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1. INTRODUCTION
Copper (Cu) is an abundant essential micronutrient element in various rocks and minerals and is
required for a variety of metabolic processes in both prokaryotes and eukaryotes (Sun et al., 2014).
Much of copper contains enzymes functioning as oxygen carriers (hemocyanin) or redox catalyzer
(cytochrome oxidase, nitrate reductase) (Whitacre, 2011; Ferreira et al., 2015). Copper is a transition
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metal with three valence states: Cu!, Cuþ1, and Cuþ2. In addition, it has been classified as a heavy
metal because of its the heavier density (5 g/cm3) (Singh et al., 2011).

Cu, however, is an essential micronutrient for normal plant metabolism and plays a role in several
physiological processes such as photosynthesis, respiration, carbohydrate distribution, and protein
metabolism. However, excess Cu can disturb normal development by adversely affecting biochemical
reactions and physiological processes in plants (Guzel and Terzi, 2013). We will discuss the effects of
copper on plants and their responses to copper stress in this chapter and address how plants cope with
Cu stress and what kinds of changes occur in plant morphology, physiology, and metabolism.

2. EXCESS COPPER IS TOXIC TO PLANTS
Chlorosis in leaves is one of the common initial symptoms of copper toxicity (Verma and Bhatia,
2014). The other is stunted root growth, which includes poor development, reduced branching,
thickening, and dark coloration (Nair and Chung, 2015). Chlorosis usually causes cream- or white-
colored spots or lesions (Lee et al., 1996). Increased copper toxicity results in forming necrotic
areas in leaf tips and edges (Taylor and Foy, 1985). Leaves can wilt under excess copper before
necrotic areas are formed (Yau et al., 1991).

Cuþ and Cu2þ ions block photosynthetic electron transport by inhibiting primary quinone acceptor
QA, and the secondary quinone acceptor QB thereby maximal quantum yield of photosystem II (PSII)
photochemistry is reduced (Zlobin et al., 2014). Excess heavy metals often change membrane
permeability by causing leakage of Kþ and other important ions. It has been reported that Cu2þ

inhibited in vitro Hþ transport through the plasmalemma in cucumber roots; however, the transport
was induced in corn roots (Barker and Pilbeam, 2014).

3. EFFECT OF COPPER STRESS ON PLANT GROWTH
Excess Cu can affect important physiological processes in plants and cause problems in plant growth
and development. Cu taken from the soil must be transported, distributed, and compartmentalized
within different tissues and organelles for healthy plant growth and development (Habiba et al., 2015).
On the other hand, excessive Cu is characterized by a reduced plant biomass, leaf chlorosis, inhibited
root growth, bronzing, and necrosis. The effect of Cu toxicity is largely on root growth and
morphology, which has particular importance for the whole plant. Because water and nutrients enter
plants by the roots, any defect or malformation of the roots creates problems for plant growth and
development. Copper tends to accumulate in the root tissue with little translocated to the shoots
(Marschner, 2011). Retarded root growth of Festuca arudinacea and Lolium perenne plants was
observed after 7 days of copper application (Zhao et al., 2010). Kolbert et al. (2012) reported that long-
term excess copper leads to inhibition of stem and root development of Arabidopsis thaliana. Cell
elongation, division, and expansion were also affected. Altered auxin homeostasis in both organs was
found to be a cause of the growth alterations because of elevated nitric oxide (NO) production that
inhibited PIN1-mediated auxin transport.

Liu et al. (2014) reported that a continuous decrease in maize root activities, and physiological
disorders were observed during increased copper stress, which resulted in root cell membrane damage.
Intracellular ion and organic substance leaked after Cu2þ entered root cells.
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Excess copper inhibits leaf expansion, cell elongation, and cell division (Maksymiec, 1997; Panou-
Filotheou and Bosabalidis, 2004). Long exposure to copper stress causes folding up of the leaf blade,
increased numbers of hair on the lower surface of leaf blades, increased numbers of stomata and
decreased stomata sizes, and reduced volume of mesophyll intercellular spaces. All these changes in
the leaf anatomy and morphology are disorders from exposure of roots to copper stress that causes
decreased transpiration (Panou-Filotheou et al., 2001).

Leaf chlorosis is a typical symptom of plants subjected to high soil Cu concentrations (Miotto et al.,
2014). During leaf chlorosis, some morphological and physiological alterations take place in the
chloroplasts. Mesophyll chloroplasts in Cu-treated oregano plants are reduced in volume and number
(Panou-Filotheou et al., 2001). This observation is in accordance with those of other plants under Cu
stress, such as rice (Lidon and Henriques, 1993), beans (Maksymiec et al., 1994), and wheat (Quartacci
et al., 2000). Sanchez-Pardo et al. (2014) reported that under copper stress, the structure of the thy-
lakoids in white lupin and soybean showed changes. Disintegration of chloroplast membranes,
degradation of grana stacking, swelling of the thylakoids, and increased numbers of plastoglobuli were
also observed in soybean plants.

4. EFFECTS OF COPPER STRESS ON PHOTOSYNTHESIS
Increasing levels of copper in the environment affects photosynthesis adversely. The main effects of
copper on photosynthesis are related to changes in pigment compositions and ultrastructure of chlo-
roplast, decreased net photosynthesis rate, reduced ribulose-1,5-bisphosphate carboxylase/oxygenase
(RuBisCo) efficiency, and inhibition of electron transport and PSII activities (Aggarwal et al., 2012).

4.1 ULTRASTRUCTURAL CHANGES IN CHLOROPLASTS
Excess Cu adversely affects architecture, lipid, and pigment composition of thylakoid membranes and
causes decreased photochemical activity of PSII (Maksymiec et al., 1995; Xu et al., 2013). Swollen
thylakoids and an increase in the number of plastoglobuli have been observed in soybean plants
(Sanchez-Pardo et al., 2014). Similar effects have been reported in spinach and wheat leaves after Cu
application (Eleftheriou and Karataglis, 1989). The leaves of Theobroma cacao seedlings exposed to
higher levels of Cu showed damaging effects on the thylakoid and chloroplast membranes. Absence of
starch grains and swelling of chloroplast double membranes were also reported (Souza et al., 2014).

One of structural components of thylakoid membranes, acyl lipid levels, is reduced by copper
stress. Significant decreases in monogalactosyl diacylglycerol (MGDG), sulfoquinovosyl diac-
ylglycerol, phosphatidyl glycerol, and phosphatidyl choline (PC) have been observed in runner bean
plants subjected to copper stress (Maksymiec et al., 1994). The content of digalactosyl diacylglycerols,
MGDG, and phosphatidyl glycerol in chloroplasts of the Hydrilla verticillata plant increased after an
hour of copper exposure (100 mM Cu(NO3)2). The content of all the lipids except phosphatidic acid
and PC have decreased after 3 h of exposure (Rozentsvet et al., 2012). Decrease in acyl lipid content
has been shown to result in impaired photosynthesis. Reductions in phosphatidyl glycerol and PC
content under excess copper have disturbed grana stacking (Krupa, 1988). Changes in chloroplast
ultrastructure are associated with decreased MGDG content. Its low level disturbs organization of PSII
and thus PSII activity is reduced (Murata et al., 1990). Fatty acid unsaturation and lipid peroxidation
because of copper stress reduces MGDG content, which result in inhibition of PSII (Quartacci et al.,
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2000). Lipid peroxidation shows to disturbing lipid–protein–pigment complexes of chloroplasts
(Panda and Panda, 2009). Declines in chlorophyll and carotenoid contents has been observed in
Elsholtzia splendens plants subjected to excess copper for 8 weeks (Peng et al., 2013). Malec et al.
(2009) reported that hydrogen peroxide, superoxide, and hydroxyl radicals, which are formed by Cu
toxicity, induces degradation of chlorophyll in Cu-treated plants.

Carotenoids protect chlorophylls from peroxidation (Dall’Osto et al., 2012). When carotenoid
levels are decreased by Cu treatment, this gives rise to an increase in chlorophyll destruction. The
synthesis of 5-aminolevulinic acid and protochlorophyllide reductase activity are believed to be
inhibited by copper (van Assche and Clijsters, 1990). Iron and magnesium deficiency induced by
excess Cu inhibits synthesis of protochlorophyllide and phytoene synthesis; therefore, chlorophyll and
carotenoid contents are decreased (Vijayarengan and Jose, 2014).

4.2 PHOTOSYSTEM II
The role of Cu in PSII-mediated electron transport is known (Puig, 2014). Cu has been determined in
PSII-enriched fraction of spinach chloroplasts (Anderson et al., 1964). Sibbald and Green (1987)
reported that about 75% of Cu in PSII preparations from barley and spinach was bound to the major
antenna complex of PSII (LHCII). Cu is also involved in the water-splitting system (Orzechowska
et al., 2008). On the other hand, high concentrations of copper are toxic to PSII. Extensive in vitro
studies have shown that PSII is very susceptible to Cu toxicity (Baron et al., 1995). However, the
precise location of the Cu binding site on PSII and the underlying mechanisms of copper inhibition are
still the subject of debate. Different sites of copper action in PSII are suggested in the literature. Cu2þ

ions inhibit both the donor and the acceptor sides of PSII, although the oxidizing side of PSII is the
most sensitive site of Cu inhibition (Rouillon et al., 2006) at a reversible inhibition on PSII primary
electron carrier donor TyrZ or on oxygen evolving complex (Burda et al., 2003). Copper ions also
affect PSII electron transport on acceptor side. At higher copper concentrations, target sites of Cu2þ

are primary quinone acceptor QA, pheophytin-QA-Fe region, and nonheme iron and secondary quinone
acceptor QB (Mohanty et al., 1989). On the other hand, oxygen evolution is found to be induced by
very low equimolar Cu2þ/PSII proportions (Burda et al., 2002). Apart from the oxygen-evolving
complex, the level of the photoreduced cyt b559 is reduced and its rate of photoreduction is
decreased by copper stress (Yruela et al., 1996).

4.3 RuBisCo ACTIVITY
The most abundant protein in plants is RuBisCo (Raven, 2013). RuBisCo is an enzyme that catalyzes the
carbon dioxide fixation reaction in photosynthesis forming phosphoglycerate with the reaction of
ribulose-1,5-bisphosphate and carbon dioxide, and also catalyzes the photorespiration forming the
phosphoglycolate and phosphoglycerate with the reaction to O2 (Parry et al., 2012). Declined RuBisCo
activity has been determined in plants grown with high levels of Cu (Schafer et al., 1992). Carboxylase
and oxygenase activities of RuBisCo are inhibited by Cu toxicity (Lidon and Henriques, 1991). This
effect appears to be due to a metal-induced interaction with essential cysteine residues of the enzyme
(Siborova, 1988). Similarly, the concentration of RuBisCo reaction sites and its carbamylation state
decreased considerably in response to Cu stress in Spartina densiflora (Mateos-Naranjo et al., 2015).
This was most likely related to the reduced concentration of the enzyme instead of its activation status.
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Adversely, RuBisCo activity is increased in copper-stressed tobacco plants, whereas RuBisCo
content is decreased (Son et al., 2014). Simova-Stoilova et al. (2002) have reported that RuBisCo content
is reduced in barley leaves subjected to toxic copper concentrations. This reduction is probably from
oxidative stress resulting from forming of reactive oxygen species (ROS) by copper toxicity.

Copper stress also causes accumulation of osmoprotectants. Proline is a well-known and studied
amino acid under copper stress. Further section will handle changes in proline metabolism in plants
exposed to copper.

5. PROLINE METABOLISM
Plants exposed to excess copper have been shown to accumulate proline in their tissues (Ku et al.,
2012). Accumulation of proline is an adaptive response of plants against stresses. Proline is believed to
be regulatory or signal molecule activating some physiological and molecular responses (Szabados
and Savoure, 2010). Mechanism of proline accumulation is related to increased synthesis, decreased
catabolism, or increased degradation of proteins (Kavi Kishor et al., 2005). Proline is synthesized in
higher plants from glutamate via reactions, which are catalyzed by pyrroline-5-carboxylate synthetase
(P5CS) and pyrroline-5-carboxylate reductase. Proline can also be formed by transamination of
ornithine into proline-5-carboxylate by ornithine amino transferase. Proline catabolism in plant cells is
occurred by proline dehydrogenase (PDH) and pyrroline-5-carboxylate dehydrogenase (Monteoliva
et al., 2014).

Increased activity of P5CS and proline accumulation has been reported in copper-stressed to-
bacco plants grown in pots (Ku et al., 2012). In addition, higher pyrroline-5-carboxylate reductase
activity in detached rice leaves exposed to Cu has been observed (Chen et al., 2001). The stimulation
of P5CS activity in Triticum aestivum plants under excess copper has been reported to be from
activation of the P5CS gene (Tripathi et al., 2013). Proline accumulation in T. aestivum plants under
copper toxicity is mostly from contribution of glutamate-based proline synthesis, because the
relatively slower activity of ornithine amino transferase in comparison to P5CS and pyrroline-
5-carboxylate reductase activities has been determined in T. aestivum leaves under copper excess.
The contribution of proline catabolism to proline accumulation in the copper-treated plants has also
been shown by some studies assessing PDH activity. Inhibition of PDH activity in the Cu-treated
T. aestivum plants has been reported (Tripathi et al., 2013). The decreased proline catabolism is
suggested to contribute to proline accumulation in various plants (Mani et al., 2002). Similarly, Wen
et al. (2013) also reported that hydrogen peroxide (H2O2) pretreatment enhanced proline accumu-
lation in sweet corn seedlings under copper stress. The increase in the proline content was related to
induction of both ornithine and glutamate pathways and reduced PDH pathway. Copper stress-
induced increase in proline and NO levels in Chlamydomonas reinhardtii indicated that this intra-
cellular NO generation was involved in Cu-induced proline accumulation and signaling based on
increased activity of P5CS and upregulated expression of P5CS gene in Cu-treated algae after so-
dium nitroprusside (SNP) treatment (Rejeb et al., 2014). Proline is also known to be an ROS
scavenger like antioxidant enzymes and nonproteinic antioxidants (ascorbic acid (AsA) and gluta-
thione (GSH)). A well-known result of copper stress is the formation of ROS. Plants are equipped
with an antioxidant defense system to cope with ROS. This part of the chapter will discuss the effects
of copper on an antioxidant system.
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6. ANTIOXIDANT SYSTEM
Copper in excess causes generation of ROS such as superoxide radical (O$!), H2O2, singlet oxygen
(1O2), and hydroxyl radicals (OH) (Tie et al., 2012; Liu et al., 2015). Antioxidant enzymes such as
SOD, peroxidase (POX), and catalase (CAT) are involved in the scavenging of ROS. The SOD
catalyzes the dismutation of superoxide to H2O2 and molecular oxygen. CAT dismutases H2O2 into
H2O and O2, whereas POX decomposes H2O2 by oxidation of cosubstrates, such as phenolic
compounds and or antioxidants (Halliwell and Gutteridge, 2007). SOD and POX activities have been
studied in copper-stressed turf grass cultivars Festuca arudinacea and Lolium perenne plants (Zhao
et al., 2010). SOD activity is induced by increasing copper concentration in F. arudinacea roots.
POX activity has increased at low copper levels, however, in L. perenne, these enzymes are not
induced under copper excess. Authors suggest that tolerance of different turf grass cultivars to
copper stress may depend on enhanced antioxidant capacity. Recent studies report that an increase in
SOD and ascorbate peroxidase (APX) activities in rice (Thounaojam et al., 2012) and jack bean
(Andrade et al., 2010) plants. Induced CATactivity is reported in Spirodela polyrhiza (Upadhyay and
Panda 2010), Atriplex halimus (Brahim and Mohamed, 2011), and jack bean plants (Andrade et al.,
2010) under copper stress. Similarly, enhanced levels of gene expressions of CAT (RsCat) and SOD
(MnSOD) in Withania somnifera under excess Cu levels have been determined (Rout and Sahoo,
2013). Fidalgo et al. (2013) could not find any significant changes in level of antioxidant gene
transcripts in Solanum nigrum plants under excess copper levels for 28 days. They concluded that
this happened because Cu levels used were below the maximum limit that the plants could tolerate.
Long-time exposure to copper results in inhibition of antioxidant enzyme activities. A reduction in
SOD, CAT, and APX activities has been determined in Solanum lycopersicon plants subjected to
prolonged copper treatment (Chamseddine et al., 2009).

AsA and GSH are the most important antioxidant metabolites reacting directly with different
ROS and participating in the AsA–GSH cycle (Foyer and Noctor, 2011). It has been reported that the
AsA–GSH cycle is involved in response to excess Cu (Yruela, 2005). AsA and GSH levels in maize
leaves significantly increased under low copper concentration, then decreased as copper concen-
trations increased (Tie et al., 2012). Similar results have been reported by Wang et al. (2011)
in maize under excess copper levels. Mostofa et al. (2014) found that exogenous SNP and GSH
successfully decreased Cu-induced ROS and malondialdehyde levels, providing strong evidence that
SNP and GSH substantially protects rice seedlings against oxidative stress by inducing antioxidant
enzyme activities.

7. SIGNAL TRANSDUCTION IN RESPONSE TO COPPER
Plant cells possess a complex signal transduction network that is activated whenever any stress is
sensed by the receptors at the plasma membrane (DalCorso et al., 2010). When the cells recognize the
metal, common signaling pathway elements such as calcium fluxes and ROS, are used. Then, stress-
related proteins and signaling molecules are synthetized, and specific metal-response genes that
confront the stress are activated transcriptionally (Maksymiec, 2007). Here we discuss signal trans-
duction pathways that respond to copper stress in plants.
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7.1 SIGNAL PERCEPTION
A signal perception starts a signal transduction pathway after recognition of heavy metals by the cells.
To date, much less knowledge is available about a primary recognition for instance by a receptor.
Being a central controller in Cu homeostasis, Chlamydomonas reinhardtii copper response regulator
Crr1 and its Arabidopsis homolog SQUAMOSA promoter-binding protein-like 7 (SPL7) have drawn
attention in recent years (Garcia-Molina et al., 2014). As indicated previously, Cu is an essential
micronutrient for plants that is necessary for photosynthesis, oxidative stress responses, cell wall
lignification, and hormone signaling, etc. (Puig et al., 2007). On the other hand, cellular components
such as lipids, proteins, or nucleic acids are damaged because of ROS generation because the plants are
subjected to excess free Cu ions (Halliwell and Gutteridge, 1984). To keep Cu levels within a proper
range, plants are equipped with a homeostatic network. During Cu deficiency in Arabidopsis, SPL7
directly binds to GTAC motif-containing Cu response elements located in the promoter regions of
Cu-responsive genes (Yamasaki et al., 2009). Cu-metalloreductases FRO4/5 and Cu transport proteins
(COPT)1/2/6 are promoted (Bernal et al., 2012), then SPL7 reconstitutes gene expression to use and
redistribute Cu within the plant. Thus, translation of Cu-requiring proteins such as superoxide dis-
mutases and laccases are repressed and Cu is delivered to plastocyanin efficiently (Yamasaki et al.,
2009). Just after signal perception, plant hormone signaling pathways are activated. We will review
hormone signals and their roles in copper stress responses of plants in forthcoming section.

7.2 STRESS SIGNAL TRANSDUCTION BY PLANT HORMONES
Plants synthesize variety of hormones such as abscisic acid (ABA), brassinosteroids, melatonin, or
indole acetic acid (IAA) as they are subjected to copper stress (Vázquez et al., 2013). These plant
hormones are related to metal-induced signaling and defense reactions. During copper exposure, an
increased shoot emergence and plant biomass production has been observed in mustard plants, which
are treated with 24-epi-brassinolide (EBL; 10!7, 10!9, and 10!11 M) for 8 h (Sharma and Bhardwaj,
2007). In addition, EBL has blocked Cu uptake and accumulation in the mustard seedlings.

Radish seedlings generate copper resistance after 10!7 M EBL treatment on seeds. In addition,
root and shoot growth increases (Choudhary et al., 2010). Endogenous IAA and ABA concentrations
increase in these EBL-treated radish seedlings. Antioxidant enzyme activities, proline, AsA, total
phenol, and phytochelatin contents are enhanced; thus, oxidative stress is relieved. Antioxidant
capacity and free radical scavenging activity of EBL-treated radish seedlings have also been studied
(Choudhary et al., 2011). EBL treatment improves seedling growth, antioxidant levels, and enzyme
(GPOX, CAT, SOD, and GR) activities and free radical scavenging capacities and reduces membrane
damage in seedlings.

The role of the combined application of homobrassinolide and H2O2 to the leaves of mung bean
plants subjected to copper stress has been studied (Fariduddin et al., 2014). The exogenously applied
homobrassinolide and/or H2O2 alleviate copper toxicity in mung bean and suggest their role in
maintaining copper homeostasis in these plants.

In addition, putrescine biosynthesis is enhanced under Cu-stressed wheat leaves (Groppa et al.,
2007). The enhancement in putrescine concentration is due to increased activities of ornithine
decarboxylase and arginine decarboxylase enzymes. Chen et al. (2013) reported that exogenous
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putrescine acted as a chemical messenger, induced several antioxidant enzymes (CAT, APX, and POD)
and scavenged H2O2 in Populus cathayana which was exposed to copper stress.

Coapplication of EBR and Spd is very effective in detoxifying Cu in plants (Choudhary et al.,
2012). The combined application of EBL and spermidine on radish seedlings affects gene expressions
of phosphatidic acid synthesis enzymes, IAA and ABA metabolism; thus, Cu stress tolerance in radish
seedlings is enhanced. Munzuroglu et al. (2008) have recorded significant increases in the ABA
content of wheat seeds subjected to copper toxicity. In another study, Zengin and Kirbag (2007) have
recorded that copper stress increases the content of the ABA in sunflower seedlings. Increased ABA
decreases transpiration; thus, the transport of copper ions from roots to shoot is hindered. Similarly, Ku
et al. (2012) have reported that the increase of ABA in tobacco leaves, which is induced by Cu, reduce
water transport and downregulate metal absorption efficiency.

Melatonin is one of the hormones that accumulates during stress. Melatonin has roles in multiple
plant developmental processes and various stress responses (Tan et al., 2012). Posmyk et al. (2008)
have reported that exogenous melatonin application improved copper stress in red cabbage seedlings.
Pea plants treated with melatonin survive under copper toxicity compared with nontreated plants
(Tan et al., 2007).

Auxin controlling primary root elongation increases formation of lateral roots and the number of
root hairs affecting plant responses to metal stresses (Yuan et al., 2013). Copper stress inhibits primary
root elongation. Cu-mediated auxin redistribution is responsible for the inhibition of primary root
elongation that is mediated by PIN1, but not PIN2 or AUX1 (Yuan et al., 2013). During copper stress, a
reduction of the auxin responsive promoter DR5 gene is observed at A. thaliana primary root meri-
stems, which are exposed to high copper concentrations. However, DR5 accumulation at just above
root apex might cause the formation of lateral roots. This might also be involved in the formation of
root hairs in the area adjacent to the Cu2þ-treated root tips of A. thaliana (Lequeux et al., 2010).

Plants synthesize ethylene, depending on the intensity of heavy metal stresses (Schellingen et al.,
2014). Mertens et al. (1999) have reported an increasing ethylene production in 7-day-old A. thaliana
plants exposed to 25–500 mM Cu for up to 6 h. However, Lequeux et al. (2010) have not observed any
effect of 24-h copper stress (50 mM) on ethylene production in A. thaliana plants. They suggested that
ethylene is not involved in the long-term root architecture reorganization.

In addition, increased ethylene production in 4-week-old wheat and sunflower leaves after 14 h of
exposure to 1 mM of Cu has been reported by Groppa et al. (2003). Exposure to high copper con-
centrations (50–400 mM) for a short period (24 h) differently induces ethylene production in various
plant parts of A. thaliana (Arteca and Arteca, 2007). Hego et al. (2014) have reported that some
proteins involved in ethylene biosynthesis, for example 1-aminocyclopropane-1-carboxylate synthase,
ETO-like protein, and S-adenosylmethionine synthetase (SAMS) are overexpressed in Agrostis
capillaris roots, especially at 5 mM Cu and 1 mM Cu exposures.

Gene expressions of 1-aminocyclopropane-1-carboxylate synthase (ACS) that catalysis production
of 1-aminocyclopropane-1-carboxylic acid from S-adenosyl-L-methionine and 1-aminocyclopropane-
1-carboxylate oxidase that catalysis conversion of 1-aminocyclopropane-1-carboxylate synthase to
ethylene have been studied in Brassica oleracea seedlings exposed to copper stress. Expressions of the
two important enzymes of ethylene biosynthesis, ACS1 and 1-aminocyclopropane-1-carboxylate
oxidase 1, are induced by 2.5 mM of CuCl2 treatment. Therefore copper ions are shown to be a
very effective inducer of ethylene biosynthesis (Jakubowicz et al., 2010). Ethylene, together with other
plant hormones, may contribute to growth inhibition and malformations of root architecture during

28 CHAPTER 2 COPPER STRESS AND RESPONSES IN PLANTS



Cu stress. These ethylene-regulated responses are mediated by both ROS accumulation and/or ROS
signaling. Plants have antioxidant barriers against ROS attacks. An antioxidant system is known to be
induced by ethylene under different heavy metal stresses such as Ni and Zn (Khan and Khan, 2014);
however, there is no study about the effects of ethylene on the antioxidant enzymes of copper-stressed
plants (Iqbal et al., 2013).

7.3 THE ROLES OF REACTIVE OXYGEN SPECIES
Production of ROS is one of the major consequences of copper accumulation in plants. In addition to
causing oxidative stress, ROS can also serve as a signal molecule for plants to survive copper stress.
H2O2 levels increase in response to Cu and cadmium (Cd) treatment in A. thaliana (Maksymiec and
Krupa, 2006). This increase in H2O2 accumulation changes the redox status of the cell and induces the
production of antioxidants and the activation of antioxidant mechanisms. H2O2 is known as a signal for
APX induction. H2O2 induced messenger RNA (mRNA) for cytosolic APX in callus cultures of rice
embryos (Morita et al., 1999). In tomato plants under copper excess, Wang et al. (2010) suggested that
copper stress induced H2O2 and NO generation and that antioxidant enzyme activities were induced by
NO to alleviate H2O2 overaccumulation. Hence, tolerance to copper stress in tomato plants was
developed. Many recent studies have indicated that exogenous NO mitigated effects of toxic Cu
(Zhang et al., 2009). Furthermore, exogenous NO was described as an effective substance for alle-
viation of Cu toxicity in many plants, such as rice, tomato and barley seedlings, and wheat seeds
(Yu et al., 2005; Cui et al., 2010; Hu et al., 2015). Various mechanisms were reported to contribute to
NO-induced increase of Cu tolerance. For instance, alleviation Cu toxicity was determined to be
related to exogenous NO-induced antioxidant system and increased adenosine triphosphatase
(ATPase) activities (Zhang et al., 2009). Tewari et al. (2008) reported that NO alleviates Cu toxicity by
decreasing oxidative stress in the adventitious roots of Panax ginseng. Dong et al. (2014) demonstrated
that in the hydroponics experiment, the low concentrations (100 mM) of NO provided the resistance
toward Cu and had an ameliorating effect on Cu-stressed ryegrass. Wang et al. (2014) showed that the
addition of SNP, a donor of exogenous NO, significantly alleviated photosynthetic inhibition in
Cu-stressed tomatoes by recovering photosynthetic pigment content and chlorophyll a fluorescence
and the improvement of net photosynthetic rate, stomatal conductance, and transpiration rate.

Mitogen-activated protein kinases (MAPKs) can perceive the changes of ROS content in signal
transmission for a range of stresses and the distinct MAPK pathways involve specifically to particular
metal ions.

7.4 THE MAPK CASCADE
Plants contain specific metal sensors detecting changes in status of metals (deficiency or excess)
and trigger signaling cascades that activate the appropriate responses. Signal transduction pathways
in plants about metal stress responses have not been identified yet. MAPKs have been shown to
activate in Medicago sativa seedlings exposed to toxic copper concentrations (Jonak et al., 2004).
MAPK gene (OsMAPK2) expression in rice under excess copper has been studied (Hung et al., 2005).
Copper treatment induces MAPK signaling in rice (Yeh et al., 2007). In that study, Cu2þ-induced
42-kDa MBP kinase activities have been determined in rice roots. Accumulation of OsMAPK2
was found to be related with ROS, extracellular calcium ions, and cantharidin-sensitive protein
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phosphatase(s)–mediated signaling cascades. Smeets et al. (2013) reported that oxidative signal-
inducible kinase1 was required for the upregulation of antioxidant enzymes such as catalase in
leaves and Fe-superoxide dismutase in A. thaliana roots exposed to Cu. These processes are involved
in the MEKK1-MKK2-WRKY25 cascade.

In brief, MAPKs activate genes required for stress adaptation. Genes for metal transporters and
synthesis of chelating compounds are activated by MAPKs.

7.4.1 Chelating Compounds
Copper in plant tissues is kept in a narrow physiological range for homeostatic equilibrium. In the case
of copper toxicity, plants trap free Cu by increasing amount of chelating compounds such as chap-
erones, metallothioneins, and phytochelatins (PCs) (Ritter et al., 2014).

Cu chaperones are from Cu-binding domains. They have roles in detoxifying oxygen radicals and
Cu trafficking and detoxification. Antioxidant protein 1 (ATX1) and ATX1-like Cu chaperone (CCH)
are two Cu chaperones in A. thaliana. mRNA levels of Arabidopsis CCH were reported to decrease in
response to high concentrations of copper (Mira et al., 2001). Phenotypes of atx1 mutant and the
cchatx1 double mutant were characterized in plants under excess copper and deficiency (Shin et al.,
2012). The shoot and root growth of atx1 and cchatx1mutants were found to be very sensitive to excess
Cu. On the other hand, atx1 and cchatx1 were also reported to be sensitive to Cu deficiency. It was
determined that Cu tolerance and accumulation increased growth was promoted in plants over-
expressing ATX1.

Arabidopsis contains the CCH for SOD (CCS), delivering Cu to Cu/zinc-containing superoxide
dismutase (ZnSOD). In Arabidopsis ccs mutants, no measurable SOD activity was detected in chlo-
roplast and cytosol. This suggests that CCS is necessary for SOD activity. In addition, Fe superoxide
dismutase and Cu/ZnSOD activity were not observed in ccs mutants grown on media containing high
Cu concentrations. However, no difference in phenotype and photosynthetic activities between mutant
and wild type was reported. This indicated that lack of Cu/ZnSOD was not vitally important for
photosynthesis (Cohu et al., 2009). In addition, Glycine max CCS and cuprozinc superoxide dismutase
were investigated in photosynthetic cell suspensions under copper stress (Sagasti et al., 2014). Both
genes were upregulated by copper stress. Furthermore, GmCCS was found to be present in the stroma
only, but the Glycine max CCS and cuprozinc superoxide dismutase was present in both stroma and
thylakoids despite the general idea that the SOD enzymes are typically soluble stroma proteins. The
presence of the SOD enzyme on the surface of the thylakoid membranes is reasonable considering that
the superoxide radical (O2

!) is preferentially formed at the acceptor side of PSI.
Metallothioneins are Cys-rich metal chelators that play a role in many cellular processes, including

the regulation of cell growth and proliferation, DNA damage repair, and scavenging of ROS (Cherian
and Kang, 2006). We summarize here the importance of metallothioneins for plants subjected to
copper stress. Phenotypic differences in the root of Arabidopsis mt1amutants,MT1a-RNAi, and mt1a-
mt2b double mutant under excess copper were reported. Decreased accumulation of copper in the roots
of these mutants suggested that MT1a was an important player in copper accumulation of the roots
(Grennan, 2011). Two MT genes, BcMT1 and BcMT2, isolated from Brassica campestris were
expressed in A. thaliana. Transgenic Arabidopsis plants with a reduction in ROS production developed
tolerance to copper excess (Lv et al., 2013). Transgenic tobacco plant overexpressing an MT gene,
EhMT1, from a copper accumulator plant Elsholtzia haichowensis developed a tolerance to copper
stress. Increased Cu accumulation and POX activities and reduced H2O2 level were reported in
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EhMT1-overexpressing plants as compared with wild type (Xia et al., 2012). Pisum sativum metal-
lothionein A1 gene (PsMTA1) expressed in white poplar enhanced tolerance to excess copper through
sequestration of Cu ions in roots and leaves and by scavenging of ROS (Turchi et al., 2012).

Ectopic expression of MT2 gene from Iris lactea var. Chinensis, which is a copper-tolerant species,
in A. thaliana increased tolerance to Cu stress by reducing H2O2 production in the transgenic plants.
Root lengths of two transgenic seedlings were also induced more than that of the wild type after
treatment with 50 and 100 mM Cu (Gu et al., 2015). Similarly, increased Cu tolerances and rooting
efficiency were observed in transgenic Salix matsudana overexpressing the Tamarix hispida ThMT3
gene (Yang et al., 2015).

Similar to metallothioneins (PCs) are polymers of g-Glu-Cys units with the terminal glycine and
can bind heavy metals by thiolate coordination (Emamverdian et al., 2015). PCs are known to be
induced by copper stress (Boojar and Tavakoli, 2010). Copper stress also induces a stable Cu-
phytochelatin complex that has roles in detoxification of copper. However, Lee and Kang (2005)
hypothesized that PCs were not a primer factor in copper detoxification because there was no dif-
ference in copper sensitivity between Arabidopsis mutants (cad1-3, which had no PCs) and wild type.
It was also demonstrated that AtPC1-overexpressing Arabidopsis plants were not copper tolerant.
However, A. thaliana developed copper tolerance when a fission yeast (Schizosaccharomyces pombe)
phytochelatin–Cd transporter SpHMT1 was introduced into the plant (Huang et al., 2012). Beladi et al.
(2011) claimed that an increased phytochelatin synthesis in Sainfoin (Onobrychis vicifolia) plants
caused less damage in DNA by decreasing the formation of oxygen-free radicals. Fidalgo et al. (2013)
showed that the production of PCs was enhanced in roots of Solanum nigrum when the plant was
exposed to Cu. This resulted in the immobilization of excess Cu in the root and its preclusion from
moving toward the shoot. All these data suggest that PCs are of importance for copper detoxification
by sequestration Cu ions. Also, copper transport is as important as the sequestration for copper
tolerance. There has been very rapid progress in understanding of Cu transport into and within cells in
plants. Various copper transporters involved in intracellular copper homeostasis have been identified in
plants (Yuan et al., 2011). Here we discuss copper transporters and their roles in responses of plants
under copper stress.

7.4.2 Copper Transporters
7.4.2.1 COPT Copper Transporters
Six COPT family transporter proteins (COPT1-6) were identified in Arabidopsis thaliana. COPT
proteins are responsible for Cu uptake and accumulation (Puig, 2014). Arabidopsis COPT1 is the
first COPT family member to be identified and characterized (Sancenon et al., 2004). Root apex,
stomata, and pollen grains are where COPT1 is mostly expressed (Sancenon et al., 2004). COPT-1 is
responsible for copper acquisition in roots and pollen development (Andrés-Colás et al., 2010).
Furthermore, COPT-1 was proven to have role in Cu acquisition by studies on copt-1 lack of mutants,
which exhibit decreased root growth under copper deficiency (Yamasaki et al., 2009). Reduction
in plant growth and changes in the morphology of leaf, increased accumulation of copper, and
sensitivity to excess copper were reported in A. thaliana overexpressing COPT1 (Andrés-Colás
et al., 2010).

COPT2 mRNA is increased by SPL7 under Cu deficiency (Yamasaki et al., 2009). COPT2 is a
cell-surface Cu transporter expressed in roots, young leaves, cotyledons, apical meristem, trichomes,
and anthers (Perea-Garcı́a et al., 2013). COPT2 functions in Cu acquisition and the cross-talk
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between iron deficiency responses and low-phosphate signaling (Perea-Garcı́a et al., 2013). COPT5
is a protein that is located on vacuolar tonoplast and expressed in roots, leaves, cotyledons, and
reproductive organs (Garcia-Molina et al., 2011). Under copper scarcity, impaired photosynthesis,
chlorosis, and root defects are observed in copt5 knockout mutants, even though COPT5 transcript
levels are not affected by Cu concentration in media (Klaumann et al., 2011). Increased Cu con-
centration in roots and decreased accumulation of Cu in siliques and seeds of copt5 knockout mu-
tants are because of reduced vacuolar Cu export. Therefore it is postulated that COPT5 roles in
strongly in Cu distribution from the root to reproductive tissues (Klaumann et al., 2011). COPT6 is
described as a new member of the COPT family transporters (Peñarrubia et al., 2010). COPT6
overexpression and copt6 T-DNA insertion mutant studies in both yeast cells and Arabidopsis under
copper deprivation show that COPT6 responsible for Cu accumulation and distribution to leaves and
seeds (Jung et al., 2012).

7.4.2.2 P1B-Type Heavy Metal ATPases
P1B-type heavy metal ATPases transport potentially toxic metals such as Cuþ, Cu2þ, Zn2þ, Cd2þ, and
Pb2þ across cell membranes (Palmgren and Axelsen, 1998; Mattle et al., 2015). Eight members of the
P1B-type ATPase subfamily, also known as HMA transporters (AtHMA1–AtHMA8), are encoded by the
Arabidopsis genome (Yruela, 2009). It has been shown that Cu regulates the expression of four members
of the HMA transporters AtHMA5–AtHMA8. AtHMA5 is described as pump that is induced by excess
copper and removes Cu from symplast for xylem loading (Andrés-Colás et al., 2006). The responsive to
antagonist 1/HMA7 delivers Cu to ethylene receptor and important for normal vegetative development.
It has no role in copper resistance of plants (Binder et al., 2010). AtHMA6/PAA1 and AtHMA8/PAA2
are responsible for delivering Cu to plastocyanin (Pilon, 2011). PAA2 works in tandem with PAA1/
HMA6, which is located in the inner chloroplast envelope. To maintain adequate photosynthesis under
Cu deprivation, plants prioritize the transfer of Cu to plastocyanin. The level of PAA2 increase under
Cu-deficient conditions to ensure deviating Cu to plastocyanin. Its level decreases as Cu becomes
available. This is proven by using pc2 mutants, which have a low level of PAA2. This also shows that
plastocyanin has a regulatory effect on the level of PAA2 (Tapken et al., 2012).

8. CONCLUSION AND FUTURE PROSPECTS
Even though a lot of work exists to understand the copper stress and detoxification in plants, our
knowledge is still limited. We do not know exactly how plants perceive copper. Which signal mole-
cules play a role in the perception of copper by cells and how the genes that function in response to
copper stress are regulated protect this uncertainty. On the other hand, many chelating compounds,
chaperones, and metal transporters that may have functions in copper stress responses are determined
by rapidly emerging sequencing techniques, transcriptomic, metabolomic, and proteomic approaches.
Signal transduction in plants under copper stress is versatile. Diversity of hormones such as ABA,
IAA, ethylene, and ROS (H2O2, NO) affect transcript factors controlling gene expression. However,
our understanding of regulatory and cross-talk mechanisms is still rudimentary. Hyperaccumulator
plants are best candidates to learn the regulatory and cross-talk mechanisms. These plants accumulate
many different proteins under copper stress as well as heavy metals. Dissecting the genes coding these
proteins from the hyperaccumulators opens up a way to understand the copper homeostasis network,
crop tolerance, and phytoremediation.
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Peng, H., Kroneck, P.M.H., Küpper, H., 2013. Toxicity and deficiency of copper in Elsholtzia splendens

affect photosynthesis biophysics, pigments and metal accumulation. Environ. Sci. Technol. 47,
6120–6128.

Perea-Garcı́a, A., Garcia-Molina, A., Andrés-Colás, N., Vera-Sirera, F., Pérez-Amador, M.A., Puig, S.,
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