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Abstract

Introduction Meristematic mitotic cells of Allium cepa
constitute an adequate material for cytotoxicity and geno-
toxicity evaluation of environmental pollutants, such as
phenol, which is a contaminant frequently found in several
industrial effluents.

Results and discussion In the present work, Brassica napus
hairy roots (HR) were used for phenol removal assays. The
toxicity of post-removal solutions (PRS) and phenol
solutions was analyzed. These HR removed the contami-
nant with high efficiency (100-80% for phenol solutions
containing 10-250 mg/L, respectively). Phenol solutions
treated with B. napus HR showed a significant reduction of
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general toxicity compared to untreated phenol solutions,
since the IC50 values were 318.39 and 229.02 mg/L,
respectively. Moreover, PRS presented lower cytotoxicity
and genotoxicity than that found in phenol solutions
untreated. The mitotic index (MI) observed in meristematic
cells treated with PRS (100 and 250 mg/L of phenol)
showed an increase of 35% and 42%, whereas the
chromosome aberrations showed a significant decrease.
According to these results, B. napus HR cultures could be
used for the treatment of solutions contaminated with
phenol, since we observed not only high removal efficiency,
but also an important reduction of the general toxicity,
cytotoxicity, and genotoxicity.

Keywords Cytotoxicity- Genotoxicity- Phenolic
compound - Phytoremediation - Removal

Abbreviations

HR  Hairy roots

PRS  Post-removal solutions

MI Mitotic index

IC50 Inhibitory concentration 50 value

1 Introduction

In the last few years, the increasing discharge of hazardous
chemicals into the environment, has affected the balance of
natural ecosystems and has consequently called the atten-
tion of several researchers and governmental agencies to the
health of living organisms. Among the damages caused by
toxic chemical agents to exposed organisms, genotoxic and
mutagenic effects have shown to be of great concern due to
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their capacity to induce genetic damage (Leme and Marin-
Morales 2009). As is well-known, phenols are commonly
used in several agricultural applications, and they are also
released from coal and petroleum refining activities. They
constitute a risk to human health, due to their toxic,
carcinogenic, mutagenic, and teratogenic effects (Entezari
and Pétrier 2004; Paisio et al. 2009). Thus, they are
considered as priority pollutants in the US EPA list and
their discharge in the aquatic environment is beginning to
be restricted. Therefore, the elimination of phenolic com-
pounds from the environment is of great importance.
Conventional technologies play a key role for the
removal of phenolics from water and soils. These methods,
however, have serious limitations, so researchers have
become increasingly interested in looking for biological
alternatives, such as phytoremediation. Phytoremediation
technology employs plants and/or in vitro cultures derived
from plants, to remove or reduce the concentration of toxic
organic and inorganic pollutants in air, soil, ground water,
wastewater, and biowastes (Schnoor 1997). This technology
has been recognized as a cheap and eco-friendly alternative,
and has generated great interest in the last few years
(Newman and Reynolds 2004). Most experiments for
phytoremediation studies were performed with normal
soil-grown or hydroponically grown plants (Dec and Bollag
1994; Flocco et al. 2002). However, some interesting results
were obtained with the help of in vitro cell and tissue
cultures (Suresh et al. 2005; Singh et al. 2006). In this
context, hairy roots (HR) were used to assess the potential
of several plant species to remove contaminants from the
environment. For example, HR cultures of black nightshade
(Solanum nigrum) metabolize and remove polychlorinated
biphenyls (PCBs) from solutions spiked with PCB con-
geners (Mackova et al. 1997; Rezek et al. 2007). Similarly,
HR of indian mustard (Brassica juncea) and chicory
(Cichorium intybusand) were used for removal of pesticides
like dichlorodiphenyltrichloroethane (DDT) (Suresh et al.
2005). In addition, HR of several species have been used to
compare the tolerance and removal of high levels of
phenols (Santos de Araujo et al. 2006). In HR of many
plant species, the role of peroxidase enzymes in phenolic
metabolism was studied. They have been considered to be
the key factor in the removal of phenol and chlorophenols
from the culture medium (Gonzalez et al. 2006; Santos de
Araujo et al. 2006; Singh et al. 2006; Coniglio et al. 2008).
In previous works, we established that Solanum
lycopersicum, Brassica napus, and Nicotiana tabacum
HR were able to remove phenol with high efficiency
(Coniglio et al. 2008; Gonzalez et al. 2008; Talano et al.
2010). It is not clear, however, whether the use of HR,
reduces the toxicity of the treated phenol solutions. To
evaluate the toxic/genotoxic risks of polluted solutions,
toxicity, and genotoxicity tests employing microorgan-
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isms, plant cells, and mammalian cells have been used
alone or in combination with chemical analysis (Zegura et
al. 2009). Comparisons between plant and non-plant
genetic assay systems indicate that higher plant genetic
assays have a high sensitivity (i.e., few false negatives),
and they are inexpensive and easy to handle. Among the
higher plants species used to evaluate environmental
contamination, the more frequently used are Allium cepa,
Vicia faba, Zea mays, and Nicotiana tabacum (Grant
1994). In particular, 4. cepa has been regarded as
favorable to assess chromosome damages and disturban-
ces in the mitotic cycle, because 4. cepa cells have large
chromosomes in a reduced number (Levan 1938). Thus,
this test has been used to study the genotoxicity of a great
variety of environmental pollutants, such as heavy metals,
pesticides, aromatic hydrocarbons, and complex mixtures
of pollutants (Leme and Marin-Morales 2009).

Due to phenol toxicity, the toxicity of remediated
solutions needs to be taken into account for future
application in phytoremediation. Then, the aim of the
present study was to evaluate the toxicity, cytotoxicity,
and genotoxicity of phenol solutions before and after the
application of B. napus HR, using 4. cepa test.

2 Materials and methods
2.1 Plant material

HR cultures of rapeseed (B. napus) were obtained by
inoculation of sterile leaf explants with Agrobacterium
rhizogenes strain LBA 9402, as previously described
(Agostini et al. 1997). They were sub-cultured every
30 days in Murashige—Skoog liquid medium (Murashige
and Skoog 1962), enriched with vitamins and kept in an
orbital shaker at 100 rpm, at 25°C+2°C in the darkness.
After this period of time, roots were harvested and used for
the experiments described below.

2.2 Phenol removal assays

Removal assays were carried out using 10, 50, 100, 150,
200, and 250 mg/L of phenol. These solutions were used
because concentrations of the same order of magnitude can
exist in heavily contaminated sites and in industrial
effluents (Paisio et al. 2009).

Phenol solutions were treated with 4 g of HR/100 mL
phenol solution and 5 mM H,O, in a total volume of
750 mL. The reaction mixture was incubated during 1 h at
25°C+2°C in an orbital shaker at 100 rpm (Gonzalez et al.
2006). After incubation, residual phenol and H,O, in the
reaction mixtures, denominated post-removal solutions
(PRS), were measured through spectrophotometric assays.
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2.3 Phenol determination

Phenol determinations were carried out following the
method of Wright and Nicell (1999). Aliquots of 100 uL
of each sample were mixed with 100 pL of 4-
aminoantipyrine (20.8 mM), 100 uL potassium ferricyanide
(83.4 mM), and 700 puL of sodium bicarbonate (0.25 M
pH 8.4). After 5 min, the absorbance of the colored
compound formed was determined at 510 nm, which was
proportional to the concentration of phenol in the range of
0-10"* M. The results were expressed as removal efficiency,
calculated according to Agostini et al. (2003).

2.4 Hydrogen peroxide determination

Residual H,O, in PRS was evaluated using the procedure
described by Sergiev et al. (1997). Samples of 500 uL were
mixed with 500 uL of 10 mM potassium phosphate buffer,
pH 7. Then, 1 mL of 1M KI was added and the mixture was
homogenized. The absorbance was measured at 390 nm, in a
Beckman spectrophotometer, and the data were transformed
to H,O, concentration using a calibration curve, which was
carried out with known concentrations of H,O, (Merck). The
concentration of H,O, in standard solutions was determined
spectrophotometrically using €,40nm=43.6 M cm ™.

2.5 Allium cepa L. test

Commercial onion bulbs (4. cepa), weighing between 2
and 4 g, were used in the assay. The outer scales of the
bulbs and the dry bottom plate were removed, without
destroying the root primordia, before the beginning of the
test. The basic protocol of Fiskesjo (1985, 1993) was
followed. Briefly, onions were grown in mineral water for
48 h and the bulbs with satisfactory root lengths (10—
15 mm) were used in the study, while those with
exceptionally long or short roots were discarded. Then,
groups of five bulbs were exposed during 5 days to the
following solutions: (a) Phenol concentrations of 10, 50, 100,
150, 200, and 250 mg/L, to evaluate phenol toxicity, (b) HO,
(0.5 mM), to evaluate the toxicity of this substrate, since it
was used in phenol treatment and concentrations below
0.5 mM were detected in PRS, (c) PRS originally containing
100 and 250 mg/L of phenol, (d) mineral water as negative
control, (¢) methyl methanesulfonate 10 mg/L as positive
control. These solutions were changed each day.

For the evaluation of cyto and genotoxicity, three root tips
from each onion were removed after two division cycles
(48 h) and fixed in 95% ethanol—glacial acetic acid (3:1) for
24 h. They were then transferred to 70% ethyl alcohol and
stored at 4°C. For microscopic assay, the root caps were
removed and the root tips were hydrolyzed for 10 min with
HCI IN. The caps were washed with distillate water and were

placed on a slide. Microscope slides were prepared by
squashing, and stained with 2% Orcein—45% acetic acid.

All the assays were done by quintuplicate (five bulbs of
each concentration and negative control). Of each bulb,
three root tips were used for the microscopic assays.

Mitotic index (MI) was determined by scoring approx-
imately 15,000 cells (900—1,000 cells per slide). MI was
calculated as the percentage ratio of dividing cells and total
number of observed cells and the results were expressed as
percentage of the control.

The number of chromosomal aberrations was analyzed
by counting 7,500 cells per treatment, being 500 cells per
slide, comprising a total of 15 slides and they were
classified as aneugenic and clastogenic aberrations.

To assess toxicity, after 5 days of exposition to the tested
samples, the root length and other macroscopic parameters
(morphological alterations, color change, root tip shape,
presence of swelling (c-tumors), hooks or twists in the roots,
were recorded as indicative of general toxicity (Fiskesjo 1985,
1993). The inhibitory concentration 50 value (IC50), which
indicates the concentration of phenol or PRS that produces
50% of growth inhibition, was determined.

2.6 Statistical analysis

Statistical analysis was performed using STATISTICA 7.1
software package. All the data were analyzed using
ANOVA. In all cases, p<0.05 was statistically significant.
Dunnett test was used for comparing several treatment
groups with a control. IC50 value was calculated using the
EPA Probit Analysis Program (US EPA 1998).

3 Results
3.1 Phenol removal assays using B. napus HR

In previous works, we found that B. napus HR constitute an
appropriate biotechnological tool for phenol removal, since
this system was able to oxidize high phenol concentrations
with high efficiency in a short time (Coniglio et al. 2008).
In the present study, phenol removal efficiencies obtained
with B. napus HR were 100% to 97% for phenol solutions
from 10 to 50 mg/L, and between 87% and 80% for
solutions containing from 100 to 250 mg/L of phenol,
respectively (Fig. 1).

3.2 Toxicity analysis of phenol, H,O,, and PRS
In order to compare the toxicity of PRS, it was necessary to
evaluate the toxicity of the different components of the

reaction mixture. Thus, the toxicities of phenol solutions
(from 10 to 250 mg/L) and H,O, 0.5 mM were analyzed

@ Springer
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Fig. 1 Phenol removal efficiencies of different phenol solutions using
B. napus hairy roots. The results were expressed as removal efficiency
+standard error

using A. cepa bulbs. In addition, two PRS with different
initial phenol concentration (100 and 250 mg/L) were also
evaluated.

The degree of toxicity of the analyzed samples was
assessed through the mean value of root length (Table 1).
Onion roots exposed to mineral water (negative control)
had an average length of 29.6 mm and showed normal
morphology.

Samples containing 10 and 25 mg/L of phenol did not affect
root length of A. cepa, whereas solutions containing 50 to
150 mg/L of phenol produced root growth inhibition but it
was not statistically significant. On the contrary, a significant
inhibition of root length (50% and 58%) was observed in

bulbs exposed to 200 and 250 mg/L phenol solutions,
respectively (p<0.05). Root length of onion bulbs exposed
to PRS containing originally 100 mg/L of phenol, was similar
to those obtained with 100 mg/L phenol solution without
treatment. However, onion bulbs treated with PRS originally
containing 250 mg/L of the pollutant, showed an increase of
34% in the root length, compared with phenol solution of the
same concentration.

The differences observed in the roots number from bulbs
exposed to all phenol solutions tested were not statistically
different compared to the control (p>0.05) (Table 1). The
bulbs exposed to PRS presented higher root number than
those treated with phenol solutions containing 100 and
250 mg/L of the pollutant, but the results were not
statistically significant (p>0.05).

The solution containing 0.5 mM H,0, did not affect
significantly neither root length nor root number.

To evaluate macroscopic morphological abnormalities, the
presence of hooks, swelling (c-tumors), or twists were analyzed
as toxicity indicators (Fiskesjo 1985, 1993; Aganovic-
Musinovic et al. 2004) (Table 1). Swelling (c-tumors) and
twists were not observed. However, all the studied solutions
induced hook formation, but only 200 and 250 mg/L phenol
solutions exerted significant changes (p<0.05). Moreover,
these roots presented a brown color and the highest number
of hooks. Similarly, 4. cepa roots treated with PRS presented
brown color, but a reduction not significant statistically of hook
number was observed, compared with untreated phenol
solutions of the same concentration.

Based on the results shown in Table 1, we determined IC50
values using Probit analysis. For phenol solutions, the IC50
value was 229 mg/L, whereas for PRS was 318 mg/L, which
represents an important decrease in acute toxicity of PRS.

Table 1 Mean values of root length, root number, and hook number in 4. cepa cells exposed to H,O,, different phenol concentrations and PRS

Root number per bulb (X£SE)

Hook number per bulb (X+SE)

Treatments Root length (X£SE) (mm)
Negative control 29.6+8.2
Positive control 20.2+3.2
H,0, 0.5 mM 29.0+7.1
Phenol (10 mg/L) 29.1+£2.2
Phenol (25 mg/L) 29.5+£5.6
Phenol (50 mg/L) 25.1£5.5
Phenol (100 mg/L) 22.9+4.0
Phenol (150 mg/L) 22.9+4.7
Phenol (200 mg/L) 14.6£5.0°
Phenol (250 mg/L) 12.4£3.6"
PRS (100 mg/L) 23.5+3.3
PRS (250 mg/L) 16.6+2.0%

53.5£19.6 5.1+2.7
55.5+14.3 9.24+2.7
56.5+12.3 4.8+2.2
54.8+12.6 6.0+£2.5
57.0£13.8 6.84+4.0
62.6+13.2 7.4+4.7
54.6+15.6 8.2+34
49.6+17.5 7.2+£3.9
47.6+28.4 10.0+3.6*
43.8+27.9 11.0+3.1*
57.4+154 7.2+£2.1
70.6+£26.5 8.8+2.4

X Mean, SE standard error

#Values significantly different from negative control value (p<0.05) or the corresponding phenol solutions without treatment
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3.3 Cytotoxicity and genotoxicity analysis

Cytotoxic and genotoxic effects of phenol, H,O,, and PRS
were estimated on the basis of MI and chromosome
aberrations. The results of positive and negative controls
were included in the tables.

3.3.1 Mitotic index

MI is summarized in Table 2 and Fig. 2a. The MI was used
as a parameter to assess the cytotoxicity of different
solutions. The MI of bulbs grown in control solution was
8.3, whereas the MI obtained for the bulbs treated with
H,0, 0.5 mM was similar to the control. When bulbs were
treated with phenol solutions, the reduction of MI observed
was concentration dependent. The lowest MI found was 3.3
for 250 mg/L phenol solution, with a significant decrease of
60% compared with the control (p<0.05).

On the other hand, the bulbs exposed to PRS (100 and 250
mg/L), showed asignificantincrease in the MI (from 6.3 to 8.5 and
from 3.3 to 4.7) compared to the MI of bulbs exposed to phenol
solutions of the same concentration but without treatment.

3.3.2 Chromosome aberrations

In this study, the percentage of total aberration produced by
phenol and PRS was evaluated (Table 1 and Fig. 2b), but H,0O,
(0.5 mM) was not analyzed since toxic effects (such as
inhibition in root length, decrease in MI and increment in
hook number) were not observed at this concentration.
However, the presence of chromosome aberrations should
not be totally discharged.

120 A

[ Solutions without treatment
Il PRS

— 100

Mitotic Index (100%

Aberrants Cells (%)

NC PC HO, 10 25 50

0.5 mM

100 150 200 250

Phenol Concentrations (mg/L)

Fig. 2 Mitotic index (in percent) (A) and aberrant cells (in percent)
(B) of Allium cepa root tips induced by different treatments: H,O,
0.5 mM, different phenol concentrations and PRS. NC Negative
control, PC positive control, ND non-determinate. Standard errors
were presented by error bars. Asterisks indicate significantly differ-
ences from negative control value (p<0.05)

Table 2 MI and number of different chromosomal abnormalities in 4. cepa meristematic cells exposed to H,O,, different phenol concentrations,

and PRS

Chromosomic Aberrations

MI=SE (%) No. of cell examined Clastogenic Aneugenic Total aberrant cells Aberrant cells (%)

Negative control 8.3£1.0 500 0 25 25 5

Positive control S5.1+1.1 500 nd nd 160 32
H,0, 0.5 mM 8.2+0.9 nd nd nd nd nd
Phenol (10 mg/L) 7.1£0.9 500 10 185 195° 39*
Phenol (25 mg/L) 6.8+0.8 500 35 200 235° 47%
Phenol (50 mg/L) 6.7+0.7 500 35 215 250* 50°
Phenol (100 mg/L) 6.3£1.0 490 39 221 260* 52¢
Phenol (150 mg/L) 6.0£1.1 485 34 189 223 46"
Phenol (200 mg/L) 5.1+1.5 500 35 180 215 43%
Phenol (250 mg/L) 3.3+0.9% 470 38 165 203* 43
PRS (100 mg/L) 8.5+£0.9% 500 75 75% 15%
PRS (250 mg/L) 4.7+£0.9° 480 120 120* 25%

SE Standard error, nd non-determinate

#Values are significantly different from negative control value (p<0.05) or the corresponding phenol solutions without treatment
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The highest number of aberrations was observed in
metaphase and anaphase, in all the analyzed treatments.
Chromosomal abnormalities were classified into two
different classes: clastogenic aberrations, as a consequence
of chromosomic rupture, and aneugenic aberrations, as a
result of spindle inhibition during which anaphase chromo-
somes lay on the metaphase plate instead of moving
towards their respective poles.

In the meristematic cells of 4. cepa exposed to different
phenol concentrations, the percentage of aberrant cells were
found to be statistically higher than that found in control
treatment. These cells showed both aberrations; however, a
greater number of aneugenic abnormalities were observed.

Meristematic cells exposed to PRS showed a significant
decreasing of percentage of aberrant cells from 52% to 15%
and from 43% to 25% compared to their corresponding
phenol solutions of 100 and 250 mg/L (p<0.05), and it is
noteworthy that PRS did not produce clastogenic effects.

Figures 3 and 4 show normal division phases of
meristematic cells of A. cepa and some chromosomal
abnormalities that were found in meristematic cells exposed
to phenol and PRS. The presence of chromosome bridges
and breaks (chromosome rupture) are examples of clasto-
genic effects. On the other hand, chromosome losses,
delays, and C-metaphase result from aneugenic effects.

4 Discussion

In a previous work, we found that rapeseed HR constitutes an
appropriate biotechnological tool for phenol removal (Coniglio
et al. 2008), as was also demonstrated in the present study.
However, to verify the detoxification after applying a
phytoremediation process, it was necessary to analyze the

toxicity of PRS, as well as the toxicity of the different
components of the reaction mixture, such as H,O, and phenol,
which can remain in the medium after remediation. The A.
cepa test has often been used for the determination of cytotoxic
and/or genotoxic effects of various substances, and it has
shown high sensitivity to detect hazardous environmental
chemicals (Fiskesjo 1985). Moreover, this test has been used
to demonstrate the mutagenic activity of effluents and surface
waters (Kungolos et al. 2006; Zegura et al. 2009). In the
present study, toxic effects of phenol and PRS were
evaluated based on the values of root length as well as root
morphology of 4. cepa.

Cytotoxicity and genotoxicity were estimated through several
cytological parameters, such as MI and number and types of
chromosome aberrations. It was shown that the concentration of
H,0, analyzed (0.5 mM) produced neither toxic nor cytotoxic
effects on 4. cepa bulbs, since the root length and MI did not
change compared to the negative control.

It must be noted that data obtained from literature
demonstrated that HO, could be toxic over a wide range
of concentrations (0.1 to 0.88 mM) for several organisms,
such as marine algae, Daphnia magna, fishes, and bacteria
(Twiner et al. 2001; Meinertz et al. 2008). In addition,
Paisio et al. (2009) showed that survival of Rhinella
arenarum larvaes was not significantly affected by H,O,
concentrations ranging from 0.1 to 0.6 mM. However, in
that study, a solution containing 1 mM H,0, was toxic and
produced a significant mortality. On the other hand, Radi¢
et al. (2010) used a high H,O, concentration (300 mM) as a
positive control mutagen and they detected a decrease of
60% in root length and significant inhibition of MI (52%)
compared to the negative control. This concentration
induced also a great number of aberrations, and the main
effect observed was stickiness followed by laggards and c-

Fig. 3 Normal division phases of meristematic cells of 4. cepa:
interphase (41), prophase (42), metaphase (43), anaphase (44), and
telophase (45). Chromosome aberrations in cells exposed to phenol:
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Fig. 4 Chromosome aberrations observed in meristematic cells of A. cepa exposed to PRS. Anaphase with advanced chromosomes (A7),

abnormal metaphase (42), C-metaphase (43), and poliploid cell (44)

methaphase (c-mitosis). However, it should be noted that
the H,O, concentration used by these authors was 600
times higher than those tested in the present work. As it was
expected, the analyzed concentration did not produce toxic
or cytotoxic effects. Thus, chromosomic aberrations were
not analyzed in this study, although the presence of
chromosome aberrations should not be totally discharged.

Considering that H,O, toxicity is variable and depends
on the concentration used as well as the organism tested, it
is very important and necessary to determine H,O, residual
concentrations after remediation treatments, previous to the
release of the remediated solution in the environment.

When phenol toxicity was evaluated, solutions contain-
ing 200 and 250 mg/L of the pollutant were phytotoxic,
since the root number was lower and even they were shorter
than the control; moreover, they presented morphological
abnormalities (hooks) and brown coloration. Similarly,
Ateeq et al. (2002), showed a dose-dependent root growth
inhibition on 4. cepa bulbs treated with herbicides. They
found that pentachlorophenol was more toxic than buta-
chlor, since 50% effective concentration (EC50) was 0.73
and 5.13 mg/L, respectively. In a similar study, with another
herbicide, 2,4-dichlorophenoxyacetic acid, at concentra-
tions from 25 to 100 mg/L, a high toxicity was observed.
This compound induced striking changes both on the
general growth and shape of the cells (Ateeq et al. 2002).
These reports, as well as our results, indicate that phenolic
compounds are toxic and genotoxic for meristematic root
cells of A. cepa. These data are relevant to find an adequate
remediation treatment for effluents containing phenolic
compounds.

On the other hand, in bulbs exposed to PRS (250 mg/L),
a toxicity reduction was observed, as we found an increase
in root length of 34%, compared with their respective
control solution. A parameter frequently used as indicator
of acute toxicity is the IC50 value. The IC50 value obtained
in the present study was 229.02 mg/L, whereas Arambasic
et al. (1995), using A. cepa test, obtained a higher IC50
value for phenol (284.36 mg/L) after 48 h of treatment. The
minor value of IC50 obtained by us may be associated with

a higher exposition time (120 h) of the bulbs to the polluted
solutions. In this sense, the increase in the exposition time
seems to be responsible of the decrease in the IC 50 values.
For instance, low IC50 values from 120 to 220 mg/L were
obtained for other plants species, such as Lactuca sativa,
Raphanus sativus, Abutilon theophiasti, Milliacecum pan-
icum, and Cucumis sativus after 96-120 h of exposure
(Wang 1985, 1987).

It is important to note that the increase in root number
and length observed in the bulbs treated with PRS, as well
as the higher IC50 value and the decrease of hook,
compared with not treated phenol solutions, could indicate
an important reduction in the toxicity of the treated
solutions. These results are consistent with those described
by Paisio et al. (2010) which also showed that the toxicity
of 100 and 250 mg/L phenol solutions treated with B. napus
HR, decreased significantly compared to phenol solutions
without treatment, using the AMPHITOX bioassay.

Cytotoxic and genotoxic effects were estimated on the
basis of MI and chromosomal aberrations. The reduction of
MI observed in meristematic cells treated with phenol
solutions, was concentration dependent, showing a decrease
of 60% at the highest concentration (250 mg/L). This
change is related to the cytotoxic effect of phenol on the
exposed cells. Chauhan et al. (1998), for instance,
suggested that the decrease of MI can be attributed to the
effect of environmental chemicals on DNA/protein synthe-
sis of the biological system. These results are in agreement
with the studies conducted on 4. cepa and V. faba exposed
to tannery waste leachates, which showed significant
decrease of mitosis and root growth (Chandra and Gupta
2002; Chandra et al. 2004). However, PRS (100 and
250 mg/L) showed different results since these solutions
presented an increase in MI of 35% and 42% compared
with control phenol solutions.

The increase in MI observed can be attributed to the
reduction of the toxicity and cytotoxicity. Hoshina (2002)
established that MI values lower than negative control
could indicate alterations in the growth and development of
the exposed organism.

@ Springer



Environ Sci Pollut Res

The genotoxic study of root tips exposed to different
phenol concentrations, showed changes in the organization
and morphology of the chromosomes. The chromosome
aberrations were significantly increased in the meristematic
cells of 4. cepa, exposed to all phenol concentrations
assayed, compared to the control. The main types of
chromosome aberrations detected were bridges, vagrant
chromosomes, stickiness, loss, and fragment. Moreover,
clastogenic and aneugenic effects were produced by these
phenol solutions.

Stickiness is considered to be a chromatid-type aberra-
tion (Badr 1986). However, stickiness has been shown to be
a result of DNA condensation (Osterberg et al. 1984) and
entanglement of inter-chromosomal chromatin fibers which
led to subchromatid connections between chromosomes
(Chauhan et al. 1986). Liu et al. (1992) suggested that
sticky chromosomes reflect a highly toxic effect, usually of
an irreversible type, and probably lead to cell death.

On the other hand, the presence of bridges could be
attributed to chromosome breaks, stickiness and breakage
and re-union of the broken ends. Sticky bridges might be
also the result of incomplete replication of chromosomes by
defective or less active replication enzymes (Sinha 1979;
Badr et al. 1992).

The spindle irregularities like vagrant chromosomes were
also observed after phenol treatment but it was at a lesser
extent. The induction of this aberration leads to the separation
of unequal number of chromosomes in the daughter cells with
unequal-sized or irregularly shaped nuclei at interphase (El-
Gharmery et al. 2003). In this sense, Ateeq et al. (2002)
indicated abnormalities in the cytokinesis, observed as c-
mitosis in A. cepa cells treated with butachlor, due to this
compound acted as a potent spindle inhibitor.

All the above mentioned aberrations were induced by
different phenol concentrations, which demonstrate the high
phenol toxicity. For this reason, it is very important to select an
effective method for phenol removal, which would be able to
reduce the phenol concentration and, also to reduce the
toxicity of PRS after the application of a removal treatment.

In this work, we proposed the use of B. napus HR as a
suitable system for phenol removal. A genotoxic study,
using A. cepa bulbs, was performed after treatment. The
bulbs treated with PRS showed significant decreases in the
percentage of aberrant cells. These decreases were from
52% to 15% and from 43% to 25% compared with 100 and
250 mg/L untreated phenol solutions, respectively. More-
over, it is important to note that the PRS did not induce
clastogenic effects. Multinucleated cells, micronuclei, and
deformed nuclei were practically not detected for the
treatment analyzed, which indicates a genotoxicity reduc-
tion of these solutions; although these results might be
confirmed by the micronucleous test (Maron and Ames
1983).

@ Springer

The reduction of the aneugenic effects and the absence
of clastogenic effects are of great importance, since the
aneugenic effects can be reversible (Amat et al. 2002).

In this context, the high phenol removal efficiency and
the marked reduction of general toxicity, cytotoxicity as
well as the genotoxicity after treatment with B. napus HR,
makes this phytoremediation system an efficient method to
be applied for phenol detoxification.

5 Conclusion

B. napus HR constitutes an efficient biotechnological tool
for phenol removal. However, the toxicity of PRS is an
aspect poorly studied. Thus, the present study used A. cepa
test as a reliable method for detection of general toxicity,
cytotoxicity and genotoxicity of H,O, phenol and phenol
solutions remediated with B. napus HR. It is important to
remark that H,O, at the concentration used in this study
(0.5 mM), produced neither toxic nor cytotoxic effect.

Phenol solutions from 10 to 250 mg/L showed genotoxic
effects on meristematic cells, since an increase of chromo-
some aberrations were observed. Moreover, high concen-
tration of phenol solutions (200 and 250 mg/L) produced
toxicity and cytotoxicity effects.

PRS, showed an important reduction of general toxicity,
as well as in cytotoxicity and genotoxicity after treatment
with B. napus HR, compared to phenol solutions without
treatment.

In conclusion, the use of B. napus HR cultures could be
an important tool to remove phenol, as well as to reduce the
toxicity, cytotoxicity, and genotoxicity of solutions contam-
inated with this compound.

6 Acknowledgments

P S.G, M. A. T, and E. A. are members of the research career
from Consejo Nacional de Investigaciones Cientificas y
Técnicas (CONICET) (Argentina). C.E.P has a fellowship
from CONICET-Ministerio de Ciencia y Tecnologia de
Cordoba. We wish to thanks PPI (SECyT-UNRC), CONICET
and Ministerio de Ciencia y Tecnologia de Cordoba for
financial support. The authors acknowledge Iliana Martinez,
for the language correction of the manuscript.

References

Aganovic-Musinovic I, Todic M, Becic F, Kusturica J (2004)
Bioremediation of phenolic compounds from water with plant
root peroxidases. J Environ Qual 23(5):1113-1117



Environ Sci Pollut Res

Agostini E, Milrad de Forchetti SR, Tigier H (1997) Production of
peroxidases by hairy roots of Brassica napus. Plant Cell Tissue
Organ Cult 47:177-182

Agostini E, Coniglio MS, Milrad SR, Tigier HA, Giulietti AM (2003)
Phytorremediation of 2,4-dichlorophenol by Brassica nappus
hairy root cultures. Biotech Appl Biochem 37(2):139-144

Amat AG, Yajia ME, Gonzalez CF, Lorca GL, Sanchez Gonzalez E,
Rigos AG, Veron JR (2002) Evaluation of cytological parameters
induced by aqueous extracts of seven plants used as antihyper-
tensive agents in argentine folk medicine. Acta Farm Bonaerense
21(1):37-42

Arambasic MB, Bijelic S, Subakov G (1995) Acute toxicity of heavy
metals (copper, lead, zinc), phenol and sodium on A/lium cepa L.,
Lepidium sativum L. and Daphnia magna St.: comparative
investigations and the practical applications. Water Res 29
(2):497-504

Ateeq B, Farah MA, Niamat AM, Ahmad W (2002) Clastogenicity of
pentachlorophenol, 2,4-D and butachlor evaluated by A/lium root
tip test. Mutat Res 514:105-113

Badr A (1986) Effect of the s-triazine herbicide ter-butryn on mitosis
chromosomes and nucleic acids in root tips of Vicia faba root
meristems. Cytologia 51:571-578

Badr A, Ghareeb A, ElI-Din HM (1992) Cytotoxicity of some
pesticides in mitotic cells of ¥ faba roots. Egypt J Appl Sci
7:457-468

Chandra S, Gupta SK (2002) Genotoxicity of leachates of tannery
solid waste in root meristem cells of Allium cepa. J Ecophysiol
Occup Health 2:225-234

Chandra S, Chauhan LKS, Pande PN, Gupta SK (2004) Cytogenetic
effects of leachates from tannery solid waste on the somatic cells
of Vicia faba. Environ Toxicol 19:129-133

Chauhan LKS, Dikshith TSS, Sundararaman V (1986) Effect of
deltamethrin on plant cells. I Cytological effects of deltamethrin
on the root meristem cells of Allium cepa. Mutat Res 171:25-30

Chauhan LKS, Saxena PN, Sundararaman V, Gupta SK (1998) Diuron
induced cytological and ultrastructural alterations in the root
meristem cells of Allium cepa. Pestic Biochem Physiol 62:152—
163

Coniglio MS, Busto VD, Gonzalez PS, Medina MI, Milrad S,
Agostini E (2008) Application of Brassica napus hairy root
cultures for phenol removal from aqueous solutions. Chemo-
sphere 72:1035-1042

Dec J, Bollag JM (1994) Use of plant material for the decontamination
of water polluted with phenols. Biotechnol Bioeng 44:1132—1139

El-Gharmery AA, El-Kholy MA, El-Yousser A (2003) Evaluation of
cytological effects of Zn>" in relation to germination and root
growth of Nigella sativa L. and Triticum aestivum L. Mutat Res
537:29-41

Entezari MH, Pétrier C (2004) A combination of ultrasound and
oxidative enzyme: sono-biodegradation of phenol. Appl Catal B
Environ 53:257-263

Fiskesjo G (1985) The Allium test as a standard in environmental
monitoring. Hereditas 102:99—112

Fiskesjo G (1993) The Allium cepa in wastewater monitoring. Environ
Toxicol Water Qual 8:291-298

Flocco CG, Lo Balbo A, Carranza MP, Giulietti AM (2002) Removal
of phenol by alfalfa plants (Medicago sativa L.) grown in
hydroponics and its effect on some physiological parameters.
Acta Biotechnol 22:43-54

Gonzalez PS, Capozucca C, Tigier H, Milrad S, Agostini E (2006)
Phytoremediation of phenol from wastewater, by peroxidases of
tomato hairy root cultures. Enzyme Microb Tech 39:647-653

Gonzalez PS, Agostini E, Milrad S (2008) Comparison of the removal
of 2,4-dichlorophenol and phenol from polluted water, by
peroxidases from tomato hairy roots, and protective effects of
polyethylene glycol. Chemosphere 70:982-989

Grant WF (1994) The present status of higher plant bioassays for
detection of environmental mutagens. Mutat Res 310:175-185

Hoshina MM (2002) Avaliagdo da possivel contaminagdo das aguas
do Ribeirdo Claro-municipio de Rio Claro, pertencente a bacia do
rio Corumbatai, por meio de testes de mutagenicidade em Allium
cepa, Trabalho de conclusdo (Bacharel e Licenciatura-Ciéncias
Biologicas). Universidade Estadual Paulista, Rio Claro/SE, p 52

Kungolos AG, Brebbia CA, Samaras CP, Popov V (2006) Environ-
mental toxicology. Southampton: WIT Press 10:93—-107

Leme DM, Marin-Morales MA (2009) Allium cepa test in the
environmental monitoring: a review on its application. Mutat
Res 68(2):71-81

Levan A (1938) The effect of colchicines in root mitosis in A/lium.
Hereditas 24:471-486

Liu D, Jiang W, Li M (1992) Effects of trivalent and hexavalent
chromium on root growth and cell division of Allium cepa.
Hereditas 117:23-29

Mackova M, Macek T, Kucerovd P, Burkhard J, Pazlarova J,
Demnerova K (1997) Degradation of polychlorinated biphenyls
by hairy root culture of Solanum nigrum. Biotechnol Lett
19:787-790

Maron DM, Ames B (1983) Revised methods for the Salmonella
mutagenicity test. Mutat Res 113:173-215

Meinertz J, Greseth SL, Gaikowski MP, Schmidt LJ (2008) Chronic
toxicity of hydrogen peroxide to Daphnia magna in a continuous
exposure, flow-through test system. Sci Total Environ 392:225-
232

Murashige T, Skoog F (1962) A revised medium for rapid growth and
bioassays with tobacco tissue culture. Plant Physiol 15:473—479

Newman LA, Reynolds CM (2004) Phytodegradation of organic
compounds. Curr Opin in Biotech 15:225-230

Osterberg R, Persson D, Bjursell G (1984) The condensation of DNA
by chromium (III) ions. J Biomol Struct Dynam 2:285-290

Paisio C, Agostini E, Gonzalez B, Bertuzzi M (2009) Lethal and
teratogenic effect of phenol on Bufo arenarum embryos. J Hazard
Mater 167:64—68

Paisio CE, Gonzalez PS, Gerbaudo A, Bertuzzi ML, Agostini E
(2010) Toxicity of phenol solutions treated with rapeseed and
tomato hairy roots. Desalination 263:23-28

Radi¢ S, Drazenka S, Valerija V, Marija MR, Sini$a S, Branka PK
(2010) The evaluation of surface and wastewater genotoxicity
using the Allium cepa test. Sci Total Environ 408(5):1228—
1233

Rezek J, Macek T, Mackova M, Triska J (2007) Plant metabolites of
polychlorinated biphenyls in hairy root culture of black night-
shade Solanum nigrum SNC-90. Chemosphere 69(8):1221-1227

Santos de Araujo B, Dec J, Bollag JM, Pletsch M (2006) Uptake and
transformation of phenol and chlorophenols by hairy root
cultures of Daucus carota, Ipomoea batatas and Solanum
aviculare. Chemosphere 63:642—651

Schnoor JR (1997) Phytoremediation technical evaluation report for
culture of Solanum nigrum. Biotechnol Lett 9:787-790

Sergiev I, Alexieva V, Karanov E (1997) Effect of spermine, atrazine
and combination between them on some endogenous protective
systems and stress markers in plants. Compt Rend Acad Bulg Sci
51:121-124

Singh S, Melo JS, Eapen S, D'Souza SF (2006) Phenol removal using
Brassica juncea hairy roots: role of inherent peroxidase and
H,0,. J Biotechnol 123:43-49

Sinha U (1979) Cytomorphological and macromolecular changes
induced by p-fluorophenylalanine in Allium cepa and Triticale. J
Cytol and Gen 14:198

Suresh B, Sherkhane PD, Kale S, Eapen S, Ravishankar GA (2005)
Uptake and degradation of DDT by hairy root cultures of
Cichorium intybus and Brassica juncea. Chemosphere
61:1288-1292

@ Springer



Environ Sci Pollut Res

Talano MA, Frontera S, Gonzalez P, Medina MI, Agostini E (2010)
Removal of 2,4-diclorophenol from aqueous solutions using
tobacco hairy root cultures. J Hazard Mater 176:784-791

Twiner M, Dixon S, Trick C (2001) Toxic effects of Heterosigma
akashiwo do not appear to be mediated by hydrogen peroxide.
Limnol Oceanogr 46(6):1400-1405

US EPA (1998) Environmental Protection Agency, Users Guide for a
Computer Program for PROBIT Analysis of date from Acute and
Short-term Chronic Toxicity test with aquatic organism. Biolog-
ical Methods, Environmental monitoring and Support Lab

@ Springer

Wang W (1985) The use of plant seeds in toxicity tests of phenolic
compounds. Environ Int 11(1):49-55

Wang W (1987) Root elongation method for toxicity testing of organic
and inorganic pollutans. Environ Toxicol Chem 6:409—414

Wright H, Nicell JA (1999) Characterization of soybean peroxidase for
the treatment of aqueous phenols. Bioresour Technol 70:69—-79

Zegura B, Heath E, Cernosa A, Filipi¢ M (2009) Combination of in
vitro bioassays for the determination of cytotoxic and genotoxic
potential of wastewater, surface water and drinking water
samples. Chemosphere 75:1453—1460



	Evaluation of phenol detoxification by Brassica napus hairy roots, using Allium cepa test
	Abstract
	Abstract
	Abstract
	Introduction
	Materials and methods
	Plant material
	Phenol removal assays
	Phenol determination
	Hydrogen peroxide determination
	Allium cepa L. test
	Statistical analysis

	Results
	Phenol removal assays using B. napus HR
	Toxicity analysis of phenol, H2O2, and PRS
	Cytotoxicity and genotoxicity analysis
	Mitotic index
	Chromosome aberrations


	Discussion
	Conclusion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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 /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


