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Abstract: Zinc (Zn) is an essential micronutrient for plant growth, and Zn deficiency is a global issue,
especially in tropical soils. This study aimed to investigate the effects of humic acid (HA) and the
Zn addition (Zn sulfate + HA) on the growth of maize and brachiaria in two contrasting Oxisols.
The potential complexation of Zn sulfate by HA was evaluated by Fourier-transform infrared (FTIR)
spectroscopy analysis. Zinc content and its availability in solution and the shoot and root biomass of
maize and brachiaria were determined. FTIR spectroscopy revealed the complexation of Zn sulfate
by HA through its S and C functional groups. In both Oxisols, solution Zn increased due to the
combined use of Zn and HA. In a soil type-dependent manner, maize biomass and Zn in its shoots
were affected only by the exclusive use of Zn fertilization. In the Yellow Oxisol, brachiaria growth
and Zn accumulated in its shoot were positively affected by the combined use of Zn fertilization with
HA. In the Oxisol with lower organic matter content, HA can assure adequate supplying of residual
Zn, while increasing growth of brachiaria cultivated in sequence to maize.

Keywords: organometallic complexes; tropical soils; humic fertilization; residual zinc

1. Introduction

Zinc (Zn) plays a role in plant metabolism, acting as catalytic and structural compo-
nents of proteins, tryptophan, carbohydrate metabolism, and indoleacetic acid synthesis,
while maintaining cell membrane integrity and increasing lipid peroxidation [1]. Regard-
ing tolerance to Zn, maize (Zea mays) is highly sensitive, while some grass plants such
as brachiaria are less affected by low levels of Zn in the growth media [2]. The maize-
brachiaria cultivation sequence is adopted in many Brazilian cropping areas [3]. The
efficient use and adequate Zn fertilization are key issues to increase food production in
Brazilian soils [2]. The Zn deficiency in soils is a global concern [2,4], mainly in tropical soils
such as the Brazilian soils where parent material and intense weathering are key processes
decreasing Zn availability in cerrado soils [2,4,5]. In addition, the acidic conditions, low
pH, and reduced P availability in the Brazilian soils require other agronomic practices to
improve crop production; liming and phosphate fertilization are frequently used to correct
acidity and increase soil available P levels though these practices aggravate Zn deficiency
in poor Zn fertilized cerrado soils [1,4].

In soil, Zn availability is controlled by the intensity of adsorption and precipitation
reactions [4]. Zn sorption increases as the soil pH are higher due to the rise of negative
charges on soil colloid surfaces and the increased presence of adsorbed and precipitated
Zn forms in soil [4]. Organic matter (OM) content controls the magnitude of Zn sorption
in soil [4]. OM is composed of different fractions, including humic (HA) and fulvic acids,
which are OM pools characterized by low isoelectric points; thus, even at low soil pH levels,
negative charges prevail on the surface of organic colloids [6]. The increase of OM and soil
pH augments Zn adsorption due to the higher amount of organic ligands and the increase
of density of charges in these organic ligands, besides the increased stability of organic
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complexes with HA, as the pH is increased [4,7]. An increase in clay content is a key factor
to increase Zn adsorption in soils. However, the density of negative charges in tropical clay
minerals and Al and Fe oxides is lower than those in organic colloids [1,2,4]. Moreover,
Zn availability to plants is controlled by soil type, minerals associated with clay and Fe
and Al oxides, soil parent material, total Zn content, soil pH, concentrations of organic
matter, Ca, calcite, bicarbonate, and phosphate found in the soil, solution or in labile forms
prone to be solubilized and to react with zinc with subsequent formation of precipitates
and high-stability organometallic complexes [1,2,4,7].

In Brazilian cropland areas, the increase of OM and humic substances stored in the soil
is not a simple task, even in no-tillage and conservative cropland fields. This is why the soil
amendment with exogenous OM such as humic acid should be tested to reduce specific Zn
adsorption into soil mineral colloids while improving Zn uptake by crops. Humic acid, a
pool of humic substances (HS), is prone to form complexes with Zn. However, the stability
and solubility of complexes formed depend on the Zn-HA stoichiometry, plant type, HA
rate added to soil, growing medium properties, and soil type [7-11]. Therefore, depend-
ing on the combination of the factors mentioned above and soil management practices
adopted, Zn uptake by crops may be improved or diminished [8,9,11]. In combination with
Zn, HA addition to soil improves nutrient uptake and plant growth through direct and
indirect effects of HS [9,11]. Direct effects occur when HA is in contact with the plant cell
membrane and tissues, stimulating several plant chemical, physiological, and biochemical
processes [11-14]. The action of HS on plant tissues includes the stimulation of root pro-
liferation, enhancement of H*-ATPase activity in the cell membrane, and changes in the
magnitude of nutrient uptake, assimilation, and use efficiency [8,9,11-13,15,16].

Indirect effects of HS are related to the modifications in the growing medium in
response to humic fertilization [11,12]. In soil, HA may complex Zn [7], improving Zn
nutrition and plant growth [17]. Complexation of Zn by organic ligands is relevant to
improve Zn uptake by plants, considering that the organometallic complexes increase Zn
content in soil solution and Zn diffusion from solution to cell root surface as well [4,7,10,14].
Even though the Zn concentration in solution is only a tiny fraction of soil total Zn content,
Zn dissolved in the soil liquid phase is a readily available Zn pool for plants [4]. Therefore,
it is expected that HA has organic radicals in its structure capable of complexing the Zn in
soluble forms. Even at high soil pH conditions (pH 7.2), the HA uses efficiently increased
the Zn content in solution [10].

When present in soil solution, HA is also capable of buffering soil acidity, keeping
the pH in the optimum range required for plentiful nutrient supplying to crops, mainly
of Zn, whose availability is reduced as the soil pH is increased [1,2,4]. The HA effect on
soil acidity buffering is highlighted primarily in soils with low clay and organic matter
contents. In less buffered soils, pH oscillation is more frequent, and, when pH is within
the alkaline range, less dissolved Zn is found in soils, while low insoluble forms (ZnOH*
and ZnOH)y) are formed in the whole soil [2,4]. When present in the growing medium,
HA is capable of buffering soil acidity, avoiding oscillations in soil reaction [14,18], which,
consequently, favours the formation of soluble Zn?* free hydrated forms, as well as soluble
Zn-organic complexes [4].

Humic acid effects on plants also rely on the properties of HA’s structure-organic
functional groups-function [15,17]. The positive effects of humic acid on maize or brachiaria
were already reported, as well as the residual effects of humic fertilization on brachiaria
after successive cuttings [8,19]. In tropical soils, Zn is prone to be immobilized in the soil
mineral phase, but little is known regarding the humic fertilization-Zn interaction on plant
nutrition and growth. Additionally, in the large area of Brazilian integrated crop-livestock
systems, maize and brachiaria are simultaneously cultivated [3], and both crops show
different responses to HA application and Zn fertilization [2,4,8].

The direct and indirect effects of HA occur simultaneously [9,11], and are linked to
the type and concentration of oxygen-, nitrogen-, and sulfur-containing functional groups
in the HA structure [14,15,20]. Infrared spectroscopy is a suitable technique to reveal the
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functional groups and specific bonds formed between the metals and HA [6,7,14]. The use
of infrared to evaluate the chemical complexation was proved when ZnCl, was mixed with
HA, considering that the OH-stretching at 3290 cm ™! increased when Zn was complexed
by HA [7]. Other bonds are involved in Zn complexation through organic molecules,
such as the FTIR peak at 1075 cm ™! related to the formation of organic-SO,~2~metal
complexes [21], reflecting the role played by HA sulfur groups in complexing Zn [20].
When organic matrices and metal are mixed, HA acts both as a source of complexed metal
to plants and bioactive molecules capable of improving plant nutrition, physiology, and
growth [20]. Some functional groups found in the HA structure are positively related to
HA bioactivity [14]. Besides, the peaks related to the C-Hj bending, C=C (aromatic-C), and
aliphatic C-H stretching recorded in HA infrared spectra contribute to improving plant
growth medium capacity to buffer acidity [14,18].

This work is the first attempt to study the HA-Zn interaction in contrasting Brazilian
soils. HA is not supposed to play a role in plant growth and soil Zn chemistry, forms, and
availability in OM-enriched soils. In less-buffered soils, HA is prone to act as a buffer for
acidity, which may improve brachiara’s nutrition and growth, which is more adapted than
maize to acidic soils.

Zinc is prone to be adsorbed in Brazilian soils enriched with clay and Al and Fe
Oxides. However, in sandy soils, the simultaneous reduction of Zn adsorption, and the
formation of Zn-HA complexes should act positively on soil Zn availability to crops, mainly
for brachiaria, which is not fertilized in most Brazilian pasture areas. The use of Zn in
combination with HA is a promising strategy to decrease Zn adsorption and precipitation
while increasing the formation of soluble Zn-HA complexes that are prone to nourish or
to be acquired by roots. When combined with HA, Zn is supposed to prevail in soils in
soluble forms, thus increasing its residual effect on brachiaria plants. In Brazil, the supply
of Zn relies only on the Zn fertilization of previous crops (maize) in rotation. Thus, it
is interesting to investigate how soil type influences Zn fertilization’s efficiency and the
magnitude of HA action on plant and Zn supplying to maize and brachiaria.

We hypothesized that when Zn sulfate (ZnSOy) (the main source of Zn for plants [4]) is
mixed with HA, there are modifications in the HA structure due to the formation of Zn-HA
complexes. Some organic functional groups of HA can act by complexing with Zn, playing
a positive role in the efficiency of Zn fertilization for the maize-brachiaria rotation in a soil
type-dependent manner. The aims of the study were: (1) To demonstrate the formation of
Zn-HA complexes through the use of FTIR spectroscopy analysis; (2) To study the capacity
of HA in increasing the effects of Zn fertilization on the nutrition and growth of brachiaria
following maize cultivation; (3) To evaluate the effects of HA on the Zn availability in soil
and solution, and soil residual Zn to brachiaria plants; (4) to verify if the combination of
Zn-HA is effective in improving plant growth in the two constrasting Oxisols.

2. Results
2.1. Maize Growth

The addition of HA and/or Zn did not significantly affect soil pH, as well as solution
pH (Figure 1a,b). YO had higher soil and solution pH values than RO. The soil-Zn DTPA
increased in response to Zn fertilization over control (no Zn added to the soil), regardless
of the HA application (Figure 1c). Soil Zn-DTPA contents in the YO are significantly higher
than RO. In addition, it shows that RO had a higher soluble Zn content than YO (Figure 1d).
For both Oxisols, the Zn fertilization increased the solution Zn content over control. When
HA was combined with Zn, the solution Zn was significantly higher than the single-use of
Zn fertilization (Figure 1d).
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Figure 1. Effects of Zn fertilization and humic acid (HA) on soil pH and Zn availability in contrasting Oxisols cultivated
with maize. Soil pH (a); soil solution pH (b); soil available Zn by the DTPA method (c); Zn in soil solution (d). Bars followed
by the same capital letter means that the soil type properties differ regarding the Zn fertilization strategies studied according

to the Tukey test (p < 0.05). Bars followed by the same lowercase letter mean that crop traits do not differ regarding the Zn

fertilization strategies adopted, again, according to the Tukey test (p < 0.05), within each soil type. —Zn: no-Zn fertilization;

Zn: Zn fertilization; Zn + HA: Zn fertilization combined with HA application.

In RO, the SDM, RDM, and TDM increased in response to Zn fertilization, and maize
biomass production with HA combined with Zn was slightly greater in comparison to the
single use of Zn (Figure 2a). SDM and TDM increased due to Zn fertilization over control,
independent of the HA use in YO (Figure 2a). However, the RDM decreased in response to
HA added in combination with Zn (Figure 2a). When Zn was applied to soil, maize growth
is more prominent in RO over YO, mirrored by a greater SDM, RDM and TDM. YO has
a significantly higher maize root: shoot ratio than RO. Root: shoot ratio reduced due to
the HA application compared to the single-use of Zn fertilization in YO (Figure 2b). Zinc
accumulated in maize shoot increased in response to Zn fertilization, regardless of the HA
use, with higher amounts of Zn in maize shoot cultivated in YO over the plants grown in
RO (Figure 2c).



Molecules 2021, 26, 4588 50f17

20 1.00+
= []sobm
B Aa [ ]1rDM = oy
2, i
2015 - 46 [T %0 0,75+
-§ Ba Ba E
S 10 - § 0.50- Ab
= Aa g
= Ab £ Ac
k> g B
g 5 Boos B B e
v deacl| ™1 abap 2
B g [ EmelBe] [4e] p=Rdelda] |4b 0.00
—7n } Zn }ZnJrHA —Zn ‘ Zn ‘Zu+ —Zn | Zn ‘Zn+HA -7n ‘ Zn ‘Zn+
Red Oxisol Yellow Oxisol Red Oxisol Yellow Oxisol
(a) (b)
7,12 A
g Aa
§ Aa E
=09 - =
=]
[=]
=
£ 06 - Ba Ba
[=]
R
=
£03
E
= Ab Ab
g 0.0 +——
—Zn | Zn ‘ZI}FHA —Zn ‘ Zn ‘ZnJr
Red Oxisol Yellow Oxisol
(©

Figure 2. Effect of Zn fertilization and humic acid (HA) application on Zn nutrition and maize growth in contrasting Oxisols.
Dry matter production (a); Root: shoot ratio (b); Zn accumulated in maize shoot (c). SDM: shoot dry matter; RDM: root
dry matter; full bar in the biomass graph represents the total dry matter production (TDM). Bars followed by the same
capital letter do not differentiate the soil types regarding the Zn fertilization strategies studied, according to the Tukey test
(p < 0.05). Bars followed by the same lowercase letter do not differentiate the Zn fertilization strategies adopted within each
soil type by the Tukey test (p < 0.05). The combined use of bold-italic letters compare TDM means in response to treatments;
the use of italics compared RDM means in response to treatments. —Zn: no-Zn fertilization; Zn: Zn fertilization; Zn + HA:
Zn fertilization combined with HA application.

2.2. Brachiaria Growth

When brachiaria was grown in sequence to maize, the soil pH was higher in YO
than RO (Figure 3a). Solution pH was similar in both Oxisoils when Zn fertilization was
combined with HA (Zn + HA); without HA application, YO had a greater solution pH
than RO (Figure 3b). HA significantly reduced the solution pH in YO (Figure 3b). Soil Zn-
DTPA content was higher in RO over YO, regardless of the use of Zn and HA. (Figure 3c).
Zinc fertilization increased the soil Zn-DTPA content, independent of soil type and HA
application (Figure 3c). The solution Zn was higher in RO over YO, and HA applied
together with ZnSO, increased the solution Zn in both Oxisols (Figure 3d).
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Figure 3. Effect of Zn fertilization and humic acid (HA) on soil pH and available DTPA Zn in contrasting Oxisols cultivated
with brachiaria. Soil pH (a); soil solution pH (b); Zn available through the DTPA soil test (c); Zn in soil solution (d). Bars
followed by the same capital letter mean that the soil attributes did not differ in terms of the Zn fertilization strategies

adopted, according to the Tukey test (p < 0.05). Bars followed by the same lowercase letter mean that the soil attribute means

do not differ regarding response to Zn fertilization strategies within each soil type, according to the Tukey test (p < 0.05).

—Zn: no-Zn fertilization; Zn: Zn fertilization; Zn + HA: Zn fertilization combined with HA application.

The treatment of Zn+HA significantly increased SDM and TDM over control (-Zn)
in RO, mainly affected by the increased RDM in response to HA combined with Zn
fertilization (Figure 4a). In YO, the SDM, RDM, and TDM increased due to Zn fertilization
over control (no Zn addition), and HA acts in synergy with Zn fertilization considering
that HA promoted a higher SDM, RDM and TDM over the exclusive use of Zn in maize
fertilization (Figure 4a). In the absence of HA, the RO over YO produced a higher maize
SDM, RDM and TDM. In the presence of HA, YO over RO had a greater maize SDM
and TDM (Figure 4a). In RO, HA application increased the root: shoot ratio compared
to the single-use of Zn. In YO, the HA use decreased the root: shoot ratio compared to
the exclusive use of Zn. Zinc accumulated in maize shoot grown in RO increased due to
Zn fertilization, but it was not influenced by HA (Figure 4c). In YO, the positive effect
of Zn use on Zn in maize shoot was magnified when HA was combined with Zn sulfate
(Figure 4c). When compared, the plants grown in the RO over the YO had a greater Zn
accumulation in the shoot in response to the single use of Zn fertilization. On the contrary,
Zn fertilization in combination with HA assured the highest accumulation of Zn in maize
plants grown in YO (Figure 4c).
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Figure 4. Effect of Zn fertilization and humic acid (HA) application on brachiaria growth traits and Zn nutrition of plants

grown in contrasting Oxisols. Dry matter production (a); Root: shoot ratio (b); Zn accumulated in brachiaria shoot (c).

SDM: shoot dry matter production; RDM: root dry matter production; full bar in the biomass graph represents the total dry

matter production (TDM). Bars followed by the same capital letter do not differentiate the soil types according to the Zn

fertilization strategies studied by the Tukey test (p < 0.05). Bars followed by the same lowercase letter do not differentiate

the Zn fertilization system adopted to each soil type according to the Tukey test (p < 0.05). The combined use of bold-italic

letters was used to compare TDM treatment means; the use of italics compared the values of RDM across the treatments.

—Zn: no-Zn fertilization; Zn: Zn fertilization; Zn + HA: Zn fertilization combined with HA application.

2.3. Principal Component Analysis

By reducing dimensionality, PCA is a multivariate analysis capable of identifying
potential correlations, dependencies, and features of the main clusters of a dataset in
response to the Zn treatments investigated. When maize and soil attributes were analyzed,
87.1% of the covariances can be explained by the PC1 and PC2 axes, while for the brachiaria
experiment, 87.6% (Figure 5a) of the variations were explained. For the maize experiment,
PCA showed that the solution pH and soil pH are favoured by the absence of HA in YO.
Soil pH and solution pH are negatively related to solution Zn, Zn accumulated in shoot,
SDM and TDM.

On the contrary, plant traits are favoured by the Zn fertilization combined with HA.
The solution pH is positively related to RDM and root: shoot ratio for the maize trial. The
significance of some correlations aforementioned was confirmed by the Pearson’s linear
correlation matrix (p < 0.05) (Supplementary Material 1, maize experiment). Thus, soil
solution pH was negatively correlated with soluble Zn, Zn in shoot, positively associated
to RDM and root: shoot ratio (Supplementary Material 1); soil pH negatively correlated
with soluble Zn, SDM, TDM and Zn in shoot, and positively correlated with the root: shoot
ratio. Soluble Zn is directly linked to SDM, TDM, Zn shoot accumulation and negatively
related to RDM and shoot: root ratio. The root: shoot ratio is negatively correlated with
SDM, TDM and Zn accumulated in maize shoot.
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Figure 5. Biplot of principal component analysis (PCA) separated according to the crop grown in both Oxisols. The main
clusters of plant traits and soil attributes in response to Zn with/without humic acid (HA) use are shown in PCA graphs.
The maize experiment variables (a); brachiaria experiment variables (b); SDM, RDM and TDM: shoot, root and total dry
matter production, respectively; R:S ratio: ratio between shoot (SDM) and root (RDM) biomasses; Zn accumulation: Zn

accumulated in shoot.

As outcomes of PCA for the brachiaria experiment, it was verified that Zn accumulated
in shoot, and the RDM, SDM and TDM were favoured by the addition of Zn+HA in the
case of YO. Plant variables are negatively related to solution pH and root: shoot ratio
(Figure 5b). The solution Zn and soil Zn-DTPA were related to each other and negatively
associated with soil pH. To check the statistical significance and association degree of the
relationships as mentioned above, the Pearson’s linear correlation matrix analysis (p < 0.05)
was performed (Supplementary Material 2). With Pearson’s linear correlation analysis, a
negative correlation between soil pH and soluble Zn and soil-Zn DTPA was confirmed.
The solution pH was negatively correlated with soluble Zn, SDM, RDM, TDM, and Zn
accumulated in brachiaria shoot, and positively associated with root: shoot ratio. Root:
shoot ratio also was negatively correlated with SDM, TDM, and Zn in brachiaria shoot.

2.4. Infrared Spectroscopy

FTIR-ATR peaks (Figure 6) in HA spectra at 3290 cm ™! are related to OH stretching,
at 2915 and 2845 cm ! to aliphatic CH groups, at 1560 cm ! is assigned to C=C stretching
in aromatic rings, while at 1365 cm ™! is related to C-CH3 groups bending [7,18]. Spectra
of the zinc sulfate revealed peaks at 3170 cm~! related to OH stretching, at 1640 cm ™!
assigned to water, and at 1060 and 980 cm~! linked to SO, stretching (free sulfate
groups) [22,23]. When ZnSO4 was mixed with HA, the peaks assigned to OH stretching
(3290 and 3170 cm™1), aliphatic CH groups (2915 and 2845 cm™1), water (1640 cm™1),
aromatic-C (1560 cm~!), C-CHj; groups bending (1365 cm™!), and SO4~ free groups
(980 cm 1) were the main features recorded in the HA-Zn spectra [7,22,23]. Addition-
ally, for the ZnSO4+HA mixture, new peaks at 1315 and 815 cm~! were related to SO,
stretching (sulfone) and, at 715 cm ™1, to C-S stretching (Methyl sulfone-CH3-50,) [21]. The
infrared peak at 1060 cm ™! related to SO4 ™~ stretching (free sulfate groups) from ZnSO,
mixed with HA shifted to 1075 cm ™!, which is assigned for SO, stretching (alkyl sulfate
salts), indicating the formation of RSO, ~M™*, where R is the humic organic radical bonded
to M (Zn?*)*, the complexed metal [21].
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Figure 6. Peaks and the main features of chemical groups recorded by the Fourier-transform infrared spectroscopy analysis

with attenuated total reflectance (FTIR-ATR). FTIR bands were assigned for pure samples of ZnSO,4 (Heptahydrate zinc

sulfate), humic acid and the mixture of ZnSO,4 with humic acid.

3. Materials and Methods
3.1. Maize—Brachiaria Growth Conditions
3.1.1. Treatments and Growing Conditions

Effects of Zn fertilization, combined or not with HA, were tested on a sequence
of maize-brachiaria grown in greenhouse conditions. The HA used in the experiment
was extracted from Leonardite through a 0.05 mol L~! KOH solution [24]. The main HA
properties are described as follows: pH: 9.7, E4/E6 ratio: 4.84, C:354.9 g kg~ !, N: 5.3 gkg~!,
Zn:763 g kg’1 [10,17]. The Zn source was the heptahydrate zinc sulfate (ZnSO4-7H,0)
pure per analysis reagent [p.a.]). HA and Zn were added to Oxisols (two) with clay and
organic matter (OM) contrasting contents. Plants were grown in pots filled with 1.8 kg
Oxisol samples. In the Red Oxisol (RO), liming was performed to increase Ca and Mg
optimum levels for maize-brachiara and raise pH to 6.0. Soil samples were incubated for
30 days with CaCO3 and MgCOs (p.a.) at the 4:1 ratio, keeping the soil moisture close to
70% of soil maximum water-holding capacity (MWHC). In the Yellow Oxisol (YO), the
soil pH and Ca content were already in levels considered optimum for both maize and
brachiaria plentiful growth; thus, liming was not performed, and only 15 mg kg~! Mg was
provided to maize at the sowing fertilization through the MgSO,4-7H,O p.a salt. After soil
acidity correction, soil samples were dried and passed through a 2 mm sieve and used in
the lab to determine the main physical and physicochemical properties of Oxisols (Table 1).

Table 1. Main chemical and physicochemical properties of Oxisols in which maize and brachiaria were cultivated.

Available Zn (DTPA)

; -1 -1 i -1 -1

Oxisol pH C(gkg™1 Clay (g kg™1) Silt (g kg—1) Sand (g kg—1) (mg kg1)
Red (RO) 6.4 19.8 770 100 130 0.93
Yellow (YO) 6.2 449 460 85 455 0.60

pH was determined in water at a ratio of 1:2.5 (w/v); C—total C determined (dry combustion) in an automatic TOC analyzer., silt and sand
were determined by the Boyoucos method; Zn was determined by ICP-OES after extraction of Zn from the soil through the use of the DTPA

extraction method.



Molecules 2021, 26, 4588

10 of 17

Treatments were displaced in pots using a complete randomized design with three
replicates in a 2 x 3 factorial scheme; thus, the first factor is related to soil type (RO and YO),
while the second one is related to Zn fertilization strategies as follows: no-Zn fertilization
and no-HA addition to Oxisols (1), only Zn fertilization (2), and Zn fertilization combined
with HA application (3). Oxisols were treated with 20 mg kg~! Zn and 50 mg kg~ C-HA
were added to soils when Zn was combined with HA. The rate of HA added to soils
was based on previous studies carried out to set the optimum HA level to plentiful plant
growth [9,25]. Treatments were homogeneously mixed with the whole soil mass at the
beginning of maize cultivation.

At the maize sowing, nutrients were supplied to plants at the following concentrations:
135, 300, 100, 40, 0.81, 1.33, 3.66, 0.15, and 1.55 mg kg_l, respectively, N, P, K, S, B, Cu,
Mn, Mo, and Fe, using, respectively, the following sources: NH,H,PO4, K,SO4, H3BO;3,
CuS04.5H,0, MnCl,.4H,0, (NH4)6Mo70,4.4H,0 and FeCl3.6H,O p.a. In sequence, the
soil moisture was kept at ~70% MWHC, then, five maize seeds were sowed per pot. Ten
days after maize planting, thinning was performed, and two plants were left in each pot.
The top-dressing fertilization was carried out at 15 and 20 days after maize planting, adding
to soil 100 mg kg~! N, which was provided as NH;NO; p.a. Maize plants were grown in
greenhouse conditions for 30 days.

To evaluate the Zn fertilization residual effect after the maize cultivation, ten seeds
of Brachiaria brizantha cv. Paiaguas were planted in the same pot used to grow maize. Ten
days after planting, thinning was done, and two brachiaria plants remained in each pot.
The brachiaria planting fertilization was carried out by adding to soil 100 mg kg~! N
and 100 mg kg~ ! K, respectively, supplied through the NH;NO; and KCl p.a. salts. The
top-dressing fertilization of brachiaria was carried out at 15, 25, and 35 days after planting,
using 100 mg kg ! N, which was provided to plants as NH;NOj3 p.a. in each top-dressing
fertilization. The brachiaria was grown for 45 days, and Zn was only furnished to maize
plants; thus, brachiaria was nourished only with the residual Zn found in soils previously
cultivated with maize.

3.1.2. Soil and Solution Analysis

At the beginning of each cultivation, after 12 h of planting and keeping the soil
moisture at ~70% MWHC, an aliquot of the soil solution (20 mL) was collected using
the Suolo Acqua® sampler [26]. The soil solution sampler was inserted in the middle of
the pot during its filling with soil. Soil solution samples were filtered through a 0.45 um
membrane, and their pH values were determined through a Mettler Toledo bench pH
meter. Zn content in soil solution (soluble Zn) was determined by inductively coupled
plasma optical emission spectroscopy (ICP-OES). After 18 h of planting, it was collected
30 g of soil in each experimental unit, then the soil samples were dried and sieved (2 mm).
The pH of soil samples were determined in a suspension of 1 g soil plus 2.5 mL water.
Available Zn content in soil (soil Zn-DTPA) was extracted by the DTPA soil test [27],
and Zn was determined in an ICP-OES machine. A sampling of solution and the whole
soil was carried out for each experimental unit, thus, totaling three replicates for each
treatment investigated.

3.1.3. Biomass Production and Zn in Shoot

At the end of maize or brachiaria cultivation, plants were harvested, separated into
shoot and root, and dried in an oven with air circulation at 60 °C until constant weight.
The dried biomass was weighed, and shoot (SDM) and root (RDM) dry matter production
was determined. The total dry matter was obtained by summing SDM plus RDM. The root:
shoot ratio was calculated by dividing SDM by RDM. The shoot dried biomass was sieved
(I-mm) and digested in a mixture of nitric and perchloric acids at a 4:1 ratio [28], and Zn
content in the shoot was, in sequence, determined in an ICP-OES machine. Based on the
SDM and Zn content in a shoot of each experimental unit, Zn accumulation was calculated,



Molecules 2021, 26, 4588

11 0of 17

as follows: ZnAc (mg pot~!) = SDM (g pot ') x ZnC (mg g~ '), in which ZnAc is the Zn
accumulated in shoot; and ZnC is the Zn content in maize or brachiaria shoots.

3.2. Infrared Spectroscopy

The spectra of HA and ZnSO,-7H,0O samples were recorded by Fourier transform
infrared spectroscopy (FTIR) with attenuated total reflectance. The same proportion of
HA and ZnSOy-7H,0 used to treat maize plants was dissolved in water; in sequence, the
mixture was dried at 60 °C until constant weight, then, the FTIR analysis was performed.
FTIR was performed in an Agilent® Cary 630 spectrometer with a ZnSe crystal. The
measurements were performed in the wavenumber range of 4000 to 650 cm~! with a
resolution of 4 cm~!. The FTIR spectra dataset was pre-processed using the background
correction and dataset normalization procedures [29].

3.3. Statistical Analysis

All statistical analysis was carried out using the base, stats, agricolae, corrplot, fac-
toextra and FactoMineR packages of the R software [30-35]. Effects of treatments on plant
and soil means were compared through the Tukey test (p < 0.05) after the assumptions of
analysis variance (ANOVA) were attended (p < 0.05). Before the ANOVA test, we assessed
the normality distribution (Shapiro-Wilk’s Test), homogeneity (Bartlett’s Test), and inde-
pendence of the observations and residuals (Durblin-Watson's test). Principal component
analysis (PCA) was performed after removing the no-Zn fertilization data from the whole
dataset due to the high negative influence of the absence and severe deficiency of Zn on
plant growth (biomass). In sequence, the dataset originating from the maize or brachiaria
experiments was staggered separately, and PCA was performed for the dataset of each crop
grown in both Oxisols. The Pearson’s linear correlation matrix (p < 0.05) was also carried
out, aiming to validate clusters and potential relationships of soil and plant attributes
as outcomes of PCA (Supplementary Material 1 and 2). Before the PCA and correlation
analysis, each variable from the dataset was tested regarding its normality through the
Shapiro-Wilk test, and once the normality was confirmed, the analysis was performed.

4. Discussion

When Zn is mixed with HA, free sulfates were kept in the complex formed (SO4%~
stretching at 980 cm™1) (Figure 6). Additionally, bonds related to sulfone groups (5-O;
stretching and C-S methyl sulfone) are formed, which is indicative of the interaction of HA-
with ZnSO, and synthesis of Zn-HA complexes. Sulfur groups present in the mixture of
HA+ZnS0O; are indicative of Zn-HA complexation. This was possibly due to the presence
of oxygen-, nitrogen-, and sulfur-containing functional groups in the HA structure [15,20].
Another peak indicating the Zn complexation with HA is recorded at 1075 cm ™!, which
is an FTIR band related to the formation of a new spectral signature related to RSO4~M*
groups, where R is the C-humic functional group and M" is the complexed metal [21].
FTIR bands indicated that Zn from sulfate was complexed into the humic matrix. The peak
recorded at 3290 cm~! and related to OH stretching is more pronounced when ZnSOy is
mixed with HA, compared to the intact HA spectral signature, indicating the increase of
hydration and production of Zn aqueous complexes [7]. Hydroxide ions (OH™) found in
carboxylic and phenolic groups and aliphatic domains of HA play a key role in forming
soluble metal complexes [15], resembling the spectral signature of the Zn-humic acid
complex synthesized in this study.

The specific spectral signature of Zn_complexes demonstrated the potential of FTIR
spectroscopy in identifying Zn sulfate bonded to HA, compared to the over bands recorded
for the intact HA. The interaction of HA with Zn was relevant to show changes in functional
groups of the new configuration and spectral signature of HA as an organic ligand for
Zn, as well as to indicate and changes in the intensity of FTIR bands’ shift [7]. The
mechanisms and processes of Zn interaction with HA included ionic or uncoordinated
forms, unidentate complexes, bidentate chelates, and bidentate bridging coordination
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bonds [7]. The interaction of organic ligands with Zn is beneficial to Zn supplying to plants,
considering that free Zn ions are prone to react with soil components through sorption and
precipitation, which are the main processes regulating Zn availability in soils [4,11,16].

Zn deficiency is a global issue [2,4] and is frequently reported in tropical soils [5].
Plants have different sensitivities to Zn deficiency in the soil. While maize (Zea mays) has
a high sensitivity, grass such as Brachiaria brizantha is known to tolerate Zn deficiency [2].
The natural deficiency of Zn in tropical soil limits crop production, as occurred in this study.
Both maize and brachiaria growth were hampered by the limited supply of Zn in both
Oxisols with contrasting OM and clay contents. Thus, regardless of the Oxisol cultivation,
the maize and brachiaria biomasses are sharply reduced when the supply of Zn is restricted
in both highly weathered soils (Figures 2 and 4).

Zn deficiency is frequently reported in other studies conducted in low pH tropical
soils with reduced P availability [5]. Zn is prone to interact with the surface of minerals
found in soil colloids negatively charged, which reduces its availability to crops; liming
increases the adsorption of Zn into soil colloids due to the increased density of negative
charges on the surface of clay minerals and Fe and Al (hydro) oxides [2,10].

In this study, the reduction of soil Zn deficiency by Zn fertilization was followed
by the significant effect of solution pH on solution Zn. Thus, changes in Zn availability
affected SDM, TDM, and the accumulation of Zn in shoots (Figure 5a,b, Supplementary
Materials 1 and 2). A negative correlation between the pH and solution Zn verified in
the study was aligned with results reported in other work relating Zn supplying to coffee
plants treated with variable rates of HA [10]. Another factor regulating Zn availability in
soils is the OM and its pools; Zn interacts with organic radicals present in the OM structure,
forming stable complexes capable of reducing Zn availability in soil [2].

However, the OM is also a source of soluble organic compounds capable of binding
micronutrients through the formation of soluble organo-metal complexes [36]. In this
study, RO, which had a higher OM content than YO, presented a lower soil Zn-DTPA
content (maize experiment). However, RO had a greater Zn-DTPA content (Figure 1c)
and produced a higher maize biomass and Zn in the shoot than the plants grown in YO
(Figure 2). Thus, soil type is a key issue influencing the magnitude of plant response to Zn
fertilization [2,4], as well as the role played by HA on plant nutrition and growth [8].

Regarding the soil’s physical and physicochemical properties, the texture (clay con-
tent), OM, and pH were the factors that sharply influenced soil Zn availability. Soil
properties are capable of modulating Zn interaction, adsorption, and precipitation with soil
components, including organic matter pools [1,2,4]. When associated with organic ligands,
the Zn availability to crops relies on the chemical stability, solubility, and reactivity of the
bonds formed between the humic matrix and the metal in the complexes formed [7,8].
Thus, RO, the soil with the highest OM and clay contents and the lowest pH is initially
more prone to adsorb Zn than YO (Figure 1).

However, soluble Zn and maize biomass production were higher in RO over YO,
signaling the possible formation of soluble to complexes with natural OM fractions present
in RO, a key issue to be considered to supply Zn to plants in cultivation conditions where
HA and Zn are simultaneously added to the soil (Figure 1). A low supply of soluble Zn
affects plant growth, mirrored by the increased root: shoot ratio of maize plants grown in
the soil with low Zn contents in solution (Figures 1, 2 and 6a). Humic acid acts to relieve
the stress of low contents of readily available Zn in YO, and reduces the maize root: shoot
ratio, which is a signal of suitable conditions for plentiful plant growth.

An increase of the root: shoot ratio is strongly related to the capacity of the growth
medium (soil) to nourish plants. In low-fertility soils, plants promote a greater release of
C-exudates for root elongation, thus consuming energy that could be eventually driven to
increase shoot biomass [37,38]. Increased root proliferation at the expense of shoot could
result in a decrease in the plant above biomass. It is reported that an increase in the root:
shoot ratio resembles the low levels of soluble Zn in the growth medium [38]. In this
study, the negative correlation between soluble Zn and the root: shoot ratio was confirmed
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in the maize experiment (Figure 5, Supplementary Material 1), though the main factor
of stress to plants was the increase of solution pH, followed by an increased root: shoot
ratio, and reduced maize and brachiaria biomass production (Figure 5, Supplementary
Materials 1 and 2).

Contrary to the maize experiment, even with a higher maize biomass production
and Zn accumulation in RO over YO, the conditions of YO soil solution were essential to
improve brachiaria growth (brachiaria) (Figures 3 and 4). However, the soil Zn-DTPA was
higher in RO over YO (Figure 3), indicating that the organic-Zn complexes in RO, naturally
richer in OM than YO, possibly reduced the soil Zn-DTPA in the maize experiment; thus,
less residual Zn was thought to be supplied to brachiaria plants. The effect aforementioned
signals that the initial formation of Zn complexes with natural OM pools of RO is less
stable over time, thus not suitable to meet Zn plant demand in the long term.

In the brachiaria experiment, the soil type effect on plants relies on HA application
(Figures 3 and 4). Despite the higher soil and solution pH of RO over YO, when brachiaria
was cultivated in sequence to maize, the HA application reduced the solution pH in YO,
with values similar to RO (Figure 3). This effect possibly eliminated the formation of
insoluble forms of Zn as the soil pH was increased [4].

In addition to the soil type effect, HA increased the soluble Zn contents in the two
Oxisols in both maize and brachiaria experiments, besides increasing soil Zn-DTPA contents
(Figures 1 and 3). The stoichiometry of the reaction between HA and Zn is an important
factor regulating the amount of soluble Zn in Zn-HA complexes [7]. When Zn was added
to soil at low concentration (5 mg kg~!), mainly in soils with low OM contents, the use of
50 mg kg ! C as HA reduced Zn in soil solution, which was mainly due to the specific
adsorption and formation of Zn-HA complexes of high stability, reducing Zn uptake by
crops [9]. However, in this study, with an adequate concentration of Zn (20 mg kg™ 1)
added to soil, it was demonstrated that HA acts positively on Zn contents in soil solution,
as well as on crop Zn nutrition (Figures 1 and 3).

In solution, the main forms of Zn found are free hydrated Zn(6H,O)?** and soluble
organic complexes. When HA is applied together with Zn sulfate, Zn free ions become
partially complexed by HA radicals, as observed by the FTIR spectra, which demonstrated
the production of aqueous Zn-complexes and the formation of RSO;~M* bonds (Figure 6).
The aforementioned factors contribute to an increase in the Zn content in the soil solutions
of both Oxisols due to Zn’s bond to organic molecules such as HAs, thus contributing to the
improvement of Zn availability in soil [4,8,15]. When Zn interacts with organic molecules,
there are new forms of Zn capable of generating in soil soluble Zn chemical species, which
improve Zn diffusion from solution to plant roots [4]. The increased release of Zn from
the solid phase to soil solution in response to HA application was already demonstrated
elsewhere [9]. Although the Zn in the soil solution is a small fraction of soil total Zn, this is
the Zn pool readily available to plants; thus, Zn in soil solution is a key issue regulating Zn
uptake by crops [1,4,26].

The role played by HA on soil physicochemical properties and nutrient available
contents are claimed as indirect effects of HS on plants. Humic acid changes the grow-
ing medium in a way that plant growth is positively affected [8,9,11,15,16]. Besides the
indirect effect, in contact with plant tissues, HA plays a positive role in crop nutrition
and growth [11,12]. The direct effects of HS on plants include increased H*-ATPase
membrane activity, improved cell plasmatic membrane permeability, regulation of the
levels and activity of reactive oxygen species (ROS), increased activity of nutrient trans-
porters, control of nutrient translocation, and regulation of several plant physiological
processes [8,9,11-13,15,16].

Recently, it was demonstrated that metal-HA complexes are a source of readily avail-
able nutrients, besides increasing the bioactivity of humic molecules on plants [20]. Thus,
the direct and indirect effects of HA occur simultaneously, improving plant nutrition,
growth, and yield [9,11,15,20]. In this study, the potential direct effects of HA on plants are
indicated by the presence of peaks at 2915, 2845, 1560, and 1365 cm ! in the FTIR spectra
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when HA was mixed with ZnSO;, (Figure 4). These FTIR spectral bands are indices of
HA bioactivity on plants, considering that these FTIR spectral fingerprints were positively
related to improved lateral root emergence in maize plants [14].

When HA was combined with Zn fertilization in RO, the maize biomass production
was improved and positively related to Zn contents in soil solution. However, Zn in maize
shoot was not augmented (Figures 1 and 2). Despite the indirect effect of HA on soil solution
attributes, both direct and indirect (soil) effects of HA on plants occurred simultaneously,
considering that the increased availability of Zn in soil solution did no improve plant
Zn uptake, even with the increase in maize biomass production. HA positively affected
brachiaria growth in RO, improving root proliferation and Zn uptake (Figures 3 and 4).
When HA was added to YO, the brachiaria biomass increased, and plant Zn nutrition
was improved (Figure 4). This effect of HA on plants is more pronounced in YO over RO
(Figure 4).

The results reported in this study showed that HA promoted positives effects on
maize, and guaranteed a residual Zn for brachiaria plants grown in sequence to maize,
in a soil type-dependent way. However, maize-brachiaria cultivated in a sequence is
widely performed in Brazilian cropping areas [3]; there is no study reporting how HA-Zn
interaction exerts influence on the brachiaria cultivated in sequence to maize. Evaluating
only the effect of HA-Zn interaction in single cultivation of coffee seedlings, Just et al. [10]
reported that the application of 50 mg kg~! C-HA increased the solution Zn in alkalinized
soils (pH > 7.2), probably due to the Zn-HA complexation. In this study, the main and
residual effects of Zn fertilization+HA are related to the increase in the solution Zn contents.
In addition, in the soil with the lower OM content (YO), HA acted as a buffer for soil
acidification, thus, favoring Zn acquisition and growth of brachiaria cultivated in sequence
to maize.

The results of this study showed that humic increased the release of Zn from Oxisols,
mainly to soil solution, increased Zn availability, transport and uptake by crops. Release
of Zn relies on HA concentration, solution pH, and soil types, all of which influenced
the degree of Zn complexation, precipitation, and amount of Zn moving from solid to
liquid soil phase [39]. Overall, precipitation reactions, formation of Zn-HA complexes,
and adsorption of humic acid to soil components reduce the amount of Zn released from
soil [39]. Parent materials of highly weathered Brazilian soils are poor natural sources of Zn.
Thus, both under natural vegetation and cultivation conditions, the Brazilian tropical soils
are limited in their capacity to nourish grasses (high-demanding Zn crops) with adequate
Zn levels. Even in enriched OM soils, organic compounds are chemically stabilized or
bonded to clay and Fe and Al oxides in tropical soils. Thus, it is suitable to add some
exogenous humic materials to improve Zn nutritional status and growth of maize-brachiara
in Brazilian crop fields. Successive cultivation of maize-brachiaria is very common in the
large area of crop-livestock integrated systems established in Brazil, and brachiaria usually
is supposed to cope with the residual Zn derived from the fertilization of the first crop
of rotation. In this study, it was demonstrated that the Zn soil chemistry and forms are
affected by the presence of Zn-HA complexes in highly weathered soils, with a positive
effect on Zn uptake and growth of maize and brachiaria. In line with Boguta et al. (6), in
a soil type-dependent way, the understanding of Zn-HA interactions is the first step to
improve Zn fertilization in tropical soils and a suitable strategy to be used in the synthesis
of Zn-HA fertilizers.

5. Conclusions

FTIR spectroscopy revealed the complexation of Zn sulfate by HA through sulfone
and carbon functional groups. A significant portion of Zn fertilizer applied to Oxisols is
not available for the first crop (maize), but it is prone to be acquired by brachiaria plants.
It was demonstrated that Zn in solution is sharply increased by the combined use of Zn
sulfate and HA. The humic acid that was complexed to ZnSO, increased Zn contents in
Oxisols solution while reducing the negative reactions (e.g., adsorption and precipitation)
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of Zn in the whole soil. In the lower organic matter Oxisol, the use of HA is capable of
assuring adequate supplying of residual Zn and increasing growth of brachiaria grown in
sequence to maize. Oxisol organic matter content is a key factor regulating the action of
HA on soil Zn availability and plant growth.

Supplementary Materials: The following are available online. Supplementary Material 1: The
Pearson’s linear correlation matrix for soil attributes and maize traits. * and ** significant correlation
of soil and plant attributes at p < 0.05 and p < 0.01, respectively; blue ellipse with right sloping top:
positive correlation; red ellipse with left sloping top: negative correlation. SDM, RDM and TDM:
shoot, root and total dry matter production, respectively; R:S ratio: ratio of shoot (SDM) over root
dry matter (RDM); Zn accumulation: Zn accumulated in maize shoot. Supplementary Material 2
The Pearson’s linear correlation matrix for soil attributes and brachiaria traits. * and ** significant
relationships between soil and plant traits at p < 0.05 and p < 0.01, respectively; blue ellipse with
right sloping top: positive correlation; red ellipse with left sloping top: negative correlation. SDM,
RDM and TDM: brachiaria shoot, root and total dry matter production, respectively; R:S ratio: ratio
of shoot (SDM) over root dry matter (RDM); Zn accumulation: Zn accumulated in brachiaria shoot.
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