Journal of Hazardous Materials 186 (2011) 1283–1289

Contents lists available at ScienceDirect

Journal of Hazardous Materials
journal homepage: www.elsevier.com/locate/jhazmat

Impact of fresh and composted solid olive husk and their water-soluble fractions
on soil heavy metal fractionation; microbial biomass and plant uptake
Carlos de la Fuente ∗ , Rafael Clemente, Isabel Martínez-Alcalá, Germán Tortosa 1 , M. Pilar Bernal
Department of Soil and Water Conservation and Organic Waste Management, Centro de Edafología y Biología Aplicada del Segura, CSIC, P.O. Box 164, 30100 Murcia, Spain

a r t i c l e

i n f o

Article history:
Received 16 July 2010
Received in revised form
18 November 2010
Accepted 1 December 2010
Available online 8 December 2010
Keywords:
Metal-contaminated soils
Soluble organic matter
Polyphenols
Mn solubility
Phytotoxicity

a b s t r a c t
The use of waste materials as organic amendments in soil remediation can affect metal solubility; this
interaction will vary with the characteristics of the organic matter that is added to the soil. A pot experiment was carried out in a calcareous, metal-polluted soil, using Beta maritima L. as an indicator species for
the treatment effects on metal solubility. The treatments were: fresh solid olive husk, a mature compost,
their respective water extracts (as the most reactive and biodegradable fraction) and an unamended,
control soil. The compost reduced metal availability and plant uptake, while fresh olive husk favoured
Mn bioavailability and produced phytotoxicity. The water-soluble extract from fresh solid olive husk
also provoked elevated Mn solubility in soil, but did not increase Mn uptake by plants. The application
of water-soluble organic matter obtained from compost did not affect heavy metal solubility signiﬁcantly. Therefore, composted olive husk seems to be the most-appropriate material for the development
of bioremediation strategies.
© 2011 Elsevier B.V. All rights reserved.

1. Introduction
Reclamation of heavy metal-polluted soils often requires the
addition of organic matter (OM), as it can promote plant growth and
the activity of soil microorganisms by improving the poor physical
and chemical properties (e.g. poor structure and a lack of nutrients) of these soils [1,2]. In this respect, the application of some
by-products traditionally used in agriculture, like animal manures
and compost, has been studied in different bioremediation experiments in soils contaminated with heavy metals, due to their low
cost and widespread availability [3–6].
Organic matter usually plays a decisive role in heavy metal
availability through changes in soil chemical properties and by its
metal-chelating ability, the latter being one of the most-important
factors controlling the solubility and bioavailability of metals in
the plant-soil system [7]. Although this effect depends on different
parameters, such as soil pH, the type of organic matter added to
soil is also a signiﬁcant factor [8]. The addition of fresh organic
matter with a high proportion of water-soluble organic matter
(WSOM) can increase metal solubility and therefore metal bioavailability and leaching [3]. This is related to the presence of organic
compounds rich in functional groups (e.g. phenols) in the WSOM,
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which give this fraction its chelating ability. In contrast, humiﬁed
organic matter may diminish heavy metal bioavailability in soils
by redistributing these elements from soluble fractions to forms
less-readily available to plants, this being related to the formation
of metal–humic complexes [9].
Fresh solid olive husk (also known as “alperujo”), a wet lignocellulosic by-product of the olive oil industry, which disposal
constitutes a major concern to producers (four million tonnes are
generated per year in Spain), can be a good source of organic matter for soils because of its high mineral nutrient (especially K) and
carbon contents [10]. This material, however, also contains organic
acids and fats that may have a negative effect on both microbial
activity in soil and plant growth [11,12]. Co-composting fresh solid
olive husk with different bulking agents has been shown to be
a suitable way of recycling this waste, since it leads to a strong
reduction of the WSOM content with a concomitant increase in
the partially humiﬁed organic matter fraction [13]. Moreover, composts from fresh solid olive husk have low levels of heavy metals
and are non-phytotoxic and rich in K [13], indicating the potential use of this type of compost as an organic amendment in the
remediation of metal-contaminated soils. Alburquerque et al. [14]
reported that the improvement of different biological properties of
heavy metal polluted soils was a direct consequence of enhanced
chemical properties of soil (lower heavy metal solubility and higher
nutrient content) after solid olive husk compost addition.
The addition to soil of liquid organic materials obtained from
composts, especially of the “humic-like fraction” extractable with
alkaline solutions, has been proposed as a suitable source of
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Table 1
The main characteristics of the soil and the organic amendments (SOH: solid olive husk, SOH-WE: water extract from solid olive husk, COM: compost and COM-WE: water
extract obtained from compost) used in the pot experiment. EC: electrical conductivity, TOC: total organic carbon and TN: total nitrogen concentration.

pH
CE (dS m−1 )
TOC (mg g−1 )
TN (mg g−1 )
C/N
Water-soluble phenols (mg g−1 )
Fe (g g−1 )
Zn (g g−1 )
Mn (g g−1 )
Pb (g g−1 )

Soil

SOH

SOH-WE

COM

COM-WE

7.8
0.3
6.6
1.2
5.5
<0.5
112,000
2248
5000
2790

6.1
6.0
500
15
34
17
1434
30
2.4
9.0

6.5
3.0
5.3
0.1
53
1.7
19
0.2
<0.5
<0.5

8.3
1.7
396
20
20
2.0
3939
183
92
8.0

8.0
6.8
6.6
0.7
9.4
1.0
23
1.8
1.9
<0.5

nutrients and organic matter for crop production [15]. Recently,
Kohler et al. [16] showed the positive effect of the addition of
an alkali-extracted fraction from compost to soil, improving plant
growth whereas microbial activity and soil structure were not
affected. In this context, the water-soluble organic matter from
composts could be an alternative source of organic matter and
nutrients for soils, as it may have a positive effect on plant
growth—directly and/or through the improvement of soil properties [17]. Likewise, this fraction provides a set of microorganisms
that perform a variety of beneﬁcial functions in the soil–plant
ecosystem [18], which could be relevant for the reclamation of
heavy metal-polluted soils. Nevertheless, there are no speciﬁc
studies regarding the impact of the WSOM from compost on the
reclamation of such soils. The aim of this work was, therefore, to
compare the effects of compost and fresh solid olive husk and their
water-soluble fractions on soil heavy metal availability, in order to
optimise their potential use as organic amendments in reclamation
strategies for heavy metal-contaminated soils. The water-soluble
fractions obtained from compost and fresh solid olive husk were
evaluated in order to separate the effects provoked by the mostlabile and reactive organic fractions of these materials, which can
also affect soil heavy metal fractionation through chelation shortly
after soil addition. For this purpose, a pot experiment was carried
out for the evaluation of heavy metal bioavailability and microbial
parameters in a heavy metal-polluted soil.

2. Material and methods
2.1. Soil and organic amendments characterisation
A soil classiﬁed as Xeric Torriorthent was collected from an agricultural area (N37◦ 38 45 , W0◦ 50 50 ) neighbouring the “Sierra
Minera” of Cartagena-La Unión (Murcia, SE Spain). The soil pseudototal concentrations of Pb and Zn (Table 1) exceed greatly the
European Union maximum permitted levels for agricultural soils
(300 g g−1 for both Pb and Zn at soil pH 7; [19]). This soil is a calcareous, clay loam with 15% CaCO3 , 0.63% OM, 33% sand, 27% silt
and 39% clay. The main mineral components were: calcite (8%), iron
oxides and hydroxides (hematite, 7%, and goethite, 4%), phyllosilicates (principally illite, 3%, and kaolinite, 3%) and feldspars (albite as
the major mineral, 4%). Samples were collected from the top 20 cm
of the soil, air-dried and sieved to <2 mm for analysis (Table 1).
Four organic amendments were tested: fresh and composted
solid olive husk and their corresponding water extracts (Table 1).
The fresh solid olive husk used was slightly acidic (pH 6.1) and
rich in organic matter (89%) and soluble organic matter. The compost was prepared from a mixture of fresh solid olive husk (52%,
on a fresh-weight basis) and poultry manure (48%). This compost is
alkaline (pH 8.3), with high levels of total (75%) and partially humiﬁed organic matter (humiﬁcation index of 15%, calculated as 100×
humic acid-C/total organic-C), indicating a high degree of matu-

rity. The compost was air-dried whereas the fresh solid olive husk
was frozen and freeze-dried. The dried samples were ground before
analysis and addition to the soil. The extracts of the solid materials
were obtained through mechanical shaking with deionised water at
room temperature: the suspensions obtained were centrifuged at
7800 × g for 10 min and the supernatants were then freed of particulate matter using a nylon ﬁlter (0.45 m), to avoid any preferential
retention of soluble organic compounds.

2.2. Pot experiment
Plastic pots (250 mL) were ﬁlled with 200 g of dry soil sieved
at 4 mm. Five treatments with four replicates per treatment were
applied to the soils in the pots: fresh solid olive husk (SOH); compost (COM); the water-soluble fraction of fresh solid olive husk
(SOH-WE) and of the compost (COM-WE); with a non-amended
soil as a control (CT). Solid materials were added at rates of 1.4 g
and 8.8 g dry weight of SOH and COM per pot, respectively (providing both 3.5 g TOC kg−1 of soil), and the volume of liquid fractions
provided the same quantity of water-soluble carbon as the SOH
treatment (1.5 g TOC kg−1 of soil). Each treatment was run in two
separate sets of pots (20 pots each set), with and without N:P:K
inorganic fertiliser (15:15:15) at a rate of 120 mg kg−1 of soil.
Beta maritima L. was selected as the indicator plant species
for testing changes in metal availability after the addition of the
amendments [20]. Four 30-day-old seedlings of Beta maritima were
transplanted per pot, 1 h after the addition and homogenisation
of the solid materials with the soil (SOH and COM), and kept in
a growth chamber (light period: 14 h, 23 ◦ C and 58% humidity
and night period: 10 h, 18 ◦ C and 70% humidity) throughout the
experiment, them being regularly watered with distilled water. The
inorganic fertiliser was surface-added just after transplanting.
The addition of the liquid materials was timed to evaluate the
maximum metal uptake by the plants, as the effect of their highly
degradable organic matter is expected to be short-lived in the
soil; they were added to the soils in the corresponding previously
untreated pots once the plants had developed a good biomass (after
39 days) and the nutrient uptake was at the highest rate. Plants
were harvested 46 days after transplanting (7 days after the addition of the liquid amendments). The same amount of distilled water
than that applied in the liquid treatments was added to the CT, COM
and SOH pots in order to keep the same soil moisture content in all
the treatments.
Plants of B. maritima were cut just above the soil surface and
washed with deionised water. The fresh and dry (72 h at 70 ◦ C)
shoot masses were recorded. Dry plant samples were ground before
analysis of nutrients and heavy metals. After harvesting, soil samples were sieved to 2 mm and divided into two sub-samples: one
was stored at 4 ◦ C for microbiological analysis and the other was
allowed to dry at room temperature before heavy metal fractionation.
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2.3. Analytical methods
Soil particle size distribution was assessed by sieving and
sedimentation, according to the hydrometer method. For the determination of CaCO3 , CO2 released by addition of HCl was measured
with a calcimeter. The mineralogical composition of the soil was
determined by X-ray diffraction in the ﬁnely powdered samples.
The total-N and total organic-C (TOC) concentrations were measured in an automatic microanalyser (EuroVector, Milan, Italy). The
organic matter (OM) content of the soil was calculated by multiplying TOC by 1.72; for the organic amendments, the OM was
determined by loss on ignition at 430 ◦ C for 24 h. Water-soluble C
(WSC) and 0.1 M NaOH-extractable C in the soil and in the solid
organic amendments (COM and SOH) were determined in a 1:10
(w/v) extract, in a TOC analyser for liquid samples (TOC-V Analyzer, Shimadzu, Tokyo, Japan). Water-soluble phenolic compounds
were analysed by the Folin-Ciocalteau colorimetric method [21].
The values of pH were determined in saturated soil pastes, while
water extracts (1:10, w/v) of COM and SOH were obtained for pH
and electrical conductivity (EC) analyses. The water extracts from
the compost and fresh solid olive husk were characterised for pH
and EC in the raw material. Pseudo-total heavy metals (Zn, Fe, Mn
and Pb) were determined by ICP-OES (Iris Intrepid II XDL, Thermo
Scientiﬁc) after nitric–perchloric acid (2:1) digestion (plants and
organic amendments) or aqua regia digestion (soil). The sequential
extraction of soil metals [22] had the following steps: 0.1 M CaCl2 ,
metals in soil solution and in exchangeable forms; 0.5 M NaOH,
metals associated with OM; 0.05 M Na2 H2 EDTA, metals that can
be extracted by a strong chelator (mainly in the carbonate fraction
in calcareous soils); and digestion with aqua regia for the residual metals. This methodology was used because it has been used
successfully for sludge- and metal-polluted calcareous soils [5,23].
Metal concentrations in the different fractions were determined by
ICP-OES.
The soil microbial biomass C (BC ) was measured after a
fumigation-extraction procedure [24], in a TOC analyzer for liquid
samples, and calculated according to Wu et al. [25]. The ninhydrinN (BNIN ) was determined in the same extracts as BC , following the
procedure proposed by Joergensen and Brookes [26]. Soil respiration was calculated as the amount of CO2 -C evolved during a
10-day incubation period: 20 g of soil (roots were carefully separated from the soils after harvesting) were placed in a 500-mL
incubation vessel, where small vials with 10 mL of 0.1 M NaOH
were placed to trap the CO2 produced during the incubation. The
soils were incubated in triplicate using empty vessels as blanks.
The vials were titrated with 0.1 M HCl in an excess of BaCl2 . Chemical analyses were performed at least in duplicate and those for
microbial biomass determination at least in triplicate. Coefﬁcients
of variation were always below 2%.
2.4. Statistical analysis
The data were subjected to ANOVA and differences between
means were determined using Tukey’s test (P < 0.05). Normality
and the homogeneity of the variances were checked using the
Shapiro-Wilk and Levene tests, respectively, before ANOVA. Statistical analyses were performed using SPSS 17.0 software.
3. Results and discussion
3.1. Effects on soil heavy metal availability
The addition of the different amendments did not affect soil pH,
all the treatments showing an alkaline pH (ranging from 7.4 to 7.6,
data not shown) as a consequence of the high buffer capacity of
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this soil [23]. Regardless of the treatment, the concentrations of Fe,
Cu, Zn and Pb in the most-soluble forms (extractable with CaCl2 )
were very low (Fig. 1), due to the calcareous character of this soil
[23,27]. The most-relevant results regarding heavy metal availability in the soil were for the CaCl2 -extractable Mn concentrations,
which were increased (P < 0.001) in SOH and SOH-WE-amended
soils compared to the rest of the treatments (Fig. 1). This could be
related to the higher concentrations of water-soluble phenols of
the SOH and the SOH-WE (Table 1). Several reports have demonstrated that oxidative polymerisation of phenols can be accelerated
non-enzymatically by iron and manganese oxides [28]. Therefore,
the soluble phenols added in the SOH and SOH-WE treatments may
have oxidised in the soil, yielding water-insoluble polymers, while
soil Mn and Fe oxides were reduced to their soluble, extractable
forms, Mn (II) and Fe (II) [28]. This is in good agreement with de
la Fuente et al. [23], who found a fast decrease in the soil redox
potential, and in the soluble organic carbon and phenols concentrations from SOH, in an incubation experiment with a soil from the
same area. In that experiment, the concentration of water-soluble
phenols in the soil treated with SOH decreased sharply after 14
days (by 69% with respect to the initial concentration), and simultaneously soil redox potential decreased, indicating less-oxidising
conditions in the SOH-treated soil. In the present experiment, the
concentrations of EDTA-extractable Mn were higher (P < 0.05) in
both the SOH and SOH-WE treatments than in the control (Fig. 1).
The high content of CaCO3 in this soil could favour the formation of
insoluble carbonates with the Mn (II) released into the soil solution
during phenol oxidation, increasing its EDTA-extractable concentration [23].
No differences were found between CaCl2 -extractable Fe concentrations in control and amended soils (SOH and SOH-WE, Fig. 1).
Re-oxidation of Fe (II) to Fe (III) is relatively rapid and is likely to
be even faster in the presence of hematites (present in this soil),
which can chemisorb molecular oxygen [29]. In a previous incubation experiment, de la Fuente et al. [23] also found a signiﬁcant
increase in CaCl2 -extractable Mn concentrations shortly after SOH
addition to soil (2 days), while CaCl2 -extractable Fe concentrations
were not affected throughout the experiment (56 days). Piotrowska
et al. [30] showed similar results after application to an agricultural soil of different rates of olive mill-waste water: an increase
in extractable Mn and Fe immediately after application, with much
higher increases in extractable Mn (more than 25-times that in the
control) than in Fe (3-times greater).
The addition of an inorganic fertiliser to SOH-treated
soils caused a decrease (P < 0.001) in the concentrations of
CaCl2 -extractable Mn compared with the SOH-only treatment,
reaching values close to the control soil (Fig. 1). Soluble Mn (II)
re-oxidation by dissolved O2 is quite slow in the soil, but it can be
accelerated by abiotic (e.g. fast adsorption reactions on negatively
charged surfaces) and, especially, biotic processes. Microbial activity is recognised widely as the main factor controlling the oxidation
of Mn (II) to Mn (IV) at neutral pH (6–8) [31]. This process could have
been favoured by the addition of the fertiliser in the SOH-treated
soil, since it stimulated microbial activity, as discussed later in the
article. In addition, in phosphorus-fertilised soils, Mn-phosphate
salts are more stable than MnCO3 [32]; this could have favoured
Mn immobilisation in these soils. Contrastingly, inorganic fertiliser
application did not affect the soluble and exchangeable Mn concentrations in the SOH-WE treatment, giving values close to those
with SOH or SOH-WE alone (Fig. 1). This could be related to the fact
that SOH-WE was applied to the soils 39 days later than SOH and
no signiﬁcant differences were found between microbial activities
in the fertilised and non-fertilised SOH-WE soils.
The concentrations of the metals in the NaOH-extractable
fraction were rather small (Fig. 1). Compost addition to soil lowered the concentrations of the metals in the NaOH-extractable
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Fig. 1. Heavy metal fractionation by sequential extraction in the control (CT) and amended soils (SOH: solid olive husk, SOH-WE: water extract from fresh solid olive husk,
COM: compost and COM-WE: water extract obtained from compost).

fraction (P < 0.001), especially Fe, Zn and Pb compared to the
rest of the organic treatments (Fig. 1). Compost increased their
EDTA-extractable concentrations at the expense of the NaOH fraction. The decrease in heavy metal solubility after compost addition
may be related to the formation of non-NaOH-extractable compounds after metal association with humiﬁed OM [9] and/or
precipitation with inorganic compounds added with the compost.
Several reports have demonstrated that soluble (lowmolecular-weight) organic substances have the ability to form
complexes with di- and trivalent metal cations and, accordingly,
a substantial capacity to increase heavy metal mobility [33,34].
However, the addition of COM-WE in this experiment did not
result in a general increase in heavy metal solubility, and only
the NaOH-extractable Fe concentrations were increased slightly
in the amended soil with respect to the control soil (Fig. 1). This
could mean that the addition of soluble OM with the COM-WE was
not sufﬁcient to increase heavy metal solubility, perhaps due to
the high carbonate content and pH of the soil, which make metal
solubilisation difﬁcult.
3.2. Effects on plants
Regardless of the addition of inorganic fertiliser, Beta maritima
did not grow adequately in SOH-amended pots, giving the lowest
yields of plant biomass (P < 0.001). No signiﬁcant differences were
observed between fertilised and non-fertilised pots, average yields
per treatment following the order (g ± sd, dry weight per pot):
SOH (0.05 ± 0.00) < CT (0.20 ± 0.03) ≈ SOH-WE (0.21 ± 0.04) ≤ COM
(0.26 ± 0.03) ≈ COM-WE (0.29 ± 0.05). This is in agreement with the
results obtained by Clemente et al. [26], in a ﬁeld experiment carried out in a soil from the same area as that of the current work,
where B. maritima did not grow adequately in SOH-amended plots.
Various authors have also found negative effects on plant growth
after SOH addition to soil, which often have been attributed to the
high concentration of phenolic compounds in this material [35].
In this context, a similar effect to that provoked by SOH could be
expected in the SOH-WE treatment, due to an equivalent addition
of water-soluble phenols (about 120 g g−1 ). Nevertheless, no negative effects on plant growth were observed with the addition of
the water-soluble fraction extracted from SOH, perhaps due to the
higher resistance of adult plants, compared with seedlings, to phe-

nolic compounds (SOH-WE was added to soil when plants were
39 days-old, while seedlings were transplanted directly into an
SOH-soil mixture). This ﬁnding could also indicate that the phytotoxicity of SOH might be induced partly by the addition of
hydrophobic compounds, such as fats and high-molecular-weight
recalcitrant phenols contained in this material [30] but not present
in the water extract.
In addition, elevated Mn concentrations were found in plants
grown in the SOH soils (up to 668 and 881 g g−1 with and without
inorganic fertiliser, respectively), higher than the maximum concentration of this metal usually found in plants (60 g g−1 , [36]),
and they can be considered toxic [37], although this could be at
least in part a consequence of the reduced biomass. The combined
addition of SOH and inorganic fertiliser gave lower Mn concentrations in the leaves of B. maritima than for the same treatment
without fertiliser (Fig. 2) even though both treatments had similar yields, in agreement with the effect on soil CaCl2 -extractable
concentrations. In contrast, the high solubility of Mn in the SOHWE-treated pots (Fig. 1) did not result in an increase in the plant
Mn concentration compared to control pots (Fig. 2). This ﬁnding
could be due to the short time elapsed between the addition of the
liquid amendment and the plant harvest (7 days). The existence
of certain mechanisms, like the release of root exudates capable
of complexing this metal [38], may also protect the plants against
excessive Mn uptake. Walker et al. [20] showed that the increase in
DTPA-extractable Mn concentrations in a metal-contaminated soil
that received an EDTA solution did not affect Mn concentrations in
plant tissues of B. maritima harvested 17 days after EDTA addition.
In that experiment, plants were 76 days-old at the moment of EDTA
addition, which agrees with the results found in the present experiment in that adult plants seem to resist the presence of elevated
soluble Mn concentrations in the soil.
Due to metal immobilisation in the COM-amended soil, the
concentrations of Fe in shoot tissues were signiﬁcantly lower
(P < 0.001) compared to control pots, although no signiﬁcant effects
were found for Zn and Pb (Fig. 2). Regarding Fe bioavailability, similar results were found by Alburquerque et al. [39] in an experiment
involving a Lolium perenne culture and the addition of composted
SOH; these were attributed to the formation of poorly soluble and
scarcely bioavailable chelates. The lowest concentrations of Fe in
the plants from the COM soils resulted in the highest Mn/Fe ratio:
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Fig. 2. Heavy metal concentrations in plants of B. maritima from the control soil (CT) and the different soil organic treatments (SOH: fresh solid olive husk, SOH-WE: water
extract from fresh solid olive husk, COM: compost and COM-WE: water extract obtained from compost) (dry matter, n = 4). Bars with the same letter are not signiﬁcantly
different according to the Tukey test (P < 0.05).

COM (6.9) > SOH (4.4) > SOH-WE (2.9) ≈ CT (2.1) > COM-WE (1.4).
Poschenrieder and Barceló [40] reported phytotoxic symptoms in
Phaseolus vulgaris for Mn/Fe values above 6. Thus, the COM treatment may have inhibited B. maritima growth via Mn toxicity, but
no deﬁciency of Fe was found in these plants according to the usual
concentrations of this metal for plants (18–1000 g g−1 ) reported
by Kabata-Pendias [37].
The concentration of Zn in plants was increased by SOH and
COM-WE with respect to control plants, but the values can be
considered normal in plants (27–150 g g−1 , [36]). Increased Zn
concentrations in plant tissues were also observed by Clemente
et al. [27] in B. vulgaris and B. maritima grown in a soil amended
with SOH.
All the treatments, including inorganic fertilisation, lowered the
shoot tissue Pb concentration (P < 0.05) relative to plants grown
in the non-fertilised, control soil (Fig. 2); anyway, all the concentrations were below the limit for animal feed (50 g g−1 , [41]).
Clemente et al. [27] also reported a signiﬁcant decrease in the
Pb concentrations of B. maritima plants grown in a heavy metalpolluted soil amended with SOH, compared to those obtained
in a non-amended, control soil. Both the mineralisation of the
amendments throughout the experiment and the addition of phosphate with the inorganic fertiliser could have favoured metal
precipitation as insoluble salts. Walker et al. [20] attributed Pb
immobilisation to the formation of insoluble salts after manure
addition to a calcareous, contaminated soil.
3.3. Effects on soil organic matter and microbial parameters
As expected, the organic amendments led to signiﬁcant
increases in the TOC and WSC concentrations with respect to the
control soil, especially in the COM and SOH treatments (Table 2).
Although the same amount of WSC was initially added in the SOHWE and COM-WE treatments, the latter showed lower TOC and
soluble C concentrations at the end of the experiment in the nonfertilised treatment (Table 2). A higher proportion of the easily
available OM added with COM-WE was therefore mineralised in the
soil, compared with SOH-WE. The toxic and potentially antimicrobial compounds originally present in the SOH, which may have been
reduced drastically after composting [13], could have been respon-

sible for the WSC accumulation in SOH-WE-treated soil. This is
supported by the fact that the addition of inorganic fertiliser (which
may have favoured microbial activity in the soil) decreased WSC
concentrations in the soil compared to non-fertilised soils (Table 2).
Both COM and SOH increased biomass C concentrations and respiration (CO2 -C) compared to the control soil (Table 2). The capacity
of compost addition to enhance microbial activity in soil (even in
heavy metal-polluted soils) is well known, as composts constitute a
source of available nutrients and OM, which can improve soil chemical and physical properties [6]. Contrastingly, controversial results
have been found concerning the short-term inﬂuence of SOH on
soil microbial biomass parameters [30,42]. Frequently, the microbial toxicity of SOH has been related to its high levels of phenolic
compounds [11]. At the end of this experiment, very-low concentrations (<0.5 g g−1 ) of water-soluble phenols were found, even in
the SOH and SOH-WE treatments, possibly due to the oxidation of
these compounds; this may be why toxic effects were not apparent after the addition of these materials in the present experiment.
This is in good agreement with a previous study conducted by de
la Fuente et al. [23], who recorded important decreases of watersoluble phenol concentrations in an SOH-treated soil after 56 days
of incubation (down to 11% of the initial concentration).
The microbial biomass C concentrations (BC ) were not significantly different in the COM-WE and SOH-WE soils with respect
to the control soil (Table 2). Kohler et al. [16] also showed that
neither microbial biomass C nor microbial activity (protease, ␤glucosidase and phosphatase activities) were modiﬁed signiﬁcantly
by the addition of soluble OM extracted from composted SOH, as a
consequence of its intense and rapid mineralisation. Toxicity due
to the addition of soluble phenols could have also limited microbial
growth in the SOH-WE-amended-soil.
The ratio biomass C/biomass N has been proposed as a useful
index for the identiﬁcation of the structure of soil microbial populations, high values being related to increased ratios of fungal to
bacterial biomass [43]. The SOH treatment produced signiﬁcantly
higher BC /BNIN values than the other treatments (P < 0.001; Table 2).
Several species of fungi have shown resistance to potentially
toxic phenolic compounds; consequently, their proliferation may
have been favoured in the SOH treatment, even under the heavymetal stress conditions of this soil [44]. This observation conﬁrms
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Table 2
The organic-C and microbial parameters in soil after plant harvest (dry matter basis) in the control (CT) and amended soils (SOH: solid olive husk, SOH-WE: water extract
from solid olive husk, COM: compost and COM-WE: water extract obtained from compost) (n = 4). TOC: total organic carbon. WSC: water-soluble carbon.
Treatment

Fertilisation

TOC
mg g−1

WSC
g g−1

BC
g g−1

BNIN
g g−1

BC /BNIN

CO2 -C
g g−1 d−1

CT

No
Yes
No
Yes
No
Yes
No
Yes
No
Yes

3.9c
3.8c
5.7a
5.5a
4.9b
4.7b
5.6a
5.7a
4.4bc
4.4bc

<0.1f
<0.1f
50cd
19de
138a
28cde
12e
9.0e
88b
52c

30c
54c
105a
123a
53bc
54bc
80ab
79ab
74bc
76bc

2.1bc
2.3bc
1.2c
1.1c
0.6c
1.7c
5.0a
3.6a
3.7b
3.4ab

15bc
24bc
92a
110a
66b
34b
16bc
22bc
19bc
22bc

5.0c
5.3c
12b
17a
11b
9.3bc
11b
12b
8.0bc
7.6bc

***
NS
NS

***
***
***

***
NS
NS

***
NS
NS

***
NS
*

**
NS
NS

SOH
SOH-WE
COM
COM-WE
ANOVA
Treatment
Fertilisation
Treatment × fertilisation

NS: not signiﬁcant. *, **, and *** indicate signiﬁcance at P < 0.05, 0.01, and 0.001, respectively.
Mean values denoted by the same letter do not differ signiﬁcantly according to the Tukey test (P < 0.05).

previous ﬁndings by Mekki et al. [45] and Mechri et al. [46],
who reported that the addition of olive-mill wastewater strongly
enhanced populations of soil fungi.
The evolution of CO2 -C from soils receiving organic amendment (except COM-WE) was greater than in the control soils.
Soils from the pots receiving SOH had the highest microbial respiration, especially after fertiliser addition (Table 2). This effect
is in agreement with both the higher BC and the lower WSC
concentration found in the fertilised soil, compared to the nonfertilised soils (Table 2), indicating a positive effect of the fertiliser
on soil microbial activity and growth. In a ﬁeld experiment,
Clemente et al. [42] also found a signiﬁcant increase in the CO2 C released from a heavy metal-polluted soil amended with SOH,
with respect to a non-amended, control soil, in both the short(43 days) and, especially, the long-term (more than 1 year after
its addition). This suggests a slow degradation of the OM in
the SOH by soil microorganisms, probably due to the presence
of residual phenolic compounds and/or to the large amounts
of very-resistant lignocellulosic compounds present in this
material [10].
4. Conclusions
The suitability of fresh olive husk for bioremediation strategies
seems to be limited, because this waste provoked phytotoxicity due
to the presence of certain compounds, such as phenols. Although
fresh olive husk increased the soluble Mn concentration in the
soil, after the oxidation of phenolic compounds, this metal does
not often represent a serious environmental risk and it is a major
component of the soil, so contemplation of its phytoextraction is
not commonplace. The use of an inorganic fertiliser in combination
with SOH decreased Mn solubility in the long-term, related to a
higher microbial activity, but phytotoxic effects were still apparent.
The addition of water-soluble OM obtained from SOH also resulted
in increased Mn solubility in soil, but did not increase Mn uptake
or cause phytotoxic effects, suggesting that the non-soluble fraction of SOH also can be responsible for these detrimental effects.
Contrastingly, compost from SOH reduced metal bioavailability, as
a consequence of the strong chelating ability of the partially humiﬁed OM provided by this amendment. The addition of the water
extract obtained from compost was not sufﬁcient to affect heavy
metal availability in the soil.
Therefore, composted olive husk seems to be the mostappropriate material for the development of bioremediation

strategies, especially phytoimmobilisation and phytostabilisation,
keeping metal bioavailability and plant absorption at control levels
while improving microbial biomass activity.
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Phytoremediation: The Green Salvation of the World, Research Signpost, Kerala, 2009, pp. 109–129.
[9] R. Clemente, M.P. Bernal, Fractionation of heavy metals and distribution of
organic carbon in two contaminated soils amended with humic acids, Chemosphere 64 (2006) 1264–1273.
[10] J.A. Alburquerque, J. Gonzálvez, D. García, J. Cegarra, Agrochemical characterisation of “alperujo”, a solid by-product of the two-phase centrifugation method
for olive oil extraction, Bioresour. Technol. 91 (2004) 195–200.
[11] M.D. González, E. Moreno, J. Quevedo-Sarmiento, A. Ramos-Cormenzana, Studies on antibacterial activity of waste waters from olive oil mills (Alpechín):
inhibitory activity of phenolic and fatty acids, Chemosphere 20 (1990) 423–432.
[12] J. Martín, I. Sampedro, I. García-Romera, J.M. García-Garrido, J.A. Ocampo,
Arbuscular mycorrhizal colonization and growth of soybean (Glycine max) and
lettuce (Lactuca sativa) and phytotoxic effects of olive mill residues, Soil Biol.
Biochem. 34 (2002) 1769–1775.

C. de la Fuente et al. / Journal of Hazardous Materials 186 (2011) 1283–1289
[13] J.A. Alburquerque, J. Gonzálvez, D. García, J. Cegarra, Effects of bulking agent
on the composting of “alperujo”, the solid by-product of the two-phase centrifugation method for olive oil extraction, Process Biochem. 41 (2006) 127–
132.
[14] J.A. Alburquerque, C. de la Fuente, M.P. Bernal, Improvement of soil quality
after “alperujo” compost application to two contaminated soils characterised by differing heavy metal solubility, J. Environ. Manage., in press,
doi:10.1016/j.envman.2010.10.018.
[15] M.M. Valdrighi, A. Pera, M. Agnolucci, S. Frassinetti, D. Lunardi, G. Vallini, Effects
of compost-derived humic acids on vegetable biomass production and microbial growth within a plant (Cichorium intybus) -soil system: a comparative
study, Agric. Ecosyst. Environ. 58 (1996) 133–144.
[16] J. Kohler, G. Tortosa, J. Cegarra, F. Caravaca, A. Roldán, Impact of DOM from
composted “alperujo” on soil structure, AM fungi, microbial activity and growth
of Medicago sativa, Waste Manage. 28 (2008) 1423–1431.
[17] R.J. Haynes, Labile organic matter fractions as central components of the quality
of agricultural soils: an overview, Adv. Agron. 85 (2005) 221–268.
[18] S.J. Scheuerell, W.F. Mahaffee, Compost tea: principles and prospects for plant
disease control, Compost Sci. Util. 10 (2002) 313–338.
[19] Council directive of 12 June 1986 on the protection of the environment, and in
particular of the soil, when sewage sludge is used in agriculture, Ofﬁcial Journal
European Communities no. L181, 1986, pp. 6–12.
[20] D.J. Walker, R. Clemente, A. Roig, M.P. Bernal, The effects of soil amendments on
heavy metal bioavailability in two contaminated Mediterranean soils, Environ.
Pollut. 122 (2003) 303–312.
[21] J.D. Box, Investigation of the Folin-Ciocalteau phenol reagent for the determination of polyphenolic substances in natural waters, Water Res. 17 (1983)
511–525.
[22] S.P. McGrath, J. Cegarra, Chemical extractability of heavy metals during and
after long-term applications of sewage sludge to soil, J. Soil Sci. 43 (1992)
313–321.
[23] C. de la Fuente, R. Clemente, M.P. Bernal, Changes in metal speciation and pH
in olive processing waste and sulphur-treated contaminated soil, Ecotoxicol.
Environ. Saf. 70 (2008) 207–215.
[24] E.D. Vance, P.C. Brookes, D.S. Jenkinson, An extraction method for measuring
soil microbial biomass C, Soil Biol. Biochem. 19 (1987) 689–696.
[25] J. Wu, R.G. Joergensen, B. Pommerening, R. Chaussod, P.C. Brookes, Measurement of soil microbial biomass C by fumigation-extraction. An automated
procedure, Soil Biol. Biochem. 22 (1990) 1167–1169.
[26] R.G. Joergensen, P.C. Brookes, Ninhydrin-reactive nitrogen measurements of
microbial biomass in 0.5 M K2 SO4 soil extracts, Soil Biol. Biochem. 22 (1990)
1023–1027.
[27] R. Clemente, C. Paredes, M.P. Bernal, A ﬁeld experiment investigating the
effects of olive husk and cow manure on heavy metal availability in a
contaminated calcareous soil, Agric. Ecosyst. Environ. 118 (2007) 319–
326.
[28] P.M. Huang, Role of soil minerals in transformations of natural organics and
xenobiotics in soil, in: J.M. Bollag, G. Stotzky (Eds.), Soil Biochemistry, vol. 6,
Dekker, New York, 1990, pp. 29–115.
[29] M.B. McBride, Adsorption and oxidation of phenolic compounds by iron and
manganese oxides, Soil Sci. Soc. Am. J. 51 (1987) 1466–1472.

1289

[30] A. Piotrowska, G. Iamarino, M.A. Rao, L. Gianfreda, Short-term effects of olive
mill waste water (OMW) on chemical and biochemical properties of a semiarid
Mediterranean soil, Soil Biol. Biochem. 38 (2006) 600–610.
[31] G.J. Brouwers, E. Vijgenboom, P.L.A.M. Corstjens, J.P.M. De Vrind, E.W. De
Vrind-de Jong, Bacterial Mn2+ oxidizing systems and multicopper oxidases:
an overview of mechanisms and functions, Geomicrobiol. J. 17 (2000) 1–24.
[32] F.W. Boyle Jr., W.L. Lindsay, Manganese phosphate equilibrium relationships in
soils, Soil Sci. Soc. Am. J. 50 (1986) 588–593.
[33] L. Weng, E.J.M. Temminghoff, S. Lofts, E. Tipping, W. Van Riemsdijk, Complexation with dissolved organic matter and solubility control of heavy metals in a
sandy soil, Environ. Sci. Technol. 36 (2002) 4804–4810.
[34] L.Y.L. Zhao, R. Schulin, L. Weng, B. Nowack, Coupled mobilization of dissolved
organic matter and metals (Cu and Zn) in soil columns, Geochim. Cosmochim.
Acta 71 (2007) 3407–3418.
[35] I. Sampedro, E. Aranda, J. Martín, J.M. García-Garrido, I. García-Romera, J.A.
Ocampo, Saprobic fungi decrease plant toxicity caused by olive mill residues,
Appl. Soil Ecol. 26 (2004) 149–156.
[36] J.B. Jones Jr., B. Wolf, H.A. Mills, Plant Analysis Handbook: A Practical Sampling, Preparation, Analysis and Interpretation Guide, Micro-Macro Publishing,
Athens, 1991.
[37] A. Kabata-Pendias, Trace Elements in Soils and Plants, third ed., CRC Press, Boca
Raton, 2001.
[38] J.C. Steffens, The heavy metal binding peptides of plants, Annu. Rev. Plant Physiol. 41 (1990) 553–575.
[39] J.A. Alburquerque, J. Gonzálvez, D. García, J. Cegarra, Effects of a compost made
from the solid by-product (“alperujo”) of the two-phase centrifugation system
for olive oil extraction and cotton gin waste on growth and nutrient content of
ryegrass (Lolium perenne L.), Bioresour. Technol. 98 (2007) 940–945.
[40] C. Poschenrieder, J. Barceló, Efectos tóxicos del manganeso sobre el crecimiento
y metabolismo de Phaseolus vulgaris. II. Interacciones Fe/Mn, An. Edafol. Agrobiol. 40 (1981) 927–934.
[41] N.A. Geeson, P.W. Abrahams, M.P. Murphy, I. Thornton, Fluorine and metal
enrichment of soils and pasture herbage in the old mining areas of Derbyshire,
UK, Agric. Ecosyst. Environ. 68 (1998) 217–231.
[42] R. Clemente, C. de la Fuente, R. Moral, M.P. Bernal, Changes in microbial biomass
parameters of a heavy metal-contaminated calcareous soil during a ﬁeld remediation experiment, J. Environ. Qual. 36 (2007) 1137–1144.
[43] R.G. Joergensen, T.H. Anderson, V. Wolters, Carbon and nitrogen relationships
in the microbial biomass in soils of beech (Fagus sylvatica, L.) forest, Biol. Fertil.
Soils 19 (1995) 141–147.
[44] R.M.C.P. Rajapaksha, M.A. Tobor-Kapłon, E. Bååth, Metal toxicity affects fungal
and bacterial activities in soil differently, Appl. Environ. Microbiol. 70 (2004)
2966–2973.
[45] A. Mekki, A. Dhouib, S. Sayadi, Changes in microbial and soil properties following amendment with treated and untreated olive mill wastewater, Microbiol.
Res. 161 (2006) 93–101.
[46] B. Mechri, F. Mariem, M. Ben Baham, S. Ben Elhadj, M. Hammami, Change in
soil properties and the soil microbial community following land spreading
of olive mill wastewater affects olive trees key physiological parameters and
the abundance of arbuscular mycorrhizal fungi, Soil Biol. Biochem. 40 (2008)
152–161.

