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Abstract 
 
Heavy metals, such as Cr (chromium), have received attention during recent years due to their disposal in soil and water. Brave 
peanut (Pterogyne nitens Tul.), a tropical tree, was cultivated in 500 mol L-1 Cr+6 to observe how this species responds to this 
stress, with a view to its possible application in the restoration of degraded areas. In the present study, we report the use of a new 
method, photoacoustic spectroscopy, to evaluate the emission of CO2 and ethylene and the use of other standard techniques for 
assessing stress (chlorophyll a fluorescence, photosynthetic pigment determination, leaf relative water, specific leaf area, NO 
(nitric oxide) and polyamines. Photoacoustic spectroscopy appears to provide an innovative and efficient technique for detecting 
stress induced by heavy metals soon after their contact with plants. Polyamine content, as well as ethylene and NO, were seen to 
be sensitive to Cr+6; polyamines were decreased in leaves and increased in roots, ethylene was increased in the whole plant and 
NO was increased in the roots. Our results demonstrating alterations in ethylene in response to Cr+6 are, to date, unreported and 
the technique used for these measurements is novel. With regard to the polyamines, modulations in their concentrations may have 
protected the photosystem II, since no photosynthetic alterations were observed for pigments and chlorophyll a fluorescence. 
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1. Introduction 
 
Heavy metal pollution is one of the most 

serious environmental problems in current society. 
Urban, agricultural and industrial activities have 
contributed, over the years, to the increase in levels 
of metals in the soil and water (Spongberg et al., 
2008). Among the different metal species 

encountered are chromium (Cr), lead (Pb), zinc (Zn), 
iron (Fe), cadmium (Cd) and copper (Cu); as such, 
some industrial activities have favored widespread Cr 
contamination in the environment.  

Although Cr is an essential element for 
humans, it can be toxic for plant growth (Paiva et al., 
2009; Panda and Choudhury, 2005) and fungi 
(Murugavelh and Mohanty, 2014) and some 
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processes are used to remove environmental Cr 
(Srivastava et al., 2014). Cr phytotoxicity in the 
environment is controlled by a number of factors, 
including the element-uptake site, bioavailability, 
competition for binding sites and ionic speciation 
(Smical et al., 2008; Vernay et al., 2007). Ionic 
speciation or oxidation state has a direct relationship 
with heavy metal toxicity, where the hexavalent ionic 
form of Cr (Cr+6) is the most toxic (Paiva et al., 
2009). Cr+6 is capable of indirectly generating 
reactive nitrogen (NOS) and oxygen species (ROS), 
leading to oxidative stress (Shanker et al., 2005). 
NOS and ROS have negative actions on cell 
function; however some of these species can also act 
as signaling molecules, preparing the organism 
against the negative effects of the presence of metal 
(Kopyra and Gwózdz, 2003).  

The involvement of ROS in Cr stress in plants 
has been well described in the literature (Prasad, 
2004; Shanker et al., 2005; Vajpayee et al., 2000). 
The degradation of membrane lipids, due to ROS 
damage, causes several physiological and 
biochemical processes in plants, including alterations 
in respiration and photosynthesis. Cr+6 stress has also 
been shown to lead to alterations in chloroplast and 
membrane ultrastructure, gas exchange, chlorophyll a 
fluorescence parameters and pigment contents (Paiva 
et al., 2009; Shanker et al., 2005; Vernay et al., 
2007).  

NO is a small and gaseous free lipophilic 
radical that is an important signaling molecule with 
diverse physiological functions in plants 
(Arasimowicz and Floryszak-Wieczorek, 2007; 
Besson-Bard et al., 2008). Recent research indicates 
that NO is involved in the regulation of multiple 
plant responses to a variety of abiotic and biotic 
stress conditions (Arasimowicz-Jelonek et al., 2011; 
Kopyra and Gwózdz, 2004; Qiao and Fan, 2008; 
Xiong et al., 2010). Depending on the biological 
model, the presence of metals has been found to both 
induce (Bartha et al., 2005) and inhibit (Rodríguez-
Serrano et al., 2006) NO production. 

Polyamines are other molecules that also 
participate in responses to biotic and abiotic stress in 
plants. These molecules act on several regulatory 
processes in plants, such as the promotion of growth, 
cell division, DNA replication and cell differentiation 
(Baron and Stasolla, 2008). Diamine putrescine (Put), 
triamine spermidine (Spd) and tetramine spermine 
(Spm) are the main polyamines found in all plant 
cells. Excesses in heavy metal have been shown to 
produce changes in polyamine metabolism 
(Balestrasse et al., 2005; Pirintsos et al., 2005). 
Although these changes are controversial for 
different plant species, they are all related to the 
protective function of polyamines in plant cells at 
high metal concentrations (Xiong et al., 2010).  

In addition to NO and polyamines, ethylene 
(C2H4) is a stress-related signaling gaseous molecule 
in plants. Many of the adverse responses to plants 
caused by heavy metals appear to be linked to 
ethylene, which is the simplest of the plant hormones 

(Arteca and Arteca, 2007). Although heavy metals, 
such as Cu, Cd, Ni, Zn and others, have been shown 
to have an effect on ethylene production, their effects 
are not clear (Arteca and Arteca, 2007; Fuhrer, 1982; 
Pezzarossa et al., 1991). Some reports have 
suggested that these metals can either promote or 
inhibit ethylene production in several experimental 
systems with Cd appearing to be the most phytotoxic 
inorganic ion (Fuhrer, 1982; Pezzarossa et al., 1991). 
Gas chromatography (CG) has been the most widely-
used technique for ethylene detection (Arteca and 
Arteca, 2007; Fuhrer, 1982; Pezzarossa et al., 1991).  

Although CG is a widely-used technique, 
photoacoustic spectroscopy has shown advantages in 
terms of sensitivity and accuracy, non-invasive and 
real-time measurements (Corrêa et al., 2011). 
Photoacoustic spectroscopy is one of several 
photothermal (PT) techniques that are based on the 
conversion of optical energy absorbed into heat. The 
basic principle of PT techniques is the absorption of 
light in a sample with a subsequent change of its 
thermal state. The sample heating, which produces 
the PT signal, is correlated directly to the absorbed 
electromagnetic energy. If the temperature rise in the 
absorbing sample volume occurs faster than this 
volume can expand, a local pressure increase (wave) 
occurs. This pressure wave can be considered as a 
sound signal (Dumitras et al., 2010). 

Despite the changes that may occur in plants, 
in response to heavy metals, many species show 
tolerance to these metals as a function of anatomical, 
morphological, biochemical and physiological 
acclimatization. The demand for arboreal species that 
are tolerant to heavy metals has increased due to the 
need for reforestation near inactive mining areas 
(Pulford and Watson, 2003) and/or restoration of 
riparian vegetation with high anthropogenic activity 
and therefore with a higher concentration of heavy 
metals (Madejón et al., 2004). Pterogyne nitens Tul., 
commonly known as brave peanut, is recommended 
for planting in riparian forest with periodic floodings 
of rapid duration, resetting and restoration of 
degraded areas (Santos et al., 2008). These species 
naturally occur in Atlantic rainforest areas, mainly in 
semi-deciduous broadleaf. Despite the fact that 
woody species are commonly used for ecological 
restoration in tropical environments, little is known 
about how these species respond to metal stress 
(Fuentes et al., 2007). 

The presence of metal in plants generates a 
range of responses involving molecules and 
organelles in their physiological processes. Some of 
these responses are well-established; however some 
aspects of these responses, such as the main signaling 
molecules involved, still need further investigation. 
As such, using traditional methods of research on 
stress, including the evaluation of chlorophyll a 
fluorescence, and innovative physical methods, such 
as photoacoustic spectroscopy to quantify ethylene 
and carbon dioxide (CO2), we have evaluated the 
following: 1) Whether impairment of the 
photosynthetic process of P. nitens occurs when it is 
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exposed to Cr+6
; 2) Whether physical methodologies, 

such as photoacoustic spectroscopy, could be 
valuable techniques that are as good as the well-
established chlorophyll a fluorescence assay to detect 
physiological changes caused by heavy metal stress,  
and 3) Whether polyamines and NO modulate the 
response to heavy metal stress in this arboreal specie. 

 
2. Material and methods 

 
2.1. Plant growth and treatments 

 
Pterogyne nitens Tul. (Fabaceae, 

Caesalpinioidae) were cultivated under two different 
conditions, according to analyzes to be used. 

1) Seedlings were cultivated in 
Plantmax® substrate under a photosynthetic photon 
flux density (PPFD) of 1500 mol m−2 s−1 and at 
room temperature (about 25 ºC) for 2 months years 
old. Seedlings were submitted to 500 mol L-1 Cr+6 

(K2Cr2O7) for 7 days. After this period, chlorophyll a 
fluorescence, photosynthetic pigments, leaf relative 
water, specific leaf area, ethylene, CO2 and NO 
contents were analyzed. NO analyses were carried 
out at 2 h and 7 days as NO is involved in primary 
response (short term) stress (Besson-Bard et al., 
2009).  

2) Seeds were germinated in agar in 
the presence (500 mol L-1) or absence of Cr+6. After 7 
days, three samples from roots and leaves from each 
treatment were collected in order to determine the 
free polyamine contents. 
 
2.2. Chlorophyll a fluorescence measurements 
 

These measurements were carried out between 
11:00 a.m. and 12:00 a.m., using a pulse amplitude 
modulation fluorimeter (FMS2, Hansatech 
Instruments Ltd., Norfolk, UK). Three leaves from 
each plant (of a total of three plants) were kept in the 
dark for 30 min and then exposed to a weak, 
modulated light beam (approximately 6 mol m−2 s−1 
at 660 nm), followed by exposure to 0.8 s of high 
intensity (10.000 molm−2s−1) actinic white light 
beam, as adapted from Genty et al. (1989) and van 
Kooten and Snel (1990).  

The maximum quantum yield of PSII (Fv/Fm), 
the variable chlorophyll fluorescence ratio (Fv/F0) 
and the extinction coefficients: qP (photochemical 
quenching) and NPQ (non-photochemical quenching) 
were measured. Values are presented as means of 
three repetitions for each treatment. 

 
2.3. Photosynthetic pigment contents  

 
Three leaf discs of 1.1 cm in diameter were 

taken from each plant, sliced and placed in plastic 
tubes containing 5mL of dimethyl sulfoxide (DMSO) 
in the dark. The plastic tubes were then placed in a 
thermostatic water bath (CIENTEC-246) at 70 oC for 
2 h.  

The photosynthetic pigments were analyzed 
with a spectrophotometer at wavelengths of 480, 649 
and 665 nm and quantified using the equations 
described by Wellburn (1994) for carotenoids, 
chlorophyll a and chlorophyll b. All these procedures 
were carried out in a low-light environment. Values 
were expressed in nmol cm−2. 

 
2.4. Leaf relative water content  

 
In order to determine the relative water 

content (RWC) of the leaves, three leaf discs of 1.1 
cm in diameter were taken from each plant. The leaf 
discs were weighed to obtain the fresh mass (FM) 
and turgid mass (TM), leaves were infiltrated with 
distilled water using a vacuum system.  

Subsequently, the water surfaces of the discs 
were gently wiped with tissue paper and dried at 60 
oC, for 48 h and the dry mass (DM) was obtained. 
The leaf relative water content (RWC) was calculated 
by the following (Eq. 1):  
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2.5. Specific leaf area 
 
The specific leaf areas (SLA) were given by 

the leaf areas from the disc and the total dry masses 
of the disc leaf, expressed in cm2 g-1, according to the 
(Eq. 2):  

leaf

leaf

m

A
SLA 

    (2) 
 

where, Aleaf is the disc leaf area and mleaf is the DM of 
the disc leaf. 

 
2.6. Ethylene and CO2 measurements: photoacoustic 
spectroscopy technique 

 
In order to monitor ethylene, a laser-driven 

photoacoustic system, based on infrared absorption 
was used. A commercial infrared detector (URAS14, 
ABB), connected in series to the photoacoustic 
spectrometer, was used to monitor plant respiration 
(CO2 emission) (Corrêa et al., 2011). For this, each 
plant was enclosed in the analyzer’s chambers. 
Chemical filters were used to eliminate the 
contributions from CO2 and H2O present in the 
carrier gas.  

To avoid interferences due to water vapor and 
hydrocarbons, the gaseous sample was passed 
through a “cold trap” prior to entering the 
photoacoustic cell. To calibrate the photoacoustic 
detector, a standard mixture of 1 ppmv of ethylene in 
nitrogen was used. Ethylene released from the plants 
was then determined using a continuous flow rate of 
2.0 L h-1, controlled by electronic flow controllers 
(model 5850S, Brooks Instrument). Ethylene and 
CO2 concentrations were calculated, taking into 
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account the values of the flow and the plant shoot 
masses, obtained by FM. 
 
2.7. NO determination 

 
Intracellular NO levels were analyzed by 

fluorescence microscopy using fluorescent probes, 
according to Tun et al. (2006) with modifications. 
After 2 h and 7 days of incubation, root tip segments 
(2 cm) from both treatments were obtained (10 root 
tip/treatment, in triplicate) and incubated in 5 mM 
Hepes-Tris HCl buffer pH 7,5 containing 5 mol L-1 

DAF-FM-DA (4,5-diaminofluorescein diacetate; 
Calbiochem), a cell permeable fluorescent dye to 
analyze endogenous NO.  

Samples were incubated in the dark, at 25 C, 
on a rotatory shaker (50 rpm) for 2 h. Subsequently, 
samples were washed twice with Hepes-Tris HCl 
buffer prior to observation, and plates were prepared 
and observed under a fluorescence microscope 
Axioskop 2 (Carl Zeiss, Germany). The filter was set 
for DAF-FM-DA excitation at 515 nm and emission 
at 525 nm. Digital photos were taken with exactly the 
same settings of a digital camera, and were not 
further processed. All experiments were repeated at 
least twice, with similar results, and the photos 
presented are representative of a single experiment.  
 
2.8. Polyamine determination  

 
Polyamines were determined according to 

Silveira et al. (2004). The samples were ground in 
1.6 ml of 5% (v/v) perchloric acid and, after 1 h, the 
samples were centrifuged for 20 min at 2.0x104 g at 
4ºC. Free polyamines were determined directly from 
the supernatant, being derivated by dansyl chloride 
and identified by HPLC (Shimadzu Shinpack CLC 
ODS), using a 5 m reverse-phase column. The 
gradient was developed by mixing increasing 
proportions of absolute acetronitrile with 10% 
acetonitrile in water (pH 3.5).  

The gradient of absolute acetonitrile was 
programmed to 65% over the first 10 min, from 65% 
to 100% for between 10 min and 13 min, and 100% 
between 13 min and 21 min, at 1 mL min-1 flow and 
40ºC. The polyamine concentration was determined 
using a fluorescence detector at 340 nm (excitation) 
and 510 nm (emission). Peak areas and retention 
times were measured by comparison with Put, Spd 
and Spm standards. 
 
2.9. Statistical analysis 

 
The results of chlorophyll a fluorescence 

variables, photosynthetic pigments, relative water 
content, specific leaf area and polyamines were 
analyzed by one-way analyses of variance 
(ANOVA), and the means were compared using 
Tukey’s test (P < 0.05).  

Data were presented as means ± standard 
deviation. The correlation between extinction NPQ 

coefficients and carotenoids were evaluated by 
Pearson’s correlation coefficient (R). 

 
 

3. Results and discussion 
 
None of the values for photosynthesis 

parameters were statistically different at P < 0.05 
(Table 1). Mean values of Fv/Fm and Fv/F0 rates for 
the controls and for the plants treated with Cr+6 were 
0.814 and 4.57 and 0.845 and 4.89, respectively. A 
very low correlation between this pigment and NPQ 
was obtained (R=0.118) (data not shown). 
Photosynthetic studies that employ chlorophyll a 
fluorescence (measuring parameters such as Fv/Fm 
and Fv/F0 ratios) are an important tool to evaluate 
disturbances in PSII caused by heavy metals in plants 
(Maxwell and Johnson, 2000). Bolhar-Nordechamp 
et al. (1989) suggested that values of Fv/Fm between 
0.75 and 0.85 indicate that the photosynthetic 
apparatus operates in environmental conditions 
favorable to the healthy development of the plant. In 
the present study, the values of Fv/Fm remained in the 
range proposed by these authors, suggesting the 
absence of stress in the photochemical phase. 
According to Roháček (2002), the Fv/F0 ratio in 
healthy plants may vary from 4 to 6, representing 
changes between the photochemical quantum yield 
and non-photochemical processes that occur in PSII. 
Although the Fv/F0 ratio is more sensitive for 
detecting stress (Oliveira et al., 2009; Paiva et al., 
2009), the values found in this study demonstrate an 
absence of photochemical stress (according to Fv/Fm) 
and reflect the integrity of the PSII. A significant 
decrease in Fv/Fm ratio was observed for Lolium 
perenne L. plants in 250 mol L-1 Cr+6 after 45 days. 
The decrease was even higher when the plants were 
exposed to 500 mol L-1 Cr+6 (Vernay et al., 2007). 
Significant decreases in Fv/Fm, Fv/Fo and qP 
parameters for water hyacinth (Eichhornia 
crassipes), a metal hyperaccumulator aquatic species, 
were observed when the plants were exposed to Cr+6. 
Even for a hyperaccumulator species, the treatment 
with the higher concentration of Cr+6 (10 mmol L-1) 
was lethal (Paiva et al., 2009).  

The above-mentioned studies show that these 
ratios were efficient for assessing stress caused by 
Cr+6. However, it is important to emphasize the 
difference between the availability of metallic 
chemical species for aquatic and terrestrial plants. 
Once in aqueous solution, the metal ion has more 
mobility and availability for absorption (Antoniadis 
and Alloway, 2002).  

In soils, in addition to the presence of heavy 
metal ions in the mineral structure, these ions may be 
adsorbed to solid surfaces, in interstitial solution, in 
their complexed form or associated with colloids. 
Such factors limit the mobility and, therefore, their 
availability for absorption (Remon et al., 2005). 
Another important consideration regarding Cr 
pollution is the fact that this element presents various 
chemical species.  
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Chromium +6 is reported as the most harmful 
to plants due to its high oxidizing power (Paiva et al., 
2009; Shanker et al., 2005). Despite this feature, Cr+6 
toxicity strongly depends on the concentrations that 
are available for absorption, the plant species and the 
development stages of the plant (Remon et al., 2005). 

In the present study, the pigment levels did 
not change under stress (Table 1). However, several 
studies have demonstrated changes in photosynthetic 
pigment contents for plants exposed to metal (Paiva 
et al., 2009; Pandey and Tripathi, 2011). This could 
occur due to the substitution of Mg+2 ion in the 
chlorophyll molecule by heavy metal ions (Küpper et 
al., 1998) or by an increase in carotenoid production, 
aiding thermal energy dissipation from 
photosynthetic impairments (Demmig-Adams, 1990). 
In the present study, the unchanged values of the 
pigments, especially carotenoids and NPQ, also 
suggest that the plants of this study did not dissipate 
energy to prevent photo-oxidative damage, perhaps 
because the PSII was protected by binding with 
polyamines, as will be discussed. 

 
Table 1. Chlorophyll a fluorescence, photosynthetic 
pigment contents (nmol cm−2), relative water content 

(RWC, %) and specific leaf area (cm2 g-1) in brave peanut 
seedlings exposed to 500 mol L-1 Cr+6 during 7 days. 

Values followed by different letters differ significantly (P 
< 0.05) for the same parameter. Mean ± standard deviation, 

n = 5. Chl = Chlorophyll 
 

Cr+6 (mol L-1) 
Parameter 
analyzed 

Control 500 

Fv/Fm 0.814 ± 0.006 A 0.845 ± 0.012 A 
Fv/F0 4.57 ± 0.028 A 4.89 ± 0.565 A 
Qp 0.898 ± 0.021 A 0.891± 0.033 A 
NPQ 0.149 ± 0.013 A 0.150 ± 0.014 A 
Chl a 45.486 ± 0.713 A 45.660 ± 2.366 A 
Chl b 13.903 ± 0.042 A 13.013±3.862 A 
Chl a/ Chl b 3.271 ± 0.041 A 3,747 ± 0,901 A 
Carotenoids 13.758 ±1.426 A 13.906 ±2.105 A 
Total 
Chl/Carotenoids 

4.337 ± 0.395 A 4.358 ± 1.077 A 

RWC  25.214 ± 1.4695 
A 

24.952 ± 0.3787 A 

SLA  447.94 ± 14.361 
A 

434.31 ± 13.344 A 

 
Relative water content (RWC) and specific 

leaf area (SLA) obtained from the plants incubated 
with Cr+6 did not show any variation in the control 
plants (Table 1). The effects of heavy metal on 
anatomical and physiological processes that influence 
the plant’s water regulation have been well 
documented. In general, these studies suggest a 
reduction for RCW and photosynthetic pigments in 
the presence of Cr, as described for pea (Pisum 
sativum L.) (Tiwari et al., 2009), Chinese fern (Pteris 
vittata L.) (Su et al., 2005) and cauliflower (Brassica 
oleracea L.) (Chatterjee and Chatterjee, 2000). For 
other metals such as Cu, Co, Ni and Cd, the 
responses seem to be more heterogeneous, with an 
increase (Chatterjee and Chatterjee, 2000), a decrease 

(Llamas et al., 2008) and no changes (Lin and Kao, 
2007) in RCW.  

It has been hypothesized that some plants 
have a mechanism for phytotoxicity for excess heavy 
metals, based on the disturbance of cell membrane 
function, where the membrane potential increases as 
a function of heavy metal absorption. This may cause 
a decrease in intracellular K+ ions, which, in turn, 
may decrease the water content in plants (Llamas et 
al., 2008). Although further data regarding cell 
membranes were not collected in the present study, 
the maintenance of values for RWC suggests that the 
Cr+6 treatment was not sufficient to cause changes in 
membrane potential, as reflected by this parameter. 
Like RCW, SLA and leaf thickness have important 
functions in plants, since the amount of light 
absorbed by the leaf and the routes of CO2 diffusion 
are directly dependent on these parameters 
(Syvertsen et al., 1995). Chromium(VI) treatment, 
described in the present study, did not alter the SLA. 
The interaction between SLA and heavy metals did 
not show a direct relationship in Syncamore Maple 
(Acer pseudoplatanus L.) (André et al., 2006). These 
authors found that the SLA remained unchanged after 
120 days in the presence of Cu (640 mg kg-1 soil), Zn 
(3000 mg kg-1 soil), Cd (10 mg kg-1 soil) and Pb (90 
mg kg-1 soil).  

This result was obtained for tree species, as 
used in the present study, suggesting a certain 
tolerance to higher concentrations of metals, in 
comparison with annual plants (for example the 
species of agronomic and environmental interest that 
are the focus of most of studies with heavy metals) 
(Cardoso et al., 2002; Llamas et al., 2008; Tiwari et 
al., 2009; Vitória et al., 2010). Great tolerance in tree 
species has also been observed in salt stress (Passos 
et al., 2005). 

Photoacoustic spectroscopy permitted the 
detection of an increase in ethylene emission from 
the plants following exposure to Cr+6 (Fig. 1A), while 
changes in the plant respiration rates, i.e. the CO2 

emission (Fig. 1B) after 7 days of treatment with Cr+6 
did not show statistical differences. Another 
parameter widely used to assess the extent of stress in 
plants is the ethylene emission rate (Arteca and 
Arteca, 2007; Fuher, 1982; Poschenrieder et al., 
1993).  

Plants can regulate ethylene production by 
genetic means, according to development stage, 
organ and/or a variety of environmental factors such 
as temperature, light, oxygen, nutrition and heavy 
metals (Arteca and Arteca, 2007; Poscherieder et al., 
1993). Arteca and Arteca (2007) suggested that 
changes in ethylene concentration vary depending on 
the metal. The authors observed that, in Arabidopsis 
thaliana Thal., Cu+2 and Cd+2 provoke positive 
effects, while Ni+2 and Zn+2 do not affect ethylene 
concentrations. Cd+2 and Cu+2 also promoted an 
increase in the ethylene production in wheat leaves 
(Triticum aestivum L.). On the other hand, for 
sunflower leaves (Helianthus annus L.), only Cu+2 
increased ethylene production (Groppa et al., 2003). 
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Despite the fact that changes in ethylene 
concentration are considered to be an indication of 
stress, specific data regarding Cr stress are still 
needed.  

 
Fig. 1. Photoacoustic spectroscopy measurements of (A) 
Ethylene (C2H4, L h-1 g-1) and (B) Carbon dioxide (CO2, 
mL h-1 g-1) in brave peanut seedlings exposed to 500 mol 

L-1 Cr+6 for 7 days. Values followed by different letters 
differ significantly (P < 0.05) for the same parameter 

(mean ± standard deviation, n = 3) 
 
A single study that relates ethylene and Cr+6 

was developed with bean seedlings (Phaseolus 
vulgaris L.) (Poschenrieder et al., 1993) and 
presented conflicting results to ours. These authors 
used GC and demonstrated an inhibition of ethylene 
emission in the presence of Cr+6. This contradiction 
may have occurred as a function of the differences in 
Cr+6 concentration used by Poschenrieder et al. 
(1993) (2 mmol L-1 and 10, 20 and 40 mol L-1 Cr+6) 
and in the present study (500 mol L-1) and/or the 
differences in plant species.  

The lack of work in this area reinforces the 
need for more data to demonstrate the association 
between ethylene and Cr. This would help to 
elucidate the role of metals in this important 
physiological change, since ethylene emission may 
lead to consequences ranging from the early 
senescence of the organ where it is produced (Taiz 
and Zeiger, 2010) to the premature ripening of fruits 
(da Silva et al., 2005). With regard to the method 
used for ethylene detection in the present study, it is 
important to emphasize the use of photoacoustic 
spectroscopy as a powerful tool in the study of plants 
exposed to heavy metals; this method that has not 
been, to our knowledge, previously employed in this 
manner. The literature shows that GC is the 
technique most commonly used for this purpose 
(Arteca and Arteca, 2007; Pezzarossa et al., 1991). 

The detection of low ethylene concentrations, by 
means of photoacoustic spectroscopy, is an 
advantage of this method of detection of gases. The 
sensitivity and selectivity of the photoacoustic 
method are due primarily to the use of laser as a 
radiation/excitation source. This device can be 
chosen according to the molecule to be analyzed, i.e. 
according to the wavelength at which the molecule 
absorbs the radiation, discriminating or minimizing 
other chemical species that could interfere in the 
detection. In addition, photoacoustic spectroscopy 
provides a great advantage for non-destructive and 
real-time measurements, compared to GC, since for 
GC, samples must be collected at intervals of time 
and then be evaluated. 

Control

2 hours

Bright field NO fluorescence

7 days

 
 

Fig. 2. Fluorescence microscopy of intracellular NO (nitric 
oxide) in brave peanut seedlings treated with 500 mol L-1 

Cr+6 for 2 h and 7 days. Root samples were incubated with 
cell permeable DAF-FM-DA (4,5-diaminofluorescein 

diacetate) and analyzed using fluorescence microscopy. 
Scale bars = 300 mm 

 
The concentrations of polyamines (Put, Spd 

and Spm) were higher in leaves than in roots (Fig. 3). 
In leaves, Spd was the most abundant polyamine in 
both treatments. Although the pattern of polyamine 
production was similar between the control plants 
and the plants treated with Cr+6, lower concentrations 
were found in Cr+6 plants. On the other hand, in the 
roots, an increase in polyamine levels was observed 
in the presence of Cr+6. This increase was greatest for 
Spd, followed by Spm and Put.  

Analyzing the different free polyamines, Put 
presented a significant decrease in the leaves, while it 
was increased in roots of the plants exposed to Cr+6. 
The concentration of Spd showed no variation in the 
leaves; however, in the roots, an increase of about 6 
times was observed in the presence of Cr+6. For Spm, 
an inverse behavior was observed, i.e. it decreased in 
leaves and increased in roots when compared to the 
control samples.  

Studies have suggested the interaction of 
polyamines with thylacoid proteins during stress, 
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imparting a greater tolerance in the plant (Hamdani et 
al., 2011). According to these authors, high 
concentrations of polyamines in the PSII caused 
significant loss of PSII activity, while lower 
concentrations, especially of Spm, stabilized the PSII 
conformation and improved the photosynthetic 
functioning under stress. Under stressful conditions, 
changes occur in the binding pattern of Put and Spm 
to the Light-harvesting Complex II (LHCII), 
adjusting its size. A decrease in the Put/Spm ratio 
would increase the size of the LHCII. This could lead 
to an increase in energy dissipation, reducing the 
photochemical activity (Hamdani et al., 2011).  

In the present study, we observed reductions 
in Put and Spm concentrations in the presence of 
Cr+6, suggesting the stability observed for PSII. 
However, the Put/Spm ratio did not change, possibly 
explaining the lack of increase in energy dissipation. 
Polyamines have been reported to have other 
functions such as the electron transport maintenance, 
energy transfer between PSI and PSII (mainly due to 
Spm) and maintaining chlorophyll content under 
stress conditions (Humdani et al., 2011). 

 
Fig. 3. Free polyamine concentrations (μg g-1 FM) in (A) 
Leaf and (B) Roots of brave peanut seedlings exposed to 
500 mol L-1 Cr+6 for 7 days. Upper case letters compare 
PA concentrations between control and Cr+6 treatments. 

Lower case letters compare PA concentrations in the 
control plants and in the Cr+6 treated plants. Asterisks (*) 
compare PA (□ Put – Putrescine, ■ Spd – Spermidine and 
■ Spm – Spermine) concentrations between leaves and 
roots. (P < 0.05) for the same parameter (n = 3). FM = 

fresh mass 
 
NO fluorescence emission from roots exposed 

to Cr+6 for 2 h was more intense when compared with 
the control, and compared to plants exposed to Cr+6 

for 7 days (Fig. 2). In plants, stress can trigger a 
signaling cascade, inducing the production of 
signaling molecules, such as NO, which leads to 
changes in concentration or modulation of secondary 
messengers, consequently activating defense 
responses (Xiong et al., 2010). The greater NO 
fluorescence after 2 h of treatment with Cr+6 may be 
associated with the rapid synthesis of this compound, 
resulting in the activation of protective responses. 
This together with its rapid diffusion and reactivity 
characterizes the NO as a secondary messenger to the 
initial responses in the protection against stress 
(Wendehenne et al., 2004). 

NO has an antioxidant capacity, as this 
molecule may sequester ROS and stimulate the 
antioxidant system, alleviating the oxidative stress 
caused by heavy metals (Xiong et al., 2010). 
Additionally, in studies on salt stress, treatments with 
an NO donor led to plant growth, with the 
maintenance of PSII activity and increased the 
activity of antioxidant enzymes, resulting in stress 
tolerance (Uchida et al., 2002).  

Although the antioxidant activity was not 
evaluated in this study, it may be suggested that the 
increase in NO at the beginning of the treatment (2 h) 
may have induced an increase in antioxidant activity 
and protection of PSII, alleviating the effects of Cr+6. 
Increases in NO production under stress conditions 
induced by heavy metals have been described for 
several species, especially for the annual species of 
agronomic interest (tree species) (Bartha et al., 
2005). As such, the results obtained for P. nitens are 
new and reveal the role of NO under heavy metal 
stress in long-cycle (tree) species, suggesting that the 
defense mechanism involving NO is maintained by a 
wide range of species, independently of their life 
form. 

 
4. Conclusions 

 
The presence of Cr+6 in P. nitens did not affect 

the photosynthetic process and other parameters 
associated with it, e.g. pigments. This may be due to 
the modulations in polyamine and NO 
concentrations.  

The photoacoustic spectroscopy was effective 
for detecting physiological changes from exposure to 
Cr+6. This technique opens new possibilities for 
analyzes conducted in association with the usual 
methods for evaluating stress.  

Physiological adjustments verified as a result 
of Cr+6 exposure and the maintenance of the 
photosynthetic processes suggest that P. nitens is a 
good choice for reforestation of contaminated areas 
and restoration of riparian areas in anthropized rivers. 
 
Acknowledgments 
The authors would like to thank Dr. Debora Guerra Barroso 
(Laboratório de Fitotecnia, UENF, Brazil) for providing the 
brave peanut seeds used in our experiments. The authors 
are indebted to Conselho Nacional de Desenvolvimento 
Científico e Tecnológico (CNPq), Fundação de Amparo a 
Pesquisa do Rio de Janeiro (FAPERJ), and Coordenação de 



 
Paiva et al./Environmental Engineering and Management Journal 13 (2014), 12, 3073-3081 

 

 3080 

Aperfeiçoamento de Pessoal de Nível Superior (CAPES) 
for their financial support. 

 
References  
 
André O., Vollenweider P., Günthardt-Goerg M. S., 

(2006), Foliage response to heavy metal contamination 
in Sycamore Maple (Acer pseudoplatanus L.), Forest, 
Snow and Landscape Research, 80, 275-288. 

Antoniadis V., Alloway B.J., (2002), The role of dissolved 
organic carbon in the mobility of Cd, Ni and Zn in 
sewage sludge-amended soils, Environmental 
Pollution, 117, 515-521. 

Arasimowicz M., Floryszak-Wieczorek J., (2007), Nitric 
oxide as a bioactive signaling molecule in plant stress 
responses, Plant Science, 172, 876-887. 

Arasimowicz-Jelonek M., Floryszak-Wieczorek J., Gwóźdź 
E. A., (2011), The message of nitric oxide in cadmium 
challenged plants, Plant Science, 181, 612-620. 

Arteca R.N., Arteca J.M., (2007), Heavy-metal-induced 
ethylene production in Arabidopsis thaliana, Journal 
of Plant Physiology, 164, 1480-1488. 

Balestrasse K.B., Gallego S.M., Benavides M.P., Tomaro 
M.L., (2005), Polyamines and proline are affected by 
cadmium stress in nodules and roots of soybean plants, 
Plant and Soil, 270, 343-353. 

Baron K., Stasolla C., (2008), The role of polyamines 
during in vivo and in vitro development, In Vitro 
Cellular and Developmental Biology-Plant, 44, 384-
395. 

Bartha B., Kolbert Z., Erdei L., (2005), Nitric oxide 
production induced by heavy metals in Brassica 
juncea L. Czern. and Pisum sativum L., Acta 
Biologica Szegediensis, 49, 9-12.  

Besson-Bard A., Pugin A., Wendehenne D., (2008), New 
insights into nitric oxide signaling in plants, Annual 
Review of Plant Biology, 59, 21-39. 

Besson-Bard A., Gravot A., Richaud P., Auroy P., Duc C., 
Gaymard F., Taconnat L., Renou J.P., Pugin A., 
Wendehenne D., (2009), Nitric oxide contributes to 
cadmium toxicity in Arabidopsis by promoting 
cadmium accumulation in roots and by up-regulating 
genes related to iron uptake1[W], Plant Physiology, 
149, 1302-1315. 

Bolhar-Nordenkampf H.R., Long S.P., Baker N.R., (1989), 
Chlorophyll fluorescence as probe of the 
photosynthetic competence of leaves in the field: a 
review of current instrument, Functional Ecology, 3, 
497-514. 

Cardoso P., Molina S.M., Pereira G.J., Vitória A.P., 
Azevedo R.A., (2002), Responses of rice inbred lines 
to cadmium exposure, Journal of Plant Nutrition, 25, 
927-944. 

Chatterjee J., Chatterjee C., (2000), Phytotoxicity of cobalt, 
chromium and copper in cauliflower, Environmental 
Pollution, 109, 69-74. 

Corrêa S. F. Mota L., Paiva L.B., do Couto F. M., da Silva 
M. G., de Oliveira J.G., Sthel M. S., Vargas H., 
Miklós A., (2011), Effects of ozone exposure on 
‘Golden’ papaya fruit by photoacoustic phase-resolved 
method: Physiological changes associated with carbon 
dioxide and ethylene emission rates during ripening, 
Journal of Applied Physics, 109, 114701-7. 

da Silva M.G., Oliveira J.G., Vitoria A.P., Corrêa S.F., 
Pereira M.G., Campostrini E., Santos E.O., Cavalli A., 
Vargas H., (2005), Correlation between ethylene 
emission and skin colour changes during papaya 
(Carica papaya L.) fruit ripening, Journal de Physique 
IV, 125, 877-879. 

Demmig-Adams B., (1990), Carotenoids and 
photoprotection in plants: A role for the xanthophyll 
zeaxanthin, Biochimica et Biophysica Acta BBA 
Bioenergetics, 1020, 1-24. 

Dumitras D. C., Banita S., Bratu A. M., Cernat R., Dutu 
D.C.A., Matei C., Patachia M., Petrus M., Popa C., 
(2010), Ultrasensitive CO2 laser photoacoustic system. 
Infrared Physics and Technology, 53, 308-314. 

Fuentes D., Disante K.B., Valdecantos A., Cortina J., 
Vallejo V.R., (2007), Sensitivity of Mediterranean 
woody seedlings to copper, nickel and zinc, 
Chemosphere, 66, 412-420. 

Fuhrer J., (1982), Ethylene biosynthesis and cadmium 
toxicity in leaf tissue of beans (Phaseolus vulgaris L.), 
Plant Physiology, 70, 162-167. 

Genty B., Briantais J.-M., Baker N.R., (1989), The 
relationship between the quantum yield of 
photosynthetic electron transport and quenching of 
chlorophyll fluorescence, Biochimica et Biophysica 
Acta, 990, 87-92. 

Groppa M.D., Benavides M.P., (2008), Polyamines and 
abiotic stress: recent advances Review Article, Amino 
Acids, 34, 35-45. 

Groppa M.D., Benavides M.P., Tomaro M.L, (2003), 
Polyamine metabolism in sunflower and wheat leaf 
discs under cadmium or copper stress, Plant Science, 
164, 293-299. 

Hamdani S., Yaakoubi H., Carpentier R., (2011), 
Polyamines interaction with thylakoid proteins during 
stress, Journal of Photochemistry and Photobiology B: 
Biology, 104, 314-319. 

Kopyra M., Gwózdz E. A., (2004), The role of nitric oxide 
in plant growth regulation and responses to abiotic 
Stresses, Acta Physiologiae Plantarum, 26, 459-472. 

Küpper H., Küpper F., Spiller M., (1998), In situ detection 
of heavy metal substituted chlorophylls in water 
plants, Photosynthesis Research, 58, 123-133. 

Llamas A., Ullrich C.I., Sanz A., (2008), Ni2+ toxicity in 
rice: Effect on membrane functionality and plant water 
content, Plant Physiology and Biochemistry, 46, 905-
910. 

Madejón P., Marañón T., Murillo J. M., Robinson B., 
(2004), White poplar (Populus alba) as a biomonitor 
of trace elements in contaminated riparian forests, 
Environmental Pollution, 132, 145- 155. 

Maxwell K., Johnson G.N., (2000), Chlorophyll 
fluorescence - a practical guide, Journal of 
Experimental Botany, 51, 659-658. 

Murugavelh S., Mohanty K., (2014), Mechanism of Cr (VI) 
bioaccumulation by Phanerochaete chrysosporium. 
Environmental Engineering and Management Journal, 
13, 281-287. 

Oliveira J.G., Alves P.L. da C.A., Vitória A.P., (2009), 
Alterations in chlorophyll a fluorescence, pigment 
concentrations and lipid peroxidation to chilling 
temperature in coffee seedlings, Environmental and 
Experimental Botany, 67, 71-76. 

Paiva L.B., de Oliveira J.G., Azevedo R.A., Ribeiro D.R., 
da Silva M.G., Vitória A.P., (2009), Ecophysiological 
responses of water hyacinth exposed to Cr3+ and Cr6+, 
Environmental and Experimental Botany, 65, 403-409. 

Panda S.K., Choudhury S., (2005), Chromium stress in 
plants, Brazilian Journal of Plant Physiology, 17, 95-
102. 

Pandey P., Tripathi A.K., (2011), Effect of Heavy metals 
on Morphological and Biochemical characteristics of 
Albizia procera (Roxb.) Benth. Seedlings, 
International Journal of Environmental Sciences, 1, 
1009-1017. 



 
Ecophysiological and biochemical parameters for assessing Cr+6 stress conditions in Pterogyne nitens Tul. 

 

 3081

Pezzarossa B., Lubrano L., Petruzzelli G., Tonutti P., 
(1991), The effect on Cd contents and ethylene 
biosynthesis in tomato plants of adding cadmium 
sulphate to soil, Water, Air, and Soil Pollution, 57, 
589-596. 

Pirintsos S. A., Kotzabasis K., Loppi S., (2004), Polyamine 
production in lichensu metal pollution stress, Journal 
of Atmospheric Chemistry, 49, 303-315. 

Poschenrieder C., Barcelo J., (2004), Water Relations in 
Heavy Metal Stressed Plants, In: Heavy Metal Stress 
in Plants from Biomolecules to Ecosystems, Prasad, 
M. (Ed.), 2nd edn. Springer-Verlag, New York, 249-
263. 

Poschenrieder C., Gunsé B., Barceló J., (1993), Chromium-
induced inhibition of ethylene evolution in bean 
(Phaseolus vulgaris) leaves, Physiologia Plantarum, 
89, 404-408.  

Pulford I.D., Watson C., (2003), Phytoremediation of 
heavy metal-contaminated land by trees - a review, 
Environmental International, 29, 529-540. 

Qiao W., Fan L-M., (2008), Nitric oxide signaling in plant 
responses to abiotic stresses, Journal of Integrative 
Plant Biology, 50, 1238-1246. 

Remon E., Bouchardon J.-L., Cornier B., Guy B., Leclerc 
J.-C., Faure O., (2005), Soil characteristics, heavy 
metal availability and vegetation recovery at a former 
metallurgical landfill: Implications in risk assessment 
and site restoration, Environmental Pollution, 137, 
316-323. 

Rodríguez-Serrano M., Romero-Puertas M.C., Zabalza A., 
Corpas F.J., Gómez M., Del Río L.A., Sandalio L.M., 
(2006), Cadmium effect on oxidative metabolism of 
pea (Pisum sativum L.) roots. Imaging of reactive 
oxygen species and nitric oxide accumulation in vivo, 
Plant, Cell & Environment, 29, 1532-1544. 

Roháček K., (2002), Chlorophyll fluorescence parameters: 
the definitions, photosynthetic meaning and mutual 
relationships, Photosynthetica, 40, 13-29. 

Santos M.J.C., Nascimento A.V.S., Mauro R.A., (2008), 
Germination of brave peanut (Pterogyne nitens Tul) 
for utilization in reclamation of degraded areas, 
(Germinação do amendoim bravo (Pterogyne nitens 
Tul) para utilização na recuperação de áreas 
degradadas), Revista Brasileira de Ciências Agrárias, 
3, 31-34.  

Shanker A.K., Cervantes C., Tavera H.L., Avudainayagam 
S., (2005), Chromium toxicity in plants, Environment 
International, 31, 739-753. 

Silveira V., Floh E.I.S., Handro W., Guerra M.P., (2004), 
Effect of plant growth regulators on the cellular 
growth and levels of intracellular protein, starch and 
polyamines in embryogenic suspension cultures of 
Pinus taeda, Plant Cell, Tissue and Organ Culture, 
76, 53-60. 

Smical A.-I., Hotea V., Oros V., Juhasz J., Pop E., (2008), 
Studies on transfer and bioaccumulation of heavy 
metals from soil into lettuce, Environmental 
Engineering and Management Journal, 7, 609-615. 

Spongberg A.L., Hartley L., Neher D.A., Witter J., (2008),  
Fate of heavy metal contaminants in a former sewage 
treatment lagoon, Hancock County, Ohio, Soil & 
Sediment Contamination, 17, 619-629. 

Srivastava V., Gusain D., Sharma Y.C., (2014), 
Optimization of important process parameters for the 

Removal of Cr (VI) by a modified waste material, 
Environmental Engineering and Management Journal, 
in press, On line at: 
http://omicron.ch.tuiasi.ro/EEMJ/pdfs/accepted/451_3
32_Srivastava_13.pdf. 

Syvertsen J.P., Lloyd J., McConchie C., Kriedemann P.E., 
Farquhar G.D., (1995), On the relationship between 
leaf anatomy and CO2 diffusion through the mesophyll 
of hypostomatous leaves, Plant Cell and Environment, 
18, 149-157. 

Su Y., Han F.X., Sridhar B.B.M., Monts D.L., (2005), 
Phytotoxicity and phytoaccumulation of trivalent and 
hexavalent chromium in brake fern, Environmental 
Toxicology and Chemistry, 24, 2019-2026. 

Taiz L., Zeiger E., (2010), Plant physiology - A Textbook, 
5th Edition, Sinauer Association Inc, 649-671. 

Tiwari K.K., Dwivedi S., Singh N.K., Rai U.N., Tripathi 
R.D., (2009), Chromium (VI) induced phytotoxicity 
and oxidative stress in pea (Pisum sativum L.): 
biochemical changes and translocation of essential 
nutrients, Journal of Environmental Biology, 30, 389-
394. 

Tun N.N., Santa-Catarina C., Begum T., Silveira V., 
Handro W., Scherer G. F. E., Floh E. I. S., (2006), 
Polyamines induce rapid biosynthesis of nitric oxide 
(NO) in Arabidopsis thaliana seedlings, Plant and 
Cell Physiology, 47, 346-354. 

Uchida A., Jagendorf A. T., Hibino T., Takabe T., Takabe 
T., (2002), Effects of hydrogen peroxide and nitric 
oxide on both salt and heat stress tolerance in rice, 
Plant Science, 163, 515-523. 

Vajpayee P., Tripathi R.D., Rai U.N., Ali M.B., Singh 
S.N., (2000), Chromium (VI) accumulation reduces 
chlorophyll biosynthesis, nitrate reductase activity and 
protein content in Nymphaea alba L., Chemosphere, 
41, 1075-1082. 

van Kooten O., Snel J.F.H, (1990), The use of chlorophyll 
fluorescence nomenclature in plant stress physiology, 
Photosynthesis Research, 25, 147-150. 

Vernay P., Gauthier-Moussard C., Hitmi A., (2007), 
Interaction of bioaccumulation of heavy metal 
chromium with water relation, mineral nutrition and 
photosynthesis in developed leaves of Lolium perenne 
L., Chemosphere, 68, 1563-1575. 

Vitória, A.P., Lage-Pinto, F., Campaneli, L.B.S., Almeida, 
M.G., Souza, M.M., Rezende, C.E., Azevedo, R.A., 
Oliveira, J.G., (2010), Ecophysiological adaptation 
and metal accumulation in water hyacinth from two 
tropical rivers, Brazilian Journal of Plant Physiology, 
22, 49-59. 

Xiong J., Fu G., Tao L., Zhu C., (2010), Review: Roles of 
nitric oxide in alleviating heavy metal toxicity in 
plants, Archives of Biochemistry and Biophysics, 497, 
13-20. 

Wellburn A.R., (1994), The spectral determination of 
chlorophylls a and b, as well as total carotenoids, 
using various solvents with spectrophotometers of 
different resolution, Journal of Plant Physiology, 144, 
307-313. 

Wendehenne D., Durner J., Klessig D.F., (2004), Nitric 
oxide: a new player in plant signaling and defense 
responses, Current Opinion in Plant Biology, 7, 449-
455. 

 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


