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Abstract: The continuous use of Cu-based fungicides in viticulture has caused Cu accumulation in
soils, which represents a major environmental and toxicological concern. The purpose of this study
was to verify whether the organic management would be more resilient to temperature and moisture
stresses in comparison to conventional practices. Two organic and two conventional vineyard soils,
contrasting in pH, were exposed for six months to temperature stress (29 °C), moisture stress (10%
water holding capacity—WHC), and combined stresses (29 °C—10% WHC). Main soil properties,
Cu speciation, bioavailability, and leaching were monitored before and after 6 months” incubation.
Results confirm that the increase of temperature caused a decrease in both total organic carbon (TOC)
and dissolved organic carbon (DOC) (up to 19% and 49%, respectively), a decrease in available
ammonium, and an increase in nitrate. Moisture stress tends to mitigate some of these changes.
Despite that, changes of Cu bioavailability and leaching were limited and rarely significant. Moreover,
no regular trends between conventional and organic management could be observed. Changes in
soil pH and total N (TN) appeared as the most influencing properties to regulate Cu behavior in
vineyard soils. Calcareous soils were more resistant to environmental stresses compared to acid soils,

regardless of the type of management (conventional or organic).
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1. Introduction

Among the processed crops, which include all agricultural and food products obtained
from their respective primary raw materials, wine is the second most important in Europe
after beer (FAOSTAT [1]). The European wine-growing areas are generally located in
climatic zones which, however, favor the occurrence of fungal diseases, including downy
mildew (Plasmopara viticola). The regular and intensive use of Cu-based fungicides (e.g.,
Bordeaux mixture, Cu oxychloride, or Cu hydroxide) to protect grape vine plants from
these pests has led, in the long-term, to an accumulation of Cu in vineyard soils (especially
in the upper horizons), hence reaching concentrations far above the trace levels required
for healthy plant growth [2] and possibly even exceeding the limits prescribed for safe
agricultural soils (50-150 mg kg !, with lower levels for acid soils) in the European Union
(EU). In 2018, the results of the study, which used 21,682 soil samples to study copper
distribution in 25 EU Member States [3], showed that vineyards have the highest average
soil Cu concentration of all land use categories.

As organic agricultural methods are becoming more common, especially in Europe,
where over the decade 2010-2019 the total area of vineyards under organic management
tripled to 380,000 ha [4], the total use of Cu-based fungicides remains an important issue,
since these pesticides have not yet an effective substitute in organic viticulture. It must be
stressed that Cu is also an essential element for plants and is, by definition, necessary for
the proper functioning of all organisms, since it plays a key role in various biochemical
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and physiological processes associated with the growth and development of plants [5].
Nevertheless, depending on the concentration and its bioavailable fraction, Cu can also
have toxic effects on plants, especially at very high bioavailable Cu concentrations; grape
vine plant growth and productivity could be severely impaired [6-9].

Winegrowing is considered a low contributor to greenhouse gases (GHG) emissions
compared to other human activities, but more attention should be paid to the consequences
that climate change will have on vineyards in the future [10]. Taking into consideration
different prediction models, we can see that for Mediterranean regions in the twenty-first
century, the mean temperature will warm 20% more than the global average [11]. Warming
will be particularly large in summer and for the northern Mediterranean land areas, where
Slovenia is also located, and the increase is predicted to be up to 100% larger than the global
average temperature rise [11]. Reduction of precipitation (predicted decrease average rate
around —20 mm/°C) will affect all seasons; moreover, for the northern Mediterranean
region, the reduction will be largest in summer [11], when the vine plants need the majority
of water as the grapes develop and ripen during this time. Based on these predictions,
severe or extreme droughts are expected to become substantially more frequent than the
recent past [12]. If extreme droughts in the recent past were occurring once in 10 years,
in southern Europe by the late 21st century with increase of temperature for 8.5 °C, such
events would be experienced about every second year [13], regardless of the degree of
mitigation of CO, emissions that will be followed [14]. This alternative stability of climatic
pressure lies outside the limits of ecosystem resilience and may indicate that in some cases
vegetation will either adapt to the new conditions or be succeeded by more water-stress-
tolerant species [15]. Climate changes raise concerns about the fate of the Mediterranean
wine production and the effectiveness of mitigation measures.

The availability and leaching of Cu is strongly correlated with soil pH and soil organic
matter content [16], type and content of clay [17], and carbonate and phosphate content [18].
Fernandez-Calvifio and colleagues [19] examined soils from 170 vineyards in Spain that had
been treated for a long time with Cu-based fungicides and have a pH between 4.9 and 6.6.
They found that Cu is mainly found in less mobile fractions, with about 48% being bound
to soil organic matter. Similar results were also reported from other researchers [20-22].
Villanueva-Rey and colleges [23] found that the organic carbon content in soils is one of
the main factors influencing the Cu toxicity potential: a higher content is associated with a
lower ecotoxicity potential. Due to the high affinity of Cu to soil colloids and especially to
soil organic matter, Cu is classified as a less mobile element in near-neutral soils [16]. For
this reason, wine producers have been able to apply large quantities of Cu salts to soils
over time without causing evident toxicity to crops [24]. Nevertheless, it is quite common
for soil organic matter to be scarce in vineyards, especially in Mediterranean areas, due
to several factors. First of all, the vineyards are generally located in hilly areas and on
less fertile soils that are prone to erosion. Moreover, preparing the soil to adapt to the
vineyard’s mechanization is a common practice that sometimes creates degraded areas
due to the reduction of soil depth and water storage capacity, excessive accumulation of
calcium carbonate in the topsoil, and loss of soil structure [25].

About two decades ago, aspects of temperature sensitivity and degradation rates of soil
organic matter, which according to Arrhenius kinetics [26] can increase with increasing tem-
perature, as well as the realization that more complex molecular properties in soil organic
matter are characterized by low degradation rates, high activation energies, and inherently
high temperature sensitivity [27], triggered a new generation of research on this topic. The
temperature sensitivity of soil organic matter has been intensively studied, and numerous
reviews, summaries, and meta-analyses using laboratory incubation studies [28,29] have
been conducted to answer questions about the relative decomposability of soil organic
matter. These studies used different incubation temperatures from —15 °C up to +55 °C
and also different incubation times from a few hours up to 720 days. As there are already a
lot of different data on the incubation of different soil types, Schddel and colleges [30] made
the Soil Incubation Database (SIDb, version 1.0, https://soilbgc-datashare.github.io/sidb/,
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accessed on 11 February 2023) available online. Soil incubation studies in the laboratory
are often used to estimate the decomposability of soil organic matter by measuring the
release of greenhouse gases (i.e., CO, or CHy) when C is mineralized from the soil under
different redox conditions. The results of incubation studies can inform global models of
the size of the C pool and the rate of soil organic matter processing and the sensitivity
of process rates to changes in abiotic factors such as soil temperature, moisture, pH, etc.
However, there have not been many applicative studies on the effects of organic matter loss
in agricultural land and even fewer on vineyard soils. These studies tend to focus more
on how different management systems in vineyards affect soil organic matter [31-33]. As
mentioned above, Cu has a high affinity to soil colloids and especially to soil organic matter,
which makes Cu a low-mobility element, particularly in soils with pH close to neutrality.
Due to the potential decomposition of organic matter caused by global warming in the
topsoil of arable land, water contamination from vineyards can also be expected in the
long term. From this point of view, it is very important to identify possible changes in soil
organic matter in vineyards contaminated with Cu and their consequences.

The aim of this work is to compare the resilience of organic vineyards to conventional
managed ones in relation to the risk of an increase of plant availability and leaching of Cu
from contaminated soils as consequence of climate stresses: temperature increase, moisture
decrease, and combined climatic stresses. Our hypothesis is that the increased mineral-
ization of SOM caused by temperature rise would release complexed Cu into solution,
increasing its bioavailability and hence its leaching risk, and that organic-managed soils
containing more recent SOM would be more vulnerable than conventional-managed ones.

2. Materials and Methods
2.1. Soil Sampling and Physicochemical Properties

Two organic and two correspondent conventionally managed vineyard soils of con-
trasting pH, polluted with high levels of Cu, were selected from a preliminary large soil
survey. Soils were sampled in two Slovenian wine regions (Stajerska and Vipava Valley).
Three soils (acid conventional, acid organic, and calcareous organic) were taken from the
wine region of Stajerska, and one soil (calcareous conventional) from the Vipava Valley.
Total Cu in all selected soils was above 100 mg kg1, but not achieving the extreme values
measured in some Slovenian vineyards [34]. The vineyards were more than 20 years old
and soil surfaces were permanently covered with grass. Sampling was carried out with an
auger at 10-15 different points randomly distributed throughout the vineyard to a depth of
20 cm. Soils were collected in August 2020. Approximate mass of sample taken on field
was about 10 kg.

Soil samples were sieved through a 2 mm sieve and divided into two parts: 1 kg
of sample was air-dried for chemical analyses, and the rest was kept moist and used
for climate change simulations (see Section 2.2). Part of soil samples were additionally
grounded and sieved through 250 um sieve for total Cu measurement. Pseudo-total Cu
in soil was measured using the USEPA 3052 [35] mineralization method and inductively
coupled plasma atomic emission spectroscopy, ICP-AES, (Agilent 5800). In brief, 0.5 g of
soil (sieve through 250 um) was digested in a microwave oven using 10 mL of concentrated
(65%) HNOs. The digest solution was filtrated using a 0.2 um PTFE filter and measured
after dilution and addition of yttrium (Y) as internal standard.

The soils were also fully characterized for texture, pH, total carbonates, total organic
carbon and total nitrogen (TOC and TN), dissolved organic carbon (DOC), available phos-
phorus (Olsen P), and inorganic nitrogen (NO3 ~ /NH4 ™). Soil texture was measured in a
Bouyoucos’ cylinder with an ASTM 152H hydrometer. Soil pH was measured in water
(1:5, weight-to-volume ratio). Total organic carbon and total nitrogen (TOC and TN) were
determined by automated thermal analyses where carbon is converted to CO, by flash com-
bustion at 1080 °C (Costech Elemental Combustion System 102 elemental analyzer, Costech
Instruments, Valencia, CA, USA). Carbonates were previously removed from 10 mg of
soils by treatment with HCl in silver capsules. C/N ratios were then calculated. Dissolved
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organic carbon (DOC) was measured on dry, sieved soils (12.5 g) using 30 mL 0.5 M K;SO4
in a 50 mL Falcon tube. The extraction time was 1 h at 200 RPM shaking. After extraction,
samples were filtrated (0.2 pm CA filter) and frozen before analyses. DOC was measured
using carbon analyzer (TOC-VCPN, Shimadzu). Inorganic C analysis (carbonates) was
determined using a modified pressure-calcimeter method. Olsen P was measured using
2 g of soil sample extracted into 40 mL of 0.5 M NaHCOs [36]. After extraction (30 min,
250 RPM) the solution was filtrated (0.2 um CA filter) and P measured with ICP-AES.
Calibration was performed using standard solutions (0.5, 1, 5, 10, 20 ppm) prepared from a
P 1000 mg L~! ICP-standard solution in 5% HNOj, with Y as internal standard.

Inorganic nitrogen (NO;~ and NH4*) was measured after 60 min extraction of 5 g soil
into 25 mL of 0.5 M KCl at 200 RPM. Extraction solution was filtrated through a 150 mm
glass filter paper and determined using a segmented flow injection analyzer (Skalar San++,
Breda, The Netherlands).

2.2. Soil Incubations

The temperature sensitivity of soil organic matter is a key factor determining the
response of the terrestrial carbon balance to climate warming. In this research, a modified
laboratory design by Hartley and Ineson [37] was used for determining soil C losses in
response to warming, drought, and combined climatic stress (i.e., warming plus drought).
The selected soils were sieved through a 2 mm mesh and preincubated aerobically for
14 days at 20 °C and 40% water holding capacity (WHC) (named as “before incubation”).
After preincubation, soil samples were divided into 16 pots with 1.5 kg of soil. Each soil
sample was exposed, for 6 months, to four different conditions that differ in tempera-
ture and moisture: 19 °C and 40% WHC (control without stress), 19 °C and 10% WHC
(moisture stress), 29 °C and 40% WHC (temperature stress), and 29 °C and 10% WHC
(combined stress) (see Supplementary Material Figure S1). To keep the soil moisture con-
stant, incubations were carried out in sealed containers of about 1 L capacity, positioned in
two temperature-controlled chambers. Moisture was controlled every month and water
was added if required. Sampling of the incubated soils was carried out at the end of
6 months” incubation. Samples were air-dried and stored at room temperature before
chemical analyses.

2.3. Cu Fractionation

Selective dissolution methods provide useful information on metal binding and mo-
bility; nevertheless, it should be remarked that there is no selective dissolution scheme free
of shortcomings [38,39]. In the present study, the distribution of Cu in the soil solid phase
was determined, in triplicate, using the four-step sequential extraction scheme proposed
by the Community Bureau of Reference (BCR-method) [40]. This method is one of the
most widely used and has been frequently applied to reveal the speciation and mobility of
potentially toxic elements in soils and sediments.

In brief, Step 1: 1 g of soil was extracted (16 h) in 40 mL of 0.11 M acetic acid. In super-
natant after centrifugation (3000 RPM for 20 min), Cu was measured and the residue was
used in the next step. Step 2: extraction of soil residue with 40 mL of 0.5 M hydroxylamine
hydrochloride was performed for 16 h. In supernatant after centrifugation (3000 RPM for
20 min), Cu was measured and the residue was used in the next step. Step 3: digestion
of soil residue was performed using 20 mL of 30% H,O, (pH = 2-3) at 85 °C in a water
bath for 1 h. Later, the cover of the vessel was removed and when solution was evaporated,
50 mL of 1 M ammonium acetate was added into the soil residue. After 16 h of extraction,
Cu was measured in supernatant after centrifugation (3000 RPM for 20 min), residue was
used in the fourth step, also named the residual step. Step 4: the soil sample was digested
in a microwave oven using 10 mL of concentrated (65%) HNOj. The extracted solutions
were filtrated using a 0.2 um PTFE filter. Cu concentration in diluted soil extracts was
analyzed by ICP-AES (Agilent 5800). Calibration was performed using standard solutions
0.5, 1, 5,10, 30, 50 mg L1 prepared from an ICP-standard 23-element solution in 5%
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HNOj (Merck solution IV), with yttrium (Y) as internal standard. Strict quality assurance
and quality control (QA/QC) were taken, including blanks, analysis of reference material
(CRM 601), and analysis of laboratory control samples. The recoveries of Cu, i.e., the ratio
between sum of the four steps to the total soil Cu content, ranged from 89 to 114% with an
average of 98.5%.

2.4. Cu Leaching and Bioavailability

The potential leaching of Cu from soils into the groundwater system was assessed after
6 months’ incubation according to the toxicity characteristic leaching procedure (TCLP),
measured by the USEPA method 1311 [41]. The procedure involves shaking 3 g of soil
in 30 mL of 0.0992 M acetate buffer at pH 2.9 £ 0.05 for 18 h on a rotary shaker at about
300 rpm. Extracts were filtered (0.2 um), acidified with HNO3, and stored at +4 °C until
ICP-AES determination.

To predict potential bioavailability of Cu from soils, an extraction with 0.01 M CaCl,
solution (pH 5.5) was carried out for 24 h at 20 RPM [42]. Extracts were filtered (0.2 pm),
acidified with HNOj3, and stored at +4 °C until ICP-AES determination.

Concentration of Cu in TCLP and CaCl, extracts was carried out by ICP-AES, as
described in Section 2.3.

2.5. Statistical Analysis

Measurements and analyses on soils were based on oven-dried soil samples. Each
treatment (control, temperature, moisture, or combined stresses) was replicated three times
and data reported as mean + standard deviation (SD). In order to assess the effect of
the imposed stress, each soil property was analyzed using one-way analysis of variance
(ANOVA) within each soil type and management (calcareous conventional, calcareous
organic, acid conventional, and acid organic), followed by Tukey HSD post hoc test. In order
to assess the effect of soil type and soil management, a two-way ANOVA was conducted.
Differences between treatments were considered significant at p < 0.05 and identified in the
figures and tables with different letters. Pearson coefficient was calculated to measure the
correlations between factors.

In order to compare single or combined stress effects of temperature and soil moisture
in all soils, the index Hedges’ g was applied as a measure of the standardized effect size [43].
Hedges’ g is an unbiased estimate of Cohen’s d not affected by sample size, scale of measure,
or magnitude. Null values indicate no difference between the original (19 °C 40% WHC)
and the final condition derived from temperature stress (29 °C 40% WHC), moisture stress
(19 °C 10% WHCQC), or the combination of the two stresses (29 °C 10% WHC), whereas
positive or negative values imply an average increase or decrease, respectively, following
the stress treatment. Effect sizes lower than 0.2 were considered negligible.

Principal component analysis (PCA) was performed in R software version 4.0.3 using the
package “FactoMineR” [44]. Biplot of PC1 and PC2 was obtained using the “factoextra” package.

3. Results and Discussion
3.1. Soil Chemical Properties

The selected soils for comparing organic and conventional management systems of this
study differ mainly by their pH and carbonates content. pH of acid soils ranges between
5.1 and 5.7, whereas pH of calcareous soils is very similar and slightly above neutrality
(from 7.4 to 7.5) (Table 1). Carbonates are absent in the acid soils and variable between 36
to 118 g kg ! in the calcareous soils.

Soail total organic C (TOC) does not differ so much in the four soils (from 17.1 to
24.6 g kg~ ! in acid soils and from 20.3 to 22.8 in calcareous soils), being generally lower
than average values of Slovenian vineyard soils (i.e., 45 g kg 1) [45].

Long-term studies in Europe and China show that organic farming leads to a general
increase in soil organic matter [46], but in our case there was no significant difference in
TOC content between organic and conventional calcareous soils. The main reason lies,
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probably, in the fact that all the vineyards in the study were inter-row cropped with grass
for a long time. In vineyards with cover crops, the soil organic matter content is generally
higher than vineyards with tilled conventional management systems. In Slovenia, for
several reasons (e.g., soil organic matter depletion, soil erosion by wind or water, etc.),
about 85% of vineyards were planted with cover crops in 2020 [47].

Table 1. Main physicochemical properties of soils.

Soil Type Acid Soils Calcareous Soils

Soil Management Conventional Organic Conventional Organic
pH 51+£01 57+0.1 75401 74401
Carbonates (mg kgfl) <dl.! <d.l. 36 118

Cu total (mg kg™ 1) 1433 £ 1.6 131.5 £ 49 1053 £ 0.4 1324423
TOC (gkg™') 17.7 £0.3 24.6 £ 0.6 228+ 16 203 +0.7
TN (gkg™) 19+01 29401 26402 1.8£01
CN 91402 85+0.1 8.6 +0.3 11.4+£0.38
DOC (mg kg_l) 161.1 £ 12.7 110.4 £ 3.4 164.1+£58 187.2 £10.9
Olsen P (mg kg 1) 75.4 £31.0 118.0 £0.5 8.3+04 984 £88
N-NH4* (mg kg™ 1) 159+ 15 151432 155+ 4.1 371+40
N-NO3~ (mg kg~1) 48.5 £10.5 644 +21 87+09 55.9 +£10.8
Texture category Loam Sandy Loam Silty Clay Loam Silty Clay Loam
Sand (%) 51 74 19 17

Silt (%) 35 18 53 58
Clay (%) 14 8 28 25

1 <d.1.: below detection limit.

Dissolved organic carbon (DOC) was significantly lower in the acid organic vineyard
soil in comparison to other soils (Table 1) but on the same order of magnitude.

Total Cu was similar in all four soils, ranging between 105 and 143 mg kg !, above
the threshold at which soil is considered to be at risk for human health (100 mg kg ') [48].
These values are also above the mean and median of European [3] and Italian [49] vineyard
soils and well above the critical value of 60 mg kg~ !, respectively, stipulated by Slovenian
legislation [50].

Olsen P was very high in our soils with the exception of the calcareous conventional
soil. Ammonium-N (NH4*-N) was significantly higher in the calcareous organic soil,
whereas nitrate-N (NO3; ~-N) was significantly lower in the calcareous conventional soil
than in other soils. Regarding textural composition, acid soils were richer in sand, whereas
calcareous soils were richer in silt and clay.

These four soils were selected to be as similar as possible in most chemical properties,
TOC and total Cu in particular, with the exception of pH, in order to simplify compar-
isons of organic carbon dynamics and Cu behavior under climatic stresses (i.e., moisture,
temperature, and combined stress).

3.2. Changes in Soil Chemical Properties

Several soil chemical properties were analyzed to support a mechanistic explanation
of changes in Cu bioavailability and potential leaching after 6 months of soil incubation
under climatic stress.

In figures and tables, the values of soils before incubation are also reported but they
were not included in the comparison between treatments with ANOVA (with the exception
of Table 2). The two-way ANOVA resulted in a significant interaction between soil type and
soil management for all variables, except for soil DOC where only the soil type (calcareous
vs. acid) and not the soil management (conventional vs. organic) showed a statistical
difference (Table S1). For this reason, further analyses (one-way ANOVA, also see Table 52)
were conducted on each soil type and management, focusing on the effect of the imposed
stress (temperature, moisture, or their combination).
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Soil pH showed a different behavior between acid and calcareous soils (Figure 1a,b):
acid conventional soil showed a significant decrease caused by temperature stress, slightly
mitigated by moisture stress at elevated temperatures, while it did not change under
moisture stress at 19 °C. On the contrary, the acid organic soil showed a tiny but significant
increase either under temperature or moisture stress. Calcareous soils behaved similarly:
temperature stress caused a slight increase of pH in conventional soil only, but moisture
stress caused a significant decrease of pH in both soils.

(a) (b) 85
a 8 a
8.0 1 | OBefore incubation [19°C 40% WHC 8.0 1 b
E19°C 10% WHC ~ B29°C 40% WHC 7.5 b N C
7.0 4 | ®29°C 10% WHC 7.0 d
b a 6.5
T d ¢
Q 6.0 1 6.0
a a 55
c b
5.0 5.0
4.5 -
4.0 4.0
Acid Conventional Acid Organic Calcareous Conventional  Calcareous Organic
(c) 30 (d) 30
25 4 25 4
a a . a 2
20 20 b a
to ¢ a a
a0 n.s b
£ 15 - 15
(8]
10 10
e
5 5
o 0
Acid Conventional Acid Organic Calcareous Conventional  Calcareous Organic
(e) 3.0 (f) 3.0
a
— 25 1 2.5 A &
= b a a
b0
o0 2] b
é 2.0 a @ _ 2.0 A c
4 n.s. o
=
Ny ’—LH-L‘“ N
1.0 1.0
Acid Conventional Acid Organic Calcareous Conventional  Calcareous Organic
(8) (h)
12 A n-s 12 A
11 11 4
Z 10 4 ns. 10 A
o
9 9 A n.s.
a
2 p ab
7 7
( ) Acid Conventional Acid Organic (|) Calcareous Conventional  Calcareous Organic
]
210 210
-
180 - 180
= 150 - 150
bo
o 120 120
=] a
£ 90 ab 2 " b
Q 1 a a b el ab % .
(=] b ab c
a 60 C 60 - c
30 A ﬂ 30
0 0
Acid Conventional Acid Organic Calcareous Conventional  Calcareous Organic

Figure 1. Soil pH, total organic carbon (TOC), total nitrogen (TN), C/N ratio, and dissolved organic
carbon (DOC) in soils before and after 6 months’ incubation under no stress (19 °C and 40% WHC),
moisture (19 °C and 10% WHC), temperature (29 °C and 40% WHC), and combined stresses (29 °C
and 10% WHC). Different letters denote significant differences between treatments within each soil
type and management, according to Tukey’s multiple comparison test (p < 0.05).
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Similar to most chemical or biochemical reactions, the decomposition of organic
matter in soil is inherently temperature-sensitive, and rates of decomposition can increase
with increasing temperature according to Arrhenius kinetics [26]. Therefore, our initial
hypothesis was that soil exposed to higher temperature would decrease the amount of
soil organic matter, measured either as total organic carbon (TOC) or as dissolved organic
carbon (DOC).

After a 6-month incubation, a decrease in TOC was observed in almost all soil samples
(Figure 1c,d), except for the acid conventional soil, where the TOC content did not change
with all stress treatments. Soil organic matter can sometimes be unavailable for microbial
decomposition when it is physically protected by the formation of aggregates where oxygen
and enzyme diffusion is restricted, and when it is chemically protected by adsorption
to mineral surfaces [51]. This fact was also demonstrated in a field study where the
temperature sensitivity of soil organic matter decomposition decreased with increasing
stability [52]. Regardless of acid conventional soil, the decrease in TOC was detected and
was greatest in almost all soil samples when incubated at higher temperatures (29 °C)
but at optimal moisture (40% WHC). The largest decrease was observed in calcareous
conventional soil (almost 20%). Moisture stress, in contrast, reduced TOC decomposition in
calcareous soils and was ineffective in acid soils (Figure 1c,d). The temperature sensitivity
of soil respiration determined in laboratory soil incubations showed a significant decrease
with increasing average incubation temperature observed in soils of all ecosystems with a
sufficiently wide range of incubation temperatures [29]. These results are consistent with
incubation experiments [53], where soil organic matter decomposition rates were greatly
reduced at low and high soil moisture levels, while decomposition rates were increased at
intermediate temperatures and moisture levels.

From our results, we can conclude that both temperature and moisture are important
factors influencing TOC content in vineyard soil, regardless of the management system
(organic/conventional), and that this effect is more pronounced in calcareous soils.

Total nitrogen (TN) behaved similar to TOC (Figure 1e,f), but exacerbating, in general,
the changes observed for TOC; therefore, the C/N ratio showed inconsistent changes and
were generally not significant (Figure 1g,h).

Dissolved organic carbon (DOC) is considered the more mobile and more available
humus fraction, and has strong affinity for Cu complexation and affects Cu mobility [54].
Changes in environmental conditions affecting the soils can be reflected more quickly
in DOC than TOC [55]. Our results confirm that the degradation of DOC was much
higher, in percentage, than losses of TOC during 6 months of incubation (Figure 1i,1).
The decrease of DOC was highest for incubation at 29 °C and 40% WHC, up to 49% for
calcareous conventional soil. Similar results were previously reported by Marschner and
Bredow [56], where the incubation period was much shorter (only 12 days), but the relative
DOC reductions from the original soil levels were 73% and 89% when the soil incubation
temperatures were 20 and 35 °C, respectively. The authors reported that the reduction
in extractable DOC was entirely due to mineralization and that at higher temperatures
the microorganisms additionally utilized substrates that were insoluble before incubation,
which can be also the case in our study. When we analyzed the moisture stress, we could
see that DOC was maintained or even increased, in comparison to the incubated control soil,
and this effect was more evident in the calcareous organic soil. This fact, which was already
proven by Gonzalez-Dominguez et al. [57], was clearly shown in our organic calcareous soil
sample: moist soils with 40% of WHC have statistically significant lower content of DOC
(about 60 mg kg~!) compared to dry soil with 10% of WHC (95-106 mg kg~ !) (Figure 1i,1).
The latest reviews are reporting that more sustainable management of the soil, within an
organic vineyard context [58], can positively influence the soil resilience to the climate
change. In our study, we saw that total organic carbon in vineyards with cover crops (grass)
was more resilient to different climatic change, i.e., stress situations, but on the other hand,
in these vineyards, the content of DOC decreases more.
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Next, we measured the potential changes in soil mineral nitrogen (NH;* and NO3 ™)
after 6 months of soil incubation under climate change simulation. Concentration of NH,*
represents the net result from the process of ammonification, which tends to increase the
concentration of NHy*, and the process of nitrification, which tends to decrease it. As can
be seen in Figure 2a,b, NH4* levels were most affected in the calcareous organic soil, in par-
ticular after incubation at 10% WHC. Here, NH,* levels were highest (37.1 4 4.1 mg kg™ 1),
compared to other soil samples, with the greatest decrease after incubation. Temperature
seemed not to affect the concentration of NHy*, as did soil moisture. In contrast, the levels
of NO;™ increased in almost all treatments, as expected from the nitrification process
(Figure 2c,d). The highest relative increase was measured in calcareous conventional soil
under combined stress situation (drought and temperature rise), but the highest value was
obtained in the calcareous organic soil incubated at the same combined stress situation. In
general, nitrification was sensitive to soil moisture: dryness caused a lower production of
NOs3 ™ than soils at optimal moisture (i.e., 40% WHC).
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Figure 2. Ammoniacal and nitric nitrogen and Olsen P in soils before and after 6 months’ incubation
under no stress (19 °C and 40% WHC), moisture (19 °C and 10% WHC), temperature (29 °C and 40%
WHC), and combined stresses (29 °C and 10% WHC). Different letters denote significant differences
between treatments within each soil type and management, according to Tukey’s multiple comparison
test (p < 0.05).

Finally, we also measured the content of available phosphorus (Olsen P) because it
is also connected to TOC and DOC. The selected vineyard soils showed a wide range
of available P concentrations: from the usual P-depleted Slovenian soils [59], such as in
conventional calcareous soils (8.36 & 0.40 mg kg~ !), to much higher values in young acid
organic vineyard soils (118.01 & 0.58 mg kg~ !). Although a comprehensive global study of
760 soil samples demonstrated a negative impact of an increase in mean annual temperature
on available soil P both directly and indirectly, through a decrease in organic C, organic P,



Appl. Sci. 2023,13, 2595

10 0of 18

and primary mineral P, and an increase in soil sand content [60], Shaw and Cleveland [61]
demonstrated with laboratory experiments on soils from a range of ecosystem types from
the tropics to the Arctic that soil P availability increases with temperature. In our case
(Figure 2e,f), the 6-month incubation of soils simulating climate change resulted in a slight
increase in available P content in all selected samples.

3.3. Changes in Soil Cu
3.3.1. Changes of Cu Speciation

The results of Cu speciation in soils with different soil management and of different
soil properties are important to understand the mechanisms that can explain the changes
in its bioavailability and mobility.

The first acid-soluble step (Step 1) represents the most bioavailable and mobile fraction
of Cu in the soils [62]. In our case (Table 2 and Figure S2), the highest values of Cu were
released as expected from acidic soils (up to 10%). The average release of Cu was higher
in acidic conventional soils, 16.4 mg kg ! (11.4%), compared to organic soils, 8.6 mg kg !
(6.6%). This difference can be explained because of the lower pH and, secondarily, because
of the higher DOC of the acid conventional soil (Table 1).

Significant Cu release was also detected in the calcareous organic soil (4.9 mg kg,
3.8%) sampled in the Stajerska region. However, a very low release was detected in
calcareous conventional soil sampled from Vipava Valley (1.1 mg kg~!, 1.1%). Incubation
for 6 months caused a significant decrease of this Cu fraction, but without differences
whatever the temperature or moisture treatment.

Table 2. Cu speciation in acid and calcareous soils (Cu mg kg ~!) with BCR four steps sequential extraction
procedure before and after 6 months’ incubation under no stress (19 °C and 40% WHC), moisture (19 °C
and 10% WHC), temperature (29 °C and 40% WHC), and combined stresses (29 °C and 10% WHC).

Soil Type/Management Step 1 Step 2 Step 3 Step 4
Conventional Cu (mgkg™1)
Before incubation 143 +05° 367+19P 363+122 603+08P
19 °C 40% WHC 167 +£042 4324072 381+£092 614+15
" 19 °C 10% WHC 168+ 0.6 421+202 381+06° 61.8+072
= 29 °C 40% WHC 171+032 446+112 393+122 640+122
7‘;’ 29 °C 10% WHC 167 +072 437+172% 3924152 605+14P
Q
< Organic
Before incubation 106 +£0223 3234152 302+152 50.0+ 1332
19 °C 40% WHC 86+01P 339+163 332+182 576+192
19 °C 10% WHC 784012 312+392 287+342 536+342
29 °C 40% WHC 80+03P 328+123 3224253 5774462
29 °C 10% WHC 80+06P 327+073 3464472 5544233
Conventional
Before incubation 15+01% 1644+012 134+0723 732+822
" 19 °C 40% WHC 114+01% 168+032 1314032 684+162
§ 19 °C 10% WHC 1.1+01°% 173+042 111+04> 688+1.12
2 29 °C 40% WHC 1.0+£01% 161+012 136+092 674+112
2 29 °C 10% WHC 1.0+01% 164+132 113+03P 695+022
=
TL; Organic
“ Before incubation 534022 453+0928 323+0.72 445 +0.72
19 °C 40% WHC 49+012 435+022 206+01b 4854033
19 °C 10% WHC 49 +023 4514092 228404P 4664382
29 °C 40% WHC 48+02b 429+122 200+19° 496+12P
29 °C 10% WHC 48+01b 4504072 229405 470+109

Note: Different letters denote significant differences between treatments within each soil type and management,

according to Tukey’s multiple comparison test (p < 0.05).
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Iron and manganese oxides are also excellent scavengers of metals. In the reducible
step (Step 2), levels of Cu released for both organic and conventional acidic soils were
detectable (Table 2 and Figure S2). The average Cu levels released in Step 2 was 42.09
(29.4%) and 32.60 mg kg ! (24.8%) for conventional and organic acidic soils, respectively.
A similar range of Cu release was also measured in calcareous organic soil (44.37 mg kg1,
33.5%), but a much lover concentration was measured in the calcareous conventional soil
(16.59 mg kg1, 15.7%), which was sampled in the Vipava Valley wine region.

Trace metal elements may be incorporated in many forms of organic matter, including
living organisms, organic coatings on inorganic particles, and biotic detritus [62]; this
organic material tends to be degraded, leading to the release of sorbed metals. The amount
of Cureleased in our study from the oxidizable step (Step 3) was generally in the same range
of previously published results, where extraction percentages ranged from 29.2 to 51.3% for
most samples [19,63,64]. In our case, the largest Cu release from Step 3 was measured in
acidic conventional soils (39.30 mg kg’l, 27.4%) and the lowest was measured in calcareous
conventional soils (13.37 mg kg !, 11.5%). Similar results were already reported by Alva
and colleges [65], where the major total Cu release was for the low-pH soils.

Regarding the residual fraction (Step 4), a larger proportion was found in the calcare-
ous conventional soil (66.0% as mean value) than acidic organic, calcareous organic, and
acidic conventional, with 43.1, 42.5, and 35.7%, respectively.

The reason why most of the metals in our study were bound to the residual fraction
(Step 4) (crystalline lattice of primary and secondary minerals) is due to the specific dis-
tribution of fungicide-derived Cu in soil aggregates after application (ageing processes).
In the first 8 weeks after the application of Cu oxychloride [66], the metal ions in the soil
transferred from the soil outer sphere (from available Step 1 fraction) to the soil inner
sphere (to the Fe-Mg oxides, Step 2 fraction). Later, the metal ions from Cu oxychloride
could form highly stable complexes with organic matter [67], and, finally, after 15 months
of soil incubation of Cu oxychloride in soil aggregates, Cu ions were mainly bound to the
Fe-Mn oxyhydroxide surface and the crystalline structure of the primary and secondary
minerals [21]. This means that most of the total Cu measured in our soils was of older origin
and therefore bound to the less available soil fraction. In fact, according to the latest report
(from 2017), Cu oxychloride and Cu hydroxide are the most commonly used chemical
forms of Cu-based plant protection products in Slovenian viticulture (9.3 t y 1) [68].

The results of the sequential extraction procedure (SEP) reveal that there is also an
obvious difference in Cu fractionation between the sampling sites of Stajerska and Vipava
Valley. Although we decided to take samples based on similar chemical properties of the
soils (level of Cu, TOC, and pH) when selecting the sampling sites at the beginning of the
study, the results of the Cu fractionation show a clear influence of the sampling site.

However, the incubations generally resulted in a statistically significant reduction
in Cu released in the first step (Step 1) of the sequential extraction compared to soil
samples before treatment (p < 0.05), but there were no statistical differences between the
different climate change simulations (moisture, temperature, or combined treatments)
(Table 2 and Figure S2).

The binding of Cu to the different soil fractions did not change as consequence of both
temperature or drought stresses in both conventional and organic vineyard soils, or that
changes were too small for the variability of the analytical method to become statistically
significant. The only exception was for Step 3 (oxidizable) in the calcareous organic soil,
where all treatments, in particular the drought stress, caused a significant reduction of
extractable Cu.

3.3.2. Changes of Cu Bioavailability

Cu bioavailability, estimated by CaCl, extraction [69], was highest in the acid con-
ventional soil (0.55 mg kg~'), followed by the acid organic soil (0.41 mg kg~!) and cal-
careous organic soil (0.32 mg kg~!), and was lowest in the calcareous conventional soil
(0.12 mg kg 1) (Figure 3, Table S3). These values are certainly a consequence of soil pH,
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but the quantity of DOC seems to also play a crucial role. In fact, in soils before incubation,
whatever the soil management, concentrations of bioavailable Cu are correlated to the
concentration of DOC (Table 1). This behavior is not confirmed after 6 months’ incubation,
because no clear trend was found between bioavailable Cu and DOC after induced climate
stresses; in fact, correlation was not significant (Figure S3). Bioavailable Cu is influenced
by several factors; two of them are DOC and pH, which behaved in opposite ways after
climate stress.
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Figure 3. Bioavailability (a,b) and leaching (c,d) of Cu in soils before and after 6 months’ incubation
under no stress (19 °C and 40% WHC), moisture (19 °C and 10% WHC), temperature (29 °C and 40%
WHC), and combined stresses (29 °C and 10% WHC). Different letters denote significant differences
between treatments within each soil type and management, according to Tukey’s multiple comparison
test (p < 0.05).

Cu bioavailability was in our samples below 0.66% of the total Cu in the soil. Similar to
Cu leaching, Cu bioavailability also decreased after incubation (climate change simulations),
with the exception of the acidic conventional soil. Here, the bioavailable Cu concentration
almost doubled (from 0.55 mg kg~ to 0.95 mg kg 1) after 6 months of simulating high
temperature. We found that the Cu bioavailability from soils in a CaCl, extraction solution
was affected by pH, as the Pearson coefficient was 0.86 for all soil samples (Figure S3).
Another soil parameter negatively correlated to Cu bioavailability is TN, whereas the
correlation of TOC was not significant. Bioavailable Cu was strongly correlated to Cu
extracted in Step 1 and in Step 3.

3.3.3. Changes of Cu Potential Leaching

There have been evidences of Cu migrating through soil profiles in vineyards, which
pose an important risk for groundwater quality. This risk is especially high for acid
soils and soils affected by intensive erosion [70]. The main hypothesis of our study was
that climate change, due to increase of degradation of organic matter in the topsoil at
higher temperatures, increases Cu leachability from vineyard soils into lower soil profiles
or groundwater.

During the 6-month soil incubation, organic matter degradation occurred and the
greatest decrease was seen in the samples exposed to high temperature. However, since the
results of Cu fractionation led to the fact that in our selected samples most Cu was bound
to a fraction that is difficult to extract (residual fraction, or Step 4) and not to organic matter
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(Step 3), the results of the potential leaching of Cu from the soil are even more important
and relevant.

From the results of TCLP extraction (Figure 3c,d and Table S3), we can see that the
highest leaching can be expected from the acidic soils, both conventional (3.29 mg kg~ 1)
and organic (2.87 mg kg~ !). On the other hand, leaching from calcareous soils was quite
low, 0.37 and 1.15 mg kg ! for conventional and organic management, respectively. The
pH was measured in soils and in the TCLP extraction solutions, because of its role in the
Cu solubilization. We could see that pH increased in treatments with temperature stress
at optimal moisture, and the largest increase was observed in calcareous soils (Figure 1).
A similar increase in pH was also observed in the extraction solutions with both 0.01 M
CaCl, and TCLP (Table S3).

Cu leaching decreased after 6 months of incubation in almost all soil samples as a
result of the increase in pH. The only exception was acid conventional soil, where the
average pH in the TCLP solution remained similar in all treatments, and Cu leaching
increased in all treatments, with the largest increase in treatment simulating temperature
stress (29 °C and 40% of WHC) from 3.29 mg kg~! before treatment to 5.04 mg kg ! after
6 months. To find out if there are some specific factors affecting Cu leaching from the soil
based on soil chemical properties, we calculated the Pearson coefficient (Figure S3).

Unless TCLP-Cu was strongly correlated with CaCl,-Cu, Cu Step 1, and Step 2, it
is possible to note a significant negative correlation with either soil pH and TN, that
is, a decrement of pH and TN is responsible for an increase of potentially leaching Cu.
Surprisingly, neither TOC nor DOC showed a significant strong correlation.

3.4. Effect of Single or Combined Climatic Stress on Soils

According to Hedges’ g values (Figure 4), the soil properties most affected by the
imposed treatments are TOC, TN, DOC, and mineral N forms (NHs* and NO3; ™). Tempera-
ture stress negatively affected soil organic matter indices (TOC and TN), which showed
a Hedges’ g value < —0.5. On the contrary, the moisture stress (water deficit) tended to
compensate the increase of temperature by reducing the respiration of microbial biomass
and, therefore, the degradation of soil organic matter [71]. Similarly, dissolved organic
C (DOC) showed a Hedges’ g under temperature stress < —1, whereas it increased by
moisture stress, and also resulted positive under the combined climatic stresses.

Ammonium N (N-NH4*) tended to be affected by moisture and by the combination of
moisture and temperature stresses, whereas the increase of soil temperature did not affect
its concentration. In fact, optimal ammonification ranged from 5 up to 30 °C. Nitrate N
(N-NO; ™) was affected by both temperature and moisture, but in the opposite direction.
The interaction of the two stresses tended to be compensated (Figure 4c).

Rather surprisingly, the tested stresses did not have significant effects on Cu bioavail-
ability, mobility, and speciation when all four soils were considered collectively.

However, drawing a PCA of main soil properties on the first two principal components
(95.8% of variance explained), it is possible to notice that the first PC axis (83.4% of variance
explained) is mainly described by Cu-related variables (Figure 5), with the exception of Cu
Step 2, which mainly describes the second PC axis (12.4%). Therefore, despite the selected
four soils representing very different vineyard situations, the behavior of Cu under climatic
stress was rather homogeneous, probably as a result of common origin of Cu pollution.

In addition, there is a clear separation of the four soils, either for their management
(conventional vs. organic) or for their pH (acid vs. calcareous). Soil pH, in particular, well
defines the calcareous and acidic groups. pH is, in fact, one of the main driving factors
affecting most soil properties [49], and it consistently affects the ordination. It also explains
why points related to the different imposed stress treatments but belonging to the same
soil are closely located in the PCA.
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Changes are shown using forest plots of mean effect sizes, based on Hedges’” g index.
C le ! 19°C 40% WHC !
c 40% ! 9°C 40% |
i g\%i Y Cu Step 2 29°C 40% WHC 19°C10% WH|C Cu Step 2
Y i
‘ 1
1
14 1
1
1
1
=y \! calcarequs
X
N
AN
~
~ Op-=——r-mmm-ms TN S 19°C10% WHC g_g - sectomwne || ] ] T T SN 1o 10%WHC 4 _29°C10% WHC |
N 19°C 40% WHC /"llf
O 9°CA0 II
o P
I

~

acidic

29°C 40% WHC 1

/A
19°C 40% WHC TOC
L]

conventional

L9FC 10% WHC
E acidic

E calcareous
El conventional

,,‘ organic

29°C 10% WHC

<
<

Cu Step 4

4 -2

PC1 (83.4%)

[l Y AN N i,

Figure 5. Principal component analysis of soil properties grouped by soil management type (organic
vs. conventional) or soil pH (calcareous vs. acidic). The first two axes of the PCA explain 95.8% of the
variance. Blue solid arrows are used for the ordination. Gray dashed arrows refer to descriptors (not
influencing the ordination).



Appl. Sci. 2023,13, 2595

150f18

References

4. Conclusions

The increase of soil temperature influenced the degradation of soil organic matter,
either total (TOC) or soluble (DOC), but the reduction of moisture generally contrasted their
degradation. Temperature stress caused also an increase in soil pH of acid organic soils, and
calcareous conventional and organic soils, but a decrease of it in the acid conventional soil.

Cu risk was assessed as potential bioavailability and leaching by chemical extractions.
No general trend was observed either between conventional and organic management or
between acid and calcareous soil against the climatic stresses tested. In the acid soils, the
organic-managed soil appeared to be more resilient to the temperature stress, whereas the
conventional-managed soil was more resilient to the moisture stress. In the calcareous soils,
conversely, the conventional-managed soil was more resilient to moisture stress, and both
soils behaved similarly towards the temperature stress. The combined stress (temperature +
moisture) negatively affected only the leaching in the organic calcareous soil, but in general,
calcareous soils were more resistant than acid soils.

In conclusion, there is no evidence supporting the hypothesis that the type of manage-
ment (conventional vs. organic) may play an important role in influencing the response of
vineyard soils to temperature or moisture stresses toward Cu risk.
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tion procedure before and after 6 months’ incubation under moisture, temperature, and combined
stresses; Figure S3: Correlation table of soil properties; Tables S1 and S2: ANOVA results; Table S3: Cu
bioavailability and Cu leaching form polluted vineyard soils before and after 6 months’ incubation
under moisture, temperature, and combined stresses.
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