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Rapid and inexpensive phytotoxicity bioassays for winery wastewater (WW) are important when design-
ing winery wastewater treatment systems involving constructed wetlands. Three macrophyte wetland
species (Phragmites australis, Schoenoplectus validus and Juncus ingens) were tested using a pot experiment
simulating a wetland microcosm. The winery wastewater concentration was varied (0.5%, 5%, 10%, 25%,
50%, 75% and 100%) and pH was corrected for some concentrations using lime as an amendment. The
tolerance of the three aquatic macrophytes species to winery wastewater was studied through biomass

5\‘2’;’:;;‘13" production, total chlorophyll and nitrogen, phosphorous and potassium tissue concentrations. The results
Wastewater showed that at greater than 25% wastewater concentration all the macrophytes died and that Phragmites
Phytotoxicity test was the least hardy species. At less than 25% wastewater concentration the wetland microcosms were
Bioassay effective in reducing chemical oxygen demand, phenols and total soluble solids.

Wetland We also evaluated the performance of two laboratory phytotoxicity assays; (1) Garden Cress (Lepidium

sativum), and (2) Onion (Allium coepa). The results of these tests revealed that the effluent was highly
toxic with effective concentration, ECsg, inhibition values, as low as 0.25%. Liming the WW increased the
ECso by 10 fold.

Comparing the cress and onion bioassays with the wetland microcosm results indicated that the thresh-
olds for toxicity were of the same order of magnitude. As such we suggest that the onion and cress

bioassays could be effectively used in the wine industry for rapid wastewater toxicity assessment.

© 2009 Elsevier B.V. All rights reserved.

1. Introduction

The Australian wine industry includes many hundreds of small
producers set in rural environments [1]. Constructed wetlands with
plants that can tolerate and detoxify wastewater can be a viable
treatment option. Plants and bacteria can assimilate variable and
large organic loadings with low maintenance and operational costs,
mainly due to the activity of bacteria that live on root surfaces
which purify the wastewater (WW) by breaking down the organics
and removing colloidal solids [2]. Roots and gravel serve as a sub-
strate supplying the bacteria with sugars and oxygen [2]. After the
wastewater has been treated and filtered through a wetland, it may
be reused for irrigation.

Establishing the phytotoxicity of WW is fundamental for the
proper design and sustainability of a wetland system, but almost no

Abbreviations: WW, wastewater; EC3o and ECs, respectively, effective concen-
tration causing 30 and 50% of root length reduction; COD, chemical oxygen demand;
Chl a, chlorophyll a; Chl b, chlorophyll b; EC, electrical conductivity; TSS, total sus-
pended solids; ANOVA, analysis of variance; LSD, least significant difference; L,
limed; NL, non-limed.
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documented information exists [2]. The chemistry of winery efflu-
ent is complex and variable, containing numerous inorganic as well
as organic compounds whose individual and combined contribu-
tion to plant phytotoxicity is not known [3]. This complexity makes
it difficult to carry out a phytotoxicity assessment of WW based on
chemical analysis alone.

The organic content of winery wastewater consists of highly sol-
uble sugars, alcohols, acids and recalcitrant high molecular weight
compounds (e.g. polyphenols, tannins, and lignins). These are not
easily removed by physical or chemical treatment alone [4] and
tannins in particular can inhibit microbial digestion [5]. Detailed
studies of the composition of winery wastewater have revealed that
ethanol and, to a smaller extent and on a temporary basis, sugars
(fructose and glucose) represent more than 90% of the organic load
[6]. Organic acids, alcohol, and phenols have variable degradation
rates. Biodegradable contaminants (e.g. sugars and alcohols) tend
to degrade first, leaving behind wastewater containing less easily
degraded compounds (e.g. phenols and tannins). These compounds
have a high chemical oxygen demand (COD) of about 25,000 mg L~!
[7] and can also cause soil deterioration through pore blockage,
resulting in anoxia [8]. Winery wastewater also contains significant
amounts of sodium (Na) and potassium (K) with a K:Na ratio of 3:1
and K concentrations up to 1000 mg L~!. Nitrogen and phosphorous
content is usually low compared with other agricultural effluents,


http://www.sciencedirect.com/science/journal/03043894
http://www.elsevier.com/locate/jhazmat
mailto:Michele.Arienzo@csiro.au
dx.doi.org/10.1016/j.jhazmat.2009.03.069

M. Arienzo et al. / Journal of Hazardous Materials 169 (2009) 94-99 95

ranging from 8 to 35mgL~! and 2 to 20 mg L' respectively [6,7]. All
these components may limit the microbial metabolism of winery
wastewater.

Understanding the phytotoxicity of winery wastewater is funda-
mental to the design and implementation of constructed wetlands.
The ideal plant should tolerate high organic loads and be capable
of removing significant amounts of contaminants and purifying the
effluent in a relatively short time period. Amongst wetland plants,
Phragmites spp and Schenoplectus spp are the most commonly used
and have different purification potentials [9,10]. Schoenoplectus
validus has been reported to grow over a wide range of nutrient
and organic matter strengths in winery, piggery and dairy farm
wastewater [10].

In order to determine the phytotoxicity of winery wastewater,
two rapid laboratory phytotoxicity bioassays were compared with
a simulated wetland microcosm pot trial with three aquatic plant
species.

2. Materials and methods
2.1. Wastewater

The winery wastewater (WW) was taken during the peak of the
vintage season in March 2008 from a winery located near Grif-
fith, NSW, Australia. The chemical and physical properties of the
WW were: pH 4.5; electrical conductivity (EC) 5.1dSm~!; chem-
ical oxygen demand 17,000mgL-!; total suspended solids (TSS)
1000 mg L~! and total phenol content of 10.6 mgL~!. For the bioas-
say toxicity test assessment the following concentrations of WW
were used: 100%, 75%, 50%, 25%, 10%, 5%, 0.5% and 0%. Dilution
being undertaken with deionized water. Half the treatments were
amended with lime (L-WW) to pH 6.5, the others remaining at their
original pH of about 4.5 (NL-WW). Lime (CaOH) was chosen as it is
widely used in the wine industry as a neutralizing material. For the
wetland plant species test, only the treatments at 100% and 25%
wastewater concentration were lime amended.

2.2. Phytotoxicity analyses

2.2.1. Garden cress test

The toxicity of winery wastewater was assessed using the bioas-
say described by Saadi et al. [11]. The WW used in this test was
passed through a 0.4 pm filter and four millilitres of the test solu-
tion were placed on glass microfibre filters (GF/A; Whatman) in
90 mm glass Petri dishes. Ten garden cress seeds were placed in each
dish, using three dishes per sample. Germination was conducted
over 5 days under darkness, at 25 °C. The dishes of each treatment

Table 1

were wrapped together with a polyethylene bag to prevent desicca-
tion and passage of volatiles between treatments. As parameters of
toxicity both root length (cm) and seed germination rate (%) were
measured. EC5g and EC3q are expressed as concentrations of WW
causing 50 and 30% root length reduction, and calculated by plotting
the percentage of root growth reduction of treated vs. control plants
against the loge of concentrations of WW. The growth inhibition val-
ues, ECsg and EC3g were interpolated from a plot of root lengths as a
percentage of the control, against the log of the concentrations [12].

2.2.2. Onion test

In this study we used the onion test [13] as a potential simple,
rapid and low cost test for ecotoxicological evaluation of WW.

Commercial onion bulbs of Allium coepa, (15-22 mm in diame-
ter) not treated with plant growth regulators were obtained from
a local farm. A set of six onions was used for each concentration
of WW and placed in test tubes filled with WW. The WW was re-
charged every day. At day 5 the experiment was terminated and the
length of the root bundles measured. Growth inhibition ECsy and
EC3g were determined as for the garden cress test.

2.2.3. Wetland plant species test

A simulated wetland microcosm pot experiment was carried
out in a greenhouse illuminated with natural light at 20°C. Nine
plants of three autochthonous macrophyte species, common reed
(Phragmites australis), bull rush (Schoenoplectus validus), and giant
rush (Juncus ingens) at the same stage of growth (approximately
12 months) were used in a randomised factorial design with three
replicates. Polyvinyl chloride boxes, 30 cm long, 20 cm wide, 25 cm
deep, with no drainage holes and containing ~10 kg of 10 mm dry
washed river gravel were used. The boxes were shaken during
filling with gravel to obtain packing-bulk densities similar to that
found in a constructed wetland. This resulted in porosities of 44%,
a pore volumes of 4L for each box. The boxes were filled with
WW at concentrations of 100%, 75%, 50%, 25%, 10%, 5%, 2.5% and
0% and periodically refilled with WW to compensate for evapo-
transpiration. The effect of pH on water quality was determined by
amending the 25% and 100% WW replicates with lime to a pH of
6.5. Water and plant samples from each box were taken 20, 40 and
60 days after transplantation to further analyse biomass and water
quality (see paragraph 2.3). Shoots and roots from two plantsin each
pot were dried at 70 °C, ground in a stainless steel mill (screen diam-
eter 0.85 mm) and weighed. Dry matter was analysed for N content
by high temperature combustion in an atmosphere of oxygen using
a Leco CNS-2000 analyser [14], and P and K contents by digestion
with nitric acid, at 140°C for 8h and analysed by inductively
coupled plasma optical emission spectrometry (ICPOES) [15].

Phytotoxicity of non-limed (NL-WW), and limed wastewater (L-WW) to garden cress (Lepidium sativum L.) with 0.5-100% winery wastewater (WW), expressed as root length
(cm), root length as % of control, and germination rate (%). Values are mean + SE (n=30 seeds). ECso and EC3¢ are expressed as concentrations of WW causing 50 and 30% of

root length reduction.

Concentration of WW Non-Limed WW Limed WW

Root length Germination rate Root length Germination rate

cm % of Control % cm % of Control %
100% 0.0 £ 0.0 0.0 0.0 0.07 £ 0.01 1.5 60
75% 0.0 £ 0.0 0.0 0.0 0.90 + 0.10 9.0 100
50% 0.0 £ 0.0 0.0 0.0 0.50 + 0.10 20.0 100
25% 0.07 £ 0.01 1.03 56.6 143 £ 0.20 24.8 100
10% 123 £0.12 18.0 80 4.03 + 0.85 70.6 100
5% 2.38 +£0.21 33.9 96 4,00 + 0.75 70.4 100
0.5% 4.23 + 0.80 61.4 96 3.83 £0.25 67.9 100
Control 0% 6.92 £+ 1.10 100 100 5.78 £ 0.95 100 100
ECsp 2.5% 15%
ECsp 0.25% 0.5-10%

Expressed as root length (cm) and percentage of control.
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Prior to each harvest, plant chlorophyll was also measured by
taking two discs (0.8 cm diameter) at the mid-length of the leaf,
from both mid-rib sides. Chlorophyll a (Chl a) and chlorophyll b (Chl
b) were extracted with acetone and the concentration determined
inaUV-Visible spectrophotometer (Perkin Elmer Lambda 3B) at the
absorbance of 470, 647, and 664.5 nm [16]. At each sampling time
the WW was analysed for pH, electrical conductivity (EC), COD, total
suspended solids and phenols.

2.3. Wastewater quality analysis

WW was analysed for pH, EC (dSm~!), COD, (mgL-1), TSS
(mgL-1)and phenols (mgL-1). All assays were carried out in dupli-
cate. Standard WW analysis methods [17] were used. COD was
determined using a commercially available high range kit (Chemet-
rics; mercury containing; 0-15,000mgL~! supplied by Water Test
systems) and a single set wavelength photometer (640 nm). Total
phenols were analysed according to the method outlined by Box
[18]. Absorbance was measured at 725nm in a UV-Visible spec-
trophotometer (Cary 50 Bio, Varian).

2.4. Statistical analysis

The phytotoxicity data were subjected to analysis of variance
(ANOVA) to determine the significance of the treatment effects with
the software Statgraph 5.1. Separation of means was performed
using Separation of means was performed using LSD test at P<0.05
level of significance.

3. Results and discussion
3.1. Phytotoxicity test responses

3.1.1. Garden cress test

The phytotoxicity of WW to garden cress (Table 1) is expressed as
Effective Concentration (EC) values. The WW was found to be very
toxic with EC3g and ECsq at 0.25 and 2.5% concentration of WW
respectively. No seeds germinated when the WW concentration
was >50%.

Addition of lime was beneficial as ECsg values were at least
two fold higher than for the non-limed treatments, 0.5-10% and
5-15% respectively. When WW was further diluted the germination
increased to 100% but root elongation was still negatively affected,
even by WW concentrations as low as 0.5%. Toxicity in limed treat-
ments was significantly lower than in the non-limed treatments.
Even with undiluted WW liming resulted in 60% germination and
a root elongation of 1.5%. At the lower concentrations (<10%) 100%
germination was achieved and root elongation increased (25-70%)
with liming.

The cause of the very high toxicity of this winery wastewater
is not known definitively, but is probably a combination of high
COD (between 80 and 16,800 mgL~1), high total phenols concen-
trations (between 0.52 and 12.1 mgL-1), low pH, and high salinity
(Table 2). However, at low concentrations (0.5-5% WW) salinity
is low and suggesting this not the primary cause of phytotoxic-
ity. Lime addition resulted in COD values up to 50% lower than in
non-limed treatments. However, TSS levels increased up to 10 fold
due to the dissolution of solids at high pH. The lower phytotoxicity
with liming could be due to the adsorption of the dissociated strong
organic acids, mainly tartaric and malic, to the positively charged
surface sites of calcium carbonate, thereby increasing the stabil-
ity of the organic acids. Ethanol which accounts for about 70% of
the COD of winery wastewater [3] would not have been affected by
adsorption processes due to its very low dissociation constant (pKj,
16.0). Kumar and Kookana [19] reported a similar decrease in toxi-
city when they increased the pH of WW from 3.0 to 9.0 by adding

Table 2

Mean chemical properties (+SE) of non-limed (NL-WW) and limed wastewater (L-WW) diluted from O to 100%, used for the garden cress, onion and wetland plant species tests. BDL represents below detection limits.

Phenols (mgL-1)

Limed WW

Phenols (mgL-1)

Non-Limed WW

WW %

TSS (mgL-1) COD (mgL1)

EC (dSm~1)

pH

TSS (mgL-1) COD (mgL1)

EC (dSm-1)

pH

BDL

35+12 BDL

0.04 +0.005
0.34+0.1

57+1.1

7.1+£1.2
7.2+0.7
7.3+0.8
7.6+1.5
7.0+14
7.6+1.2

BDL BDL

B

0.09+0.02
0.13+£0.02
0.65+0.1

6.0+0.2
6.1+0.3
5.5+0.5
53+0.8
5.6+0.7
4.7+0.6
46+04
45+0.5

0.41+0.1

61+20

1080+ 100
3360+ 110

1.21+0.2
1.86+0.5

3.09+1.1

300+ 10

50+5.8

0.5

0.25+0.08
0.81+0.2
23+0.5
52+11
8.5+1.1

300+18

0.55+0.1

400+ 15

400+ 24
200+ 14
275+18
555+24
575+25

0.95+0.2 2900+ 110 460+ 10

1.56£0.2
3.73+11

460+ 12

0.58 +0.1

10
25

3000+ 75

2200+ 120

49+11

6080 +65

1.42+0.5
2.51+0.5
3.93+0.7
5.15+0.8

54204120

4200+ 135

5.74+1.2

7550+ 75

50
75

9900 + 130

3750+ 160

5.66+1.1

9.54+1.8

13,050 + 60
16,800+ 58

10,850 + 140 15,400 + 145 121+1.2

8.54+1.2

71+04

10.6+2.5

1000 +45

100

1050 240 1.8

0.52

1.3

100 13

150

0.45

1.5

LSD (P<0.05)
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lime. Adjusting the pH results in reduction of COD values by up
to 50%, and hence this might explain the decrease in phytotoxic-
ity. Our analysis did not reveal any significant correlation between
phytotoxicity, pH, salinity, and total phenol concentration. This sug-
gests that the phytotoxicity may be related to different classes of
compounds.

COD and phenolic compounds are usually considered respon-
sible for reduction in plant growth [20]. However, Kumar and
Kookana [19] also reported that heavy metals and organic contam-
inants could be major toxic agents in WW. In addition to organic
loading (i.e. COD), other components of WW that represent a con-
cern to regulatory agencies include TDS, sulphur, tannin and lignin
[8]. There is a lack of information on the contribution of organic
acids and tannins toward toxicity. Ethanol phytotoxicity has been
reported by some studies [21,22]. Murin [21] indicated a low value
of LCsq of ethanol for Vicia sativa, 3mLL~!. Stutte et al. [22] tested
ethanol toxicity to radish seedlings and suggested that damage
could be due to membrane disruption associated with phospholipid
extraction from the cell. Our results and previous literature indi-
cates that WW is a complex toxic mixture. However, the literature
does not report any comprehensive study on the characterization
of the principal components of toxicity in WW.

3.1.2. Onion test

Table 3 shows the ECsg and EC3g concentrations causing growth
inhibition using the same set of WW concentrations as that for the
garden cress experiment, Table 1. The onion roots appeared to be
much more sensitive than those of garden cress under the same
experimental conditions, with an ECsg of 0.25 and EC3g of 0.1%.
These are 2.5-10 fold lower than the inhibition values obtained with
the garden cress test. Again the limed treatments (ECsq 5%) were
found to be less toxic than the non-limed treatments (ECsq 0.5%).
Compared to the cress test there is a clearer and more sensitive dose
response.

| Sampling
Biomass

Il Sampling

Biomass

Table 3
Toxicological effects on onion roots of Allium coepa after 5 days in non-limed (NL-
WW) and limed wastewater (L-WW) expressed as root length (cm) and root length
as % of control. Values are mean = SE (n=6 onion bulbs). The ECs¢ and EC3 values
were determined by measuring the growth inhibition of the roots in relation to the
control.

Root length

Non-Limed Limed to pH 6.5

cm % Control cm % Control
100% 0.16 + 0.08 8 2.66 6.3
75% 0.10 £ 0.02 5 0.16 6.3
50% 0.40 + 0.12 20 0.50 18.8
25% 0.40 + 0.13 21.7 0.66 22
10% 0.50 + 0.12 25 0.66 25
5% 0.60 + 0.10 33 133 50
0.5% 0.70 + 0.15 35 2.33 87.5
0% 2.00 £+ 0.21 100 2.66 100
ECsp 0.25% 5%
ECsp 0.1% 2.5%

3.1.3. Wetland plant species test

One week after transplanting, the treatments with wastewa-
ter concentrations of 50, 75 and 100% were found to be extremely
toxic for all the wetland plant species. These plants showed marked
symptoms of chlorosis, necrosis and death and were not sampled
further. For the treatments with WW concentrations of 10 and
25% the plants showed significant reductions in biomass (p < 0.05),
with an 80% reduction for the 25% WW concentration (Fig. 1).
The treatments with WW concentrations of 10% and less displayed
minimal phytotoxicity, thus indicating that a 10% concentration of
WW is a threshold for plant health. This is close to the ECsq range
observed for the garden cress and onion test. Limed treatments
displayed higher biomass production relative to the corresponding
non-limed sample. Only Schoenoplectus and Juncus showed biomass

Il Sampling
Biomass
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Fig. 1. Biomass (g pot~') production, total chlorophyll (mgg-!) and nitrogen (% dry matter) concentrations of Phragmites australis, Schoenoplectus validus and Juncus ingens
growing for 20, 40 and 60 days in winery WW diluted by factors of up to 200 with deionized water (0.5-100% WW). 0-L and 25-L represent limed water. Capital letters above
the error bars represent significant differences among treatments and lower case letters represent significant differences between plant species (LSD test; o =0.05). Letters

are not shown in cases where no differences were obtained at this level of significance.
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Fig. 2. EC (dSm~1), COD (mgL-') and TSS (mgL-") concentrations of winery WW diluted by factors of up to 200 with deionized water (0.5-100% WW) at 20, 40 and 60
days of growing Phragmites australis, Schoenoplectus validus and Juncus ingens. 0-L and 25-L represent limed water. Capital letters above the error bars represent significant
differences among treatments and lower case letters represent significant differences between plant species (LSD test; «=0.05). Letters are not shown in cases where no

differences were obtained at this level of significance.

production of the same order of magnitude as the control. Although
Phragmites has been reported to be a hardy plant species [23], in
our experimental conditions it was found to be the most sensitive.
The chlorophyll concentrations of Phragmites decreased for WW
concentrations above 10% (Fig. 1). The chlorophyll content in all
plant species was highest at 10% WW concentration. For Phrag-
mites the chlorophyll was 1.5 vs. the control at 1.0mgg~! at 20 days
(p <0.05). No significant differences were observed in the chloro-
phyll concentrations between the limed and non-limed samples.
Data on nitrogen (N), phosphorous (P) and potassium (K) concen-
trations in the plants, Figs. 1 and 2, indicated high levels of the
elements in all three species. The total N concentration of the WW
was ~35.0mgL~1. Nitrogen in this wetland microcosm, depending
on the levels of oxygen and specific activity of plant root biomass,
can be present in the form of ammonia and nitrate and adsorbed
inorganic and organic nitrogen [9]. The mean level of N at the three
sampling times in Phragmites and Schoenoplectus was ~2%, with
the highest levels at 10% WW concentration. The maximum level
of N found in Juncus did not exceed 1.25% and there were no signif-
icant differences between the limed and non-limed effluent. The
levels of P in the plant tissue were low, 0.1-0.4%, over the three
sampling periods, with the highest P concentration being 0.4% for
Schoenoplectus at 10-25% WW concentration (Fig. 3). Concentra-
tions of K in the plant tissue over the three sampling events were
highest at 10-25% WW (Fig. 3). Potassium concentrations were up
to 4.7% for Schoenoplectus and about two fold higher than the con-
trol (~2%). These levels of K seem to be comparable to those of up to
5% dry weight, reported by the literature for legumes, grasses and
herbages grown with wastewater [24]. Since Potassium concentra-
tions in WW have been reported to be an environmental issue, due
to its potential negative effect on soil structure [25], this high uptake
is a useful feature of these plants.

Itis probably the organic constituents in the WW that accounted
for the increased levels of N, P, and K compared to the control.
The WW had strong yellow-brown colouration caused by the pres-
ence of humic substances (the absorption coefficient at 440 nm was

greater than 25 mgm~'), which have been shown to modify nutri-
ent availability and toxicity to plants via complexation, chelation
and ion exchange and to affect plant physiological processes via
growth regulation [10].

3.2. Wastewater quality

Figs. 1 and 2 show the WW quality at 20, 40 and 60 days for
WW concentrations of 0-25%. The salinity at 20 days tended to
increase with WW concentration and were highest for the lime
amended treatments, ~3.0dSm~'. At 40-60 days the salinity fell
below 1dSm~!, with the lowest value (0.2dS~') observed for
the 25% WW treatment. This was 10 fold lower than the value
of the control. This could be due to a more intense ion removal
processes from the effluent by chelation, complexation and plant
uptake.

Overall the results showed a rapid improvement in effluent qual-
ity. After 20 days the organic load of the WW reduced significantly,
with COD mean values for the 25% WW treatment dropping to
~2000mgL-1, about 10 fold lower than the initial value, Table 2.

The addition of lime was extremely effective in reducing organic
load, with a mean value of ~200mgL-1 at 20-40 days. At 60 days
COD values dropped further to below 100 mgL-! with no signif-
icant differences between plant species. Also pH appeared to be
effectively neutralized by the addition of lime.

The wetland microcosm system was also effective in reducing
TSS concentration by up to 20 times from the initial value after 20
days (Table 2). Similar to salinity, TSS values at 20 days were sig-
nificantly higher for the limed WW, being up to 100 mg L~'. Phenol
concentrations were also reduced by approximately 50 fold after
20 days and subsequently, phenol levels dropped below the detec-
tion value, 0.05mgL~! (data not shown). There were no significant
differences between plant species.

Overall, the data for the limed WW at 25% concentration mea-
sured at 60 days showed good WW treatment with >95 removal of
COD, TSS and phenols.
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Fig. 3. Phosphorus and potassium (% of dry matter) concentrations of Phragmites australis, Schoenoplectus validus and Juncus ingens growing for 20, 40 and 60 days in winery
WW diluted by factors of up to 200 with deionized water (0.5-100% WW). 0-L and 25-L represent limed water. Capital letters above the error bars represent significant
differences among treatments and lower case letters represent significant differences between plant species (LSD test; o =0.05). Letters are not shown in cases where no

differences were obtained at this level of significance.

4. Conclusions

The garden cress and onion bioassays provide a rapid phytotox-
icity screening for WW. These tests provided comparable results to
that of the wetland pot trial. The toxicity threshold for the wetland
plants at 10% WW concentration was of the same order of magni-
tude as the ECsg observed for the garden cress test (2.5-15%) and the
onion test (0.25-5%). As such the onion and garden cress tests could
be used in the wine industry for rapid assessment of the toxicity of
wastewater at different stages of treatment.

Adjustment of pH with lime and high dilution rates were
required to reduce the phytotoxicity of the WW. However, dilution
of WW is generally impractical, hence effective preliminary aero-
bic/anaerobic treatment is required to reduce the overall toxicity
of WW before application to a wetland. Schenoplectus and Juncus
appeared to be more tolerant to WW and had higher K uptake than
Phragmites. All the microcosm wetland treatments for 25% wastew-
ater concentration or less provided large improvements in water
quality.

Acknowledgements

The authors would like to acknowledge funding from the Grape
and Wine Research and Development Corporation of Australia,
(project CSL 05/02), the owner of Piromit Wines Dom Piromalli for
providing wastewater and Leonard Bonaventura for his invaluable
technical support throughout the study.

References

[1] ABS, Australian Bureau of Statistics, Australian wine and grape industry,
http://www.abs.gov.au/ (27 February 2003), 2003.

[2] A.R. Mulidzi, Winery wastewater treatment by constructed wetlands and the
use of treated wastewater for cash crop production, Water Sci. Technol. 56
(2007) 103-109.

[3] J. Chapman, A.P. Baker, S. Wills, Winery Wastewater Handbook: Production.
Impacts and Management, Winetitles, Adelaide, Australia, 2001.

[4] G. Dombeck, Managing your wastewater treatment pond, Wine Business
Monthly 12 (2005) 3.

[5] P.Sarni-Manchado, A. Deleris, S. Avallone, C. Cheynier, M. Moutounet, Analysis
and characterization of wine condensed tannins precipitated by proteins used
as fining agent in enology, Am. J. Enol. Vitic. 50 (1999) 81-86.

[6] A. Bories, Y. Sire, T. Colin, Odorous compounds treatment of winery and dis-
tillery effluents during natural evaporation in ponds, Water Sci. Technol. 51
(2005) 129-136.

[7] B. Picot, J.C. Cabanis, Caractérisation des effluents vinicoles: évolution
des charges polluantes de deux caves vinicoles du sud de la France
sur deux cycles annuels, in: CEMAGREF (Ed.), Second International Spe-
cialized Conference on Winery Wastewaters, Bordeaux, 5-7 May, 1998,
pp. 312-317.

ANZECC/NHMRC, Australian and New Zealand Guidelines for the Assessment

and Management of Contaminated Sites, Australia and New Zealand Environ-

ment and Conservation Council/National Health and Medical Research Council,

Canberra, 1992.

H.L. Shepherd, M.E. Grismer, Tchobanoglous, Treatment of high-strength win-

ery wastewater using a subsurface-flow constructed wetland, Water Environ.

Res. 73 (2001) 394-403.

[10] C.C. Tanner, Growth and nutrition of Schoenoplectus validus in agricultural
wastewaters, Aquat. Bot. 47 (1994) 131-153.

[11] L Saadi, Y. Laor, M. Raviv, S. Medina, Land spreading of olive mill wastewater:
effects on soil microbial activity and potential phytotoxicity, Chemosphere 66
(2007) 75-83.

[12] G. Fiskesjo, The Allium test as a standard in environmental monitoring, Hered-
itas 102 (1985) 232-240.

[13] M.H. Nielsen, ]. Rank, Screening of toxicity and genotoxicity in wastewater by
the use of the Allium test, Hereditas 121 (1994) 249-254.

[14] 1. Matejovic, The application of Dumas method for determination of Car-
bon, Nitrogen and Sulphur in plant samples, Plant Soil Environ. 42 (1996)
313-316.

[15] B.A. Zarcinas, B. Cartwright, L.R. Spouncer, Nitric acid digestion and multi-
element analysis of plant material by inductively coupled plasma spectrometry,
Commun. Soil Sci. Plant Anal. 18 (1983) 131-146.

[16] K.H. Lichtenthaler, Chlorophylls and carotenoids: pigments of photosynthetic
biomembranes, Methods Enzymol. 148 (1987) 350-382.

[17] APHA/AWA, Standard Methods for the Examination of Water and Wastewa-
ter Analysis, 19th ed., American Public Health Association. AWWA and WPCF,
Washington DC, USA, 1992.

[18] D. Box, Investigation of the Folin-Ciocalteau phenol reagent for the determi-
nation of polyphenolic substances in natural waters, Water Res. 17 (1983)
511-525.

[19] A. Kumar, R. Kookana, Impact of Winery Wastewater on Ecosystem
Health, An Introductory Assessment, Final Report, GWRDC, CSL 02/03, 139,
2006.

[20] A. Saviozzi, R. Levi-Minzi, R. Riffaldi, R. Cardelli, Suitability of a winery-sludge
as soil amendment, Biores. Technol. 49 (1994) 173-178.

[21] A. Murin, Phytotoxicity and clastogenicity of some solvents in biological exper-
iments, Biologia 40 (1985) 1105-1110.

[22] G. Stutte, Bioactivity of volatile alcohols on the germination and growth of
radish seedlings, Hort. Sci. 41 (2006) 108-112.

[23] J. Rozema, M. Visser, The applicability of the rooting technique measuring salt
resistance in populations of Festuca Rubra and Juncus Species, Plant Soil 62
(1981) 479-485.

[24] G.A. Pederson, G.E. Brink, T.E. Fairbrother, Nutrient uptake in plant parts of
sixteen forages fertilized with poultry litter: Nitrogen, Phosphorus, Potassium,
Copper, and Zinc, Agron. ]. 94 (2002) 895-904.

[25] M. Arienzo, E.W. Christen, W. Quayle, N. Di Stefano, Development of a low cost
wastewater treatment system for small scale wineries, Water Environ. Res. 81
(2009) 233-241.

[8

[9


http://www.abs.gov.au/

	Phytotoxicity testing of winery wastewater for constructed wetland treatment
	Introduction
	Materials and methods
	Wastewater
	Phytotoxicity analyses
	Garden cress test
	Onion test
	Wetland plant species test

	Wastewater quality analysis
	Statistical analysis

	Results and discussion
	Phytotoxicity test responses
	Garden cress test
	Onion test
	Wetland plant species test

	Wastewater quality

	Conclusions
	Acknowledgements
	References


