosperm at 5, 10, 15 and 20 DAP and explored the
dynamic AS events and gene expression patterns during maize endosperm development. We
also identified stage-specific AS events, genes and TFs that may be involved in developmental
pathways. Our results enabled generation of a map of the transcriptional network and revealed
the dynamic patterns of AS events and TFs associated with endosperm development in maize.
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Materials and Methods
Ethics statement

The study was approved by the Ethics Committee of Northwest A&F University, Shaanxi,
China. The experimental land was provided by Northwest A&F University and this study was
carried out in strict accordance with the all relevant regulations. In the process of experiment,
the study did not involve endangered or protected species and all necessary permits were
obtained for the described study.

Plant materials and conditions

The maize (Zea mays. L) hybrid Shandan 609, derived from the hybridization of chang 7-2
(male) and 91227 (female), was grown under field conditions at approximately 67,500 plants
ha-1 in the summer of 2013 in Yangling, Shaanxi Province, China. The ears were bagged before
silk emergence, followed by manual self-pollination. Three biological replicates of the ears were
harvested at 5, 10, 15 and 20 days after self-pollination and then the endosperm tissues of the
different biological replicates were separated by removing all tissues, from the pedicle up to the
hilar region, after cutting open the pericarp along the edge of the hilar region using sterilised
forceps and a surgical blade under a stereomicroscope (S1 Fig). To ensure for the integrity and
specificity of the endosperm tissues and the absence of contamination by any other tissues, all
slightly damaged endosperm tissues were discarded. Then, 60, 40, 15 and 15 complete endo-
sperm tissues corresponding to 5, 10, 15 and 20 DAP were placed in three 2.0 mL RNase-free
tubes and frozen immediately in liquid nitrogen. The tubes containing the samples were stored
at -80°C prior to RNA extraction.

RNA isolation, library construction and transcriptome sequencing

Total RNA of endosperm from three biological replicates was extracted separately from each
sample using TRIzol-A+ Reagent (Invitrogen) following the manufacturer’s instructions. The
concentration of purified RNA was quantified using a Q5000 spectrophotometer (Quawell,
San Jose, CA, USA), and RNA integrity was evaluated with an Agilent 2100 Bioanalyzer (Agi-
lent Technologies, Santa Clara, CA, USA). An amount of 10ug RNA per sample was used for
RNA sequencing. Maize endosperm mRNA sequencing libraries were constructed according to
the standard Illumina protocol. RNA enrichment was achieved with an NEBNext Poly(A)
mRNA Magnetic Isolation Module (NEB, E7490). RNA-seq libraries were prepared using an
NEBNext mRNA Library Prep Master Mix Set for Illumina (NEB, E6110) and NEBNext Multi-
plex Oligos for Illumina (NEB, E7500). Fragments were size-selected by 1.8% agarose gel elec-
trophoresis, followed by PCR amplification with a Library Quantification Kit-Illumina GA
Universal (Kapa, KK4824). All established RNA-seq libraries were sequenced to generate
2x100-nucleotide paired-end reads with the Illumina HiSeq"™ 2000 platform.

Read cleaning and mapping

Clean RNA-seq reads from each sample were obtained using Trimmomatic software (http://
www.usadellab.org/cms/?page=trimmomatic), which filters raw reads containing segments with
low sequencing quality scores (quality score < 20) and/or containing two or more ambiguous
nucleotides (Ns). The quality of the clean reads was examined using FASTQC software (http://
www.bioinformatics.babraham.ac.uk/projects/fastqc/). The clean reads were aligned to the maize
B73 reference genome (ZmB73_RefGen_v2; http://www.maizesequence.org/) with Tophat2
(v2.09; http://ccbjhu.edu/software/tophat/index.shtml) program using Bowtie2 read alignment
software [24,25], allowing for two mismatches and one insertion and/or deletion (indel).
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Detection of AS events

AS events supported by the RNA-seq data were detected and visualized using the SpliceGra-
pher software (v0.2.2; http://splicegrapher.sourceforge.net), which makes meaningful predic-
tions even for genes with low read coverage, discriminates between real and spurious splice
sites, and can improve the reliability of detection of AS [26]. Six major types of AS events were
recognized: exon skipping (ES), intron retention (IR), alternative 3' splicing (A3SS), alternative
5' splicing (A5SS), alternative first exon (AFE) splicing and alternative last exon (ALE) splicing.
To further verify the newly identified transcribed regions, the reads that mapped to the refer-
ence gene model were visualized using Integrative Genomics Viewer (IGV) software (v2.3.34;
https://www.broadinstitute.org/igv/) [27]. Additionally, all alternative splice sequences of the
genes were extracted and used to identify protein domains according to the Pfam database
(v29.0; http://pfam.xfam.org/) [28].

Estimation of gene expression abundance

The transcripts of the maize hybrid Shandan 609 were first assembled from the clean reads
using Cuftlinks software (v2.1.0; http://cole-trapnell-lab.github.io/cufflinks), and they were
then used to update the annotated maize gene models (http://www.maizesequence.org) using
Cuffmerge program (http://cole-trapnell-lab.github.io/cufflinks/cuffmerge). Transcripts with
lengths of shorter than 200 bp were further filtered. The normalised expression level of each
gene was estimated by calculating fragments per kilobase of transcript per million mapped
reads (FPKM) values with Cufflinks software. The FPKM method eliminates the influences of
genetic differences in length and sequence and can be used to compare gene expression
between samples [29]. DEGs were identified by comparing two biological conditions using
EBseq software [30], which estimates the variance of RNA-seq data without biological repli-
cates. This program provides posterior probabilities (P-values) by adjusting for multiplicity
using the Benjamini-Hochberg procedure [31], and utilizes corrected P-values to determine
false discovery rates (FDRs). Detection of DEGs was based on an FDR was <0.01 and no less
than a two-fold change (log, ratio value of >1 or < —1) in FPKM between the two conditions.

Statistical analysis

For a given gene set, enrichment analysis of Gene Ontology (GO) terms was performed using
the online tool AgriGO (http://bioinfo.cau.edu.cn/agriGO/analysis.php) [32]. The significance
levels (p-values) of the GO terms were determined with Fisher’s exact test and adjusted with
the Benjamini-Hochberg algorithm for multiple comparisons. A GO term was considered sig-
nificantly enriched if the adjusted p-value was lower than 0.05. REVIGO (http://revigo.irb.hr/)
was further used to summarize and visualize the enriched GO term sets in the non-redundant
mode [33]. Gene expression patterns were identified by the K-mean clustering analysis with
the squared Euclidean distance measure, this analysis was performed based on 15 clusters
determined using the Calinski-Harabasz (CH) index [34]. Further, hierarchical clustering anal-
ysis was performed with the R package pheatmap (https://cran.r-project.org/web/packages/
pheatmap/index.html) using Pearson’s correlation coefficient as the distance measure.

Real-time quantitative PCR

To verify the gene expression levels and AS events from determined by RNA-seq, quantitative
real-time PCR was performed using SYBR green I (Bio-Rad) and a CFX96 Real-time PCR
detection system (Bio-Rad, Hercules, USA). Three biological replicates were tested for each
time point. Total RNA (10 pg per sample) was reverse transcribed using a FastQuant RT Kit
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(with gDNase) (TIANGEN, Beijing, CN) following the manufacturer’s instructions (10 puL of
reaction mix, including 2 pL of 10xFast RT Buffer, 1 uL of RT Enzyme Mix, 2 uL of FQ-RT
Primer Mix and 5 puL of RNase-Free ddH,0). Gene-specific primers were designed using the
Primer Premier 5.0 software (Premier, CAN). To identify homologous sequences and to ensure
for primer specificity, the target-specific gene sequences and primer pair sequences were
blasted against the non-redundant (Nr) database and Primer-BLAST (GenBank, NCBI),
respectively. The secondary structures of the gene sequences as well as the dimers and hairpin
structures of the primer pair sequences, were analysed to further ensure for primer specificity.
All primers were synthesised by Shenggong Corporation (Shenggong, CN). The gene-specific
primer pair sequences are listed in S1 Table. Quantitative real-time PCR was performed to
determine transcript abundances in a total volume of 20 pL (10 pL of 2xSuperReal PreMix Plus
(SYBR Green) (TIANGEN, Beijing, CN), 0.6 pL of forward primer, 0.6 uL of reverse primer,
4.8 uL of RNase-free ddH,O and 4 pL of template). The thermal cycling conditions were as fol-
lows: 95°C for 15 min and 40 cycles of 95°C for 10 s, 60°C for 20 s and 72°C for 30 s, followed
by a melting curve programme (95°C for 10 s, followed by an increase from 65 C°to 95 C°in 5
s increments of 0.5°C). Real-time PCR was performed for validation of alternatively spliced
gene expression, then the products were resolved on a 1.5% agarose gel and stained with ethid-
ium bromide to confirm the generation of specific products with the correct sizes. The house-
keeping gene Actin (gene ID: GRMZM2G082484) was used as an endogenous reference and an
internal control to normalise the Cr values of the target genes in the same run [35]. The nor-
malised Cr values were manually filtered using a cut off of 35. The relative expression levels
were calculated as previously described [36]. The Cr values of the target genes are listed in S2
Table.

Results
Transcriptome sequencing of endosperm at four developmental stages

To obtain an overview of the transcriptional profile during early endosperm development in
maize, we utilized the Illumina HiSeq2000 platform to perform paired-end RNA-seq of the
endosperm tissues at 5, 10, 15 and 20 DAP. After removing low-quality sequencing reads
(reads with a quality score of smaller than 20 and/or reads containing two more ambiguous
bases (Ns)), we obtained 49,371,842, 48,483,950, 50,254,726 and 44,555,238 clean reads from
the endosperm tissues at 5, 10, 15 and 20 DAP, respectively (Table 1). We further mapped
these clean reads to maize reference genome sequences (ZmB73_RefGen_v2; http://www.
maizesequence.org) with Tophat2 (v2.09) software [24], allowing for two mismatches and one
indel. The proportion of mapped reads aligned to the B73 genome sequences (70.66% ~
75.26%) was comparable to those reported in other maize transcriptome studies [37]. The pro-
portion of uniquely mapped reads was greater than 95% (Table 1). Furthermore, coverage of
the reads mapped to the maize genome sequences varied across the four stages (52 Fig), indi-
cating that the transcriptome is dynamic during the early stage of maize endosperm
development.

Table 1. Statistical results for sequenced and mapped reads to the maize B73 genome.

Stage
5 DAP
10 DAP
15 DAP
20 DAP

Clean reads

49,371,842
48,483,950
50,254,726
44,555,238

doi:10.1371/journal.pone.0163814.t001

Mapped reads (%) Unique mapped (%) Multiple mapped (%)
75.18 95.95 4.05
70.66 95.27 4.73
75.26 96.02 3.98
74.92 95.29 4.71
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Dynamics of alternative splicing during maize endosperm
developmental stages

Using SpliceGrapher (v0.2.2) [26], we identified 44,973 AS events for 11,010 protein-coding
genes at four developmental stages (S3 Table). These AS events could be grouped into the fol-
lowing six categories: A3SS (6,587, 14.65%), A5SS (3,715, 8.26%), AFE (5,570, 12.39%), ALE
(2933, 6.52%), IR (13,426, 29.85%) and ES (12,742, 28.33%) (Fig 1A). Among these categories,
IR was the most prevalent AS event observed during maize endosperm development. This find-
ing is in agreement with a previous study of embryo and endosperm tissues of early developing
seedsat 9 DAP [14]. ES was also found to be a predominant AS event in our study (Fig 1A).
This result is in contrast with previous studies of A. thaliana, which have reported low levels of
ES (<5%) [38,39].

Further analysis revealed that dynamic AS events occurred during maize endosperm devel-
opment at 5, 10, 15 and 20 DAP (Figs 1B-1C and 2). We found that the numbers of the six
types of AS events differed among the four developmental stages (Fig 1B). For instance, 3,162,
3,597, 3,378 and 3,289 IR events occurred at 5, 10, 15 and 20 DAP, respectively (Fig 1B). Fur-
thermore, a large number of maize genes exhibited stage-specific AS patterns (Fig 1C). For
instance, 5,905 genes only exhibited one of the six types of AS events during one developmental
stage (Fig 2A and S4 Table). These genes were belonged to several TF families, including the
CAMTA (GRMZM2G447551), Dof (GRMZM2G456452 and GRMZM2G176063), GATA (GRM
ZM2G163200 and GRMZM2G104390), GRF (GRMZM2G096709), WOX (GRMZM2G031882
and GRMZM2G409881), and YABBY (GRMZM2G088309 and GRMZM2G529859) families, as
well as the bHLH family. GRMZM2G050933 is an example of a newly identified transcribed
gene with IR event (chromosome 7: 156667822-156668205). The mapped reads further veri-
fied this transcribed region (S3A Fig), and its developmentally regulated splicing event was
only observed at 5 DAP (Fig 2B). We also extracted all of the exon sequences, including the
retained intron sequence, and identified a novel protein domain (cyclin, C-terminal domain)
using the Pfam database (S1 Table). GRMZM2G412075is an example of a gene exhibiting the
second most frequently observed type of AS event; this gene contained a novel junction, and
this developmentally regulated splicing event was only observed at 15 DAP (54 Fig). We next
extracted the complete exon sequences, in addition to all of the complete, non-overlapping
exon sequences, and Pfam analysis showed that the protein domain belonged to the RRM_1
and poly-adenylate binding protein (PABP) families. Interestingly, the position of the protein
domain formation (Poly-adenylate binding protein, PABP) moved forward to the 5’ end in
sequence and the length of annotation decreased when the overlapping exon sequences were
removed (S1 Table). We also detected genes with A5SS or A3SS events (S5 and S6 Figs), and
some genes with AS events were selected for validation by qRT-PCR (S7 Fig). Rigorous GO
analysis revealed the functional enrichment of genes with single AS events in diverse biological
processes, such as intracellular protein transport, signal transmission, cellular carbohydrate
metabolism, cellular lipid metabolism, lipid biosynthesis, and protein modification (S5 Table
and S8A Fig). Additionally, a comparable number of maize genes (5,116) showed multiple AS
events during the four developmental stages (Fig 2C and S6 Table). A typical example is
GRMZM2G310069, a gene encoding a hypothetical protein that may regulate secondary
metabolism (the protein domain is Amidohydro_3). This gene not only presented with multi-
ple AS events at different stages but also provided a preliminary map of temporal AS events
(Fig 2D and S3B Fig). Genes with multiple AS events were also significantly enriched in many
key biological processes, including histone modification, tRNA processing, cellular amino acid
metabolism, DNA repair and intracellular transport (S7 Table and S8B Fig). These results
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Fig 1. Overview and identification of AS events during endosperm development. (A) Alternative splicing (AS) events were categorized into the six
most frequent types: alternative 3’ splicing (A3SS), alternative 5’ splicing (A5SS), alternative first exon (AFE) splicing, alternative last exon (ALE) splicing,
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intron retention (IR) and exon skipping (ES). The total number of all types of AS events and their frequencies are shown; these numbers include newly
identified and annotated AS events. (B) The bar chart presents the number of AS events detected at the four developmental stages. (C)The Venn diagrams
depict shared and unique AS events among the four developmental stages of maize endosperm.

doi:10.1371/journal.pone.0163814.9001

indicate that AS is a vital event that generates proteins with diverse functions to regulate endo-
sperm development in maize.

Dynamic changes in maize endosperm gene expression at four
developmental stages

The sequenced reads in this study were valuable for investigating gene expression in maize
endosperm during the four developmental stages. By assembling transcripts with clean reads
using Culfflinks software (v2.1.0) [29], the boundaries of 19,164 annotated maize genes could
be further extended, and 2,504 putative new genes were found to be expressed at these four
stages (S8 Table). Significant BLAST hits for a proportion of these putative new genes were
obtained in the Nr (96.34%), SwissProt (52.08%), GO (70.13%), KEGG (16.25%) and COG
(14.85%) databases (S9 Table). Among these genes, 59 appear to have roles in transcriptional
regulation (S9 Table).

To gain a global overview of gene expression during the four examined developmental
stages, gene expression abundance was estimated by calculating FPKM values (Fig 3A and S10
Table). Less than 7% of the genes were highly expressed (FPKM > 100), whereas more than
30% had FPKM values ranging from 10-100. An FPKM value of > 1 was observed for 20,777,
21,923, 21,488 and 21,648 genes expressed at 5, 10, 15 and 20 DAP, respectively, and 18,072
genes were consistently expressed at all four developmental stages (Fig 3B). Further, 14703
(50.3%) and 19714 (68.6%) expressed genes reported by Chen et al. (2014) overlapped with our
data at 10 and 20 DAP, respectively. However, 19714 (72.8%) expressed genes reported by Li
et al. (2014) overlapped with our data at 10 DAP. These differences may have resulted from the
use of different maize varieties. In our study, we used the maize hybrid Shandan 609, while
Chen et al. (2014) and Li et al. (2014) examined the maize inbred line B73, and used two differ-
ent methods to filter gene sets, which likely led to the differences in the numbers of expressed
genes. We expected that our data would be enriched for the maize endosperm transcriptome.
Furthermore, 405, 773, 766 and 643 genes with diverse biological processes, cellular compo-
nents, and molecular function annotations were specifically expressed at 5, 10, 15 and 20 DAP
(Fig 3B), respectively. For instance, genes specifically expressed at 5 DAP were mainly involved
in transferase activity and the transferring of hexosyl groups (S11 Table). In contrast, signifi-
cant enrichment for transcriptional regulation, the carbohydrate catabolic process, and the
defence response was observed among the genes specifically expressed at 10 DAP (S11 Table).
These results are in agreement with earlier reports showing that the active accumulation of
storage compounds begins at approximately 10 DAP [6,20]. Additionally, the genes specifically
expressed at 15 DAP were mainly involved in lipid and protein metabolism (S11 Table), and
those specifically expressed at 20 DAP were closely related to transcriptional regulation and
carbohydrate and lipid metabolic processes (S11 Table).

To further identify dynamic changes in gene expression during early maize endosperm
development, we carried out hierarchical clustering analysis of genes that were differentially
expressed among the different development stages. Genes with no less than a two-fold change
(log, ratio value of >1 or < —1) and FDR of < 0.01 were considered differentially expressed.
We identified 7,633 DEGs among the different developmental stages using EBSeq [30] (Table 2
and S12 Table), and then grouped them into fifteen clusters (TL-1 —-TL-15) based on the CH
index [34] (Fig 4 and S13 Table). The DEGs in TL-2, TL-5, TL-6, TL-7, TL-9, TL-12 and TL-13
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Fig 2. Discovery of a single AS event or multiple AS events in maize endosperm genes. (A) The heat map shows the dynamic changes in 5,905 genes
with a single AS event during endosperm development, and the scale bar indicates whether an event occurred (red: event occurrence; yellow: no event
occurrence). (B) An example of a single AS event occurring in a newly identified transcribed region (chromosome 7: 129960922-129965733); this
developmentally regulated splicing event was only observed at 15 DAP. (C) Dynamic variation in multiple AS events in 5,116 genes is indicated at several
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developmental stages (the scale bar is defined in A). (D) An example of multiple AS events in GRMZM2G0518686, indicating the diversity of newly identified
transcribed regions (chromosome 10: 130393296—130404103) and the various developmentally regulated splicing events that occur at this locus during
different developmental stages.

doi:10.1371/journal.pone.0163814.9002

showed a single transition point at 10 or 15 DAP. In contrast, the DEGs in TL-1, TL-3, TL-8,
and TL-11 exhibited two transition points at both 10 and 15 DAP. qRT-PCR analysis of 15
genes, including 13 TF and 2 zein genes, was performed to further confirm the dynamics of dif-
ferential gene expression (Fig 5 and S2 Table). The qRT-PCR results revealed similar expres-
sion trends compared with the RNA-seq results. Additionally, the DEGs in the A, D, E, H, 1],
K, L and O clusters identified in qRT-PCR showed a single transition point at 15 DAP, whereas
those in the B, C, F, G, M and N clusters showed two transition points at both 10 and 15 DAP.
(Fig 5). These results facilitate the identification of co-expressed gene sets associated with regu-
latory nodes that are involved in the temporal control of maize endosperm development.
Stringent GO enrichment analysis of the DEGs in these clusters revealed that those in TL-
2, TL-6, TL-7, TL-10, TL-13 and TL-15 predominantly participated in the response to mono-
carboxylic acid metabolic process, defense response and lipid metabolic process, glucan bio-
synthetic process and cellular carbohydrate biosynthesis, translation, oligopeptide transport,
and cellular nitrogen compound metabolic process, respectively (Table 3 and S14 Table).
Additionally, some DEGs exhibited similar expression patterns and thus may be involved in
the same biological process, for example, a fraction of the TL-1 and TL-8 DEGs exhibited a
down-up-down expression pattern at three transition points and were enriched for transla-
tion and nucleosome assembly (Table 3 and S14 Table). As the previous study, histone family
genes have been shown to be crucial for the packaging of DNA and cell cycle regulation [40].
Compared with other clusters, the DEGs in TL-3, TL-4, TL-5, TL-9, TL-11.TL-12 and TL-14
were not significantly enriched in a specific GO biological process, while they were signifi-
cantly enriched in diverse molecular functions: TL-4 (three-step: down-up-up) was enriched
in 2 iron, 2 sulphur cluster binding; TL-5 (three-step: down-down-up) was enriched in mac-
romolecular complex; TL-9 (three-step: up-down-down) was enriched in catalytic activity;

(A) (B)
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25000 =>100
20000 m10-100

m5-10
15000 m1-5

0-1
10000 (N %)
5000
0 1 A i i i

I ) ) 1
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Fig 3. Analysis of global gene expression based on FPKM values among different endosperm developmental stages. (A) Distribution of the
transcripts at five expression levels based on the FPKM values are shown, and the expression values from 10 to 100 correspond with the most highly
represented transcripts at the four developmental stages. The vertical axis represents the number of transcripts; and ‘N’ is the percentage of transcripts
expressed at the corresponding level. (B) A total of 25,186 genes (FPKM value > 1) were expressed during the four stages. Genes with shared and specific
expression were detected during these stages.

doi:10.1371/journal.pone.0163814.9g003

PLOS ONE | DOI:10.1371/journal.pone.0163814 October 3, 2016 10/22



©'PLOS | one

Dynamics of Endosperm Development

Table 2. Differentially expressed genes among four endosperm developmental stages in maize.

Comparison
5 DAP vs 10 DAP
5 DAP vs 15 DAP
5 DAP vs 20 DAP
10 DAP vs 15 DAP
10 DAP vs 20 DAP
15 DAP vs 20 DAP

doi:10.1371/journal.pone.0163814.t002

DEG number
2803
3402
3490
3566
2938
2802

Up-regulated
1679 (59.9%)
1956 (57.5%)
2255 (64.6%)
1676 (47.0%)
1454 (49.5%)
1716 (61.2%)

Down-regulated

1124 (40.1%)
1446 (42.5%)
1235 (35.4%)
1890 (53.0%)
1484 (50.5%)
1086 (38.8%)

No.
D10_5
D15_5
D20_5

D15_10
D20_10
D20_15

TL-12 (three-step: up-up-down) was enriched in monooxygenase activity; TL-14 (three-step:
up-up-up) was enriched in serine-type endopeptidase activity; while TL-3 and TL-11 (three-
step: up-down-up) was especially enriched in nutrient reservoir activity, which occurs pri-
marily in the starchy endosperm [6] (S14 Table). The largest proportion of up-regulated

genes was identified in the comparison between 5 and 20 DAP, whereas the largest propor-

tion of down-regulated genes was detected in the comparisons between 10 and 15 DAP and
between 10 and 20 DAP (Fig 6A). These results indicate that the gene expression patterns
change dramatically during maize endosperm development from 5-20 DAP.
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Fig 4. Expression patterns of DEGs in developing maize endosperm. Fifteen expression patterns were characterized by the fluctuating expression of

gene sets at 5, 10, 15 and 20 DAP. The DEG sets showed different tends of transition from down- to up-regulated states or from up- to down-regulated
states over the developmental stages (TL-14 and 15). The up- and down-regulated gene sets are staggered or are depicted consecutively over the
developmental stages of maize endosperm. The scaled expression levels of the DEGs are provided on the y-axis, the developmental stages are shown on

the x-axis, the coloured lines represent the individual gene expression clusters, and the trend in expression of each gene set is depicted as a black line. ‘n’

represents the number of DEGs.

doi:10.1371/journal.pone.0163814.9004
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Fig 5. Expression pattern analysis of 13 TF and 2 zein genes by qRT-PCR and RNA-seq. The y- axis shows the mRNA levels. The scale on the right
indicates gene expression level based on RNA-Seq. The scale on the left shows relative gene expression levels based on gRT-PCR. The x-axis indicates
the day of endosperm sampling after pollination. The letters correspond to the genes. The blue lines correspond with RNA-seq; and the gold lines
correspond with gRT-PCR.

doi:10.1371/journal.pone.0163814.9005

Dynamic expression of TFs during maize endosperm development

A total of 1,945 maize TFs were found to be expressed in at least one of the four developmental
stages (S15 Table); of them, 473 TFs were differentially expressed (S16 Table). Furthermore,
more than 100 TFs were found to be differentially expressed in each of the six comparisons (Fig
6B). The most highly differentially expressed genes were members of the bZIP family. A repre-
sentative example is OPAQUE2 (02; GRMZM2G015534), a bZIP TF with FPKM values of
333.47,210.00, 82.90 and 357.73 at 5, 10, 15 and 20 DAP, respectively. The expression pattern of
02 was consistent with that observed in the qRT-PCR validation experiments. O2 plays an
important role in the regulation of seed carbon and nitrogen metabolism and activates o- and -
prolamin genes in the synthesis of storage proteins during endosperm development [41-44].
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Table 3. Functional category enrichment analysis of genes in fifteen major clusters.

Cluster GO_acc GO Term Query Background p-value FDR
ltem/total ltem/total
TL-1 GO0:0006412 translation 77/324 1071/25,288 2.50E-34 1.80E-31
G0:0034645 cellular macromolecule biosynthesis 113/324 3777/25,288 9.50E-19 2.40E-16
G0:0006334 nucleosome assembly 20/324 206/25,288 1.20E-11 7.70E-10
TL-2 G0:0032787 monocarboxylic acid metabolic process 11/324 188/25,288 4.30E-05 2.60E-02
TL-3 G0:0045735 nutrient reservoir activity 10/313 118/25,288 4.10E-06 1.30E-03
TL-4 G0:0051537 2 iron, 2 sulfur cluster binding 5/136 40/25,288 4.20E-06 7.80E-04
TL-5 G0:0032991 macromolecular complex 13/74 2352/25,288 1.90E-02 1.00E+00
TL-6 G0:0006952 defense response 10/534 82/25,288 2.10E-05 1.50E-02
G0:0006629 lipid metabolic process 32/534 674/25,288 3.30E-05 1.50E-02
TL-7 G0:0009250 glucan biosynthetic process 8/196 88/25,288 7.90E-07 2.00E-04
G0:0034637 cellular carbohydrate biosynthesis 10/196 168/25,288 1.30E-06 2.00E-04
TL-8 GO0:0006412 translation 78/326 1071/25,288 6.00E-35 4.30E-32
G0:0006333 chromatin assembly or disassembly 27/326 244/25,288 1.70E-16 3.20E-14
G0:0006334 nucleosome assembly 25/326 206/25,288 3.20E-16 3.20E-14
TL-9 GO0:0003824 catalytic activity 122/205 11249/25,288 1.20E-05 3.30E-03
TL-10 GO0:0006412 translation 27/268 1071/25,288 3.90E-05 1.40E-02
TL-11 G0:0045735 nutrient reservoir activity 12/407 118/25,288 1.10E-06 5.20E-04
TL-12 G0:0004497 monooxygenase activity 11/213 429/25,288 1.30E-03 4.20E-01
TL-13 G0:0006857 oligopeptide transport 5/210 65/25,288 2.80E-04 9.00E-02
TL-14 G0:0004252 serine-type endopeptidase activity 7/182 213/25,288 1.10E-03 3.90E-01
TL-15 G0:0034641 cellular nitrogen compound metabolic 11/139 373/25,288 9.00E-06 3.30E-03

doi:10.1371/journal.pone.0163814.t003
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Fig 6. Distributions of the numbers of DEGs and DETFs. (A) Identification of the dynamic distribution of DEGs (fold change (FC) > 2 (for up-regulation)
or FC < 0.5 (for down-regulation)) in developing endosperm via comparison of two stages; the red colour represents up-regulation, and green represents
down-regulation. The scale bar depicts the percentages of DEGs in both directions (up and down). (B) A semi-matrix showing the dynamic changes in the
DETFs, as determined by pair-wise comparisons of their expression at different developmental stages.

doi:10.1371/journal.pone.0163814.9006
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The DETFs were distributed among 50 TF families; of them, 40% (20/50) contained DETFs
in each cluster (Fig 7A). In contrast, 60% (30/50) of the TF families included relatively fewer
DETFs, with most exhibiting either up- or down-regulation at specific stages of endosperm
development (Fig 7A).

The dynamic expression of DETFs was demonstrated by hierarchical clustering analysis
(Fig 7B). A total of 473 DETFs could be grouped into 12 clusters; of these DETFs, 39 (R2, R5,
R7-9 and R11), 44 (R1-5), 40 (R1, R6-7 and R12) and 44 (R1, R4-5, R8 and R10-12) were highly
expressed specificallyat 5, 10, 15 and 20 DAP, respectively (Fig 7B and S17 Table). GO enrich-
ment analysis showed that the DETFs that were highly expressed at 5 DAP were mainly
involved in binding processes, such as water, ice, zinc ion, protein, cation, ion, metal ion and
transition metal ion binding, as well as nucleus and ligand-dependent nuclear receptor activity
(S18 Table). Specifically, TFs in the C3H, FARI, GATA, GeBP and ZF-HD families are key reg-
ulators of the above biological processes. The DETFs at 10 DAP were involved in various
immune responses, signalling, binding and lumen development, as well as other biological
functions (S18 Table). In particular, Dof, E2F/DP, GATA, GRF, SRS, WOX and ZF-HD family
members have important roles in regulating the above functions, and the functions of some of

(A) (B)
D10_5 D15_5 D20_5 D15_10D20_10D20_15
[ N B (e =/

5DAP 10 DAP 15DAP 20 DAP

15

10

1 4 | F
2 3 & 2 4 NF-YA
Fig 7. Enrichment and expression analysis of DETFs during maize endosperm development. (A) Pair-wise comparisons identified the dynamic
distribution of the numbers of DETFs from 50 TF families. The scale bar represents the number of DETFs. (B) Heat map of DETFs identified at the time point

of their peak expression based on normalised FPKM values. Twelve modules are classified according to normalised FPKM values of more than 0.5. The
scale bar shows the normalised FPKM values.

doi:10.1371/journal.pone.0163814.9007
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these TFs have been reported in previous studies [14,45-46]. In addition, the GRF members
differentially expressed at 10 DAP are mainly involved in the regulation of nucleotide binding
in the endosperm. To a certain extent, many biological processes overlapped at 15 and 10 DAP,
but the different DETFs at 15 DAP showed significant enrichment for protein metabolic pro-
cesses and cytoplasmic localisation. These biological processes were found to involve several
DETF families, such as CAMTA, Dof, GeBP, MIKC/M-type, M-type, SRS and WOX (S18
Table), and DETFs exhibiting high expression in the R6 cluster were also identified at specific
stages. Although the biological functions regulated by the DETFs at 20 DAP were similar to
those regulated at the other stages, many of the DETFs at 20 DAP were involved in the
responses to various stimuli, binding, and formation of the lumen and were components of
organelles, the membrane, and the nucleoplasm in contrast with those at 15 DAP (S18 Table).
DETFs in the BBR-BPC, CO-like, E2F/DP and ZF-HD families showed the greatest contribution
to these biological processes, whereas those in R10 were specifically observed at 20 DAP.

Opverall, these results indicate that members of these 50 TF families either play important
roles in regulating the entire developmental process or act as regulatory nodes to control endo-
sperm development at specific times.

Discussion

In the present study, we performed high-throughput transcriptome sequencing to study the
transcriptome dynamics during maize endosperm development from 5 to 20 DAP. These find-
ings further enrich the existing research literature.

First, analysis of the RNA-seq data resulted in the identification of 44,973 AS events in
11,010 protein-coding genes. ES was found to be a predominant AS event in maize endosperm
development (Fig 1A), in contrast with the reported findings of a low level of ES (<5%) in Ara-
bidopsis thaliana [38-39]. Further, unlike previous studies of AS events [12-18], dynamic AS
events were observed in the present study (Figs 1C and 2). These AS events were not only
stage-specific but also underwent dynamic changes, and the biological diversity of gene func-
tion was affected by single and multiple AS events. As exemplified in GRMZM2G050933 and
GRMZM2G310069, to a certain extent, AS events resulted in the addition or removal of protein
domains, as well as the rearrangement of sequences, allowing for the comprehensive examina-
tion of the biological diversity of gene function. GO enrichment analysis revealed that although
the biological functions of genes with single or multiple AS events differed, these genes partici-
pated in developmentally related pathways (S5 and S7 Tables). Thus, the AS data represent a
valuable resource for identification of candidate genes involved in endosperm development,
especially because approximately 40% of maize genes have not yet been functionally annotated
in the Ensembl Plant database (http://plants.ensembl.org/). A representative candidate is the
uncharacterized gene GRMZM2G310069, which exhibited a different AS type in each of the
four developmental stages (Fig 2D). The above results and previous studies suggest that AS
plays an important role in the transition between developmental stages during endosperm
development.

Second, differential expression analysis indicated that the gene expression programmes
changed dramatically during maize endosperm development between 5 and 20 DAP. A total of
7,633 DEGs in fifteen clusters were identified through pair-wise comparisons between each of
the four developmental stages (Fig 4). DEGs in 73.33% (11/15) of the clusters exhibited transi-
tion points at 10 and/or 15 DAP, and these points were confirmed by qRT-PCR (Fig 5 and S2
Table). These findings demonstrate the importance of these two time points during maize
endosperm development. This observation is supported by the results of previous studies
showing that at approximately 10 DAP, endosperm cells asynchronously and gradually switch
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to an endoreduplication cell cycle, with notable accumulation of spherosomes and protein bod-
ies, and the cytoplasm becomes dense, rapidly filling the seed cavity, resulting in a change in
cell shape [7,11]. Several important developmental changes, such as storage protein and starch
accumulation and an abrupt increase in the JAA concentration, begin at approximately 10
DAP [47]. In addition, many significant metabolic changes, including changes in cyclin pro-
teins activity, starch accumulation and GA signalling pathway activity, occur at 15 DAP
[11,22,48].

A detailed investigation of the expression patterns of the DEGs was performed to elucidate
the differences in biological functions within and among of 15 AS gene sets. In contrast with
previous studies [6,49], trend analysis performed here allowed for determination of the expres-
sion trends of various functional gene sets, including zein genes, which account for 70% of
corn endosperm proteins and affect the translucency of the mature kernel [50,51]. In addition,
“up-and-down” oscillating expression patterns were identified in zein gene subfamilies. Almost
all of the DEGs among 19-kD a-zein, 22-kD a-zein, 15-kD [(-zein, 16-kD, 27-kD y-zein and
50-kD y-zein exhibited “up-down-up” oscillating expression patterns in the TL-2, -3, -9, -11
and -13 clusters; these findings are consistent with those of a previous study [49]. These oscil-
lating expression patterns were also confirmed by qRT-PCR for 22-kD a-zein (GRMZM2G3
97687) and 27-kD y-zein (GRMZM2G138727) (Fig 5 and S2 Table). Nevertheless, two 19-kD
o-zein genes (GRMZM2G053120 and GRMZM2G404459) in TL-10 and an 18-kD J-zein
(GRMZM2G100018) gene in TL-7 exhibited “down-up-down” and “down-down-up” oscillat-
ing expression patterns. The oscillating expression patterns of these zein genes are likely related
to their positional expression in maize endosperm. For example, 19-kD a-zein and 22-kD
a-zein are expressed in a narrow vertical strip on the adgerminal side of the endosperm at 10
DAP. By 15 DAP, 22-kD a-zeins transcripts are detectable in most regions; conversely, 10-kD
o-zeins transcripts are only observed on the adgerminal and abgerminal sides of the endosperm,
and 19-kD Bla-zein transcripts are enriched in peripheral, central and starchy endosperm cells.
At 20 DAP, 19-kD Bla-zein transcripts are present in most regions, 22-kD a-zein transcripts
are enriched in the peripheral regions of the endosperm, and 15-kD f-zein transcripts are
enriched in the border region of the abgerminal side of the endosperm [52]. Obviously, further
investigation of the expression patterns of DEGs is necessary to delineate the mechanisms that
control gene expression programmes during maize endosperm development.

Finally, the differential regulation of TFs occurred during endosperm development. A total
of 473 DETFs from 50 families were identified during the four developmental stages of maize
endosperm (Fig 6B and S16 Table), most of which have been identified to be involved in the
regulation of plant development (S9 Fig). A representative example, a bZIP TF termed
OPAQUE2 (02; GRMZM2G015534), was expressed at a high level and exhibited a consistent
expression pattern between RNA-seq and qRT-PCR results in our study (Fig 5 and S2 Table).
Previous reports have also shown that O2 mainly participates in the regulation of carbon and
nitrogen metabolism and activates the o- and B-prolamin genes in the synthesis of storage pro-
teins during endosperm development [41-44]. Furthermore, the present study revealed that
WRKY family members were involved mainly in the physiological programmes of senescence,
pathogen defence and phytohormone signalling. These results are in agreement with previous
reports showing that WRKY family members play roles in plant immunity and plant senes-
cence, as well as salicylic acid- and abscisic acid-mediated plant defence and abiotic stress toler-
ance [53,54]. Although the differentially expressed members of the ARR-B, GeBP and ARF
families were expressed at relatively low levels, these TFs are involved in hormone signalling,
including cytokinin signalling (ARR-B and GeBP) and auxin signalling (ARF). Moreover, some
of the changes in the biological functions of these DETF family members were specific to only
one of the four stages of endosperm development (Fig 7A). Fig 7B shows the results of
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complete analysis of the DETF expression patterns, with the highly expressed DETFs depicted
according to the specific developmental stages. Further functional analysis revealed the poten-
tial regulatory roles of several DETFs in the transition between developmental stages (518
Table). These findings may facilitate the generation of a stage-specific regulatory network and
delineation of the regulatory mechanisms involved in maize endosperm development.

Supporting Information

S1 Fig. Typical morphologies of maize kernel and endosperm at four days after pollination
(DAP).
(TIF)

S2 Fig. Read coverage for the four time points studied. A, B, C and D show reads mapped to
maize reference genome sequences at 5, 10, 15 and 20 DAP, respectively. The boxes in red
depict the differing coverage of the reads mapped to the maize genome sequences across the
four stages.

(TIF)

S3 Fig. Reads mapped to the reference gene model. A, an example illustrating reads mapped
to the gene (GRMZM2G050933) model, with a single AS event observed at 5 DAP. B, an exam-
ple showing reads mapped to a gene (GRMZM2G310069) model, with multiple AS events
observed at 10 DAP. The different colours represent different bases, and the coloured areas
indicate the regions in which AS events occurred. Corresponding to Fig 2B and 2D.

(TIF)

S4 Fig. Exon skipping (ES) identification. A and B, an example illustrating a newly identified
transcribed regions, GRMZM2G412075, showing reads mapped to the gene model, with a sin-
gle AS event observed at 15 DAP. The different colours represent different bases, and the col-
oured areas indicate the regions in which ES occurred.

(TIF)

S5 Fig. Alternative 5 splice site (Alt.5’) identification. A and B, an example illustrating
newly identified transcribed regions of GRMZM2G036619, showing reads mapped to the gene
model, with a single AS event observed at 5 DAP. The different colours represent different
bases, and the coloured areas are regions with an A5SS.

(TIF)

S6 Fig. Alternative 3’ splice site (A3SS) identification. A and B, an example illustrating newly
identified transcribed regions of GRMZM2G053588, showing reads mapped to the gene model,
with a single AS event observed at 5 DAP. The different colours represent different bases, and
the coloured areas are regions with an A3SS.

(TIF)

S7 Fig. Validation of alternative splicing events by RT-PCR. The capital letters indicate
types of AS events. Correspondingto S1 Table.
(TIF)

S8 Fig. Gene Ontology (GO) enrichment analysis of genes with AS events in maize endo-
sperm. A, Enrichment of biological process-related GO terms of genes with a single AS event.
B, Enrichment of biological process-related GO terms of genes with multiple AS events.

(TIF)

S9 Fig. Gene Ontology (GO) enrichment analysis of differentially expressed transcription
factors (DETFs). Enrichment of biological process-related GO terms of DETFs from four
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developmental stages of maize endosperm.

(TIF)
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Primer pair sequences and domain information for genes with an AS event.

qRT-PCR analysis of 15 genes.

Alternative splicing (AS) types of genes.

Single alternative splicing (AS) events in genes.

GO annotation of genes with a single alternative splicing (AS) event.

Multiple alternative splicing (AS) events in genes.

GO annotation of genes with multiple alternative splicing (AS) events.

Cufflinks analysis of putative genes.

Functional annotation of putative genes.

. Gene expression at four developmental stages.

GO annotation of genes differentially expressed at specific stages.

Differentially expressed genes.

Differentially expressed gene clustering.

GO annotation of differentially expressed gene clusters.

Transcription factor (TF) expression at four developmental stages.

Differentially expressed transcription factors (DETFs).

Clustering of differentially expressed transcription factors (DETFs).

. GO annotation of differentially expressed transcription factors (DETFs) at a
age.
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5. 2.3 Bt AN B BB B G, EESINE RRRtEH &, If
R o 2 4510 T T BT A A BB b AT W AR S AU B

b. 2. 4 Wit N & [RIFL e I PRAC AT ot SRk S S, AR H T 4a it T
F, RBRARTEAIM TRAIET R ZE SOREM, BARE, ALBf
FACT A] A S IR T3 SE

6 FBHRE

6.1 {EERIBTHIE, ZTHEANZERL EEWRERE, wit ARITEit
THER), AREFRFEACHRIES; CHFBBITTIER, ZFEANRIE R
ANCEMRSERR TIER, Coemitis], X5t iz bl s st 9.

6.2 RFEANNALAEFE 4 HHE RSN [a] a8t A SO st 2%,
BHEMSAT—R, NG 7 —HEEEZ) &, @i 60 XL
ER, SO AAREERIT T BRI, FBEEmEEA.

6.3 Wi AXFBITHBER K S B B IR B 1R T ST B slieb 7E

6.4 HTBOHEMESREE, TR TEHAGRSE 4 FME BT3B
VO S RIAEATIT 18R], BB IR —R, SARCZI H RO T ST 22—

7 HAthehE

7.1 BFARTAEREE & FCEBATR, X7 R U # R .

7.2 AE FERITERES LRSI, BT SBEANDERR, AN
(3% FHIEE (2) P Uik or.

(1D ]R3 _ [ HEEREHE;

(2) KIEFZRFEAFTEN A RIEBEE T

6



1.3 FERGE: AeRIH/\fr, EARG, BIAENE, BEASRER
W ASPAEA{y, ZFCANEIAN Gy, St ANREIA P, ERIARE
TR

1.4 FERENTTHT B FER-

1.5 A EFRRFHE, XTABTHAER, HRER LN HRE
AR, e, SWAEE, WAKREGRARTES, SHERAARSHERY

EF'/ (BTN
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ko

1)

illf

AHFRIRARGB/T 1. 1-200945 H #4222,

AR e ROARHEL T AR B A SR HFIH D .

AT AAL: ABRMBHEE R IR P2 bR AR ST AR 55 o

AMBEEEREN: X . HRA, FHE, INER. KB, B . BEE. T B 8B,
PN F

AINFEE R RAG .
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AR 979 IN-FARMARMAEE = HIFRAMIE

1 SEE

AIEHE T /N2~ TRPUX FEARITIN AR B = AR OARTE S S P ibah sy, Jhnndes . 4%
iy AR, PRI

APAREH T B X P RITO N m =t . Bk h X, I E X FRIEEEX
Mk E R TaEE ] S5 AT

2 FEts At

FIUSCAERS T A SO R L AR AN AT A o R H IR S RIS, (Ui B 3R AR A& T 43
fre NERAEBEHMGI XM, HEHEA (OIHE NS &R TAXHE.

GB 4285-1989 RZG%4{EHinu

GB 4404. 1-2008 FREEWHFT F1Es: KEFE

GB/T 17320 -2013 /N2 &b &5 43 26

NY/T 496-2010 AEAL & 2045 A 0 00

NY/T 851-2004 /NEF=HIIRIEHAF M

NY/T 1276-2007 RAZAFEHTEE S0

3 RIFESEX

FEIARTE R SGER T AT
3.1

s

T8/ E MR ACB/T 17320 2013 EME M /NEER:. HEARSE (FE) =14. 0 %, ®HE
HEE (14 %KSE) 230.5 %, WKE=60 %. FaErtE=10.0 min, BAH MR E. U. (S
H(EH) =450, FHEEFH=100 m'.

3.2

s
e E550 keg/66Tm'~650 kg/667m’.

4 FEHIAE

PE AR 979 /)N 2 AR 1o = B 7 MR Sk BRI FF NY/T 851-2004/) 32 = IR 845 AR 4% .
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5 FERIEE
51 EABHER

5.1.1 HREIEHMAIL HFRE, W TEGE. ARFHEE, MEH YL 3 n'/667n ~5 m'/667m’ LA
. HEEUE (A% 8 kg/66Tm’ ~10 kg/667m", BEAE (FLEAL %) 6 kg/667m ~10 kg/667m , F#HE (4
RE) 5 kg/667 m'~8 kg/667m .

5.1.2 AHUIE. BEAE. SPARCERAE, AUEHEMMIA . 8 550 keg/667m ~650 kg/667Tm M1FZH, %
AE 50 %ERCAEALHbES J N, 50 %fFiBAE, M 30 %ERTTH, 20 %{EZTRALETE.

5.1.3 flAREBEEALRLAT, ZIHRICE R S8, FRES B L LY E . EHE AR, il 5. 1.1
HUE AL, BRAE. HIEMEHERE, FmEHaRs SENERE, MMEEREE.

5.2 MTEE
5.2.1 MRER
FFEGB 4404. 1-2008 RFFFIRARAITTRITINEF T
5.2.2 MTaE
5.2.2.1 IERIIER

R ANEM T LS cn~T7 cn/EE, B d~2 d, 81 h~2 h8iE K. EERATEKIEH,
Btk BARFIGTEEREEER, DR RGR T, BIERATFE.

5.2.2.2 MFEK

PP AT & A G AR T EIFIEY . NPT BAGIRRSE. % s A 57 58 A L
FFEGB 4285FINY/T 1276-2007HIRIE . KNS WIFHRA. 1.

5.2.2.3 #Fh

HRE A 7 78 3K 4% T 51 05 i«

a) LU IRIER. ZEEHAZER: H6 %rRMEEER 10 nL 0K 0.4 kg~0.5 ke,
PeFf 25 kg~30 kg; BR{EA] 2.5 %IRERE. 203 %KM MR F RO SR BB RCHI%
1: 500 (Z5: F) #Fh. BRFIEMHERHS LR A 1.

b) /NELME: H 12.5 %EIEEME S IFFAG 20 oL 0K 100 oL KFEEF 10 ke BAIA
2.5 YHIvE T B RIEFPAGH] 20 mL 0 3 % AOZREEE R EAMEEIZE A 40 mL, Hn7K 60 mL kbR
10 kg HMFRIERSIEA 1.

c) MFESR: M3 %HIERBIERA 2 ke/66Tn'~3 ke/66Tm’, BHHibHM; 2850 % HIFHBE
FL3 15 mL/667m’ ~20 mL/667m’ M7k 600 mL~800 mL F&Fh 10 keg. HFPFIAIMEHS RIFFEA. 1.

d) . RAESE, FHERRRFMRAEREEMEER.

5.3 Eih
5.3.1 TiEAIE

3R R AR R MR, WIS %6 R RBESURLEN2. 5 % i) R HIBERTRL2 ke/66Tn’~3 ke/667n’
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5.3.2 i
TOKFEFIEH Ak, MARMBER, BHR25 enZid, FOBESE, sUHERMILIFIAS0 cnZf,
FFRIRIK, FNHERRES ke/66Tm’, MLEFEFEAR.
6 &R

6.1 EEASHES

Wi 7T X e B e i @ RE 10 5 H ~15H, %88 kg/66Tm ~10 kg/667m’; =hoh g%
HOEEAI0H L0~ 120 4%, #HE10 ke/66Tm ~12 kg/667n’. TEIEIEHILUGIEFRY, FHEE K, 3
Fh-E R8N0, 25 kg/667m°s FEFRIEES cm~5 cme.

6.2 IBFh

KRB MILIEF, FIR3 em~5 cm. B-HBRFHETIHEEMN (18 cn~20 cm), ST
(24 cmx16 cm), BERHTEEIEF G XA (TEHES om THEI2 em): PIEFZHFH20 em~23 emE4THE
HHEF.

7 HigEHE

7.1 FUHAEE
7.1.1 ZFEE
7.1.1.1 EEAH
H G R AT, SR T 2R T Y BT — IR0 R R R R TR A 2R S AN
7.1.1.2 HERE

NAFTR~12H L8 B FSRE CUERNLERE.

a) WEMZRE H 75 %HITEEE 0.001 kg/667m’, BR 15 % MIMEREEE 0.01 ke/667m’, K 30 kg
W% ELA 5.8 UMIBMRMEERIER 10 nL/667n, B 20 % HEAME Z WA 50
mL/667m ~60 mL /667m’, 57K 30 kg W% . BRELFUMIFNIER B X R B I A. 2.

b) BFrARE F3 % PE_EILM 30 nl/667n’, K 30 ke WIE, FHE., BEERERA
FIREEH 6.9 %REMRE R KA 60 nl/667Tm'~70 mL/667n T 10 #BMRE R I 30
mL/667m~40 mL/667m’, 57K 30 kg W% . BRELAUAIFHKEPIAKN RS NI A. 2.

7.1.2 BEEME
7.1.2.1 JKIBEIE
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TEFEAM . EHHER, LBSAE, LRIMARE, THNEENER, NEH TSRS C~
5 CRE ELS I ER R HE, 28R LA KETES0 %A, BEKA0 n'/667m'~50 m'/667m . BEAKJE K
Q. NEEAE S AT O B S A B KR T ke/66Tm ~ 12 ke/66Tm' FREE . HE, FERTHILABEER
B, PRV AR WA EE. B WM el b, I BRI, S TK
RS ke/66Tm'~10 kg/667m'. HEEAEM, K1 LLEEEERIENLHE.

7.1.2.2 TRfFEIEE
FESETRRRAT BTk, —HREGE, LA R KE ik b ARk e AL S e i 4 .
7.1.2.3 FapGEIML

R EAREIT 100 J3A/66Tm ZE M, KRB P B HE, BRI EEESA 1H~3A10
FBARG, b b SA AR 7E2 H 25 H ~3 A5 H LLAT, FI15 % H0% RO AT HEHI30 &/66Tn’ ~508/667m"
#7K50 kgMWEi, WHTR S ROIERR T REEL CAL. MRERMAS: BRHT cm~10 cmbf
Rz

7.2 ., FHAEE
7.2.1 fRHBEEMRE
7.2.1.1 BEHI-HTEER

EREFREMEN, EAPRANESRR. ERFHR. SO AR F SR 2T gk .

a) SO ZEEH: F12.5 %HGERETTIE N 0. 03 ke/667m, N 50 % I B R Al {E
7 0. 08 kg, 57K 30 kg~45 kg, FHEZEEEMIE .

b) . EF: 15 %E=MEERTE R 0. 08 kg/667m ~0. 1 kg/667m, B 12.5 % {1k
MRS TR RN A 0. 03 keg/667m’, K 45 kg~60 kg W% .

c) AT HOUATIERAT 600 k/m i, FH 15 %AOMERER I 1500~2000 {EBHi%, 8L 1.8 %
] 45 3% 6000 f IS % .«

d)  BFd: ROAFEH 5 ke, 50 %P R @R 0. 01 ke/667m’ 57K 30 ke~40 ke M
%. SR A 3.

7.2.1.2 3hfERE-pRAREA

- AR DA SR, BRI EEERA. B, rR . B R .

a) FEMR ANEFEAM 50 %L ERTIEMFN 0.08 ke/667n, B 40% HIZ H R BRI 0. 1
kg, %25 %HIBUAEEEEIEA 100 mL/667n°, 5K 40 kg~60 kg, XFEMHLIWIE.

b) B, B HRER: B 12.5 %M0MmmEEE AR R 0. 03 ke/667m'~0. 05 kg/667m’, BX
25 %HIFAFRME 30 mL/667m’, 7K 30 kg~40 kg HISIWI%F.

¢) . dOISEEEBIE 5 Skat, Al 10 % Nt kRl 0. 02 ke/667m’, ER 50 % HIHT
5F 5 T3 M RR A 0. 01 ke/667m’, BR 3 % fnE Dk TE MM 0. 03 ke/667m~0. 04 kg/667m’,
57K 30 kg~50 kg % .
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7.2.2 REMEE

BUEHET d~10d, &6 “—m=5” FHRERE — S4500 g/667Tm" + JRZ0. 5 kg/667Tm~1 ke/667n",
K30 kg~50 kg TIMTHE. BhYETH S WA, 3.

7.2.3 kHEHE

MR, BHELHAAN S KERT0 %, MIEFERKS, LHE. M5 d2 K
HIEEIK,

8 Wk5iEE

RIFERERARI, KR, B, BRIE. AW, Sf.
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M & A
(BRI MESR)
R 979 NERBEE AL

A TRERERAN R B MR TR

RA 1 BEART R R AR

FLEE: mL/10 kefp-+T

Briaat R 5B 2

€] 12.5 %REVERRK FS. 2.5 WG FS. 3 %ASHE IR FS
LoiH . WRIEHT. ZEREM. R 6 %ILMEE FS, 2.5 %M PME FS. 3 %IRHEFIERME FS

HATF & 3 %EHREEURR . 60 %Wtk FS. 50 % TSPl BC

A2 EEFANRRAFFREFIFAE

FEPIE N R A FERERIFHES WRA. 2.
TRA. 2 PIANRRAFRE R

M B/

Bt & % Biantil | BvetahR | wotEer
PBIRGE . e, B, W RUNER. IRRREE. XURERSRREITA. SN

S AN L B T 4L Z, B L

Ui, BN, HEMSY  RBMRR, R SR (Mg

T gk RS, Hekifg) i, mEm 30 | nrEmnE
_— : ML, RSN, RHID, W
AR ﬁﬁﬁiﬁﬁﬁ%ﬁm\mH@QKE%ij

A.3 FREHERANRE R B

P EREX R E LS IERA. 3.
WA 3 RAEPGARANRKEER AR

DIRCRIE SRS B I 3 R ELAY

Lrkb. A 12.5 WFREREEIRMER . 50 %% R AT

; Wk 5%
. e RF P ER |
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TA 4 RAIHAFHRPGETRRERHH @)

Biat & 7% BT B e e bR
B, BB | 15 S=MEEARMAR R, R CGREFD AREA 5 %~10 REORTETEHE 15
MR | AL 12,5 WEMEREETE R Bl -
— o s H il'l'x-‘\i LT 6 2 ] )
4Tk 15 WBERRILI. 1.8 WPTHAZ e AEPTBANEL s 2
85 1 50 %8B T VA 7 oV A B4 5 Sk L
- 50%% P R AR AL, 40 %2 R B ML, ENW RS, hEFA
T | oswEum E e R R W25 T
Wiy, 10 %Atk Uk AT S0 R0, 50 Ao BT i
WIS FT 4% 100 3L, 50 5 25 500 2
it B s | OB e -
SR PRSI DRI i
= i e 4 600 S
ik T BT 600 Sk /m
W L 0 S B 53 | RO | e e i1 EHE B (10 emX 10 emX 20 cm) 5
: AL Sk, 10 BN 10 3k F s
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[l

Hil

AFARMRAECB/T 1. 1-200945 th o Fn Mj#e &,

A HNFE G AR B R ZT R SR FFH .

AR T AL FACRMEE K ZE . B AR A = AR HEAHT FTHE T AR 55 0

AHPBEEREN: X 5. BRE. WAL, F2F, IVER. KB B B TH. B #.
FHITH] .

AIARE IR B A .
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R 979 IKFE-NEFAX M RS 2 IR AR NI

1 SEE

AHRME TOKRE DB PERITO N IR B BB R E 5 52 L, PEHhERSE . FATTES i
Fi )RR, SO

AHURIE FI T m T X PR 9T/ NS IR B kb . eI h X FER A X F R X
ihE 7N ST E S e T

2 MBS TH

FIUSTAERG T A BB R AR A i FLR I BRI 3 A Scd, (UREE E 3 B0 AR A& T 53
ffo RIS RS, HBBiRA (EIEFA B0 SHF A8,

GB 4285-1989 ez 28 by

GB 4404.1-2008 MEEWFT B1Es: Fak

GB/T 17320 -2013  /]N32 & i Jii 492

NY/T 496-2010 AEX}&FE6E R MER] 5@

NY/T 851-2004 /N r=HhERig s R 4% 1

NY/T 1276-2007 RZGLLEHGEE 2N

3 RiESEEX

TFHIARERE SGER T A0,
3.1

R

TR/NE fLRFFAGB/T 17320 -201380 58 (365 B sk « HEARSE (F&%) =14, 0 %, BHE
R (14 %K) 2306 %, BAER=60 %. FaEmE=10.0 min, A HHEE SR, B U. (&
E{H) =450, FAMEFA=100 n’.

3.2

e
8 BARF= 8 450 kg/66Tm~500 kg/667m’.

4 PEHbIRLE

FEHIERBEE SR MR ANY/T 851-2004/)35 P Hh R4 5 AR 21
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5 RERNESE
5.1 EBE

BRI, ERAVE R, B W46 GERT D .
5.2 ™F

F5 4GB 4404. 1-2008 RFMEIRHIPERITINERT -
5.3 TR

5.3.1 IEgiafFh

BRETE N ER T LS cm~T7 emERE, MEEL d~2 d, 81 h~2 hilizh—K. EEAEEKES,
BRAT S 70 A AN T B T R o

5.3.2 #MTFERSHHM

RE%5 2 2 Mg S RbS, A A R, AR EAR AT R TR R AR . AN BT EAG IR
2 AN 5 B B LA A GB 4285FINY/T 1276-2007IHLE «
—— R, SRR BEURRIX, F A0 %E9SERRRE 100 mL Bk 2 %RMET 1650 g, TIAKS kg, #F
fp 100 kg, 1EF4 h~8 h, BETF/E&E.
—— AR X, 7 AR BN 12,5 %HOREMERRE 200 mL/667m’
—— i, . A BT ERERK, T 40 %FERBEILIMZG R

5.4 B
5.4.1 %

BRI E, AR AR B F51E %ﬁ;ﬁﬁﬂi%ﬂﬁiﬁﬁﬂﬁ;ﬁému FEFTAL P AT S B i 1038 B oK i
BHARE, FAFREEAN, REEMBGERES ke/667 m~10 kg/667 m'.

54,2 F4

I A4 = e BT B KRG B A T2, WARERE, B2, HyKWHE 100 cn BALE. HRA
=i (e, V. B FREREIMRBRA TS, § 2 5n~3n T2 %8, WKRAIEE0.2
me 0.25 my 0.35 mAA. HEEBRMHEEE 2 n~3 n, $I2 %KM, W30 cn~40 cm, HAHGEE
100 m B9RIINFZ VR, JAER 30 em~40 cm, HWANAECEHFE .

6 B

6.1 BHSEE

BAILLI0E15~25H Yo, #HE12 kg/667n"~15 kg/66Tm', FEAWE 14 Jitk/667n ~16 3 #k
/66Tn’. FERIE, ERBEEHER] d, EEHIMNO. 25ke/667n .

6.2 HHAHN

VLR, TIREER, —ERuEsl. e, BF. B, BESTF. 17825 o, RS em~
5 cm. WBIFEE. BR8N, H@YS. AESHE.

2
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HH G BT AN, AT R SR .
7 HEEERE

7.1 HEhE
7.1.1 EBE

HEAHIAL1000 kg/667m’, ZEE (N) 14 kg/667m'~16 kg/667m', P.0: 6 kg/667m'~8 kg/667n’s K0
8 kg/667m~10 kg/66Tm’e N:P0s: KO0 =5:3: 3. FALMFHCAIEAR: HEEME. RSN ZHin=51.
2: 28H (AR , 45 &AL PR % 15-1Tkg/66Tm’, P.0s6 kg/667m ~8 kg/667m’, K08 kg/667m ~
10 kg/667m’.

7.1.2 EERR
ERA YA B MR 3. 0 ke/66Tm ~3. 5 ke/667m .
7.1.3 HYAE

NI - EBOEEK, HMiRZ6. 0 kg/667Tn° ~7.0 keg/667n' . H AT ke/667n ~ 10
kg/667m’ .

7.1.4 ZiEHE

NEEHARHBONO0. 5B, HEPRE6 kg/66Tm'~T kg/667m’.
7.2 X
7.2.1 FF#EKk

a1 d~2 d, BHE RN KR T 60 SRIAMNEF K.
7.2.2 #M&K

IR (B2 AR S K <50 %) NRITAHE, PKERERI8, HBiEEH.
7.2.3 BEHBFK

SGERVAREIEHER, E38 FH, #K40 n'/667Tn°~50 n'/667m’,
7.2.4 Hek

AFERBAEN, REEOREE, 3 REHL . BEET RN N EE.
7.3 RAEEMRA
7.3.1 [HfEl

NESLEERE, BIEEIR. FEok b2 7H/66Tn ~45 FH/667n’,
7.3.2 WERE
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MR . TS IR ARG, T AT A ATBR B o TERE S T AT R A ~ 20 B A S A 25 %
AR 1250 g/66Tn ~300 g/667n %, 2H HHLAIRTE NS, BN R R60 nl/667m ~100
ml/667n 75 %A 5 g SLK50 kg5 E . PrindhikREMZHIZ WHRA. 2.

7.3.3 #TEH

SEFRIZEABERD (FEWS. 3.2) , HIRANTR AR MLk, A E R, S0 RRSEIERLL ke,
50% RTINS ml, MIEBKFMRERGHIMEEE, ST ma5 A RRIEL, SRR
HE, 15 kg/66Tn'~20 kg, BUH50 %3EHiME200 m1/667m H41130 kg~40 ke,  BHEARIHGHE: 3,
FI50 %R ILIM250 ml FER1500 1%, IREZEWE: BH48 % EESEMALIH100 ml FRE1500 fiF, M
LS, WEZGTA0 ke/667m . BhiiA 7Tk RAE 272 WM A, 1.

7.3.4 BUERR

/NIRRT, 24FRERIA20 %, ATAI5 %X 2 R /K300 m1/667m ~400 ml /66Tm’,  H.7K
100 kg, ¥WEWE . Pih ik REHZRS WEFRA 3.

7.3.5 B#E. %

BELHIALG SH=MWE CRET) THRERTI20 ¢/667Tm~30 g/66Tn", HK50 keWiFEPiia.
B 36 751k B FH 25772 WA, 3.

7.3.6 FHREH

FES5TE M B IS0 B2 B R AIBHMAI100 g/667n % /K50 kel SWE . Bk ik RAERMZHIZ L
B KA. 3. .
7.3.7 W¥eh

JNSE 476 ZE RT3, PRI S AT MR IS0 g/667m”, BRE 50 %HTE BARFI10 /667m'~15 g/667m
SK50 ket 51N E . BiiG TS R ER 2 RIZ I FA. 3.

g e o 22 B Y HEAT O TR MR IR — L (100 kg/667m') . JRE (WK1 %~1.5 %) BRATWERR
R S DR TR E, B 5L,

8 WFKMoE

NS BB BRI, BT, DR . RS KA RIS~ AR R, MERATRIA K E
FEZ13 %LAF, TR T 8 R TR
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M X A
(FRBHERIR)
BR 979 NERBEERAS &

A1 INEMIRFIFER AR

NEFRARFIFI KB A 52 WA 1.
AN NEMRFFDLR AR

AT mL/10 kg5

LB ES Briie Rt 5 n &
12. 5 ek i 4= iR 20
2.5 B iR fih LUk A AR 20
15 %43 %55 50 g/667m"~60g/667m' Bk, B 4
409 #EHENR L MR E g 10
50 %3l i P 20

A2 INERUFEREFMAERP AR

IEUFBRERIF LR HEN RS WEA. 2.
T|A.2 INEUEREFIFLRITANTR

e B/
TR ) e et | W
W, R, SAMEZE. | BRE. F0. Pk
k--l-!- . B ”
T, TR AR B r
N e
L B, FHER Wi, B 30
Wioggec W, W, BEM | K. EE —
R
| g iy Y
SHTGMTH KRR, HH], EEESRE RN o 30
i 5 AR B A
A3 NERBEIAEBAETRN AR
N E DA AR RBEN 25 1A 3,
|A. 3 NERRERAEBEHRNATR
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