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Abstract: In order to improve the sustainability and productivity of modern agriculture, it is manda-
tory to enhance the efficiency of Nitrogen (N) fertilizers with low-impact and natural strategies,
without impairing crop yield and plant health. To achieve these goals, the ZeOliva project conducted
an experiment using a zeolite-rich tuff as a soil amendment to improve the efficiency of the N fertiliz-
ers and allow a reduction of their inputs. The results of three years of experimentation performed in
three different fields in the Emilia-Romagna region (Italy) are presented. In each field, young olive
trees grown on zeolite-amended soil (—50% of N-input) were compared to trees grown on unamended
soil (100% N-input). Soils and leaves were collected three times every year in each area and analyzed
to monitor the efficiency of the zeolite treatment compared to the control. Vegetative measurements
were performed along with analysis of pH, Soil Organic Matter and soluble anions in soil samples,
whereas total C and N, C discrimination factor and N isotopic signature were investigated for both
soils and leaves. Besides some fluctuations of nitrogen species due to the sampling time (Pre-Fert,
Post-Fertilization and Harvest), the Total Nitrogen of leaves did not highlight any difference between
treatments, which suggest that plant N uptake was not affected by lower N input in the zeolite
treatment. Results, including vegetative measurements, showed no significant differences between
the two treatments in all the observed variables, although the control received twice the N-input from
fertilization. Based on these results, it is proposed that zeolite minerals increased the N retention
time in the soil, allowing a better exploitation by plants which led to the same N uptake of the control
notwithstanding the reduction in the N inputs. The use of zeolite-rich tuff in olive growing thus
allows a reduction in the amount of fertilizer by up to 50% and improves the N use efficiency with
many environmental and economic benefits.
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1. Introduction

The low Fertilizer Use Efficiency (FUE) is one of the main causes of the altered equi-
librium of agro-ecosystems [1] and it is responsible for relevant economic losses for farm-
ers [2,3]. The role of N-based fertilizers is to provide an adequate amount of N to the
plants and grant a good yield. However, after the addition of fertilizers to the soil, N is
generally not efficiently uptaken by the plant, but it is lost in the surrounding environment
through several pathways, causing the degradation of the soil, water and atmospheric
compartments [4,5]. As pointed out by Drechsel et al. (2015) and Chien et al. (2016) [2,6],
the apparent recovery efficiency (RE) of N by crops is lower than 55%. For this reason, to
guarantee a crop yield able to sustain the future demands in terms of food for the popu-
lation, there is an urgent need to: (1) improve the efficiency of agricultural practices, (2)
reduce the N losses in the environment as harmful greenhouse gasses or leacheates, and (3)
reduce the use of N based fertilizers [7-10]. Moreover, reducing the amount of fertilizers,
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especially those produced by synthetic processes such as urea [11], represents a great saving
in terms of energy and exploitation of non-renewable resources. Improving FUE would also
have great value for organic farming, which is known to have a limited set of products with
low-N content available for fertilization purposes. The reduction of chemical fertilizers
and pesticides is one of the biggest issues on which the EU council (Green Deal plan) is
working. New strategies are being studied to decrease, by 2030, the amount of soil for
crops, increase the biodiversity, grow up organic farming by +25% and preserve soil, water
and human health. Bremmer et al. (2021) [12] reported that if the Green Deal objectives are
not reached, the future scenario will be characterized by lower production, price increases,
fewer European exports and more imports of agricultural products from outside Europe.

Thereby, the development of eco-friendly practices to reduce the use of fertilizers
while improving their efficiency is necessary to increase the production in terms of quality
and quantity and to guarantee human and environmental health, accordingly to the UE di-
rections (Water Framework Directive 2000/60/CE, Directive 2009/128/CE for the pesticide
use and Nitrates Directive 91/676/EEC). To reduce the leaching losses and increase the
efficient use of the N-fertilizers, the N retention in the soil represents the key to limit the
amount of N lost in the environment by giving “more time” to the plants to exploit the N
reservoir.

Zeolite minerals are aluminosilicate with an open 3D structure formed by linked
tetrahedra of [SiO4]*~ and [AlO4]°~ (the framework) and open cavities in the form of
channels and cages, which are generally occupied by weakly bounded exchangeable cations
and HyO molecules. These highly reactive minerals have unique properties such as high
cation exchange capacity (CEC), reversible dehydration and molecular sieve, which makes
them very useful for many purposes, including agriculture [10,13-16]. Natural zeolites can
be constituents of volcanic tuffs [17], and, from a geological point of view, a rock can be
defined as “zeolitite” when it is constituted by more than 50% of zeolite minerals. When
used as a soil amendment, zeolitites are useful for improving the capacity of the soil to
retain nutrients and water, improving plant growth [18-24]. With this method, plants can
uptake nitrogen more efficiently and the nitrogen losses in the surrounding environment
can be significantly reduced [25-28]. In this context, their use as an inorganic amendment
is becoming popular in many crops, such as maize, apple trees, sorghum, bean, aloe vera,
corn and soy to cite some examples [26,29-37].

Many works have been conducted about nitrogen management in olive growing
and its effects on plant growth [38-42], although only a few of them deal with zeolitite
application [19,43]. Excessive dosing of mineral fertilizers is often observed as claimed
by Fernandez-Escobar (2011) [42] who reported that up to 200 kg-N/ha can be applied
to adult olive trees. This quantity can satisfy their N demand for years, thus N fertilizers
reduction in olive growing is an issue that needs to be deeply investigated.

This work aims at testing the use of zeolitite in olive-growing as a soil amendment for
granting lower inputs of N-based fertilizers. It is expected that the zeolite minerals may
influence the N dynamics in the soil, promoting a prolonged permanence of this nutrient
and reducing the losses in the surrounding environment. This should be reflected in a
more efficient uptake by plants and therefore in the possibility to significantly reduce the N
inputs while maintaining crop quality and yield.

In this framework, the results of three years of experimentation in three different
experimental sites are presented. An Italian chabazite-rich zeolitite was used as a soil
amendment in olive growing to reduce the fertilizer N input by 50% with respect to
common practices. During the experimentation, vegetative measurements were performed,
and samples of soil and leaves were collected three times every year in order to measure a
series of chemical parameters (including soil basic parameters, inorganic anions, nitrogen
speciation and N-C stable isotopes), to account for differences between treatments and to
evaluate the efficiency of this practice.
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2. Materials and Methods
2.1. Zeolitite

The zeolitite (NZ) used in this experiment is a volcanic tuff quarried in Sorano
(42°41'20.65" N; 11°44'26.29" E, Grosseto, Italy). This specific zeolitite has been widely
studied in open-field and laboratory tests [26,31,44-46]. The NZ was composed of nearly
70% of zeolite minerals, mainly K-rich chabazite, which gives this NZ a very high CEC
(Table 1). The NZ was employed in a granular form, with a particle size ranging between 3
and 6 mm. The main characteristics of the NZ are reported in Table 1.

Table 1. Apparent density (DA), water retention (WR) and cation exchange capacity (CEC) of the
zeolitite used in the project; Quantitative Phase Analysis of the zeolitite. TZC refers to “total zeolitic
content”, i.e., the total content of zeolite minerals (chabazite, phillipsite and analcime). Data from
Malferrari et al. (2013) [47].

Phase % St.dev
DA (g cm™3) 0.56 chabazite 68.5 0.9
HR (%) 34.2 phillipsite 1.8 0.4

analcime 0.6 0.3
CEC (meq g™ 1) TZC 70.9
CaZ* 1.46 mica 53 0.6
Mg2+ 0.04 K-feldspar 9.7 0.7
Na* 0.07 plagioclase -
K* 0.6 pyroxene 29 04
Total 217 calcite -

volcanic glass 11.2 1.0

2.2. Experimental Set-Up

To evaluate the effects of the NZ in increasing the efficiency of fertilizers and allowing
a reduction in fertilizer input, two treatments were compared in 5-year old olive trees:

(1) CNT: 100% fertilizer N input and unamended soil (common practice);
(2) ZEO:50% fertilizer N input and addition of natural zeolitite as soil amendment (500 g
added to each plant at planting phase in 2016-2017 at a depth of 30-40 cm).

The fertilization reduction was performed according to the fertilization plan adopted
at each field by the owner company. Different fertilizers were used in each field as well
as slightly different amounts (see detailed description for each site). The experimentation
started in February 2019. The monitoring lasted three years and was replicated in three
different experimental fields located in various provinces of the Emilia-Romagna region,
suited to olive growing (Figure 1).

At each site, three olive trees were selected randomly per each treatment (ZEO and
CNT) to serve as replicates. Soil and leaf samples were collected three times each year
(2019, 2020 and 2021): 1st before the fertilization (Pre-Fert) during the vegetative rest, 2nd
after the fertilization (Post-Fert) during the vegetative recovery and 3rd at the olive harvest
(Harvest) at each site (Figure 2). Soil samples were collected from the 0-30 cm soil layer and
about 10 cm from the plant stem with an Eijkelkamp (& 30 mm x 500 mm) auger. Three
subsamples were collected for each tree and mixed to form a single representative composite
sample. For each tree, more than 20 leaves were randomly collected at each sampling.
The total number of samples processed every year was 108 (considering 2 treatments,
3 experimental sites, 3 time points, resulting in 54 soil and 54 leaf samples); over the 3 years,
a total of 324 samples was processed.
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Figure 1. Geographical location of San Lazzaro (SL), Brisighella (BG) and Bertinoro (BN) experimental
fields in Emilia-Romagna Region (Italy).
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Figure 2. Experimental set-up of the experimental site of San Lazzaro (SL), Brisighella (BG) and

Bertinoro (BN). At each site ZEO and CNT treatments were tested. Samples were sampled three

times per year (Pre-Fertilization, Post-Fertilization and Harvest).

2.2.1. Site 1: San Lazzaro di Savena (SL)

The “SL” experimental field is located within the Bologna province and belongs to
the “Azienda Agricola Bonazza” (organic regime). According to the soil map of the Emilia
Romagna Region (GeoViewer—Geoportale) [48], the soil belongs to the unit CDV1 that is
mainly represented by Hypocalcic Vertic Calcisol soils according to the World Reference
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Base for Soil Resources (2022) [49,50]. The orchard consists of 6 rows of olive trees: 3 rows
of Cv Montecapra, Montebudello and Farneto whose soil was treated with zeolitite before
planting (ZEO) and 3 rows of the same Cv whose soil was left untreated (CNT). Then, 500 g
of NZ were added to the ZEO treatment at transplanting (in March 2017) assuring contact
with plant roots. Since 2019, organic fertilization has been halved (50% of fertilizer/year)
only in the zeolite thesis (ZEO), whereas 100% of fertilizer was applied in the CNT.

In 2019, the fertilization was completed with an NP organic fertilizer (Phoenix NP, N
6%, C 2%) followed by a manure application in June for a global input of approximately
40 kg N/ha which corresponds to 118 g of N per tree in the CNT. Half of these dosages
were used in the ZEO treatment.

In May 2020, Biouniversal fertilizer (N 11% and C 40%) was applied at a dosage of
37 kg N/ha in the CNT, corresponding to 55 g of N per tree, whereas half of the dosage
was applied in the ZEO treatment.

In March 2021, Agriazotoll (N 11% and C 39%) was applied in the same quantity as
2020. The olive grove was rainfed. The mean temperature for the overall period (2019-2021)
was 15.3 °C and precipitation was approximately 635 mm, with the maximum rainfall
recorded in 2019 (866 mm) and 570 mm and 468 mm for 2020 and 2021, respectively [51-53].
Three plants per treatment were randomly selected for soil and leaf sampling.

2.2.2. Site 2: Brisighella (BG)

The “BG” experimental field is located within the Ravenna province and belongs
to “Azienda Agricola Giorgia”. BG soil belongs to the cartographic unit BAN3/SOG
according to the Emilia Romagna Region soil map that is mainly represented by Haplic
Regosols (World Reference Base for Soil Resources (2022)) [49,50]. The olive grove consists
of two olive rows of Cv Nostrana di Brisighella and three plants of both CNT and three ZEO
treatments were selected for the sampling of soils and leaves. As in the SL area, 500 g of
zeolitite per olive tree were added to the soil of the northern row (in May 2016) to create
the ZEO treatment. Since the transplant, chemical fertilization has been halved (50% of
fertilizer/year) in the ZEO treatment, whereas CNT received 100% of fertilizer.

In March 2019, the fertilization was performed using an organic-mineral fertilizer
(Cosmo N 13%) using 100 kg N /ha in the CNT which corresponds to 185 g of N per tree
and half of the dosage in the ZEO treatment. In June 2020, 50 kg N/ha of NH4;NO; (N,
34%) were applied to the CNT corresponding to 93 g of N per tree while half of the dosage
was applied in the ZEO treatment. In March 2021, 37 kg N/ha of Urea (N, 46%) per tree
were used in the CNT (corresponding to 69 g of N per tree) while half of the dosage was
applied in the ZEO treatment. The orchard was irrigated with no differences between CNT
and ZEO. The BG site showed the highest precipitation in 2019 (1072 mm), whereas during
2020 and 2021, precipitations were between 600 and 650 mm. The average temperature
was 13.7 °C (2019-2021) but in July 2020 and August 2021, peaks of 40 °C were reached,
surpassing the average temperature for that period in the last decade [51-53].

2.2.3. Site 3: Bertinoro (BN)

The “BN” experimental field is located within the Forli-Cesena province and be-
longs to the “Azienda Agricola Tenute Unite”. The soil belongs to the cartographic unit
DEM/BAN3/DOGO that is mainly represented by Haplic Cambisol according to the World
Reference Base for Soil Resources (2022) [49,50]. The orchard is made up of different olive
cultivars among which Colombina, Correggiolo Pennita and Capolga di Romagna were chosen
to conduct the experiment. The set-up was similar to SL and BG sites: three plants were
selected for CNT and three for ZEO treatments for soil and leaf sampling; in November
2016 the soil was amended with 500 g of zeolitite (ZEO treatment).

The BN site was managed with a considerably lower N input with respect to the
other 2 sites. In 2019, Dermazoto (N 11% o, C 80%) was applied in March. The second
fertilization was completed in June 2019 under the same conditions for a total of 7.5 kg N/ha
(corresponding to 11 g per tree) while half of the dosage was used in the ZEO treatment.
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The same fertilizer was applied also in May 2020 and March 2021, respectively at
dosages of 5.6 and 6.7 kg N/ha, corresponding to 16.5 g and 19.8 g of N per tree, whereas
half of the dosage was used in the ZEO treatment. The orchard was rainfed. BN recorded a
mean temperature of 14.6 °C, aligned with the average temperature of the previous years.
The mean precipitation for 2019-2021 was 595 mm, with the highest values recorded in
2019 (823 mm) and slightly lower than 500 mm in 2020 and 2021 [51-53].

2.3. Textural Analysis

Particle size analyses of four samples per area were conducted to characterize the
soil texture. Samples were manually divided into quarters and opposite quarters were
chosen for the analyses. To remove the organic matter, soils were treated with HyO, and
left to settle for 24 h. The sandy fraction was separated from the silty-loam fraction by a
63 um sieving. The coarser fraction was dried at 105 °C for 24 h and weighted while the
finest fraction was quantified with an X-ray sedigraph (Micromeritics 5100) at standard
conditions, a dimensional range from 0.0884 mm to 0.00049 mm. A standard density value
of 2.7 g/cm3. 0.5 L of Sodium Esamexaphosphate with a low concentration (0.5%) was
added to the finest fractions to simplify the grain scatter. All data obtained from the textural
analyses were used for the USDA classification by Sedimcol software.

2.4. Chemical Analyses

Soil samples were air-dried and sieved at 5 mm before further analysis. Leaf samples
were dried at 60 °C for 72 h and grounded with an electric grinder until obtaining a
fine powder.

Soil samples were extracted with HyO Milli-Q (high purity) at 1:10 ratio (weight/volume),
to measure soluble anions and pH. After shaking for 1 h at 150 rpm in closed plastic tubes,
the supernatant was separated by centrifugation at 4000 rpm for 4 min and filtered with
0.45 pm Cellulose Acetate Abluo syringe filters (GVS Filter Technology). The pH was
measured with a pH electrode connected to an automatic titrator unit 877 Titrino-Plus
(Methrom, Italy). Soil H,O extracts were analyzed by Ion Chromatography (IC) with an
ICS-1000 Dionex equipped with AS9-HC 4 x 250 mm anion column, AG9-HC 4 x 50 mm
guard column, ADRS600 suppressor and AS-40 autosampler for the determination F~, Cl~,
NO,~, Br—,NO;~, PO,3~, and SO,2~. Calibration was performed with certified Thermo
Fisher Scientific standards. Concerning anions, only the most significant results are shown
in this paper, whereas all additional data are reported in Supplementary Material Table S1.

The Soil Organic Matter (SOM) was estimated by calculating the weight loss after
heating 0.5 g of oven-dried soil at 550 °C according to [54].

The Total Nitrogen and Carbon (respectively, TN and TC) and the respective iso-
topic signature (8N and §!3C) of soil and leaf samples were acquired with a Vario Micro
Cube Elemental Analyser (EA) (Elementar, Langenselbold, Germany) connected to an
Isoprime 100 Isotope Ratio Mass spectrometer (IRMS) (Isoprime, Cheadle, UK) operating in
a continuous-flow mode. The EA-IRMS was calibrated with synthetic Sulfanilamide (pro-
vided by Isoprime Ltd.) and Carrara Marble (cross-calibrated at the Institute of Geoscience
and Georesources of the National Council of Researches of Pisa) standards.

2.5. Vegetative Measurements

At all sites, one-year-old olive plants were provided by IBE nursery thus ensuring
their growth uniformity, genetic correspondence and health status. The choice to study
seven different cultivars is motivated by their different growth response (vigor). Vegetative
growth parameters (plant height, number and length of branches including one-year shoots)
were measured on 15 plants for each treatment and for each cultivar one year after the
transplant. The sum of branch lengths for each plant was calculated. It is important to
conduct these measurements during the first years of planting when the plant is left to
grow without applying pruning techniques.
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2.6. Statistical Analysis

All data were elaborated with R Studio 4.1.1 version. To address significant differences
between the treatments due to the zeolite application, parametric and non-parametric
tests were applied. Normality and homoscedasticity were tested through Shapiro-Wilk
and Barlett tests (p = 0.05) for each variable. Data following normal distribution and with
homogeneous variance were tested with a 1-way ANOVA and multiple comparison tests
(Tukey HSD) at p = 0.05 in order to evaluate statistical differences for a whole three years. If
normality or homoscedasticity were not reached (even after log or In transformation), a non-
parametric test (Kruskal-Wallis) was applied instead of ANOVA. Furthermore, Principal
Component Analysis (PCA) was applied to discriminate groups of samples depending on
the treatment variable (ZEO or CNT). “Ggplot2”, Agricolae”, “Ggally”, “ggbiplot” and
“gefortify” [55-59] R-packages have been used for data analyses and figures in this paper.

3. Results and Discussion

Soils from BN and BG experimental sites are mainly characterized by silty-clay-loam
textures, with a slightly higher silty fraction in BG (Figure 3). SL soils are characterized by an
important sand fraction and were classified as sandy-loam and sandy-clay loam (Figure 3).

ciay

B San Lazzaro (SL)
O Brisighella (BG)
A Bertinoro (BN)

3 & ® & ® % % % B >
Sand (%)

Sand s

Figure 3. Particle size analysis and textural classification (USDA) of the soil samples from SL, BG and
BN experimental fields.

3.1. Dynamics at Each Experimental Site

Given the large dataset, in the following we will discuss only annual trends and 3-year
average significant observations. The complete dataset is available as Supplementary
Material (Table S1).

In Table 2, the 3-year average of soil pH and SOM at each experimental site are
reported. These basic parameters are indicators of soil quality and plant growth: SOM is
the primary source of essential nutrients (N, P and S) and influences bulk density, water
retention and soil temperature as well as biological activity, and buffers pH [60].

In the BG site, a slight decline in soil pH was observed in Post-Fert samples (Table 3),
probably due to chemical fertilizer addition. In BG and BN, SOM is generally higher than
in SL site, due to the different soil texture. The presence of silt and clay in fact maintains
more C from primary production and increases SOM under certain environments [60].
SOM could be influenced by fertilization and irrigation of soil, and they are correlated with
SO4%~, PO, (Figure 4), 51PN (Figure 5) and Total Carbon (TC) (Figure 6). However, in SL
and BN, SOM was higher in Post-Fert than in Pre-Fert and Harvest, while BG showed an
opposite trend (Table 3). Moreover, Total Carbon (TC) in BG and BN sites confirmed the
higher trend of SOM explained above, while SL showed an opposite trend (Figure 6). As
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far as pH and SOM are concerned, no significant effects related to the zeolitite addition to
soil were observed over the 3 years of experimentation. The nutrient input reduction of
50% every year in ZEO treatment suggests a more favorable balance between inputs and
outputs of SOM in the zeolitite-added soils.

Table 2. pH and Soil Organic matter (SOM) at each site (San Lazzaro, SL; Brisighella, BG; Bertinoro,
BN). Data are divided by time of sampling (Pre-Fertilization, Post-Fertilization and Harvest) and
treatment (ZEO and CNT). Average values represent a 3-year average (3 replicate/treatment per
sampling, 3 sampling per year, 54 samples in total per site). Means in the same column followed by
different letters are significantly different (p < 0.05) as a result of ANOVA and Tukey (HSD) tests. The
complete dataset is shown in Supplementary Material Table S1.

SL BG BN
pH SOM (%) pH SOM (%) pH SOM (%)
PreFert ~CNT 801° 009  359°  £112  8.83° +029 4.76ab  +1.32  8.84° +121  644b  +0.03
ZEO 7.93° 4037  4.04° 4048 877° 4022 55lab +2.04  8.86° +124 630b  +0.33
PostFert CONT 771° £043  505b 2080  866b  +£019  526b  £030  8.65° 4092  6.97°  +0.38
ZEO 827° +055 318  +272 867b  +0.08 522b  +0.94  8.45° +096  7.64°  +0.63
H ¢ ONT 756° £024 32lc 4062 877ab 005 591°  £051  847° +1.11 535b  +2.37
arves ZEO 756° 4048  3.02c +051 8.84ab  +0.13  6.16° 4025  843° +1.09 479b  £3.32

Table 3. Vegetative measurements of olive trees grown on soil treated with natural zeolite rich tuffs
(ZEO) versus plants grown on unamended soil (CNT). Data are expressed as a mean of 15 replicates

per thesis.
Tree Height  Number of Average Y Branches
(cm) Branches Branches Length (cm) Length (cm)
Cv. Nostrana ~ ZEO 141.48 63.39 30.63 1918.05
di Brisighella  CNT 134.09 51.78 30.09 1597.65
8G ] [ BN 1[ sL B8G ] [ BN 11 sL
250 A 3 150 B a
200 . a
E b a £ 100
7031 50 . rca Treatment
% . % =1
%100 b go B3 z0
E € 50
50 * ﬁ o b b b
. N ofdm e &
sL ’ sL
500 C . . 500 D a .
400 400
5 5
7, 300 a 7,300 #
S S .
@ 200 b 2 200
£ b £
100 b b l 100 h b b
. s b
o e * o === .
3 z B 5 2 z

Figure 4. Box-plot of SO4%>~ (A), PO43~ (B) content of soil samples. The graphs are divided by
experimental site (BG, BN, SL) and treatment (CNT and ZEO). Box-plot of 5042~ (C), PO4*~ (D)
content of soil samples from SL site. The graphs are divided by sampling (Pre-Fert, Post-Fert and
Harvest) and Treatment (ZEO and CNT). (A,B): The graphs are constructed considering a 3-year
average based on 27 samples per treatment at each site. (C,D): The graphs are constructed considering
the site specific 3-year average (9 observations at each sampling time per each treatment, 54 total
observations). Different letters represent significant differences (p < 0.05) as a result of ANOVA and
Tukey (HSD) tests.
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Figure 5. Box-plot of !N (A) of soil samples of the three sites. The graph is divided by the
experimental site (BG, BN, SL) and treatment. Boxplots of 815N of San Lazzaro (SL) (B), Brisighella
(BG) (C) and Bertinoro (BN) (D). The graphs are divided by agronomic season (Pre-Fert, Post-Fert
and Harvest) and treatment (CNT and ZEO). (A): the graph is constructed considering a 3-year
average based on 27 samples per treatment at each site. (B-D): the graphs are constructed considering
the site specific 3-year average (9 observations at each sampling time per each treatment, 54 total

observations). Different letters represent significant differences (p < 0.05) as a result of ANOVA and
Tukey (HSD) tests.
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Figure 6. Box-plot of Total Carbon (TC) of soil samples in San Lazzaro (SL), Brisighella (BG) and
Bertinoro (BN). The graphs are divided by treatment (CNT and ZEO). Data are the results of 3 years
of experiment: For each year, 3 samplings with 3 replicates per treatment were sampled (54 samples
per each site, divided in 27 samples per treatment). Different letters represent significant differences
(p < 0.05) as a result of ANOVA and Tukey (HSD) tests.
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Due to the different kind of fertilizer used, the SL site showed SO42~ and PO,
values remarkably higher than BG and BN fields. The chemical fertilizer applied in SL in
fact contained phosphate and sulfate, unlike the fertilizers used in BG and BN. Being both
SO42~ and PO4®~ negatively charged, they are unsuitable for cation exchange by natural
zeolites, which led to non-significant differences in the retention of these ions in the soil
between CNT and ZEO. However, given the lower amount of fertilizers applied to ZEO, a
lower values of SO42~ and PO43~ were expected in this treatment, at least after fertilizer
application. SL highlighted its highest values Post-Fertilization (Figure 4C,D), while BG
and BN values showed no differences during the agronomic year.

The different kind of chemical fertilizers adopted in the experimental sites also influ-
enced the N isotopic composition in the soil, as clearly shown in Figure 5A. On average, the
515N of SL soil is higher than in the other sites due to the use of organic fertilizers, which
generally have higher 1°N content than the synthetic ones [61], but no significant variation
over the agronomic year occurred (Figure 5B). At the BG site, after the addition of chemical
fertilizers the 5'°N of soil tended to decrease (Figure 5C) while at the BN site, no differences
were detected (Figure 5D). In natural ecosystems, soil 51°N ranges from —6%o to 16 %o [62]
and this high variability can be related to climate gradients and different atmospheric
conditions. An inverse and a direct correlation between mean annual precipitation (MAP)
and mean annual temperature (MAT) can be in fact observed with 51°N [63]. BG presents
the highest MAP, while both BG and BN sites show the lowest MAT during 2019-2021.
An increase in the 5!°N values at BG is also observed in concomitance with the harvest
(Figure 5C), probably due to the temperature peaks recorded during the summers of 2020
and 2021. The lower §'°N values of BG and BN with respect to SL could thus result both
from different N sources and climatic conditions.

To evaluate the influence of irrigation, the Carbon Discrimination Factor (A'3C) was
calculated from §'3C data. Figure 7 shows the A'3C for leaves of each site, which means
the 5!3C normalized for changes in atmospheric CO, concentration through Equation (1),
where a2 and p refer to air and plant [64].

da — o
A= P (1)
1+0p
BG I [ BN | [ SL |
70
a
60 b ’
b . : a
| : Treatment
QO 50 ﬁ E cnt
<
' zeo
40 |
30
= 2 = 8 € 8
[T} N O N 3} N

Figure 7. Box-plot of A'3C of leaves divided by area and treatment. The figure is constructed
considering a 3-year average based on 27 samples per treatment at each site. Different letters
represent significant differences (p < 0.05) as a result of ANOVA and Tukey (HSD) tests.

According to Riehl et al. (2014) [65] a 1%o A'3C variation can be used to distinguish
stressed from well-watered plants without accounting for soil fertility effects. Water stress
conditions in fact causes a decrease in photosynthesis, transpiration and leaf conductance
which in turn modify the carbon isotopic composition [64,66,67]. As it is known, zeolites can
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adsorb water molecules in their structure, which means an increase in the overall soil water
holding capacity and the consequent possibility to reduce irrigation [68]. Nevertheless, no
significant variations between ZEO and CNT treatments were highlighted by the A'3C data.
This fact is partially in contrast with the results obtained by [26] where a change in A3C
in maize and wheat grown in soil amended with the same natural zeolite- rich tuff was
observed. Although in that case, the authors ascribed the A'*C variations to the manuring
effect. In our case, a significant difference in A'*C was observed in BG only, likely due to
the additional water provided to the plants’ trough irrigation. This site in fact is the only
one which underwent artificial irrigation, added to the highest MAP over the three years of
experimentation.

N is one of the most important nutrients for plants. Thus, analyses of its different
inorganic speciation were performed to address the effects of natural zeolites on soil N
cycling in the three experimental fields. Nitrite (NO, ~-N) usually does not accumulate
in soils because it is an intermediate product of nitrification (that transforms NH,* into
NOs3;7-N), or it is denitrified to NO and NO and N; gases. On the other hand, nitrate
(NO37-N) is one of the main forms of N used by plants and can also be exploited by
microbes to satisfy their N needs (immobilization processes) [69]. Nitrate, however, can
follow various transformation pathways which may also lead to N losses in the atmosphere
(as nitrous oxides due to incomplete denitrification) and/or can be leached into the water
system as a result of anionic repulsion by soil particles.

The results of TN analyses of soils and leaves and NO3™-N and NO, ™-N of soils are
shown in Figures 8-10 for SL, BG and BN sites, respectively (3-year average).
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Figure 8. Box-plot of NO,-N (A), NO3; ™ -N (B) content of soil samples, Total Nitrogen (TN) of
soils (C) and leaves (D) in San Lazzaro field (SL). Graphs consider the site specific 3-year average
(9 observations at each sampling time per each treatment, 54 total observations). Different letters
represent significant differences (p < 0.05) as a result of ANOVA and Tukey (HSD) tests.
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specific 3-year average (9 observations at each sampling time per each treatment, 54 total observations).
Different letters represent significant differences (p < 0.05) as a result of ANOVA and Tukey (HSD) tests.
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In SL no differences were observed between the different treatments, although the N
input in CNT treatment was twice that in ZEO treatment. NO, ™ -N of soil (Figure 8A) did
not show any difference between treatments (ZEO and CNT) or sampling time (Pre-Fert,
Post-Fert and Harvest) among the 3 years of the project, showing values always below
10 mg kg~ !. Even NO;-N in soil samples (Figure 8B) showed no significant variations
among the treatments. A remarkable difference between CNT treatment Post-Fertilization
and Harvest can be observed, probably due to NO3 ™ -N removing processes (gaseous losses,
leaching, microbial immobilization or Dissimilatory Nitrate Reduction to Ammonium).
This evidence is partially sustained by a tendency to a lower N storage in olive leaves at
the Harvest in the CNT (although not significant). Soil TN (Figure 8C), reflects the same
trend for nitrate, showing no significant differences between treatments. The seasonal
fluctuations of these N species (with higher values after fertilization) are related to the input
of N brought by fertilizers. The TN of leaves (Figure 8D) likely supports this hypothesis
because the leaves have shown no differences in N content due to treatments or time.
However, they showed an opposite trend to that of soils, due to the different availability of
N during the agronomic year in different environmental compartments. Immediately after
fertilization, TN is concentrated in the soil, and it is lower in leaves while at the harvest the
trend was opposite.

In the BG site, TN did not show any significant difference due to the treatment and
sampling time for both soils (Figure 9C) and leaves (Figure 9D), coherently to the SL site.
The NO,™-N (Figure 9A) and NO3; ™ -N (Figure 9B) of BG soils showed a trend similar to
SL and no differences were accounted for between ZEO (50% of fertilizer) and CNT (100%
of fertilizer). However, sampling time significantly affected the amounts of N in the soil.
NO;™-N (Figure 9A) in Post-Fertilization ZEO samples showed significant differences with
respect to ZEO at Harvest, suggesting lower nitrite production (or improved consumption)
in this treatment. The NO3;™-N (Figure 9B) content in CNT treatment at Harvest was
significantly lower than Post-Fertilization, but an increase in N uptake of plants is not able
to explain the NO3; ™-N reduction in soil. This decrease is probably due to a N loss in the
surrounding environment which did not happen for ZEO treatments, as suggested by the
tendency of ZEO leaves to have higher TN amounts for all sampling stages, although not
statistically significant.

The BN samples showed a trend similar to the SL and BG areas during the three
years of monitoring. NO, ~-N (Figure 10A) and NO3~-N (Figure 10B) of soils showed no
significant differences between ZEO and CNT. NO, ™-N showed significant differences
between Pre-Fertilization and Post-Fertilization samplings, with higher values at Pre-
Fert. NO3;~-N followed the trend linked to the fertilization, with higher values at Post-
Fertilization right after the N input. The ZEO treatment in Pre-fertilization is similar to the
CNT in Post-Fertilization (where twice the amount of fertilizer was applied with respect
to the ZEO treatment), indicating that zeolite probably helped the soil to retain more N
available to the plant during time. TN of soils (Figure 10C) revealed no variations due to
the treatments or sampling time, and no other differences were highlighted neither for TN
of leaves (Figure 10D) nor for the SL and BG sites. As for BG, also in BN a tendency for a
higher N content of leaves was recorded although not significant from a statistical point
of view.

In general, the results of N dynamics over the 3 years of monitoring in the 3 experimen-
tal sites indicate that notwithstanding 50% fewer N inputs, the soil N content was similar
between CNT and ZEO. Given that no differences in N uptake by plants were observed,
this evidence leads to the hypothesis that zeolite minerals helped to reduce N losses and
promoted N storage in the soil, augmenting the fertilization efficiency.

3.2. Vegetative Measurements

The analysis of variance of the data collected in the BG field did not reveal any
difference between the two treatments (Table 3), while some differences between ZEO and
CNT were highlighted in both SL and BN fields. In the SL site, tree height, number and
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length of shoots were higher for Cv Montebudello and Farneto for ZEO treatment than for
CNT (Table 4). The number of shoots was greater in the ZEO thesis for Cv Colombina, while
other measurements exhibited no significant difference compared to CNT. The Cv. Capolga
in the BN field showed no differences in the level of growth of the aerial part, while in the
other two cultivars (Colombina and Correggiolo), a significantly greater development in the
plants treated with natural zeolite-rich tuffs was observed, despite the reduced dose of
fertilizer applied (Table 5).

Table 4. Vegetative measurements of olive trees grown on soil treated with natural zeolite rich tuffs
(ZEO) versus plants grown on unamended soil (CNT). Data are expressed as a mean of 15 replicates
per thesis. The bold font indicates statistically significant differences between the groups (p < 0.05).

Tree Height Number of Average Branches Y Branches

(cm) Branches Length (cm) Length (cm)
Cw. ZEO 121.14 49.86 24.71 1193.14
Montebudello CNT 92.00 20.00 22.39 441.86
ZEO 114.31 69.69 22.75 1592.50
Cv. Farneto oy 84.54 44.38 20.37 972.15
Cv. ZEO 104.50 62.63 22.71 1368.38
Montecapra ~ CNT 99.29 47.00 21.55 1060.50

Table 5. Vegetative measurements of olive trees grown on soil treated with natural zeolite rich tuffs
(ZEO) versus plants grown on unamended soil (CNT). Data are expressed as a mean of 15 replicates
per thesis. The bold font indicates statistically significant differences between the groups (p < 0.05).

Tree Height Number of Average Y Branches

(cm) Branches Branches Length (cm)  Length (cm)
Cv. Capolga ZEO 86 20.76 14.65 392.18
CNT 83.1 18.95 13.92 347.18
. ZEO 74.88 10.53 15.63 233.82
Cv. Colombina — onr - 63,77 6.46 11.33 141.58
Cv. ZEO 102.38 9.25 21.04 291.38
Correggiolo CNT 80.43 7.79 15.76 204.39

The only field where no differences were observed between the two treatments is BG,
the irrigated field. It is possible that the action of the zeolite, in addition to reducing N
leaching and increasing the Nitrogen Use Efficiency (NUE), takes place at the water level
(although no differences were observed by A!'3C), so in orchards without any water deficits,
it is harder to account for differences in plant development.

These results are in agreement with those of Prisa (2020) [70], that found an increase
in agronomic characteristics in plants of Ranunculus asiaticus treated with zeolites, and with
Choo et al. (2020) [71] that found an increased number of fruits and greater fruit yield in
papaya plants treated with zeolites.

3.3. Global Considerations

To evaluate the benefits of using zeolitite in olive growing, the general comparison of
treatments year by year is presented in this chapter. pH, SOM and TC of soils are shown in
Figure 11, while in Figure 12 each of the investigated N species is shown.
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Figure 11. pH, Soil Organic Matter (SOM) and Total Carbon (TC) are shown for the three years of
the project. Data are divided by year (2019, 2020 and 2021) and treatment (with zeolite and control
for (A) pH, (B) Soil Organic Matter (SOM) and (C) Total Carbon (TC). The graphs are constructed
considering the year specific average for all three sites (27 observations at each year per each treatment,
54 total observations per year). Different letters represent significant differences (p < 0.05) as a result
of ANOVA and Tukey (HSD) tests.
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Figure 12. Box-plot of NO, -N (A) and NO3~-N (B) content of soil samples, Total Nitrogen (TN)
of soils (C) and leaves (D) divided by years and treatment. The graphs are constructed considering
the year specific average for all three sites (27 observations at each year per each treatment, 54 total
observations per year). Different letters represent significant differences (p < 0.05) as a result of
ANOVA and Tukey (HSD) tests.
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In all experimental fields, pH did not undergo any significant difference between CNT
and ZEO treatments. A global trend towards an acidification of the soil from 2019 to 2021
can be however observed (Figure 11A), which can be a consequence of the leaching of
exchangeable bases such as Mg?*, K* and Ca?* because of intense precipitation or irrigation
practices. No significant differences were accounted between SOM and TC and they did not
change in relation to different treatments and during time (Figure 11B,C). Although SOM
and TC could be influenced by fertilization and irrigation practices, we did not observe
any significant variation. At the same time, SOM, as well as TC, did not decrease over
the 3 years of experimentation, proving that the use of zeolitite did not influence these
parameters in soil but helps preserving SOM even with a reduced amount of nutrient
inputs while maintaining or even improving the plant development.

The only difference that occurred in nitrogen species was linked to the time and to
the type and amount of fertilizer applied to each field: (1) NO, ™-N showed a significant
difference among years, with concentrations that increased from 2019 to 2021; (2) NO3~-N
in soil was significantly different during 3 years, with the lower values recorded in 2019
and the higher values recorded in 2020 and 2021; (3) TN in soil showed a very similar
pattern to that of NO3~-N with an increase after the first experimental year (2019) and (4)
The TN of leaves was lower in 2020 (opposite trend to the NO3™-N). For each N species, no
differences were accounted for between CNT and ZEO treatments (notwithstanding the
50% reduction of fertilizers), as already demonstrated in detail for each experimental site.

TN of leaves strongly indicate that plants did not uptake more N in CNT than in ZEO
treatment, although ZEO leaves showed a slight tendency in higher N uptake in 2020 and
2021 (not statistically significant), which can be caused by an augmented availability of N
among the years.

Principal Component Analysis (PCA), which is often used to discriminate the groups
of samples, reducing the dimensionality of the dataset without a large loss of information,
was applied only to the data related to the ZEO and CNT treatments during the three years
of the project.

PC1 and PC2 axes explained 48.59% of the total variance, divided into 30.61% of the
First Principal Component (PC1) and 17.98% of the Second Principal Component (PC2).
All the data showed a positive correlation in PC1, except Soil Organic Matter (SOM), Total
Carbon (TC) and pH. Instead, in PC2 only Carbon Discrimination Factor (A'*C) had a
positive correlation, while all other parameters highlighted a negative correlation with PC2.
This low value of total variance does not allow for distinguishing between the different
treatments, thus further supporting the hypothesis that CNT and ZEO treatments were not
different, notwithstanding the fertilizer input reduction of 50% in the ZEO treatment.

The similar N uptake recorded by the leaves in the three different experimental sites,
as well as the tendency for a better development of plants grown on zeolite-amended
soil, notwithstanding the 50% N input reduction, strongly suggest that in CNT treatment
larger N losses occurred, leading to negative environmental and economic effects. On the
other hand, the presence of zeolitite in the soil maintained the nutrient for a longer time
contributing to a healthier condition for plants and yield production.

It is well known that zeolitite as a soil amendment reduces N leaching and increases
Nitrogen Use Efficiency (NUE) and crop yield [72]. Since the addition of zeolitite probably
influenced several pathways of N losses, it also allowed a more sustainable use of N
fertilizers. Furthermore, the N in the topsoil is strongly related to agricultural practices and
is influenced by the amount and form of the fertilizers used. This N can be easily lost by
leaching, NHj3 volatilization and other N gas losses. Chemical fertilizers, such as urea, can
lose even more than 30% of the applied N as NHj3 in the few hours after the spreading, if
the conditions for volatilization are met [8]. Ferretti et al. (2017) found evidence of a higher
FUE in zeolitite-amended soil after performing an isotopic tracing in the soil-plant system.
In another study, it was demonstrated that in similar conditions, NH3 emissions can be
reduced up to 60% using the same type of zeolitite used in this work [26]. Consequently,
the application of zeolitite to soil can be the key to reducing N losses in the environment,
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allowing a significant reduction in fertilizer N inputs (50%), maintaining or even increasing
the vegetative development.

The mechanism through which zeolitite is able to maintain the nutrients in the soil for
longer periods of time is, however, still a matter of debate. Ferretti et al. (2021) employed the
15N pool dilution technique to measure gross N transformation rates in zeolitite-amended
soil and found no evidence of increased ammonification in soil treated with natural zeolites
in the short-term. Thus, the efficiency of zeolitites (at natural state) cannot be explained by
an increased production of new mineral N from organic matter decomposition. However,
from the same study emerges a slight “delay” effect on gross nitrification. Apparently,
in zeolitite-amended soil, the ammonium is more slowly converted into nitrate. Thus,
the mechanism that might be responsible for the improved NUE in the treated soil is the
perturbation of various abiotic parameters after the addition of zeolite minerals (CEC,
water retention) that is reflected in different biotic processes in the short-term, probably
altering the quantity of N available for plant uptake. In another short-term incubation
study at laboratory scale, it was observed that the exchange of N between minerals and
the surrounding environment is very fast. Thus, N is accessible to microbial biomass in
the short-term but only mild effects on the microbial community (fungal/bacterial ratio)
and on N transformation rates were observed [73]. Thus, it is likely that the zeolites reduce
the N mobility in the short-term and delay the transformation of ammonium into nitrate,
resulting in “more time” for plants to uptake N and, by consequence, in a lower demand
for N fertilizers and N losses.

4. Conclusions

Thanks to a 3-year experiment conducted in three sites within the Emilia-Romagna
region, the efficiency of zeolite minerals in reducing the fertilizer N input up to 50% in olive
growing was demonstrated.

N dynamics and all the observed variables were influenced by the fertilizer manage-
ment (type, amount and timing of application), time, soil texture and irrigation.

However, no differences were observed owing to the different treatments (ZEO and
CNT), neither in the detail of each experimental site nor from the general point of view,
although in ZEO the fertilization had been reduced by 50%.

The vegetative measurements highlighted a greater development of the olive aerial
parts in ZEO treatments compared to CNT. The vegetative measurements conducted in
the first year indicate that the plants treated with zeolitite, despite the 50% reduction in
fertilizers, have developed similarly to the CNT. In the two rainfed orchards (SL and BN),
the ZEO-treated olive plants were characterized by a greater canopy development. Further
studies are under way to evaluate the effects, in the long term, of the una tantum zeolitite
addition as well as the influence on the fruit development and the chemical and sensorial
quality of the oils.

In conclusion, the use of this specific Italian chabazite zeolitite in olive growing can
allow a significant reduction in fertilizer N input, reducing the N losses and improving the
plant’s physiological status, with meaningful benefits under agronomic, environmental,
economic and health aspects. It is indeed very important to specify that the effects of these
minerals in the soil are long-lasting due to their long-term structural stability at an ambient
temperature and pressure. Moreover, the reduction in the application of N fertilizers can be
performed repeatedly over the years, with significant economic and environmental benefits
which last forever.
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