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Abstract: Light quality and nutrient availability are the primary factors that influence plant growth
and development. In a research context of improving indoor plant cultivation while lowering
environmental impact practices, we investigated the effect of different light spectra, three provided
by light-emitting diodes (LEDs), and one by a fluorescent lamp, on the morpho-physiology of Pisum
sativum L. seedlings grown in the presence/absence of biochar. We found that all morpho-physiological
traits are sensitive to changes in the red-to-far-red light (R:FR) ratio related to the light spectra used.
In particular, seedlings that were grown with a LED type characterized by the lowest R:FR ratio (~2.7;
AP67), showed good plant development, both above- and belowground, especially when biochar was
present. Biochar alone did not affect the physiological traits, which were influenced by the interplay
with lighting type. AP67 LED type had a negative impact only on leaf fluorescence emission in light
conditions, which was further exacerbated by the addition of biochar to the growing media. However,
we found that the combination of biochar with a specific optimal light spectrum may have a synergetic
effect enhancing pea seedling physiological performances and fruit yield and fostering desired traits.
This is a promising strategy for indoor plant production while respecting the environment.

Keywords: electrical lighting sources; biochar amendment; chlorophyll fluorescence; stomatal
conductance; pea seedlings

1. Introduction

In the near future, it will be crucial to find new methods and technologies for indoor plant
production with a low global environmental impact. Selection of optimal plant production systems,
depending on their purpose, is increasingly needed to maintain the overall sustainability of society
under changing climate and social conditions [1]. Among the many requirements for plant growth
and development, light plays a key role in different processes, such as photosynthesis, plant defense,
and phototropism [2]. To provide the best fitness, plants developed morpho-physiological strategies
to use the available light conditions. Indeed, thanks to photoreceptors, such as phytochromes,
cryptochromes, and phototropins, plants can use light of different quality, quantity, and direction [3].
Light sources such as fluorescent, metal halide, high-pressure sodium (HPS), and incandescent lamps
are conventionally used for cultivating plants indoors [4,5]. Different types of electrical light sources can
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modify photosynthetic photon flux (PPF) levels [6–9] through variations in light quality and quantity.
Changes in light quality trigger several morphological, physiological, biochemical, and molecular
variations. Indeed, plants respond through specific photomorphogenic and physiological processes, at
both the micro and macro level [10], leading to a wide range of modifications, such as improvement of
antioxidant activity in pea [11], growth in tomato [12], and metabolism in mint, basil, lentil, primula,
and marigold [9]. Similarly, higher growth rates due to enhanced photosynthetic and transpiration
activities have been observed in cucumber [13]. Moreover, light affects root growth in grape plants
and in seedlings of different tree species [14,15]. In addition, light modifies the transition to flowering
delaying or inhibiting the process in Indian mustard and basil [16] and promotes the suppression of
anthocyanin content in lettuce [17]. The effect of electrical light sources on plant growth depends on the
properties of the light type used. The most efficient photosynthetic yield occurs in two distinct broad
peaks in the blue (400–500 nm) and in the red (600–700 nm) ranges [18]. Photons in the 500–600 nm
range have low photosynthetic efficiency, while photons in the far-red (FR, 700–800 nm) range are
important for shoot elongation in woody plants which is modulated by the ratio of red-to-far-red light
(R:FR) [19,20].

Although conventional light sources, especially HPS, are the most commonly used lighting systems
to provide the necessary photosynthetic photon fluence for plant productivity, their emissions, both
spectrally and energetically, are usually different from those emitted by sunlight and far from the optimal
values required for photosynthesis in specific phases of plant growth [21,22]. Light-emitting diode
(LED) light has the highest photosynthetically active radiation (PAR) efficiency (~ 90%) characterized
by a monochromatic spectral specificity with possible peak emission wavelengths from ~250 (UV) to
~1000 nm (infrared). Moreover, LED technology mimics sunlight by modulating light spectrum and
direction, being thus compatible with the photosynthesis and light-signaling requirements of plants.
In terms of economics and sustainability, not surprisingly, solid-state lighting using LED technology has
become a major source for greenhouse lighting systems in the last decades due to a series of advantages,
such as: longer lifetime (about 100,000 h), smaller volume and weight, solid-state construction, lower
heat emission, and higher energy-conversion efficiency [23,24]. Additionally, specific wavelengths
within a narrow spectral range can be set with the aim of precisely tuning the spectral quality and
light intensity [5,22]. In recent years, the use of LEDs as a radiation source for plants has attracted
considerable interest because of its vast potential both for developmental studies and commercial
applications [25,26]. Thus, the selection of an optimal light spectrum is an essential task in closed plant
production systems [27].

For closed plant production, it is crucial to use substrate with high nutrient availability. Biochar is
natural charcoal obtained by controlled pyrolysis of organic materials (e.g., agricultural and forest
residuals). The process occurs at a very high temperature range (600–900 ◦C) in an oxygen-deficient
environment [28]. Biochar is considered as a novel and practical approach to bio-waste treatment and
pollution remediation [29,30]. Depending on the process parameters, such as primary temperature and
feedstock type, biochar shows different physical and structural characteristics [31]. However, the most
common physical aspects are a highly porous structure and a large surface area [32]. For many years
now, several studies have assessed the potential value of biochar to improve soil structure and fertility
as well as plant growth [33–35]. In particular, biochar was shown to increase soil carbon and water
content as well as macroaggregation, electrical conductivity (EC), total nitrates/nitrites, ammonia and
nitrogen [33,36], extractable phosphorus and cation exchange capacity (CEC) [37]. Most research on
biochar has focused on its effects on yield in major crops [38]. Indeed, it has been demonstrated that
biochar application increases the yield of maize [39], bean (Phaseolus vulgaris) [40] and rice grain (Oryza
sativa) [41,42]. A recent review highlighted how biochar application, by improving soil environments, in
turn, significantly promotes root growth and morphology, mainly by increasing root length, the number
of root tips, and root diameter [43]. Few studies have examined the effects of biochar on specific traits
such as shoot or root morphology [44,45]. Understanding how specific above and belowground traits
are impacted by biochar addition will lead to improved uses for biochar.
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Container substrates are often soilless, primarily composed of peat moss, vermiculite, perlite, bark,
and compost [9]. The high cost of this substrate [9,16] has led to the search for alternative container
substrate components, such as biochar [4,8,9,16]. At the same time, the use of biochar can be considered
as a means to mitigate greenhouse gas (GHG) emissions by enhancing important soil functions such as
carbon sequestration and nitrogen retention thereby counteracting current global climate changes [46].
For these reasons, biochar is considered a good technological product for future sustainable plant
production [47,48]. Unfortunately, the effects of biochar amendment on plant production, including
cultivation of crops and forest restoration activities [49], are strongly influenced by soil type, quantity
of biochar used, local conditions and/or plant species. Thus, to be able to give specific indications for
future commercial use of biochar, there is an urgent need to further investigate the effects of biochar
amendment on plant functional traits.

Global demand for agricultural crops is connected to a strong environmental impact mainly
due to habitat fragmentation and land clearing, as well as fertilization uses that pollute both water
and terrestrial ecosystems [50]. The agricultural activity necessary to meet the need of doubling
crop production forecasted for the 2050s will implicate a major impact on the environment [50,51].
Therefore, in the near future it will be crucial to find new methods and technologies to achieve greater
yields with lower global environmental impacts. The use of an optimal light source together with
a natural inexpensive amendment product could help boost global food production as well as reduce its
environmental impact through favoring small-scale farmers and shortening the food value chains [52].
Although the effects of different light spectra and biochar on plant performance have been studied
separately, little is known about the interplay between them. The application of an optimal electrical
lighting spectrum combined with biochar application could boost indoor plant production systems
and reduce energy consumption for both electrical lighting and substrate production.

In the present study, the response of the fast-growing model plant Pisum sativum L. to different light
spectra was investigated in combination with biochar amendment. We wanted to test the hypothesis
that biochar application could be used efficiently as a component of the soil-less container substrate
enhancing plant performance independently of the light spectra applied. To accomplish this, several
morphological traits and physiological characteristics related to the photosynthesis machinery were
measured in pea seedlings grown with or without biochar supplement under three different LED
spectra and one fluorescent light spectrum.

2. Materials and Methods

2.1. Plant Material and Experimental Setup

Seeds of Pisum sativum L. (medium-late variety, medium-height plant; long, dark green pod with
8–9 seeds; large, wrinkled seed with dark green integument, by “Sementi Dotto”) were obtained
from a commercial nursery (Varese—Italy). Pea seeds were sown, one each, in 2 L sliced off inverted
cone pots (h 15 cm, lower Ø 11 cm, and upper Ø 16 cm), filled with commercial soil-less substrate
characterized by different proportions of composition in the case of biochar-treated (1:2:1:1 mixture of
peat, silica sand, bark humus, and biochar) and control (1:2:1 mixture of peat, silica sand, and bark
humus). Pots were then placed in a growth chamber. Six biochar-treated plants and 6 non-treated
plants were grown under each light spectrum resulting in a total of 48 plants. From the 27th day after
sowing, when the leaves of P. sativum were fully expanded, chlorophyll fluorescence emission and
stomatal conductance were measured at 4 days intervals until the 43rd day after sowing. Seedlings
were destructively sampled at 49 days after sowing for the analysis of morphological traits. All potted
seedlings were watered to saturation with 400 mL tap water every two days. No fertilizer was added.

2.2. Growth Room Characteristics

Plants were kept in a single 4-m wide, 3-m deep, and 2.2-m high growth room at the University of
Insubria, Varese (Italy). The room was subdivided into four sections with reflective white panels. Each
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section was illuminated with fluorescent light (FLUORA T8 (OSRAM); LEDVANCE GmbH; Garching,
Germany) or one of three different commercially available LED light spectra developed specifically for
horticultural purposes and coded as follow (Valoya Oy; Helsinki, Finland): NS1, AP67-3L, and AP67
(Table 1; spectrum composition and R:FR ratio were provided by the manufacturing company).
Seedlings were grown under long day conditions (16 h light/8 h dark cycle) with lights turning on at
10 a.m. Each section had a steel table with 50-mm high edges. Light intensity yielded approximately
250–300 µmol m−2 s−1 (light meter sensor—HD2302.0—Delta Ohm; Caselle di Selvazzano, Italy) at pot
height. The plants were grown under 22/17 ◦C day/night temperature with air humidity maintained at
60%–70%.

Table 1. Spectral distribution and red:far-red ratio of three LED light sources and fluorescent light.

Light Source
Continuous Spectrum Wave Length (nm)

R:FR
400–500 500–600 600–700 700–800

———————– (%) ———————-

LED
NS1 20.2 38.9 35.7 5.2 8.2

AP67-3L 11.9 19.3 60.5 8.3 5.6
AP67 13.8 15.1 53.0 18.1 2.7

Fluorescent Fluora T8 34.8 24.1 36.7 4.4 5.7

2.3. Biochar Characterization

Biochar used in this study was produced by Romagna Carbone s.n.c. (Italy) from orchard
pruning biomass through a slow pyrolysis process with an average residence time of 3 h at a value of
temperature in the middle of the production range (500 ◦C) in a kiln of 2.2 m in diameter and holding
around 2 tons of feedstock. The pH was measured by potentiometry (pH meter Eutech Instruments
pH 700, 2013) according to International Biochar Initiative (IBI) Biochar standards (2014). The electrical
conductivity (EC) value was obtained by the direct instrumental determination in 1:20 soil:water (w/v)
extracts, according to IBI standards (2014). Cation exchange capacity (CEC) was assessed according to
Mehlich [53] using BaCl2. Moisture content was calculated according to the Black method [54] as the
difference in sample mass before and after oven drying at 105 ◦C to constant mass. In the present work,
carbon stability was defined as the molar ratio of hydrogen to organic carbon (maximum 0.7) according
to IBI standards (2014). Total nitrogen (Ntot), total carbon (Ctot), organic carbon (Corg), and hydrogen
(H) contents were determined by dry combustion [55] using a CHN elemental analyzer (Carlo Erba
Instruments, Mod 1500, series 2). In the case of Corg, combustion was carried out after the complete
removal of inorganic C with acid. Available nitrogen (Nav) was determined by a modified Kjeldahl
procedure using Devarda’s alloy [56] as reducing agent to convert (NO3) and (NO2) into (NH4)+ and
subsequent Kjeldahl digestion. Total phosphorus (Ptot) content was determined by spectrophotometry
(UV-1601 Shimadzu) according to the test method described by Bowman [57]. Available phosphorus
(Pav) was extracted by a NaHCO3 solution at pH 8.5 and evaluated by spectrophotometry according to
Olsen [58]. The alkalinity of samples with a pH value greater than 7.0 was determined by titrimetry,
according to Higginson and Rayment [59]. The biochar tested was found to meet the European
Biochar Certificate (EBC, 2012) and IBI-Standard (2014) requirements regarding Ctot and Corg content,
respectively. Its C:H value was close to 0.7 ensuring good stability of the organic carbon. Conductivity
values indicated that the biochar used has a high salt content. Moreover, available phosphorus and
nitrogen represented 17.7% and 0.3% of the total phosphorus and nitrogen, respectively (Table 2).

2.4. Substrate Characterization

To assess chemical and physical properties of the substrate and the effects of biochar on these
characteristics, four substrate samples were collected before and after biochar application and
characterized for CEC, Ptot and Pav, Ntot and Nav, and Ctot content as described in the previous
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paragraph. The pH was determined by potentiometry (pH meter Eutech Instruments pH 700, 2013)
according to Conyers and Davey [60]. EC was measured by direct instrumental determination according
to Rhoades [61]. The different forms of available mineral nitrogen were determined by ion-selective
electrodes [62] on substrate samples dissolved in deionized water.

Table 2. Biochar chemical-physical characteristics. Each value represents the mean (n = 8) ±1 SE.

Parameter Unit Value

pH - 9.7 ± 0.1
EC dS m−1 7.5 ± 0.4

CEC Cmol kg−1 21.3 ± 0.3
Ntot g kg−1 9.1 ± 0.2
Nav mg kg−1 30 ± 0.4
Ptot mg kg−1 1221.9 ± 21.3
Pav mg kg−1 217 ± 3.0
Ctot g kg−1 778.1 ± 0.1
Corg g kg−1 705.6 ± 0.1

H g kg−1 45.3 ± 0.2
H/Corg - 0.76

EC = Electrical Conductivity; CEC = Cation Exchange Capacity.

2.5. Morphological Measurements

We measured stem length (SL; cm) by image acquisition of dissected stems and branches using
a portable scanner (EPSON Perfection V600). Images were then analyzed by Image J software. Leaf area
was measured by scanning the leaves and, subsequently, analyzing the images by WinRhizo software
(Pro V. 2007d; Regent Instruments Inc.; Ville de Québec, QC, Canada); leaf area was summed for each
seedling to obtain total leaf area (TLA; cm2). After gently removing each seedling from the medium,
roots were rinsed repeatedly with running tap water and scanned (400 dpi) with a calibrated flatbed
scanner coupled to a lighting system for image acquisition (Expression 10,000 XL; Epson America Inc.;
Long Beach, CA, USA). Total fine root length (FRL; cm) was obtained measuring only lateral roots by
WinRhizo excluding the taproot. Afterward, fresh biomass (g) of leaves (LFM), fruit (FFM), and fine
roots (FRFM) was obtained by weighing. Afterward, the plant tissues were oven drying for 52 h at
75 ◦C and weighed again to obtain the dry mass of leaves (LDM), fruit (FDM), and fine roots (FRDM).

2.6. Physiological Measurements

Chlorophyll fluorescence was measured with a portable pulse-modulated fluorometer (OS1-FL,
Opti-sciences, Inc., USA) on the oldest fully expanded leaf randomly selected from each seedling.
Measurements were repeated five times for each plant every four days starting from the 27th day after
sowing. The maximum quantum efficiency of Photosystem II (PSII) photochemistry for chlorophyll
fluorescence in dark-adapted conditions [(Fv/Fm) = (Fm − F0) Fm−1] (F0 indicating the minimum value
for chlorophyll fluorescence obtained with the ‘measuring light’ switched on; Fm indicating the maximal
possible value for fluorescence obtained with the application of a saturating pulse to a dark-adapted
leaf; Fv indicating the variable fluorescence as the difference between F0 and Fm) was measured in the
mid-morning when lights were still off or right after their turning on (10–11 a.m.). In the latter case,
leaves were pre-darkened with a leaf clip for 45 min to ensure complete relaxation of all reaction centers.
The maximum efficiency of PSII photochemistry in the light [ΦPSII = (Fms − Fs) Fms−1] (Fs indicating
the steady-state level of fluorescence in the light; Fms indicating the value of maximal fluorescence
in the light-adapted obtained by the application of a saturating pulse under actinic illumination)
was measured in the afternoon (3–4 PM). Finally, non-photochemical quenching [NPQ = (Fm − Fms)
Fms−1] was calculated [63]. Stomatal conductance, as water vapor (gs; mmol m−2 s−1), was measured
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using a steady state porometer (PMR 3, PPSystem, MA, USA) between 2 and 3 p.m. When seedlings
were harvested for destructive measurements, 2.5 g of leaf tissue was sampled from untreated and
biochar-treated seedlings for each of the light spectra and then stored at –80 ◦C. Pigment measurement
was performed according to Arnon [64]. In particular, chlorophylls (Chl a; Chl b; Chl a + b) and
carotenoids (Car) were extracted from 0.25 g leaf tissue using 80% acetone as a solvent. The pigment
concentrations were determined by spectrophotometer (BioRad) using the following Equations (1)–(4):

Chl a = 12.70A663 − 2.69A645 (1)

Chl b = 22.90A645 − 4.68A663 (2)

Chl a + b = 20.20A645 + 8.02A663 (3)

Car = (1000A470 − 1.82[Chl a] − 85.02[Chl b])/198 (4)

where A is absorbance in 1.00 cm cuvettes and Chl is expressed as µg mL−1.

2.7. Statistical Analysis

To evaluate significant differences between values, three comparisons for each morphological
and physiological measured parameter were performed: (a) untreated versus biochar-treated plants
grown under the same light conditions, (b) untreated plants grown under different light conditions,
(c) biochar-treated plants grown under different light conditions. Morphological data were analyzed
using a two-tailed t-test. Physiological data were analyzed by a two-way ANOVA with biochar
treatment and lighting type as fixed factors and with time as a random factor (due to repeated
measures). The analysis of variance was performed on original data or data transformed to meet
homoscedastic distribution. The post hoc LSD-tests (p < 0.05) were performed to test differences among
lighting type for both untreated and biochar-treated plants. A two-tailed t-test was applied to test
differences between untreated and biochar-treated plants for the same lighting type. All tests were
performed with a 5% rejection level. Statistical analysis was performed with SPSS 17.0 (SPSS Inc.,
Chicago, IL, USA).

3. Results

3.1. Substrate Characteristics

Substrate chemical analysis showed that biochar addition resulted in an increase of Nav and Ctot

values, while pH, EC, CEC, Ntot, Ptot, and Pav remained unchanged (Table 3).

Table 3. Chemical and physical analysis performed on soil-less substrate alone and with the addition
of biochar. Each value represents the mean of 8 samples ± SE. Different letters indicate statistically
significant differences between data for the same parameter at p < 0.05.

Parameter Unit Substrate Substrate + Biochar

pH - 6.6 ± 0.07a 6.69 ± 0.07a
EC dS m−1 0.9 ± 0.3a 0.9 ± 0.3a

CEC Cmol kg−1 18 ± 0.87a 19 ± 0.92a
Ntot g kg−1 13 ± 1.23a 15 ± 1.42a
Nav mg kg−1 120 ± 4.8a 140 ± 5.6b
Ptot mg kg−1 456.6 ± 16.7a 484.1 ± 18a
Pav mg kg−1 40.41 ± 2.22a 42.44 ± 2.33a
Ctot g kg−1 23 ± 0.55a 26 ± 0.63b

EC = Electrical conductivity; CEC = Cation Exchange Capacity.
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3.2. Morphological Traits

Seedlings grown in control media with NS1 LED were taller (stem length; SL) than those grown
with fluorescent light, while they had the same height as AP67-3L and AP67 seedlings, which were
not significantly different from each other. In biochar-amended substrate, SLs of AP67-3L and AP67
seedlings were similar to each other and greater than that of seedlings grown under fluorescent light
or NS1. Biochar application increased SL in seedlings grown with AP67-3L and AP67, while a decrease
was observed with NS1 (Table 4). In control media, the greatest total leaf area (TLA) was found for
seedlings grown with AP67-3L and AP67, while seedlings kept under fluorescent and NS1 light had
the intermediate and the lowest values, respectively. In biochar-amended medium, no significant
differences in TLA were observed among different light treatments. Biochar application caused TLA to
increase in NS1 seedlings and to decrease in AP67 seedlings (Table 4).

Table 4. Values of morphological traits referring to both aboveground (leaves and stem) and
belowground (fine roots) compartments measured in seedlings grown in untreated or biochar-treated
substrate under fluorescent or different LED light spectra.

Light Source

Parameter Units
Untreated (C)

Biochar-Treated (B)

Fluorescent LED

Fluora T8 NS1 AP67-3L AP67

Aboveground

SL cm
C 110 (7) b 154 (9) a 138 (13.30)

ab 123 (9) ab

B 127 (12) yz 122 (6) z 180 (5) x 159 (7) xy

TLA cm2
C 431 (51) b 398 (52) c 542 (12) ab 587 (26) a
B 460 (42) x 608 (63) x 523 (48) x 457 (20) x

LFM g C 15.60 (2) bc 18.1 (2) c 21.1 (1.5) ab 24.9 (0.6) a
B 18.80 (3.1) x 21.9 (3.6) x 21.6 (0.6) x 18.3 (2.4) x

LDM g C 2.12 (0.3) bc 2 (0.2) c 2.9 (0.3) ab 3.30 (0.1) a
B 2.63 (0.3) x 2.4 (0.4) x 3.3 (0.3) x 2.9 (0.5) x

FFM g C 2.7 (0.5) b 0.3 (0.2) c 8.6 (0.2) a 5.4 (0.6) b
B 7.4 (0.7) x - 7.5 (1.3) x 8.8 (0.5) x

FDM g C 0.34 (0.06) b 0.05 (0.03) c 1.15 (0.03) a 0.5 (0.06) b
B 0.91 (0.15) x - 1.09 (0.2) x 1.05 (0.21) x

Belowground

FRL m
C 70 (5) a 43 (5) b 50 (7) ab 53 (5) b
B 56 (3) y 56 (4) y 42 (9) y 84 (5) x

FRFM g C 3.2 (0.3) a 2.5 (0.2) b 2.4 (0.1) b 3.2 (0.4) a
B 4.2 (0.3) xy 3.4 (0.5) xy 3.0 (0.4) x 4.5 (0.3) x

FRDM g C 0.19 (0.02) a 0.12 (0.01) b 0.12 (0.02) b 0.17 (0.03) ab
B 0.17 (0.01) xy 0.16 (0.02) xy 0.12 (0.02) y 0.22 (0.02) x

Values show the mean (SE) of six samples. Bold values indicate statistically significant differences between untreated
and biochar-treated plants with the same lighting treatment (p < 0.05). Letters a, b, and c indicate statistically
significant differences among lighting types within control plants (p < 0.05). Letters x, y, and z indicate statistically
significant differences among lighting types within biochar-treated plants (p < 0.05). SL stem length, TLA total leaf
area, LFM and LDM leaf fresh and dry mass, FFM and FDM fruit fresh and dry mass, FRL total fine root length,
FRFM and FRDM fine root fresh and dry mass.
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Leaf fresh mass (LFM) was highest for seedlings grown with AP67, although no statistical
difference was found for values measured with AP67-3L. Fluorescent light and NS1 represented the
intermediate and lowest LFM values, respectively. Finally, LFM of biochar-treated seedlings was
similar among all light types, with only in the case of AP67, it being significantly lower than that
found for untreated seedlings. Leaf dry mass (LDM) was greatest with AP67 and lowest with NS1.
Seedlings grown with fluorescent light or AP67-3L had intermediate values although they were not
significantly different from those measured for AP67 and NS1. Biochar application did not affect
LDM with any of the different spectra (Table 4). Both fresh and dry fruit masses (FFM, FDM) were
greatest with AP67-3L and lowest with NS1. Seedlings grown with fluorescent and AP67 light types
had intermediate FFM and FDM values, which increased significantly when pots were supplemented
with biochar, reaching, in the case of AP67, the highest fruit yield (Table 4). For seedlings grown in
control media, fine root length (FRL) was greatest with fluorescent light and lowest with NS1 and AP67,
while AP67-3L seedlings showed intermediate values. Biochar-treated seedlings had the greatest FRL
value with AP67 with no significant differences among the other light sources. Biochar application
significantly increased FRL only in the case of AP67 (Table 4). Both fresh (FRFM) and dry (FRDM) mass
of fine roots showed the highest values for seedlings grown under fluorescent light and AP67, while
lower values were found for NS1 and AP67-3L, which were similar to each other. When grown in
biochar-amended medium, seedlings showed, only in the case of AP67 light type, a higher FRFM than
the control seedlings. The dry mass of fine roots did not show any improvement when biochar-treated
seedlings were analyzed (Table 4). Similar values were measured for all light spectra, except AP67-3L,
which had the lowest value although not significantly different from fluorescent and NS1 lights.

3.3. Physiological Traits

The maximum quantum efficiency of PSII photochemistry in dark-adapted conditions (Fv/Fm) was
not significantly affected by biochar treatments (Figure 1A). This is in agreement with our statistical
model, which shows the influence of lighting type alone (Table 5). In particular, the highest and the
lowest values were found for plants grown with AP67 and NS1 light, respectively, while values for
fluorescent and AP67-3L light were intermediate. Biochar treatment alone did not affect the quantum
yield maximum efficiency of PSII photochemistry in light conditions (ΦPSII), while this parameter was
affected by the interaction of biochar and light type as well as by the lighting type alone (Table 5). Data
were similar across all light types with the exception of AP67, which showed the lowest values of ΦPSII

for both control and biochar treated plants (Figure 1B). Only in the case of AP67, the biochar-treated
plants showed lower values than control plants (Figure 1B). Neither biochar or light treatment alone
nor their combination affected non-photochemical quenching (NPQ) (Table 5). In the case of control
seedlings, the highest and the lowest values were measured for the fluorescent and AP67 light types,
respectively, while NS1 and AP67-3L showed intermediate values (Figure 1C). No differences were
detected among the four light types in the case of biochar-treated seedlings.
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Figure 1. Data means of chlorophyll fluorescence in dark-adapted conditions (Fv/Fm), maximum
efficiency of PSII photochemistry in the light-adapted conditions (ΦPSII) and non-photochemical
quenching (NPQ) for seedlings grown in untreated (control; light grey bars) and biochar-treated (dark
grey bars) substrate with fluorescent light and three different light-emitting diode (LED) light spectra.
The asterisk (*) indicates statistically significant differences between untreated and biochar-treated
plants with the same lighting treatment (p < 0.05). Letters a, b, c indicate statistically significant
differences among lighting types in control plants (p < 0.05). Letters x, y, z indicate statistically
significant differences among lighting types in biochar-treated plants (p < 0.05).
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Biochar treatment alone did not affect stomatal conductance (gs), while this parameter was affected
by the interaction between biochar and light type as well as by light type alone (Table 5). Stomatal
conductance did not differ across light types for control seedlings (Figure 2). When biochar was applied,
stomatal conductance was highest with AP67 light and lowest with the fluorescent and AP67-3L light.
An intermediate value was found for seedlings grown under NS1 light (Figure 2). Only in the case
of fluorescent light, the application of biochar significantly reduced stomatal conductance compared
to control conditions (Figure 2). Analysis of chlorophyll extraction could not detect any significant
differences in Chl a, Chl b, Chl a + b, and Car contents (data not shown).Agronomy 2020, 10, x FOR PEER REVIEW 3 of 18 
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Figure 2. Stomatal conductance (gs; as water vapor) for seedlings grown in untreated (control; light
grey bars) and biochar-treated (dark grey bars) substrate with fluorescent light and three different
LED light spectra. The asterisk (*) indicates statistically significant differences between untreated and
biochar-treated plants with the same lighting treatment (p < 0.05). Letters a, b, c indicate statistically
significant differences among lighting types in untreated plants (p < 0.05). Letters x, y, z indicate
statistically significant differences among lighting types within biochar-treated plants (p < 0.05).

Table 5. Split-plot design two-way ANOVA with biochar treatment and lighting type (fluorescent
and three LED light spectra) as fixed factors and time as random factor on Fv/Fm, ΦPSII, NPQ and gs.
Bold values indicate statistically significant differences (p < 0.05).

Fixed factors Fv/Fm ΦPSII NPQ gs

Biochar treatment (B)
F 1.942 1.329 0.491 1.827
p 0.165 0.251 0.485 0.178

Lighting type (L) F 6.212 120.47 0.321 8.072
p <0.001 <0.001 0.810 <0.001

B x L
F 1.587 4.470 0.156 3.698
p 0.194 0.005 0.095 0.013

Random factor

Time
F 162.53 4.978 2.941 44.95
p <0.001 0.001 0.022 <0.001

Fv/Fm indicates the chlorophyll fluorescence in dark-adapted conditions; ΦPSII indicates the maximum efficiency
of PSII photochemistry in the light; NPQ indicates the non-photochemical quenching; gs indicates the
stomatal conductance.
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4. Discussion

In the present work, we assessed various morpho-physiological traits of P. sativum seedlings
in response to biochar amendment under different light spectra provided by LED and fluorescent
lighting systems. Seedlings showed specific responses to both the presence of biochar, as well as to
different light spectra. For most of the morphological traits, and independently of the light spectra,
we generally observed a positive effect on seedlings grown in the presence of biochar. This finding is
in accordance with observations reported by Berihun et al. [65], who related such variations in plant
morphology to the improved substrate characteristics after biochar application. Indeed, among many
factors, organic matter (total carbon) and nitrogen content are most likely to have a beneficial impact
on substrate quality [66]. In our study, together with a significant increase in total carbon and nitrogen
availability measured in biochar-amended substrate, a higher fruit mass, both fresh and dry, was
detected. These findings are in line with previous studies that highlighted an indirect promotion of
fruit productivity related to biochar application [65,67,68]. Alternatively, Solaiman et al. [69] ascribed
the enhancement in growth of bean plants by biochar application to the increase of substrate pH
and nutrient availability. Beside substrate characteristics, although not measured in this study, these
results could be attributable to the different regulation of some genes involved in leaf expansion
and the flowering process in the presence of biochar [70]. Concerning the influence of light spectra,
the analysis of morphological traits highlighted different responses depending on the plant sector
considered. We noted a general stimulation in growth and development of the above-ground part of
seedlings grown with AP67 and to a lesser extent with AP67-3L, two lighting types characterized by
the lowest R:FR ratio values. Many reports studied the effect of low R:FR values on morphological
traits in several plant species, reporting increased plant growth independently of the successional
status (i.e., early or late) [13,71,72]. Moreover, a low R:FR ratio could be attributable to the shading
by other plants, leading to a stimulation of elongation growth as a shade avoidance response and
an adaptive advantage for competition [73–75]. Additionally, it was observed that biochar application
reduced stem length and increased leaf area of seedlings grown with NS1, probably due to its high
content of blue-green light and R:FR ratio. Our study suggests the possibility to modulate light spectra
as a tool for fostering specific seedlings traits [14]. Indeed, considering fine roots, responsible for soil
exploitation taking up water and nutrients [76–78], our results are in line with other studies [43,68,79]
showing a positive effect of biochar application on both fine root length and fresh mass, probably due
to the improved water and nutrient availability. However, our data are in contrast with those reported
by Amendola et al. [33], who found an increased root diameter but unchanged root length in grapevine
plants in response to biochar application. Probably these differences are attributable to the fact that
seedlings were grown in the presence of different light spectra. Indeed, the belowground part of the
seedlings responded with a higher variability to differences in light spectra than did shoots. However,
since roots are covered by soil, it remains unclear how light could influence their morphology. Many
studies demonstrated a direct contribution of light signals perceived above ground in the regulation
of growth and development of belowground parts through several internal light signal transduction
systems from stem to roots [80]. For instance, stem and root vascular tissues can axially conduct
light [81], and light can be transmitted to specific depths eliciting light-sensitive positive geotropism
responses [82,83]. In our study, fluorescent light and AP67 had the strongest effect on root morphology
in untreated and biochar-treated seedlings, respectively. Finally, we suggest that biochar-treated
seedlings had, in general, higher root biomass than untreated ones. More interestingly, seedlings with
the longest roots were those grown with AP67 light. The root-elongation effect of AP67 together with
biochar application could be attributable to the spectrum composition (lowest R: FR ratio and highest
red-light content) as found by other reported studies in which the same LED light types [13,19] or light
sources with the same spectrum characteristics were used [84,85].

Regarding physiological traits, biochar amendment alone did not significantly affect the parameters
analyzed. Values observed for control seedlings did not differ from those measured for biochar-treated
ones with only two exceptions discussed later on. Thus, biochar application alone does not seem
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to improve photosynthetic activity. Our findings are in contrast with a study on Malus hupehensis
seedlings [86] where biochar noticeably increased the photosynthetic rate of three-months-old seedlings.
This result could also be attributable to the timing of exhausting seed reserves in plant development,
mainly at early developmental stages [13,87]. In our study, for all the considered light spectra, Fv/Fm

remained around and above the optimal value of 0.83 [63,88,89], confirming that PSII efficiency was
not affected by light spectra variation and biochar application. Dark-adapted values of Fv/Fm reflect
the potential quantum efficiency of PSII, making them sensitive indicators of plant photosynthetic
performance [63]. The actual ΦPSII, related to the achieved PSII efficiency, was similar among all
different spectra with the only exception being seedlings grown with AP67 light, which showed the
lowest values of fluorescence emission in light conditions (ΦPSII), further reduced in the case of biochar
application. According to Schansker et al. [90], a decrease in ΦPSII could indicate an inhibition of the
redox reaction after the primary acceptor quinone (QA) with a slowdown in electron transfer between
QA and the secondary acceptor (QB). In addition, although biochar-treated seedlings grown with AP67
showed high values of Fv/Fm in comparison with untreated seedlings, they did not show a positive
effect in ΦPSII values. Hence, we suppose that spectrum characteristics of AP67 could have a negative
impact on the performance and activity of the photosynthetic machinery.

Lighting type alone significantly affected PSII activity and stomatal conductance. More interesting
was the significant interplay between biochar and lighting type, suggesting that the simultaneous
presence of biochar amendment and optimal light spectra influence photosystem II activity. Indeed,
Huang et al. [91] demonstrated that N-deficiency conditions could cause a loss of photosynthetic
pigments. In the present study, biochar application led to an increase in nitrogen availability and organic
carbon in the substrate, which could affect photosynthetic performance. Furthermore, Viger et al. [69]
in their work proved that biochar application promotes plant growth through auxin up-regulation,
while Salisbury et al. [92] found a possible crosstalk between plant phytochrome photoreceptors and
auxins content in promoting plant development.

NPQ is one of the consequences of the fluorescence-quenching phenomenon, during which energy
is converted to heat with increased efficiency and heat dissipation occurs [63]. In our work, this
parameter was not significantly influenced by light type or biochar application, either alone or in
combination. Indeed, the different types of light spectra only slightly affected NPQ in control seedlings,
while no effect was detected in biochar-amended ones.

Although many studies have reported a positive effect of biochar application on stomatal density
and conductance [93,94], in our case the addition of biochar did not change stomatal conductance.
The large water retention capacity of biochar may cause a reduction in root water availability, inducing
a water deficit and determining plant stomatal closure [95,96]. However, in our study this was
not the case since water availability was high throughout the whole experiment. When stomatal
conductance was analyzed in response to lighting type, and to the interplay between light and biochar,
no statistically significant effect was found. It has been widely reported that specific mechanisms of
several photoreceptors might promote stomatal opening and density depending on the wavelength of
incident light [97]. In our case, although seedlings grown with AP67 showed the highest gs values
when biochar was added, a strong decrease of gs was measured in biochar-treated seedlings grown
with fluorescent light spectra. Thus, our findings support the hypothesis that stomatal opening is
related to both spectrum composition and biochar presence. Indeed, Jensen et al. [98], studying the
relationship between stomatal activity and stomata density, found an increase in stomata density in
response to increasing ratios of blue light and a decrease in stomata density with decreasing ratios
of green light. Likewise, it has been seen that green-light exposure reversibly decreases stomatal
conductance in lettuce [99] leading to an unfavorable effect on the plants, including a decrease in
chlorophyll content and an inhibition of stomatal opening [100]. In our case, fluorescent light, and to
a lesser extent AP67-3L, are characterized by the highest percentage of green-blue light and, thus,
negatively affect stomatal activity, especially when amended with biochar.
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5. Conclusions

The morpho-physiological traits here reported represent the first attempt to unveil plant growth
mechanisms in response to modifications in light spectrum and substrate characteristics. The present
work showed that biochar application to a soilless substrate has a general positive effect on above-
and belowground plant morphology. In particular, P. sativum seedlings grown with the fluorescent
control or AP67 light types doubled their fruit yield. Pea seedlings showed the greatest aboveground
and belowground plant development when a light spectrum with low R:FR ratio was used. This
might be due to the adaptive advantage for competition as a shade avoidance response. However,
when biochar was tested alone it did not improve PSII activity, but, interestingly, when combined
with a specific optimal light spectrum, biochar may improve pea seedling physiological performances
and change biomass organ allocation. This allows us to infer a positive synergic effect of enhanced
substrate characteristics, due to biochar application, and increased plant growth and development
due to the AP67 light spectrum. Thus, we demonstrated that closed plant production systems might
become more efficient by selecting an optimal LED light spectrum and including biochar amendment
in the horticultural production process.
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