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Abstract: As a consequence of the Russian invasion of Ukraine, Europe is facing a shortage of
chemical fertilizers for agriculture. Therefore, the use of byproducts of biomass anaerobic digestion,
e.g., solid (SD) and liquid (LD) digestate, could be a key solution to cope with this problem. In this
framework, the present study aimed to evaluate the effect of both SD and LD, derived from the same
feedstock, on the biometric, physiological, and biochemical parameters of lettuce (Lactuca sativa L.)
plants. Compared to the controls, the plants treated with 3% (w/w) SD showed a reduction in leaf
fresh biomass, chlorophyll content, performance index, fractal dimension, and antiradical activity,
while vitamin C increased by 18.8%. An opposite response was observed for the lettuce plants
treated with 3% (v/w) LD, which showed an increase in all the above-mentioned parameters, except
for vitamin C, which decreased by 39.8%. Interestingly, the content of malondialdehyde, which
is correlated with cell membrane lipid peroxidation, increased in the SD-treated plants (+39.7%)
and decreased (−42.1%) in the LD-treated plants. These results strongly support the use of LD in
agriculture as a valuable product to improve the productivity and nutritional quality of crop plants.

Keywords: anaerobic digestion; antioxidant power; bio-fertilizer; biowaste reuse; digestate
valorization; malondialdehyde; sustainability; vitamin C

1. Introduction

Europe is currently facing a shortage of chemical fertilizers for agriculture due to the
Russian invasion of Ukraine. For this reason, an intensive search for bio-based solutions is
now being conducted. On the other hand, the exponential growth of the human population,
accompanied by increasing urbanization, have led to a significant increase in the amount
of waste produced, especially organic waste. Anaerobic digestion (AD) is one of the most
common sustainable processes for recycling and reusing organic waste such as animal
manure, sewage sludge, organic fractions of municipal solid waste, and aquaculture, food
and agricultural residues [1–3]. During this process, the organic fraction is microbially
decomposed in the absence of oxygen to obtain mainly biogas, which consists of a mixture
of gases, such as CH4, CO2, H2S, and NH3 [4]. Biogas is a source of green energy and is
used mainly for the supply of heat and electricity [5]. Anaerobic digestion also produces
digestate, which is a semi-solid product widely recognized in agriculture as a valuable
plant fertilizer for its abundance of nutrients [6,7]. Furthermore, digestate has several
molecules with phytohormonal action, e.g., auxin-like molecules and gibberellins [8–11],
which promote seedling germination and plant growth and can enhance plant resistance to
abiotic and biotic stresses [12]. However, due to its chemical compounds, when used as a
fertilizer, digestate can also cause detrimental effects on crop plants, such as slow growth
and early senescence [6]. For these reasons, the legislation (2019/1009/EU [13]) on this
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issue is continuously being updated, and limitations on N spreading (especially in the form
of nitrates) on agricultural fields are regulated by Directive 91/676/EEC [14], which sets a
maximum limit of 170 kg N ha−1 year−1.

The following two different fractions of the digestate can be obtained by means of a
solid–liquid process: the solid fraction (solid digestate, SD) with a dry matter content > 15%
and the liquid fraction (liquid digestate, LD) with a dry matter content < 15% [15]. Both
fractions have specific physico-chemical properties that essentially depend on both the
operating parameters and the feedstock used in the AD process [16,17]. After a stabilization
process, through drying or composting, SD can be used as a biofertilizer [18]. The effects
of SD are widely reported in the literature on various crops [19–21]. It has been shown
that spreading SD on the soil surface can improve plant growth [22], but also modify soil
characteristics by facilitating the volatilization of N forms, impacting crop growth [23]. On
the other hand, it has also been demonstrated that the effects of long-term SD treatments on
soil did not heavily influence soil fertility; therefore, the resulting environmental changes
were not as pronounced [24]. Similar to SD, the LD is used as fertigation solution in
horticulture [25] and in many other applications. For instance, LD can be recirculated
within the AD reactor to limit both water and feedstock consumption [26]. However, LD
effects on plant growth are still unclear. On the one hand, Odlare et al. [27] observed that
short-term applications of LD did not negatively affect soil characteristics, such as pH. On
the other hand, it has recently been shown that the long-term application of LD can lead to
chemical soil contamination, due to the possible release of nutrients and ammonia, which
can accumulate and contaminate the agroecosystem [16,28]. These variations in the soil
properties may have both positive and negative effects on crops.

Lettuce (Lactuca sativa L.) is one of the most cultivated and consumed vegetables
worldwide [29], and widely used as a model plant species to evaluate the possible effects
of using natural products to limit contaminants and plant growth [30–33].

The present study aimed to evaluate the effect of the application of SD and LD on
the growth of lettuce plants in terms of biometric (i.e., fresh weight and fractal analysis),
photosynthetic (i.e., chlorophyll content and fluorescence), and biochemical (i.e., lipid
peroxidation, total antioxidant power, and vitamin C content) parameters.

2. Materials and Methods
2.1. Digestate

The digestate was kindly provided by a biogas company located in southern Tuscany
(Italy). It was derived from agricultural and zootechnical waste consisting of a mixture
of maize, pomace, and turkey manure, which was anaerobically digested by the action of
mesophilic microorganisms at a controlled temperature (20–45 ◦C). The solid part of the
digestate (SD) was then mechanically separated from the liquid part (LD) using a helical
compression machine. The microbiological analysis of the digestate did not evidence the
presence of pathogenic microorganisms and the chemical characteristics for both fractions
are provided by the biogas company, as reported in Table 1. For the SD, the pH and EC
were determined according to Celletti et al. [34] with slight modifications. In brief, 2 g
of air-dried and pulverized SD were diluted with distilled water in a ratio of 1:20 (w/v)
and shaken for 2 h. After a centrifugation step (5 min at 4000 rpm), pH and EC were
measured in the limpid supernatant using a pH meter (Hanna Instruments srl, Padova,
Italy) and a conductivity meter (Delta Ohm, HD/8706, Padova, Italy), respectively. For the
LD, the pH and EC were directly determined in the LD fraction using the above-mentioned
instrumental devices.
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Table 1. Chemical and microbiological characteristics (mean ± standard error) of the solid (SD) and
liquid digestate (LD) used in this study. pH and electrical conductivity (EC) were determined in a
ratio of 1:20 (w/v) for the SD, while pH and EC were determined in the LD.

SD LD

pH 7.9 ± 0.02 7.6 ± 0.03
EC (mS cm−1) 1.5 ± 0.1 20.0 ± 0.2
Total N (%) 2.0 ± 0.01 9.7 ± 0.01
Total P (%) 0.89 ± 0.03 0.55 ± 0.02
Cd (mg kgDW

−1) <0.1 <0.1
Cr (mg kgDW

−1) <0.2 <0.2
Cu (mg kgDW

−1) 46.9 ± 0.3 155 ± 0.3
Hg (mg kgDW

−1) <0.1 <0.1
Ni (mg kgDW

−1) 15.2 ± 0.1 14.5 ± 0.1
Pb (mg kgDW

−1) <0.5 <0.5
Zn (mg kgDW

−1) 177 ± 0.9 583 ± 1.5
Organic matter (%) 60.7 ± 0.1 62.6 ± 0.09
Water content (%) 56.4 ± 0.01 95.7 ± 0.02
Salmonella spp. Absent Absent
Escherichia coli (UFC g−1) <1.0 × 10−1 <1.0 × 10−1

UFC: unit forming colony; DW: dry matter.

2.2. Plant Material and Growth Conditions

Lettuce (Lactuca sativa L.) was chosen as the model plant species, as one of the most
economically important leafy vegetables. Thirty seedlings of lettuce (cv. “Cappuccio
Biondo”) with a height of about 5 cm, placed in phytocells (5 × 5 × 4 cm), were purchased
from a local nursery. Once in the laboratory, the seedlings were transplanted into black
plastic pots (1 seedling/pot) (10 × 10 × 12 cm), previously filled with 400 g of air-dried
soil sieved to 2 mm. Before transplanting, 3% (w/w) SD was added to the soil, forming
the first batch of 10 plants, 3% (v/w) LD was added to the soil, forming the second batch,
and no digestate was added to the soil, forming the remaining batch of 10 plants, which
were used as a control (CTRL). Afterwards, the seedlings were placed in a greenhouse
and grown for 5 weeks at 15 ± 2 ◦C, 400 µM m−2 s−1 PAR (day/night cycle of 10–14 h),
60 ± 1% RH. Every day, the pots were weighed with a scale to ensure the soil moisture
remained constant (70% WHC) and rotated randomly to reduce any possible influence
of microclimatic conditions inside the greenhouse. At harvest, the plants were carefully
removed from each pot, and the leaves of each plant were weighed and stored at −20 ◦C;
the soils of each plant were air-dried until they reached a constant weight and then sieved
to 2 mm.

2.3. Soil Analyses

The chemical characteristics of the soil used for the experiment are reported in Table 2.
Soil texture composition was determined by the Casagrande method [35]. Briefly, an

amount of 40 g of soil, sieved to 2 mm, was added to 125 mL of sodium hexametaphos-
phate solution. The mixture was allowed to rest for 24 h before being stirred for 15 min.
Subsequently, the dispersion was transferred to a beaker and filled to a volume of 1 L,
marking the initiation of the sedimentation test. The moment of the onset of sedimentation
was recorded in the densimeter, and the subsequent sedimentation times were recorded at
intervals of 0.5, 1, 2, 4, 8, 15, and 30 min, as well as at 1, 2, 4, 8, and 24 h.

In the potting soils, the pH and electrical conductivity (EC) were determined according
to the work of Celletti et al. [34] with slight modifications. In brief, 2 g of air-dried and
pulverized potting soil was diluted with distilled water in a ratio of 1:20 (w/v) and shaken
for 2 h. After a centrifugation step (5 min at 4000 rpm), the pH and EC were measured
in the limpid supernatant using a pH meter (Hanna Instruments srl, Padova, Italy) and a
conductivity meter (Delta Ohm, HD/8706, Padova, Italy), respectively.
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Table 2. Chemical characteristics of the soil index used before transplanting plants.

Soil

Texture (%)
Sand 22.1
Silt 44.8
Clay 33.1

pH 1:20 w/v 8.05 ± 0.02
EC 1:20 w/v (µS cm−1) 358 ± 21
CEC (cmol kg −1) 29.7 ± 0.8
Total N (%) 0.16 ± 0.001
Ca (mg kg−1) 60,258 ± 288
Fe (mg kg−1) 39,651 ± 646
K (mg kg−1) 19,017 ± 153
Mg (mg kg−1) 14,767 ± 224
Mn (mg kg−1) 653 ± 14
Na (mg kg−1) 8757 ± 30
P (mg kg−1) 663 ± 20
S (mg kg−1) 63 ± 1.2
Organic carbon (%) 1.02

EC: electrical conductivity; CEC: cation exchange capacity.

For the mineral composition of the soil, the procedure proposed by Nelson et al. [36]
was used, with minor modifications. A 250 mg sample of pulverized soil was weighed using
an accurate scale and placed into a platinum crucible. Then, 0.1 g of lithium tetraborate and
0.4 g of lithium metaborate were added to the soil sample in the crucible. The soil sample
and lithium salts were thoroughly mixed using a glass rod. The mixture was placed into
a muffle furnace and heated to a temperature of 950 ◦C for a duration of 1 h and 30 min.
Upon cooling, approximately 40 mL of 5% nitric acid (HNO3) was added to dissolve the
melt. The resulting solution was filtered to remove any undissolved materials. Finally,
the solution was made up to a final volume of 50 mL using ultrapure water. The total
concentration of N, Ca, Fe, K, Mg, Mn, Na, P, and S in the soil samples was determined
using inductively coupled plasma mass spectrometry (ICP-MS) with Perkin Elmer Elan
6100 and NexION 350 spectrometers. The analytical accuracy was evaluated by analyzing
two standard reference materials, GBW 07411 (Chinese Soil), GBW 07311 e NIST 2709 (San
Joaquin Soil).

The Walkley–Black procedure [37] was used to determine the organic C in the soil.

2.4. Plant Analyses
2.4.1. Main Photosynthetic Parameters

The total chlorophyll content and the performance index (PIABS), related to the chloro-
phyll a fluorescence, were non-destructively measured on the distal part of the three
youngest and fully expanded leaves of each plant (10 measurements/leaf) using a chloro-
phyll content meter (CCM-300, Opti-Science, Hudson, NY, USA) and a plant efficiency
analyzer (Handy PEA, Hansatech Ltd., Norfolk, UK), respectively.

2.4.2. Fractal Analysis

Fractal analysis is a universal mathematical method for characterizing most natural
objects and processes [38]. A single methodological approach to calculating fractal dimen-
sions allows a numerical description of the organization of natural structures of various
origins, and hence a direct numerical comparison with each other [39]. The fractal dimen-
sion allows a single numerical value to be used as an indicator of plant biomass. Many
structures have the fundamental property of geometric regularity, known as the invariance
concerning scale, or “self-similarity”. If these objects are considered at a different scale,
the same basic elements are always discovered. These repeating patterns determine the
fractional, or fractal, dimension of the structure. Fractal geometry describes natural shapes
in a way that cannot be described by Euclidean geometry [40].
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To perform the fractal analysis on our samples (3 leaves/plant), scans of leaves of
approx. the same length were executed using a professional scanner, so that we could
evaluate the differences in the various treatments performed. We obtained high-resolution
(1024 × 1024 pixels) PNG format images; an example of the fractal analysis is given
in Figure S1.

Subsequently, the images obtained for the fractal analysis were transformed into black
and white photos, i.e., binary images (Figure S2).

Finally, the binary images were handled with the MATLAB software (MathWorks
Ltd., Natick, MA, USA) and the fractal dimensions of each plant were obtained with the
box-counting method, which is commonly used to estimate the fractal dimension [38].

2.4.3. Non-Enzymatic Defense Response

The antiradical activity (ARA) was determined in 200 mg of leaves homogenized in
2 mL of 80% (v/v) ethanol. The homogenate was centrifuged at 15,000 rpm for 5 min and
the supernatant (200 µL) was added to 1 mL of 2,2-diphenyl-1-picrylhydrazyl (DPPH)
solution (prepared by dissolving 3.9 mg of DPPH in 100 mL of 80% (v/v) methanol). In
addition, a blank and a control were prepared by adding 200 µL of 80% (v/v) ethanol in
1 mL of 80% (v/v) methanol and 0.2 mL of 80% (v/v) ethanol in 1 mL of DPPH solution,
respectively. All the tubes were placed in the dark for 1 h and then the absorbance (Abs)
was read at 517 nm with a UV–Vis spectrophotometer (Agilent 8453, Santa Clara, CA,
USA). The results were expressed as the percentage of ARA, according to the following
formula [41,42]:

ARA (%) = 100 × [1 − (
Abs sample
Abs control

)]

The content of vitamin C (ascorbic acid) was determined according to Celletti et al. [43].
Briefly, 200 mg of leaves were homogenized in 0.8 mL of 10% (w/v) trichloroacetic acid
(TCA). The homogenate was filtered on gauze, then kept in an ice bath for 5 min and
finally centrifuged at 3000 rpm for 5 min. The supernatant (0.4 mL) was added to 1.6 mL
of distilled water and 0.2 mL of 0.2 M Folin–Ciocalteu reagent (Carlo Erba, Cornaredo,
MI, Italy). After 10 min of incubation in the dark, the samples were measured at 760 nm
with a UV–Vis spectrophotometer (Agilent 8453, Santa Clara, CA, USA). The concentration
of the samples was determined using a calibration curve prepared with 0.05–0.2 mL of a
100 µg mL−1 L-ascorbic acid (BioXtra, ≥99.0%, crystalline) stock solution.

2.4.4. Lipid Peroxidation

The level of lipid peroxidation was expressed as the content of malondialdehyde
(MDA), which is one of the main metabolites that is reactive to 2-thiobarbituric acid (TBA),
according to the procedure proposed by Silvestri et al. [44] with slight modifications. Briefly,
500 mg of leaves were homogenized in 5 mL of extraction solution, containing 0.25% (w/v)
TBA dissolved in 10% (w/v) TCA. The homogenate was incubated at 95 ◦C for 30 min, and
then quickly cooled on ice to stop the reaction. Subsequently, the completely cold samples
were centrifuged at 5000 rpm for 20 min. The absorbance of the supernatant was measured
at 532 nm and 600 nm with a UV–Vis spectrophotometer (Agilent 8453, Santa Clara, CA,
USA). Non-specific turbidity correction was achieved by the subtraction of the absorbance
value detected at 600 nm. The content of MDA was estimated using a molar extinction
coefficient of the formed MDA–TBA complex of 155 mM−1 cm−1.

2.5. Statistical Analysis

Since the data demonstrated a normal distribution (Shapiro–Wilk test, p < 0.05), a one-
way analysis of variance (ANOVA) was run, coupled with the least significant difference
(LSD) test (p < 0.05) for post-hoc comparisons between the means. All calculations were
run using the CoStat statistical software (Cohort, Berkeley, CA, USA).
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3. Results

The addition of SD and LD significantly increased both the soil pH (+2.3% and +2.7%,
respectively) and EC (+11.6% and 17.1%, respectively), compared to the relative controls
(Figure 1A and B, respectively).
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Figure 1. pH (A) and electrical conductivity (EC) (B) in soils where lettuce plants were grown for
5 weeks without (CTRL) and with the application of digestate, either solid (SD) or liquid (LD).
Parameters are expressed as mean ± standard error. Different letters indicate statistically significant
differences (p < 0.05).

Among the biometric and photosynthetic parameters analyzed in the lettuce leaves, a
similar trend was observed with the addition of SD and LD. Specifically, the SD signif-
icantly decreased the leaf fresh weight (−39.5%), chlorophyll content (−16.5%), PIABS
(−25.1%), and fractal dimension (−2.3%), compared to their corresponding controls
(Figure 2A, B, C, and D, respectively). On the contrary, LD significantly increased the leaf
fresh weight (+22.9%), chlorophyll content (+6.2%), PIABS (+11.0%), and fractal dimension
(+2.3%), compared to their corresponding controls (Figure 2A, B, C, and D, respectively).
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At the leaf level, it was evident that the antioxidant system was reduced (ARA: −29.3%)
by the addition of SD, while it was increased (ARA: +28.6%) by the addition of LD, com-
pared to the control (Figure 3A). Surprisingly, the determination of the content of vitamin
C showed both a strong increase by +18.8% and a decrease by −39.8% with the addition of
SD and LD, respectively, compared to the control (Figure 3B).
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In Figure 4, the content of MDA is shown, which increased (+39.7%) and decreased
(−42.1%) in the leaves of SD- and LD-treated lettuce plants, respectively, in comparison
with the control (Figure 4).

Agronomy 2023, 13, x FOR PEER REVIEW 9 of 14 
 

 

In Figure 4, the content of MDA is shown, which increased (+39.7%) and decreased 
(−42.1%) in the leaves of SD- and LD-treated lettuce plants, respectively, in comparison 
with the control (Figure 4). 

 
Figure 4. Malondialdehyde (MDA) content in leaves of lettuce plants grown for 5 weeks without 
(CTRL) and with the application of digestate, either solid (SD) or liquid (LD). Parameters are 
expressed as mean ± standard error. Different letters indicate statistically significant differences (p 
< 0.05). 

4. Discussion 
Recently, in Italy, due to the war in Ukraine, the use of digestate has been authorized 

as a replacement for various synthetic chemical fertilizers to promote the use of eco-
friendly practices in the production phase of biogas and to reduce the use of fertilizers 
according to the D.L. 21/2022 [45]. 

Plant biomass and chlorophyll content are parameters that are strictly related, since 
chlorophyll is a necessary pigment for plant growth, and an increase in chlorophyll 
content is usually correlated with an increase in plant biomass accumulation [30]. Due to 
the presence of irrelevant available amounts of nitrogen and phosphorus, the use of 
digestate can enhance photosynthesis, and thus increase the chlorophyll content, and 
plant biomass. Nevertheless, in some cases, the effects may be different [46]. In line with 
our results, Robles-Aguilar et al. [47] indicate that the application of SD decreased both 
the chlorophyll content and leaf fresh weight, whereas the application of LD increased 
both parameters. Mortola et al. [48] reported that a low SD application rate has no effect 
on the chlorophyll content and biomass of lettuce plants. In Chinese cabbage (Brassica 
pekinensis) plants, the addition of SD (obtained from a mixture of manure and food waste) 
impaired the early plant development stages and reduced the leaf chlorophyll content of 
the plants [49]. Treatments with SD performed on mustard green (Brassica juncea (L.) 
Czern.) plants showed different effects depending on the feedstock used to obtain the 
digestate; the food-waste digestate did not affect the biomass production of the plants, 
while the application of digestate from lignocellulosic biomass halted plant growth and 
root elongation [6]. 

Chlorophyll fluorescence is a very effective test for assessing the protective or 
stimulating effect of bioproducts on plants growth and physiology [30]. Indeed, in our 
study, the functionality of both photosystems I and II was noticeably higher in the LD-
treated lettuce plants, as indicated by the increased PIABS value, compared with the control. 
Our results are consistent with several studies in the literature that show that LD addiction 
positively affects crop growth [50–52], with important biomass increases reported for 

Figure 4. Malondialdehyde (MDA) content in leaves of lettuce plants grown for 5 weeks without
(CTRL) and with the application of digestate, either solid (SD) or liquid (LD). Parameters are expressed
as mean ± standard error. Different letters indicate statistically significant differences (p < 0.05).

4. Discussion

Recently, in Italy, due to the war in Ukraine, the use of digestate has been authorized
as a replacement for various synthetic chemical fertilizers to promote the use of eco-friendly
practices in the production phase of biogas and to reduce the use of fertilizers according to
the D.L. 21/2022 [45].

Plant biomass and chlorophyll content are parameters that are strictly related, since
chlorophyll is a necessary pigment for plant growth, and an increase in chlorophyll content
is usually correlated with an increase in plant biomass accumulation [30]. Due to the
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presence of irrelevant available amounts of nitrogen and phosphorus, the use of digestate
can enhance photosynthesis, and thus increase the chlorophyll content, and plant biomass.
Nevertheless, in some cases, the effects may be different [46]. In line with our results,
Robles-Aguilar et al. [47] indicate that the application of SD decreased both the chlorophyll
content and leaf fresh weight, whereas the application of LD increased both parameters.
Mortola et al. [48] reported that a low SD application rate has no effect on the chlorophyll
content and biomass of lettuce plants. In Chinese cabbage (Brassica pekinensis) plants, the
addition of SD (obtained from a mixture of manure and food waste) impaired the early plant
development stages and reduced the leaf chlorophyll content of the plants [49]. Treatments
with SD performed on mustard green (Brassica juncea (L.) Czern.) plants showed different
effects depending on the feedstock used to obtain the digestate; the food-waste digestate
did not affect the biomass production of the plants, while the application of digestate from
lignocellulosic biomass halted plant growth and root elongation [6].

Chlorophyll fluorescence is a very effective test for assessing the protective or stimu-
lating effect of bioproducts on plants growth and physiology [30]. Indeed, in our study,
the functionality of both photosystems I and II was noticeably higher in the LD-treated
lettuce plants, as indicated by the increased PIABS value, compared with the control. Our
results are consistent with several studies in the literature that show that LD addiction
positively affects crop growth [50–52], with important biomass increases reported for wheat
(Triticum aestivum L.) [53], giant Napier (Pennisetum purpureum Schumach.) [54], tomato
(Solanum lycopersicum L.), and cucumber (Cucumis sativus L.) [55].

The antioxidant activity (ARA) is another indicator, strictly linked to general plant
well-being, as it assesses the content of flavones, isoflavones, flavonoids, anthocyanin,
coumarin lignans, catechins, and isocatechins [56]. Several epidemiological studies have
shown that an increase in ARA in fruits and vegetables can have beneficial effects on human
health, thus protecting against several cardiovascular diseases [57–59]. The application
of the two fractions of digestate (SD and LD) produced completely opposed results in
ARA determined in lettuce leaves, including a significant decrease when the plants were
treated with SD and a significant increase when the plants were treated with LD. These
latter results are consistent with those reported by Panuccio et al. [21,22], which showed
that LD applications increased the ARA in tomato and cucumber fruits, respectively.

Vitamin C (ascorbic acid) is an essential micronutrient and a key element for the
metabolism of all living organisms, especially for plants [60]. This compound plays an
important role in the plant antioxidant system by offering protection against oxidative
stress [61]. The content of vitamin C in our lettuce leaves showed a trend opposite to
that of the general antioxidant defense system. In fact, it can be clearly noticed that while
the SD treatment stimulated the production of vitamin C content, the LD treatment also
decreased it. This different trend between vitamin C and ARA is explained by the fact that,
as reported in the literature in lettuce leaves [62], the contribution by vitamin C to the total
antioxidant power is below 1%. In addition, overall, plants can increase the vitamin C
content within their organs/tissues to face stresses and not only when they are grown in
optimal conditions [63]. Indeed, vitamin C is involved in several metabolic and biosynthetic
pathways that regulate the process of plant growth and development [64]. Nevertheless,
the level of vitamin C found in our samples, although significantly different among the
treatments, falls within the range commonly reported for lettuce leaves [65,66].

Malondialdehyde is a natural by-product of cell membrane lipid peroxidation, usually
analyzed to assess the damage caused by oxidative stress in plant tissues [67,68]. We ob-
served an increase in MDA in SD-treated leaves and a decrease in LD-treated leaves. These
results are consistent with those of ARA and vitamin C and with several other studies that
show an increase in the content of MDA after different applications of digestate on sugar
beet (Beta vulgaris L.) [69], rice (Orzya sativa L.) [53], and okra (Abelmoschus esculentus L.) [70].
The increase in MDA in our samples is also related to the reduction in leaf weight [71],
further highlighting the damaging effects following the application of SD on lettuce plants.
Moreover, MDA is related to vitamin C because both parameters are involved in oxidative
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stress, MDA allows us to assess the damage caused by oxidative stress in plant tissues and
vitamin C plays an important role in the plant antioxidant system by offering protection
against oxidative stress, so the increase in the similar trend observed in SD- and LD-treated
plants reflects the overall status of the plants.

Fractal analysis in biology can be used to analyze the characteristics of objects, from
molecules to ecosystems [72–75]. In this study, based on the value of the fractal dimension,
binary images of scans of selected lettuce leaves were evaluated for changes in the physical
characteristics of the leaf plates through changes in size and morphological organization
by the properties of self-similarity and scale invariance in the geometric shape of the leaf
plate. The characteristic of maximum space filling in the binary images of the lettuce leaf
blade indicates an increase in the leaf blade area, which characterizes the increase in plant
biomass [76,77]. In our study, an increase in plant biomass indicated the effectiveness of
the LD as a fertilizer.

Overall, the results of this study show different effects of SD and LD on the growth,
photosynthetic activity, and oxidative stress of lettuce plants, thus suggesting that only
digestate in liquid form would seem to be able to enhance the growth, and thus the yield,
of lettuce plants. The presence of a negative effect following applications with SD would
seem to be attributable to the development of oxidative stress for the plant; however, the
reason for this remains unknown. The negative effects of digestate on plants may depend
on the inherent sensitivity of the species tested [49], thus suggesting how the pairing of
two (or more) plants, one of which can be considered as more resistant while the other is
less resistant, may help in the inter-prediction of the results obtained, especially when the
results have to be interpreted from an environmental point of view [78].

5. Conclusions

This study investigated the effects of growing lettuce plants with a solid or liquid
fraction of anaerobic digestate obtained from agricultural residues and animal manure. The
results showed that these two fractions, although from the same raw material, affected the
lettuce plants very differently. While the solid digestate showed negative effects overall, the
application of liquid digestate resulted in the increased yield and improved nutraceutical
quality of this crop that is consumed worldwide.

Although a larger field trial is needed to confirm the results of this study, our results
suggest that the use of the liquid fraction of digestate in agriculture can be very effective in
reducing dependence on the use of chemical fertilizers derived from fossil sources, thus
representing an effective and sustainable approach to achieving the goal of a green and
circular economy.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/agronomy13030782/s1, Figure S1: Scanned leaves of lettuce plants
grown for 5 weeks without (CTRL) (A) and with the application of digestate, either solid (SD) (B) or
liquid (LD) (C); Figure S2: Binary images of leaves of lettuce plants grown for 5 weeks without (CTRL)
(A) and with the application of digestate, either solid (SD) (B) or liquid (LD) (C).
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