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The aim of this study was to evaluate the effect of the addition of organic compost in combination with the
inorganic nitrogen fertigation on growth, phytochemical accumulation, and antioxidant activity of spinach
(Spinacia oleracea L. cv. Manatee). Soil blocked spinach seedlings (six seedlings per block), three blocks per pot
(316 plants m %) were transplanted after 18 days after emergence into to 12 L pots. The treatments were: un-
fertilized soil, organic compost, organic compost +75 kg of N ha !, applied as ammonium sulfate; and organic
compost +75 kg N ha’, applied as ammonium nitrate. The addition of organic compost to unfertilized soil
increased the fresh yield. The application of inorganic N from the two sources in relation to organic compost
treatment increased spinach fresh yield from 2.3 to 4.81 kg m  and shoot dry weight from 0.60 to 1,31 g plant .
Levels of carotenoids also increased with inorganic N addition, producing higher values in plants grown with
organic compost + ammonium nitrate (31.14 mg/100 g fresh weight). However, the addition of N led to a
decrease in leaf-blade total phenols from 75 to 56 mg gallic acid equivalents/100mg fresh weight. The addition of
inorganic N led to a dramatic decrease in leaf-blade ferric reducing antioxidant activity. This effect was higher
with ammonium sulfate application. The application of organic compost and inorganic nitrogen had no influence

on the petiole's phytochemical accumulation and antioxidant activity.

1. Introduction

The addition of organic composts to soil enhances soil fertility and
contributes towards achieving sustainable plant production. It reduces
the volume of organic residues in landfill and reduces greenhouse gas
emissions while it increases carbon sequestration (Favoino and Hogg,
2008; Marmo, 2008, Smith et al., 2001) thus promoting the circular
economy. The addition of organic composts to soil also enhances soil
structure, water holding capacity, soil exchange capacity and biological
activity (Bastida et al., 2008; Hargreaves et al., 2008). European Union
Directives stipulate that all member states must divert increasing quan-
tities of untreated organic waste material from landfill sites in order to
reduce the production of greenhouse gases caused by the anaerobic
breakdown of organic matter (Smith et al., 2001). Organic composts
increase nutrients content in soil and their availability for plants (Boldrin
et al., 2009) and may contribute towards reducing inorganic nitrogen
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fertilization, which has negative environmental impacts (Graham et al.,
2017). However, organic composts typically have high salinity, neutral to
alkaline in pH and present a low nitrogen content. Although there are
currently organic composts enriched with organic nitrogen, mainly used
in organic farming, the nitrogen is released slowly and irregularly. The
use of soil organic compost combined with inorganic nitrogen could
provide a strategy for overcoming the irregular release of nitrogen by
compost, and producing high yields. Fertigation allows for the use of
nitrogen during the growth cycle, which can lead to a reduction in the
variability of nitrogen availability in soil and an increase in nitrogen use
efficiency (Machado and Serralheiro, 2017). It also contributes to
reducing N>O emissions, what currently is extremely important (Gruda
etal., 2019a, b). In general, the best way to reduce N>O emissions caused
by inorganic N fertilization is by increasing N use efficiency (Millar et al.,
2014). Combining organic, and inorganic nutrient sources is increasingly
favored as a means of improving nutrient use efficiency by matching soil
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nutrient availability with crop demand (Graham et al., 2017; Wu and Ma,
2015).

Spinach cultivation requires considerable amounts of nitrogen so that
the crop grows well, and leaves acquire the dark green color sought by
consumers. Production usually involves the use of inorganic nitrogen
fertilizers in quantities >150 kg N ha™', being one of the most critical
elements in plant growth and quality (Rouphael et al., 2018). Nitrogen
plays a significant role in biosynthesis of secondary plant metabolites
such as phenols, ascorbate, and glutathione as well as antioxidant en-
zymes such as glutathione reductase (Argyropoulou et al., 2015; Ibrahim
et al., 2012; Dominguez-Valdivia et al., 2008).

However, little is known about the influence of addition of organic
composts in combination with inorganic nitrogen fertigation on the yield
and quality of spinach. Therefore, the aim of this study was to evaluate
the effect of organic compost and inorganic nitrogen fertigation
(ammonium nitrate and ammonium sulfate) in quantities lower than
usual, on soil electrical conductivity (EC.) and pH, growth, and phyto-
chemical accumulation in spinach.

2. Materials and methods
2.1. Growth conditions

A pot experiment was conducted in a greenhouse located at the
“Herdade Experimental da Mitra” (38°31'52"N; 8°01'05”W), University
of Evora, Portugal. The greenhouse was covered with polycarbonate and
had no supplemental lighting. Air temperatures inside of the greenhouse
ranged from 4 to 27 °C, and solar radiation ranged from 34 to 248 W
m~2.d~! (Figure 1).

The experiment was carried out in plastic pots. Each 12-L plastic pots
(21-cm high x 26.5-cm diameter) filled with 14 kg of luvisol sandy loam
soil obtained from the Mitra Research Farm in Evora, Portugal.

The soil presented 1.5 % organic matter content, a bulk density of 1.3
g-cm’l, apH of 7.2 (1 soil: 2.5 water), an EC, of 0.25 dS m !, 35 mg NO3
kg~!, 158 mg K-kg™?, 162 mg P-kg ™!, 7.57 meq Ca®>/100g, and 1.67
meq Mg>*/100g.

Four treatments were carried out: unfertilized soil (S), organic
compost (OC); organic compost +75 kg of N ha! applied as ammonium
sulfate (21% NH4-N. and 60 % SO3) (OC + AS); and organic compost
+75 kg N ha! applied as ammonium nitrate (16.9% NOs-N and 16.7%
NH4-N) (OC + AN). Treatments were arranged in a randomized complete
block design with six replicate pots per treatment.

Ten days prior to transplanting, 124 g of a commercial organic
compost of the manure of the poultry, sheep and horses, from controlled
aerobic fermentation (nutrofertil, Nutrofertil Nutricao e Fertilizantes,
Lda, Portugal) in pellets, certificate for organic farming was added at
each pot and mixed with upper 10 em of the soil (=18 g of organic
compost per kg/soil).

Temp (° C)
=

o o,

Solar radiation (
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The physicochemical characteristics of the compost were the
following: organic matter (52%), moisture (12%), total carbon (30.5), pH
(6.5), electrical conductivity (6.4 dS m_l), total nitrogen (6.4%), organic
nitrogen (6.4%), P20s (2.5%), K20 (2.4%), CaO (8.4 %), MgO (0.3%), b
(0.0020%) and relation C:N (5). The EC [1 soil: 5 water (by volume)] of
the saturated extract of the soil of the upper 10 cm of the pot mixed with
organic compost was 0.66 dS m 1+ 0.04.

Soil-blocked spinach (Spinacia oleracea L. cv. Manatee) seedlings (six
seedlings per block), three blocks per pot (316 plants m %) were trans-
planted (on 23 -1- 2018) after 18 days following emergence into to
twelve L pots.

Irrigation was based on soil water measurements. Volumetric soil
water content was measured daily (9:00-10:00) using a soil-moisture
probe (SM105T delta devices UK). Plants were watered by hand when
average volumetric water content reading, in the first 0.1 m the soil, in
the center of the pots, in three pots treated with organic compost and N
fertilizer was <20 % (Volumetric soil water content at the field capacity
and at the wilting point were approximately 35 and 12%, respectively).

Nitrogen was applied by fertigation, once a week, in five equal fer-
tilizer applications, starting at transplanting and finishing in the week
before harvest. The irrigation water presented a low ECy (0.1 dS m .
Starting from transplantation, air temperature at the plant canopy level
was monitored hourly with sensors connected to a data logger (Data-
logger HI141 - Hanna Instruments) (Figure 1). The weeds were regularly
removed from the pots manually.

2.2. Measurements

The plants were harvested at 38 days after transplantation. The shoots
of the plants were cut off 1 cm above the substrate surface. Four repre-
sentative plants (shoots) from each pot were washed, oven-dried at 70 °C
for 2-3 days, weighed, ground. Plant growth in unfertilized soil was not
enough to collect plants (shoots) for analysis.

After harvesting of plants, three soil cores were collected at random
from each pot using a 3-cm diameter x 0.1 m deep soil probe in order to
analyze soil, NOs—N, pH and electrical conductivity (EC.).

Soil nitrate was measured using an ion-specific electrode and meter
(Crison Instruments, Barcelona, Spain), using the method outlined by
Prazeres (2005). Soil pH was measured in 1:2.5 soil-water suspensions
using a potentiometer (pH Micro 2000 Crison). EC. was measured in 1:5
soil-water aqueous extracts using a conductivity meter (LF 330 WTW,
Weilhein, Germany).

12 recently fully expanded leaves per pot were collected for nutrient
analysis at harvest. The leaves were oven-dried at 80 “C for 3 d, ground so
that they would pass through a 40-mesh sieve and analyzed for N, P, K,
Ca, Mg, S, Fe, B, Cu, Mn, and Zn.

In order to determine photosynthetic pigments content, 1.000 g of
leaf blade from three treatments and five replicates was macerated in a

o L 1 1 1
21118 31/1/18 10/2/18 20/2/18 2/3/18

Day

Figure 1. Diurnal changes in air temperature inside the greenhouse at the plant canopy level (A). The pattern illustrated is for temperature measured from 26
February to 2 March. Solar radiation outside greenhouse during the experimental period, (B) data obtained from a weather station located at Mitra research station

(ICT, 2019).
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mortar and homogenized in 8 mL of methanol:water solution (90:10 (v/
v), PP-extract) for 1 min and then centrifuged at 4 °C at 6,440 g for 5 min.
The methanol extracts were stored in aliquots at -20 °C for later use.
Chlorophyll a and b and carotene were determined in PP-extract in
accordance with Lichtenthaler and Buschmann (1987). Calculation of
chlorophyll and carotene concentrations was performed using appro-
priate equations (Lichtenthaler and Buschmann, 1987):

Chl a (pg/mL) = 16.82 A665.2-9.28 A652.4;
Chl b (pg/mL) = 36.92 A652.4-16.54 A665.2;
Cc (pg/mL) = (1000 A470-1.91Chl a — 95.15Chl b)/225,

where A = Absorbance, Chl a = Chlorophyll a, Chl b = Chlorophyll b, Ce
= Carotene.

In order to determine total phenol compounds (TPC), ascorbic acid
(AsA) content and antioxidant activity (FRAP, DPPH), 1,000 g of leaf
blade or petiole sample from each pot was macerated in a mortar and
homogenized in 8 mL of methanol:water solution (80:20,v/v) for 1
min and then centrifuged for 5 min, at 4 °C at 6,440 g. The methanol
extracts were stored in aliquots at -20 °C for later use in determining
the content of total phenol compounds, ascorbic acid, and antioxidant
activity.

TPC content was determined using Folin—Ciocalteau's phenol reagent
as described earlier (Bouayed et al., 2011), reading the absorbance at 760
nm. TPC content expressed as milligram of gallic acid equivalents (GAE)
per 100 g of fresh weight (FW) was calculated using a calibration curve
(GAE, n = 6 concentrations from 0 to 50 mg/L).

AsA content was determined in accordance with the method of Cai
and Tang (1999), incubating the sample (extracts or standard suitably
diluted) in a mixture containing 5 % TCA in ethanol, 0.4 % H3POy4, 0.5 %
p-phenanthroline in ethanol and 0.03 % FeCls in ethanol, warmed at 30
°C, for 90 min. Absorbance of Fe(Il)-f-phenanthroline complex formed
was read at 534 nm. AsA concentration was calculated using a calibration
curve (ascorbic acid, n = 6 concentrations from 0 to 30 mg/L).

Scavenging antioxidant activity (DPPH) was determined by
measuring the ability of plant extracts to capture the stable organic
radical DPPH"® (2, 2-diphenyl-1-picryl-hydrazyl, violet) and its conver-
sion into a stable product, DPPH-H (diphenyl-picryl hydrazine, yellow).
Aliquots of an extemporaneous methanol solution of 0.03 g/L DPPH",
kept in the dark, were added to a known volume of sample or standard
solution. The reduction of DPPH" to DPPH-H was followed by reading the
absorbance at 515 nm, at 25 °C, for 180 s. Antioxidant activity reported
as milligram of GAE per 100 g of FW was calculated using a calibration
curve (GAE, n = 8 concentrations from 0 to 200 mg.L-1) (Brand-Williams
et al., 1995).

Ferric reducing antioxidant activity (FRAP) was determined in
accordance with the method of Bouayed et al. (2011). In sum, the FRAP
reagent was prepared freshly by mixing 300 mM acetate buffer pH 3.6,
10 mM TPTZ solution in 40 mM HCI and 20 mM iron (III) chloride so-
lution (10:1:1, v/v/v) and warmed to 37 °C before use. Then 0.050 mL of
the sample (suitably diluted extracts or standard) was mixed with 0.950
mL of FRAP reagent. Absorbance change was read at 593 nm at 37 °C, for
180 s. The reducing power of iron present in the samples reported as
milligram of Trolox equivalents per 100 g of FW was calculated using a
calibration curve (Trolox solution, n = 8 concentrations from 0 to 1120
mgL ). For all determinations, a Genesys10S UV/Vis spectrophotometer
was used.

Samples of 1 g of spinach leaf blade or petiole were macerated in
liquid N3 (Air Liquide, Portugal) and homogenized in 5 mL of 0.12 mM
phosphate buffer pH 7.2 for the extract preparation used in the deter-
mination of glutathione (GSH) and glutathione reductase (GR) enzyme
activity. The supernatant obtained by means of the centrifugation of this
extract for 15 min at 15,000 g at 4 °C, was collected and stored in aliquots
at -20 °C for further use in determining GSH content, GR activity and
protein content.
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Glutathione was assayed in accordance with the method of Hissin and
Hilf (1976), based on the reaction of o-phthalaldehyde (OPT) as a fluo-
rescent reagent with GSH at pH 8.0. The fluorescence of products was
determined at 420 nm with the excitation at 350 nm, at 25 °C, using GSH
as a standard in a single-beam Shimadzu RF-5001PC fluorimeter.

GR activity was determined in accordance with Goldberg and Spoo-
ner (1987) in a reaction mixture containing 15 mM EDTA, 635 mM GSSG
and a suitable volume of leaf blade or petiole extract (0.5-0.2 mg.ml._1
protein) in 0.12 mM phosphate buffer pH 7.2. The reaction was started
with the addition of 9.6 mM NADPH. The oxidation of NADPH was
determined by reading the absorbance at 340 nm for 360 s, at 37 °Cin a
double-beam Hitachi-U2001 spectrophotometer with temperature con-
trol. GR activity was calculated based on the slope of the reaction curves,
using a molar absorptivity coefficient value of 6.22 mM~.em™' for
NADPH. GR activity was expressed in terms of nmol min—!/mg protein.
Protein content of the extract was determined in accordance with the
Lowry et al. (1951), using a calibration curve (bovine serum albumin,
BSA; n = 6 concentrations from 0 to 200 pg.mL_l).

2.3. Data analysis

Data were processed by means of the variance analysis using SPSS
Statistics 25 software (Chicago, Illinois, USA). Means were separated at
the 5% level using Duncan's new multiple range test.

3. Results and discussion
3.1. Soil

pH, soil electrical conductivity (EC.) and nitrate-N of the soil after
plants harvest were significantly affected by the treatments (Table 1).
Soil pH decreased with the N fertilizer application and was the lower
when ammonium sulfate was used than when ammonium nitrate was
used (Table 1). Hydronium ion (H307) increase in the root medium was
due to the ammonium plant uptake and/or its nitrification. The values of
the pH in OC + AS and OC -+ AN were lower than the suitable range to
spinach (6.5-7.0) which could result in some plant nutrient uptake
disturbance, which was not verified in the present study, which may be
due the presence of humic substances of the organic compost. Organic
composts contain humic substances (Humic acids, fulvic acids and
humins) (Guo et al., 2019) which neutralize the pH effect. Humic sub-
stances improve micronutrient transport and availability (Tan, 2014). In
the present study, soil nitrate concentration and EC. increased with N
fertilizer use and were higher when ammonium sulfate was applied than
when ammonium nitrate was used. The values of nitrate and the decrease
of the soil pH indicates the occurrence of a high rate of nitrification since
the ammonium nitrification contributes to soil acidification. The condi-
tions for the nitrification were favorable; soil temperature was relatively
high during the day (Figure 1) and there was a high level of soil moisture,
an increase in microbial activity due to the application of compost and a
low C:N of the compost, all of which contributes to rapid mineralization
of N and reduces its immobilization.

The EC. of the soil plus organic compost addition decreased since
plantation (EC. = 0.66 dS m™!) to harvest (0.46 dS m™?) (Table 1) which
happened due to the plant nutrient uptake, and it may also have occurred
ion leaching to the soil below 10 em.

Salinity levels increased with the use of N fertilizers, but the average
values of the EC. were much lower than soil salinity threshold (electrical
conductivity that is expected to cause the initial significant reduction in
the maximum expected yield) (ECy) of the spinach (2 dS m 1) (Machado
and Serralheiro, 2017).

3.2. Plant growth and yield

In unfertilized soil, spinach plants did not grow well or died. The
leaves of the plants were very small and chlorotic presenting a yellowish
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Table 1. Effect of organic compost and inorganic nitrogen fertigation on pH, electrical conductivity (EC,) and nitrate-N concentration in soil collected at harvest (38

DAT) in the depth of 0-10 cm.

Treatments pH Electrical conductivity (dS-m 1) Nitrate-N (mg kg 1)
Soil 7.00 a 023 ¢ 4.98d

oC 7.05a 0.46 b 169¢

OC + AS 548 ¢ 0.87 a 74.3a

OC + AN 596 b 051b 46.4 b

Significance e P A

Means followed by different letters within a column are significantly different. *, **, *** Significant at p < 0.05, 0.01 and 0.001 levels, respectively. NS = not significant.
(OC- organic compost, OC + AS - organic compost +75 kg of N ha ! applied as ammonium sulfate, OC + AN- organic compost +75 kg N ha™ applied as ammonium

nitrate).

Table 2. Effect of organic compost and inorganic nitrogen fertigation on shoot dry weight and fresh yield of spinach.?

Treatments Shoot dry weight Fresh yield
(g/plany) (%) (Kg m ™)

Soil’ - - 0.054¢

ocC 0.60 b 8.62a 2.38b

0C + AS 131a 7.71b 493 a

OC + AN 1.16 a 7.75b 4.71 a

Significance e xax e

Means followed by different letters within a column are significantly different. *, **, *** Significant at p < 0.05, 0.01 and 0.001 levels, respectively. NS = not significant.
(OC- organic compost, OC + AS - organic compost +75 kg of N ha ' applied as ammonium sulfate, OC + AN- organic compost +75 kg N ha applied as ammonium

nitrate).

! plant growth in soil treatment was not enough to collect leaf samples for analysis.

color, probably due to nitrogen deficiency. The addition of organic
compost to soil significantly increased the plant growth (Table 2).
Weinfurtner (2001) also reported a positive effect of organic compost on
yield.

However, plants grown only with organic compost had lesser shoot
dry weight and yield (fresh weight) than those grown with compost and
nitrogen fertilization (Table 2). The application of inorganic nitrogen (75
kg N ha1) by fertigation as ammonium nitrate or ammonium sulfate led
to a significant increase in fresh yield by 97.8 and 107 % respectively,
indicating that the nitrogen availability in soil is essential for achieving
high yields in spinach.

The high increase in fresh yield due to the addition of inorganic N
weekly could be related to the increase of availability of nitrogen
throughout the growing season.

In Cichorium spinosum the availability of nitrogen in growth media
throughout the growing season increased the yield (Petropoulos et al.,
2018). The high fresh yield (~48.2 t ha ’1) in treatments with compost +
N fertigation application, shown that spinach yield is very dependent on
the nitrogen fertilizer rate. It also indicates that the application of
compost + N fertigation allowed obtaining a high spinach fresh yield.
Therefore, can be a strategy to reduce greenhouse emissions due to the
use of the compost and at the reduction of the inorganic nitrogen
application, as pointed out by Gruda (2019).

The addition of nitrogen led to a decrease in shoot dry weight (%) (p
< 0.001) (Table 2). In spinach, Elia et al. (1998) also reported that the
increase in nitrogen fertilizer resulted in a decrease in dry matter
percentage.

N fertilizer source did not affect the total fresh weight or shoot dry
weight. However, some researchers reported a decrease in yield when
ammonium sulfate fertilizer is used (Stagnari et al., 2007; Krezel and
Kotota, 2014), which was not the case in the present study probably due
to the favorable conditions for nitrification and the humic acids added by
organic composts as previously mentioned. According to Marschner
(2012) the negative effects of ammonium nitrogen are associated with
changes in pH in the root medium and toxicity of free NH4".

3.3. Leaf nutrients

Spinach leaf nutrients concentration in plants grown in OC, OC + AN,
and OC + AS, except for nitrogen, calcium, magnesium, and manganese
did not differ (Table 3). The application of nitrogen led to an increase in
leaf nutrient concentration of N, Ca®* and Mg?™. Leaf N concentration in
plants of the OC was ~21 % lower than in the plants fertilized with ni-
trogen fertilizer (Table 3). The increase in leaf calcium and magnesium
concentration may be related to an increase in the availability of nitrate
in root medium, since is know that when the nitrate is taken by plants
roots, calcium and magnesium uptake is enhanced (Jones, 2016). The
application of ammonium sulfate led to an increase in leaf concentration
of Mn?** and Zn?*, this may be due to the higher soil acidification
(Table 3) which may have contributed to greater solubility of Mn**, and
Zn?*, Ammonium nitrification and ammonium uptake by roots acidify
their root zones (Marschner, 2012). In sorghum, Szydelko-Rabska et al.
(2014) also reported an increase in the leaf Mn?' and Zn®*' when
fertilization included ammonium in the form of ammonium sulfate. In
addition, differences in leaf nutrients concentrations, except for P were
within the sufficiency ranges proposed by Mills and Jones (1996) and
Campbell (2000) (Table 3). In the case of leaf P, concentrations were
above the sufficiency range (Table 3). This was probably due to the high
availability of P (162 mg P-kg™") in soil and the addition of organic
compost to the soil. The addition of organic compost to soil can increase
water-extractable soil P by direct addition, dissolution, displacing sor-
bed, or reducing sorption capacity for P (Adler and Sikora, 2003).
Organic matter is a source of phosphorus and it may reduce P sorption
(Gorgin et al., 2011). It may increase P uptake by plants since it forms
complexes with organic phosphate and increases the volume of soil that
plant roots explore. The humic acids increased lateral root and induce the
production of smaller, but ramified secondary roots (Ouni et al., 2014).
The fulvic acids present in organic composts improve the P availability in
acid soils (Yang et al., 2013), which can explain that despite the nitrogen
application lower the pH mainly in treatment OC + AS the leaf P con-
centration was not affected. The addition of municipal solid waste
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Table 3. Effect of organic compost and inorganic nitrogen fertigation on the concentration of nutrients in recent fully expanded leaves sampled at harvest spinach.

Treatments Leaf macronutrients (mg-g 1y Leaf micronutrients (pg-g D)

N P K Ca Mg Fe B Cu Mn Zn
(0164 598 b' 0.83 7.49 1.02b 0.78 b 134.5 34.5 16.0 123 b 86.5b
OC + AS 7.82a 0.83 7.47 1.37 a 0.92a 143.5 46.5 122 218a 101.5a
0OC + AN 8.00 a 0.95 7.88 1.34a 0.99 a 1345 38.0 10.9 145 b 94.0 b
Significance ERE NS NS LE SE NS NS NS R &
Recommended range
Mills and Jones (1996) 4.00-6.00 0.30-0.60 5.00-8.00 0.70-1.20 0.60-1.00 60-200 25-60 5-25 30-250 25-100
Campbell (2000) * 4.00-6.00 0.30-0.50 3.00-8.00 1.00-1.50 0.40-1.00 50-200 25-60 5-15 25-200 20-75

! Means followed by different letters within a column are significantly different. *, **, *** Significant at p < 0.05, 0.01 and 0.001 levels, respectively. NS = not
significant.
2 Values to spinach grown in greenhouses. (OC- organic compost, OC + AS - organic compost +75 kg of N ha ! applied as ammonium sulfate, OC + AN- organic

compost +75 kg N ha ' applied as ammonium nitrate).

compost to soil increased P uptake (Hargreaves et al., 2008). In spinach,
Maftoun et al. (2005) also reported that the addition of municipal waste
compost to soil led to an increase in P uptake.

Inorganic N addition increased spinach shoot dry weight and total
nutrient extraction, but the leaf nutrient concentrations of the nutrients
were within the sufficiency ranges.

3.4. Photosynthetic pigments

Total chlorophyll ranged from an average of 54.35-66.74 mg/100 g
FW (Table 4), these values were lower than those reported by Borowski
and Michalek (2010) (100-243 mg/100 g FW) while they were within
the range of those reported by Xu and Mou (2016).

The level of photosynthetic pigments [(total chlorophyll (Chl a+b),
chlorophyll a and carotenoids)] in fresh weight and chlorophyll a:b ratio
were significantly affected by the treatments (Table 4). Total chlorophyll,
Chl a and Chl a:b ratio were lower in OC + AN than with the other
treatments. Chl b was not affected by the treatments. Therefore, there
was not a response by Chl a and Chl b content with an increased in ni-
trogen in leaf tissue (Table 3). On the contrary, nitrogen applied as
ammonium nitrate led to a decreased in leaf Chl a content in fresh
weight. This may be related to the ratio of NH4{/NO3 in the soil. In Swiss
chard, chlorophyll a and b in fresh weight produced a significant positive
quadratic response to N form ratio (Barickman and Kopsell, 2016).

Carotenoids content increased with N fertilizer application and was
higher in plants grown with OC + AN (31.14 mg/100 g FW) than those
OC + AS (24.84 mg/100g FW). The increase in carotenoids content as
nitrogen supply increased also was reported in spinach by Xu and Mou
(2016) and Gutiérrez-Rodriguez et al. (2013) and in lettuces by Qadir
et al. (2017). Carotenoid content in fruit and vegetables tends to in-
crease with higher nitrogen fertilization (Mozafar, 1993). The chloro-
phyll a:b ratio ranged from an average of 2.94-4.29 (Table 4). These
values were within the range of those reported by Xu and Mou (2016)
(3.2-4.1).

3.5. Phytochemical accumulation

Despite vitamin C being influenced by nitrogen fertilization (Lee and
Kader, 2000; Salomez and Hofman, 2009), spinach leaf-blade and petiole
AsA were not affected by the treatments (Figure 2A). This may be related
to the fact that the response of AsA to nitrogen may be not linear and/or
vary with the cultivar. A moderate amount of N was required to maintain
ascorbic acid synthesis (Mozafar, 1993). In Cosmos caudatus for
maximum ascorbic acid content, regardless of fertilizer sources, plants
did not require large amounts of N fertilizer (Hassan et al., 2012).
However, in spinach, grown in fall the leaf AsA content was affected by
the interaction between nitrogen source (ammonium sulfate, calcium
nitrate and ammonium nitrate) and cultivar (Krezel and Kotota, 2014).

Leaf and petiole AsA content ranges from 9.03 to 9.62 and from 4.8 to
5.3 mg of AsA/100 g Fw, respectively (Figure 2A). These values were
lower than those reported by other authors (Rouphael et al., 2018;
Dewhirst et al., 2017). This may be related to low light intensity inside of
the greenhouse, due to the season (winter), since the outdoor light
photosynthetic DLI (daily light integral-cumulative photosynthetic light
during 24-h period) is low. The polycarbonate on the greenhouse also
reduces solar radiation transmission and on the days before harvest solar
radiation was low (Figure 1B).

Light intensity improves AsA content in leaf tissues (Proietti et al.,
2004; Lee and Kader, 2000). Lower light intensities in the greenhouses
lower the syntheses of glucose, therefore lowering the syntheses of
ascorbic acid (Lester, 2006).

Leaf-blade TPC decreased significantly with the application of nitro-
gen in the form of both ammonium sulfate and ammonium nitrate
(Figure 2B). In plants grown without nitrogen fertilizers, total phenols
reached 74.6 mg GAE/100 FW, while in OC + AS and OC + AN, the
values were 56.1 and 57.8 mg GAE/100 FW, respectively. The addition of
nitrogen decreased the TPC by ~ 33 %. Therefore, this indicates that the
biosynthesis of total phenols is stimulated by low nitrogen content in the
soil, as reported by Scheible et al. (2004). In spinach Xu and Mou (2016)

Table 4. Effect of combined use of organic compost and inorganic nitrogen fertigation on photosynthetic pigments.

Treatments Total Chl Chla Chl b Chl a¢/Chl b Ce

mg/100g FW mg/100gFW
ocC 66.74 a 5414 a 12.59 429 a 20.54 ¢
OC + AS 65.13 a 51.86 a 13.26 394a 2484b
0C + AN 54.35b 40.60 b 13.75 2.94b 31.14 a
Significance * s NS Fes e

Means followed by different letters within a column are significantly different. *, **, *** Significant at p < 0.05, 0.01 and 0.001 levels, respectively. NS = not significant
(OC- organic compost, OC + AS - organic compost +75 kg of N ha ! applied as ammonium sulfate, OC + AN- organic compost +75 kg N ha! applied as ammonium
nitrate).
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Figure 2. Effect of organic compost and
inorganic nitrogen fertigation (OC - organic
compost, OC + AS - organic compost +75 kg
of N ha ' applied as ammonium sulfate, OC
+ AN - organic compost +75 kg N ha !
applied as ammonium nitrate) on AsA (A),
TPC (B) and GSH (C) content, GR enzyme
activity (D) in the leaf-blade (white bars) and
petiole (black bars) of spinach. Means with
different letters are significantly different at
p < 0.05. Each bar represents the mean of
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also reported that nitrogen deficiency led to an increase in total phenolic
contents. A TPC decreased as nitrogen level increased in root medium
have been also reported in Labisia pumila Benth (Ibrahim et al., 2011), in
sweet basil (Argyropoulou et al., 2015), basil (Nguyen and Niemeyer,
2008), mustard (Li et al., 2008), pac choi (Zhao et al., 2009) and in let-
tuce (Qadir et al., 2017; Galieni et al., 2015). TPC was not significantly
affected by the source of nitrogen. This agrees with Dominguez-Valdivia
etal. (2008), who reported that ammonium nutrition in spinach does not
alter the redox status of ascorbate, glutathione, or phenolic contents.
Leaf-blade glutathione (GSH) and glutathione reductase (GR) activity
levels were higher in OC + AS treatment than with OC and OC + AN
treatments (Figure 2C, D). This is not in agreement with Ibrahim et al.
(2012), who reported in L. pumila a decrease in GSH content as N applied
increased. However, the higher value of GSH content was found in the
plants grown with OC + AS which can be related to the presence of
sulfate in the fertilizer, since GSH as an important source of non-protein
thiols, is influenced by Sulphur supply (Noctor et al., 2012). This may
indicate a higher level of antioxidant activity in leaf-blades of the treat-
ment OC + AS than the other treatments since glutathione is a powerful
antioxidant involved in detoxification of peroxide and lipid

40

30 |

DPPH (mgGAE/100g FW)

oC OC+AS OC+AN

OC+AS

hydroperoxides generated by endogenous metabolism of the cells or
induced by abiotic stress (Agarwal et al., 2018).

Leaf-blade GSH ranged from an average of 39.5-59.5 nmol/g FW.
These values are lower than reported by Agarwal et al. (2018) (230-350
nmol/g FW) or Luwe et al. (1993) (50-320 nmol/g FW) and similar those
reported by Liu et al. (2016) in Arabidopsis thaliana (WT) growing under
conditions of limited sulfate.

Leaf-blade GR activity ranged from an average 230.3-365.2
nmol.min g FW (Figure 2D). These values are similar to those reported
by Agarwal et al. (2018) for spinach. Leaf-blade GR activity was higher
than in the petiole, which may explain the low levels of GSH found in the
petiole. Leaf-blade GR levels were positively correlated with glutathione
levels (r = 0.840, p < 0.01), probably due to a greater ability of the
spinach leaf-blade to regenerating glutathione via GR activity (Bartoli
et al., 2017).

Leaf-blade antioxidant activity DPPH and FRAP were significantly
affected by treatments (Figure 3A, B). Ammonium sulfate led to a
reduction in leaf-blade antioxidant activity measured as DPPH as
compared with plants grown with only compost and compost + ammo-
nium nitrate (Figure 3A).

B (o2 o2}

o o o
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T T d
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S
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Figure 3. Effect of organic compost and inorganic nitrogen fertigation (OC - organic compost, OC + AS - organic compost +75 kg of N ha ! applied as ammonium
sulfate, OC + AN - organic compost +75 kg N ha 1 applied as ammonium nitrate) on DPPH (A) and FRAP (B) in the leaf-blade (white bars) and petiole (black bars) of
spinach. Means with different letters are significantly different at p < 0.05. Each bar represents the mean of five replicates, and the error bars represent +1 SE.
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Petiole DPPH was not affected by the treatments and it was lower
than the leaf-blades (Figure 3A). Leaf-blade antioxidant activity (DPPH)
of spinach ranged from 15.2 to 28.5 mg GAE/100 g FW. These values are
comparable to those reported by Machado et al. (2018) (12-23 mg
GAE/100 g FW). Petiole DPPH was not affected by the treatments and it
was lower than the leaf-blades.

Leaf-blade capacity for producing a reduction in ferric iron (FRAP)
decreased significantly by application of N fertilizers (p < 0.001)
(Figure 3B). Leaf-blade FRAP was higher with OC (505.2 mg Trolox/g
FW) than with OC + AN (190 mg Trolox/g FW) and OC + AS (98.7 mg
Trolox/g FW). The application of ammonium sulfate and ammonium
nitrate led to a dramatic decrease in leaf-blade FRAP, indicating that
nitrogen nutrition has great influence on leaf-blade capacity for pro-
ducing a reduction in ferric ions.

The decrease of the FRAP as nitrogen application increases was also
reported in Labisia pumila Blume (Ibrahim et al., 2012) and mustard (Li
et al., 2008). Leaf-blade FRAP of the plants grown in OC + AN and OC +
AS were higher than that reported by Sreeramulu et al. (2013) (13.81 mg
Trolox/g FW) and in those grown in OC were slightly higher than those
reported by Machado et al. (2018) in spinach grown in soilless crop
system (substrate) (400-500 mg Trolox/g FW).

Petiole FRAP was not affected by the treatments and, as in the case of
the other phytochemicals previously presented, it was lower than the
FRAP antioxidant activity in spinach leaf-blade. This indicates that ni-
trogen source and availability in root medium have no influence on
antioxidant activity measured by DPPH and FRAP.

The results of this study indicate that the combination of organic
compost with inorganic nitrogen fertigation could be suitable to reduce
inorganic nitrogen application in spinach production. However, further
research is needed to optimize the synchrony between nitrogen avail-
ability and crop demand. Thus, our next step is to assess the influence of
the rate, frequency, and timing of application of inorganic nitrogen
fertigation in combination with organic compost on soil nitrogen
availability, nitrogen uptake by plants, and phytochemical
accumulation.

4. Conclusions

The application of inorganic nitrogen by fertigation and organic
compost may contribute to reduced inorganic nitrogen application
without compromising spinach fresh yield. Spinach fresh yield increased
with inorganic nitrogen application but was not affected by nitrogen
source.

Nitrogen fertilizer application led to an increase in carotenoids con-
tent but did not influence leaf-blade and petiole ascorbate content.
However, the addition of nitrogen with the two sources led to a decrease
in the leaf-blade total phenols (=33 %) and the capacity to reducing
ferric iron (FRAP). Leaf-blade FRAP decreased drastically in plants grown
with organic compost plus ammonium nitrate or ammonium sulfate.
Antioxidant activity (DPPH and FRAP) was higher in plants grown with
ammonium nitrate than those grown with ammonium sulfate. The
addition of nitrogen in both sources had no influence in the petiole's
phytochemicals accumulation and antioxidant activity.
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