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Abstract

:

The increasing use of nanoparticles is causing a threat to the environment and humans. The aim of this work was to evaluate the effects of the quenching procedure of biochar production on the biochar capacity to retain the CeO2 nanoparticle (CeO2NP) in soil. The effects on Lepidium sativum L. (watercress) were considered. Two biochars were produced from fir wood pellets under the same pyrolysis conditions but with different quenching procedures: dry quenching and wet quenching. The two biochars (BCdryQ and BCwetQ) were separately added to a CeO2NP-spiked soil (1000 mg kg−1) at the dose 5%DW and placed in 12 lysimeters under controlled conditions. Lepidium sativum L. seeds were sowed on each lysimeter. The lysimeters were irrigated once a week for 7 weeks, and the leachates were collected. At the end of the experiment, the aboveground biomass was harvested; the total number of plants and the number of plants at the flowering stage were counted, and the height of the tallest plant and the total dry biomass were measured. The data showed that the quenching procedure influences the CeO2NP retention in soil, and BCdryQ can reduce the leaching of the nanoparticles. Biochar significantly increased the flowering in plants, and BCwetQ reduced the biomass production. This work highlights the importance of the biochar production process for soil applications. The production settings are crucial in determining the efficacy of the product for its ultimate use.






Keywords:


C-sequestration; soil remediation; REE bioaccumulation












1. Introduction


The use of nanoparticles has been increasing over the last few years. Nanoscale material application includes a variety of different areas (e.g., electronic, biomedical, pharmaceutical, cosmetic, energy, environmental, etc.). Its increasing use is posing a threat to the environment and human beings that can be exposed by inhalation, absorption through the dermal system and ingestion through the gastrointestinal system [1]. It has been proved that their presence in the ecosystem may have negative effects on organisms’ reproduction, mobility and survival [2], especially in mammals. Additionally, toxicological effects might be caused by their biomimetics properties and high ability of distribution and bioaccumulation in soil, water and foods [3]. Cerium is the rare-earth element (REE) considered by the authors of this article, belongs to the group of and is included in the wider group of REEs [4]. The toxicity of the REE, which are not essential to plants, is still under investigation. However, commercial REE fertilizers are used for their proven positive effect on the yield of several crop species [5]. Nonetheless, it is noteworthy that annual long-term applications of insecticides and herbicides and the excessive fertilization were identified as a significant source of potentially toxic trace elements such as heavy metals and REEs that can modify the natural geochemistry of agricultural soils [6]. Several authors have proven that REEs can be absorbed and accumulated by plants, and some have linked such a phenomenon with the similarity of the atomic radii that they share with Ca [7]. Some authors [8] have reported the biochemical and physiological aspects of REEs in plants in a review that also described the history of the application of REEs in agriculture that started in China in the year 1972 after decades of research. In water, when such elements are not in their ionic form but occur as nanoparticles, the scenario changes radically, and it gets more complicated to understand and predict the interactions and fate of the elements in the environment. In experiments using CeO2 nanoparticles (CeO2NPs) [9], it was noticed that 250 mg L−1 was sufficient to show toxicity in beans (Phaseolus vulgaris L. var. khomain, pinto beans). The authors noticed that the treatment with CeO2NPs induced a reduction in Mo accumulation and a parallel overaccumulation of K, regardless of the tissue considered, as well as a modification of the phytohormones levels. Negative results were also observed by some authors [10], who noticed that the growth of shoots and chlorophyll synthesis were inhibited by CeO2NPs in glycine max, and by others [11], who observed chromosomal aberrations in Allium sativum L. root cells as a consequence of high Ce concentration exposure that could be associated with the inhibition of root growth.



Additionally, it has been reported that CeO2NPs were taken up without any modification into the plant tissues of soybean seedlings and, also, in roots of corn seedlings [12]. Other authors observed such a phenomenon in plants of Coriandrum sativum L. [12], Cucumis sativus L. [13] and Solanum lycopersicon L. [14]. Going up the food chain, animals have been proven to undergo accumulation. Investigating the effects of the combined exposure to diesel exhaust particles (DEPs) and CeO2 on the pulmonary system in a rat model (specific pathogen-free male Sprague–Dawley rats exposed via a single intratracheal instillation), it was observed that CeO2 induces a sustained inflammatory response [15]. CeO2 activated alveolar macrophage and lymphocyte secretion of the proinflammatory cytokine IL-12. Other studies showed effects on the nematode Caenorhabditis elegans [16], the bacteria Escherichia coli [17] and several others.



The fate of nanoparticles in natural soil is not yet entirely clear. It is certain that many factors influence their fate and behavior. An interesting review [18] described the parameters affecting the mobility and bioavailability of the TiO2 nanoparticle in soil as being the soil pH, the organic matter content, the soil texture and ionic strength that may affect the nanoparticle’s zeta potential, surface charge/affinity and aggregation. Furthermore, studying the transport of polyvinylpyrrolidone-coated Ag-NP in a spiked solution applied to 11 soils in saturated columns, some authors [19] observed that the nanoparticle would rapidly interact with the soil colloids such as maghemite or montmorillonite, which would rapidly limit their mobility. The authors concluded that the interactions of the nanoparticles that led to the aggregation with soil colloids (heteroaggregation) played a key role in the transport of the nanoparticles, which ultimately depended on the size of the aggregate. From this perspective, biochar, being a porous and negatively charged material thanks to the functional groups on its surface, is very likely capable of interfering with the mobility of nanoparticles in soils. Hence, it can be an important tool for soil remediation when it is about nanoparticle contamination. Porous media interfere with the mobility of contaminants in soil, the reason being that they impede their movements by straining or physically filtering the particles: the ones that are larger than the pores are trapped, while the others are removed by interception, diffusion and sedimentation [20]. The surface charges of the nanoparticles—hence, their interaction with the soil aggregates and the biochar particles—depend on the pH. A study of the nanoceria uptake by cells as a function of the amount of surface charge on the nanoparticles indicated that factors such as the pH have a considerable impact on the surface charges of nanoceria particles [21]. Not only the nanoparticles but also the biochar and, in general, pyrogenic carbonaceous material contain C-rich nanoparticles that can interact with engineered metal nanoparticles and have a significant influence on both heteroaggregation and homoaggregation phenomena that influences the metal nanoparticles’ mobility in soil [22]. In facts, porous materials have been applied to reduce the aggregations of metal nanoparticles; among these porous materials with higher surface areas and ion exchange capacities, biochar has become one of the most widely used supporting materials for metal nanoparticles [23]. Last, but not least, biochars have a great impact on the soil pH. In fact, it changes the soil properties, and the variations in terms of mobility may be due to variations in the CEC; porosity and other factors, such as pH, Ca ion concentration and the presence of other types of natural colloids that are the likely final sink of the nanoparticles [24]. Citrate-capped Au nanoparticles, for instance, have been observed to be retained by biochar-amended soils that were significantly more effective from this point of view than sandy soils [25]. In this interesting study, the authors evaluated several aspects, such as the charge neutralization, the pore penetration, the hydrogen bonding and the charge transfer between the biochar and the nanoparticles. The role of the functional groups is clearly very important, which emphasizes the interaction of the biochar with the new contaminants that is not limited to the physical level. Given the assumption that the transport of nanoparticles in soil is affected by the soil’s physical and chemical properties, we hypothesize that biochar may have different effects on the nanoparticle’s mobility and be useful for the remediation of CeO2NP-contaminated soils. Such an effect may be influenced by the quenching process at the end of pyrolysis. The quenching process can be dry or water quenching. The first one consists in letting the biochar cool down for the time necessary to reach room temperature; the second is performed by adding water directly onto the hot biochar at the end of pyrolysis. Water quenching determines a higher porosity and a lower ash content through the leaching of elements that leave free interlayer spaces [26]. Such a modification is expected to produce a different sorption capacity of the biochar used on polluted sites. The work aimed to evaluate the effects of two quenching procedures as the final stage of the biochar production and the biochars’ capacity to retain cerium nanoparticles in CeO2NP-spiked soil. Therefore, the study aimed to study the CeO2NPs leaching from the soil amended with two biochars, as well as the effects on plant Lepidium sativum L. (watercress).




2. Materials and Methods


2.1. Materials Characterization and Experiment Set-Up


The CeO2NPs (particle size < 25 nm) in the form of nanopowder were purchased from Sigma-Aldrich Co. LLC. The soil was collected from a residential area located in the proximity of the University of Udine, Italy (46°04′52″ N, 13°12′33″ E; top 20 cm), air-dried at room temperature and sieved through a 2 mm mesh before the characterization. The soil was classified as clay soil (sand 26%, silt 6.4% and clay 67.6%) with a pH 7.40 ± 0.01, CEC 13.9 ± 0.3 (cmol kg−1 DM) and OM 4.4 ± 0.6 (%); it was sieved through a 2 cm mesh before the addition of the nanoparticles and the application of the biochars. Both these two phases were achieved using a cement mixer (20 min for each mixing and 15 days equilibration between the nanoparticles and the biochar addition). The two biochars used to amend the soil were produced using the same feedstock (fir wood pellets) but with a different quenching procedure: wet (BCwetQ) and dry (BCdryQ), as described by [27]. Briefly, the first quenching procedure was performed by watering the pyrolyzed feedstock directly in the kiln of the carbonization system, while the second quenching procedure was done by sealing the kiln until the biochar cooling was complete. The mixtures were used to fill up 12 packed lysimeters (height: 55 cm; diameter: 15 cm) (Figure 1) according to the following experimental designs: CTRL (soil + CeO2NPs at 1000 ppm), DRY (soil + CeO2NPs at 1000 ppm + 5%DW biochar dry-quenched) and WET (soil + CeO2NPs at 1000 ppm + 5%DW biochar quenched with water). There were 4 replications. The biochars (BCwetQ and BCdryQ) were produced using the Elsa Research carbonization system (BLUECOMB™) [27].




2.2. Experiment Management


The lysimeters received artificial illumination (PAR: 500 μmol s−1m−2, 16 h day−1) and were kept at room temperature. They were initially saturated with water, and after 15 days of equilibration, seeds of L. sativum L. were sowed at the amount of 0.021 g of seed for each lysimeter. After two days, the germination was complete, and after 5 days from sowing, the drip irrigation started. Two sources of irrigation per lysimeter provided 1000 mL of deionized water once a week for 7 weeks. The leached water was collected at the bottom of the lysimeters after 3 days of irrigation. After the determination of the leachate volume, 50 mL of leachate were filtered with a cellulose nitrate membrane (pore size = 0.45 µm), and the electric conductivity (EC) and pH (slurry ratio for biochar characterization: biochar:water = 1:20; slurry ratio for soil characterization: soil:water = 1:4) were measured. Then, the leachate samples were acidified in test tubes and stored in a refrigerator until the elemental characterization using an ICP-OES (Varian Inc., Palo Alto, CA, USA, Vista MPX).



At the end of the experiment, the aboveground biomass was harvested from each lysimeter. The total number of plants and the number of plants at the flowering stage were counted. The height of the tallest plant was also measured, as well as the total dry biomass (70 °C, 24 h). The dry biomass was acid-mineralized with a microwave unit (MarsXpress, CEM Corporation, Charlotte, NC, USA) following the USEPA protocol [28] and analyzed with the ICP-OES to verify the Ce uptake. The substrates in the columns were also sampled at three depths (15, 25 and 35 cm); 2 mm-sieved; oven-dried (70 °C, 24 h) and acid-digested using the USEPA protocol [29] and analyzed with the ICP-OES.



The total organic C (TOC) and total N (TN) in the soil leachates were measured by an automated elemental analyzer (Shimadzu TOC-VCPN, Kyoto, Japan).




2.3. Statistical Analysis


The one-way ANOVA (repeated measurements) was applied using the Tukey HSD test for the post hoc analysis (significance level = 0.05). When the homogeneity test results were significant, data transformation was used (ln(EC)). When the data transformation was not enough to meet the assumption for the ANOVA, the Kruskal–Wallis test was applied. The ANCOVA was used for the data on Ce leaching to separate the effect due to the type of quenching and the time of sampling. SPSS (IBM ver.16.0) software was used for the statistical analyses.





3. Results


3.1. Soil Characteristic


The application of the two biochars to the CeO2NP-spiked soil determined a significant change in the EC. The EC (n = 3) of the three substrates were statistically different and decreased in the following order: CTRL > DRY > WET (Table 1). The wet treatment resulted in the lowest EC, which was determined by the fact that the quenching water washed away part of the ashes, which remained in the BCdryQ, instead. Table 1 shows the pH, which were different for the three substrates but in a different order: DRY > WET > CTRL. The fact that the amended soil showed a higher pH compared to the unamended soil (CTRL) was due to the high pH of the two biochars.




3.2. Ce in Plants


The plants’ Ce uptake was negligible (below the detection limit). Hence, no effects of biochar application could be highlighted.



The biochars increased the plant survival exposed to CeO2NPs, regardless of the type. At harvest, the CTRL treatment resulted in 67 plants versus 79 plants (p-value = 0.042) and 83 plants (p-value = 0.009) in the DRY and WET treatments, respectively. The number of plants was not statistically different between the two biochars.



Although the mean height in the CTRL treatment was the highest (25 ± 1.96 cm, n = 4), no differences resulted in the ANOVA. However, the biochars induced early flowering of the species L. sativum (Figure 1) for the limited period of the experiment (plants at the flowering stage: 13 ± 7; 61 ± 16.9 and 66 ± 4 for the CTRL, DRY and WET substrates, respectively).



The Kruskal–Wallis test revealed that the anticipation of the flowering stage detected in the plants of L. sativum grown on the eight lysimeters amended with the two biochars was significant (p-value = 0.02 for both the biochars versus the CTRL treatment). Such an influence showed the same effect regardless of the type of biochar (in the comparison of each single biochar with the CTRL treatment, the eta-squared values were equal (0.771)). In conclusion, flowering was anticipated, regardless of the type of quenching. Similar results were also observed by other authors [30].




3.3. Ce in Leachates


Figure S1 reports the leachate volume measured after each irrigation. The initial difference in the leachates of the three treatments was due to the difference in the biochar quenching procedure. Despite that the columns were initially saturated, a certain fraction of the pores of the dry biochar were still not wetted after 15 days of equilibration. With the following first irrigation, these pores most likely retained part of the water, thereby resulting in a lower volume of the leachates from the four columns with the soil amended with BCdryQ. This can be explained by considering what was reported by the authors in a recent study [27]. They studied the changes of BCdryQ and BCwetQ after an experiment on an addition to the soil by using the fast field cycling NMR relaxometry technique. The analyses revealed that the biochars underwent different modifications that altered their initial porosity and hydrophobicity. In particular, BCdryQ was chemically modified so that its hydrophobicity was reduced; BCwetQ changed both chemically and physically, so both the porosity degree and surficial chemistry changed. Due to these transformations, BCdryQ and BCwetQ changed differently in their attitudes to retain water. BCdryQ became less hydrophobic than BCwetQ, which might explain the higher reduction in terms of the leachate volume of the substrate DRY at the first irrigation compared to the leachate of the substrate WET (Figure S1). Moreover, this proves that the water-holding capacity (WHC) of the soil amended with the two biochars changed in time due to the biochar aging. The general decreasing trend of the leachate volumes with the following irrigations is explained by the fact that the evapotranspiration of the plants on top of the columns became more and more significant as the plants were growing.



The ANCOVA (‘biochars type’ as fixed factor and ‘sampling’ as covariate) showed that there was no difference in statistical terms when the CeO2NP total content in the leachates was considered (Figure S1). A different outcome resulted when the cumulative CeO2NPs leached from the lysimeter were analyzed (Figure 2).



This parameter was calculated with the following formula:


  C e   O   2   N P s   c u m u l   i   =   [ C e   O   2   N P s ]   i     V   l e a c h a t e   i   +   ∑  n = 1   i      C e   O   2   N P s     c u m u l   i − 1        



(1)




where




	
[CeO2NPs]i = Ce concentration (mg L−1) of the ith leachate;



	
Vleachate i = volume (L) of the leachate at the ith sampling;



	
i = sampling number ϵ [1,6].








The ANCOVA ran on the cumulative CeO2NPs showed that both the sampling and the biochar-type factors were significant in determining the amount of CeO2NPs leached from the lysimeters (p-values < 0.000 and 0.017, respectively). Figure 2 shows the polynomial curves fitting the data on the leached cumulative CeO2NPs. The dry quenching results in the treatment significantly reduced the leaching of NPs from the soil. The mean amount of CeO2NPs removed with the irrigation was 0.014 mg.



The amount of CeO2NPs leached was affected by BCdryQ when compared to BCwetQ (Figure 2). This is in agreement with a work on the capacity of different soils to capture silver nanoparticles (AgNPs) [31], that demonstrated that BC increases the EC of the soil, hence its ionic strength, decreasing the nanoparticles’ mobility.




3.4. Ce in Soil


No differences were observed in the total content of CeO2NPs in the soil profile (sampling depths: 15, 25 and 35 cm) for every single treatment (CRTL, WET and DRY) (Figure S2) at the end of the experiment. The two-way ANOVA (factors: BC and depth) showed that depth is not significant, as well as the interaction of depth x BC. On the other hand, the BC type (BCwetQ and BCdryQ) is a significant factor: the total Ce concentration in mg kgDW−1 in the soil, considering the three treatments at the end of the experiment, resulted in significant differences in the following order: CTRL = DRYQ > WETQ (means: 443, 380 and 225 mg kgDW−1). The WET substrate showed a lower EC (Table 1). The smaller amount of Ce in the WET treatment was in agreement with the fact that the lower EC might determine a higher water mobility and lower nanoparticle soil retention. Moreover, in agreement with what was stated by [27], given the fact that BCwetQ has a lower BET surface area and a higher hydrophobicity, this can further explain the lower capacity in retaining CeO2NPs; conversely, being more hydrophilic due to the chemical changes of the aging process in soil, BCdryQ may retain CeO2NPs with higher efficacy than BCwetQ, and this explains the lower mean mg Ce lysimeter−1 of the DRY treatment compared to the WET, which is 1.46 times higher.




3.5. Total Organic Carbon (TOC) and Total Nitrogen (TN) in Leachates


Figure 3a,b report the TOC of the leachates collected after the irrigations.



As reported by [27], BCdryQ has a higher C content than BCwetQ. By considering the leachates, the TOC from BCdryQ and BCwetQ-treated columns (see Figure 3a) were not statistically different, except for the leachates collected on the 26th day after sowing. By looking at the mean values, it appeared that the TOC mean value from the WET Q treatment was always higher than the DRY Q treatment. Table 2 reports the p-values of the pairwise comparison for the factors DAS and treatment for the variable TOC results from the two-way ANOVA.



The two treated substrate did not differ, but they were significantly different from the CTRL treatment. In particular, the biochar application resulted in a lowering of the leachable organic C, regardless of the type of quenching.



As for the irrigations, the TOC in the leachates was such that the first two leachates (occurring at 5 and 12 DAS) were significantly higher than the last two leachates (occurring at 33 and 40 DAS), while the TOC mean values for the leachates 19 and 26 DAS were not statistically different from the first and second irrigations (5 and 12 DAS) and from the second irrigation (12 DAS), respectively.



With regards to the TN, Figure 3b shows a clear difference between the TN in the CRTL leachates that was separate from the leachates collected from the treated substrates (WET and DRY), being much higher when the biochar was not applied to the soil.





4. Discussion


4.1. Ce in Plants


The data regarding Ce plant uptake was in accordance with the observations by other authors [32,33,34], studying CeO2 nanoparticle uptakes of corn, lettuce, soybeans and zucchini grown in a soil amended with biochar from pecan shells, observed that, in most cases, there were no effects on the Ce accumulation in plant tissues. In fact, Ce accumulation occurred mostly at the highest CeO2 level (2000 mg kg−1). The authors of [33] confirmed that a 2000 mg CeO2NPs L−1 concentration in hydroponic conditions negatively affected Triticum aestivum L. growth and its photosynthesis-related processes. The application of biochar from the pyrolysis of bamboo leaves at 500 °C considerably reduced about nine-fold the Ce in plants through the surface complexation process, alleviating the phytotoxic effects; they also observed that the biochar application showed a positive effect on plant growth at all CeO2NPs exposure levels. The authors of [34], in a study where AgNPs were accounted for, concluded that the exposure to plants induced dose-dependent phytotoxicity with negative effects on the plant growth, photosynthesis, gas exchange and nutrients assimilation. The addition of biochar reduced the toxic effects of AgNPs by reducing four to eight times the uptake and Ag tissue accumulation.



Although not the main objective of the present study, a phonological shift observed in L. sativum induced by the BC application (regardless of the quenching type) was observed. According to [35], biochar can have a full range of responses in terms of germination and plant development, thereby influencing some growth traits but not some others, and have an impact on the hormone pathways. The experiments performed by [36] using three types of biochar and L. sativum (other than lentils, lettuce, cucumbers and tomatoes) revealed that differences were observed for cress seeds with which two biochars (paper sludge and wheat husks biochar and sewage sludge biochar) showed a phytostimulant effect.



A greater height of the plants as a response after biochar application was observed by several authors, such as in rice [37], in corn [38] and in cotton [39]. Recently, several studies have been performed to observe the nanoceria accumulation in plants from contaminated soils, considering a wide spectrum of concentrations and no evidence of accumulation was observed at the lowest concentrations (from 1.3 to 62.5 mg kg−1) [40]. According to the authors, evidence of CeO2NPs uptake was found for concentrations above 100 mg kg−1. However, the processes that influence the nanoparticles’ bioavailability are still unknown. The same authors, examining the effect of the soil properties on the CeO2NPs’ phytoavailability and uptake by fescue and tomatoes, observed that one of the main influencing factors (second only to the initial concentration of Ce in soil) was the soil type in terms of texture, the clay soils being the ones for which the phytoavailability was lower than the sandy soils within the range 70–80%. This was another important observation that could explain the low plant uptake, since the clay content of the soil used in this experiment had a high clay content (67.7%).




4.2. Ce in Leachates


The different quenching procedures at the end of the biochar production process had an influence on the CeO2NP leaching from the soil that received BCdryQ, as previously stated in the Results section when describing Figure 2. Given the fact that part of the water was retained by the pyrolyzed mass and the rest of it was leached away, the water quenching procedure might be responsible for the removal of a fine fraction of carbonized particles and ashes that could have potentially interacted with ions and nanoparticles in the soil after the addition of the biochar. In other words, this fine fraction might be able to affect the mobility of ions and nanoparticles in the amended soil, together with the soil particles (clay) and contribute to the explanation of the lower amount of Ce in the leachates of the DRY substrate. In a review on the impact of engineered nanoparticles on the physical and chemical properties of soils [41], it was confirmed the role of soil organic matter (SOM) and the explanation of the adsorption of the latter in metal nanoparticles to form a corona that could induce aggregation between the nanoparticles that subsequently precipitated on the soil particles. This process contributed to leaching reduction.




4.3. Ce in Soil


The fact that the content of CeO2NPs did not change in the soil profile contrasted with the cumulative study of the leachates, where it was shown that NP transport from the soil occurred. This contradiction could be accounted for by hypothesizing that such transport removed the more mobile fraction of the NPs (the NPs in the soil solution and the NPs aggregated to small colloids); this removal emptied the pool of mobile NPs of the columns to the point that no more differences were detectable. The differences in terms of the total amount (mg) of Ce leached at the end of the experiment could be attributed to the different influences of the BC on the soil properties (porosity, pH, ionic strength, etc.). Indeed, BC had an effect on the amount of the mobile fraction of CeO2NPs. From this point of view, the BC efficacy in reducing the mobility of the NPs has to be taken into account. Moreover, Figure S3 shows that the EC, which is related to the ionic strength, the temperature and the mobility of the ions of the substrate, tended to reach a plateau at the end of the experiment. Such behavior might justify the lack of differences in the soil profile in terms of the Ce content. This was also confirmed by the trends of the cumulative curves reported in Figure 2, which means that the increments of leached NPs were smaller in time, approaching an equilibrium state.




4.4. Effects of TOC in CeO2NP Retention


The TOC in soil solutions can influence the nanoparticle mobility in the soil, as reported by [42]. According to them, the dissolved organic carbon (DOC), which is a fraction of the TOC, showed a positive correlation with the concentration of CuO nanoparticles in the soil solution, being able to impede the aggregation by steric repulsion. In fact, the nanoparticles’ aggregation could accelerate their sedimentation from the soil solution, avoiding their movement in the soil profile. According to [43], dispersed nanoparticles in an aquatic environment were partly deposited as sediment after aggregation as homoaggregates and heteroaggregates. The soil solution was extremely complex, and the fate of the nanoparticles was inevitably set by its properties, as well as the nanoparticles’ properties. Many other authors have agreed with the conclusion that the DOC enhances the nanoparticles’ stability, avoiding aggregation [40,44]. Given this assumption, the CeO2NPs might have undergone different homo- and heteroaggregations (the latter with the soil natural colloids), depending on the presence (or absence) of the biochar and on the type of quenching procedure. Considering the effect of the treatments (the reduced TOC in the leachates of the treated soils compared to the controls), it might be concluded that a higher aggregation between the nanoparticles or between the nanoparticles and the soil colloids might have occurred, thereby justifying a smaller leaching of the nanoparticles as a direct consequence. Another possible explanation could be that the organic carbon retained in the biochar-amended soils could have otherwise coated the nanoparticles and bridged them to the soil/biochar surface, again reducing their mobility. This might, in part, explain the lower cumulative Ce in the leachate of the columns with DRY soil compared with the control (Figure 2). The same conclusion cannot be assumed when considering the WET soil. Therefore, the differences between the effects of the two biochars (BCdryQ and BCwetQ) cannot be ascribed to the sole TOC reduction; otherwise, the cumulative Ce trends of the two substrates WET and DRY would have been much more similar. Figure 2 shows that the DRY treatment was separate from the WET treatment and the control. This implies that other factors must have played a role in reducing the nanoparticles’ leaching in the DRY substrate. This result must be explained with a different interaction between BCdryQ and the nanoparticle compared to BCwetQ. A possible explanation can be found in [27], which described the chemical surficial alteration of BCdryQ after the soil application, which determined a higher oxidation that was very important in determining the nanoparticles’ retaining capacity of the biochar through electrostatic interactions.




4.5. Ce in Leachates


As for the TN (Figure 3b), it was evident that the leached N was always higher from the CTRL substrate when compared with the biochar-treated ones. This might be the reason explaining the evidence that the biomass production of the plants from the CTRL treatment was the highest (Figure 1). Additionally, this could be due to the fact that the biochar application resulted in a lower mobility and bioavailability of the nutrient. According to [45] and, as it turns out, from the meta-analysis done by [46], the application of biochar to soil can have negative effects in the short term (<6 months) when it is about N and P availability to plants in agricultural ecosystems. Nguyen et al. [47], considering 56 studies and 1080 experimental conditions, concluded that biochar reduces soil inorganic N, regardless of the experimental conditions, within one year after application in 95% of cases.





5. Conclusions


The quenching procedure as the final phase of biochar production is an important step in influencing the performances of the product in the leaching of nanoparticles in soil. Such a step is less relevant when it is about biomass production and plant survival. Although some consider the REEs of limited toxicity to the environment, the increasing use of such elements in the nanoparticle industry may entail new threats and cause future issues related to the (bio)accumulation of elements that were once of no concern. Further investigations are required. The effect of biochar application on the mobility of CeO2NPs in soil as a result of the study reported in this work is limited to a specific scenario that is characterized by a specific type of nanoparticle and a single type of feedstock for biochar production. The wide variety of biochars and the fact that biochars undergo an aging process imposes the need for further research. More research needs to be done to study the evolution of nanoparticle retention by biochars throughout a certain amount of time.



This work highlights how important the biochar production process is when biochar is considered a tool for reducing the phytotoxicity of a moderately contaminated soil. Finally, this work shows the potential of biochars in lowering the N losses via leaching, but it also raises questions on how this might impact the N availability to plants.
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The following supporting information can be downloaded at: https://www.mdpi.com/article/10.3390/app13116846/s1: Figure S1: Mean volume of the leachates measured at each sampling indicated by the days after sowing for the tree substrates: CTRL, DRY and WET (mean ± Std. Dev., n = 4). Figure S2: Mean soil total content of Ce measured at three depths (15, 25 and 35 cm) at the end of the experiment for the tree substrates: CTRL, DRY and WET (mean ± Std. Dev., n = 4). Figure S3: Electric conductivity (EC) and pH of the leachates collected after each irrigation of the three substrates (CTRL, DRY and WET) (6 samplings; n = 4).
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Figure 1. Total number of Lepidium sativum L. plants, and the number of plants at the flowering stage at harvest and total aboveground biomass (dry weight in g) at harvest. Different letters indicate that the means are statistically different (ANOVA, Tukey’s test, p < 0.005). 
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Figure 2. Cumulative Ce leached from the 12 lysimeters after the 6 irrigations for the 3 treatments (CTRL, DRY and WET). Different letters indicate that the means are statistically different (ANCOVA, Tukey’s test, p < 0.005). Curves are polynomial regression fitted to the data points (second grade). 
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Figure 3. Total organic carbon (TOC) (a) and total nitrogen (TN) (b) in ppm (mg L−1) of the leachates collected after the 6 irrigations of the 12 columns (n = 4). 






Figure 3. Total organic carbon (TOC) (a) and total nitrogen (TN) (b) in ppm (mg L−1) of the leachates collected after the 6 irrigations of the 12 columns (n = 4).



[image: Applsci 13 06846 g003a][image: Applsci 13 06846 g003b]







[image: Table] 





Table 1. PH, electric conductivity (EC) and salinity of the two biochars (dry quenching and wet quenching) and the three soils used in the lysimeters (CTRL, DRY Q and WET Q).
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	Substrates
	pH
	EC

µS cm−1
	Salinity

mg L−1





	biochar (dry quenching) a
	9.69 ± 0.05
	nd
	nd



	biochar (wet quenching) a
	9.87 ± 0.05
	nd
	nd



	soil (CTRL) b
	7.78 ± 0.01
	160 ± 12
	76 ± 6



	soil + biochar (dry quenching) (DRY Q) b
	7.99 ± 0.06
	119 ± 4
	56 ± 2



	soil + biochar (wet quenching) (WET Q) b
	7.88 ± 0.03
	100 ± 2
	47 ± 1







a soil:water ratio: 1:20; b soil:water ratio: 1:4 (mean ± SD; n = 3). nd = not detected.
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Table 2. p-values from the ANOVA performed on the variable TOC, considering (a) the factor leachates that is indicated by the days after sowing (DAS) and (b) the factor substrates.
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(a)




	
DAS

	
5

	
12

	
19

	
26

	
33

	
40






	
5

	
ns

	
ns

	
ns

	
0.028

	
0.001

	
0.004




	
12

	

	
ns

	
ns

	
ns

	
0.003

	
0.011




	
19

	

	

	
ns

	
ns

	
ns

	
ns




	
26

	

	

	

	
ns

	
ns

	
ns




	
33

	

	

	

	

	
ns

	
ns




	
40

	

	

	

	

	

	
ns




	
(b)




	
Substrate

	
CRTL

	
DRY

	
WET




	
CTRL

	
ns

	
0.000

	
0.000




	
DRY

	

	
ns

	
ns




	
WET

	

	

	
ns








ns = not significant (p-value > 0.05).
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