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Abstract: Agricultural intensification has been associated with biodiversity declines, habitat frag-
mentation and loss in a number of organisms. Given the prevalence of this process, there is a need for
studies clarifying the effects of changes in agricultural practices on local biological communities; for
instance, the transformation of traditional rainfed agriculture into intensively irrigated agriculture.
We focused on pond-breeding amphibians as model organisms to assess the ecological effects of
agricultural intensification because they are sensitive to changes in habitat quality at both local and
landscape scales. We applied a metacommunity approach to characterize amphibian communities
breeding in a network of ponds embedded in a terrestrial habitat matrix that was partly converted
from rainfed crops to intensive irrigated agriculture in the 1990s. Specifically, we compared alpha and
beta diversity, species occupancy and abundance, and metacommunity structure between irrigated
and rainfed areas. We found strong differences in patterns of species occurrence, community structure
and pairwise beta diversity between agricultural management groups, with a marked community
structure in rainfed ponds associated with local features and the presence of some rare species that
were nearly absent in the irrigated area, which was characterized by a random community structure.
Natural vegetation cover at the landscape scale, significantly lower on the irrigated area, was an
important predictor of species occurrences. Our results suggest that maintaining both local and
landscape heterogeneity is key to preserving diverse amphibian communities in Mediterranean
agricultural landscapes.

Keywords: agricultural management; amphibians; beta diversity; community ecology; metacommunities

1. Introduction

Biodiversity loss due to anthropogenic activities is a global concern, which calls for
practices favoring coexistence between human needs and the viability of natural communi-
ties. In the current sixth mass extinction [1,2], we need to understand how human activities
affect biodiversity and find ways to mitigate their negative effects [3]. One of the main
threats to biodiversity is the increasing replacement of natural habitats with human settle-
ments and farmland [4]. The amount of land cover devoted to agricultural practices has
increased for centuries in a continuous trend, and after the “green revolution” of the 20th
century, higher crop yields were achieved with the use of heavy machinery, agrochemicals,
irrigation and a shift to extensive monocultures [4–6]. This intensified agriculture has been
associated with biodiversity declines and deleterious effects for farmland animal and plant
communities [7–10].

Traditional extensive agriculture, characterized by rainfed (supplied primarily with
rainfall) heterogeneous crops in smaller plot sizes, is usually associated with landscape het-
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erogeneity. The terrestrial habitat matrix includes patches of natural vegetation separating
different crops and can potentially host more species than homogeneous habitats [11,12].
The transformation of traditional extensive agriculture to intensive (irrigated) agriculture
implies the replacement of patches of natural habitats by crops and an increasing isola-
tion of the remaining patches. The effect of this process of landscape homogenization on
farmland biodiversity is an important research topic with applied implications [13–15].

Water bodies, such as ponds, represent key ecosystems in agricultural landscapes [16],
hosting sets of biological communities linked by the dispersal of multiple, potentially
interacting species (i.e., metacommunities [17]). Metacommunity ecology is a powerful
framework to assess the impact of human activities on entire biotic assemblages, explicitly
addressing the role of factors acting at different spatial scales, like environmental condi-
tions, predation, competition, or dispersal [17]. Most metacommunity studies have focused
on discrete water bodies that are considered local populations, especially in temperate and
cold regions [18,19]. Mediterranean ponds in agricultural landscapes have been compar-
atively less studied [20] (but see [21,22]). Mediterranean ponds typically differ from the
comparatively stable environments of temperate ponds in their marked seasonality, with
strong and largely unpredictable changes in hydroperiod across seasons and years [23,24].
From a metacommunity perspective, this unpredictability can result in stronger environ-
mental sorting (sensu [17]) in Mediterranean communities, with increasing probability of
local extinction events following extended dry periods.

Since water is a major limiting factor in Mediterranean agro-ecosystems, irrigation is
often used to achieve higher crop yields, and is in fact one of the main drivers of agricultural
intensification in the region [25]. Negative effects of the conversion of rainfed to irrigated
agriculture on biodiversity have been reported in terrestrial organisms like farmland and
steppe birds [26,27] and insects [28], but few studies have focused on aquatic or semi-
aquatic organisms, such as amphibians. Amphibians are key components of Mediterranean
biotas, with many regional endemics (N = 68) [29], but threats like habitat destruction, alter-
ation and fragmentation are causing population declines and extinctions [30,31]. However,
artificial habitats can be used successfully by some species [32,33]. Most community studies
of Mediterranean pond-breeding amphibians have been carried out in natural rather than
in agricultural areas and have focused mainly on the influence of local wetland features
on individual species [34,35]. Negative effects of irrigation, mediated by the increased
use of fertilizers and pesticides alongside strong changes in landscape transformation,
have been described in biotic communities associated with Mediterranean ponds [36].
However, higher humidity as a consequence of irrigation, and the construction of water
channels could also have a positive effect, creating humid terrestrial habitats and improving
connectivity [37,38].

Therefore, our knowledge about the effects of agricultural management practices
on Mediterranean amphibian communities is incomplete. Further studies are needed to
better characterize the effects of the transformation of rainfed into irrigated agriculture on
amphibians and other associated biotic communities. Investigating the effects of agricul-
tural intensification and irrigation on amphibian communities is required to identify and
mitigate the negative effects of particular management regimes and to provide guidelines
for the conservation of diverse amphibian communities in agricultural areas.

We used a metacommunity approach to compare the amphibian communities of two
contiguous agricultural areas in northern Iberia. Both areas were managed as rainfed crops
(cereal) until the 1990s, when part of the area was transformed into intensively managed irri-
gated crops (corn), and have thus been subject to different agricultural management regimes
for several amphibian generations. We explore the effects of this process of agricultural
intensification on local amphibian community structure, beta diversity and patterns of species
occurrence and abundance. Our expectation is that amphibian communities in the irrigated
area will be altered as a result of habitat homogenization at the landscape scale, and this will
be reflected in differences in patterns of amphibian occupancy, abundance and community
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structure across differentially managed areas. Our a priori hypothesis is that irrigated ponds
will host less diverse amphibian communities with an altered community structure.

2. Materials and Methods
2.1. Study Area

The study area is located in SE León Province (Castilla y León, Spain), in the Iberian
North Plateau, near the Esla river, part of the Duero basin (Figure 1). The climate is
Mediterranean with continental influence, with cold winters and dry and hot summers.
Rainfall concentrates in the spring and autumn. Until the mid-1990s, the landscape was
dominated by a traditional agro-ecosystem, a mixture of rainfed crops (mostly cereal), oak
forest patches (Quercus pyrenaica) and meadows used for pasture. A considerable number
of natural ponds occur in this area, favored by local lithological features, mostly comprising
thin post-Tertiary deposits from the nearby Cantabrian Mountains [39]. All sampled ponds
are located in a formerly homogeneous area, part of which was transformed into intensive
irrigated agriculture around 1998, following the construction of the Payuelos irrigation
channel. Studies carried out in 1994 and 1995, a few years before the shift to irrigation,
showed that all ponds were homogeneous in their hydrochemistry [40] and in their aquatic
macrophyte and invertebrate communities [41], with eutrophication and hydroperiod
mainly shaping biotic differences among ponds. This is the first study about amphibian
communities in this region.

We selected two groups of 16 ponds with similar characteristics in each agricultural
management regime; that is, 16 ponds in the rainfed area and 16 in the irrigated area
(Table S1 in Supplementary Materials, Figure 1). These ponds are mostly shallow and
temporary, drying up during the summer months (July to September). Mean pond area
was 8551 m2 (range: 416–42,201 m2), and mean depth was 74 cm (range: 35–140 cm). Only
natural ponds were sampled; other wetlands, such as excavated ponds, inundated gravel
pits and irrigation reservoirs, were excluded from analyses. Surveys in these artificial sites
and in other natural ponds around our study area show they share a common amphibian
species pool with ponds in our study area (unpublished data).

2.2. Amphibian Sampling

Amphibians were sampled at night, during their breeding period (February to May,
2019). Each pond was sampled monthly during this period, resulting in four visits per pond,
covering the breeding phenology of all species expected to occur in the area. We selected
nights with optimal conditions for amphibian activity (temperature > 5 ◦C, humidity > 70%
or raining) for sampling. Sampling took place from sunset until 4–5 h later. On each visit,
we first conducted an acoustic monitoring survey for five to ten minutes, with no artificial
lights, in order to detect and, if possible, quantify all male anurans of the different species
calling. Then, we surveyed through the entire surface of each pond, except in the largest
pond (>40,000 m2), where we surveyed a 5 m band along the full perimeter of the pond,
where most breeding individuals concentrate. Amphibians were located directly with a
flashlight or through their eye shine. For capture, when necessary, we used a dip-net.

We recorded amphibian species as “present” in a sampled pond when we were able
to confirm reproduction of that species in the pond. In the case of newts, reproduction
was confirmed with the observation of adults in their aquatic phase, larvae or eggs, and in
anurans, by the observation of adults with nuptial pads, calling males, amplectant pairs,
larvae or eggs. Individual counts were performed for all species except for Pelophylax perezi,
due to the high abundance of this aquatic frog in some ponds. As a surrogate of amphibian
abundance in each pond we took the maximum count across all visits, considering only
adults. Most Iberian amphibians are explosive breeders, so the maximum number of
individuals recorded in a pond is expected to reflect the breeding peak of each species, thus
representing a good surrogate for population size. We standardized this value across all
ponds relative to pond area, obtaining a general value of abundance for each species and
pond in units of individuals/1000 m2.
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Figure 1. Map of the study area showing its location in León Province (Spain, inset), landscape cover types and sampled
ponds in each agricultural management group. The blue line represents Payuelos Channel. “Natural vegetation” includes
scrub, grassland and bare soil; “Artificial” includes roads and urban areas.

2.3. Environmental Variables

Following the ecological metacommunity approach [42], we considered environmen-
tal predictors at the local and landscape scales for the study of amphibian community
patterns on both agricultural management groups. At the local scale, we selected variables
affecting amphibian dynamics in temperate regions as reported in previous studies [43–46],
including pond area (m2), medium (average across visits) and maximum depth (cm), and
helophyte vegetation cover (%). Pond area and helophyte cover were measured directly
from satellite images (the more recent images available from the Spanish “Centro Nacional
de Información Geográfica”, CNIG) using ArcGIS 10.7 (®ESRI). Pond depth was recorded
on each visit using a graduated stick, at the point of maximum depth detected. Landscape
variables were considered at two spatial scales, 500 m and 1000 m from each pond, account-
ing for recorded dispersal distances of amphibian species in the area [47,48]. We recorded
the following landscape types: natural forest, forest plantation, grassland, scrub, bare soil,
wetlands, irrigated crops and non-irrigated (i.e., rainfed) crops. The importance of each
landscape type on a pond was calculated as the proportion cover (%) of a circular buffer of
500 m or 1000 m radio centered in the pond centroid. Land cover data was extracted from
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the database of “Mapa de Cultivos y Superficies Naturales de Castilla y León” (MCSNCyL,
Junta de Castilla y León). Proportion cover was calculated with ArcGIS.

For subsequent analyses, environmental variables were filtered to account for mul-
ticollinearity using Pearson’s pairwise correlation as calculated with R package stats [49]
(Table S2). We found high correlation between all landscape variables at the 500 and
1000 m spatial scales (Pearson’s Correlation Coefficient, r > 0.7), so we retained only one
value for each landscape spatial category, selecting the one less correlated on average with
the rest of environmental predictors. Retained variables included natural forest, artificial
surfaces, bare soil, scrub, irrigated and non-irrigated crops for the 500 m scale, and plan-
tation forest, grassland and wetland cover for the 1000 m scale (Table S3). We also found
a high correlation between maximum and medium pond depth (r = 0.93) so we retained
only medium depth as the predictor less correlated with the remaining variables.

2.4. Statistical Analysis

In a first level of inference, we tested for differences in species richness, abundance
and patterns of co-occurrence between the amphibian communities of the two agricul-
tural management groups. We first tested for environmental differences using local and
landscape environmental variables. Levene’s normality test was significant for almost all
variables, so we used the non-parametric Mann–Whitney test. To compare alpha diversity
(richness) and species abundance estimates between ponds in the two management groups
we used an Analysis of Similarities (ANOSIM). If significant, we looked for the species with
the highest contribution to inter-group differences using a Similarity Percentages (SIMPER)
test with 9999 permutations. Finally, we tested for differences in species by species paired
occurrences in irrigated and rainfed ponds using Fisher’s exact test. All analyses were
performed with packages stats and vegan in R.

For the second level of inference, we quantified differences in community composition
among and within agricultural management groups. We calculated beta diversity following
the additive partition approach [50], which decomposes total beta diversity (calculated by
the Sørensen index, βsor) in two components explaining different measures of inter-site
differences: spatial turnover (measured by Simpson’s index, βsim) and nestedness (βnes).
Differences due to turnover are caused by the replacement of some species by others
between two sites, and nestedness occurs when the species composition of a community
is a subset of that of another richer community. We used presence/absence matrices to
calculate the three components of beta diversity for all ponds and separately for each
group using the function ‘beta.multi’ implemented in R package betapart [51]. Then, we
calculated the three beta components for each pair of ponds within the groups using the
function ‘beta.pair’ in betapart to test for differences in beta diversity between irrigated
and rainfed ponds. Pairwise approaches have been used in many ecological comparisons
of multi-site data because they provide a good surrogate of average differences between
paired samples [52,53]. Pairwise values were pooled for each group using the function
‘dist2list’ in R library spaa [54]. Since pairwise beta value distributions did not fit a normal
distribution, we used Mann–Whitney’s test to assess differences between irrigated and
rainfed amphibian communities in all three beta diversity components.

The third inference level focused on differences in amphibian community structure
between ponds and agricultural management groups. We followed the “Elements of Meta-
community Structure” (EMS) approach [55], which uses analyses of coherence, turnover
and boundary clumping to distinguish several idealized metacommunity patterns (Evenly
Spaced, Gleasonian, Clementsian, Nested, Checkerboard and Random). Prior to this anal-
ysis, species by site matrices were ordered by reciprocal averaging following the main
axis of community variation. Coherence is assessed by counting the number of embedded
absences, and significance is assessed by comparing against a null distribution created by
random reordering of the community matrix. Then, turnover is calculated with the number
of replacements between species among sites and Morisita’s Index is used for the evalua-
tion of Boundary Clumping [56]. The distinct metacommunity structure patterns represent
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a gradient from metacommunities driven by environmental species sorting (Clementsian,
Checkerboard) to other patterns driven by species dispersal (Nested) or intermediate situa-
tions (Evenly Spaced, Gleasonian, Random). This analysis was performed with package
metacom in R [57].

Finally, we explored the main drivers of individual species preferences using both an
ordination analysis via redundancy analysis (RDA) and a binomial regression analysis, with
species composition per site as the response variable and all environmental predictors as
factors. For the regression analysis we summarized environmental variables via Principal
Component Analysis (PCA), which reduced the set of predictor variables to six princi-
pal components reflecting the main gradients of environmental variation among ponds
(Table S4). Then, we conducted logistic regression analyses with these principal compo-
nents as the new environmental variables. Using this approach decreases the complexity
of fitting regression models [37] and also reduces problems of perfect separation (which
could be detected and thus excluded from the final models). Model selection was based
on Akaike’s Information Criterion (AIC) using a stepwise procedure. Analyses were per-
formed with package vegan in R. For the RDA analyses we used software Canoco 4.5
CanoDraw4 to analyze and plot results [58].

3. Results

The environmental comparison between ponds in the two agricultural areas showed
significant differences for many landscape variables, but not for the local ones (Table S3).
The overall landscape was dominated by grasslands (≈20% cover), and rainfed crops
(>40%). Natural vegetation cover, excluding grasslands, was significantly higher in the
traditionally managed landscape (>12% versus <1%), with more proportion of natural and
planted forest, bare ground and scrub. As expected, the landscape surrounding ponds in
the irrigated area showed a significantly higher proportion cover of irrigated crops and
artificial surfaces. Wetland cover, reflecting pond density, was not different between both
agricultural areas. The irrigated area was mainly characterized by a greater diversity of
crops, both irrigated and rainfed, but with less proportion of natural cover (forest and
pastures). Therefore, the rainfed area has a greater level of landscape heterogeneity, with
a mixture of crops and natural areas, whereas the irrigated area is more homogenous,
containing mostly crops.

We found eight amphibian species in the study area: marbled newt (Triturus marmora-
tus), Iberian ribbed newt (Pleurodeles waltl), western spadefoot toad (Pelobates cultripes),
Iberian painted frog (Discoglossus galganoi), spiny toad (Bufo spinosus), natterjack toad
(Epidalea calamita), Iberian treefrog (Hyla molleri) and Iberian green frog (Pelophylax perezi).
All species were found at least once in both irrigated and rainfed areas except for the
painted frog, which was only found in five ponds in the rainfed area. All species were
more frequent in the rainfed area, except for the marbled newt and natterjack toad, which
occurred in the same number of ponds in the two areas. Fisher’s test showed significant
differences in the occurrences of P. cultripes (p = 0.015) and D. galganoi (p = 0.043) between
the two pond groups, with both species being more frequent in the rainfed area (Table S5).

Species richness ranged from one to seven amphibian species across ponds. Mean
species richness by pond also differed between the two areas, with ponds in the rain-
fed area having significantly more amphibian species on average (ANOSIM R: 0.097,
p < 0.02; Figure 2). The SIMPER analysis showed P. cultripes, E. calamita and P. waltl to
be responsible for more than 50% of inter-group differences in species richness (Table S6).
Overall, amphibian abundance was more similar between agricultural management groups
than species richness (Figure 2), and abundance estimates for the different species were not
significantly different between irrigated and rainfed ponds (Table S7), although P. cultripes
and P. waltl were considerably more abundant in rainfed ponds (>40% more).
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Figure 2. Comparison of mean amphibian abundance (left) and species richness (right) between irrigated and rainfed areas.
* Significant under α = 0.05.

Partition of beta diversity (Table 1) showed higher total beta diversity in rainfed
ponds, with higher values of the nestedness and turnover components in comparison with
the irrigated area. Turnover was more important than nestedness in both areas, but the
partition also showed stronger differences between the two components for irrigated than
for rainfed ponds. Rainfed ponds hosted more amphibian species on average, with some
of them being present in only a few ponds (E. calamita, B. spinosus, D. galganoi). Thus, they
are expected to have higher total beta diversity values than irrigated ponds, which have
fewer species and similar occurrences.

Table 1. Partition of total and pairwise beta diversity in irrigated and rainfed ponds, following the
additive partition approach. The statistical significance of differences between groups was assessed
with Mann–Whitney tests. * Significant under α = 0.05.

Sorensen Simpson Nestedness

All ponds Rainfed 0.75 0.5 0.25
All ponds Irrigated 0.6 0.42 0.18

All ponds Rainfed + Irrigated 0.81 0.61 0.2
Mean Pairwise Rainfed 0.177 0.092 0.084
Mean Pairwise Irrigated 0.368 0.166 0.202

Pairwise U Mann-Whitney 16,996 30,014 21,802
Pairwise p-value 2.20 × 10−16 * 0.06 3.478 × 10−11 *

The density distribution of pairwise values is shown in Figure 3. Beta diversity among
all ponds was higher in the rainfed area, but pairwise beta diversity reached significantly
higher values for irrigated ponds both in total beta diversity and in the nestedness com-
ponent (Table 1), highlighting the existence of some pairs of well-differentiated ponds in
their community composition (Figure 3). Based on pairwise comparisons, mean nestedness
was higher than turnover in the irrigated group. Rainfed ponds showed less difference
between nestedness and turnover beta diversity on the mean pairwise values than on the
overall beta value. In spite of the major importance of turnover for total beta diversity,
pairwise measures showed some pairs of ponds with high nestedness in the irrigated
group, with these nestedness pairwise values being significantly higher than in the rainfed
group (Figure 3, Table 1). Thus, in the irrigated group there are some species-poor ponds
whose species composition is a subset of that found in other ponds.
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Figure 3. Distribution of pairwise beta diversity values for each component of beta diversity in irrigated (left) and rainfed
(right) ponds, following the additive partition approach.

The results of the EMS analysis are summarized in Table 2. EMS showed a random
pattern for the community structure of ponds in the irrigated area and also when ponds
of the two areas were considered jointly. Rainfed ponds showed a significant coherence
pattern and a Clementsian-type community, characterized by positive turnover and signifi-
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cant boundary clumping. Species by site matrices ordered by reciprocal averaging for each
management group are shown in Figure 4.

Table 2. Results of the Elements of Metacommunity Structure Analysis. * Significant under α = 0.05.

Coherence z Coherence
p-Value Turnover z Turnover

p-Value
Morisita

Index
Morisita
p-Value Structure

Rainfed 2.05 0.04 * 1.78 0.075 2 0.0012 * Clementsian
Irrigated 0.62 0.53 1.7 0.09 NA NA Random
All ponds 0.96 0.34 2.41 0.015 * NA NA Random

Figure 4. Occurrence matrices of all amphibian species in irrigated (left) and rainfed (right) ponds,
ordered by maximum coherence following EMS analysis. Black boxes indicate species presence (columns)
in each pond (rows). EC: Epidalea calamita, PC: Pelobates cultripes, PW: Pleurodeles waltl, HM: Hyla molleri,
PP: Pelophylax perezi, TM: Triturus marmoratus, DG: Discoglossus galganoi, BS: Bufo spinosus.

Regarding the environmental preferences of individual species, regression analyses
(Table S8) mostly showed weak and non-significant responses of amphibian species to the
main gradients of environmental variation. Discoglossus galganoi and P. cultripes showed
preference for large ponds in heterogeneous landscapes with low irrigation, in accordance
with their lower abundance and occurrence in the irrigated area.

On the other hand, the RDA analysis combining landscape and local variables showed
clear differences between rainfed and irrigated ponds (Figure 5). The main two axes
of the redundancy analysis explained up to 61.9% of amphibian community variation,
with similar importance (Axis 1: 32.6%; Axis 2: 29.3%). Both axes were driven by a
combination of local and landscape features and thus represent landscape heterogeneity.
Axis 1 can be interpreted as a gradient from vegetated ponds in intensive agricultural
sites (high axis values), to more insolated ponds in heterogeneous landscapes with a
greater proportion of natural forest. Axis 2 mostly represents pond size and landscape
heterogeneity, with negative values correlating with the amount of irrigated and non-
irrigated crops. Overall, the RDA plot (Figure 5) shows separation between ponds in the
two agricultural management regimes, with landscape variables being most discriminative.
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Irrigated ponds are associated with high scores on axis 1 and markedly low scores on axis
2 (corresponding to smaller ponds in agricultural landscapes).

Figure 5. RDA ordination plot showing the main two redundancy axes and their relationships with
local and landscape environmental variables (red arrows) and patterns of amphibian species occur-
rence (blue arrows). PLEWAT: Pleurodeles waltl; TRIMAR: Triturus marmoratus; PELCUL: Pelobates
cultripes; DISGAL: Discoglossus galganoi; BUFSPI: Bufo spinosus; EPICAL: Epidalea calamita; HYLMOL:
Hyla molleri; PELPER: Pelophylax perezi. Environmental variables at the local scale: pond area in
m2 (AREA); medium pond depth (MEDE); helophyte cover in % pond area (HECO). Landscape
variables in % cover at a 1000 m scale from the pond: man-made forest, poplar or pine (ARTR1000);
grasslands (GRA1000); wetlands (WET1000). In % cover at a 500 m scale from the pond: natural oak
forest (NTTR500), artificial surfaces (ART500), bare ground (BAR500), scrub (SCR500).

Species responses were in general positively correlated with natural vegetation and
pond size, except for E. calamita, which preferred smaller ponds close to other wetlands
(Figure 5). RDA also offers an environmental explanation for the community turnover
pattern among rainfed ponds. The responses to environmental variables were similar for
B. spinosus and D. galganoi, both showing a strong preference for large and deep ponds.
On the other hand, the presence of E. calamita decreased with pond area and depth and
increased with the vicinity of wetlands. The presence of P. cultripes was highly correlated
with natural forests and low agricultural cover at the landscape scale, preferring insolated
ponds (with low helophyte cover). Triturus marmoratus was more frequent in large ponds
with aquatic vegetation. Finally, the responses of P. perezi, H. molleri and P. waltl were
similar and positively correlated with the presence of natural vegetation at the landscape
scale and negatively affected by both types of croplands.

RDA found no clear differences in the effects of irrigated and rainfed crops on am-
phibian presence. Both types of crops showed negative effects on all species, except on
E. calamita, which seems to be slightly favored by irrigated crops. The effect of rainfed
crop cover on species occurrences seems to be stronger than that of irrigated crops, but
this could be a consequence of the higher abundance of rainfed crops in the study area.
The species which seemed more negatively affected by crop cover were also the scarcest
in the intensively managed area: D. galganoi and B. spinosus. Other species, like H. molleri,
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P. perezi, P. cultripes, and P. waltl were also negatively correlated with crop cover, as the
amount of crop cover was also correlated with lower cover of natural vegetation.

4. Discussion

Our analyses showed significant differences between the two agricultural manage-
ment groups in the terrestrial landscape matrix surrounding sampled ponds, and in their
associated amphibian communities, which differed in structure and distribution patterns.
These differences are linked to the effect of landscape (e.g., higher natural vegetation
in rainfed area), but not local variables across management groups. This suggests that
the transformation of rainfed crops into irrigated agriculture has resulted in an overall
homogenization of the landscape with negative consequences for amphibian communities.

As we predicted, amphibian species richness was significantly higher in rainfed than
in irrigated ponds (Figure 2), in accordance with previous studies supporting a positive
relationship between landscape heterogeneity and amphibian richness [43,59]. Species
composition was similar in irrigated and rainfed areas, with the exception of D. galganoi,
which was only present in the latter, albeit in a small number of ponds. Overall, total
species abundance was not significantly different in the two agro-systems, but some
species were markedly less abundant in the irrigated area, including B. spinosus, P. cultripes
and P. waltl. Pelobates showed the most contrasting patterns of occupancy between the
two areas, as shown by our SIMPER analysis. This species has low dispersal capacity
compared to other sympatric amphibian species [44], and is strongly dependent on non-
compacted soils, where they burrow for refuge [60]. Traditionally managed areas could
favor the presence of the species by maintaining a larger extent of bare soil and fallow.
Negative effects of intensive agriculture on this species were also reported by [33], who
found a strong negative correlation between agricultural cover and larval abundance. On
the other hand, Discoglossus usually breeds in shallow and ephemeral puddles [61]; the
loss of inundated grassland habitats surrounding ponds in the irrigated area may have
negatively affected this species. Deleterious effects of agrochemicals have been reported
for both Pelobates and Discoglossus in their larval stages [62,63], suggesting that reduced
abundance in intensified areas could be associated with the increased use of fertilizers and
pesticides around irrigated ponds. A previous study [64] found important concentrations
of pesticides and fertilizers in the study area, with a positive relationship between the
intensity of agricultural management and the amount of polycyclic aromatic hydrocarbons
(PAHs, a family of pollutants) in the ponds.

Beta diversity also differed across management groups, while the turnover component
dominated on both irrigated and rainfed pond groups, as in other amphibian studies [65,66]
(but see [67]). The latter showed higher beta diversity on all three components. The pairwise
analysis showed a “harmonic” pattern on the rainfed side, with a majority of pond pairs
showing small differences in community composition, in contrast with irrigated ponds,
where we found a non-normal pattern, with more pronounced community differences
among ponds. This may be the result of local extinction processes in the irrigated pond
metacommunity, with some irrigated ponds having only three or less species. Local
extinctions can increase pairwise beta diversity due to turnover among impoverished
communities (subtractive heterogenization [53]). Pairwise beta diversity due to nestedness
is also expected to increase among pairs of ponds with different levels of degradation, as
the most degraded will have lost a higher number of species. Pleurodeles waltl, B. spinosus,
H. molleri, P. perezi and especially P. cultripes occur less frequently in irrigated than in rainfed
ponds, and could thus be considered to be more sensitive towards intensification, driving
observed inter-pond differences. On the other hand, E. calamita and T. marmoratus show
an equal number of occurrences on both irrigated and rainfed areas, and can therefore
be regarded as more tolerant to changes in agricultural practices. This decrease in beta
diversity associated with agricultural intensification has not been described in amphibians
or in Mediterranean environments so far, but it has been reported in other taxonomic
groups in different geographic regions [68–70].
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To our knowledge, this is the first study to apply the EMS approach for the characteri-
zation of amphibian metacommunities. Our results suggest that amphibian communities
in areas affected by agricultural intensification are more randomly structured, whereas in
traditionally managed areas, species arrange in communities formed by species with simi-
lar environmental preferences. The analysis shows rainfed ponds display a Clementsian
metacommunity pattern, whereas no clear pattern could be associated with irrigated ponds,
as their incidence matrices were not significantly coherent [56]. Clementsian patterns are
named after the classic text by Clements [71], and represent discrete species assemblages
that replace each other along an environmental gradient [55]. Each assemblage can be
referred to as a compartment [72]; based on ordered matrices we can distinguish three as-
semblages in rainfed ponds: ponds with D. galganoi and B. spinosus, ponds with E. calamita,
and ponds hosting only the most generalist species. This result is in accordance with the
higher importance of the turnover beta diversity component on the rainfed side, both for
total beta and for pairwise values. The absence of D. galganoi and the extreme rarity of B.
spinosus in the irrigated area, along with the greater scarcity of species that are common
in the rainfed area, probably explain the random metacommunity structure of irrigated
ponds. Differences in community structure could thus represent the disassembly of a
recognizable metacommunity pattern (Clementsian, Gleasonian or Nested) into a random
pattern following anthropic disturbances [73,74].

Our analysis for individual amphibian species showed lower potential to detect possible
effects of agricultural management regimes compared to analyses at the community-level. This
shows the advantage of metacommunity approaches when addressing large scale ecological
perturbations associated with human activities. Specifically, logistic regressions were not
very informative, probably because many species were present in most of the ponds, while
others appeared in a small number of ponds. This reduces the power of this type of analysis
to relate the presence of each species to environmental variables. On the other hand, RDA
provided further insights on the role of different factors in shaping community differences
across management groups. Specifically, these analyses revealed a positive association of all
amphibian species with the amount of natural vegetation, and negative responses to crop
cover. The exception is E. calamita, which seems to be more dependent on local variables,
especially pond area and depth [75], and thus more indifferent to agricultural management
regimes. A positive relationship between amphibian richness and natural vegetation cover
has been found in previous studies [45,76–78]. Amphibian species in our study area showed
different responses to anthropogenic alterations driven by agricultural intensification, as found
in previous studies [40,79,80], and while some do not appear to be sensitive to landscape
homogenization, those most affected are Iberian endemics of conservation concern (D. galganoi,
P. cultripes), included in the EU Habitats Directive.

Our results have important implications for amphibian conservation in Mediterranean
croplands. First, local variables seem to be more important than landscape variables
in driving the observed turnover (i.e., Clementsian) pattern among rainfed ponds. In
this context, conservation planning is recommended to target multiple ponds, not only
those with higher species richness [53]. In contrast, conservation efforts should focus on
the richest sites at the expense of species-poorer communities when nested patterns are
found, as in some ponds in the irrigated area. In Mediterranean pond-breeding amphibian
communities, which are characterized by strong rainfall variation and unpredictability
and thus with high probability of local extinctions due to stochastic factors, these general
guidelines should be complemented with explicit assessments of inter-pond connectivity
to account for possible rescue effects [81].

Agricultural intensification has been shown to promote population fragmentation
in amphibians, but crop compositional heterogeneity can have positive effects for some
species [59]. In our study area, however, diversification of crop types with the introduction
of irrigated crops seems to have negatively affected amphibian communities. Moreover, the
increase of the water content of soils and the presence of channels with excess water from
irrigation in the irrigated area did not have a positive effect on amphibian communities, in
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contrast with the significant negative effect of reduced natural vegetation patches (forest,
scrub and grassland). Our study supports the application of environmental measures for
biodiversity conservation in European agricultural policies, including preserving strips of
forest or scrub across crop plots to favor the persistence of diverse amphibian communities.
Patches of natural grassland and bare soil, especially near water bodies, can also provide
adequate foraging and terrestrial refugial habitats for some species. Regulations like
the Common Agriculture Policy should stress the role of patches of natural vegetation
and promote the construction and maintenance of small ponds and wetlands, providing
breeding habitat, terrestrial corridors and refugial areas for amphibians.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/land10090924/s1, Table S1: Location of the sampled 32 ponds and agricultural management
groups (Datum: WGS84); Table S2: Pearson’s correlation between environmental variables from
sampled ponds. In brown, removed variables due to high correlation. Local variables are AREA:
pond area (m2), MXDE: maximum pond depth on all visits (cm), MEDE: medium pond depth on
all visits (cm), HECO: proportion of helophyte cover over pond area (0–1). Landscape variables
(proportion of surface on a 500 m or 1000 m buffer around the pond) are ARTR: man-made forest,
poplar or pine, GRA: grasslands, WET: wetlands other than the sampled pond, NTTR: natural oak
forest, ART: artificial surfaces, BAR: bare ground, SCR: scrublands; Table S3: Means and range of
values for environmental variables recorded in ponds in the two agricultural management areas,
with statistical significance of differences between irrigated and rainfed groups assessed with Mann-
Whitney tests. Variable names as in Table S2; Table S4: Environmental variables summarized via
Principal Components Analysis (PCA) showing the scores for each principal component (PC) and
environmental variable; Table S5: Occurrences of amphibian species (number and proportion of
occupied ponds) in irrigated vs. rainfed ponds. Statistical significance of differences was assessed by
means of Fisher’s test; Table S6: Results of the SIMPER analysis between irrigated and rainfed pond
communities; Table S7: Abundances of amphibian species (individuals/1000 m2) in irrigated vs.
rainfed ponds. Statistical significance of differences between the two agricultural areas was assessed
with ANOSIM test.
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