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Deteriorating soil quality in arid areas is related primarily to inappropriate farming techniques. The use
of environmentally friendly agriculture practices has proven to be effective in restoring or improving soil
quality and health in these areas. In this study, four long-term approaches to olive-orchard
management, categorized by the presence/absence of two main factors - cover crops and chemical
weed control - were evaluated using biological indicators of soil quality. Soil bacterial population size
and community structure were estimated by real-time PCR assays targeting 16S rRNA genes and
denaturing gradient gel electrophoresis of PCR-amplified 16S rRNA fragments (PCR-DGGE), respectively,
B ; T and the activity of six enzymes (dehydrogenase, o-diphenoloxidase, 3-glucosidase, phosphatase, urease
acterial population size . . . .
Cover crops and arylsulphatase) representative of the C, P, N, and S cycles were determined. Covered soils exhibited
DGGE greater bacterial biomass and diversity, as well as higher microbial functional diversity than non-
covered soils. The elimination of weeds with herbicides reduced the microbial functional diversity in
covered soil but did not affect the other microbiological parameters, revealing that the effect of the cover
crop predominated. When non-covered soil was considered, the lowest values of microbial activity and
diversity were found when weeds were controlled with chemical methods. The results of this study
reveal that covered soils are the best option when olive orchards are managed under rainfed conditions.
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1. Introduction

The economic and social importance of olive cultivation in
Spain is immense. There are more than 2500 oil mills that produce
more than 30% of the world production of olive oil, generating
2,000,000,000 € in Spain. The ecological impact of this crop is also
enormous, as the olive orchard constitutes the landscape - or a
fundamental part thereof - throughout vast tracts of land in the
Mediterranean Basin (Pajaron, 2000). About 80% of the olive crops
are concentrated in Andalusia, the biggest olive-growing area on
the planet. Within Andalusia, the most important olive oil-
producing areas are in the province of Jaen (south-eastern Spain).
In these areas, dry climatic conditions determine the viability of
any crop. The success of olive farming under rainfed conditions is
due mainly to the physiological behaviour of the olive tree (Olea
europaea L.), a species which has developed a series of physiolo-
gical mechanisms to tolerate drought stress and grow under
adverse climatic conditions (Sofo et al., 2007). Nevertheless, arid
regions are particularly susceptible to soil degradation. Deterior-
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ating soil quality in these areas is related primarily to inappropri-
ate farming techniques (Eitzinger et al., 2008). Conventional tillage
in olive-production systems typically include primary tillage with
a mouldboard or chisel plough in the fall, spring disking or
harrowing, and inter-row cultivation for weed control during the
crop-growing season. These operations promote soil erosion and
rapid depletion of soil organic matter (Fleskens and Stroosnijder,
2007). The use of environmentally friendly agriculture practices
has proven to be effective in restoring or improving soil quality and
health in these areas by reducing the mechanical disturbance of
soil, protecting the soil surface with mulch cover, and adding
organic matter to the soil (Balkcom et al., 2007; Castro et al., 2008).

Evaluation of agricultural soil quality is a very complex task,
beginning with the difficulty of providing a definition (Bastida
et al., 2008). However, it is generally assumed that the first step to
estimate soil quality should be to identify critical functions (Karlen
et al., 2003). The difficulty is that soil functions are affected not
only by soil properties, but also by climate, landscape, and
management, and the relations among these variables are
complex. In any case, selected parameters such as enzyme
activities give helpful information concerning functionality and
productivity because of their central role in nutrient cycling and
their sensitivity to management (Nannipieri et al., 1990; Benitez
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et al., 2004). Despite that elucidating the link between soil
functions and microbial diversity is still a major challenge, it has
been established that reductions in the diversity of soil biota
reduce the stability of the soil community with possible
degeneration in ecosystem functioning (Brussaard et al., 2004).
Consequently, changes in soil-microbial diversity, measured in
terms of microbial community structure and function, have also
been included as feasible biological indicators of soil quality
(Puglisi et al., 2006).

The aim of the present study was to assess the impact of four
long-term management practices under rainfed conditions, on
various biological indicators of soil quality. To do this, soil bacterial
population size and community structure were estimated by real-
time PCR assays targeting 16S rRNA genes and denaturing gradient
gel electrophoresis of PCR-amplified 16S rRNA fragments (PCR-
DGGE), respectively. The activity of six enzymes (dehydrogenase,
o-diphenoloxidase, [3-glucosidase, phosphatase, urease and aryl-
sulphatase) representative of the C, P, N, and S cycles were also
determined.

2. Materials and methods
2.1. Site description, trial and sampling

The study was conducted in Jaen (south-eastern Spain). At this
site, an experiment designed to study the impact of different soil-
management systems on olive production began in 1976 and
continues to date. The main characteristics of the experiment are
fully described in Castro et al. (2008). Briefly, the average annual
rainfall for the area is 557 mm, the common soil is an Anthropic
Regosol (FAO, 1998) and the plantation consisted of unirrigated
adult olive trees planted in a pattern of 11 m x 11 m. For our study,
a random-block design of four treatments and four plots from
within each treatment were selected from the overall trial (Castro
et al., 2008). The elementary plot consisted of 16 olive trees: the
central four were controlled and the rest constituted guard rows.
The treatments tested were:

- Tillage (T): 3-4 annual passes with disk harrow (depth 30 cm)
and/or cultivator in the spring, followed by a tine harrow in the
summer.

- Non-tillage and no-cover (NC): vegetation was eliminated by
applying the pre-emergence herbicides simazine and diuron in
the autumn. These have been replaced by oxyfluorfen for five
years until now. In the spring, glyphosate was applied locally.

- Cover crop + herbicides (CH): weeds were left to grow each year
to be eliminated in March with herbicides. Initially, diquat/
paraquat was used before being replaced at a later date by
glyphosate.

- Cover crops + mower (CM): weeds were controlled with various
passes of the chain mower at the end of spring, usually when the
plants had completed or almost completed their vegetative cycle.

Two samples were collected in the center of each plot. We used
a modified soil-sample ring kit (Eijkelkamp) which includes a
cylinder of 30 cm (depth of sampling) specifically manufactured
for this purpose. The bryophyte layer was eliminated (when
present) in cover treatments CH and CM, and any weeds were cut
to ground level. Samples were bulked to give three replicates per
plot. Field-moist soil was stored at 4 °C until enzymes and nucleic-
acid analyses were made.

2.2. Soil organic carbon and enzymes activities

Soil organic-carbon content was determined using the Walk-
ley-Black wet dichromate oxidation method (M.A.P.A., 1986).

Dehydrogenase activity was determined by the method of Von
Mersi and Schinner (1991) modified by Garcia et al. (1997). One
gram of soil was incubated for 20 h at 25 °C with 0.2 ml of 0.4% 2-p-
iodophenyl-3 p-nitrophenyl-5 tetrazolium chloride (INT) as a
substrate. lodonitrotetrazolium formazan (INTF) produced in the
reduction of INT was extracted with a mixture of acetone:tetra-
chloroetene (1.5:1) and measured in a spectrophotometer at
490 nm. Assays without soil and without INT were carried out
simultaneously as controls.

For the determination of urease activity, 2 ml of 0.1 M, pH 7.0
phosphate buffer and 0.5 ml 1.066 M urea were added to 1 g of soil
(Nannipieri et al., 1980). Shaken incubation was carried out at
37 °C for 1.5 h. The ammonium released in the hydrolytic reaction
was measured using an ammonium selective electrode (ORION
Research Inc., Beverly, MA, USA) mod. 95-12. Assays without soil
and without urea were made at the same time as controls.

For the determination of [(-glucosidase, phosphatase and
arylsulphatase activity, 0.5ml of 0.05M 4-nitrophenyl-(3-p-
glucanopyranoside, 0.115 M 4-nitrophenyl phosphate and 5 mM
4-nitrophenyl sulphate were used as substrate respectively
(Tabatabai and Bremmer, 1969, 1970; Nannipieri et al.,, 1980).
Soil portions (1 g) were incubated at 37 °C for 1.5 h with 2 ml of
maleate buffer at pH 6.5. The samples were then kept at 2 °C for
15 min to stop the reaction, and the p-nitrophenol produced in the
enzymatic reactions was extracted and determined at 398 nm.
Assays without soil and without substrates were made at the same
time as controls.

For the analyses of o-diphenol oxidase, reagent solutions of
0.1 M phosphate (pH 6.5) containing 0.2 M of catechol or 0.2 M of
proline were oxygenated for 3 min and incubated for 10 min at
30 °C.Then, 1 g of soil was added to 3 ml of reagent solution (1.5 ml
of catechol solution and 1.5 ml of praline solution) and 2 ml of
phosphate buffer (0.1 M, pH 6.5). The mixture was incubated for
10 min at 30 °C and the reaction was stopped by cooling in an ice-
bath and adding 5 ml of ethanol. The mixture was centrifuged at
5000 g at 4 °C for 5 min. The absorbance of the supernatant fraction
was measured at 525 nm. Assays without soil and without catechol
were made at the same time as controls (Perucci et al., 2000).

2.3. Soil-DNA extraction and PCR-DGGE analysis

The total DNA was extracted from subsamples (2 extractions
per each one of the three replicates per plot) of 250 mg of soil by
the bead-beating method, following the manufacturer’s instruc-
tions MoBio UltraClean Soil DNA Isolation kit (MoBio Laboratories
Inc., Solana Beach, CA, USA). To remove trace concentrations of PCR
inhibitors, the repetition of the second step (Inhibitor Removal
Solution) was carried out. The DNA samples were checked for
concentration and quality using the NanoDrop® ND-1000 Spectro-
photometer (NanoDrop Technologies, Wilmington, Delaware;
USA).

PCR was performed with the 16S rDNA universal bacterial
denaturing gradient gel electrophoresis (DGGE) primers (TIB®~
MOLBIOL, Berlin, Germany) P1, P2, and P3 to amplify the V3
hypervariable region of 16S rDNA genes (Muyzer et al., 1993).

Two successive amplifications were carried out following
Muyzer et al. (1993) modified by Moreno et al. (2008). The total
reaction mixture of the first PCR consisted of 25wl with the
following ingredients: 1l volume (approx.10 ng) of extracted
DNA, 1 pM primer P1, 1 M primer P2, 10 pl Eppendorf® Master
Mix (2.5x) and sterile Milli-Q water to a final volume. The second
amplification was performed by using 1 .l of the products of the
first reaction as template. In this, primers P2 and P3 were used
under the same conditions described above.

DGGE analyses were conducted using 20 .l of this latter PCR
product loaded into a 40-70% urea-formamide-polyacrylamide
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gel. An INGENYphorU System (Ingeny International BV, The
Netherlands) was run at 75V for 17 h at 58 °C to separate the
fragments. Gels were silver stained with the Bio-Rad Silver Stain
according to the standard DNA-staining protocol and photo-
graphed under UV light (A =254nm) using an UVIitec Gel
Documentation system (UVitec Limited, Cambridge, UK).

2.4. Real-time PCR assay

Real-time PCR was performed to quantify the number of 16S
rRNA copy in triplicate soil-DNA extracts. Universal primers
specific for V3 hypervariable region of 16S rRNA of eubacteria P1
and P2 (Muyzer et al., 1993) were used. Each 21-ul PCR reaction
contained from 2 to 5 ng of the DNA, 10.5 pl 2x iQ SYBR Green
Supermix (Bio-Rad, Munich, Germany), and 400 nM each primer.
For each extracted DNA, real-time PCR experiments were carried
out three times with the threshold cycle (Ct) determined in
triplicate. The real-time PCR program consisted of 1.5 min at 50 °C
for carryover prevention, 15 min at 95 °C for enzyme activation,
followed by 35 cycles of 15 sat 95 °C,30 sat 55 °Cand 30 sat 72 °C,
when the fluorescence signal was measured. PCR amplification
procedure was checked with a heat dissociation protocol (from
70 °Cto 100 °C) after the final cycle of the PCR. Quantification of the
DNA copy number was performed on a iQ5 thermocycler using
iQ5-Cycler software (Bio-Rad, Munich, Germany).

The standard curve was generated by using a plasmid
recombinant containing one copy of 16S rRNA fragment. The
curve was drawn by plotting the Ct value as a function of the log of
the copy number of 10-fold dilution serial of plasmid DNA. As Ct
values may vary slightly between experiments, parallel sets of the
three dilution series of pure standard DNA were run in all
experiments. The relationship between Ct and the target gene copy
number, and the copy numbers of the real-time standard were
calculated as described by Quian et al. (2007).

2.5. Data analyses

All biochemical results are the means of 12 replicates (three per
plot). Data of the real-time PCR represent the average of three
independent soil-extracts replicates. Data were subjected to
analysis of variance using the program STATISTICA (StatSoft Inc.,
Tulsa, Oklahoma, USA) and Duncan’s Multiple Range Test was used
to separate the means with an overall significance level of 0.05.
Sun-ray plots (Dilly and Blume, 1998) were constructed to show
graphically the enzyme activities of the different treatments. The
star shape for each one allows a comparison of visual and numeric
presentations of multivariate data and it has been proposed as an
integrated fingerprinting for assessing microbial functional
diversity (Nannipieri et al., 2002).

The DGGE band patterns in different lanes were compared with
the UVImap Analysis software (UVitec Limited, Cambridge, UK).
The lanes were normalized to contain the same amount of total
signal after background subtraction and the gel images were
straightened and aligned to give a densitometric curve. Band
positions were converted to Rf values between 0 and 1, and profile
similarity was calculated by determining Nei and Li’s similarity
coefficients (Nei and Li, 1979) for the total number of lane patterns
from the DGGE gel. The similarity coefficients calculated were then
used to construct a dendrogram using the unweighted pair-group
method with arithmetical averages (UPGMA).

DGGE banding data were used to estimate two diversity indices
by treating each band as an individual operational taxonomic unit
(OTU). For these analyses, each band was presumed to represent
the ability of that bacterial species to be amplified (Ibekwe and
Grieve, 2004) and the intensity of the bands was reflected as peak
heights in the densitometric curve. The Shannon index of general

diversity H' (Shannon and Weaver, 1963) was calculated from the
following equation:

H' = - (PilogPi)

where Pi = ni/N; ni = height of peak, N = sum of all peak heights in
the curve.

To test whether similarities observed within and between
samples were stronger or weaker than would be expected by
chance, band-matching data was stored as a binary matrix and
analysed using Raup and Crick’s probability-based index of
similarity Sgc (Raup and Crick, 1979). The Sgc is the probability
that the randomized similarity would be greater than or equal to
the observed similarity, and Sgc values above 0.95 or below 0.05
signify similarity or dissimilarity, respectively, which are not
random assortments of the same species (bands or OTUs) (Rowan
etal., 2003). The Sgc and cluster analyses were calculated using the
PAST (Palaeontological statistics, version 1.82b) program (Hammer
et al., 2001).

3. Results
3.1. Soil organic carbon and enzymes activities

The treatments T, CH, and CM provided significantly more soil
organic carbon concentration than did NT (Table 1).

Fig. 1 shows the sun-ray diagrams plotting the assayed enzyme
activities along different radial axes. No differences in the soil
dehydrogenase activity were detected between T, CH and CM
treatments (5.9, 6.1 and 7.4 wg INTF g~'h~, respectively), whereas
NC provoked a 3-fold decrease in the dehydrogenase activity.
Meanwhile, o-diphenoloxidase was higher in CH and CM, but no
difference between the latter and T or NC was detected. The highest
B-glucosidase activity was recorded in the CM treatment
(1087 wg PNPg~'h~'.) The replacement of the mower by the
herbicides in CH significantly decreased (P < 0.05) the activity to
519 g PNP g~! h~!. The T and NC treatments decreased the activity
at the same magnitude. The rest of hydrolytic enzymes (phospha-
tase, urease and arylsulphatase) followed the same trend, i.e. highest
and similar (P < 0.05) values when cover crops were used.

3.2. Bacterial population size and community structure

A real-time PCR standard curve was generated for bacterial 16S
rRNA quantification. Serially diluted DNA originating from
recombinant plasmid including 16S rRNA fragment showed the
single expected amplicon of 193 bp. The equation describing the
relationship between Ct and the log number of 16S rRNA copies
was Ct=-3329 x log (16S rRNA)+ 48,059, R*>=0,997. Target
molecules were linear from 10* to 10° copies. The soils under
cover crops showed the highest median density of bacterial copies
per gram (Table 1). Comparison of the T and NC treatments
revealed a significant decrease (P < 0.05) of the number of 16S
rRNA copies.

Table 1

Soil organic carbon, bacterial population number and Shannon diversity index
values for DGGE profiles for tillage (T), non-tillage and no-cover (NC), cover
crop + herbicides (CH), and cover crops+ mower (CM) soils. Mean values
corresponding to four plots for each treatment + standard error. For each column,
significant differences are indicated by different letters (P < 0.05).

Organic carbon
(g C x kg soil 1)

Bacterial population number
(copy numbers x g soil 1)

Shannon diversity
index values

2.33 x 10" £ 1.11 x 10" b 2.999
3.22 x 10%°7 £ 1.54 x 10%% ¢ 2.815
1.37 x 10"%% + 1.30 x 10*°% a 3.412
9.52 x 10%%8 £7.47 x 10”7 a 2.933

T 9.94+137a
NC 536+0.62b
CH 832+178a
CM 9.91 +£1.56 a
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Fig. 1. Enzyme activities for tillage (T), non-tillage and no-cover (NC), cover crop + herbicides (CH), and cover crops + mower (CM) soils. Mean values corresponding to four
plots for each treatment are presented for dehydrogenase (g INTF g~ ' h™') x 10, o-diphenol oxidase (pmol catechol 10 min~—" g~')/1.5, B-glucosidase (g PNPg~' h™1)/
100, phosphatase (g PNP g~! h=1)/100, urease (g NH, g~' h™!) and arylsulphatase (g PNP g~ h™!). For each enzyme activity, significant differences are indicated by

different letters (P < 0.05).

Comparison of the bacterial communities from T, NC, CH, and
CM showed markedly different profiles across the DGGE gel
(Fig. 2). The generated UPGMA dendrogram evidenced two clear
groups of soils (Fig. 3a). The first one was composed by T and NC,
which clustered together with a homology coefficient of 50%. The
second group (38% homology) included CH and CM treatments.
The diversity of the bacterial community was also examined by the
Shannon (H’) diversity index. NC and CH displayed the lowest
and the highest H' from the DGGE banding patterns, respectively,
while T and CM showed similar H' values (Table 1).

The Sgc values found by comparing the four treatments are
summarized in Fig. 3b. Similarities within replicas were significant
in all by-products (Sgc = 1 data not shown). NC was significantly
dissimilar to CH and CM (Sgc < 0.05). For the rest of pair compared
DGGE profiles, the similarity was no greater than expected by
chance (0.95A > Sgc > 0.05). Fig. 3b also shows the dendrogram
generated by the Raup and Crick cluster analyses.

4. Discussion
4.1. Soil enzymes activities

Dehydrogenase has been considered to be a measure of the total
oxidative activity of the soil microflora and therefore of the
metabolic activity of soil (Nannipieri et al., 2002). In our
experiment, dehydrogenase activity did not differ between
permanent arable land and plant-covered soils. Non-tillage
following herbicides application lowered the activity of this

enzyme in the soil. Evidence of the effect of herbicides on the
soil dehydrogenase has been widely reported (Reinecke et al.,
2002; Benitez et al., 2006; Garcia-Ruiz et al., 2008), but, since
herbicides are not designed to inhibit soil enzymes (Speir and Ross,
2002), direct inhibition seems to be doubtful. Soils with higher
levels of plant remains show greater dehydrogenase activity than
do uncovered soils (Kremer and Li, 2003), this being related mainly
to the additional supply of labile C to soil, which can stimulate
biochemical activity (Carpenter-Boggs et al., 2000). In agreement
with this, NC did not produce any biomass as the surface was kept
vegetation free with herbicides (Castro et al., 2008), and a straight
relation was found between SOC levels and dehydrogenase
activity.

Organic matter decomposition in soil depends on multi-
component enzyme systems, in which a series of inducible
enzymes act in cascade (Sinsabaugh et al., 1991). In our study,
hydrolytic enzymes involved in biochemical cycles of carbon,
nitrogen, phosphorus, and sulphur have been chosen to indirectly
determine the impact of cover crops on nutrient release and thus
on soil quality.

The B-glucosidase activity was significantly higher in covered
soils, but a difference between herbicide treated/non-treated soils
was noted, showing that 3-glucosidase was the most sensitive
enzyme to a long-term herbicide management. Previous studies
show the sensitivity of the B-glucosidase enzyme to herbicides,
because of a reduction in activity of the stabilized extracellular
fraction rather than that associated with viable microbial
population (Knight and Dick, 2004). Nevertheless, other authors
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Fig. 2. DGGE profiles for tillage (T), non-tillage and no-cover (NC), cover
crop + herbicides (CH), and cover crops + mower (CM) soils.

indicate that general soil microbial properties, including those
involving C transformations, are not sensitive to detect the effects
of glyphosate on soil microbial activity (Means et al., 2007). The
results of our study seem to agree with the first hypothesis, since
herbicides decreased the [3-glucosidase activity and no changes in
the overall microbial activity were detected. This last, estimated as
dehydrogenase activity, only decreased when soils where perma-
nently uncovered.

The o-diphenoloxidase, phosphatase, urease, and arylsulpha-
tase activities showed similar patterns of behaviour, responding
similarly to the management and land-use systems, i.e. signifi-
cantly higher in covered soils, providing the evidence that cover
crops increase the nutrient release of N, P, and S from decomposing
plant remains (Rosolem et al., 2002; Ha et al., 2008).

Sun-ray plots graphically show the enzyme activities set for
uncovered and covered soils. In these diagrams, different patterns
of enzyme activity are indicated by different shapes. The shapes
showed different functional diversity, depending on the manage-
ment. The ranking, from the higher to the lower in terms of

(a) Dendrogramwith Homology Coefficient %:0.5 (UPGMA)

100%90% 80% 70% 60% 50% 40% 30% 20% 10% 0%

T T T T T T T T T T

T

NC
CH
CcM

Similarity

| T NC CH CM
T 1
NC 094 1
CH 065 0.008 1
CM 058 0.04 0.12 1

Fig. 3. (a) Nei and Li’s similarity coefficients (UPGMA dendrogram, tolerance 0.5%)
and (b) Raup and Crick probability-based index of similarity cluster analyses,
similarity values (Sgc) between samples for DGGE profiles for tillage (T), non-tillage
and no-cover (NC), cover crop + herbicides (CH), and cover crops + mower (CM)
soils.

functional diversity, was: CM > CH > T > NC. Evidence for the
effect of the cover crops and the use of herbicides on soil
microbiological parameters was widespread (Tu et al., 2006;
Abraham and Chudek, 2008). Cover crop plus mechanical control of
weeds characterized the soils with the higher functional microbial
diversity, which decreased when weeds were eliminated once a
year with glyphosate. The latter finding disagrees with other
experimental studies reporting increased soil-microbial activity
due to herbicides (Araujo et al., 2003; Moreno et al., 2007). Our
study reveals that the effect of the cover crop predominated over
soil functional diversity. The absence of cover crops, due to
mechanical or chemical weed suppression, decreased the soil
functional diversity, the former more strongly than the latter.

4.2. Bacterial population size and community structure

The use of glyphosate once a year did not affect the number of
soil bacteria, in agreement with the findings of several authors
(Haney et al., 2000; Lupwayi et al., 2009), while soils under cover
crops presented the highest bacteria population, particularly under
CH management. Nevertheless, uncovered soil management
hardly reduced the bacterial biomass. Once more, the weight of
cover crop management was higher than the use of herbicides
when microbiological parameters were considered.

Bacterial DNA profiles provided by DGGE can be used as a semi-
quantitative measure of bacterial diversity (Dilly et al, 2004).
Although the real number of genotypes is surely underestimated, the
patterns discerned in our study indicate that the structure and
diversity of bacterial communities changed significantly with the soil
management. The results indicated that presence/absence of cover
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crops was the main factor responsible for the differences in the soil-
bacterial community structure. In fact, the cluster analysis (UPGMA,
Nei and Li coefficient of similarity) of molecular banding patterns
generated by PCR-DGGE discriminated the soils into two clear
groups; covered and non-covered soils, within a range of similarity of
50%. The DGGE profiles evidenced a small number of strong signals
and a large number of weak bands. This would imply that a limited
number of dominant, ubiquitous, and ecologically well-adapted
bacterial types, along with several equally abundant populations,
were the common pattern of each soil (Crecchio et al., 2004).

The Shannon index of general diversity H' indicated that soils
where any weed were eliminated with chemicals, permanently or
once a year, exhibited the lowest and the highest bacterial diversity,
respectively. On the other hand, no differences between T and CM
bacterial diversity were observed. The last pattern has also been
described by other authors when comparing organic from other
land-management systems (conventional, continuous removal of
vegetation, undisturbed lands), concluding that soils may exhibit
similar bacterial diversity even though they differ in genetic
composition (Wu et al., 2008). Therefore, the above assumptions
must be considered carefully because most diversity indices do not
reflect differences in species richness, species evenness, or simply
sampling differences (Gotelli and Colwell, 2001). To test whether the
similarities observed within and between samples were stronger or
weaker than would be expected by chance, band-matching data was
analysed using Raup and Crick’s probability-based index of
similarity Sgc. Values of less than 0.05, which denotes differences
among microbial communities and not random assortments of the
same OTUs or bands (Rowan et al., 2003; van der Gast et al., 2005),
were found between NC and covered soils, but not between the first
and T management. Again, the Raup and Crick cluster analyses
grouped the non-covered soils, but, in this case, those covered did
not cluster together. The results also indicated that soils under cover
were phylogenetically distant from the rest.

It is well-known that bacterial community structure and
diversity are strongly influenced by plant type (Greyston et al.,
2001; Marschner et al., 2001), root zone effects (Yang and Crowley,
2000) and, particularly, by soil type (Girvan et al., 2003). In our
study, these effects on community attributes were removed since
similar cover crops and soils were investigated, and bulk soil
instead of rhizosphere soil was examined.

5. Conclusions

In this study, four long-term approaches to olive-orchard
management, categorized by the presence/absence of two main
factors - cover crops and chemical weed control - were evaluated
using biological indicators of soil quality.

Covered soils exhibited greater bacterial biomass and diversity,
as well as higher microbial functional diversity than non-covered
soils. The elimination of weeds with herbicides reduced the
microbial functional diversity in covered soil but did not affect the
other microbiological parameters, revealing that the effect of the
cover crop predominated. When non-covered soil was considered,
the lowest values of microbial activity and diversity were found
when weeds were controlled with chemical methods.

Since these biological indicators are believed to be essential for
the sustainability of low-input and organic-farming systems
(Biederbeck et al., 2005), the results of this study reveal that
covered soils are the best option when olive orchards are managed
under rainfed conditions.

Acknowledgements

This work has been financed by the Consejeria de Agriculturay
Pesca de la Junta de Andalucia (Spain) through project CO-041 and

by the Spanish Education and Science Ministry through project
CGL2006-05437. We would also like to thank David Nesbitt for
assisting in the translation of the original manuscript into English.

References

Abraham, J., Chudek, J.A., 2008. Studies on litter characterization using 13C NMR
and assessment of microbial activity in natural forest and plantation crops’
(teak and rubber) soil ecosystems of Kerala, India. Plant Soil 303, 265-273.

Araujo, AS.F., Monteiro, RT.R., Abarkeli, R.B., 2003. Effect of glyphosate on the
microbial activity of two Brazilian soils. Chemosphere 52, 799-804.

Balkcom, K., Hartzog, D., Katsvairo, T., Smith, J.L., 2007. Yield and economics for
peanut under two tillage systems and perennial grass vs. conventional rotation.
In: Wright, D.L., Marois, ].J., Scanlon, K. (Eds.), Proc. 29th Southern Conservation
Agricultural Systems Conf, 25-27 June. Quincy, Florida http://www.ag.aubur-
n.edu/auxiliary/nsdl/scasc/

Bastida, F., Zsolnay, A., Hernandez, T., Garcia, C., 2008. Past, present and future of soil
quality indices: a biological perspective. Geoderma 147, 159-171.

Benitez, E., Melgar, R., Nogales, R., 2004. Estimating soil resilience to a toxic organic
waste by measuring enzyme activities. Soil Biol. Biochem. 36, 1615-1623.
Benitez, E., Nogales, R., Campos, M., Ruano, F., 2006. Biochemical variability of olive—

orchard soils under different management systems. Appl. Soil Ecol. 32, 221-231.

Biederbeck, V.0., Zentner, R.P., Campbell, C.A., 2005. Soil microbial populations and
activities as influenced by legume green fallow in a semiarid climate. Soil Biol.
Biochem. 37, 1775-1784.

Brussaard, L., Kuyper, T.W., Didden, W.A.M., de Goede, R.G.M., Bloem, J., 2004.
Biological soil quality from biomass to biodiversity—importance and resilience
to management stress and disturbance. In: Schjenning, P., Elmholt, S., Chris-
tensen, B.T. (Eds.), Managing Soil Quality: Challenges in Modern Agriculture.
CAB International, pp. 139-161.

Carpenter-Boggs, C., Pikul Jr., J.L., Vigil, M.F.,, Riedell, W.E., 2000. Soil nitrogen
mineralization influenced by rotation and N fertilization rate. Soil Sci. Soc.
Am. ]. 64, 2038-2045.

Castro, ]., Fernandez-Ondofio, E., Rodriguez, C., Lallena, A.M.,, Sierra, M., Aguilar, ].,
2008. Effects of different olive-grove management systems on the organic
carbon and nitrogen content of the soil in Jaen (Spain). Soil Till. Res. 98, 56-67.

Crecchio, C., Gelsomino, A., Ambrosoli, R., Minati, J.L., Ruggiero, P., 2004. Functional
and molecular responses of soil microbial communities under differing soil
management practices. Soil Biol. Biochem. 36, 1873-1883.

Dilly, O., Bloem, J., Vos, A., Munch, ].C., 2004. Bacterial diversity in agricultural soils
during litter decomposition. Appl. Environ. Microb. 70, 468-474.

Dilly, O., Blume, H.P., 1998. Indicators to assess sustainable land use with reference
to soil microbiology. Adv. GeoEcol. 31, 121-128.

Eitzinger, J., Utset, A., Trnka, M., Zalud, Z., Nikolaev, M., Uskov, I., 2008. Weather and
climate and optimization of farm technologies at different input levels. In:
Sivakumar, V.K., Motha, R.P. (Eds.), Managing Weather and Climate Risks in
Agriculture Mannava. Springer, pp. 141-170.

FAO, 1998. World Reference Base for Soil Resources. World Soil Resources Reports
84. FAO-ISRIC-ISSS, Roma.

Fleskens, L., Stroosnijder, L., 2007. Is soil erosion in olive groves as bad as often
claimed? Geoderma 141, 260-271.

Garcia, C., Hernandez, T., Costa, F., 1997. Potential use of dehydrogenase activity as
an index of microbial activity in degraded soils. Commun. Soil Sci. Plan. 28, 123-
134.

Garcia-Ruiz, R,, Ochoa, V., Hinojosa, M.B., Carreira, J.A., 2008. Suitability of enzyme
activities for the monitoring of soil quality improvement in organic agricultural
systems. Soil Biol. Biochem. 40, 2137-2145.

Girvan, M.S., Bullimore, ]., Pretty, J.N., Osborn, A.M., Ball, A.S., 2003. Soil type is the
primary determinant of the composition of the total and active bacterial
communities in arable soils. Appl. Environ. Microbiol. 69, 1800-1809.

Gotelli, N., Colwell, RK., 2001. Quantifying biodiversity: procedures and pitfalls in
the measurement and comparison of species richness. Ecol. Lett. 4, 379-391.

Greyston, SJ., Griffith, G.S., Mawdsley, C.D., Campbell, C.D., Bardgett, R.D., 2001.
Accounting for variability in soil microbial communities of temperate upland
grassland ecosystems. Soil Biol. Biochem. 33, 533-551.

Ha, K.V., Marschner, P., Biinemann, E.K., 2008. Dynamics of C, N, P and microbial
community composition in particulate soil organic matter during residue
decomposition. Plant Soil 303, 253-264.

Hammer, @., Harper, D.A.T., Ryan, P.D., 2001. PAST: paleontological statistics soft-
ware package for education and data analysis. Palaeontol. Electron. 4 (1), 9 pp.
http://palaeo-electronica.org/2001_1/past/issue1_01.htm.

Haney, R.L.,, Senseman, S.A., Hons, F.M., Zuberer, D.A., 2000. Effect of glyphosate on
soil microbial activity and biomass. Weed Sci. 48, 89-93.

Ibekwe, A.M., Grieve, C.M., 2004. Changes in developing plant microbial community
structure as affected by contaminated water. FEMS Microbiol. Ecol. 48, 239-
248.

Karlen, D.L., Ditzler, C.A., Andrews, S.S., 2003. Soil quality: why and how? Geoderma
114, 145-156.

Knight, T.R., Dick, R.P., 2004. Differentiating microbial and stabilized 3-glucosidase
activity relative to soil quality. Soil Biol. Biochem. 36, 2089-2096.

Kremer, RJ., Li, ]., 2003. Developing weed-suppressive soils through improved soil
quality management. Soil Till. Res. 72, 193-202.

Lupwayi, N.Z., Harker, K.N., Clayton, G.W., O’'Donovan, ].T., Blackshaw, R.E., 2009.
Soil microbial response to herbicides applied to glyphosate-resistant canola.
Agric. Ecosyst. Environ. 129, 171-176.


http://www.ag.auburn.edu/auxiliary/nsdl/scasc/
http://www.ag.auburn.edu/auxiliary/nsdl/scasc/
http://palaeo-electronica.org/2001_1/past/issue1_01.htm

B. Moreno et al./Agriculture, Ecosystems and Environment 131 (2009) 333-339 339

M.A.P.A., 1986. Metodos oficiales de analisas. Tomo III. In: Plantas, productos
organicos, fertilizantes, suelos, agua, fertilizantes organicos, Publicaciones
del Ministerio de Agricultura, Pesca y Alimentacion, Madrid, 532 pp.

Marschner, P., Yang, C.H., Lieberei, R., Crowley, D.E., 2001. Soil and plant specific
effects on bacterial community composition in the rhizosphere. Soil Biol.
Biochem. 33, 1437-1445.

Means, N.E., Kremer, RJ., Ramsier, C., 2007. Effects of glyphosate and foliar amend-
ments on activity of microorganisms in the soybean rhizosphere. J. Environ. Sci.
Health, Part B 42, 125-132.

Moreno, B., Vivas, A., Nogales, R., Macci, C., Masciandaro, G., Benitez, E., 2008.
Restoring biochemical activity and bacterial diversity in a trichloroethylene-
contaminated soil: the reclamation effect of vermicomposted olive wastes.
Environ. Sci. Poll. Res. Int., doi:10.1007/s11356-008-0035-y.

Moreno, J.L., Aliaga, A., Navarro, S., Hernandez, T., Garcia, C., 2007. Effects of atrazine
on microbial activity in semiarid soil. Appl. Soil Ecol. 35, 120-127.

Muyezer, G., de Waal, E.C,, Uitterlinden, A.G., 1993. Profiling of complex microbial
populations by denaturing gradient gel electrophoresis analysis of polymerase
chain reaction-amplified gene coding for 16S rRNA. Appl. Environ. Microbiol.
59, 695-700.

Nannipieri, P., Greco, S., Ceccanti, B., 1990. Ecological significance of the biological
activity in soil. In: Bollag, J.M., Stozky, G. (Eds.), Soil Biochemestry, vol. 6.
Dekker, New York, pp. 293-355.

Nannipieri, P., Ceccanti, B., Cervelli, S., Matarese, E., 1980. Extraction of phosphatase,
urease, protease, organic carbon and nitrogen from soil. Soil Sci. Soc. Am. ]. 44,
1011-1016.

Nannipieri, P., Kandeler, E., Ruggiero, P., 2002. Enzyme activities and microbiolo-
gical and biochemical processes in soil. In: Burns, R.G., Dick, R.P. (Eds.), En-
zymes in the Environment: Activity, Ecology, and Application. Dekker Marcel,
New York, pp. 1-33.

Nei, M., Li, W., 1979. Mathematical model for studying genetic variation in terms of
restriction endonucleases. Proc. Natl. Acad. Sci. U.S.A. 76, 5269-5273.

Pajaron, M., 2000. Valores agroecologicos de los sistemas agrarios actuales: el olivar.
111 Congreso de la Sociedad Espafiola de Agricultura Ecologica: Una alternativa
para el mundo rural del tercer milenio. Valencia, 21 al 26 de Septiembre de
1988, pp. 17-30.

Perucci, P., Casucci, C., Dumonet, D., 2000. An improved method to evaluate o-
diphenol oxidase activity of soil. Soil Biol. Biochem. 32, 1927-1933.

Puglisi, E., Del Re, A.A.M., Rao, M.A., Gianfreda, L., 2006. Development and validation
of numerical indexes integrating enzyme activities of soils. Soil Biol. Biochem.
38, 1673-1681.

Quian, H., Hu, B,, Cao, D., Chen, W., Xu, X,, Lu, Y., 2007. Bio-safety assessment of
validamycin formulation on bacterial and fungal biomass in soil monitored by
real-time PCR. Bull. Environ. Contam. Toxicol. 78, 239-244.

Raup, D., Crick, R.E.,, 1979. Measurement of faunal similarity in paleontology. J.
Paleontol. 53, 1213-1227.

Reinecke, AJ., Helling, B., Louw, K., Fourie, J., Reinecke, S.A., 2002. The impact of
different herbicides and cover crops on soil biological activity in vineyards in
the Western Cape, South Africa. Pedobiologia 46, 475-484.

Rosolem, C.A., Foloni, J.S.S., Tiritan, C.S., 2002. Root growth and nutrient accumula-
tion in cover crops as affected by soil compaction. Soil Till. Res. 65, 109-115.

Rowan, AK,, Snape, J.R., Fearnside, D., Barer, M.R.,, Curtis, T.P., Head, L.M., 2003.
Composition and diversity of ammonia-oxidising bacterial communities in
wastewater treatment reactors of different design treating identical waste-
water. FEMS Microbiol. Ecol. 43, 195-206.

Shannon, C.E., Weaver, W., 1963. The Mathematical Theory of Communication. The
University of Illinois Press, Urbana, Illinois.

Sinsabaugh, R.L., Antibus, R.K., Linkins, A.E., 1991. An enzymic approach to the
analysis of microbial activity during plant litter decomposition. Agric. Ecosyst.
Environ. 34, 43-54.

Sofo, A., Manfreda, S., Dichio, B., Fiorentino, M., Xiloyannis, C., 2007. The olive tree: a
paradigm for drought tolerance in Mediterranean climates. Hydrol. Earth Syst.
Sci. Discuss. 4, 2811-2835.

Speir, T.W., Ross, D.J., 2002. Hydrolytic enzyme activities to assess soil degradation
and recovery. In: Burns, R.G., Dick, R.P. (Eds.), Enzymes in the Environment—
Activity, Ecology and Applications. Marcel Dekker, New York, Basel, pp. 407-
131.

Tabatabai, M.A., Bremmer, ].M., 1969. Use of p-nitrophenylphosphate for assay of
soil phosphatase activity. Soil Biol. Biochem. 1, 301-307.

Tabatabai, M.A., Bremmer, .M., 1970. Arylsulphatase activity of soils. Soil Sci. Soc.
Am. Proc. 34, 225-229.

Tu, C,, Louws, F.J., Creamer, N.G., Mueller, ].P., Brownie, C., Fager, K., Bell, M., Hu, S.,
2006. Responses of soil microbial biomass and N availability to transition
strategies from conventional to organic farming systems. Agric. Ecosyst.
Environ. 113, 206-215.

van der Gast, CJ., Lilley, A.K., Ager, D., Thompson, L.P., 2005. Island size and bacterial
diversity in an archipelago of engineering machines. Environ. Microbiol. 7,
1220-1226.

Von Mersi, W., Schinner, F., 1991. An improved and accurate method for determin-
ing the dehydrogenase activity of soils with iodonitrotetrazolium chloride. Biol.
Fertil. Soil 11, 216-220.

Wu, T., Chellemi, D.O., Graham, ].M., Martin, K.J., Rosskopf, E.N., 2008. Comparison of
soil bacterial communities under diverse agricultural land management and
crop production practices. Microb. Ecol. 55, 293-310.

Yang, H., Crowley, D.E., 2000. Rhizosphere microbial community structure in
relation to root location and plant iron nutritional status. Appl. Environ.
Microbiol. 66, 345-351.


http://dx.doi.org/10.1007/s11356-008-0035-y

	Rainfed olive farming in south-eastern Spain: Long-term effect of soil management on biological indicators of soil quality
	Introduction
	Materials and methods
	Site description, trial and sampling
	Soil organic carbon and enzymes activities
	Soil-DNA extraction and PCR-DGGE analysis
	Real-time PCR assay
	Data analyses

	Results
	Soil organic carbon and enzymes activities
	Bacterial population size and community structure

	Discussion
	Soil enzymes activities
	Bacterial population size and community structure

	Conclusions
	Acknowledgements
	References


