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Abstract: The ecosystem services a cover crop (CC) provides depend enormously on species choice
and tillage system. Here, we evaluated the impact of (a) three winter CCs—rye (Secale cereale L.) and
squarrose clover (Trifolium squarrosum L.) monocultures and their mixture, and (b) two tillage sys-
tems—roller-crimping of CC residue as dead mulch for no-till (NT) systems and incorporating CC
residue into the soil as green manure for conventional tillage (CT) systems—on the performance of
organic processing tomato, i.e., plant growth, nutrient accumulation, fruit yield, and weed biomass.
The assessments took place over two years in field experiments conducted under Mediterranean
conditions. At the termination time, rye and mixture were the most productive and the best weed-
suppressive CCs. During tomato growing season, squarrose clover regardless of tillage system stim-
ulated tomato growth, Nitrogen content and uptake, and the yield relative to the other cover crops.
Nevertheless, NT generally impaired the tomato nutritional status and increased weed biomass
compared to CT despite some potential weed control by cover crops. These two aspects caused a
significant drop in tomato yield in all NT systems. The results suggested that, despite the multiple
benefits the compared CCs can offer in Mediterranean agroecosystems, legume CCs could be the
key to developing feasible organic vegetable no-till systems.

Keywords: residue management; cereal-legume mixture; agrobiodiversity; conservation agricul-
ture; integrated weed management

1. Introduction

Cropping practices that enhance and preserve long-term soil fertility are central to
organic farming. Realizing the harmful consequences of frequent soil inverting and stir-
ring on soil fertility has raised questions regarding the use of conventional tillage in or-
ganic agroecosystems. In fact, decades of research and application have documented the
positive impacts of conservation agriculture techniques, i.e., no-till or reduced tillage, res-
idue retention on the soil surface, and cropping system diversification, on soil quality in-
cluding soil stability, chemical, and biological fertility [1]. In the European Mediterranean
region, organic farmers primarily focus on growing cover crops in winter, whose residue
eventually turns into green manure, to promote soil health, biodiversity, and weed man-
agement [24].

Previous research has emphasized the difficulties in implementing no-till systems in
organic farming, pointing particularly to ineffective weed control and nutrient manage-
ment [5,6]. Thus, finding cover crop species capable of targeting these two aspects to
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sustain crop yield is needed [2]. Cover crops that generate dense, ideally long-lasting bio-
mass [7] and/or release allelochemicals [8] are favored for the first target.

It is known that the magnitude of cover crop services changes as cover crop traits
differ among cover crop species and their families. Legumes can symbiotically fix Nitro-
gen (N) and add it significantly to agroecosystems though they often yield low biomass
[7]. Cereals are more efficient in resource use, have a rapid establishment, and can produce
more residue with a slow decay rate [8,9]. One of the most effective cover crops is cereal
rye (Secale cereale L.), which has excelled in no-till systems owing to these characteristics
and its remarkable capacity to control weeds [10]. Ascribed to soil N immobilization
[11,12] and the allelochemicals released during residue decomposition [13], rye has occa-
sionally been reported to injure crops and reduce yields if not appropriately managed [11-
13].

One of the means to achieve balanced ecosystem services while maintaining reduced
tillage is using cover crop mixtures. Besides combining the advantages of the single spe-
cies, multispecies cover crops, based mainly on functional complementarity, favor distinct
niche occupations and resource use [14,15]. As numerous studies have documented [16—
19], among the primary ecosystem services consequently provided is increased biomass
production, i.e., overyielding. Therefore, mixtures are more likely to improve weed sup-
pression [18,20], N retention, and N supply compared to pure cover crop stands [9,17,21].
Cereal and legume bicultures have been popular for these purposes and since they are
simpler to manage in fields than multispecies cover crops [9,22,23]. These mixtures can be
combined to include species with distinct traits, both above- and below-ground, such as
those related to growth habits and nutrient-foraging strategies. Legumes such as vetches
(Vicia sp.) with a tall climbing habit and spreading roots can be coupled with grass species
with extensive shallower fibrous root systems and an upright canopy, such as the well-
known rye. By exploiting these traits among others, mixing rye with hairy vetch can be a
valid substitution for monocultures, able to outyield them by more than 60% and build
up as much N as the vetch [9]. Other legumes such as clovers (Trifolium sp.), which have
a deep and branched taproot and grow relatively quickly to cover the soil and control
weeds [18], can also be used as part of other cereal-legume combinations. Mixtures with
the right ratio of legume to cereal can guarantee a low residue C: N ratio, which is funda-
mental for N to be available to the cash crop, especially in situations with slow minerali-
zation rates such as in no-till systems [21,24-26].

Here, we seek to assess the agronomic impacts of reducing tillage in Mediterranean
organic vegetable production. We focused on processing tomato, a cash crop that accounts
for most of the organic vegetable production in Italy [27]. Over two growing seasons, we
evaluated (i.) the performance of three cover crops before termination —monoculture of
squarrose clover (Trifolium squarrosum L.), monoculture of rye, and a combination of
both—in terms of biomass production, nutrient uptake, and weed suppression, and (ii.)
the effects of these cover crops under two tillage systems—conventional tillage and no-
till—on organic processing tomato performance, i.e., crop growth, nutrient status, nutri-
ent uptake, yields, and residual weed biomass.

2. Materials and Methods
2.1. Site Description

The study was established for two seasons (2019-2020 and 2020-2021) on certified
organic fields at the Center for Agri-environmental Research “Enrico Avanzi” of the Uni-
versity of Pisa, situated in the lower valley of the Arno River in San Piero a Grado in Pisa,
Central Italy (43°40' N Lat; 10°19" E Long; 1 m above mean sea level and 0% slope). The
site is characterized by a Mediterranean climate with an average annual precipitation of
895 mm, mainly in spring and fall, and a mean annual temperature of 14.9 °C (1993-2020).
Monthly average temperatures and total precipitations registered during the study and
long-term average values (1993-2020) are represented in Figure 1.
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Figure 1. Monthly average minimum and maximum temperatures (°C) and monthly total precipi-
tations (mm) during the trials at San Piero a Grado (2019-2021) compared with the long-term aver-
age values (1993-2020).

Warmer temperatures occurred during the autumn—winter of 2019-2020 and summer
2021 compared with the multiannual trend. The hottest temperatures in both years oc-
curred in August, reaching almost 31 °C, and the coolest ones were registered in January
with 3.6 °C in 2020 and 3.0 °C in 2021. Different distributions in precipitation compared
to the multiannual average occurred in both years. In particular, a wetter November and
December and a drier spring than the multiannual trend were recorded in 2019-2020. In
2020-2021, the season was mainly characterized by unusual rainfall in December and Jan-
uary and a particularly dry March. In 2020, precipitations were roughly double that of the
multiannual average in early summer. A drier summer (June to September) compared to
the multiannual trend and 2020 was encountered in 2021.

The experiment was set up in different fields each year. Both trials followed a fallow
year. The soil, a Typic Xerofluvent, had a loamy sand texture in the first site (2019-2020)
and a sandy loam texture in the second (2020-2021). Soil chemical characteristics (0-30 cm
depth) at the beginning of the experiment are represented in Table 1.

Table 1. Initial soil characteristics (0-30 cm depth) at trial sites.

Characteristic 2019-2020 2020-2021
pH 6.72 8.27
Organic matter (g 100 g) 2.19 1.45
Total N (g 100 g™) 0.12 0.09
Available P (mg 100 g) 0.49 091
Cation exchange capacity (meq 100 g™) 10.81 3.56
Electrical conductivity (uS cm™) 113.54 54.45

Organic matter was determined with the Walkley—Black method, total Nitrogen with the Kjeldahl
method, and available Phosphorus with the Olsen method.

2.2. Experimental Set-Up

The experiment included eight treatments within two factors, cover crop species and
tillage system. Treatments were arranged over plots following a randomized complete
block design (RCBD) with three replicates. Plots measured 6 m x 10 m. Cover crop treat-
ments consisted of monocultures of rye (S. cereale cv. Dukato), squarrose clover (1. squar-
rosum cv. OK), their mixture, and control kept with natural vegetation during winter.
Cover crops and control plots were compared under two tillage systems (i) flail mowing
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and soil incorporation to almost 15 cm depth with a rotary tiller/cultivator in two passes
as a standard conventional tillage system (CT) and (ii) rolling with two passes of a roller-
crimper (Eco-Roll®, Clemens Technologies, Wittlich, Germany) followed by two flaming
interventions (MAITO Srl., Arezzo, Italy, based on a prototype designed and realized at
the University of Pisa) as a no-till (NT) system (Figure 2).

0

o

Figure 2. Cover crop termination with a roller-crimper (left) and a flame-weeding machine (right)
in the no-till systems (NT).

Before cover crop establishment, the soil was tilled by a combined harrow at 15 cm
depth, followed by one pass of a rotary harrow to complete seedbed preparation. Cover
crop seeds were hand-broadcast on the plots on 25 October 2019 and 23 November 2020,
respectively. Cover crops were seeded at a rate of 50 kg ha! for squarrose clover and 180
kg ha! for rye. The corresponding mixture consisted of half the seeding rate of the single
species (25:90 kg ha™). Cover crops grew rainfed without fertilization and weed control
interventions and were terminated on 28 May 2020 and 7 June 2021, respectively, for the
first and second years. At termination time, squarrose clover was almost at the full flow-
ering stage (BBCH 65), and rye was at the early milk stage (BBCH 73) [28].

Tomato seedlings (Solanum lycopersicum L. cv. Elba F1) were transplanted with a veg-
etable transplanter (Fast model, Fedele Costruzioni, Lanciano, Chieti, Italy) adapted to
each system [29]. Transplantation was conducted at a density of 2.2 plants m=2 (1.5 m be-
tween rows, 0.3 m in-row) on 3 and 9 June 2020 and 2021, respectively. Tomatoes were
harvested manually twice in each season, starting at the end of August/early September.
Fertilization, irrigation, and phytosanitary interventions were the same for all treatments
compared and followed the European organic agriculture standards (ex Reg. EU 2018/848
and 2018/1584). Fertilization consisted of a total of 38.7 and 36.3 kg ha™ of N given in the
first and the second year, respectively, and 21.8 kg ha' K20 only in the second year (VIT-
ORG, Green Has Italia, Canale, Italy, 3-0-6; NUTRIGREEN, Green Has Italia, 8-0-0). Ferti-
lizers were distributed by drip fertigation along the tomato cropping cycle. In addition,
calcium (NEWCAL, Green Has Italia, 16.8%) was given in the second year at 8 kg ha! of
CaO via foliar applications. Weed management during tomato growth was carried out
with one manual weeding intervention each year on the intra-row space in all the treat-
ments. Weeds in the inter-row area at early tomato growth stages were controlled by inter-
row cultivation (twice in the first year and once in the second year) only in the plots where
cover crops and natural vegetation were incorporated. In contrast, inter-row shredding
was performed twice each year in no-till plots.
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2.3. Samplings and Measurements

Cover crop biomass samplings were taken at the termination time by clipping the
cover crop 2-3 cm above the soil surface over two areas of 0.5 m? each per plot. Weeds
were hand-separated from the samples, and the biomass yield on a dry weight (DW) basis
of each component (weeds and cover crops) was determined after oven-drying of aliquots
at 60 °C until a constant weight. Biomass data were used to calculate the land equivalent
ratio (LER) for the mixture as a metric of “outyielding” or biodiversity effects, as reported
by Smith et al. [30]. A value of LER > 1 indicates that the mixture is overyielding relative
to the constituent monocultures or that more land would be required for monocultures to
produce equivalent biomass to the mixture. An LER < 1 instead implies that the mixture
is under-yielding or that monocultures need less land than the mixture to reach the same
biomass.

Dried samples of the cover crops were then ground to pass through a 1 mm sieve.
Total N and P were evaluated in the dry ground samples by Kjeldhal and colorimetric
methods, respectively.

Soil-Plant Analysis Development (SPAD) readings were taken on three plants in two
central regions of each plot by means of a portable chlorophyll meter (SPAD-502 Plus,
Konica Minolta, Tokyo, Japan) to monitor the N status of the tomato crop. The measure-
ments were performed on three dates (SPAD1, SPAD2, and SPAD3), on the same plants
every time, during each cropping season (10/07/2020, 30/07/2020, and 27/08/2020 in the
first year; 19/06/2021, 22/07/2021, and 06/08/2021 in the second year). The three dates cor-
responded to the vegetative growth (SPAD1), the flowering (SPAD2), and the fruit devel-
opment (SPAD3) stages. One fully developed leaf was chosen for each plant, and an aver-
age of three measurements per leaf was recorded. Tomato plant growth was evaluated as
plant height variations on the same plants and two dates (Heightl: flowering stage;
Height2: fruit development stage).

Tomato fruits were harvested from each plot in two interventions at fruit maturity,
over two areas of three plants each, to determine crop yield. Tomato fruits were separated
into unmarketable and potentially marketable fruits (the sum of commercial and green
fruits). Fruits in each category were counted, and their fresh weight was measured. The
same plants were harvested during each intervention, and the data were cumulated. A
sample from marketable fruits at each harvest was put in the oven at 60 °C to determine
the dry matter content. Ground samples were then analyzed for total N and P in the same
way as the cover crops. The same plants harvested were also sampled each year at the
final harvest time to determine their total dry biomass and N and P contents. N and P
accumulations were calculated by multiplying their concentration by the dry yield. Nitro-
gen utilization efficiency (NUtE) was calculated as follows:

- Y
NULE = /Nacct 1

where Y is the fresh weight of potential tomato yield (Mg ha™), and Nacc: is the N accu-
mulated (kg N ha) in total aboveground biomass of the crop.

Weeds from the same 1.5 m? areas where tomato plants were harvested were also
collected for total aboveground dry biomass determination.

2.4. Statistical Analysis

Statistical analyses and data visualization were conducted using Rstudio statistical
software (R version 4.1.2). All data were first subjected to Shapiro-Wilk and Levene’s tests
to check for data normality and heteroscedasticity. Data that verified these assumptions
were fitted to general linear models. Data that failed to meet these assumptions were fitted
to generalized linear models selecting the best fit (distribution and link function) via the
Akaike information criterion (AIC). Initially, mixed models were fitted including the block
and the year as random factors. As the variance of the random effect was insignificant and
the models were overfitted, we used linear models including only fixed factors. For cover
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crop variables, we considered the cover crop, the year, their interaction, and the block as
model fixed terms. For tomato crop variables, the terms in the models were the cover crop,
the tillage system, the year, their interaction, and the block. The same terms were adopted
for SPAD and plant height besides timing and its interaction with the other terms. Mixed
models were first fitted to these two variables trying to account for the correlation struc-
ture of data between the individual plants assessed. Analysis of deviance was then gener-
ated using the Likelihood Ratio test or F-test according to the distribution. Estimated mar-
ginal means (emmeans) comparison for statistically significant terms was carried out with
Bonferroni-adjusted post hoc test at a significance level of 5% (p < 0.05). Data were pre-
sented as emmeans and corresponding standard errors. The significance of the main terms
and their interactions are presented in Tables S1-53 in the Supplementary Material.

3. Results

3.1. Cover Crops Performance at Termination Time: Aboveground Dry Biomass, Nutrient
Accumulation, and Weed Control

The statistical significance of the effects of the main factors and their interactions on
the evaluated cover crop variables are presented in Table S1 in the Supplementary Mate-
rial. The cover crop biomass was not affected by the year but only by cover crop species
(Figure 3). The mixture and rye produced, on average, almost 36% more biomass (8.14 and
8.51 t DW ha™ for mixture and rye, respectively) than squarrose clover (6.09 t DW ha™).
The mixture, which was equivalent to pure rye in biomass, had consistently in both years
around 64% rye and 36% squarrose clover in dry matter composition at the termination
time. The year factor did not affect the LER of the mixture. Pooled across the two years,
the LER had a mean of 1.10 + 0.04 (p <2 x 10716).

Cover crop B weed
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o

Figure 3. Cover crop and weed aboveground dry biomass at the time of cover crop termination. For
each variable, bars with different letters are significantly different (p < 0.05). S. clover: Squarrose
clover. Error bars represent the standard errors of the estimated marginal means.

The year and cover crop species drove changes in weed biomass in cover crop stands
with no interaction between both (Table S1, Figure 3). Greater weed biomass characterized
the second year (+35.3%). However, the three cover crops successfully controlled weeds
in both years . The positive weed suppression service provided by the cover crops was
about 97% for rye and the mixture, and 78% for squarrose clover, averaged over the two
years, compared to the control kept with natural vegetation.

Different tissue N concentrations were found across cover crop species and years (Ta-
ble S1). In 2021, tissue N concentration in rye was slightly greater than in 2020. In both
years, squarrose clover had the highest N concentration, around 2.5 times on average more
than N in rye at the termination time (Figure 4A). N concentration for the mixture (1.23
and 1.33 g 100 g, respectively for 2020 and 2021) was intermediate between pure rye (0.72
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and 0.96 g 100 g, respectively, for 2020 and 2021) and pure squarrose clover (1.93 and
2.22 g 100 g, respectively, for 2020 and 2021).
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Figure 4. Interaction effects of cover crop and year (A,C,D) and main effects of cover crop (B) on
tissue N and P content and accumulation at the cover crop termination time. Different letters indi-
cate significant differences (p < 0.05) in each interaction/main effect. S. clover: Squarrose clover. Error
bars represent the standard errors of the estimated marginal means.

Similarly, cover crop N accumulation differed across cover crop species and years
(with no significant interaction, as shown in Table S1) and was mainly influenced by cover
crop tissue N concentration (Figure 4B). Across both years, squarrose clover and the mix-
ture accumulated the highest amount of N, while rye had the least amount), with N accu-
mulation varying between 71.21 and 125.60 kg ha'. P concentration was drastically lower
in 2021 in all the cover crops (on average, 0.28 vs. 0.11 in 2020 and 2021, respectively). The
mixture in 2020 and the clover in 2021 had higher P concentration than rye, with differ-
ences accounting for up to +40% in 2021, as represented in Figure 4C. P accumulation in
cover crops ranged from 16.99 to 23.63 kg hain 2020, with clover accumulating the least
(but significantly compared to rye and the mixture only in 2020). In 2021, on average the
cover crops accumulated around half the P accumulated in 2020, ranging from 7.78 to 8.75
kg ha!, with no differences between the cover crops (Figure 4D).

3.2. SPAD and Plant Height

Differences arose for SPAD values and tomato plant height between years, tillage
systems, cover crop species, timing and their interactions (Table S2 in the Supplementary
Material, Figures 5 and 6). Averaged over cover crop species and years (tillage x crop
stage), we observed a positive effect of CT on the SPAD value compared to NT during the
cropping season until fruit development (Figure 5A). Furthermore, the tillage system in-
teracted with cover crops differently each year (Table S2). As Figure 5B shows, differences
between cover crops in each tillage system (averaged over crop stages) were observed
mainly in 2020, with squarrose clover and the mixture (this latter only in NT) outperform-
ing the other cover crop treatments. None of the cover crop effects varied significantly
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between tillage systems despite a general increase in CT compared to NT treatments, nor
between the years (Figure 5B).
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Figure 5. Variation in SPAD values during the growing season in response to the interactions of the
tillage system and crop stages (A) and cover crop, tillage, and year (B). Points represent the em-
means, and bars represent their standard errors. Different letters indicate significant differences (p
<0.05) in each interaction. S. clover: squarrose clover; CT: conventional tillage; NT: no-till; SPAD1:
vegetative growth stage; SPAD2: flowering stage; SPAD3: fruit development stage.

With regards to tomato plant height, we found a significant interaction between
tillage and crop stage (Figure 6A). Averaged over years and cover crops, tomato plants
grown under CT were taller than NT late in the season (Figure 6A). Averaged over years
and tillage (cover crop x crop stage), higher plants under squarrose clover compared to all
other treatments (except for mixture during fruit development) were found during the
season. Tillage interacted also with cover crops and years (Table S2, Figure 6B). Similarly
to SPAD, squarrose clover plots had the tallest tomato plants among the cover crops in
2020 in both tillage systems. Differences between cover crops in each tillage system in 2021
were less evident, even under CT where a significant increase in plant height in rye and
mixture treatments relative to 2020 was noticed (Figure 6B).
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Figure 6. Variation in tomato plant height during the growing season in response to the interactions
of tillage system and crop stage (A) and cover crop, tillage system and year (B). Points represent the
emmeans, and bars represent their standard errors. Different letters indicate significant differences
(p < 0.05) in each interaction. S. clover: squarrose clover; CT: conventional tillage; NT: no-till;
Heightl: flowering stage; Height2: fruit development stage.
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3.3. Tomato Fresh Yield and Aboveground Dry Biomass

Significant interactions between tillage and year, cover crop and year, and cover crop
and tillage were found for tomato unmarketable, potential, and total fresh yields (Table
S3 in the Supplementary Material, Figure 7A-C).
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Figure 7. Interaction effects of tillage system and year (A), cover crop and year (B) and cover crop
and tillage system (C) on tomato potential and unmarketable yields. Different letters indicate sig-
nificant differences (p < 0.05) in each interaction. Interaction is not significant for the unmarketable
yield in Figure (B). S. clover: Squarrose clover; CT: conventional tillage; NT: no-till. Error bars rep-
resent the standard errors of the estimated marginal means.

Concerning the interaction between tillage system and year (Figure 7A), a significant
increase in the potential yield and a decrease in the unmarketable yield were observed for
both CT and NT in 2021. However, differences between tillage systems for potential fresh
yield were only observed in 2021 (Figure 7A). In 2021, the total fresh yield was 2.5 times
greater than that in 2020. Compared to NT, double the total fresh yield was found in CT
(69.73 vs. 34.46 t ha™'). Averaged over tillage systems, the interaction between cover crop
and year was significant only for the potential yield and the total yield, showing clover
and mixture producing around 2.7 times more of potential and total yield than rye and
control in 2020 while being statistically like them in 2021 (Figure 7B). A significant inter-
action between cover crop and tillage system (Figure 7C) did not reveal statistically sup-
ported differences between cover crops despite the higher values in squarrose clover and
mixture treatments in both tillage systems.. In contrast, clover and mixture significantly
incremented NT's potential and unmarketable yields by almost 68% and 150%, averaged
over both cover crops, compared to rye and control. respectively (Figure 7C). Differences
between treatments were not statistically significant for the total fresh yield as well, de-
spite a tendency for squarrose clover and mixture in CT and NT to have higher yields
relative to all other treatments.

Differences in fresh yields were consistent with the trend demonstrated by the num-
ber of fruits produced per area (Tables S3 and S4 and Figure S1A,B in the Supplementary
Material). For dry matter content in tomato fruits, we found it was 30% higher in the first
year (7.91 vs. 6.09 g 100 g') (Table S4). Averaged over tillage systems and years, fruit dry
matter content was lower in clover and mixture treatments than the control (Table S4).
Considering the interaction between years, tillage systems and cover crops, the dry matter
content of fruits did not reveal differences among the three cover crops in either tillage
system but only with control (Tables S3 and 54 in the Supplementary Material) and tended
to be slightly higher in NT (confirmed for squarrose clover in 2021 with 6.16 vs. 5.49 g 100
g

Tomato total dry yield at harvest followed the same trend as fresh tomato yields each
year (Figure 8A-C). Tomato shoot plant biomass was influenced by the interaction of
cover crop, tillage, and year and confirmed the trend observed in yield results. As
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represented in Figure 8D, squarrose clover monoculture and the mixture (though the lat-
ter was statistically like rye) stimulated tomato shoot biomass in CT and NT in 2020. De-
spite the same tendency, no differences between cover crops were found in 2021 in both
tillage systems. Although there was a tendency for higher shoot biomass in all cover crops
in CT relative to NT in 2021, no statistically significant differences were reported (Figure
8 D). As with the yield, shoot biomass was greater in CT in 2021 compared to that in 2020.
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Figure 8. Interaction effects of tillage system and year (A), cover crop and year (B) and cover crop
and tillage system (C) on dry tomato yield, and interaction effects of tillage system, cover crop and
year (D) on tomato shoot biomass at harvest. Different letters indicate significant differences (p <
0.05) in each interaction. S. clover: Squarrose clover; CT: conventional tillage; NT: no-till. Error bars
represent the standard errors of the estimated marginal means.

3.4. N and P Concentration and Accumulation in Tomato Shoots and Fruits

The significance of factors and their interaction effects on N and P concentrations and
accumulations in tomato biomass components are presented in Table S3 in the Supple-
mentary Material. Nconc in fruits was generally greater than that in shoots (Figure 9A—
C). Tillage had an insignificant impact on Nconc in plant tissues but a significant effect on
Nconc in fruits (Figure 9A). Under NT, tomato fruits had almost 9.2% lower N contents.
Cover crop species changed Nconc in shoots, with those under squarrose clover monocul-
ture having around 15.5 and 26.3% more compared to those under rye monoculture and
mixture respectively, as represented in Figure 9B. At the same time, the interaction be-
tween cover crops and years on Nconc in fruits revealed the effects of cover crops only in
2021, with clover also increasing fruit N content (2.23 g N 100 g™) relative to all other cover
crop treatments which appeared to behave similarly (1.84 g N 100 g in rye, 1.73 g N 100
glin control and 1.58 g N 100 g~'in mixture). Nconc in fruits was generally higher in 2021,
as Nconc in shoots (Figure 9C), but it was most evident only in clover (+37.6%).
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Figure 9. Main effects of tillage (A), cover crop (B), and year (C) on Nitrogen concentration (Nconc)
in tomato shoots and fruits. For each variable, different letters indicate significant differences (p <
0.05) in each main effect. S. clover: Squarrose clover; CT: conventional tillage; NT: no-till. Error bars
represent the standard errors of the estimated marginal means.

Like N content and tomato yields, N accumulations (Nacc) in shoots and fruits were
higher in the second year due mainly to a considerable increase in those of CT treatments.
The interaction of cover crop, tillage system and year influenced Nacc in tomato shoots
while that of tillage system and year, cover crop and year, and cover crop and tillage in-
fluenced that in fruits (Table S3 in the Supplementary Material). Changes in tomato yields
mainly drove changes in N accumulation in the plant’s organs. Squarrose clover stimu-
lated shoot Nacc under both tillage systems compared to control (a significant difference
was noticed within NT in 2020) and the other cover crops, mainly rye (significantly only
under CT in 2020) (Figure 10A). Within the years, differences between tillage systems were
not statistically detected for any of the cover crop treatments essayed, but for the control
in 2020. Nevertheless, Nacc in shoot biomass seemed to be higher in CT than NT in 2021,
and in 2021 than 2020 in CT as with yields. The amount of N accumulated in tomato fruits
tended to be the highest following the monoculture of squarrose clover with 70.30 kg ha!
averaged over both years and tillage systems, and the lowest in the rye and control with
a total of 39.17 and 30.54 kg ha', respectively (Figure 10B). Nacc in fruits was remarkably
reduced in NT (-50%) only in 2021 (37.46 vs. 37.11 kg ha™' for CT and NT, respectively, in
2020 and 77.69 vs. 39.01 kg ha! for CT and NT, respectively, in 2021). Differences were
due to the increase in Nacc in shoots and fruits in CT in general in 2021 compared to 2020.
On average, tomato plants accumulated 114.6 kg ha™ under CT and only 55.1 kg ha! un-
der NT in 2021, while 40.4 kg ha™ of N was absorbed on average in 2020 for both NT and
CT.

Cover crops affected the Nitrogen utilization efficiency (NUtE) only in 2021 with the
mixture enhancing the NUtE compared to the monocultures of clover (+43.9%) and rye
(+24.2%). The NUtE was lower in 2020 for all treatments, averaging around 0.29 compared
to 0.56 Mg of fresh yield kg™ N in 2021.

Statistical analysis outcomes regarding P concentration and accumulation are pre-
sented in Table S3 in the Supplementary Material. Tillage and cover crops modified P con-
centration in tomato shoots as well. Contrary to Nconc, Pconc in shoots was improved by
30% under NT (0.18 vs. 0.24 g P 100 g) (Table S4). Regardless of tillage and year, shoot
Pconc was the least in squarrose clover (0.16 vs. 0.23 g P 100 g in the control in 2020 and
0.15vs.0.25 g P 100 g'in the mixture in 2021) (Table S4). Pconc in fruits seemed indifferent
to cover crops and the tillage system adopted but decreased in 2021 (-38.8%) (Table S4).
Despite the higher Pconc in tomato shoots under NT, Pacc in shoots and fruits response
to tillage was variable with the year and depended mainly on the dry aboveground bio-
mass production: in 2020, plants under NT had higher Pacc in shoots, while in 2021 the
contrary was true for fruits too (Figure S2 in the Supplementary Material). Cover crops
behaved almost similarly for Pacc in fruits and shoots, and only under NT were they better
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than the control (Figure S2 in the Supplementary Material). Tomato plants accumulated
in fruits between 12.49 and 7.63 kg P ha in CT and 11.29 and 3.12 in NT, whereas the
uptake in shoots varied between 3.29 and 2.92 in CT and 3.39 and 1.68 in NT.
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Figure 10. Interaction effects of cover crop, tillage, and year on Nitrogen concentration (Nconc) in
tomato shoots (A), cover crop and year on Nitrogen accumulation (Nacc) in tomato fruits (B), and
cover crop and year on Nitrogen utilization efficiency (NUtE) (C). Different letters indicate signifi-
cant differences (p < 0.05) in each interaction. S. clover: Squarrose clover; CT: conventional tillage;
NT: no-till. Error bars represent the standard errors of the estimated marginal means.

3.5. Weed Biomass at Tomato Harvest

The response of weed biomass at harvest was influenced by the interaction of the
tillage system and year, and cover crop and tillage system, as reported in Table S3 in the
Supplementary Material. Weed infestation in CT, averaged over the cover crops, was
around 25 times greater in the first year than in the second year, whereas it seemed similar
between NT over the years (Figure 11A). The effect of the tillage system on weed biomass
was observed only in 2021 with a consistent decrease of almost 92% relative to CT (Figure
11A). Despite the significant effect obtained by the generalized linear model for the inter-
action between cover crop and the tillage system, the post hoc test returned no significant
differences between treatments (Figure 11B). However, it seems that when averaged over
the years, the weed-suppressing effect of cover crops tended to be more significant in NT,
with the mixture probably reducing weed biomass compared to the control (-65%) (Figure
11B).
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Figure 11. Interaction effects of tillage system and year (A) and cover crop and tillage system (B) on
weed biomass at tomato harvest. Different letters indicate significant differences (p < 0.05) in each
interaction. S. clover: Squarrose clover; CT: conventional tillage; NT: no-till. Error bars represent the
standard errors of the estimated marginal means.

4. Discussion

4.1. Cover Crops Performance at Termination Time: Aboveground Dry Biomass, Nutrient
Accumulation, and Weed Control

Pure stands of rye, squarrose clover, and their mixture produced a large quantity of
residue, with rye and the mixture outperforming the clover monoculture. Over two years,
squarrose clover has grown around 6.1 t ha™ of dry matter, significantly higher than in a
recent study [5]. Early sowing, i.e., October-November, and late termination dates, i.e.,
end of May, besides good climatic factors, i.e., at least 595 mm of precipitations, have fa-
vored squarrose clover growth and ensured well-performing stands. In addition, all three
cover crops have produced stable amounts of biomass yields and almost equivalent N
yields across the two years of the experiment, despite differences in temperatures and
precipitation distribution between the years. Even though it yielded the same quantity of
residues as the most performing monoculture, i.e., rye, we found that the mixture slightly
enhanced biomass production relative to the pure stands. The same might be deducted by
a LER value superior to 1 (1.10 with a confidence interval between 1.02 and 1.19). Like our
findings, mixture “over-yielding” was repeatedly reported when greater biomass was
produced than the average monoculture yields [30,31]. On the other hand, “transgressive
over-yielding” has been documented when the mixture produced more biomass than the
best-performing monoculture [22,32]. The overyielding observed might suggest that
squarrose clover-rye mixtures have benefited from positive interspecific or/and lower in-
traspecific interactions. In our case, the rye component might have accounted for the
overyielding of the mix, as it produced more than what ideally could be expected under
a half seed rate.

The reasons for the beneficial interspecific interactions in mixtures include facilitation
processes resulting from complementarity or selection effects at play according to re-
source availability [20,32,33]. As Mason et al. [31] described, complementarity effects can
occur through the efficient utilization of resources (water, Nitrogen, and light) caused by
niche partitioning. In combinations of grasses and forbs, the complementary use of re-
sources was found to increase when resources are limited, while the proportion of biomass
gained through the dominance of the high-yielding monoculture increases with resource
availability [34]. As a legume, the squarrose clover can fix atmospheric Nitrogen through
biological fixation and have a deeper root system than rye which might have allowed rye
to access more amounts of N. Moreover, rye is an aggressive N scavenger [23]. Reducing
the proportion of rye in the cover crop might have reduced intraspecific competition and
increased rye biomass in the mixture, where it accounted for an average of 64% of total
biomass.
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As expected, N accumulation was the highest in squarrose clover among cover crops,
while the mixture was intermediate between rye and clover. Biomass overyielding could
be potentially the most significant contributor to the accumulation of N in the mixture,
though insufficient to obtain equivalent amounts to squarrose clover [9].

Compared with the control, all three cover crops consistently reduced weed biomass
during the fallow period as measured at termination time, with rye outperforming the
squarrose clover monoculture. Rye’s ability to control weeds has been well established.
Rye was reported to provide at least 80% weed control in terms of weed density and oc-
casionally even biomass, primarily of annual weeds, compared to no-cover crops [13,22].
Yet, in our study, the weed suppression of the mixture matched that of pure rye, the most
suppressive cover crop. These results are congruent with those of Smith et al. [35], who
found no differences between rye and other multispecies mixtures of cover crops in weed
suppression despite non-transgressive overyielding. Indeed, including aggressive species
such as rye, even at a low rate, such as 20%, in mixtures, can ensure a high level of weed
suppression [22,36]. Cover crop weed suppression depends on several mechanisms of
which mainly resource preemption and competition are often indicated by cover crop bi-
omass [36-38], soil coverage [39], and/or allelopathy [40]. Instead of the overall biomass it
generates, rye has repeatedly been demonstrated to inhibit weeds owing to its compara-
tively rapid growth, soil covering, N scavenging, and, notoriously, its allelopathic capacity
[36,41,42]. Despite some allelopathic effects [43] and the power to smother weeds [18,44],
squarrose clover is a slow-growing legume that, by improving N availability in the soil,
allows for substantial weed establishment during the season [36,37].

4.2. Effects of Cover Crops and Tillage System on Tomato Plant Growth, Crop Productivity,
Nutrient Accumulation, and Residual Weed Abundance

Crop performance was primarily influenced by the interaction of tillage and cover
crop and by the general interaction of the single factors with the year. Tomato yields were
higher in 2021 because of the interannual variability in weather, particularly the drier
summer, the lower pest incidence, and the effectiveness of phytosanitary interventions
once pests have emerged.

Cover crops are expected to affect the succeeding cash crop yield positively. Indeed,
the least productive tomato systems were those without a cover crop or with rye mono-
culture, mainly in 2020, as shown by the interaction of cover crop and year. These results
were found in both tillage systems despite not being statistically well verified (possibly
because of year and field variability). As SPAD readings and N concentration in tomato
shoots and fruits have revealed, tomato plants under rye, especially in 2020, and with no-
till in general, might have suffered N stress during the season. Low N availability, for
which fertilization did not compensate, likely contributed to the reduced growth and yield
of tomatoes grown on rye. Dense rye residues, as a cereal with low N concentration and
high residue C/N, might have caused a temporary shortage of available Nitrogen through
N immobilization, besides releasing allelopathic compounds. For the same reasons, some
experiments have documented a decline in vegetable performance with rye residues rela-
tive to other or no-cover crops [12,13].

In contrast, squarrose clover might have released N before and after termination,
which met some of the nutrient requirements of tomato plants [26,45]. Through the N
released, the clover might have also alleviated the weed-crop competition by providing
an advantage to tomato plants before weed establishment [46]. These factors were previ-
ously behind the enhanced performance of several vegetables under legume mulches
[45,47-49]. The effect of the mixture on tomato performance, which was equivalent to that
of squarrose clover in 2020, might be due to some N release, lower competition with the
weed community, and successful weed control, especially in NT. Increasing the squarrose
clover proportion in the mixture may have promoted N release and provided an ad-
vantage to the tomato crop in the competition against weeds early in its growth [50]. Be-
sides cover crop species, cover crop aboveground biomass management and weed
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cultivation may have influenced the residue decomposition rate over the two years. The
reduced contact between residue and the soil surface in dead mulches may be responsible
for a lower mineralization rate [26], especially in the poor N rye. Interestingly, we found
that the no-till system consistently enhanced the P content in tomato shoots, supporting
findings from an earlier experiment [6]. Since equivalent plant biomasses were produced
between CT and NT in the first year, we argue that one factor responsible for this effect
could be the promotion of arbuscular mycorrhizal fungi symbiosis and activity by no-till.

Cover crops and tillage and their interactions with the year affected N and P uptakes
driven by tomato biomass and fruit yields. However, despite a lower yield than squarrose
clover, the mixture had the highest nitrogen utilization efficiency in 2021. The mixture in
that year produced around 678 kg of tomato fresh yield (sum of marketable and green
fruits) for each kg of N absorbed from the soil compared to only 322 kg of tomato kg' N
for pure squarrose clover. This output is comparable to past findings, demonstrating an
inverse trend between nitrogen utilization efficiency and yield (somehow lower than the
squarrose clover monoculture) and nitrogen-use efficiency and N inputs (here indicated
by a probable lower N supply by this cover crop) [45,47].

In-season weed suppression might have been provided during tomato growth, espe-
cially at earlier stages (i.e., soon after cover crop residue management). However, its mag-
nitude may be affected by residue management and, more generally, the tillage system.
Our results revealed only a tendency (not supported statistically) for all three cover crops,
especially for the mixture, to reduce weed biomass under the no-till system. This effect
could be ascribed to the physical barrier that cover crops provide, thereby modifying the
environmental conditions under the residue necessary for weed emergence and establish-
ment, i.e., blocking light and lowering daily temperature amplitude. The apparent weed
control by the mixture of dead mulch could be due to the enhanced release of bioactive
compounds in the soil when rye is mixed with clover, slowing weed emergence and re-
sulting in long-season weed suppression [43].

In contrast to earlier works undertaken under Mediterranean conditions in Italy
[51,52], we did not observe a significantly lower weed abundance in no-till systems com-
pared to the conventionally tilled systems; we observed instead the contrary in one year.
Weed infestation in NT, despite the cover crop weed suppression, was comparable to CT
in 2020 and considerably higher in 2021. For the latter, we might think that the improved
soil conditions for weed seed germination and inefficient post-transplanting direct weed
control (performed as occasional inter-row threshing) could be the reasons behind the in-
creased weed biomass at the harvest of tomato in NT. For 2020, despite weed cultivation,
a large weed infestation during tomato growth in CT treatments might have inflicted a
crop performance drop and masked the differences with NT. Data on weed population
compositions among years and treatment combinations might help unravel other ecolog-
ical mechanisms behind these different behaviors of weed biomass.

5. Conclusions

The three cover crops compared in this study (rye, squarrose clover and their mix-
ture) are attractive winter cover crops for the Mediterranean region, with fast growth, high
productivity, and great weed competition. Mixtures might even benefit from overyield-
ing, generating almost similar amounts to the highest productive cover crop, i.e., rye.
However, their effects on cash crops under different tillage systems depend widely on the
pedo-climatic and field conditions in which they occur. Cover crops were demonstrated
to be of a high value, especially to no-till systems. Using the mixture as dead mulch may
provide consistent weed biomass reduction under different infestation levels and possibly
weed communities. Nevertheless, the effect of the mixture on tomato performance was
variable with the site/year in our study. Squarrose clover, through its Nitrogen fixing ca-
pacity, compensated for its lower weed control ability as dead mulch, which ensured the
best crop performance even under high weed infestation conditions. A legume also seems
a guarantee in conventionally tilled systems under these suboptimal circumstances.
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Besides the squarrose clover monoculture, a mixture with increased legume proportion
could be a trade-off between weed control (before and after cover crop termination) and
N supply to the crop. Future research may concentrate on a deeper understanding of how
the studied cover crops and the tillage system affect weed management, including weed
abundance dynamics, weed community alterations, and weed functional biodiversity pro-
motion. These insights would help us better understand the results obtained herein and
develop fine-tuned cover crops that target long-term weed suppression.

Supplementary Materials: The following supporting information can be downloaded at:
https://www.mdpi.com/article/10.3390/agronomy13082027/s1, Table S1: Significance of terms (p-val-
ues) from the linear models fitted for the dependent variables evaluated at cover crop termination.
Table S2: Significance of terms (p-values) from the linear models fitted for SPAD and tomato plant
height at different crop stages. Table S3: Significance of terms (p-values) from the linear models fitted
for the dependent variables of tomato performance evaluated after cover crop termination. Table S4:
Effects (emmean * standard error) of tillage system, cover crop and year on tomato fruit number,
fruit dry matter content, fruit and shoot P concentration (Pconc) and accumulation (Pacc). Figure S1:
Effects of the interaction of cover crop and year (A) and cover crop and tillage system (B) on the
number of marketable and green fruits, and unmarketable tomato fruits, respectively. Figure S2:
Effects of the interaction of tillage system and year (A), cover crop and year (B) and cover crop and
tillage system (C) on P accumulation in tomato shoots and fruits.
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