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1. Introduction

Citrus are one of the most important fruit crops grown worldwide. Among the pathogens
that cause disease of Citrus sp. and closely related genera, Xanthomonas citri pv citri (Xcc)
causes citrus canker, a devastating disease that is found in 30 countries worldwide and has
caused significant economic loss (Del Campo et al., 2009; Rigano et al., 2010). The principle
mode of transmission of Xcc is through heavy rain and high wind events and thus the
disease is most severe in regions that experience occasional tropical storms and hurricanes
(Graham et al., 2004). Citrus canker outbreaks in Florida, for example, have contributed to a
decline in acreage of grapefruit to 61 % by 2009 compared to the acreage in 1994
(Anonymous, 2009). Severe canker can cause fruit drop and even tree death (Graham et al,,
2004). Further economic losses can be incurred through restricted movement of infected
fruits especially to citrus growing regions where canker is not found (Schubert et al., 2001).

The commercial and dietary importance of citrus and the severity of canker have led to
extensive research to identify resistant genotypes that would serve as models of study as
well as germplasm for crop improvement. Most commercial citrus are within the Citrus
genus, however closely related genera are capable of hybridizing with Citrus sp. and thus
have been included in studies to evaluate variation in plant defense to canker. Citrus
genotypes can be classified into four broad classes based on susceptibility to canker
(Gottwald, 2002). The most highly-susceptible commercial genotypes are ‘Key’ lime [C.
aurantifolin (Christm.) Swingle], grapefruit (C. paradisi Macfad.), lemon (C. limon), and
pointed-leaf Hystrix (C. hystrix). Susceptible genotypes include limes (C. latifolia), sweet
oranges (C. sinensis), trifoliate orange (P. trifoliata) citranges and citrumelos (P. trifoliata
hybrids), and bitter oranges (C. aurantium). Resistant genotypes include citron (C. medica L.)
and mandarins (C. reticulata Blanco). Highly resistant genotypes include Calamondin [Citrus
margarita (Lour.)] and kumquat [Fortunella margarita (Lour.) Swingle]. The high degree of
resistance to Asiatic citrus canker by calamondin, kumquat, and Ichang papeda (C.
ichangenesis) has been noted in the field (Reddy, 1997; Viloria et al., 2004).

Although Xcc can cause disease in kumquat, the cankers are normally much smaller than in
Citrus species indicating greater resistance (Viloria et al., 2004). Kumquat resistance to Xcc
has been utilized in breeding programs to produce intergeneric hybrids with Citrus species
that are more canker resistant than the Citrus sp. parent (Viloria et al., 2004). Kumquat is also
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being used as a model system in research programs to determine the underlying resistance
mechanism (eg., Khalaf et al., 2007) with the long term goal of identifying specific genes that
could be inserted into commercial Citrus species and avoid the much greater genetic
variability in yield and fruit quality typically introduced through crosses in traditional
breeding programs.

Although development of resistant genotypes is a long-term research goal, commercial
industries have been forced to implement a variety of management practices to reduce the
impact of this devastating disease including the use of resistant species and cultivars,
applications of bactericides especially copper, and in extreme cases removal of infected trees in
an attempt to eradicate the disease from a particular region. Resistance alone is insufficient for
commercial production, eradication in high wind and rain-prone areas have largely proven
ineffective and copper sprays are often unreliable, in part because of increased resistance by
the pathogen (Graham et al.,, 2004). Multiple management approaches will be required to
maintain commercial production. One approach that has received limited attention is the
application of biotic and abiotic agents that would promote systemic acquired resistance and
induced systemic resistance (Valad and Goodman, 2008). Advances in the use of systemic
acquired resistance and induced systemic resistance will require a working hypothesis of how
Xcc interferes with citrus defense. The comparison of resistant and susceptible genotypes has
revealed new information regarding the deficiencies in susceptible genotypes that can be
developed into a working hypothesis as to how Xcc interferes with citrus defense, and from
that knowledge strategies can be developed to restore the defense mechanism.

2. Pathogenesis of canker in citrus

Metabolic changes in plants to pathogens coincide with the plant parts affected and the
development of the disease. Canker affects all above ground parts of the plant including the
leaves, stems and fruit (Graham et al., 2004). Only one bacterium is required to cause canker
formation, which enters the plant through stomatal apertures or wounds using its flagella
(Gottwald and Graham, 1992; Koizumi and Kuhara, 1982; Stall et al., 1982). Once inside, the
bacterium multiplies to reach a population density of 1 x 103 to 1 x 104 bacteria per canker
lesion, which is sufficient to act as source of inoculum and under specific conditions
promote dispersal (Graham et al., 2004).

Cankers are a localized phenomenon such that plant response in an infected area differs
from uninfected areas, and thus bulk sampling of tissues would include both areas. To
facilitate sampling of only infected tissues, studies have utilized injection of Xcc suspensions
into leaf tissues (Khalif et al., 2007). Upon injection, an initial water soaked area is observed
and subsequent disease symptoms develop in this region. Thus, sampling the original water
soaked area allows sampling of only diseased tissues. The advantage of this approach has
been demonstrated by changes in H>O. concentrations in Xcc infected areas induced
through injection (Kumar et al, 2011a), whereas whole leaf sampling of trees sprayed with
Xcc suspensions demonstrated inconsistent or no differences in H»>O, concentrations
(Kumar, data unpublished).

Injection of known concentrations of a specific strain of Xcc and maintaining plants under
consistent environmental conditions allows repetition of a specific sequence of disease
events to which plant response can be correlated. Using this approach, a specific sequence of
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events in the pathogenesis of Xcc in citrus has been described (Burnings and Gabriel, 2003).
Following artificial inoculation, the bacterial cells occupy intercellular spaces and begin to
divide by the end of the first day after inoculation. Once a critical population threshold is
reached, which is about 1 x 103 to 1 x 104 bacteria per canker lesion, a quorum sensing
mechanism (da Silva et al., 2002) is likely the impetus that turns on pathogenicity factors
(Bassler, 1999) that includes Rpf encoding genes (Slater et al., 2000). Within 2 days after
inoculation, Xcc attaches to plant cell walls via specialized proteins called “adhesins” (Lee
and Schneewind, 2001) by hrp (hypersensitivity response and pathogenicity) pili or by type
IV pili as observed during xanthomonas pv. malvaceraum- Gossypium hirsutum interaction
(Burnings and Gabriel, 2003). Once attached, Xcc uses it T3S system to turn on additional
pathogenicity genes (Pettersson et al., 1996) and inject pathogenicity factors into the cell
including Avr, Pop and Pth proteins such as PthA (Brunings and Gabriel, 2003). PthA
presumably stimulates plant cell division and enlargement within 3 days after inoculation
that reaches a maximum by 7 days after inoculation (Lawson et al., 1989). Cell enlargement,
presence of the bacteria in the apoplast, and its production of hydrophilic polymers causes
watersoaking symptoms starting 4 days after inoculation (Duan et al., 1999). The maximum
bacterial populations occur at 7 days after inoculation (Khalaf et al., 2007) and about 8 days
after inoculation the epidermis ruptures allowing bacteria to egress to the surface (Brunings
and Gabriel, 2003). By 10-14 days after inoculation, necrosis develops in the infected areas
(Duan et al., 1999) and by 21 days after inoculation leaves abscise (Khalaf et al., 2007).

3. Oxidative response of plants to pathogens

The hypersensitive response (HR) involves a rapid, widespread change in plant cell
metabolism intended to alter the chemistry of the region within and surrounding the
infected area in order to impact the pathogen by deterring its metabolism, isolating it within
the infected region, and even directly killing it (Lamb and Dixon, 1997). As part of the
response, programmed cell death (PCD) of plant cells within and adjacent to the infected
region is often elicited (Lamb and Dixon, 1997). The HR includes alteration of oxidative
metabolism to produce reactive oxygen species (ROS) that promote PCD, sicken pathogen
metabolism, and promote changes in cell wall chemistry that isolate the pathogen (Azvedo
et al., 2008; Kuzniak and Urbanek, 2000; Lamb and Dixon, 1997). In the case of citrus canker,
PCD is evident around infection sites by chlorosis, with the chlorotic rings widening as the
canker spreads radially from the infection point and along the plane of the leaf blade
(Burnings and Gabriel, 2003).

Reactive oxygen species produced during HR and PCD in response to pathogens include
superoxide radicals (O2'-), hydrogen peroxide (H20.), and hydroxyl radicals (OH") (Chen et
al., 2008; Lamb and Dixon, 1997; Wojtaszek, 1997). Production of ROS occur during normal
metabolism of uninfected plants and maintained at low concentrations by several enzymatic
and non-enzymatic pathways. In response to infection by pathogens, concentrations of ROS
are increased and compartmentalized during HR and PCD via several pathways mediated
by signals including salicylic acid, nitrous oxide, and the MAP kinase cascade mechanism
(Durrant and Dong, 2004; Vlot et al., 2009) to alter the chemistry within and surrounding the
infection site (Mittler, 2002).
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One important ROS is H»O,, the concentration of which has been correlated with disease
resistance (Lamb and Dixon, 1997; Mittler et al., 1999). H,O, concentrations can increase very
rapidly from 0 to 6 days after inoculation during plant-bacterial pathogen interactions
(Wojtaszek, 1997). Early after infection, elevated concentrations of H>O; serve as diffusible
signals to induce defense genes in adjoining cells with the later elevated concentrations
serving in the direct inhibition of pathogens (Alverez et al., 1998; Dat et al., 2000; Lamb and
Dixon, 1997). The role of H>O; in promoting disease resistance has been confirmed in
transgenic potato plants that over-expressed a fungal glucose oxidase gene and accumulated
sub-lethal concentrations of H,O» (Wu et al., 1997).

A major source of H2O; is by dismutation of O,~ via the activity of superoxide dismutase
(SOD) (Alscher et al., 2002; Voludakis et al., 2006). SODs are regarded as a first step in

reducing oxidative stress by converting O, to H>O, during normal metabolism (Babhita et
al., 2002). In response to biotic stress, SOD genes and enzyme concentrations are often up-
regulated as part of the resistance mechanism against viral, bacterial and fungal diseases
(Barna et al., 2003; Bolwell and Wojtaszek, 1997; Buonaurio et al., 1987; Delledonne et al.,
2001; Montalbini and Buonaurio, 1986; Tertivanidis et al., 2004; Voludakis et al., 2006). The
importance of SOD in the production of HO; has been demonstrated in rose cells treated
with the Cu-Zn-SOD inhibitor N,N-diethyldithiocarbamate and exposed to phytophthora
(Auh and Murphy, 1995). Furthermore, pearl millet (Pennisetum glaucum) demonstrated
higher SOD activity in resistant genotypes compared to susceptible genotypes when
challenged with Sclerospora graminicola (Babhita et al., 2002). Similarly, SOD activity was
higher in Xanthomonas campestris pv. campestris resistant cabbage (Brassica oleracea) varieties
(Gay and Tuzun, 2000).

Based on their metal co-factor, SODs can be classified into three categories: iron SOD (Fe-
SOD), manganese-SOD (Mn-SOD), and copper-zinc SOD (Cu-Zn-SOD), each of which is
specifically compartmentalized in the cell (Alscher et al., 2002). Fe-SOD is located in the
chloroplasts, Mn-SODs in the mitochondria and peroxisomes, and Cu-Zn-SOD in the
chloroplast, cytosol, and possibly in the apoplast (Alscher et al., 2002). The various SODs play
important roles in plant/pathogen interactions. Fe-SOD, for example, appears to be involved
in the early signaling with H>O» by plant cells after infection (Mur et al., 2008; Zurbriggen et al,
2009). Mn-SOD has been reported to play an important role in early apoptotic events during
PCD in Gossypium hirsutum-Xanthomonas campestris pv. malvecearum interaction (Voludakis et
al., 2006). However, Kukavica et al. (2009) showed the existence of a cell wall bound Mn-SOD

that generated OH' in pea roots and probably facilitates cell elongation.

Some of the major enzymes involved in H»O, dismutation and that have been shown to
change during pathogenesis include catalase (CAT), ascorbate peroxidase (APOD) and class
III peroxidase (POD) (Able et al., 2000; Dat et al., 2003; De Pinto et al., 2006; Gonzalez et al.,
2010). Catalase and APOD are the most important enzymes involved in maintaining H>O, at
low concentrations in the symplast of healthy plants (Mittler, 2002). Catalase is a tetrameric
iron porphyrin that converts millions of H>O, to water and oxygen per second and is
generally limited to the peroxisomes where H>O, forms rapidly as a by-product of
photorespiration (Willekens et al., 1997). The importance of CAT in disease resistance has
been shown in transgenic tobacco (Nicotiana tabacum cv AS1) that had reduced CAT1 mRNA
and protein (AS1) which demonstrated a HR leading to necrotic lesions upon challenge with
Pseudomonas syringae pv. tabaci (Mittler et al., 1999).
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Ascorbate peroxidases contain a heme cofactor and use ascorbate as a substrate as part of
the glutathione-ascorbate cycle (Foyer et al., 2009). Ascorbate peroxidase is ubiquitous
throughout the cell and thus is important in catalyzing H>O> that is produced as a waste
product of different metabolic pathways (Mittler, 2002). The importance of APOD in disease
resistance has been shown in transgenic tobacco transformed with antisense cAPX (Nicotiana
tabacum cv Bel W3) that exhibited PCD accompanied by fragmentation of nuclear DNA after
being challenged with Pseudomonas syringae pv. tabaci, Pseudomonas syringae pv. phaseolicola
NPS3121 and Pseudomonas syringae pv. syringae (Mittler et al., 1999; Polidoros et al., 2001).

The use of guaiacol as a substrate to test peroxidase activity is limited to the Class III
peroxidases (POD) that are characterized by secretion into the apoplast and utilize phenolic
compounds as substrates to cross-link cell walls during cell maturation (De Gara, 2004;
Liszkay et al., 2003; Sasaki et al., 2004). During infection, the class III PODs promote
lignification, suberization, cross-linking of cell wall proteins, and phytoalexin synthesis to
sicken metabolism and isolate the pathogen (Sasaki et al., 2004; Quiroga et al., 2000). The
peroxidative cycle of POD uses H>O; as an oxidant to convert phenolic compounds to
phenoxy radicals that spontaneously combine to form lignin responsible for cell wall
stiffening (Liszkay et al., 2003; Martinez ef al., 1998).

4. Comparative analysis of oxidative metabolism in Xcc resistant and
susceptible genotypes

Recent studies on various Citrus sp. and closely related genera have increased our
understanding of deficiencies in oxidative metabolism in susceptible genotypes. The most
commonly studied resistant genotype is kumquat (Fortunella margarita (Lour.) Swingle). The
kumquats have been characterized as canker resistant based on fewer canker lesions per leaf
and reduced internal bacterial populations per lesion compared to susceptible genotypes
(Khalaf et al., 2007; Viloria et al., 2004). Resistance of kumquat has been exhibited in hybrids
with Citrus sp. such as ‘Lakeland’ limequat, a cross between the highly Xcc-susceptible ‘Key’
lime and kumquat, which has demonstrated greater canker resistance than ‘Key” lime alone
under field conditions (Viloria et al., 2004). Furthermore, the Asiatic strain of canker (Canker
A) has been shown to reach populations densities consistent with a compatible reaction
(Stall et al., 1980) and the lower concentrations of Xcc in kumquat indicates a disease
resistance mechanism (Viloria et al., 2004). Although oxidative metabolism is complex,
recent research has focused on comparing kumquat resistant and susceptible Citrus
genotypes on their H O, metabolism in part due to its importance in cell signaling and its
involvement in cell wall chemistry during growth and plant defense.

The basal antioxidant metabolism has been shown to vary in different citrus genotypes
(Kumar et al., 2001a) which relate to their fundamental differences in resistance. Kumquat,
for example, was shown to have higher total SOD activity in kumquat than grapefruit and
sweet orange, yet HO, was lower in kumquat in part because of higher CAT activity. These
fundamental differences in basal metabolism are the starting point for changes in oxidative
metabolism when challenged with Xcc.

5. Oxidative metabolism in canker-resistant kumquat

Using an Asiatic strain of canker (Canker A) and infiltration of kumquat leaves, Kumar et
al., (2011c) showed that the Xcc populations peaked 4 days after inoculation and declined
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thereafter. Chlorosis was evident the first day after inoculation and persisted throughout the
infection process (Fig. 1). Water soaking was delayed until 4 days after inoculation. H,O»
concentrations increased rapidly 1 day after inoculation to almost 2x the controls, about 10
ml, from 6 to 8 days after inoculation and declined slightly thereafter but remained above
the controls throughout the infection process (Figs. 1 and 2). The pattern of Xcc population
and H>O» concentrations is consistent with the latter’s role in impeding bacterial growth and
promoting PCD, which occurred from 10 to 12 days after inoculation. The rapid necrosis in
the localized region of the infected kumquat tissue by Xcc has been suggested to be
consistent with a hypersensitive response (HR) and induced PCD (Khalaf et al., 2007). Lipid
peroxidation was shown to increase rapidly and remain several times higher than the
controls in kumquat-Xcc interaction (Kumar et al., 2011e). Lipid peroxidation generates free
radicals, which in turn are toxic to plant and bacterial cells and is consistent with PCD as
part of the HR to pathogens (Gobel et al., 2003; Kumar et al., 2011e; Rusterucci et al., 1996). It
is interesting that using the injection method, kumquat did not display much swelling of the
epidermis, which is required for egress of Xcc to the leaf surface. Kumar et al., (2011c,e)
concluded that the retention of bacteria in the leaf coupled with early leaf abscission, which
occurred from days 10 through 12, is consistent with a disease avoidance mechanism.

The production of H O, occurs mainly through SOD activity. Kumar et al. (2011e) showed
that total SOD activity demonstrated two peaks during the course of Xcc infection of
kumquat with peaks at 1-2 days after inoculation and 6-8 days after inoculation, although
the total SOD activity was always higher than the uninfected controls. Analysis of the
activity and isoforms of the various SODs were shown to be altered indicating
compartmentalization of H,O, production (Kumar et al, 2011c,e). The first peak in total SOD
activity was associated with a rapid increase in Fe-SOD activity to 2x the controls by 1 day
after inoculation, but the activity dropped rapidly near or below the controls thereafter. Fe-
SOD is compartmentalized in chloroplasts and studies on other plant-pathogen interactions
have shown that chloroplasts are an important source of ROS signals that initiate changes in
oxidative metabolism in other cellular compartments (Mur et al., 2008; Zurbriggen et al,
2009). Cu-Zn-SOD is also found in the chloroplasts (Alscher et al., 2002), but Kumar et al.
(2011e) found no activity of this SOD isoform during the kumquat-Xcc interaction. Mitogen-
activated protein kinase (MAPK), which respond to external stimuli, are activated in plant-
pathogen interactions and promote ROS generation in chloroplasts by inhibiting CO;
assimilation that serves as a sink for ROS generated by light (Liu et al., 2007; Zurbriggen et
al, 2009). Evidence that this mechanism functions during kumquat-Xcc interaction is
supported by differential expression of related genes (Khalaf et al., 2007). Although Fe-SOD
activity initially surged, high concentrations of H2O, have been shown to deactivate Fe-S5OD
(Giannopolitis and Ries, 1977), which is consistent with suppression of Fe-SOD activity after
the first day (Kumar et al., 2011e).

Keeping in mind that total SOD activity in kumquat-Xcc interaction increased and remained
high throughout pathogenesis, the decline in Fe-SOD activity beyond the first day after
inoculation had to be replaced by a different form of SOD that would dominate during the
second peak of total SOD activity. Kumar et al., (2011e) found that Mn-SOD activity
increased from 2x to 3x that of the control starting 2 days after inoculation and reached a
maximum during the second peak of total SOD activity from 6 to 8 days after inoculation.
The prolonged, elevated Mn-SOD activity indicated that this class of SOD was responsible
for the majority of total SOD activity throughout the entire pathogenesis process. Mn-SOD is
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generally considered to be limited to mitochondria and peroxisomes (Alscher et al, 2002) and
recent evidence indicates the importance of mitochondria in generating ROS to promote
PCD (Mur et al, 2008; Yao et al., 2002). Thus, the elevated H>O, concentration during
kumquat-Xcc interaction is promoted by SOD activity, first in the chloroplast and thereafter
in the peroxisome and mitochondria. Thus, the sustained production of HO, in
peroxisomes and mitochondria indicates that these organelles serve as important generators
of H,O; during kumquat-Xcc interactions.

The fate of H,O» in kumquat-Xcc interaction is determined, in part, by enzymes involved in
its dismutation. Catalase is considered the major H>O; scavenging enzyme and is located in
peroxisomes of plant cells (Kamada et al., 2003; Hu et al., 2010). During kumquat-Xcc
interaction, total CAT activity remained similar to the controls up to 5 days after inoculation
but declined starting 6 days after inoculation to almost half of the controls (Kumar et al.,
2011c). Interestingly, CAT demonstrated qualitative and temporal changes in isoforms
(Kumar et al., 2011c). Plants have been shown to contain three CAT genes that code for three
subunits and generate at least six isoforms that are classified into three classes (Hu et al.,
2010). Class I CATs are abundant in tissues that contain chloroplasts, Class II CATs are
mainly expressed in vascular tissues, and Class IIl CATs are generally found in young and
senescent tissues. In uninfected kumquat leaves, Kumar et al. (2011c) identified 4 CAT
isoforms (CAT 1-4) that appeared to be constitutive and therefore belong in Class I and 1L
CAT-3 disappeared, CAT-2 declined starting at 4 days after inoculation, and CAT-4 declined
starting at 10 days after inoculation, probably due to termination of all metabolic activity
because of necrosis. A novel CAT isoform, CAT-5, was expressed 4 days after inoculation,
and appears to belong to Class III since senescence as indicated by chlorosis rapidly
developed at this time. There was no evidence of CAT-6.

The decline in CAT activity coincided with the highest concentrations of H>O, but during
the stationary phase of Xcc population growth (Kumar et al., 2011e). Xcc during the log
phase of growth in kumquats is highly susceptible to H,O; with almost no survival upon
exposure to 1 mM H>O, in comparison to stationary phase populations that can resist up to
30 mM of HyO; (Tondo et al., 2010). H,O» increased to almost 10 mM (Kumar et al., 2011c,e),
which was high enough to restrict Xcc during the log phase but not enough to impact
bacterial populations during the stationary phase of growth (Tondo et al., 2010). The Xcc
stationary phase populations were able to resist higher external H>O, concentrations due to
high bacteria CAT activity via the expression of four CAT genes (katE, catB, srpA, and katG)
(Tondo et al., 2010). Thus, it appears that the reduced plant CAT activity, which occurred
during the stationary phase of Xcc population growth, was too late to directly impact the
pathogen. Perhaps molecular modification that increasing CAT activity earlier in kumquat
would suppress Xcc concentrations further by allowing H>O; concentrations to increase
during the log phase of Xcc growth (Chaouch et al., 2010).

Although the decline in CAT activity was too late to have a direct impact on Xcc
populations, it may be part of the adaptive response of kumquat to promote necrosis and
leaf abscission late in the infection process (Foyer et al.,, 2009). Recently, Yu et al, (2006)
showed that selective degeneration of specific CATs in mouse cell lines subsequently caused
an increase in ROS concentrations and induced PCD. Similarly, transgenic plants with
reduced CAT expression exhibited necrotic lesions and displayed elevated concentrations of
pathogenesis-related proteins in tobacco (Nicotiana tabacum cv. Bel w3; Mittler et al., 1999).
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Because CATs are limited to peroxisomes, it appears that this organelle serves an important
role in canker resistance by elevating H>O, concentrations that diffuses to the rest of the cell
and thus could become a promising site for resistance enhancement in susceptible citrus by
genetic engineering of CAT gene expression or by post-translational modification of CAT
proteins (Chaouch et al., 2010).

Ascorbate peroxidases are ubiquitous peroxidases that help maintain low HxO;
concentrations during normal metabolism (Mittler, 2002). During kumquat-Xcc interaction,
APOD activity declined linearly after Xcc inoculation to less than half the activity of the
controls by 12 days after inoculation (Kumar et al., 2011c). The immediate and increasing
decline in APOD activity is an adaptive plant response to help promote elevated H>O>
concentrations throughout the sympast and is the principle enzyme that allowed H>O»
concentrations to increase in infected kumquat. There is evidence that higher H;O»
concentrations inactivate APODs at both the transcriptional and post-transcriptional levels
(Zimmermann et al., 2006; Paradiso et al., 2005).

Higher H,O» concentrations rather than O, in the symplast is interesting because it is a less
reactive ROS, which may indicate another role for HO, than promoting senescence alone.
Xcc are only found in the apoplast and any positive effect of higher H>O, concentrations
would require diffusion out of the symplast. H,O, in the apoplast would allow it to serve as
a substrate for the Class III PODs. During normal metabolism of uninfected plants, H,O- is
utilized by the Class III PODs to promote loosening of cell walls during cell enlargement
and to cross-link cell wall polymers during cell maturation (de Gara, 2004). The Class III
PODs are also an adaptive defense mechanism against pathogens since the cross linking of
cell wall polymers diminishes their ability to enzymatically digest the cell wall and thus
isolates the pathogen in a confined area (Bradley et al., 1992; Passardi et al., 2005). Kumquat
POD activity tripled 1 day after inoculation with Xcc and continued to increase to 8 days
after inoculation (Kumar et al., 2011c). No canker development occurred beyond the initial
infection zone as evidenced by water soaking upon injection indicating isolation of the
bacteria consistent with activity of the Class III PODs. No up-regulation of POD has been
shown for kumquat, but transcriptional analysis has shown up-regulation of POD genes in
sweet orange leaves 2 days after inoculation with Xcc (Cernadas et al., 2008).

In addition to cross linking cell walls using H>O,, Class IIIl PODs are capable of catalyzing
reactions utilizing other substrates (Passardi et al., 2005). PODs can convert O, and H,O» to
OH' (Schweikert et al., 2000; Schopfer et al., 2002; Liszkay et al, 2003), however, apoplastic
generation of O;” has not been definitively determined in kumquat-Xcc interactions. A

potential source of O~ is by NADPH oxidase activity (Kasai et al., 2006), which is generally
regarded as a critical component of plant defense (Lamb and Dixon, 1997), but that enzyme
has not been studied in kumquat exposed to Xcc. Any apoplastic SOD activity would de-

activate O, . One SOD reported to be located in plant apoplasts is Cu-Fe-SOD (Alscher et al.,
2002) and in kumquat infected with Xcc, a putative Cu-Fe-SOD gene was up-regulated 2 to 7
days after inoculation (Khalaf et al., 2007), however activity of this SOD isoform was not
detected (Kumar et al., 2011e). Mn-SOD was also suggested to be involved in cell elongation
(Kukavica et al., 2009), which is one of the early events during canker development (Khalaf
et al., 2007). Kukavica et al. (2009) proposed a novel role for cell wall bound Mn-SOD that

assists in POD-mediated cell elongation by producing OH' in the apoplast. Although the
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formation of OH" during kumquat-Xcc is not verified, its formation is consistent with plant
defense considering its high toxicity to Xanthomonas spp. (Vattanaviboon and Mongkolsuk,

1998). Nevertheless, production of O,” and conversion of it plus H,O, to OH' in kumquat-
Xcc interactions needs to be determined.

In summary, kumquat respond to Xcc by promoting higher concentrations of H>O; through
temporal and qualitative changes in enzymes involved in its synthesis and dismutation.
H>O; is produced initially through increased chloroplastic SOD 1 day after inoculation and
thereafter through increased mitochondrial and peroxisomal SOD activity. Elevated
symplastic H,O, concentrations are maintained by declining APOD and later CAT activity.
We propose that the elevated concentration of H>O, diffuses from the symplast to the
apoplast where it directly inhibits bacterial metabolism and utilized by POD. The higher
POD activity presumably utilizes H>O» to cross-link cell walls and perhaps produce highly

toxic OH".

7. Oxidative metabolism in canker susceptible grapefruit and sweet orange

Using the same strain of Asiatic canker, infiltration method, and under the same growing
conditions as in kumquat (Kumar et al., 2011c,e), the bacterial population in grapefruit and
sweet orange leaves grew to 1 x 109 CFU/cm? (Kumar et al., 2011b,d), which was 10x that of
kumquat (Kumar et al., 2011e). In general, the responses of grapefruit and sweet orange to
Xcc were similar. Whereas the Xcc population peaked in kumquat 4 days after inoculation,
the population peak occurred 8 days after inoculation in grapefruit (Figs. 1 and 3) and 14
days after inoculation in sweet orange. Chlorosis was evident in grapefruit and sweet
orange by the first day after inoculation as in kumquat. However water soaking, which
didn’t occur until 4 days after inoculation in kumquat, occurred by the second day in
grapefruit and sweet orange. Furthermore, swelling of the leaves in the inoculated region
was evident starting 6 days after inoculation. Necrosis was evident from 16 to leaf
abscission, which occurred a week later than kumquat.

Unlike H>O; concentrations in kumquat that increased and remained high until Xcc
populations declined, H>O: concentrations in grapefruit and sweet orange leaves
demonstrated a biphasic pattern. There was an initial surge in H>O, concentration in both
susceptible genotypes to that found in kumquat except it was only to 1/3 the
concentration and the surge only lasted until 4 days after inoculation (Kumar et al,,
2011b,d). H2O; concentrations declined to or below the controls and then surged a second
time but only to the same concentrations or to concentrations slightly above the controls
from 12-14 days after inoculation. The crash in H>O, concentration occurred very late in
the log phase of bacterial growth, the stage most susceptible to H.O> (Tondo et al., 2010),
which allowed extension of that phase resulting in the higher bacterial populations
compared to kumquat.

The disturbance in H>O; concentration was related to temporal and qualitative changes in
enzyme activities related to H>O, metabolism. Total SOD activity in grapefruit and sweet
orange generally followed that of H>O, concentration with a peak in activity occurring 4
days after inoculation followed by a rapid decline with concentrations similar to or less than
the controls for the rest of the infection process (Kumar et al., 2011b,d). The initial increase in
total SOD activity was due to a surge in Fe-SOD activity similar to that of kumquat. Three
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Fe-SOD isoforms were detected in both infected and control leaves of grapefruit, but it was
Fe-SOD 2 that contributed most of the Fe-SOD activity observed. Down regulation of Fe-
Sodltranscription were observed in Botrytis cinerea infected cultured cells of Pinus pinaster
(Azevedo et al., 2008), but whether this gene is involved in Xcc-susceptible citrus genotypes
is unknown.

Manganese superoxide dismutase activity surged in a manner similar to kumquat but then
crashed to concentrations similar to the controls by 4 days after inoculation (Kumar et al.,
2011b,d). Thus the decline in H>O, concentration in grapefruit and sweet orange was due in
part to suppression of Mn-SOD activity. Four Mn-SOD isoforms were observed in grapefruit
(Kumar et al., 2011d). Mn-SOD 3 was constitutively active however Mn-SOD 1 and 2 were
higher from 2 and 4 days after inoculation but thereafter gradually disappeared. It appears
then that the appearance of Mn-SOD 1 and 2 are originally promoted in response to Xcc
infection, but response dissipates later in the infection process. A weakly stained Mn-SOD 4
was observed at 10 days after inoculation and appeared to be a last attempt by the host to
generate more H>O» to suppress Xcc or as part of PCD in the infected zone (Vattanaviboon
and Mongkolsuk, 1998).

In addition to changes in activities of the various SODs, H,O, degrading enzymes also
demonstrated temporal and qualitative changes in activity (Kumar et al., 2011b,d). Catalase
activity increased above the control in grapefruit starting 2 days after inoculation and
remained up the control peaking 16 days after inoculation, which is opposite of kumquat
where CAT activity was suppressed (Kumar et al., 2011b). Four CAT isoforms were detected
in controls and six in Xcc-infected grapefruit, with CAT 4 and 5 novel in the latter plants and
the intensity of the CAT 2 and 4 bands very high compared to the controls. Higher
expression of CAT 2 mRNA in roots of potato was found during pathogenesis of
Corynebacterium sepedonicum NCPPB 2137 and Erwinia cartovora spp. cartovora NCPPB 312
and provide the first evidence that class II CAT isoforms are also pathogen induced (Niebel
et al., 1995). Thus the elevated CAT activity in grapefruit partially explains the decline in
H>Os concentrations in grapefruit.

Unlike kumquat where APOD activity was suppressed in Xcc-infected plants, APOD
activity in grapefruit increased 4 days after inoculation and remained higher than the
controls up to 16 days after inoculation (Kumar et al., 2011b). Like CAT, the higher APOD
activity contributed to the lower H>O, concentrations.

The class III POD activity levels were higher in Xcc-infected grapefruit and sweet orange
leaves 1 days after inoculation (Kumar et al., 2011b,d), which was similar to that in
kumgquat. Three isoforms (POD 1, 2 and 3) were detected in control and infected leaves of
both genotypes with higher intensity of all three bands in infected tissues. In a separate
study of Xcc infected sweet orange, POD genes were shown to be up-regulated as early as 6
hours after inoculation (Cernadas et al., 2008). More than 70 isoforms of PODs have been
identified in plants and it is currently difficult to assign a physiological function to each one
due to gene redundancy (Sasaki et al., 2004). Nevertheless, it is interesting that unlike CAT
and APOD where there was a differential response in susceptible (grapefruit and sweet
orange) and resistant (kumquat) genotypes, POD activity in all three genotypes increased in
response to Xcc.
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8. Proposed model of citrus response to canker

A comparison of Xcc population, symptom development, H,O,, and activities of enzymes
involved in H>O; metabolism between the resistant genotype kumquat and a susceptible
genotype such as grapefruit can reveal deficiencies in susceptible genotypes. Although
similar concentrations of Xcc were injected in leaves of both genotypes, the population was
10x less in kumquat than grapefruit by 3 days after inoculation and remained substantially
lower. Activity of chloroplastic Fe-SOD, an organelle that is presumed to be involved in
pathogen sensing and signaling, increased 1 day after inoculation in kumquat but 2 days
after inoculation in grapefruit, which indicates a delayed response in the latter genotype.
The reduced Xcc population in kumquat compared to grapefruit was due, in part, to lower
H>O,. Although H>O» increased in both species upon infection, it was only 1/3 the
concentration in grapefruit than kumquat at its peak 5 days after inoculation. The sustained
H>O; concentration in kumquat was due to higher and sustained Mn-SOD activity and
lower CAT and APOD activities. In grapefruit, however, CAT increased 1 day after
inoculation, APOD increased 3 days after inoculation, and Mn-SOD declined 5 days after
inoculation. There are reports which showed that Xanthomonas spp. are naturally very

resistant to O, but are susceptible to H O, (Loprasert et al., 1996; Tondo et al., 2010). Thus,
although SOD activity was enhanced in grapefruit, the H>O, was subsequently degraded by
enhanced activities of CATs and APODs.

Watersoaking developed earlier in grapefruit (2 days after inoculation) than kumquat (4
days after inoculation). Water soaking is a characteristic symptom of Xcc infection in citrus
that is caused in part by increased uptake of water through capillary action as a consequence
of loss of intercellular space between rapidly dividing and enlarging mesophyll cells (Khalaf
et al., 2007; Popham et al., 1993). The earlier watersoaking of grapefruit and the higher
raised epidermis is indicative of increased cell growth in this genotype, which was reflected
in the observed raising of epidermis compared to kumquat. It is interesting that POD
activity in both genotypes was elevated upon Xcc infection. Peroxidase serves a dual role of
promoting cell enlargement by loosening the cell wall but is also involved in cross-linking of
cell wall components during cell maturation, a process that inhibits cell enlargement
(Passardi et al., 2004). Which process that occurs would be substrate dependent and would
vary temporally and spatially. Such a temporal and spatial variation in POD activity has
been shown to occur during cell growth of Arabidopsis thaliana leaves where cell enlargement
was promoted early and cell wall stiffening occurred later (Abarca et al., 2001). The changes
in CAT, APOD and Mn-SOD that lowered H;O; concentrations in grapefruit preceded the
raised epidermis and thus it is reasonable to assume that the concentrations of H,O, were
necessary to promote cell enlargement in this genotype, whereas the higher concentrations
of H,O» that occurred in kumquat were excessive and involved in suppression of Xcc. Thus,
we propose that the lower H>O> concentrations in grapefruit promoted plant cell growth
whereas the higher H>O; concentrations in kumquat were involved in cross linking of cell

wall polymers and possibly the production of OH'. Solutions to solving Xcc in susceptible
citrus genotypes such as grapefruit and sweet orange will need to include promoting earlier,
higher, and sustained H>O; concentrations.

The comparative studies of oxidative metabolism in susceptible and resistant genotypes to
Xcc have identified deficiencies in susceptible genotypes. Altering their response either
through exogenous applications of chemicals that evoke systemic acquired resistance and
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induced systemic resistance or through genetic modification should be a focus of future
research. In particular, stimulation of Mn-SOD activity, which is important for sustained
production of H»O,, and suppression of CAT and APOD activity to maintain high
concentrations of H>O; in susceptible genotypes should improve resistance to Xcc. Strategies
that improve H>O, metabolism to enhance resistance should provide new cultural
management approaches in commercial groves for reducing the economic impact of this
disease.

Xcc Enzyme activity”

Population”| Symptom’ H,0, Total-SOD| Fe-SOD | Mn-SOD CAT APOD POD
dai K/G K G K 6| K 6| K G| K G| K G| K G| K G
0 & S O e e B e s e oe s e e
1 & C C r»" MNP DN e Mo oL o 1
2 & c ¢cw|nr» MM M MDY M)E MY SO
3 d c ¢cw|n™» [P M MDY M ML MO
4 NE cw ewi ™ MY M MDY M MY MDY
5 d CW CW| P &1 | M1 &l M MDY D
6 d CW CWEl ™ V|1 &1 v &« 1™ L L 1 2
7 N% cCwcewe ™ It i vt eI MM
8 N% CWCWEl ™ | 1™ I I L M MDD
9 N% CWCWEl ™ ¢ | 1™ L VI L M M D
10 N% CWNCWEl ™ V[ VIV &1 L)L M M2 2
11 N% CWNCWEl ™ V[ M™M L]V DM &1 ML MDD 1
12 N% CWINCWEl M &M |V &1 | ML M) 2
13 CE & & & & 0 0% 0
14 CE & & & NE ™ T T
15 CE Nk S NE NE ™ T ™
16 C,E,N NE & < NE ™ T T
17 C,E,N NJ o & N2 T ™ ™
18 C,EN & o & N2 & o ™
19 E,N & & & d & & 0
20 N N N & & T

z Populatin concentrations are shown as the ratio of kumquat and grapefruit
y Symptom classification: C= chlorosis, W= watersoaking, E= raised epidermis, N= necrosis

x Enzyme classification: SOD= superoxide dismutase and their various forms as indicated by their
metal cofactor, CAT= catalase, APOD= ascrobate peroxidase, and POD= the class III peroxidase

xThe arrows indicate the ratio in Xcc population between kumquat and grapefruit
Fig. 1. Comparison of Xcc population, canker symptoms, H>O,, and activities of enzymes
involved in HO, metabolism for kumquat (K) and grapefruit (G) by days after inoculation

(dai). Arrows for H>O, and enzyme activities indicate a comparison of Xcc-infected to
uninfected leaves. Data were taken from Kumar et al., 2011b,c,d,e.
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al. 2011b,d.

www.intechopen.com



182 Oxidative Stress — Environmental Induction and Dietary Antioxidants

9. References

[1] Abarca, D., Martin, M., Sabater, B., 2001. Differential leaf stress response in young and
senescent plants. Physiol. Plant. 113, 409-415.

[2] Able, AlJ., Guest, D.I., Sutherland, M.W., 2000. Hydrogen peroxide during the
incompatible interaction of tobacco suspension cells inoculated with Phytophthora
nicotiane. Plant Physiol. 124, 899-910.

[3] Alscher, R.G., Erturk, N., Heath, L.S., 2002. Role of superoxide dismutases (SODs) in
controlling oxidative stress in plants. J. Exp. Bot. 53, 1331-1341.

[4] Alvarez, M.E., Penell, RI., Meijer, P-J., Ishikawa, A., Dixon, R.A. and Lamb, C. 1998.
Reactive oxygen intermediates mediate a systemic signal network in the
establishment of plant immunity. Cell, 92, 773-784.

[5] Anonymous. 2009. Citrus Summary 2007-2008. Florida Agricultural Statistic Service,
USDA NASS.

[6] Auh, C-K., Murphy, T.M., 1995. Plasma membrane redox enzyme is involved in the
synthesis of Oy and H»O. by Phytophthora elicitor-stimulated rose cells. Plant
Physiol. 107, 1241-1247

[7] Azevedo, H., Lino-Neto, T., Tavares, R. M. 2008. The necrotroph Botrytis cinerea induces
a non-host type II resistance mechanism in Pinus pinaster suspension-cultured cells.
Plant Cell Physiol. 49: 386-395.

[8] Babhitha, M.P., S.G. Bhat, H.S. Prakash, and H.S. Shetty. 2002. Differential induction of
superoxide dismutase in downy mildew-resistant and -susceptible genotypes of
pearl millet. Plant Path. 51:480-486.

[9] Barna, B., ]J. Fodor, M. Pogany, and Z. Kiraly. 2003. Role of reactive oxygen species and
antioxidants in plant disease resistance. Pest Manag. Sci. 59:459-464.

[10] Bassler, B.L. 1999. How bacteria talk to each other: regulation of gene expression by
quorum sensing. Curr. Opin. Microbiol. 2:582-587.

[11] Bolwell, G. P., and Wojtaszek, P. 1997. Mechanisms for the generation of reactive
oxygen species in plant defense- a broad perspective. Physiol. Mol. Plant Pathol. 51:
347-366.

[12] Bradley, D., Kjellbom, P., Lamb, C., 1992. Elicitor- and wound-induced oxidative cross-
linking of a proline-rich plant cell wall protein: a novel, rapid defense response.
Cell 70, 21-30.

[13] Buonaurio, R., Torre, G. D., and Montalbani, P. 1987. Soluble superoxide dismutase
(sod) in susceptible and resistant host-parasite complexes of Phaseolus vulgaris and
Uromyces phaseoli. Physiol. Mol. Plant Pathol. 31: 137-184.

[14] Burnings, A.M., Gabriel, D.W., 2003. Xanthomonas citri: breaking the surface. Mol. Plant
Pathol. 4, 141-157.

[15] del Campo, R., Russi, P.,, Mara, P., Mara, H., Peyrou, M., de Leon, L.P., Gaggero, C.,
2009. Xanthomonas axonopodis pv. citri enters the VBNC state after copper treatment
and retain its virulence. FEMS Microbiol. Lett. 1-6.

[16] Cernadas, R., Camillo, L.R., Benedetti, C.E., 2008. Transcriptional analysis of the sweet
orange interaction with the citrus canker pathogen Xanthomonas axonopodis pv. citri
and Xanthomonas axonopodis pv. aurantifolii. Mol. Plant Pathol. 9, 609-631.

[17] Chaouch, S., Queval, G., Vanderauwera, S.,, Mhamdi, A., Vandrope, M., Langlois-
Meurinne, M., Van Breusegem, F., Saindernan, P., Noctor, G., 2010. Peroxisomal

www.intechopen.com



Interference of Oxidative Metabolism in Citrus by Xanthomonas citri pv citri 183

hydrogen peroxide is coupled to biotic defense responses by isochorismate
synthasel in a daylength-related manner. Plant Physiol. 153, 1692-1705.

[18] Chen, X-R., Wang, X-L., Zhang, Z-G., Wang, Y-C., Zheng, X-B. 2008. Differences in the
induction of the oxidative burst in compatible and incompatible interactions of
soybean and Phytophthora sojae. Physiol Mol Plant Pathol; 73:16-24

[19] Dat, J.E., Pellinen, R., Beckmann, T., Van De Cotte, B., Langebartels, C., Kangasjarvi, J.,
Inze, D., Van Breusegem, F., 2003. Changes in hydrogen peroxide homeostasis
trigger an active cell death process in tobacco plants. Plant J. 33, 621-632.

[20] Dat, J., Vandenabeele, S., Vranova, E., Van Montagu, M., Inze, D., Van Breusegem, F.,
2000. Dual action of the active oxygen species during plant stress responses.
Cellular and Mol. Life Sci. 57, 779-795.

[21] Delledonne, M., Zeier, J., Marocco, A., and Lamb, C. 2001. Signal interactions between
nitric oxide and reactive oxygen intermediates in the plant hypersensitive disease
resistance response. Proc. Nat. Acad. Sci. USA 98: 13454-13459.

[22] Duan, Y.P., Castaneda, A.L., Zhao, G., Erdos, G., Gabriel, D.W. 1999. Expression of a
single, host-specific, bacterial pathogenicity gene in plant cells elicits division,
enlargement and cell death. Mol. Plant-Microbe. Interact. 12, 556-560.

[23] Durrant, W.E. and X. Dong. 2004. Systemic acquired resistance. Ann. Rev. Plant Path.,
42:185-209.

[24] Foyer, C.H., Bloom, A.J., Queval, G., Noctor, G., 2009. Photorespiratory metabolism:
genes, mutants, energetic, and redox signaling. Annu. Rev. Plant Biol. 60, 455-484.

[25] de Gara, L. (2004) Class III peroxidases and ascorbate metabolism in plants. Phytochem.
Rev. 3, 195-205.

[26] Gay, P.A., Tuzun, S., 2000. Temporal and spatial assessment of defense responses in
resistant and susceptible cabbage varieties during infection with Xanthomonas
campestris pv. campestris. Physiol. Mol. Plant Pathol. 57, 201-210.

[27] Giannopolitis, C. N., and Ries, S. K. 1977. Superoxide dismutases. I. Occurrence in
higher plants. Plant Physiol. 59: 309-314.

[28] Gobel, C., Feussner, I, and Rosahl, S. 2003. Lipid peroxidation during the
hypersensitive response in potato in the absence of 9-Lipoxugenases. ]. Biol. Chem.
278: 52834-52840.

[29] Gonzalez, A.M., Marcel, T.C., Kohutova, Z., Stam, P., Van Der Linden, C.G., Niks, R.E.,
2010. Peroxidase profiling reveals genetic linkage between peroxidase gene clusters
and basal host and non-host resistance to rusts and mildew in barley. PLOS ONE 5,
€10495.

[30] Gottwald, T. R., Graham, J. H. 1992. A device for precise and nondisruptive stomatal
inoculation of leaf tissue with bacterial pathogens. Phytopathology 82: 930-935.

[31] Gottwald, T.R., ].H. Graham, and ].S. Schubert. 2002. Citrus canker: The pathogen and
its impact. Plant Health Progress doi:10.1094/PHP-2002-0812-01-RV.

[32] Graham, J. H., Gottwald, T. R., Cubero, J., and Achor, D. 2004. Xanthomonas axonopodis
pv citri: factors affecting successful eradication of citrus canker. Mol. Plant Pathol.
5:1-15.

[33] Hu, Y-Q., Liu, S., Yuan, HM,, Lj, J., Yan, DW., Zhang, ].F., Lu, Y.T., 2010. Functional
comparison of catalase genes in the elimination of photorespiratory H>O; using

www.intechopen.com



184 Oxidative Stress — Environmental Induction and Dietary Antioxidants

promoter and 3’-untranslated region exchange experiments in the Arabidopsis cat2
photorespiratory mutant. Plant Cell Env. 33:1656-1670.

[34] Kamada, T., Nito, K., Hayashi, H.,, Mano, S., Hayashi, M., Nishimura, M., 2003.
Functional differentiation of peroxisomes revealed by expression profiles of
peroxisomal genes in Arabidopsis thaiana. Plant Cell Env. 44, 1275-1289.

[35] Kasai, T., Suzuki, T., Ono, K., Ogawa, K., Inagaki, Y., Ichinose, Y., Toyoda, k., Shiraishi,
T. 2006. Pea extracellular Cu/Zn-superoxide dismutase responsive to signal
molecules from a fungal pathogen. J. Gen. Plant Pathol. 72: 265-272.

[36] Khalaf, A., Moore, G.A., Jones, ].B.,, Gmitter, F.F. Jr., 2007. New insights into the
resistance of ‘Nagami’ kumquat to canker disease. Physiol. Mol. Plant Pathol. 71,
240-250.

[37] Koizumi, M., and Kuhara, S. 1982. Evaluation of citrus plants for resistance to bacterial
canker disease in relation to lesion extension. Bull. Tree Fruit Res. D 4: 73-92.

[38] Kukavica, B., Mojovic, M., Vucnic, Z., Maksimovic, V., Takahama, U., Jovanovic, S.V.
2009. Generation of hydroxyl radical in isolated pea root cell wall, and the role of
cell wall-bound peroxidase, Mn-SOD and phenolics in their production. Plant Cell
Physiol. 52, 304-317.

[39] Kumar, N., Ebel, R. C. and Roberts, P. D. 2011a. Antioxidant isozyme variability in
different genotypes of citrus and kumquat. J. Crop Improv.. 25: 86-100.

[40] Kumar, N., Ebel, R. C. and Roberts, P. 2011b. Antioxidant metabolism of grapefruit
infected with Xanthomonas axonopodis pv. citri. Env. Exp. Bot.. 71: 41-49.

[41] Kumar, N., Ebel, R. C. and Roberts, P. D. 2011c. H>O, degradation is suppressed in
kumquat leaves infected with Xanthomonas axonopodis pv. citri. Sci. Hort.. 130: 241-
247.

[42] Kumar, N., Ebel, R. C. and Roberts, P. D. 2011d. H2O; metabolism during sweet orange
(Citrus sinensis L. Osb.) Hamlin Xanthomonas axonopodis pv. citri. Sci. Hort.. 128: 465-
472.

[43] Kumar, N., Ebel, R. C. and Roberts, P. 2011e. SOD activity in Xanthomonas axonopodis pv.
citri infected leaves of kumquat. J. Hort. Sci. Biotech.. 86: 62-68.

[44] Kuzniak, E. and H. Urbanek. 2000. The involvement of hydrogen peroxide in plant
responses to stresses. Acta Physiologia Plant. 22:195-2003.

[45] Lamb, C., and Dixon, R. A. 1997. The oxidative burst in plant disease resistance. Annu.
Rev. Plant Physiol. 48: 251-275.

[46] Lawson, R. H., Dienelt, M. M., and Civerlo, E. L. 1989. Histopathology of Xanthomonas
campestris pv. citri from Florida and Mexico in wound-inoculated detached leaves
of citrus aurantifolid: light and scanning electron microscopy. Phytopathology 79:
329-335.

[47] Lee, V.T. and O. Schneewind. 2001. Protein secretion and the pathogenesis of bacterial
infections. Genes Dev. 15:1725-1752.

[48] Liszkay, A., Kenk, B., Schopfar, P., 2003.Evidence for the involvement of cell wall
peroxidase in the generation of hydroxyl radicals mediating extension growth.
Planta 217, 658-667.

[49] Liu, Y., Ren, D., Pike, S., Pallardy, S., Gassmann, W. and Zhang, S. (2007). Chloroplast
generated reactive oxygen species are involved in hypersensitive response like cell

www.intechopen.com



Interference of Oxidative Metabolism in Citrus by Xanthomonas citri pv citri 185

death mediated by a mitogen-activated protein kinase cascade. The Plant J., 51, 941-
954.

[50] Loprasert, S., P. Vattanaviboon, W. Praituan, S. Chamnongpol, and S. Mongkolsuk.
1996. Regulation of the oxidative stress protective enzymes, catalase, and
superoxide dismutase in Xanthomonas - a review. Gene 179:33-37.

[61] Martinez, C., J.L. Montillet, ].P. Agnel, G.H. Dai, J.F. Daniel, ].P. Geiger, and M. Nicole.
1998. Apoplastic peroxidase generates superoxide anions in cells of cotton
cotyledons undergoing the hypersensitive reaction to Xanthomonas campestris pv.
Malvacearum Race 18. Mol. Plant-Microbe Inter. 11:1038-1047.

[52] Mittler, R., 2002. Oxidative stress, antioxidants and stress tolerance. Trends Plant Sci. 7,
405-410.

[53] Mittler, R., Herr, E.H., Orvar, B.L., Van Camp, W., Willekens, H., Inze, D., Ellis, B.E.,
1999. Transgenic tobacco plants with reduced capability to detoxify reactive oxygen
intermediates are hyperresponsive to pathogen infection. Proc. Nat. Acad. Sci. USA
96, 14165-14170.

[54] Montalbini, P., and Buonaurio, R. 1986. Effect of tobacco mosaic-virus infection on
levels of soluble superoxide-dismutase in Nicotiana tabacum and Nicotiana glutinosa
leaves. Plant Sci. 47: 135-143

[55] Mur, L.A., Kenton, P., Lloyd, A.J.,, Ougham, H. and Prats, F. 2008. The hypersensitive
response: the centenary is upon us but how much do we know? J. Exp. Bot., 59, 501-
520.

[56] Niebel, A., Heungens, K., Barthels, N., Inze, D., Montagu, M.V., Gheysen, G., 1995.
Characterization of a pathogen-induced potato catalase and its systemic expression
upon nematode and bacterial infection. Mol. Plant Microbe Inter. 8, 371-378.

[67] Paradiso, A., Tommasi, F., De Gara L., De Pinto, M.C., 2005. Alteration in ascorbate and
ascorbate peroxidase in programmed cell death and oxidative stress. BMC Plant
Biol. 5 (Suppl I): S28.

[58] Passardi, F., Cosio, C., Penel, C., Dunand, C., 2005. Peroxidases have more functions
than a Swiss army knife. Plant Cell Rep. 24, 255-265.

[59] Passardi, F., Penel, C., Dunand, C., 2004. Performing the paradoxical: how plant
peroxidases modify the cell wall. Trends Plant Sci. 9, 534-540.

[60] de Pinto, M.C., Paradiso, A., Leonetti, P., De Gara, L. 2006. Hydrogen peroxide, nitric
oxide and cytosolic ascorbate peroxidase at the crossroad between defence and cell
death. The Plant J. 48, 784-795.

[61] Pettersson, J., R. Nordfelth, E. Dubinina, T. Bergman, M. Gustafsson, D.E. Magnusson,
and H. Wolf-Watz. 1996. Modulatioin of virulence factors expression by pathogen
target cell contact. Science 273:1231-1233.

[62] Polidoros, A.N., Mylona, P.V., Scandalios, J.G., 2001. Transgenic tobacco plants
expressing the maize Cat2 gene have altered catalase levels that affect plant-
pathogen interactions and resistance to oxidative stress. Transgenic Res. 10, 555-
569.

[63] Popham, P.L., Pike, S.M., Novacky, A., Pallardy, S.G., 1993. Water relation alterations
observed during hypersensitive reaction induced by bacteria. Plant Physiol. 103,
1243-1247.

www.intechopen.com



186 Oxidative Stress — Environmental Induction and Dietary Antioxidants

[64] Quiroga, M., Guerrero, C., Botella, M.A., Barcelo, A., Amaya, 1., Medina, M.I., Alonso,
F.J., de Forchetti, SM., Tigier, H., Valpuesta, V., 2000. A tomato peroxidase
involved in the synthesis of lignin and suberin. Plant Physiol. 122, 1119-1127.

[65] Reddy, M. R. S. 1997. Sources of resistance to bacterial canker in citrus. J. Mycol. Plant
Pathol. 27: 80-81

[66] Rigano, L.A., Marano, M.R., Castagnaro, A.P., Amaral, A.M.D., Vojnov, A.A., 2010.
Rapid and sensitive detection of citrus bacterial canker by loop-mediated
isothermal amplification combined with simple visual evaluation methods. BMC
Microbiol. 10, 176.

[67] Rusterucci, C., Stallaert, V.S., Milat, M-L., Pugin, A., Ricci, P., Blein, J-P., 1996.
Relationship between active oxygen species, lipid peroxidation, necrosis, and
phytoalexin production induced by elicitin in Nicotiana. Plant Physiol. 111, 885-
891.

[68] Sasaki, K., Iwai, T., Hiraga, S., Kuroda, K., Seo, S., Mitsuhara, 1., Miyasaka, A., Iwano,
M., Ito, H., Matsui, H., Ohashi, Y., 2004. Ten rice peroxidases redundantly respond
to multiple stresses including infection with rice blast fungus. Plant Cell Physiol.
45,1442-1452.

[69] Schopfer, P., Liszkay, A., Bechtold, M., Frahry, G., Wagner, A., 2002. Evidences that
hydroxyl radicals mediate auxin-induced extension. Planta 214, 821-828.

[70] Schweikert, C., Liszkay, A., Schopfer, P., 2000. Scission of polysaccharides by
peroxidase-generated hydroxyl radicals. Phytochem. 53, 565-570.

[71] Schubert, T. S., Rizvi, S. A., Sun, X., Gottwald, T. R., Graham, ]J. H., and Dixon, W. N.
2001. Meeting the challenge of eradicating citurs canker in Florida-again. Plant Dis.
85: 340-356.

[72] da Silva, A.C., Ferro, J.A., Reinach, F.C,, Farah, CS., Furlan, L.R.,, Quaggio, R.B,,
Monteiro-Vitorello, C.B., van Sluys, M.A., Almeida, N.F., Alves, L.M., do Amaral,
AM., Bertolini, M.C., Carargo, L.E. Camaroote, G., Cannavan, F., Cardozo, J.,
Chambergo, F., Ciapina, L.P., Cicarelli, R.M., Coutinho, L.L., Cursiono-Santos, J.R.,
El-Dorry, H., Faria, J.B., Ferreira, A.]., Ferreira, R.C., Ferro, M.L.,, Formighieri, E.F.,
Franco, M.C,, Greggio, C.C., Gruber, A., Katsuyama, A.M., Kishi, L.T., Leite, R.P.,
Lemos, E.G., Lemos, M.V., Locali, E.C., Machado, M.A., Madeira, A.M., Martines-
Rossi, N.M., Martins, Ec.Ec., Meidanis, J., Mench, C.F., Miyaki, C.Y., Moon, D.H.,
Moerera, L.,M., Novo, M.T., Okura, V.K., Oliveira, M.C., Oliveira, V.R., Pereira,
H.A., Rossi, A., Sena, J.A., Sivla, C., de Souza, R.F., Spinola, L.A., Takita, M.A,,
Tamura, R.E., Teixeira, E.C., Tessa, R.I., Trindade dos Santos, M., Truffi, D., Tsai,
S.M., White, F.F., Setubal, J.C. and Kitahima, J.P. 2002. Comparison of the genomes
of two Xanthomona pathogens with differeng host specificities. Nature, 417:459-
463.

[73] Slater, H., A. Alvarez-Morales, C.E. Barber, ].J. Danieals, and J.M. Dow. 2000. A two-
component system involving an HD-GYP domain protein links cell-cell signaling to
pathogenicity gene expression in Xanthomonas campestris. Mol. Microbiol. 38:986-
1003.

[74] Stall, R.E., Marco, G.M., Canteros de Echenique, B.I. 1982. Importance of mesophyll in
mature-leaf resistance to cancrosis of citrus. Phytopath. 72:1097-1100.

www.intechopen.com



Interference of Oxidative Metabolism in Citrus by Xanthomonas citri pv citri 187

[75] Stall, R. E., Miller, J. W., Marco, G. M., and de Echenique, C. 1980. Population dynamics
of Xanthomonas citri causing cancrosis of citrus in Argentina. Proc. Flo. Hort. Soc.
93: 10-14.

[76] Tertivanidis, K. C. Doudoula, C. Vasilikiotis, E. Hassiotou, R. Perl-Treves, and A.
Tsaftaris. 2004. Superoxide dismutase transgenes in sugarbeets confer resistance to
oxidative agents and the fungus C. beticola. Transgenic Res. 13:225-233.

[77] Tondo, M.L., Petrocelli, S., Ottado, J., Orellano, E.G., 2010. The monofunctional catalase
KatE of Xanthomonas axonopodis pv. citri is required for full virulence in citrus
plants. Plos One 5, €10803.

[78] Valad, G.E. and R.M. Goodman. 2008. Systemic acquired resistance and induced
systemic resistance in conventional agriculture. Crop Sci. 44:1920-1934.

[79] Vattanaviboon, P., Mongkolsuk, S., 1998. Evaluation of the role of hydroxyl radicals and
iron play in hydrogen peroxide killing of Xanthomonas campestris pv. phaseoli. FEMS
Microbiol. Lett 169, 255-260.

[80] Viloria, Z., Drouillaerd, D.L., Graham, J.H., Grosser, J.W., 2004. Screening triploid
hybrids of Lakeland limequat for resistance to citrus canker. Plant Dis. 88, 1056-
1060.

[81] Vlot, A.C., D.A. Dempsey, and D.F. Klessig. 2009. Salicylic acid, a multifaceted hormone
to combat disease. Ann. Rev. Plant Phytopath. 47:177-206.

[82] Voludakis, A.E., Marmey, P., Delannoy, E., Jalloul, A., Martinez, C., Nicole, M., 2006.
Molecular cloning and characterization of Gossypium hirsutum superoxide
dismutase gene during cotton-Xanthomonas campestris pv. malvacerum interaction.
Physiol. Mol. Plant Pathol. 68, 119-127.

[83] Willekens, H. S. Chamnongpal, M. Davey, M. Schraudner, C. Langebartels, M. van
Montagu, D. Inze, and W. van Camp. 1997. Catalase is a sink for H>O; and is
indispensible for stress defence in C; plants. The EMBO J. 16:4806-4816.

[84] Voludakis, A.E., Marmey, P., Delannoy, E., Jalloul, A., Martinez, C., Nicole, M., 2006.
Molecular cloning and characterization of Gossypium hirsutum superoxide
dismutase gene during cotton-Xanthomonas campestris pv. malvacerum interaction.
Physiol. Mol. Plant Pathol. 68, 119-127.

[85] Wojtaszek, P. 1997. Oxidative burst: an early plant response to pathogen infection.
Biochem. J. 322: 681-692.

[86] Wu, G., Shortt, B. J., Lawrence, E. B., Fitzsimmons, K. C., Levine, E. B., and Shah, D. P.
1997. Activation of host defense mechanisms by elevated production of H>O» in
transgenic plants. Plant Physiol. 9: 427-435.

[87] Yao, N., Tada, Y., Sakamoto, M., Nakayashiki, H., Park, P., Tosa, Y., and Mayama, S.
2002. Mitochondrial oxidative burst involved in apoplastic response in oats. Plant J.
30: 567-579.

[88] Yu, L., Wan, F., Dutta, S., Welsh, S., Liu, Z., Freundt, E., Baehrecke, E.H., Lenardo, M.,
2006. Autophagic programmed cell death by selective catalase degradation. Proc.
Nat. Acad. Sci. USA 103, 4952-4957.

[89] Zimmermann, P., Heinlein, C., Orendi, G., Zentgraf, U., 2006. Senescence-specific
regulation of catalases in Arabidopsis thaliana (L.) Hyenh. Plant Cell and Env. 29,
1049-1060.

www.intechopen.com



188 Oxidative Stress — Environmental Induction and Dietary Antioxidants

[90] Zurbriggen, M.D., Carrillo, N., Tognetti, V.B., Melzer, M., Peisker, M., Hause, B. and
Hajirezaei, M-R. (2009). Chloroplast generated reactive oxygen species play a major
role in localized cell death during the non-host interaction between tobacco and
Xanthomonas campestris pv. vesicatoria. The Plant J., 60, 962-973.

www.intechopen.com



: Oxidative Stress - Environmental Induction and Dietary
OXIDATIVE STRESS Antioxidants

ENVIRONMENTAL INDUETION AND
‘e el Edited by Dr. Volodymyr Lushchak
Eckted ity Walodym |, Lnbchak

ISBN 978-953-51-0553-4

Hard cover, 388 pages
Publisher InTech

Published online 02, May, 2012

Published in print edition May, 2012

This book focuses on the numerous applications of oxidative stress theory in effects of environmental factors
on biological systems. The topics reviewed cover induction of oxidative stress by physical, chemical, and
biological factors in humans, animals, plants and fungi. The physical factors include temperature, light and
exercise. Chemical induction is related to metal ions and pesticides, whereas the biological one highlights host-
pathogen interaction and stress effects on secretory systems. Antioxidants, represented by a large range of
individual compounds and their mixtures of natural origin and those chemically synthesized to prevent or fix
negative effects of reactive species are also described in the book. This volume will be a useful source of
information on induction and effects of oxidative stress on living organisms for graduate and postgraduate
students, researchers, physicians, and environmentalists.

How to reference
In order to correctly reference this scholarly work, feel free to copy and paste the following:

Robert C. Ebel and Naveen Kumar (2012). Interference of Oxidative Metabolism in Citrus by Xanthomonas citri
pv citri, Oxidative Stress - Environmental Induction and Dietary Antioxidants, Dr. Volodymyr Lushchak (Ed.),
ISBN: 978-953-51-0553-4, InTech, Available from: http://www.intechopen.com/books/oxidative-stress-
environmental-induction-and-dietary-antioxidants/interference-of-oxidative-metabolism-in-citrus-by-
xanthomas-citri-pv-citri-the-causal-agent-of-citr

INTECH

open science | open minds

InTech Europe InTech China

University Campus STeP Ri Unit 405, Office Block, Hotel Equatorial Shanghai

Slavka Krautzeka 83/A No.65, Yan An Road (West), Shanghai, 200040, China

51000 Rijeka, Croatia FE EBHIERFEK6SS iEEPrRE ARG DA E4058TT
Phone: +385 (51) 770 447 Phone: +86-21-62489820

Fax: +385 (51) 686 166 Fax: +86-21-62489821

www.intechopen.com



© 2012 The Author(s). Licensee IntechOpen. This is an open access article
distributed under the terms of the Creative Commons Atiribution 3.0
License, which permits unrestricted use, distribution, and reproduction in
any medium, provided the original work is properly cited.




