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We are on the verge of achieving a second green revolution to ensure food security to the ever-
increasing population, but at the same time climate change is an important issue, which stresses the
need for sustainability. Therefore, it is necessary to introduce agricultural practices that can fulfill
the increasing demand for food and at the same time protect the climate. The scientific community
has responded remarkably well and has taken initiatives to reduce the pace and the effects of climate
change using modern biotechnological techniques and better equipment. Newer molecular biology
disciplines, such as genomics, transcriptomics, metabolomics, and proteomics, along with systems
biology, are being utilized today to address issues in agriculture and its sustainability.

8.2.2.1 How Genetically Engineered Plants (Enhanced Salt Tolerance in Plants
by lon Homeostasis and Osmoprotectant) Have Been Integrated into
Agriculture and Their Contribution to Sustainable Agriculture

Adverse environmental conditions, such as high salinity, water deficit, and temperature extremes,
are found in many agricultural areas and limit crop productivity worldwide. Plants have evolved
various responses to these stresses at the molecular and cellular levels (Hasegawa et al. 2000;
Shinozaki et al. 2003; Zhu 2002; Hakeem et al. 2012). So far, numerous genes related to plant
response to abiotic stress have been identified and characterized (Gaxiola et al. 1999; Shi et al. 2000;
Song et al. 2004; Waditee et al. 2003). Complete information is available on various plant genomes
and advances in omics technologies are proceeding at a great pace, thus providing opportunities
for the identification of transcriptional, translational, and posttranslational mechanisms, including
signalling pathways that regulate the plant stress response.

To breed or genetically engineer plants to enhance abiotic stress tolerance would be part of
a comprehensive strategy for sustainable agriculture. Manipulation of genes that affect specific
targets, such as expression of genes encoding enzymes associated with the accumulation of com-
patible solutes, ion transport, stress proteins, and enzymes involved in scavenging oxygen radicals,
has been used to generate transgenic plants (Pardo 2010; Umezawa et al. 2006; Yang et al. 2010). It
has been shown that various compatible solutes enable plants to tolerate abiotic stress, and glycine
betaine is one of the most potent compatible solutes found in nature. Many transgenic lines that
overexpressed genes for the biosynthesis of glycine betaine have shown enhanced abiotic stress
tolerance (see review, Chen and Murata 2011): for example, codA-transgenic rice (Sakamoto and
Murata 2001) and ApGSMT-DMT-transgenic Arabidopsis (Waditee et al. 2005). However, all trans-
genic plants accumulate only low levels of glycine betaine compared with natural accumulators of
glycine betaine.

Manipulation of genes encoding ion transport for improving plant tolerance to salinity stress
has been reported in both model and crop plants. In Arabidopsis, physiological roles of the genes
AtNHXI1, AtNHX7 (S0S1), AtCHX17, AtCHX23, and AtHKT, which contribute to salt tolerance, have
been described (Apse et al. 1999, 2003; Berthomieu et al. 2003; Cellier et al. 2004; Shi et al. 2003;
Song et al. 2004). Numerous investigations have led to the conclusion that these genes play impor-
tant roles in expelling Na* across the plasma membrane, sequestrating Na* into a tonoplast, recircu-
lating or removing large amounts of Na* from shoots, or a combination of these. Overexpression of
an Arabidopsis vacuolar Na*/H* antiporter, AINHX1, in Arabidopsis (Apse et al. 1999) and its ecto-
pic expression in Brassica (Zhang et al. 2001), tomato (Zhang et al. 2001), cotton (He et al. 2005),
wheat (Xue et al. 2004), and Beta vulgaris (Yang et al. 2005) resulted in improved salt tolerance. In
addition, overexpression of the rice ortholog, OsNHXI, in rice and its ectopic expression in maize
enhanced salt stress tolerance of transgenic rice cells and plants (Apse et al. 2003; Chen et al. 2007).
Recently, ectopic expression of the Arabidopsis AtNHXS resulted in enhanced salt and drought
tolerance in rice seedlings (Bassil et al. 2011).

High-altitude plant habitats are very specific because of their niche area of extreme environ-
mental conditions. Their genes and proteins are being used as molecular tools for engineering
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applications with conventional plant breeding practices has created the foundation for molecular
plant breeding. Methods for marker-assisted backcrossing were developed rapidly for the introgres-
sion of desirable traits and reduction of linkage drag, by which molecular markers were used in
genome scans to select those individuals that contained both the transgene and the greatest pro-
portion of favorable alleles from the recurrent plant genome (Ragot et al. 1995). The continued
development and application of plant biotechnology, molecular markers, and genomics has estab-
lished new tools for the creation, analysis, and manipulation of genetic variation and the develop-
ment of improved cultivars during the past 25 years (Collard and Mackill 2008; Sharma et al. 2002; S,Sl CPLiT;fd“;‘)Zg
Varshney et al. 2006). Although molecular markers and other genomic applications have been ! Peer changed
successful in characterizing existing genetic variation within species, plant biotechnology gener- Mackill 2008 to

ates new genetic diversity that often extends beyond species boundaries (Gepts 2002). For genes ;it:f,znh reter
that cannot be transferred through crossing, molecular tools have made it possible to create an
essentially infinite pool of novel genetic variation. Genes may be acquired from existing genomes

spanning all kingdoms of life, or designed and assembled de novo in the laboratory. Biotechnology

also facilitates the molecular stacking of transgenes that control a trait or suite of traits into a

single locus haplotype defined by a transgenic event. Examples include development of Golden

Rice (Ye et al. 2002), or the combination of transgenes that simultaneously increase synthesis and AU: Please provide
decrease catabolism of lysine in maize seeds (Frizzi et al. 2008). The combination of phenotypic ;;’:%Zl:tieﬁa“s
data and molecular marker scores increase selection gains for maize grain yield and resistance to 27> toadd tothe
European corn borer (Johnson 2004). A breeding population of 250 corn lines obtained from the

use of multiple trait indices and marker-assisted selection (MAS) showed that the use of molecular

markers increased breeding efficiency approximately twofold relative to phenotypic selection alone
(Eathington et al. 2007). MAS can also significantly enhance genetic gain for traits where the phe-

notype is difficult to evaluate because of its expense or its dependence on specific environmental
conditions. The probability of identifying truly superior genotypes has been made possible by the

use of molecular markers (Knapp 1998). Molecular markers for identification of plant resistance

to soybean cyst nematode (Young 1999), resistance to cereal diseases (Varshney et al. 2006), and

drought tolerance in maize (Tuberosa et al. 2007) have been used successfully. Molecular markers

are being employed for detection and exploitation of naturally occurring DNA sequence polymor-

phisms. A number of molecular markers have been developed and used for the detection of poly-
morphisms. This started with the use of restriction endonuclease digestion of total genomic DNA

followed by hybridization with a radioactively labelled probe, revealing differently sized hybridized
fragments. This type of polymorphism, termed restriction fragment length polymorphism (RFLP),

has been used extensively for genetic studies. However with the development of polymerase chain

reaction (PCR), the field of molecular biology was revolutionized. A number of PCR-based molec-

ular marker techniques have been developed, beginning with randomly amplified polymorphic

DNAs (RAPDs) and simple sequence repeats (SSRs). These PCR-based procedures have the advan-

tages that they are technically simple, are quick to perform, require only small amounts of DNA,

and do not involve radioactivity (Waugh and Powell 1992). However, the gel-based assays that are

needed for most molecular markers are time-consuming and expensive, limiting their utility at

times. The new-generation molecular markers, single-nucleotide polymorphisms (SNPs), do not

always need these gel-based assays. They are the most abundant of all marker systems known so far.

A beginning has been made in the development and use of SNPs in higher plants, including some

crops and tree species. Several approaches can be used for the discovery of new SNPs, and about

a dozen different methods are also suitable for automation and high-throughput approaches. These

methods, in principle, make a distinction between a perfect match and a mismatch (at the SNP site)

between a probe of known sequence and the target DNA containing the SNP site. The target DNA

in most of the methods is a PCR product, except in some cases such as “invasive cleavage assay”

and “reduced representation shotgun (RRS)” (Gupta et al. 2001). SNPs are the only new-generation
molecular markers for individual genotyping needed for MAS. There is some evidence that the
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stability of SNPs and, therefore, the relative fidelity of their inheritance are higher than those of the
other molecular systems such as SSRs and AFLPs. SNPs at a particular site in the DNA molecule
should, in principle, involve four possible nucleotides, but in practice only two of these four pos-
sibilities have been observed at a specific site in a population. Consequently, SNPs are biallelic.
However, the extraordinary abundance of SNPs largely offsets the disadvantage of their being bial-
lelic and makes them the most attractive molecular marker developed so far. According to recent
estimates, one SNP occurs every 100-300 bp in any genome, thus making SNPs the most abundant
molecular markers known so far. One can only hope that SNPs will be developed expeditiously in
all major crops in a variety of crop improvement programs, although the nonavailability of adequate
sequence data may limit this activity.

The other high-throughput technique, diversity arrays technology (DATT), is an upcoming tech-
nology that does not require sequence information. DAT discovers a large number of markers
in parallel and does not require further development of an assay once markers are discovered.
DAIT was developed to provide a practical and cost-effective whole genome fingerprinting tool
(Jaccoud et al. 2001). Development of DAIT starts with assembling a group of DNA samples repre-
sentative of the germplasm anticipated to be analyzed with the technology. This group of samples
usually corresponds to the primary gene pool of a crop species, but can be restricted to the two par-

AU: The meaning  €nts of a cross or expanded to secondary or even tertiary gene pools. The DNA mixture representing
ofthesentence  the gene pool of interest is processed using a complexity reduction method—a process by which

beginning “The
?53:,:5;25: reproducibility selects a defined fraction of genomic fragments, called representation, is then used
rewrite if possible. t0 construct a library in Escherichia coli. The inserts from individual clones are amplified and used
as molecular probes on DATT assays. DArT markers are biallelic markers that are either dominant or
hemidominant. DArT has been successfully developed for 16 plant species and two species of plant

pathogenic fungi. Rice was used for the initial proof-of-concept work of DAIT (Jaccoud et al. 2001).

The choice of molecular marker technology depends strongly on the intended application. It is

likely that the science of genomics in plants will follow the path of human genetics: increasing the

resolution of analysis through increased marker density.

8.4 PROTEOMICS CONTRIBUTION IN CEREAL CROPS: RICE AND WHEAT

Although rice, like other plants, faces numerous challenges from abnormal environmental fac-
tors during its growth and development toward the final product (seed), it is more prone to abiotic
factors such as high and low temperatures, drought, flooding, ozone (O,), and so on (for review see
Agrawal et al. 2006, 2009; Agrawal and Rakwal 2006, 2011; Rakwal and Agrawal 2003). These
major abiotic stress factors also cause numerous changes in plants at the level of the proteome (for

Au:Pleasenote — review see Kosovd et al. 2011). Physiology, molecular biology, and genetics have greatly improved
;‘;2‘5@2;";?;‘;2; our understanding of the responsiveness of rice to stress. Recently a lot of effort has been applied to
el lomach  proteomic analysis in rice, and systematic studies have been performed on the functional identifica-
tion of proteins present in different tissues at different developmental stages. In the last couple of
years some interesting high-throughput proteomic approaches have been undertaken to understand
the proteomic response against drought, high and low temperatures, and salinity. Rice, being a crop
that requires excellent water management to achieve the desired yields, is particularly susceptible to
water shortage or drought conditions. Drought, a meteorological event causing absence of rainfall
for a period of time, can cause the soil to be depleted of moisture, and the water deficit results in
a decrease of water potential in plant tissue (Hadiarto and Tran 2010; Mitra 2001; Zhang 2007).
A recent paper by the group of Paul Haynes at Macquarie University, New South Wales, Australia,
has recently assessed changes in the physiology and proteome of rice (cv. Nipponbare) leaf due to
drought stress (Mirzaei et al. 2012a). These authors used a controlled regime of drought lasting
for two weeks, which was then followed by rewatering and rapid recovery in order to understand
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the gene-level events as plants experienced drought and recovery. Proteins were identified from

leaf samples after moderate drought, extreme drought, and three and six days of rewatering by

a combination of label-free quantitative shotgun proteomic and spectral counting using normal-

ized spectral abundance factors, which resulted in the identification of 1548 nonredundant proteins

(Mirzaei et al. 2012a). Results revealed that proteins were downregulated in the early stages of

drought, and, as the drought became severe, proteins were found to be upregulated. When the

stressed plants were rewatered, proteins were downregulated, suggesting that stress-related proteins

were being degraded. The dominant identified proteins were found to be involved in signalling and

transport under severe drought and decreased on rewatering. Mirzaei and coworkers speculated that

water transport and drought signalling are critical elements of the overall response to drought in rice

and might be the key to biotechnological approaches to drought tolerance (Mirzaei et al. 2012a).

Similar studies in rice plants grown in split root systems to analyze long-distance drought signal-

ling within root systems indicated a general upregulation of pathogenesis-related (PR), heat shock

proteins (HSPs), and oxidation—reduction proteins in drought-exposed roots (Mirzaei et al. 2012b). Au: Please check
PR proteins are known to play an important role in general adaptation to stress, along with HSPs, jjer ™™
which act as molecular chaperones. Several peroxidases, superoxide dismutases, and catalases were

also identified, which perhaps helped to suppress the levels of reactive oxygen species (ROS) in

response to drought. Interestingly, plant microtubules and chitinases were also shown to be affected

by transmissible defense-inducing signals in response to drought, thus suggesting that there is no

single class of proteins unaffected by stress. Quantitative tandem mass tag proteomic analysis of
drought-stressed parental and drought-tolerant near isogenic lines (NILs) for a rice quantitative

trait locus (QTL) for yield under drought were also studied to understand the proteomic response Au: please check
to severe reproductive-stage drought stress. Systematic analysis of protein profiling in three dif- \fory o "
ferent tissues of the same plant (flag leaf, panicles, roots), suggested effective carbon—nitrogen
remobilization in flag leaf, panicle, and roots and enhanced detoxification of ROS species during @
stress as the key contributing factor to the remarkable performance of NILs (unpublished data,

personal communication with Ajay Kohli). The proteomic response of rice plants to other abi-

otic stress factors such as high and low temperature has also been studied. Quantitative label-free

shotgun proteomic analysis of 850 stress-responsive proteins from cultured rice cells exposed to

high and low-temperature stress provided molecular insights into thermal stress response in plants
(Gammulla et al. 2010). This study mainly concluded that there was a higher abundance of proteins

involved in stress response, carbohydrate metabolism, lipid metabolism, cell redox homeostasis, cell

wall modification, and cell division in response to high-temperature stress. Low-temperature stress

elicited proteins involved in protein metabolism and cellular component organization. The same

authors conducted a similar successor study to investigate the effect of high and low-temperature

stress on the leaves of rice seedlings. Contrasting responses were observed in leaves and cell culture

studies. Proteins involved in protein metabolism, such as eukaryotic initiation factors and elonga-

tion factors, were seen to be upregulated in leaves more than in cell culture (Gammulla et al. 2011).

The authors hypothesized that this difference was due to the rapid cell turnover and coexistence

of dividing and senescent cells in the case of cell cultures. This study also led to the identifica-

tion of 20 novel stress-response proteins (Gammulla et al. 2011). They also provided an initial

functional annotation to these novel proteins. The study also highlighted for the first time the pres-

ence of chloroplast ribosomal proteins and translation releasing factors in response to cold stress
(Gammulla et al. 2011). Differentially expressed ubiquitinated proteins were identified in rice roots

by nanospray liquid chromatography/tandem mass spectrometry in response to the initial phase

of salt stress responses in rice seedlings. The expression of ubiquitination on pyruvate phosphate

dikinase 1, heat shock protein 81-1, probable aldehyde oxidase 3, plasma membrane ATPase, cel-

lulose synthase A catalytic subunit 4 (UDP-forming), and cyclin-C1-1 was identified and analyzed

before and after salt treatment (Liu et al. 2012). Anther proteomic patterns for two contrasting rice

genotypes under salt stress were also compared using matrix-assisted laser desorption/ionization

K22928_C008.indd 163 @ 09/07/14 8:39 PM



164 AGROECOLOGY, ECOSYSTEMS, AND SUSTAINABILITY

AU: Please check  time-of-flight/time-of-flight (MALDI-TOF/TOF) analysis to understand the basis of salt tolerance. au: piease check

iened semiton Several proteins were identified that might increase plant adaptation to salt stress by modulating (f:;e:i:};ﬂi .

TOF. important metabolic or biochemical processes such as carbohydrate/energy metabolism, anther and here-
pollen wall remodelling and metabolism, and protein synthesis and assembly (Sarhadi et al. 2012).

Knowledge of protein alterations under biotic and abiotic stresses should help us understand
the molecular mechanism of stress tolerance in rice at the translational/posttranslational instead of
the transcriptional level. This is imperative for understanding complex environmental signalling
responses and engineering cultivars tolerant to stress, further leading toward sustainable agriculture.
In wheat, let us look at one of the less investigated components of climate change, O, stress, which

is also a major environmental pollutant affecting plant growth and productivity (Cho et al. 2011).
A recent study examining for the first time proteomics aspects of O;-exposed wheat plants was car-
ried out by Sarkar and coworkers at Banaras Hindu University, Varanasi, India (Sarkar et al. 2010).
This study was designed to evaluate the impact of elevated concentrations of O, on phenotypical,
physiological, and biochemical traits in two high-yielding cultivars of wheat, and also to analyze
the leaf proteome using one/two-dimensional gel electrophoresis (1-/2-DGE) in conjunction with
immunoblotting and mass spectrometry (MS) analyses under near-natural conditions using open-
top chambers. The O, exposure caused specific foliar injury in both the wheat cultivars. Results
also showed that O, significantly decreased photosynthetic rate, stomatal conductance, and chloro-
phyll fluorescence kinetics (Fv/Fm) in test cultivars. Biochemical evaluations also showed a greater
loss of photosynthetic pigments. A significantly induced antioxidant system under elevated O, con-
centrations indicates the ability of O to generate oxidative stress. 1-DGE analysis showed drastic
reductions in the abundantly present ribulose-1,5-bisphosphate carboxylase/oxygenase (RuBisCO)
large and small subunits. Immunoblotting with specific antibodies confirmed induced accumula-
tion of antioxidative enzymes such as superoxide dismutase and ascorbate peroxidase protein(s)
and common defense/stress-related thaumatin-like protein(s). 2-DGE analysis revealed a total of 38
differentially expressed protein spots, common to both the wheat cultivars. It was found that some
leaf photosynthetic proteins (including RuBisCO and RuBisCO activase) and important energy
metabolism proteins (including ATP synthase, aldolase, and phosphoglycerate kinase) were dras-
tically reduced. On the other hand, some stress/defense-related proteins (such as harpin-binding
protein and germin-like protein) were found to be induced. The study reveals an intimate molecular
network, provoked by O, affecting photosynthesis and triggering antioxidative defense and stress-
related proteins, culminating in accelerated foliar injury in wheat plants (Sarkar et al. 2010).

8.5 PROTEOMICS CONTRIBUTION IN MODEL LEGUME
SPECIES: A CASE STUDY IN SEEDS

Legumes, including Medicago truncatula, soybean, and peanut are among the most important
crops worldwide, playing a major role in agriculture, the environment, and human and animal nutri-
tion and health (Graham and Vance 2003). Legume seeds provide a valuable source of edible oils
and proteins for feeding both animals and humans (Mitchell et al. 2009), although the levels of pro-
tein, oils, and starch vary between legume species. The protein content of legume seeds ranges from
20% to 40%, depending on the species. Seeds of soybean and M. truncatula exhibit high protein
content, whereas the starch content is very low.

Seed development is a key step of the plant life cycle and is a complex process that determines
the nutrient value of seeds for proteins and fatty acids. Particularly during the seed filling period,

AU: The sentence  drastic changes in protein and oil composition occur. Due to the importance of seed filling, sys-
beginning DU to tematic studies of this phase of seed development are beginning in legumes. Comparative analysis

the importance”

‘;’;‘S bee“h“hz'ﬁed- during seed development is also being studied, with considerable attention to understanding protein
ease checl €

meaning. and allergen accumulation and metabolic regulation at the level of the proteome.
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Proteomic analyses provide a powerful tool to address biochemical and physiological aspects, not
only of plant responses to abiotic and biotic stresses, but in various tissues at different developmental
stages (leaf senescence, root symbiosis, seed development and germination). In addition, advances
in 2-DGE coupled with matrix-assisted laser desorption/ionization time-of-flight mass spectrom-
etry (MALDI-TOF-MS) and nano-electrospray ionization liquid chromatography-tandem mass
spectrometry (nESI-LC-MS/MS) and bioinformatics for protein identification, has been applied to
understand gene function and characteristics of various genotypes in many legume species, includ-
ing Glycine max (soybean), peanut (Arachis hypogaea), Lotus japonicus (Japanese trefoil) and
Medicago truncatula (barrel medic). During the past decade, several proteomic studies during seed
development or in mature seeds have been carried out for different legume species, such as L. japon-
icus (Dam et al. 2009), M. truncatula (Gallardo et al. 2003, 2007), G. max (Agrawal et al. 2008;
Hajduch et al. 2005; Krishnan et al. 2009), and A. hypogaea (Kottapalli et al. 2008). These data,
along with the reports on other legume proteomics, will be useful for future analysis of legume seed
proteins. Furthermore, an interactive web database for proteomics data for seed filling in soybean
and other legume oilseeds studied has been established (http://oilseedproteomicsmissouri.edu), Au: This URL
which is freely available on publication of individual datasets. could notbe

accessed. Please
check.

8.5.1 Proteomic Studies in Soybean

Soybeans are responsible for approximately $12 billion in annual crop value and more than
$5 billion in annual export value to the U.S. economy (Gunstone 2001). Soybeans are one of the
important sources of fatty acids and proteins for human and animal nutrition (for review, see Thelen
and Ohlrogge 2002) as well as other legumes. As mentioned above, seed filling during seed devel-
opment is a period that largely determines the relative levels of storage reserves in seeds in accor-
dance with significant changes in protein and oil composition. Particularly at this stage, soybean
seed accumulates 40% storage reserves, mainly comprising the two abundant seed storage proteins,
glycinin and B-conglycinin (Hill and Breidenbach 1974). So far, almost 80 storage proteins have
been identified in soybean seeds. These results suggested that the relative proportion of storage
components in seeds should vary dramatically among different plant species. Therefore, research on
mechanisms of soybean development is not only useful for acquiring a basic understanding of plant
developmental biology, but also valuable for improving agronomic traits, such as improvements in
nutritional quality and nonallergenic proteins, that could influence other traits of agronomic value.

To gain insight into the complex process of seed development, identification of proteins and
their expression profiles was comprehensively investigated, resulting in the establishment of meta-
bolic biosynthetic flow during seed filling. An investigation on soybean (var. Maverick) seed filling
(Hajduch et al. 2005) successfully profiled 679 2-DGE-separated protein spots at five sequential
developmental stages (2—6 weeks after flowering). Analysis of each of these protein spot groups
by MALDI-TOF MS yielded the identity of 422 of these proteins, representing 216 protein activi-
ties. These proteins were classified into 14 functional classes, according to a revised classification
scheme originally used for the Arabidopsis genome. Overall, metabolism-related proteins were
decreased, while proteins associated with destination and storage were increased. The accumula-
tion of unknown proteins, sucrose transport and cleavage enzymes, cysteine and methionine bio-
synthesis enzymes, 14-3-3-like proteins, lipoxygenases, storage proteins, and allergenic proteins
during seed filling is also identified and discussed to elucidate whether they are involved in seed
development. Agrawal et al. (2008) also performed an in-depth investigation of proteins expressed
during seed filling in soybean using 2-DGE and semicontinuous multidimensional protein identi- AU: Please check
fication technology (MudPIT) (Sec-MudPIT) in combination with nESI-LC-MS/MS. 2-DGE and wyaprr
Sec-MudPIT analyses were conducted on five sequential seed stages (two—six weeks after flower-
ing) and identified 478 proteins out of 675 protein spots on high-resolution 2-D gel reference maps.

The identified proteins were mainly protein components of metabolic biosynthetic pathways of AuU: The sentence
beginning “The
identified proteins”
has been changed.
Please check the
meaning.
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carbohydrates, fatty acids, and proteins in soybean, and they were compared with a parallel study
of rapeseed using high-quality and integrated datasets. These studies may provide knowledge about
the importance of metabolic pathways involved in legume seed development, especially the synthe-
sis of storage globulins. Furthermore, these results suggest that a detailed analysis of the proteomes
of seeds could contribute to efforts aimed at increasing the nutritional value of seeds marketed for
human consumption.

Different positions of seed storage proteins in the amount of separated proteins on 2-D gels have
been detected by the variation in different genotypes (genetically determined quantitative variations).
Several proteomic studies have demonstrated that seed storage protein content and composition
(glycine subunits, trypsin inhibitors, major seed allergens, low abundant metabolic proteins) in soy-
bean vary in accordance with genetic variability (Mahmoud et al. 2006; Natarajan et al. 2007a,b,
2012; Xu et al. 2007). For example, Natarajan et al. (2007a) characterized that the wild genotypes
have a higher number of glycinin protein spots (G1, G2, G3, G4, and G5), which are high-abundant
seed storage proteins, when compared with the other three genotypes. Major variation was observed
in acidic polypeptides of G3, G4, and G5 compared with Gl and G2, and minor variation was
observed in basic polypeptides of all subunits. These data indicated that there are major variations
of glycinin subunits between wild and cultivated genotypes rather than within the same groups.
Thus, approaches combining plant proteomics and plant genetics can help us elucidate the genetic
control of seed protein composition, which can be exploited for legume crop improvement. These
results give us important knowledge about the variability of protein and protein subunit accumula-
tion among various cultivars, which is useful for improving both quantity (high-yield proteins) and
quality (allergen-free proteins) of soybean seed proteins, which will benefit the overall utilization of
soybean in the food and feed industries.

There have been technical advances in the fractionation of high-abundant seed proteins and
high-resolution 2-D gels of soybean seeds. Technical advances related to 2-DGE and MS for protein
identification have improved the sensitivity, reproducibility, and accuracy of proteome analysis
(Rabilloud and Lelong 2011). It is possible to characterize various complex protein samples, since the
2-DGE-MS strategy has proven to be a reliable and efficient means of proteome analysis. However,
this 2DE-MS strategy has its own difficulties in resolving low-abundant proteins (LAPs) due to the
limited loading capacity of isoelectric focusing (IEF) gels (Rothemund et al. 2003). For instance,
proteomic assessment of the LAPs within soybean seed is difficult when the overwhelming majority,
sometimes 60%—80%, is made up of storage proteins (Krishnan et al. 2009). Basically, cultivated
soybean seed storage proteins consist primarily of two major storage protein complexes, glycinin
and B-conglycinin. Glycinin, accounting for roughly 40%—60% of the total seed protein, is a hexa-
meric protein, ranging from 320 to 375 kDa. There have been attempts to establish an extraction
method for storage proteins, including Ca?* (Krishnan et al. 2009) and isopropanol fractionation
(Natrajan et al. 2009). More recently, a simplified extraction method to improve the detection of
LAPs by a protamine sulfate precipitation (PSP) method (unpublished data, personal communication
with SunTae Kim) has been developed. These fractionation methods are simple, fast, economic, and
reproducible for seed storage protein fractionation and suitable for downstream in-depth proteomics
analysis.

Soybean possesses about 15 proteins recognized by IgEs from soy-sensitive people. So far, it
has been reported that soybean seed contains 16 known protein allergens, including the seed stor-
age proteins glycinin, beta conglycinin and alpha subunit, Gly m Bd 30K (vacuolar thiol protease),
and Kunitz trypsin inhibitor (KTI), with differing degrees of severity (Thelen 2009). Glycinin, the
most abundant seed storage protein in soybean seed, consists of five subunits, G1, G2, G3, G4, and
G5. Among these subunits, only G2 and acidic polypeptides of Gl are reported to be allergens
(Ogawa et al. 2000). The well-known soybean allergenic protein is P34, a member of the papain
superfamily of cysteine proteases, and more than 65% of soy-sensitive patients react to the P34 pro-
tein (Wilson et al. 2005). Xu et al. (2007) have conducted comparative studies of allergen proteins

AU: Please provide
complete details
for “Mahmoud et
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in 16 cultivated and wild soybean genotypes, revealing that considerable heterogeneity of the o
subunit of B-conglycinin distribution exists among these 16 soybean genotypes. The data may serve
as a 2-D reference map for comparison of soybean allergenic proteins in various soybean genotypes,
and may also be useful for the modification of soybean to improve its nutritional value.

8.5.2 Proteomic Studies in Peanut

Peanut is an important food legume and is also one of the most important leguminous crops in
the world, both for vegetable oil and as a protein source. Several research groups have reported stud-
ies of peanut proteomics. To date, proteomics has enabled the identification and characterization of
methionine-rich protein (MRP) from cultivated peanut (Basha and Pancholy 1981; Sathanoori and AU: Please note
Basha 1996), the establishment of genetic variation among peanut cultivars (Kottapalli et al. 2008), ;*}“21‘32‘1‘;‘1;;
and the discovery of protein markers that are able to distinguish given subspecies (Liang et al. 2006). jgoeor < 2
Kottapalli et al. (2008) first profiled total seed proteins isolated from mature seeds of four peanut changed to Basha
cultivars (New Mexico Valencia C (NM Valencia C), Tamspan 90, Georgia Green, and NC-7) using ?1‘1;811); ‘;,‘;2"”
2-DGE coupled with nESI-LC-MS/MS. Among 20 abundant protein spots showing differences in g
relative abundance among these cultivars, 14 nonredundant proteins were identified by nESI-LC— match with refer-
MS/MS, suggesting that the major proteins belong to arachin (glycinin and Arah3/4) and conara- = e
chin seed storage proteins, as well as other allergenic proteins. Some of these proteins showed
cultivar-specific expression patterns. For example, New Mexico Valencia C showed low levels of the
antinutritive proteins, such as lysyl oxidase (LOX) and galactose-binding lectin. Conversely, Arah3/ AU: Please check

. . R . . inserted definition

h4, an allergen with decreased allergenic properties, was highly abundant in Tamspan 90, suggest- of Lox.
ing that the identified proteins might serve as potential markers for cultivar differentiation. It may AU: The sentence
be implied that no single cultivar has all the desirable traits for breeding a cultivar to increase seed Eiﬁ;‘:‘;f;ﬁ,lﬁ:"‘y

. . . . been changed.
quality in hypoallergenic peanut lines. Please cheok the

meaning.

8.6 PROTEOMICS CONTRIBUTION IN HORTICULTURAL CROPS
8.6.1 Strawberry

Strawberries are a rich source of vitamins and have immense economic value due to their unique
flavor. The strawberry proteome was analyzed to investigate the developmental changes during
berry ripening (Bianco et al. 2009). Two-dimensional difference gel electrophoresis (2-D-DIGE) au: prease check
gels of three different stages of berry development (immature, turning, and red) showed 568, 622, s definition
and 520 spots, respectively. Alternatively, a shotgun approach was also followed to identify the pro-
teins involved in berry development. The identified proteins mainly belonged to the defense, energy,
and secondary metabolism categories. Citric acid is an important constituent of the strawberry.
Interestingly, many enzymes of the citric acid cycle, including citrate synthase, aconitase, isocitrate
dehydrogenase, 2-oxoglutarate dehydrogenase complex, succinyl-CoA synthetase, succinate dehy-
drogenase, fumarase, and malate dehydrogenase, were identified. In addition, ripening-related
proteins showed accumulation from immature to red berries. Four allergens were also detected in
the strawberry proteome, suggesting a plausible explanation of strawberry allergy in some people.
A comparison of protein sequences of strawberry Fra a 1 allergen with birch pollen allergen Bet v
1 and corresponding apple allergen showed 54% and 77% identity, respectively. Decreased abun-
dance of allergens and enzymes involved in red pigment synthesis was observed in white strawber-
ries, further confirming why red strawberry-allergic persons are not allergic to white strawberries
(Hjerng et al. 2006). A detailed comparison of proteome profiles of different varieties of strawberries
(red and white) showed that the existence of the allergen Fra a 1 varied between varieties, suggesting
why some people are allergic to a particular variety of strawberry and not to others (Alm et al. 2007).
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8.6.2 Grape

Wine grapes are an important horticultural crop due to their high nutrient content and high
demand in the wine industry. Although analysis of the grape berry proteome is relatively difficult
due to the high content of secondary metabolites and sugars that interferes with the protein extrac-
tion and separation methods, a number of reports have been published regarding the proteome
analysis of the grape berry.

The proteomics of berry development has been studied in all parts of the berry, including
skin (Deytieux et al. 2007; Negri et al. 2008a), pulp/flesh (Giribaldi et al. 2007; Martinez-
Esteso et al. 2011), and whole berries (Sarry et al. 2004). In addition, grape berry proteome has
been analyzed during postharvest withering (Carli et al. 2010). Results obtained from these studies
reveal the accumulation of PR proteins such as thaumatin-like protein, different isoforms of chitin-
ase, B-1,3-glucanase, abscisic stress ripening protein, polyphenol oxidase, and so on, in all the berry
parts during berry maturation and withering. Increased activity of chitinase and -1,3-glucanase
was also reported in berry skin as the berry ripens. However, decreased abundance of HSPs and
energy and general metabolism-related proteins was observed in berry skin from onset of ripening
to color change. Besides, proteins associated with anthocyanin biosynthesis and cell wall loosening
showed increased abundance during berry maturation (Deytieux et al. 2007).

In berry flesh, the majority of the identified proteins were associated with sugar and organic
acid metabolism, indicating a vast reprogramming of sugar and acid content of the berries dur-
ing ripening. In contrast to berry skin, proteins related to energy metabolism showed increased
abundance during ripening. In addition, enzymes of protein synthesis and regulation also showed
higher expression in flesh, suggesting a significant modulation of the flesh proteome during ripening
(Martinez-Esteso et al. 2011). During maturation and withering, dehydration of berries takes place,
and wax deposition in berries is observed to minimize this dehydration. An increased abundance
of lipid metabolism-related proteins such as dienelactone hydrolase and 3-ketoacyl-(acyl-carrier-
protein)-reductase was observed in matured and withered berries. The increased abundance of these
enzymes can be correlated with wax synthesis, which minimizes water loss. Proteins associated
with the cytoskeleton showed accumulation during ripening (Carli et al. 2010; Giribaldi et al. 2007)
and remained similar up to withering (Carli et al. 2010).

The effect of water-deficit stress was analyzed in grape pericarp, seeds, and skin. Water deficit
affected the abundance of approximately 7% of the grape pericarp proteins. In skin, water-deficit
stress increases the abundance of proteosome subunit proteins and proteases, ROS-detoxification
enzymes, and selected enzymes involved in flavonoid biosynthesis, whereas the pulp showed
increases in isoflavone reductase, glutamate decarboxylase, and an endochitinase. In contrast, the
seed proteome was least affected by water deficit, and mainly comprised seed storage, maturation,
and late embryogenesis abundant (LEA) proteins. Analysis of the metabolome in these tissues under
water-deficit conditions showed accumulation of caffeic acid, proline, shikimate, and gluconate in
skin and alanine, catechine, myo-inositol, shikimate, and sucrose in pulp (Grimplet et al. 2009).

Identification of herbicide (flumioxazin)-treated grape wine berry proteins showed degrada-
tion of RuBisCO, suggesting a negative effect of the herbicide on photosynthesis. However, several
isoforms of PR-10 showed increased abundance, indicating their pivotal roles in decreasing the
negative effects of herbicide stress. In addition, accumulation of enzymes involved in the photores-
piration and antioxidant system was observed, suggesting activation of photorespiration and ROS as
a result of herbicide stress (Castro et al. 2005).

The effect of abscisic acid (ABA) was analyzed before veraison in deseeded berries and at
veraison in berry flesh and skin. ABA treatment affects the abundance of 60 protein spots of the
berries, out of which 40 (15 from whole berries treated before veraison, 9 from berry flesh, and 16
from berry skins of berries treated at veraison) were identified by LC-MS/MS. Results showed that
mainly ripening-related proteins, such as vacuolar invertase and NADP-dependent malic enzyme,
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were affected by ABA treatment. An increased abundance of oxidative stress-related proteins such
as ascorbate peroxidase was also identified before and at veraison (Giribaldi et al. 2010).

The effect of methylated cyclodextrins (MBCD) and methyl jasmonate (MeJA) elicitors was
analyzed in grapevine cell suspension culture. Out of 233 spots detected in Coomassie Brilliant
Blue (CBB)-stained gel, 39 were differentially modulated upon elicitation. Peptide mass finger-
printing (PMF) and MS/MS identification of 25 differentially modulated spots showed that they
were involved in plant defense. The proteins included class III secretory basic peroxidase, class 11T
chitinase, -1,3-glucanase, thaumatin-like protein, and so on. Interestingly, some of the identified
proteins are involved in systemic acquired resistance (SAR), suggesting that elicitation with MBCD
mimics the effect of SAR in plants (Martinez-Esteso et al. 2009). In another similar study in which
grapevine cell suspension culture was elicited with MBCD and MeJA, a total of 1031 spots were
detected in the 2D-DIGE gel, of which 67 showed altered abundance upon elicitation. The enzymes
involved in the trans-resveratrol (tR) biosynthetic pathway showed increased abundance with either
MBCD or combined MBCD and MeJA but not with MeJA alone. In addition, accumulation of stil-
benoids was observed in response to elicitation (Martinez-Esteso et al. 2011).

For analysis of the cell wall proteome of the skin and seeds of the grape berry, four differ-
ent methods for cell wall protein extraction were tried. Out of the three methods tried for protein
extraction (extraction in LiCl, (lithium chloride), CaCl, (calcium chloride), and phenol), the phenol
method showed the best results, as seen by the highest number of detectable spots and greatest spot
resolution. A total of 904 spots were observed in the cell wall proteome extracted by the phenol
method, of which 47 were identified. The identified proteins included B-1,3-glucanase, several iso-
forms of chitinase, and ROS-detoxifying enzymes such as catalase and CuZnSOD. Several proteins
related to carbohydrate metabolism were also observed in the cell wall fraction, which was devoid
of signal peptide. These proteins included phosphoglyceromutase, glyceraldehyde-3-phosphate
dehydrogenase, fructose-biphosphate aldolase, and so on, and might be involved in cell wall bio-
synthesis (Negri et al. 2008b).

The effect of the developmental stage was also analyzed in the plasma membrane of the grape
berry. Silver-stained 2-D gels of the pre-veraison, veraison, and post-veraison berries showed
119, 98, and 86 spots respectively, of which 12 showed developmental stage-specific expressions.
MALDI-TOF-MS identification of the differentially modulated proteins showed their involvement
in transportation, metabolism, protein synthesis, and signalling. An increased abundance of ubiq-
uitin proteolysis and cytoskeletal proteins at the veraison and post-veraison stages indicates protein
degradation during berry ripening, which could be correlated with the decreased number of spots
in these stages (Zhang et al. 2008).

8.6.3 Pear

After Vitis and Malus, pear is the third most economically important fruit produced in the
temperate regions. A proteome analysis of pear fruit was conducted to analyze the effect of core
breakdown disorder (Pedreschi et al. 2007), extreme gas conditions (Pedreschi et al. 2009), storage
in a controlled atmosphere (Pedreschi et al. 2008), and bagging treatment (Feng et al. 2011). To
analyze the effect of core breakdown disorder, proteins were extracted from healthy, sound, and
brown tissue and were separated on 2-D gels. The amount of protein was highest in the healthy tis-
sue, followed by sound and brown tissue, suggesting protein degradation during core breakdown.
Identification of the spots showing differential abundances in healthy and brown tissue by MS/MS
showed their involvement in energy metabolism, ROS detoxification, and ethylene biosynthesis.
Proteins associated with energy metabolism and defense showed increased abundance in the brown
tissue (Pedreschi et al. 2007). DIGE technology was employed to analyze the effect of anoxia and air
on pear fruit slices. Upregulation of pentose phosphate pathway (PPP) enzymes was observed dur-
ing anoxic conditions, suggesting that PPP is activated as an alternate source of energy production
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during low-oxygen conditions. In addition, accumulation of PR proteins was also observed, indicat-
ing their involvement in overcoming the effect of anoxia in addition to other abiotic and biotic stress
conditions (Pedreschi et al. 2009). Proteome analysis of the skin tissue of natural and bagged pear
showed decreased abundance of photosynthesis; signalling; and protein, carbohydrate, and acidity
metabolism. Regarding photosynthesis, targets related to PS II and RuBisCO were identified, sug-
gesting their probable degradation during fruit bagging (Feng et al. 2011).

8.7 PROTEOMICS IN COMBINATION WITH OTHER OMICS
APPROACHES TOWARD NEXT-GENERATION CROPS

8.7.1 Genomes, Proteomes, Transcriptomes: Application of Computational
Approaches for Reconstruction, Modelling, and Analysis of -Omes

Plants are an important source of food and various multipurpose products for humans. Traditional
studies have focused on reductionist approaches to characterize plant functions and to probe their
molecular basis. The complexity of plant functions and responses is not adequately addressed by
focusing on the functional details of DNA, RNA, proteins, and metabolites alone. For better under-
standing of plant functions, one must invoke the complex and subtle details of interactions among
these constituent molecules. Lately, in addition to proteomics, there has been a tremendous rise
in the exploration of plant systems-level genomes (AGI 2000; IRGSP 2005; Paterson et al. 2009;
Schnable et al. 2009), protein interactomes (Dreze et al. 2011; Lee et al. 2010; Uhrig 2006), and
transcriptomes (Yamada et al. 2003). The understanding of the plant protein—protein interac-
tion network and other interactomes is expected to provide crucial insights into the regulation of
plant developmental, physiological, and pathological processes (Lin et al. 2011; Morsy et al. 2008;
Umezawa et al. 2006; Xhang et al. 2010).

Analysis of complex biological systems and their macromolecular interaction networks may be
central in characterizing genotype-to-phenotype relationships in plants. Advances in graph theo-
retical analysis provide methods of functional interpretation of plant protein interactomes (Uhrig
2006). Identification of network modules as putative cellular modularity and network motifs that
represent cores of functional modules could lead us to better identification and control of systems-
level features specifying various biological processes (Uhrig 2006). It has been indicated that evo-
lutionary processes have left their imprint on protein interactomes (Dreze et al. 2011). Network
analysis has also been used to show how pathogens may exploit protein interactions to manipulate a
plant’s cellular machinery (Mukhtar et al. 2011).

Thus, macromolecular interaction networks help us draw detailed maps of cellular networks
reflecting the architecture and dynamic interplay of cellular dynamics. These interaction network
models could be used to infer functionally important proteins and regulatory motifs that specify
plant processes such as biotic and abiotic stresses, plant defense, plant—pathogen interactions, and
so on, which have a strong bearing on sustainable agriculture. As a theoretically oriented question,
which could lead to ways of controlling molecular mechanisms, it would be enriching to construct
models of evolution of plant interactomes that address evolutionary mechanisms and features spe-
cific to plants.

Constructing comprehensive plant—protein interaction maps is a vast challenge, given the esti-
mated number of proteins and interactions among them. There are three chief types of approaches
used for construction of plant protein interactomes: in vitro, in vivo, and in silico. In vitro approaches
consist of experimental methods such as protein microarrays, surface plasmon resonance, immuno-
purification, and so on, and are limited by the need for sophisticated instruments and procedures.
In vivo approaches consist of experimental methods such as yeast two hybrid (Y2H) and protoplast
Y2H. A high false positive rate is one of the major shortcomings of these methods. Interactions
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could also be predicted by in silico analysis methods. One of the methods used is that of predicted
orthologs. Predicted interologs identification has been used as a predictor of protein interaction on
the premise that orthologous proteins, which are known to interact in one organism, can interact in
the organism under study.

Several protein interaction databases have been compiled, including IntAct (Kerrien et al. 2012),
Molecular Interaction Database (MINT) (Zanzoni et al. 2002), Arabidopsis thaliana Protein
Interaction Networks (AtPID) (Cui et al. 2007), Database of Interacting Proteins (DIP)
(Xenarios et al. 2000), Biomolecular Interaction Network Database (BIND) (Bader et al. 2001), and
Biological General Repository for Interaction Datasets (BioGRID) (Stark et al. 20006).

So, in this era of integrative sciences, systems biology is being used for analysis and better
understanding of complex interactome data generated through wet lab experiments. It has been
inferred that using novel combinatorial approaches employing computational expertise, along with
knowledge gained from genomics, transcriptomics, metabolomics, and proteomics-based studies,
would lead to identification of targets for resolving the issues in agriculture and sustainability.
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