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Abstract: The use of grafting techniques for horticultural crops increases plant tolerance to various
abiotic and biotic stresses. Tomato production under greenhouse conditions relies on plants grafted
onto vigorous rootstocks because they sustain crops for longer periods. Growers under Mediterranean
conditions usually grow crops in passive greenhouses during the summer and winter season, to provide
fresh products throughout the year. No information is available with regard to the effect of the
environment on nitrogen-use efficiency (NUE) in tomato plants grafted onto rootstocks with different
vigor. In the present study, NUE, along with its components—uptake (NUpE) and utilization (NUtE)
efficiencies—were evaluated in tomato plants grafted onto two interspecific rootstocks, conferring
medium (“King Kong”) or high (“Kaiser”) vigor to the plants. The evaluations were carried out
during the vegetative and reproductive stage in plants subjected to different environmental conditions
resulting in different plant growth rates. The grafting treatments did not affect NUE, NUpE or NUtE
in young plants, but at the reproductive stage, differences were found during the summer season
(high N demand) where the vigorous rootstock increased NUpE from 55%, in non-grafted plants,
to 94%, with the consequent differences in NUE. During the winter crop, no differences in NUE were
found between the vigorous rootstock and non-grafted plants, but the less vigorous (cold-tolerant)
rootstock enhanced NUpE. Significant positive relationships were found between plant growth rate
and both NUE and NUpE, while NUtE decreased with increasing growth rate.

Keywords: nitrogen-uptake efficiency; nitrogen-utilization efficiency; chlorophyll content;
nitrogen allocation

1. Introduction

Intensive vegetable production under greenhouse conditions requires high nitrogen (N) inputs [1],
with the risk of polluting water sources because of large N losses to the environment [2,3]. Then, it is
necessary to adapt production techniques that minimize the negative impacts on the environment.
Several strategies have been proposed to reduce N pollution from intensive agricultural systems,
including partial or complete replacement of conventional fertilizers by organic sources [4], recirculating
drainage water in closed-loop systems [5], tightly adjusting irrigation and fertilizer inputs to crop’s
needs [6,7], and selecting highly efficient varieties for N uptake [8], among others. More recently,
grafting has been suggested as a practice that improves crop’s nitrogen-use efficiency (NUE) due to a
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combination of traits, including vigorous root systems, high water and nutrient uptake capacity, and
high photosynthetic efficiency [9-11].

Nitrogen-use efficiency corresponds to the amount of biomass synthesized per unit of applied
N. It is composed of nitrogen-uptake efficiency (NUpE) and nitrogen-utilization efficiency (NUtE).
The former corresponds to the amount of N absorbed per plant divided by the amount of N applied to
the root zone, while NUtE is defined as the biomass produced per unit of N absorbed. Multiplying
NUpE times NUtE equals NUE [12]. These indices have been widely used as indicators for crop
capacity to transform N fertilizers into biomass. Even more, it has been recently adopted as one of
many indicators for the achievement in the Sustainable Development Goals established by the United
Nations [13]. The calculations of these parameters are based on the accumulation of biomass in the
plants; then, genetic and environmental conditions affecting the plant’s growth rate should affect NUE
as well. This has not been investigated in grafted tomato crops.

In tomato crops, interspecific hybrids between Solanum lycopersicum x Solanum habrochaites are
commonly used [14], providing higher rates of biomass accumulation and N uptake than intraspecific
genotypes [15]. Highly vigorous interspecific rootstocks, such as ‘Multifort’ or ‘Beaufort’, promote
plant growth, with an increase in nutrients use efficiency [14,16]. Similar results have been reported
in studies with grafted melons and watermelons [17,18]. Plant’s growth rate is also determined
by environmental parameters, such as light and air temperature, which significantly affects tomato
production when comparing summer versus winter seasons under protected cultivation conditions [19].
Then, it is expected that NUE also decreases in winter in comparison to summer crops.

The demand for N drastically increases in tomato crops when switching from the vegetative to
the reproductive stage [20]. Therefore, it is expected that NUE also changes through the ontogenesis
of plants. Plant’s uptake efficiency is related to root’s capacity for the absorption of N from the
rhizosphere, and it is coordinated with several mechanisms such as the regulation of endodermal
N transporters synthesis, root xylem loading or N assimilation capacity [21]. These traits are highly
dependent on plant age [22]. On the other hand, N utilization efficiency relates to the plant’s capacity to
take N and synthesize various compounds that allow plants to enhance CO; assimilation and biomass
accumulation, such as chlorophyll or the enzymes involved in the Calvin-Benson cycle [23,24]. The rate
of the synthesis in this compound is ultimately regulated by the plant’s growth rate [25]. Then, it is
expected that NUE varies from the vegetative stage to the reproductive stage, but no information has
been found in grafted tomatoes.

The aims of this study were (1) to assess NUE and its components, at the vegetative and
reproductive stage in tomato plants grafted onto rootstocks conferring different vigor and (2) to
evaluate the interaction between rootstocks and environmental conditions on NUE and its components.
The study was conducted under the hypothesis that NUE depends on the vigor provided by the
interaction between rootstocks and the environment.

2. Materials and Methods

2.1. Plant Material and Grafting Method

Tomato (Solanum lycopersicum L. var. ‘Attiya’ (AT), Rijk Zwan, De Lier, The Netherlands) plants
were obtained from seeds germinated in plastic trays containing a commercial mix of peat (90%) and
perlite (10%). Simultaneously, seeds of two interspecific rootstocks (S. lycopersicum X S. habrochaites, var.
“King Kong” (KK) and “Kaiser” (KA), Rijk Zwan, De Lier, The Netherlands) were sown. Once plant
stems reached a diameter of 2 mm, they were grafted in one of the combinations shown in Table 1.
Grafting was conducted by cutting the stems at a 45° angle and joining them using silicone clips. Plants
were left in a growth chamber at 25 °C, 95% relative humidity, and light intensity below 20 umol m =2 s~
for two days. Later, the light intensity was increased to 200 tmol m~2 s~!, and plants were maintained
under these conditions for two weeks until the transplant. The percentage of successful grafted plants
was higher than 95% in all combinations. This procedure was repeated before each experiment.
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Table 1. Grafting combinations used in the experiments.

Treatment Scion Rootstock Vigor
AT Attiya None
AT-AT Attiya Attiya
AT-KA Attiya Kaiser High
AT-KK Attiya King Kong Medium

2.2. Experimental Conditions

Two sets of experiments were conducted using the plants obtained after grafting. The first
experiments were set under growth chamber conditions to evaluate N uptake in young plants, and
two experiments, one during the summer season and a second during winter, were conducted under
greenhouse conditions to allow plants to grow and produce fruit. Details of each experiment are
described below.

2.2.1. Vegetative Stage

Thirty-two plants from each grafting treatment were placed in 6-L plastic containers and kept in
a growth chamber set at 25 °C day/night air temperature and relative humidity of 50 + 6%. One set
of containers was subjected to medium light conditions (400 umol PAR m~2 s71), and a second set
was assigned to high radiation conditions (800 umol PAR m~2 s~!), with a photoperiod of 10 h d~!
(daily light integral of 3.13 and 6.26 MJ PAR m~2, respectively). The light levels were achieved using
dimmable LED lamps (model LightDNA, Valoya, Helsinki, Finland). Each container held four plants,
with a total of four replicates (containers) per Grafting x Light combination. In each light treatment, the
containers were arranged in a completely randomized design. Plants were fed with a nutrient solution
containing the following nutrients: 3.0 mM N, 0.5 mM P, 3.0 mM K, 1.0 mM Ca, 1.0 mM Mg, 1.0 mM S,
45 uM Fe-EDDHA, 40 uM B, 1.0 uM Mn, 0.2 pM Zn, 0.1 uM Cu, and, 0.3 pM Mo. All N was applied as
potassium nitrate (KNO3, 5 atom % 15N, Sigma-Aldrich, Darmstadt, Germany) to discriminate between
N absorbed after grafting from N that could potentially be remobilized. The electrical conductivity
and pH of the solution were 1.2 dSm™! and 5.8, respectively. The solution was continuously aerated
by a pump injecting air at a 200 mL min~! rate. The nutrient solution was completely replaced twice
per week.

2.2.2. Reproductive Stage

Two greenhouse experiments were conducted to evaluate NUE in plants at the reproductive
stage. The greenhouse was located in Santiago, Chile (33°29746.90”S, 70°36’30.92”W) at the School of
Agriculture and Forestry, Pontificia Universidad Catolica de Chile. The first experiment was established
on 1 December 2017 for the summer season, and the second experiment was established on 2 May 2018
for the winter season. For both experiments, twelve plants of each treatment were established in a
passive greenhouse using a completely randomized block design. Each block held three replicates of
each grafting treatment.

For the summer experiment, the daily average temperature and average minimum and maximum
in the greenhouse were 26.3 + 3.6 °C, 15.2 + 2.8 °C, and 32.7 + 4.3 °C, respectively. The average daily
light integral was 15.52 + 0.19 MJ PAR m~2. During the winter crop, the daily average temperature,
average minimum, and average maximum were 15.4 +1.2°C,5.1 £2.3°C,and 18.8 + 3.5 °C, respectively.
The average daily light integral was 6.19 + 0.23 MJ PAR m~2.

Individual plants were transplanted into 10 L containers filled with peat. Each container was
connected to two 2 L h~! drippers supplying 0.3 L of a nutrient solution in each irrigation. The
irrigation frequency was adjusted accordingly to the plant’s demand, evaluated as the amount of
drainage after each irrigation. Additionally, the electrical conductivity (EC) in the drainage was
monitored daily, and once the value reached a 20% higher value than that in the nutrient solution, each
container received a 600 mL irrigation with tap water only. Macronutrients were supplied accordingly
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to the plant’s requirements (Table 2). Micronutrients were supplied at the following concentration
throughout the experiment: 45 uM Fe-EDDHA, 40 uM B, 1.0 uM Mn, 0.1 uM Cu, 0.3 uM Mo, and
0.2 uM Zn. The pH of the solution was adjusted at 5.8, using phosphoric acid. Plants were trained in
a single stem. The development of each cluster in each plant was monitored daily. The fruits were
harvested once all fruits in the cluster reached full color.

Table 2. Composition of the nutrient solution used in the greenhouse experiments at each
developmental stage.

Nutrient Concentration (mM)

Nutrient Transplant to First First Cluster Flowering to the  Third Cluster Flowering to
Cluster Flowering Third Cluster Flowering Fifth Cluster Harvest
Nitrogen 10.0 125 14.0
Phosphorus 0.5 0.85 0.85
Potassium 3.0 3.5 4.0
Calcium 3.0 4.0 4.5
Magnesium 2.0 2.0 2.5
Sulphur 2.0 2.0 25
Irrigation volume (L pot™ d1) 1.5 1.8 1.8
Drainage percentage 14+2 22+4 25+3

2.3. Analytical Determinations

2.3.1. Chlorophyll Content

In the growth chamber experiment, before plant harvest, chlorophyll a (chl a) and chlorophyll b (chl
b) content were determined following the methodology presented by Parry et al. [26]. Five 63.6 mm?
disks were collected from the youngest fully expanded leaf of plants in each treatment. Each disk was
individually placed in 30 mL glass tubes, and 10 mL of dimethylsulfoxide was added. The tubes were
incubated in an oven at 65 °C for 30 min prior to determination in a spectrophotometer (model BioTek
Power Wave HT, Shimadzu, Tokyo, Japan). Chlorophyll a and b content was then determined using
the absorbance (A) at 649 and 665 nm as in the following relations:

Chl a (ug mL™!) = 12.47-A665 — 3.62-A649 1)

Chlb (ug mL™") = 25.06-A649 — 6.5-A665 @)

Total chlorophyll (chl) content was calculated as the sum of chl a plus chl b. The results were
scaled to pg of chlorophyll m~2 using the area of the disks.

In the greenhouse experiments, leaf chlorophyll content was measured using a portable chlorophyll
concentration meter (MC-100, Apogee Instruments, Logan, UT, USA). This method allowed for a fast
and accurate determination of chlorophyll content [26]. Ten leaves per plant (total of 480 measurements
per day) were measured 64, 78, and 94 days after transplant.

2.3.2. Biomass and Tissue N Determinations

In the growth chamber experiment, plants were harvested after three weeks of growth; split into
roots, stems, and leaves; fresh weighed; and dried in an oven at 55 °C for 48 h. After plant dry weight
(DW) was recorded, total N in each tissue sample was determined by Kjeldahl distillation, while
15N was determined by optical emission spectrometry (model NOI 7, Fischer Analysen Instrumente,
Leipzig, Germany) [27].

In the greenhouse experiments, fruit fresh weight was recorded for each fruit individually in the
same truss. Following, the DW of each fruit was measured after being oven-dried at 40 °C for 72 h.
In the summer experiment, whole plants were harvested after the fifth truss (115 days after transplant),
while in the winter experiment, plants were harvested after the third truss (156 days after transplant).
At harvest, plants were split into roots, stems, and leaves for fresh weight measurements. Later, the
DW was recorded in each organ after being oven-dried at 55 °C for 48 h. The dry samples were ground
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to pass through a 40 mesh sieve, and the total N content was determined in composite samples (one
per treatment per block) by Kjeldahl distillation.

2.4. NUE, NUpE, and NUtE Calculations

In order to compare between growth stages, NUE was calculated as the ratio between total
biomass, expressed as DW, per unit of N supplied to the crop [28] as in the following equation:

NUE = (g Total Biomass)/(g N supplied) 3)

In the greenhouse, supplied N was calculated as the sum of each irrigation volume times the
corresponding N concentration. The uptake efficiency (NUpE) was obtained from the amount of N
absorbed per plant divided by the amount of N supplied, as in Equation (4).

NUPpE = (g N absorbed)/(g N supplied) 4)

Absorbed N was determined as the sum of each organ’s N content by multiplying each organ’s
dry biomass by its corresponding N content. N-utilization efficiency (NUtE) was calculated as the
ratio between the plant’s total biomass per unit of N absorbed (Equation (5)).

NULE = (g Total Biomass)/(g N absorbed) (5)

2.5. Relative Growth Rate (RGR) Calculations

Using plant’s total DW, the relative growth rate (RGR) was calculated as the difference between
transplant (DW1) and harvest (DW,) for each plant divided by the number of days until the harvest of
the whole plant (t) [29], as in the following equation:

RGR = (In(DW,) — In(DW,))/t (6)

2.6. Statistical Analysis

Differences in plant biomass, chlorophyll content, NUE, NUpE, and NUtE between treatments
were assessed by ANOVA and mean separation by the Least Significant Difference (LSD) test. In the
growth chamber experiment, the effects evaluated were grafting and light treatments. In the greenhouse
experiments, grafting and season effects were evaluated. The relationship between growth rate and

NUE, NUPpE, or NULE were evaluated by linear regression analysis. All analyses were carried out in ‘R
software through the InfoStat console [30].

3. Results

3.1. Vegetative Stage

No differences in plant biomass accumulation were found between grafting treatments (p < 0.4799).
Under high radiation, plants produced more biomass (3.89 + 0.22 g DW plant~!) than under medium
radiation (2.49 + 0.15 g DW plant_l) (p < 0.0001). This differences in biomass accumulation led to a
higher N uptake per plant when exposed to higher radiation levels (p < 0.0031) (Table 3). However,
no differences in N uptake among grafting treatments were found under any of the light levels (Table 3).

The grafting treatments or the light level had no effect on the content of total chl, chl a, or chl b,
with average values of 294.89 + 9.41, 236.86 + 5.94, and 58.04 + 4.55 pumol m~2, respectively. The chl
a/b ratio decreased (p < 0.0106) from 5.17 + 0.34 under medium light conditions to 4.15 + 0.22 under
high radiation.

The allocation of absorbed N to the leaves (p < 0.6355), stems (p < 0.6981), or roots (p < 0.5583)
was similar between treatments, with a 69.0%, 22.8%, and 8.2% allocation to each organ, respectively.
The amount of N in the stems was not affected by the light conditions (p < 0.2723). However, the
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allocation of N to the leaves decreased from 70.4% to 67.6% (p < 0.0098) when the light level was
increased. The opposite occurred in the roots, with an increase from 7.4% to 9.1% (p < 0.0049).

Table 3. Nitrogen uptake rate under 400 pmol PAR m~2 s7! or 800 pmol PAR m~2 s~! for each
grafting treatment.

400 pmol PAR m~2 51 800 umol PAR m~2 571
Treatment
mg N plant~1
AT 86.99 +10.21 a 11395 +7.38 a
AT-AT 97.54 +12.35a 11594 + 10.52 a
AT-KA 95.50 + 8.07 a 121.75+9.11a
AT-KK 82.16 + 10.06 a 105.63 + 8.71 a

No differences in NUE (p < 0.3865), NUpE (p < 0.7660), or NULE (p < 0.5719) were found between
the grafting treatments (Figure 1). However, the light level had a significant effect on NUE (p < 0.0017),
which increased from 17.87 + 1.13 to 24.24 + 1.37 g g~! with a light increase from 400 to 800 umol
m~2 s7! (Figure 1). The uptake efficiency remained unaffected by the light level (p < 0.1988), with
an average value of 0.68 + 0.03 g g~! (Figure 1). On the other hand, NUtE increased from 28.39 +
0.85 to 33.80 + 0.98 g g~! (p < 0.0005) with the increase in radiation (Figure 1). Despite the increase in
NULE from medium to high radiation in all treatments, AT-KA was the only treatment that showed a
significant increase (p < 0.0384) under higher light conditions.
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Figure 1. Nitrogen-use (NUE; top), -uptake (NUpE; middle), and -utilization efficiency (NUtE; bottom)
for each treatment under medium or high light levels. Bars represent mean =+ s.e. of four replicates.
Asterisks denote the level of significance (*: p < 0.05; **: p < 0.01) for the difference in the same treatment
across light levels. (a, b) Letters above light groups denote significant differences (p < 0.05) between
light levels.
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No significant relation between growth rate, represented by the relative growth rate, and NUE
(p < 0.1041) or NULE (p < 0.4277) was found (Figure 2). Increases in RGR significantly enhanced NUpE
(p < 0.0093) at this developmental stage.
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Figure 2. Relationship between nitrogen-use (NUE; top), -uptake (NUpE; middle), and, -utilization

efficiency (NUE; bottom) to relative growth rate (RGR) in plants at the vegetative stage. Open symbols

denote measurements under medium (400 umol m~2 s~1) light intensity, solid symbols represent

measurements under high (800 umol m~2 s7!) light intensity.



Agronomy 2020, 10, 350 8 of 15

3.2. Reproductive Stage

During the summer, plants grafted onto the vigorous rootstock (AT-KA) accumulated more
biomass in the leaves (p < 0.0128), stems (p < 0.0002) and roots (p < 0.0155) than the other treatments.
No differences were found in fruit biomass (p < 0.1025) among grafting treatments. The increase
in stem biomass is accompanied by an enhancement of the relative amount of N allocated to this
organ (p < 0.0030), where AT-KA placed 22.95% of total plant’s N in the stem versus an 18.17% in
the other treatments. This resulted in a significant reduction of N allocated to the fruits in AT-KA,
which reached 26.52% versus 36.97% and 33.56% in the non-grafted plants and AT-KK, respectively.
However, no differences in fruit yield were observed. Roots received 14.87% of plant’s N, while 31.54%
was allocated to the leaves. AT-KA absorbed 44% more N per plant than the other grafting treatments
(p < 0.0001) (Table 4).

Table 4. Nitrogen uptake per plant during the summer or winter season. Different letters in the same
column denote significant differences (p < 0.05) between grafting treatments.

Summer Winter
Treatment
g N plant~1
AT 11.47 £ 0.68b 10.12+ 093 a
AT-AT 13.92 +1.03b 10.05+0.61 a
AT-KA 19.08 £ 1.15a 10.24 £ 1.27 a
AT-KK 14.27 £ 1.16 b 13.09 £ 0.96 a

In the winter season, no differences in leaves (p < 0.2464), stem (p < 0.1446), root (p < 0.2746),
or fruit (p < 0.2114) biomass accumulation were found between the treatments. Similarly, the allocation
of N to the various organs was similar among grafting treatments, with 17.30%, 28.25%, 43.79%, and
10.67% allocated to the fruits, leaves, stems, and roots, respectively. No differences in N uptake per
plant were observed during the winter crop (p < 0.0567) (Table 4).

Leaf chlorophyll content declined slowly after plants were topped. In the summer season,
chlorophyll concentration decreased from 535.39 + 7.41 to 383.92 + 39.48 pmol m~2 between 64 and
94 days after transplant. In the winter crop, chlorophyll contents were slightly higher, but a similar
trend than in the summer crop was observed, with values declining from 546.51 + 23.78 to 498.65 +
5.11 umol m~2 between 64 and 94 days after transplant. In any of these measurements, significant
differences between grafting treatments were found.

In the summer crop, both rootstocks improved NUE (p < 0.0130) in comparison to the non-grafted
plants (Figure 3). The vigorous rootstock (AT-KA) has a remarkably high uptake efficiency in
comparison to the other treatments (p < 0.0001), with values of 0.94 + 0.06 versus 0.65 + 0.05 g of
absorbed N per unit of applied N (Figure 3). This represents a total of 19.08 g of absorbed N per plant
in the vigorous grafting treatment, while the average uptake in the other treatments reached 13.22 g
of absorbed N plant™'. However, this higher uptake capacity did not affect largely the utilization
efficiency in comparison to the other treatments. During the winter, no differences in NUE (p < 0.1427)
or NUtE (p < 0.4232) were observed between grafting treatments, but the less vigorous rootstock
significantly increased NUpE (p < 0.0496) from 0.48 + 0.04 to 0.62 + 0.06 g g_l (Figure 3).
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Figure 3. Nitrogen-use (NUE; top), -uptake (NUpE; middle), and, -utilization efficiency (NUtE; bottom)
for each treatment during summer or winter season. Bars represent means =+ s.e. of twelve replicates.
Different letters on top of the bars denote significant differences (p < 0.05) among treatments under
the same growing season. Asterisks denote significant differences (*: p < 0.05; **: p < 0.01; and,
***: p <0.0001) in the same treatment between seasons. (a, b) Letters above light groups denote
significant differences (p < 0.05) between light levels.

The aggregated analysis of both seasons indicates that both rootstocks significantly increase NUpE
(p < 0.0001) with values of 0.70 + 0.05, 0.65 + 0.03, and 0.53 + 0.02 g g_1 for AT-KA, AT-KK, and the
non-grafted treatment, respectively. The uptake efficiency is also affected by the season (p < 0.0001),
with higher values during the summer than winter. On the contrary, NUtE is not affected by the
grafting treatments (p < 0.1746), but it is influenced by the season (p < 0.0001), where the utilization
efficiency reduces from 41.38 + 0.45 in the winter to 31.54 + 0.34 g g~! in the summer. Across the year,
NUE is significantly affected only by the rootstocks (p < 0.0009) and not by the season (p < 0.6499).
AT-KA, as well as AT-KK, significantly improves NUE in comparison to the ungrafted plants, with
values of 24.82 +1.26,23.52 + 1.31,and, 19.08 £ 0.82 g g_l, respectively.

A highly significant positive relation between NUE (p < 0.0001) and NUpE (p < 0.0001) to the
growth rate of the plants was found at the reproductive stage (Figure 4). On the contrary, the utilization
efficiency declines (p < 0.0001) with higher RGR (Figure 4).
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under greenhouse during summer or winter seasons. Open symbols represent measurements from the
winter experiment, and solid symbols denote measurements from the summer experiment for each
grafting treatment.

4. Discussion

4.1. NUE and Developmental Stage

At the vegetative stage, no differences in NUE were found among grafting treatments. However,
the stimulation of growth by different light levels increased NUE. This effect is related to an increase in
NULE, which denotes a higher capacity of plants to synthesize more biomass per unit of N absorbed.
To do this, plants require to enhance their capacity to assimilate inorganic N, which was verified
in a previous study where the activity of nitrate reductase was shown to increase in tomato leaves
exposed to higher light intensities [31]. Several studies in cereal crops [32-34] and muskmelon [35]
report a positive correlation between chlorophyll content and NUtE. Our results show no changes in
chlorophyll content under different NUE values, in agreement with some reports in grafted Solanaceae
crops, such as tomato or bell pepper [36,37]. However, the ratio between chl a/b increased under lower
light intensities, implying a switch in the allocation of N towards the light-harvesting complex instead
of other protein complexes in the photosystem II [38,39].
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In adult plants under greenhouse conditions, grafting onto rootstocks of different vigor increase
NUE, as the result of an enhancement in N uptake. In tomato crops, only 25% of the total N demand is
absorbed during the vegetative stage [20]. After fruit onset, an important increase in plant’s N demand
occurs, as the result of the high strength of fruits as sinks for N and N-containing compounds, which are
utilized to synthesize amino acids, proteins, enzymes, and secondary metabolites in the fruits [40—43].
Plants adapt to these conditions of higher demand by stimulating the activity of enzymes involved in
carbon assimilation [44], and with this, to supply more carbohydrates to the roots to support higher N
uptake rates. This is accompanied by increasing the stem hydraulic conductance [45], as the result of
higher nitrate concentrations in the xylem sap [46,47].

It is also possible to assume that at the reproductive stage, roots in the grafted treatments have
developed a more robust mechanism to supply N to the shoot. Other authors have reported increases
in the root volume in plants grafted onto vigorous rootstocks [48,49]. In our experiments, the vigorous
rootstock (AT-KA) presented 70% more root biomass than the ungrafted plants but only during the
summer season.

4.2. Rootstock Effects on NUE

The grafting treatments used in our experiments presented different rates of biomass accumulation,
especially during the summer season, under similar N availability conditions. Rootstock genotypes
can affect the whole plant vigor by mechanisms involving root synthesis and xylem transport of
phytohormones [50,51]. For instance, rootstocks with enhanced cytokinin and abscisic acid synthesis
have been identified to promote growth in tomato plants under salt stress [50,52]. Studies in grafted
fruit trees attribute differences in plant growth rate to the capacity of water transport to the shoot [53,54].
In grafted tomato plants, a higher number of vessels with larger diameter was reported in a rootstock
genotype originally from Honduras [55]. Higher growth rates require that roots adapt in order to
supply higher amounts of nutrients, including N, to the shoots. In a previous study, we showed
that nitrate uptake in roots from “Kaiser” relies mostly on the activity of a dual-affinity root plasma
membrane transporter, LeNRT1.1, as opposed to non-grafted plants which absorb nitrate mainly
through the activity of a low-affinity transporter, LeNRT1.2 [31]. Then, the synthesis of more efficient
root plasma membrane transporters (LeNRT1.1) plus a larger volume of roots, confers higher uptake
efficiency to the rootstocks than non-grafted plants.

Under similar environmental conditions, it is relevant that plants present a high uptake capacity,
so as to assure the applied N is intended for plant production, but also to reduce N losses from the
greenhouse. NUE reductions from 27 to 13 g fruit DW g-1 N applied have been reported in greenhouse
tomato grown directly in the soil with N doses of 150 and 350 kg N ha™! [56]. This implies high
N losses by leaching under high N fertilization doses. Nitrogen accumulation in the solution in
recirculating systems can easily double the originally supplied concentration [57]; then, it is worth
noting that the vigorous rootstock presented an uptake efficiency above 90% during the summer, in
contrast to the non-grafted plants, which were below 60%. This is a significant difference that can
contribute either to reduce N inputs into the growing systems or to decrease the amount of N lost
through the drainage, both actions significantly limiting the pollution to the environment, especially in
open substrate cultivation systems [58]. Similar results in the uptake efficiency have been reported by
recirculating the nutrient solution until it reached electrical conductivities values of 10 dS m~! [59].
However, this increased the proportion of low diameter berries, which was not observed in our study
(data not shown). Then, based on our results, the use of vigorous rootstocks is advised as an effective
tool to comply with the regulations enforcing the amount of N discarded from production fields.

4.3. Rootstock x Environment Interaction

A significant Rootstock x Season interaction was found for NUE and NUpE. During the summer
season, the highest NUpE values were achieved using “Kaiser” as the rootstock, but during the
winter, the highest values were obtained with “King Kong”. The demand for N reduces during the
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winter season because of a decrease in the plant’s growth rate due to the lower temperatures and
light availability. This is accompanied by anatomical and physiological adaptations, which reduce N
content in the leaves [60]. Our results show a reduction in leaf N content from 36.02 to 25.05 mg N g™
DW (data not shown) from summer to winter seasons, with the consequent increase in NUtE during
winter. Then, during winter, the growth stimulation by the vigorous rootstocks is lost, leading to an
accumulation of N in the stems (44% during winter versus 23% in summer in AT-KA). In the winter
season, the rootstock tolerant to colder temperatures (“King Kong”) provides better NUE to the crops.
Rootstock genotypes tolerant to cold temperatures enhance the synthesis of antioxidants in the roots
and shoots [61], protecting the photosynthetic apparatus under these conditions [62]. In Arabidopsis
thaliana, the expression of a gene encoding for a high-affinity nitrate transporter, NRT2.6, has been
related to the regulation of reactive oxygen species, providing more tolerance to stress conditions [63].
Differences in the expression of genes encoding for root nitrate transporters have been reported in a
previous study [31], but this specific gene has not been described in tomato.

5. Conclusions

Interspecific rootstocks of Solanum lycopersicum x Solanum habrochaites with different vigor
enhance NUE in tomato crops cultivated under greenhouse conditions during summer and winter in
Mediterranean conditions. The main effect of rootstocks is on the uptake efficiency, which reaches
values of 94% in plants grafted onto vigorous rootstocks under summer conditions, reducing N losses
to the environment. At the vegetative stage, NUE is not affected by the rootstock. Nitrogen-use
and -uptake efficiency increase linearly with the plant’s growth rate, while N-utilization efficiency
decreases linearly.
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