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Abstract: Organic fertilization improves soil fertility and ameliorates the deleterious effects of
accumulated salts in soil for sustainable agricultural production. This research was carried out on
thirteen-year-old Mexican lime trees to study the effect of humic acid (HA), applied as soil (10, 20
or 30 mL-tree 1) and foliar (0.1 or 0.2%) applications, on soil fertility, tree growth, productivity and
fruit quality. The experiment was conducted during the 2020 and 2021 seasons in a randomized
complete block design of twelve treatments with three replicates with two trees each. Soil and foliar
applications of HA were performed once and twice a month in Marsh, May and July, respectively.
HA enhanced the soil’s N, P, K, Ca, Mg, Fe, Mn, Zn, Cu and B availability and microbial activity, in
addition to improved tree growth, canopy size, leaf chlorophyll and nutrient contents with reduced
proline levels. The total yield and number of fruit per tree were increased with increased HA levels.
Fruit weight, juice and soluble solids were also increased. The best results were achieved with the
combined soil (30 mL-tree 1) and foliar (0.2%) applications of HA, which indicated a great potential
to alleviate the effects of salinity stress on Mexican lime growth and productivity.

Keywords: chlorophyll; Citrus aurantifolia; humic acid; micro-organisms; proline; salinity; yield

1. Introduction

The Mexican lime, Citrus aurantifolia (Christm.) Swingle, family Rutaceae, is also
known as acid lime, Key lime, Bartender’s lime, or West Indian lime. Despite its name,
it is not native to Mexico but is the most popular lime species there. It is a direct hybrid
between citron, Citrus medica, and a wild citrus called Micrantha, Citrus hystrix. The tree
is moderately sized and bushy, and the fruits drop when they reach maturity, usually in
fall to early winter. Seeds are highly polyembryonic; therefore, seed propagation is still
employed in most important producing countries like Mexico, Egypt and India [1,2]. The
total world production of lemons and limes was about 8,647,284.9 tonnes in 2021, with the
highest production in Mexico (33.7%), Argentina (17.3%), European Union (16.4%), Turkey
(14.7%), United States (9.3%), and South Africa (6.8%) [3].
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The Mediterranean climate of Egypt is well suited for citrus production. Citrus is the
major fruit crop produced in Egypt, followed by mangoes, olives, grapes, and bananas.
The total cultivated area of citrus is about 29% of the total fruit-tree cultivated area. The
total cultivated area of lemons and limes is about 13,592 ha, with a total annual production
of 319,054 tonnes and; an average yield of 23.47 t-ha™1 during 2021. Mexican lime is the
primary lime cultivar mainly cultivated in newly reclaimed lands [4-6]. Egypt ranked 14th
among the world’s top producers (3.7%) and 13th among the world’s top exporters (1.2%),
with a total annual income of $45.7 million in 2021. The three main destinations of the
Egyptian Mexican lime are Saudi Arabia, Jordan, and Russia [7].

The global citrus industry, in general, faces various abiotic challenges, mainly high
temperature [8], water deficiency and high salinity, which affect plant growth, development
and productivity, and hence limit the distribution and the economic yield of various citrus
species, including Mexican lime, which characterized by high water demand and acute
sensitivity to salinity [9]. The current incident of global warming, along with drought,
is a potential reason for elevated levels of soil salinity in the future [10], particularly in
arid and semi-arid regions [11] like Egypt. Soil salinity is dramatically increasing world-
wide due to high evaporation level, low rainfall, inadequate irrigation, irrigation with
saline water, excessive application of mineral fertilizers, and poor drainage system [12,13].
Salt-affected soils are one of the most important environmental factors that limit citrus
growth and productivity [14]. High levels of salts mainly chloride (Cl7), calcium sulfate
(CaSO4), magnesium (Mg*) and sodium (Na*), cannot be tolerated by most plants [15].
In addition, microbial growth and activity were negatively affected by soil salinity due to
salt toxicity and decreased water availability that limit energy substrate availability for
microorganisms [16]. Salinity induces cell damage and inhibits plant growth [17] due to
the nutritional imbalance caused by osmotic stress or ionic stress [18]. Salinity leads to the
production of reactive oxygen species (ROS), which negatively affect plant metabolism
through the oxidative damage of lipids, proteins, and nucleic acids [19]. Salinity lowers
leat’s chlorophyll content, net carbon dioxide (CO;) assimilation, stomatal conductance,
transpiration and water potential, as well as the root’s hydraulic conductivity, evapotran-
spiration, nitrogen (N) use efficiency, resulting in reduced root dry weight and density, and
hence reduced water use efficiency, shoot elongation, relative growth rate, shoot: root ratio,
leaf area, and total yield (mainly due to the reduced number of fruit rather than reduced
fruit weight) [20-23]. However, the severity of salinity impacts on citrus trees” growth and
productivity depends on citrus species [24] and salinity level [24].

In Egypt, water scarcity is becoming a recent problem and may become a limiting factor
of the overall fruit industry in the future due to limited water resources (i.e., the Nile River
is the only source of irrigation) and scanty rainfall. Under such conditions, there is a need to
reduce agricultural water demand and increase the economic productivity of water, but one
of the major problems is elevated soil salinity [25], particularly in the North Delta area (i.e.,
clay soils close to the Mediterranean sea) where soil salinity is naturally high. Moreover, the
rivers in arid and semi-arid regions tend to become progressively saline from their headwaters
to their mouths, and excess salinity within the root zone reduces plant growth [26]. Improving
on-farm management of agricultural water through the utilization of advanced irrigation
technology (e.g., drip irrigation) and improved irrigation scheduling offers the prospect
of a significant increase in water productivity [27]. However, in salt-affected clay soils,
the shift from traditional flood irrigation systems to drip irrigation resulted in increased
soil salinity [28], particularly with the small rainfall percentage and inadequate drainage
system, which are insufficient to leach away the accumulated salts [26].

Under such conditions, to ameliorate the deleterious effects of salt stress on citrus trees in
order to improve plant growth and productivity, the use of biostimulants has become a com-
mon practice that provides a number of benefits against drought and salinity stresses [29,30].
A biostimulant is an organic material or microorganism that is applied to enhance nutrient
uptakes, stimulate growth, induce stress tolerance and improve fruit quality [27]. They in-
clude diverse substances such as humic substances, compost tea, seaweed extracts, free
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amino acids and plant extracts [31]. Humic substances are the end products of microbial
decomposition and chemical degradation of dead biota in soils [32]. They considered the
most abundant naturally occurring organic molecules on earth [33] and the major compo-
nents of soil organic matter [34] that play a key role in various soil and plant functions [35],
such as controlling nutrient availability, carbon (C) and oxygen (O) exchange between
soil and the atmosphere, and the transformation and transport of toxic chemicals [36],
in addition to their impact on plant physiology and the composition and function of the
rhizosphere microorganisms [37]. Humic substances include humic acid (HA), fulvic acid,
and humins [35].

Humic acid is the active constituent of organic humus. It is not considered a fertilizer;
instead, it is used as a soil conditioner or as a plant biostimulant that effectively improves plant
growth and productivity through enormous beneficial effects on soil and plant attributes [38].
It improves the physical, chemical and biological properties of the soil [39,40]. The application
of HA in saline soils resulted in reduced electrical conductivity (EC) [41], improved soil
structure and physical properties, promoted nutrient availability [42], and enhanced tolerance
of salt-stressed date palm [43], Valencia orange [44] and Balady mandarin [45]. Humic acid
directly and indirectly affects plant growth and development [46]. It stimulates enzymes in
many biological processes; enhances plant resistance to biotic stress; improves stomatal
conductance, transpiration rate, chlorophyll synthesis and photosynthesis rate; promotes
sugars and amino acids metabolism; and increases cell wall thickness prolonging fruit
storage period [47-50]. The humic acid application also induced nutrient uptakes and
enhanced the vegetative growth, flowering and fruiting characteristics of papaya [51]. How-
ever, the action of HA is dose-dependent; for instance, high concentrations are inhibitory
for nutrient accumulation [52]. The application of HA also increased leaf phosphorus (P)
content in the ‘Florida Prince” peach trees [48]. Humic acid improved shoot length and
diameter; leaf area; fruit weight, dimensions, firmness, anthocyanin content, total soluble
solids (TSS) and TSS: acid ratio; and decreased the percentage of fruit drop and acidity
in the “Anna’ apple trees [53]. Positive correlations between fruit yield and leaf nutrient
contents were noticed with the application of HA on the ‘Red Delicious’ apple trees [54].
Humic acid increased fruit TSS and total sugars but reduced the acidity of the ‘Ewais’
mango [55].

Most of the previous reports have focused on plant response to soil or foliar applica-
tions of HA against environmental stresses. To the best of the authors” knowledge, there
are a few reports that have shed light on the combined soil and foliar HA applications
on sandy-soil-grown non-stressed apricot trees [56] and sandy-soil grown salt-stressed
one-year-old peach and apricot seedlings [57]. Therefore, this is considered the first report
to evaluate the synergetic effects of soil and foliar HA applications on soil characteristics,
tree growth, productivity, and fruit quality of salt-stressed Mexican lime trees subjected to
drip irrigation in saline clay soils under the Egyptian semi-arid conditions.

2. Materials and Methods
2.1. Experimental Site

This study was carried out on 13-year-old Mexican lime (Citrus aurantifolia Swingle)
trees budded on sour orange (Citrus aurantium L.) rootstocks, planted at 5 x 5 m spacing in
a private orchard located at Baltim, Kafr El-Sheikh, Egypt (31°35'47" N, 31°6/37" E, zero m
elevation above sea level, 9.5 km away from the Mediterranean sea) during the 2020 and
2021 seasons. The weather data of the experimental site [58] are displayed in Table 1.
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Table 1. Weather data of Baltim, Kafr El-Sheikh, Egypt during the 2019/2020 and 2020/2021 seasons.

Season Temperature Humidity Rainfall Wind Speed Cloud Sun uv

(@] (%) (mm-month—1) (km-h—1) (%) (h-month—1) Index
2019 26 67 37.7 12.1 14 341 6
October 2020 27 63 16.0 11.6 12 325 6
2019 23 61 1.6 12.1 9 343 6
November 2020 21 63 52.1 11.1 40 147 5
2019 18 62 418 14.3 23 278 5
December 2020 18 63 17.4 10.8 26 242 4
January 2020 14 71 65.4 14.8 45 154 4
2021 17 66 25.3 13.9 28 249 5
February 2020 15 71 31.8 13.4 36 152 4
2021 17 69 454 13.2 32 191 4
2020 18 66 40.0 15.5 29 246 6
March 2021 18 63 39 15.1 21 276 5
April 2020 21 64 1.7 14.6 16 294 6
2021 22 55 0.4 16.2 12 306 7
May 2020 26 56 0.3 15.2 10 341 6
2021 28 54 0.1 13.7 5 364 8
June 2020 28 61 0.0 14.4 6 353 7
2021 28 59 0.0 13.5 2 360 8
July 2020 30 68 0.1 14.2 5 365 8
2021 31 61 0.0 14.4 3 370 8
August 2020 30 68 0.0 14.2 3 367 8
2021 32 60 0.0 12.9 1 372 8
September 2020 30 68 0.0 13.1 5 352 7
2021 29 62 0.1 14.2 7 352 7

2.2. Soil and Water Analysis

Soil samples were randomly collected from the top 60 cm zone of the soil for physical
and chemical analyses. Soil particles were classified into sand, silt and clay [59], and hence
soil type was determined. The percentage of soil organic matter was also determined [60]. A
2 mm stainless-steel test sieve (Fisher Scientific, Waltham, MA, USA) was used to filter soil
samples, which were subsequently saturated with distilled water, and a saturated extract
was then obtained using a vacuum pump (12 cfm) (VEVOR Equipment and Tools, Rancho
Cucamonga, CA, USA) [61]. The EC and potential of hydrogen ions (pH) of the saturated
extract were measured using a portable EC meter Model DDB-11A (Anhui Haochuang
Instrument Co., Ltd., Wuhu, China) and a benchtop pH meter Model STAR A111 (Thermo
Fisher Scientific, Waltham, MA, USA), respectively, and then sodium absorption ratio (SAR)
was calculated. Both calcium (Ca) and Mg were evaluated in the saturated extract using
a complexometric titration analysis in the presence of Ethylene diamine tetra acetic acid
(EDTA), but the flame photometer Model FP8400 (Kruss Optronic, Hamburg, Germany)
was used to assess Na concentration [62]. The same extract was used to determine soil-
soluble anions like carbonate (COj3), bicarbonate (HCQO3), sulfate (SO4) and Cl [63]; cations
like P, potassium (K), iron (Fe), manganese (Mn) and zinc (Zn); and N [64]. The Nile River
was the source of irrigation, and water samples were also collected for analysis [65]. Soil
and water analysis data are displayed in Table 2.

Table 2. Soil and water analysis of the experimental site before the beginning of the experiment
in 2020.

Parameter Soil (Depth = 0-60 cm) Water
Texture Clay
Sand (%) 241
Silt (%) 18.0
Clay (%) 57.9
Organic matter (%) 1.09
N (mg-kg™1) 54.18

P (mg-kg™!) 3.56
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Table 2. Cont.

Parameter Soil (Depth = 0-60 cm) Water
K (mg-kg™1) 54.36

Fe (mg-kg™!) 2031

Mn (mg-kg~1) 7.80

Zn (mg~kg_1) 3.55

Ca’* (meq-L71) 14.10 5.57

Mg?* (meq-L™1) 4.58 1.77

Na* (meq-L~1) 18.25 12.04
Sodium adsorption ratio (SAR) 8.44 6.28

K* (meq-L™1) 4.61 0.63

CO3%~ (meq-L71) 0.03 0.00

HCO;~ (meq-L71) 3.91 4.66

Cl~ (meq-L71) 17.82 12.80
SO4%~ (meq-L71) 19.78 2.55

EC (ds-m~1) [1:5 extract] 3.80 1.78

pH (1:2.5 extract) 8.20 7.35

2.3. Experimental Design

Seventy-two trees planted at 5 x 5 m spacing in clay soil, similar in size and vigor
with no symptoms of nutrient deficiency, were selected for this experiment and distributed
in a randomized complete block design (RCBD) of twelve treatments with three replicates
each. Two trees represented each replicate. Two lateral lines of drip irrigation pipes were
provided on both sides of each tree row at a distance of 50 cm away from the tree trunk,
with 4 drippers on each side of the tree (8 drippers-tree !). Drippers were set to operate
manually at a slow rate (4 L-h~!) to minimize water loss. The total amount of water is differed
based on weather conditions (i.e., temperature, humidity, etc.) and the growth stage of the
trees (i.e., shoot growth, flowering, and fruiting) throughout the season, as presented in Table 3.
Trees reached the full bloom and full fruit set stages during the period of 12-13 and 29-30
of April in both seasons, respectively.

Table 3. Quantity of the irrigation water applied to Mexican lime trees during the 2019/2020 and
2020/2021 seasons.

Dripper Discharge Number of Irrieati . Daily Water Monthly Water

Month Amount Drippers Per rrigation Period Quantit Quantit

PP (h-day~1) > !

(L-h—1) Tree (L-tree—1) (L-tree—1)
October 4 8 1h,48m 58.02 1798.62
November 4 8 1h,43m 56.46 1693.80
December 4 8 1h,4m 34.31 1063.61
January 4 8 1h,2m 32.66 1012.46
February 4 8 1h,4m 34.39 962.92
March 4 8 1h,29m 47.30 1466.30
April 4 8 1h,48 m 59.21 1776.30
May 4 8 1h,48m 59.36 1840.16
June 4 8 1h,52m 60.95 1828.50
July 4 8 1h,52m 60.67 1880.77
August 4 8 1h,52m 60.82 1885.42
September 4 8 1h,52m 60.61 1818.30

Annual water quantity (m>-tree 1) = 19.027 m?
Annual water quantity (m3-hectare™!) = 7610.86 m3

The selected trees were also subjected to the same cultural practices as the entire orchard.
For instance, the annual fertilization program included superphosphate (CaHOgP,%*)
[37% P, 0.5 kg-tree™!) applied in the December-January period; ammonium sulphate
((NHy4)2S04) [20.5% N, 4.5 kg-tree ] applied three times in February, May and June; and
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potassium sulfate (K,SOy4) [43% K, 1.25 kg~tree’1] applied twice in March and June. The
selected trees were treated with soil-added humic acid (SHA) [mL-tree~']; foliarly sprayed
humic acid (FHA) [%], or their combination (SHA + FHA), as follows: T1 (no SHA + foliarly
sprayed distilled water) [control]; T2 (10 mL-tree~! SHA); T3 (20 mL-tree~! SHA); T4
(30 mL-tree~! SHA); T5 (0.1% FHA); T6 (0.2% FHA); T7 (10 mL-tree ! SHA + 0.1% FHA);
T8 (10 mL-tree ! SHA + 0.2% FHA); T9 (20 mL-tree ! SHA + 0.1% FHA); T10 (20 mL-tree !
SHA + 0.2% FHA); T11 (30 mL-tree~! SHA + 0.1% FHA); and T12 (30 mL-tree~! SHA +
0.2% FHA). SHA and FHA were respectively applied once and twice a month in Marsh,
May and July of each season. Actosol was the source of HA (20% HA and 10% NPK [1:5:6])
(The Egyptian-American Company, Cairo, Egypt). Tween 20 was used as a surfactant with
FHA. All other used chemicals in this experiment were imported from Sigma Aldrich, St.
Louis, MO, USA.

2.4. Studied Parameters
2.4.1. Vegetative Growth

Four branches of spring growth were randomly selected on each tree per replicate.
Branches were selected in four different directions (i.e., North [N], East [E], South [S], West
[W]) and tagged to evaluate growth parameters, i.e., shoot length (cm) and number of
leaves per branch. Twenty mature mid-branch leaves were sampled from all four branches
(5 leaves each) to determine leaf area (cm?) using a leaf area meter Model Li 3100 (LI-COR
Inc., Lincoln, NE, USA). By the end of the growing season in September, tree height (m)
and canopy diameter (m) were measured using a wind-up measuring tape (10 m) (Fisher
Scientific, Waltham, MA, USA), and hence canopy volume (m3) of each tree was calculated
according to the following equation; 0.5238 x tree height x canopy diameter? [66].

2.4.2. Leaf Analysis

Fully mature leaf samples were randomly collected from the middle section of non-
fruiting shoots at the four sides (N, E, S, W) of the tree, by mid-September of each season
to evaluate chlorophyll (Cs5H;,OsN4Mg) content (i.e., a, b, total) in different sections
at the middle of the leaf blade [67]. N,N-dimethylformamide (DMF) was used to extract
chlorophyll, and the absorbance of the extract was measured at 663 nm for chlorophyll ‘a” and
646 nm for chlorophyll ‘b’ using a UV /Vis spectrophotometer, Model UV-9100-B (LabTech
Inc., Hopkinton, MA, USA), and then total chlorophyll content was calculated [68], and
values were expressed in pg-cm™ of leaf fresh weight (fw).

The leaf proline (CsH9NO,) concentration was determined by homogenizing a fresh
leaf sample (0.5 g) with 3 mL sulfosalicylic acid (C;HgO4S) [3% w/v] using a porcelain
mortar and pestle set (Fisher Scientific, Waltham, MA, USA), and then the mixture was
centrifuged at 18,000 g for 15 min using a benchtop general purpose centrifuge Model
Allegra V-15R (Beckman Coulter Life Sciences, Indianapolis, IN, USA). Afterwards, the
supernatant (1 mL) was mixed with 2 mL glacial acetic acid (CH3COOH) and 2 mL freshly
made acid ninhydrin reagent (1.25 g ninhydrin (CoHgOy) dissolved in 30 mL glacial acetic
acid and 20 mL orthophosphate (PO4*~) [6 M] in a test tube (Thermo Fisher Scientific,
Waltham, MA, USA). The tubes were incubated in a ‘Precision™ General Purpose” water
bath (Thermo Fisher Scientific, Waltham, MA, USA) at 100 °C for 1 h and then left to cool at
room temperature (~22-23 °C) for 24 h. Subsequently, the solution was mixed with toluene
(CsHsCH3) [4 mL] using a Vortex-Genie 1 mixer (Scientific Industries, Inc., Bohemia, NY,
USA) for 20 s. To allow the toluene and the aqueous phase to separate, the tubes were left
in upright position for at least 10 min, and then the toluene phase was carefully pipetted
out into a cuvette, and the absorbance was measured at 520 nm using a spectrophotometer
Model UV-120-20 (Shimadzu Corp., Kyoto, Japan). Eventually, a proline standard curve
was used to calculate the proline concentration as pmole- g_1 fw [69].

To determine the content of macro and micronutrients, leaf samples were collected
and dried at 65 °C for 72 h until reaching a constant weight using a bench-top Heratherm
GP oven (Thermo Fisher Scientific, Waltham, MA, USA). Dried leaves were then pulverized
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using the mortar and pestle set, and the powder was digested with concentrated sulfuric
acid (H»SO4) and hydrogen peroxide (HyO;) [70]. The produced solution was used to
determine total N and P colorimetrically using the spectrophotometer Model UV-120-20
(Shimadzu Corp., Kyoto, Japan) [71,72]. Potassium concentration was determined using
the flame photometer [73]. The contents of Ca, Mg [74], Fe, Zn, Mn [75], copper (Cu), and
boron (B) [65] were also determined using atomic absorption spectrophotometer Model
AA990 (PG Scientific, Inc., Auburn, CA, USA). All values of macro and micronutrients were
expressed as a percentage (%) and mg-g~! per dry weight (dw) of leaves, respectively.

2.4.3. Yield and Fruit Characteristics

Harvest season started by September 17 and 23 in the 2020 and 2021 seasons (154 and
161 days from full bloom), respectively, when fruit reached the horticultural maturity (light
green color stage and total acidity [TA] = 8 & 0.16%) per the consumer preference [76,77].
Fruit yield was recorded as total weight (kg) and number of fruit per tree. Total weight
was recorded using a regular digital scale (200 kg capacity) (VEVOR Equipment and Tools,
Rancho Cucamonga, CA, USA).

A sample of 15 ripe fruits was randomly selected from the four directions (N, E, S, and
W) and three levels (top, medium, and bottom; ~ 50 cm apart) of each tree to calculate
average fruit weight and volume. Fruit weight (g) was measured using a bench-top digital
scale Model PC-500 (Doran Scales, Inc., Batavia, IL, USA). Average fruit volume (cm?) was
determined using the water displacement method in a one-liter gradual cylinder (Fisher
Scientific, Waltham, MA, USA) [78]. Average fruit firmness (Newton) was measured on
two sides of the fruit using a hand-held Shimpo digital force gauge, Model FGV-50XY
fitted with 10 mm diameter plunger tip (Shimpo Company, Wilmington, NC, USA) [79].
The fruits were then squeezed, and juice content, as the average juice weight, was calculated
as a percentage of juice per fruit.

Soluble solid contents (SSC) of the juice were estimated as a percentage at room
temperature (~22-23 °C) using a Model RA-130 hand-held refractometer (KEM Kyoto
Electronics Manufacturing Co., Ltd., Tokyo, Japan). The percentage of total acidity (TA) [g
citric acid-100 mL~! juice] was determined by the titration method of sodium hydroxide
(NaOH) [0.1 N] with phenolphthalein (Cy9H;404), as an indicator, and then SSC: TA
ratio was calculated. Fruit ascorbic acid (C4HgO) [vitamin C] content (mg-100 mL !
juice) was determined by titrating 5 mL of juice with 2,6-Dichlorophenol indophenol
(C12H7CILNO,) [80].

2.4.4. Soil Nutrient Contents and Microorganisms

By the end of the two-season experiment in late September 2021, soil samples were
randomly collected at a depth of 0-60 cm under the drippers to determine soil N, P, K, Fe,
Mn and Zn contents [64] and values were expressed in mg-kg ! of soil dw. The soil particles
in the rhizosphere zone were collected, air-dried and grounded. A sample of 10 g was mixed
with 90 mL sterilized distilled water (H,O) in a 250 mL Erlenmeyer flask (Thermo Fisher
Scientific, Waltham, MA, USA) and thoroughly shaken using a benchtop orbital shaker
Model Solaris 2000 (Thermo Fisher Scientific, Waltham, MA, USA) at 100 rpm for 10 min
at room temperature (~22-23 °C). Subsequently, the soil solution was serially diluted up
to 10° colony-forming units per ml (CFU-ml~!) dilutions with distilled water [81,82], and
then 1 mL of 10%, 10° and 10°® CFU-ml1~! dilutions were plated on Potato Dextrose Agar
(PDA) in Sterilin Standard 90 mm Petri dishes (Thermo Fisher Scientific, Waltham, MA,
USA) using a sterilized Driglasky glass triangle. Plates were then incubated at 28 + 2 °C for
2-3 days using Heratherm microbiological incubator (Thermo Fisher Scientific, Waltham,
MA, USA), and plates were examined daily for the growth of microorganisms [83,84]. The
most prominent enumerated colonies were noticed on plates inoculated by 10> CFU-mL !
dilution for 2 days in terms of fungi and bacteria, but 3 days for yeast. The number of
colonies of each group (i.e., fungi, bacteria, yeast) were counted and multiplied by the
dilution factor and expressed as the CFU per gram of dry soil weight (CFU-g~! dw) [85].
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2.5. Statistical Analysis

Data were preliminary tested for numerical normality and homogeneity of variance
using the Shapiro-Wilk and Levene tests, respectively. Data calculated as percentages
were first transformed to the Arcsine square root values before performing the analysis of
variance (ANOVA), and results were presented as back-transformed means. The ANOVA
was performed using the CoStat software package, version 6.311 (CoHort software, Mon-
terey, CA, USA). Mean comparisons were conducted using Tukey’s honestly significant
difference (HSD) test at probability (p) < 0.05 [86]. The score and loading plot for soil, plant
and fruit characteristics were generated using a principal component analysis (PCA) [87].
The two-way hierarchical cluster analysis (HCA) and heat map were generated using the
means of the data matrices [88]. Both PCA and HCA were performed using JMP Pro 16
(SAS Institute, Cary, NC, USA).

3. Results
3.1. Soil Nutrient Contents and Microorganisms

Soil analysis after the two-year experiment revealed the beneficial effect of HA ap-
plication on nutrients availability in comparison to the control (Figure 1). All treatments
significantly improved the levels of macronutrients (e.g., N, P, K) (Figure 1A-C) and
micronutrients (e.g., Fe, Mn, Zn) (Figure 1D-F), with the only exception noticed for T3
(20 mL-tree~! SHA) effect on Zn content compared to the control. The most pronounced
effect on P, K and Fe was noticed with the highest concentrations of both SHA and FHA
(T12: 30 mL-tree ™! + 0.2%). The application of T10 (20 mL-tree ™! + 0.2%) was ranked the
second in its effect on both P and K, but T11 (30 mL-tree~! + 0.1%) was the second most
effective treatment on Fe, although the difference was insignificant compared to T10. A similar
effect for both T10 and T12 was noticed on N and Zn. With regard to Mn, T10, T11, and T12
were insignificantly different. In general, SHA was more effective than FHA on N, P and K,
whereas less of an effect was noticed on Fe and Mn contents.

Soil analysis has also revealed that the highest number of microorganism colonies was
recorded with the combined application of T10 (20 mL-tree~! SHA + 0.2% FHA) (Figure 2).
Compared to T10, an insignificant difference was noticed in both bacteria and yeast with the
application of T12 (30 mL-tree ! SHA + 0.2% FHA), whereas the difference was significant
with regard to fungi. In addition, SHA (i.e., T3 [20 mL-tree 1], T4 [30 mL-tree 1]) was
more effective than FHA (i.e., T5 [0.1%], T6 [0.2%]) on all three microorganisms, except the
difference between T4 and T6 in terms of yeast. Soil samples from the control blocks (T1)
recorded the lowest soil microorganism contents compared to all other treatments, except
for fungi and yeast counts in T5.

3.2. Leaf Nutrient Contents

Leaf analysis indicated that all treatments have improved macronutrient contents com-
pared to the control of the Mexican lime trees under salinity conditions during both seasons
(Figure 3). There are actually variations in the response of each component to the treatments.
For instance, N content positively increased with the medium and high concentrations of
SHA (i.e., T3 [20 mL-tree 1] and T4 [30 mL-tree ], respectively) when compared to both
FHA treatments (i.e., T5 [0.1%] and T6 [0.2%]) in both seasons (Figure 3A). The combined
application of SHA and FHA (particularly T9 [20 mL-tree ! + 0.1%], T10 [20 mL-tree !
+0.2%], T11 [30 mL-tree ™! + 0.1%] and T12 [30 mL-tree ™! + 0.2%]) positively increased
N concentration compared to the control and all other treatments. However, the differ-
ence was insignificant compared to T4 in both seasons, but only T9, T11 and T12 were
insignificantly different compared to T8 [10 mL-tree ! + 0.2%] in the 2021 season only.
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Figure 1. Effect of soil-added humic acid (SHA), foliarly sprayed humic acid (FHA), and their
combination (SHA + FHA) on soil nutrient contents (N (A), P (B), K (C), Fe (D), Mn (E), Zn (F)) of the
Mexican lime orchard by the end of the two-season experiment in late September 2021. Control: T1;
SHA: T2 (10 mL-tree 1), T3 (20 mL-tree 1), T4 (30 mL-tree 1); FHA: T5 (0.1%), T6 (0.2%); SHA + FHA:
T7 (10 mL-tree ! + 0.1%), T8 (10 mL-tree ! + 0.2%), T9 (20 mL-tree ! + 0.1%), T10 (20 mL-tree !
+ 0.2%), T11 (30 mL-tree=1 + 0.1%), T12 (30 mL-tree~! + 0.2%). Values are the means of three
replicates (n = 3) = standard error (SE). The means with the same letters are insignificantly different
at probability (p) < 0.05 using Tukey’s honestly significant difference (HSD) test.
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Figure 2. Effect of SHA, FHA and SHA + FHA on soil microorganisms expressed as colony-forming
units per gram of dry soil weight (CFU-g~! dw) of the Mexican lime orchard by the end of the two-
season experiment in late September 2021. Control: T1; SHA: T2 (10 mL-tree~1), T3 (20 mL-tree 1), T4
(30 mL-tree—1); FHA: T5 (0.1%), T6 (0.2%); SHA + FHA: T7 (10 mL-tree ! + 0.1%), T8 (10 mL-tree !
+ 0.2%), T9 (20 mL-tree~! + 0.1%), T10 (20 mL-tree~! + 0.2%), T11 (30 mL-tree~! + 0.1%), T12
(30 mL-tree~! + 0.2%). Values are the means of three replicates (n = 3) + SE. The means with the
same letters under each category are insignificantly different at p < 0.05 using Tukey’s HSD test.
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Figure 3. Effect of SHA, FHA and SHA + FHA on leaf macronutrient contents (N (A), P (B), K (C),
Ca (D), Mg (E)), as a percentage of leaf dry weight of the Mexican lime trees during the 2020 and
2021 seasons. Control: T1; SHA: T2 (10 mL-tree~1), T3 (20 mL-tree 1), T4 (30 mL-tree—1); FHA: T5
(0.1%), T6 (0.2%); SHA + FHA: T7 (10 mL-tree ™! + 0.1%), T8 (10 mL-tree ! + 0.2%), T9 (20 mL-tree !
+0.1%), T10 (20 mL-tree ™! + 0.2%), T11 (30 mL-tree~! + 0.1%), T12 (30 mL-tree~! + 0.2%). Values are
the means of three replicates (n = 3) £ SE. The means with the same lowercase or uppercase letters in
the 2020 or 2021 seasons, respectively, are insignificantly different at p < 0.05 using Tukey’s HSD test.
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A significant increase in P was recorded for FHA (i.e., T6 [0.2%]) compared to SHA
(i.e., T2 [10 mL-tree!]) in both seasons (Figure 3B). Overall, P levels positively improved
with the combined application of SHA and FHA, but the most pronounced effect during
both seasons was recorded for T12 (30 mL-tree ! SHA + 0.2% FHA) compared to all other
treatments and the control (T1). No specific differences were noticed in the K levels between
SHA and FHA in both seasons (Figure 3C). The most pronounced effect of the combined
treatments was recorded for T12, although the difference was insignificant compared to
T10 (20 mL-tree~! SHA + 0.2% FHA) and T11 (30 mL-tree”! SHA + 0.1% FHA) during
both seasons.

Calcium levels in FHA (i.e., T6 [0.2%])-treated Mexican lime trees were significantly
higher than that of T5 (0.1%), all SHA-treated trees (T2 [10 mL-tree 1], T3 [20 mL-tree 1],
T4 [30 mL-tree~!]), and the control (T1) during both seasons (Figure 3D). The combined ap-
plication of SHA and FHA has shown a conspicuous effect on Ca levels in T10 (20 mL-tree !
SHA + 0.2% FHA), T11 (30 mL-tree ! SHA + 0.1% FHA) and T12 (30 mL-tree ! SHA +0.2%
FHA)-treated trees during both seasons compared to the control and all other treatments,
except for the difference between T6 (0.2% FHA) and T11 during the first season only.
Magnesium concentration did not show a specific trend in response to SHA or FHA, but
the combined applications generally improved Mg levels with the highest values recorded
for T12, although the difference was insignificant compared to T9 (20 mL-tree~! SHA +
0.1% FHA), T10 and T11 in both seasons (Figure 3E).

All treatments improved leaf micronutrient contents (Figure 4) compared to the control
(T1); however, the difference was insignificant between T1 and T2 (10 mL-tree~! SHA)
during the 2021 season in terms of Fe (Figure 4A) and Zn (Figure 4C), and between T1
and all SHA treatments (i.e., T2 [10 mL-tree 1], T3 [20 mL-tree 1] and T4 [30 mL-tree1])
during both seasons in terms of Mn (Figure 4B), as well as between T1 and T5 (0.1% FHA)
during 2020 season in terms of Cu (Figure 4D). Leaf analysis revealed that FHA (i.e., T6
[0.2%]) was more effective than all SHA treatments (i.e., T2, T3, T4) on Fe (Figure 4A)
and Zn concentrations (Figure 4C) in both seasons. With regard to Cu concentration, T6
(0.2% FHA) was less effective compared to SHA treatments (i.e., T3 [20 mL-tree '] and T4
[30 mL-tree1]). Similarly, FHA (i.e., T5 [0.1%]) was less effective on Cu when compared to
all SHA treatments (i.e., T2, T3, T4) in both seasons (Figure 4D). Both T5 and T6 significantly
improved B concentration compared to T2 only during both seasons (Figure 4E).

The combined applications of SHA and FHA have shown the best effect on Fe content
with the application of T12 (30 mL-tree ! + 0.2%) compared to all other treatments and the
control (T1), although the difference was insignificant compared to T10 (20 mL-tree ! +
0.2%) and T11 (30 mL-tree ! + 0.1%) in both seasons (Figure 4A). There were no significant
effects among all treatments of SHA (i.e., T2-T4), FHA (i.e., T5, T6) or the combinations (i.e.,
T7-T12) on Mn content during both seasons (Figure 4B). The most remarkable effect on Zn
content during both seasons was recorded for T12, although the difference was insignificant
compared to T10 during the 2021 season (Figure 4C). However, T10 was the most effective
treatment on Cu content, particularly during the second season (Figure 4D). Both T10 and
T12 recorded the top B values over other treatments and the control (T1) in both seasons
(Figure 4E).

3.3. Leaf Chlorophyll and Proline Contents

As an indication of plant growth status, chlorophyll has been significantly improved in
response to SHA (T2 [10 mL-tree™!], T3 [20 mL-tree '] and T4 [30 mL-tree1]), compared
to FHA (T5 [0.1%] and T6 [0.2%]) and T1 (the control) in both seasons (Figure 5A-C). The
combined application of SHA and FHA (i.e., T10 [20 mL-tree 1 + 0.2%], T11 [30 mL-tree !
+0.1%], T12 [30 mL-tree ™! + 0.2%]) tremendously improved chlorophyll a (Figure 5A)
and total chlorophyll (Figure 5C) content over the sole application of SHA (i.e., T2, T3,
T4) or FHA (i.e., T5, T6) in both seasons. A similar effect was recorded on chlorophyll b
(Figure 5B), but the difference between T10 and T4 was insignificant during the first season.
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Figure 4. Effect of SHA, FHA and SHA + FHA on leaf micronutrient contents (Fe (A), Mn (B), Zn
(C), Cu (D), B (E)) of the Mexican lime trees during the 2020 and 2021 seasons. Control: T1; SHA:
T2 (10 mL-tree™1), T3 (20 mL-tree™1), T4 (30 mL-tree™1); FHA: T5 (0.1%), T6 (0.2%); SHA + FHA:
T7 (10 mL-tree 1 + 0.1%), T8 (10 mL-tree ! + 0.2%), T9 (20 mL-tree ! + 0.1%), T10 (20 mL-tree ! +
0.2%), T11 (30 mL-tree ! + 0.1%), T12 (30 mL-tree ! + 0.2%). Values are the means of three replicates
(n = 3) £ SE. The means with the same lowercase or uppercase letters in the 2020 or 2021 seasons,
respectively, are insignificantly different at p < 0.05 using Tukey’s HSD test.
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Figure 5. Effect of SHA, FHA and SHA + FHA on leaf chlorophyll (a (A), b (B), total (C)) and proline
(D) contents of the Mexican lime trees during the 2020 and 2021 seasons. Control: T1; SHA: T2
(10 mL-tree~1), T3 (20 mL-tree 1), T4 (30 mL-tree1); FHA: T5 (0.1%), T6 (0.2%); SHA + FHA: T7
(10 mL-tree~! + 0.1%), T8 (10 mL-tree 1 + 0.2%), T9 (20 mL-tree ! + 0.1%), T10 (20 mL-tree ! +
0.2%), T11 (30 mL-tree™ ! + 0.1%), T12 (30 mL-tree ! + 0.2%). Values are the means of three replicates
(n = 3) & SE. The means with the same lowercase or uppercase letters in the 2020 or 2021 seasons,
respectively, are insignificantly different at p < 0.05 using Tukey’s HSD test.

As a result, the higher the chlorophyll content was, the lower the proline content was
(Figure 5D), which indicates less stressed trees in T10, T11 and T12 in comparison to the sole
use of SHA (T2, T3 and T4) or FHA (T5 and T6). No significant difference in proline content
between SHA and FHA treatments. Control (T1) recorded the highest proline content in
both seasons.

3.4. Vegetative Growth

The vegetative growth of Mexican lime trees was positively improved with all SHA
(i.e.,, T2-T4), FHA (i.e., T5, T6) and their combination (i.e., T7-T12) treatments in comparison
to the control (T1) during the 2020 and 2021 seasons (Figure 6). Trees subjected to T4
(30 mL-tree ! SHA) showed a significant improvement in shoot length (Figure 6A), and
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hence canopy volume (Figure 6D) over other SHA (i.e. T2 [10 mL-tree 1], T3 [20 mL-tree 1))
and FHA (i.e., T5 [0.1%], T6 [0.2%])-treated trees during both seasons. This effect for T4 was
only noticeable compared to T2 and T5 in terms of the number of leaves per shoot during
both seasons (Figure 6B). However, T4 showed a similar leaf area as T5 in both seasons, but
a smaller leaf area than T6, and bigger leaf area than T2 and T3, respectively, during the
first season only (Figure 6C).
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Figure 6. Effect of SHA, FHA and SHA + FHA on the vegetative growth parameters (shoot length
(A), number of leaves per shoot (B), leaf area (C), canopy volume (D)) of Mexican lime trees during
the 2020 and 2021 seasons. Control: T1; SHA: T2 (10 mL-tree 1), T3 (20 mL-tree 1), T4 (30 mL-tree1);
FHA: T5 (0.1%), T6 (0.2%); SHA + FHA: T7 (10 mL-tree™! + 0.1%), T8 (10 mL-tree™! + 0.2%), T9
(20 mL-tree™! + 0.1%), T10 (20 mL-tree™! + 0.2%), T11 (30 mL-tree ™! + 0.1%), T12 (30 mL-tree ™! +
0.2%). Values are the means of three replicates (n = 3) &+ SE. The means with the same lowercase or
uppercase letters in the 2020 or 2021 seasons, respectively, are insignificantly different at p < 0.05
using Tukey’s HSD test.
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The combined application of SHA and FHA showed a positive effect on the vege-
tative growth parameters of Mexican lime trees, particularly with the application of T10
(20 mL-tree ™! +0.2%), T11 (30 mL-tree ™! + 0.1%) and T12 (30 mL-tree ! + 0.2%), compared
to the sole use of SHA or FHA (Figure 6). The most pronounced effect in this regard was
recorded for T12, except for leaf area, where the differences among T10, T11 and T12 were
insignificant in both seasons (Figure 6C).

3.5. Yield and Fruit Quality

Salt-stressed Mexican lime control trees (T1) recorded the lowest yield in terms of
weight and number of fruit per tree during the 2020 and 2021 seasons (Figure 7A,B). The ap-
plication of T6 (0.2% FHA) significantly improved total yield (kg~tree'1) over T5 (0.1% FHA)
and other SHA (i.e., T3 [20 mL-tree ! SHA], T4 [30 mL-tree ! SHA]) during the 2020 season
only, whereas the effect on T2 (10 mL-tree ! SHA) was significant during both seasons
(Figure 7A). However, T6 significantly improved the number of fruit per tree over T5 and
all SHA treatments (i.e., T2-T4) in both seasons (Figure 7B). The combined SHA and FHA
applications indicated that both T10 (20 mL-tree ! + 0.2%) and T12 (30 mL-tree ™! + 0.2%)
recorded the highest total yield (kg-tree!) in both seasons, except when compared with
T11 (30 mL-tree ! + 0.1%) during the 2021 season only (Figure 7A). The most pronounced
effect on the number of fruit per tree was referred to T12, followed by T10, although the
difference was insignificant between both treatments and T11 during the 2020 season only
(Figure 7B).
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Figure 7. Effect of SHA, FHA and SHA + FHA on total yield (A) and number of fruit per tree (B)
of Mexican lime during the 2020 and 2021 seasons. Control: T1; SHA: T2 (10 mL-tree 1), T3 (20
mL-tree™1), T4 (30 mL-tree™1); FHA: T5 (0.1%), T6 (0.2%); SHA + FHA: T7 (10 mL-tree™! + 0.1%),
T8 (10 mL-tree ! + 0.2%), T9 (20 mL-tree 1 + 0.1%), T10 (20 mL-tree ! + 0.2%), T11 (30 mL-tree !
+ 0.1%), T12 (30 mL-tree™! + 0.2%). Values are the means of three replicates (n = 3) £ SE. The
means with the same lowercase or uppercase letters in the 2020 or 2021 seasons, respectively, are
insignificantly different at p < 0.05 using Tukey’s HSD test.

Likewise, control trees (T1) recorded the lowest fruit quality compared to all treatments
in both seasons (Figure 8). FHA-treated trees (i.e., T6 [0.2%]) recorded the highest fruit
volume (Figure 8B), and hence juice percentage (Figure 8D) over T5 (0.1%) and all SHA
treatments (i.e., T2 [10 mL-tree~!], T3 [20 mL-tree~'], T4 [30 mL-tree™']) during both
seasons. The most pronounced effect for the combined applications of SHA and FHA
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on fruit weight (Figure 8A) was referred to T12 (30 mL-tree™! + 0.2%), followed by T10
(20 mL-tree~! + 0.2%), but the difference between both treatments was insignificant in
both seasons. The difference between both treatments was only significant in fruit volume
during the 2020 season only (Figure 8B); however, they were significantly different, in terms
of juice percentage during both seasons (Figure 8D). No specific differences were recorded
among the combined treatments on fruit firmness, although T12 significantly improved
firmness compared to the sole application of SHA (i.e., T2, T3, T4) during the second season
only, and FHA (i.e., T5, T6) in both seasons (Figure 8C).
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Figure 8. Effect of SHA, FHA and SHA + FHA on Mexican lime fruit physical characteristics (weight
(A), volume (B), firmness (C), juice content (D) during the 2020 and 2021 seasons. Control: T1; SHA:
T2 (10 mL-tree 1), T3 (20 mL-tree 1), T4 (30 mL-tree1); FHA: T5 (0.1%), T6 (0.2%); SHA + FHA:
T7 (10 mL-tree~! + 0.1%), T8 (10 mL-tree ! + 0.2%), T9 (20 mL-tree ™! + 0.1%), T10 (20 mL-tree ™! +
0.2%), T11 (30 mL-tree ! + 0.1%), T12 (30 mL-tree ! + 0.2%). Values are the means of three replicates
(n = 3) & SE. The means with the same lowercase or uppercase letters in the 2020 or 2021 seasons,
respectively, are insignificantly different at p < 0.05 using Tukey’s HSD test.

Fruit chemical characteristics indicated a significant effect for all treatments over the
control (T1) during both seasons (Figure 9). Trees subjected to T6 (0.2% FHA) showed
a significant improvement in SSC over T5 (0.1% FHA) and all SHA treatments (i.e., T2
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[10 mL-tree 1], T3 [20 mL-tree!], T4 [30 mL-tree1]) during both seasons (Figure 9A).
A similar effect was recorded on SSC: TA ratio, although the difference was insignificant
compared to T4 (30 mL-tree ! SHA) (Figure 9C). However, both FHA treatments recorded
lower values of vitamin C, compared to all SHA treatments, although the difference was
insignificant compared to T2 (10 mL-tree~!) and T3 (20 mL-tree™ 1) during the 2021 season
only (Figure 9D). The combined applications of SHA and FHA indicated a pronounced
effect for T12 (30 mL-tree™! + 0.2%), followed by T10 (20 mL-tree~! + 0.2%) on SSC
(Figure 9A) and SSC: TA ratio (Figure 9C) in both seasons. Total acidity levels were the
lowest in T12; however, the difference was insignificant compared to T11 (30 mL-tree ! +
0.1%) in the 2020 season and T10 in both seasons (Figure 9B). The most remarkable effect
on vitamin C was recorded for T12, followed by a similar effect for both T11 and T10

(Figure 9D).
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Figure 9. Effect of SHA, FHA and SHA + FHA on Mexican lime fruit chemical characteristics (soluble
solid contents [SSC; (A)], total acidity [TA; (B)], SSC:TA ratio (C), vitamin C (D)) during the 2020 and
2021 seasons. Control: T1; SHA: T2 (10 mL-tree~1), T3 (20 mL-tree 1), T4 (30 mL-tree—1); FHA: T5
(0.1%), T6 (0.2%); SHA + FHA: T7 (10 mL-tree ! + 0.1%), T8 (10 mL-tree ! + 0.2%), T9 (20 mL-tree !
+0.1%), T10 (20 mL-tree ™! + 0.2%), T11 (30 mL-tree ™! + 0.1%), T12 (30 mL-tree ™! + 0.2%). Values are
the means of three replicates (n = 3) £ SE. The means with the same lowercase or uppercase letters in
the 2020 or 2021 seasons, respectively, are insignificantly different at p < 0.05 using Tukey’s HSD test.

3.6. PCA and HCA

The goal of using PCA and HCA was to obtain a broader picture of the effect of SHA,
FHA and their combinations on the Mexican lime tree growth and productivity under
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such environmental conditions. With regard to the PCA (Figure 10), the score plot showed
that all treatments were different from the control affecting plant and fruit characteristics
during both seasons (Figure 10A,B), as well as soil characteristics by the end of the two-
season experiment (Figure 10C); however, the most pronounced effect on all studied tree
characteristics, except leaf proline and fruit acidity, was recorded for T12 (30 mL-tree !
SHA +0.2% FHA) and T10 (20 mL-tree ' SHA+ 0.2% FHA) followed by T11 (30 mL-tree !
SHA + 0.1% FHA), whereas soil characteristics were mostly related to a slight effect of
T12 and T10 by the end of the two seasons (Figure 10C). Principal components 1 and 2
accounted for 92.48, 92.40 and 90.40% of the total variance in the 2020 and 2021 seasons
and by the end of the two-season experiment (Figure 10A—C), respectively.

Likewise, the cluster analysis (HCA) (Figure 11) indicated three different groups of the
treatments, with T10 (20 mL-tree ! SHA + 0.2% FHA), T11 (30 mL-tree ! SHA + 0.1% FHA))
and T12 (30 mL-tree ! SHA + 0.2% FHA)) (group 3) as the most effective treatments on all
studied parameters, except leaf proline and fruit acidity during both seasons (Figure 11A,B).
The control (T1) was represented by a separate group, (group 1), in the 2021 season only
(Figure 11B). Soil characteristics by the end of the two-season experiment were mostly
affected by T10 and T12 (group 3), which confirmed the PCA results (Figure 10C). The heat
map of the HCA showed that the control [T1] (group 1) recorded the minimum values in
all studied tree characteristics, except leaf proline and fruit acidity, during the 2020 and
2021 seasons (Figure 11A,B), as well as soil characteristics by the end of the two-season
experiment in 2021, which confirm the previous results in Figures 1-9. Group 2 of the heat
map also revealed a better effect than the control but was still less effective compared to
other treatments in group 3, indicating that the sole application of SHA or FHA was not that
effective compared to their combinations on tree and fruit characteristics in both seasons
(Figure 11A,B), as well as soil characteristics by the end of the two-season experiment
(Figure 11C).
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Figure 10. Principal component analysis (PCA) showing the score and loading plots of SHA, FHA
and SHA + FHA effects on the Mexican lime tree and fruit characteristics during the 2020 (A) and 2021
(B) seasons, and soil characteristics by the end of the two-season experiment in 2021 (C). Control: T1;
SHA: T2 (10 mL-tree 1), T3 (20 mL-tree 1), T4 (30 mL-tree ~1); FHA: T5 (0.1%), T6 (0.2%); SHA + FHA:
T7 (10 mL-tree~! + 0.1%), T8 (10 mL-tree ! + 0.2%), T9 (20 mL-tree ™! + 0.1%), T10 (20 mL-tree ™! +
0.2%), T11 (30 mL-tree ! + 0.1%), T12 (30 mL-tree ! + 0.2%). Values are the means of three replicates
(n=3).
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Figure 11. Two-way hierarchical cluster analysis (HCA) and a heat map showing the effect of SHA,
FHA and SHA + FHA on the Mexican lime tree and fruit characteristics during the 2020 (A) and
2021 (B) seasons, and soil characteristics by the end of the two-season experiment in 2021 (C). Rows
represent the treatments: Control: T1; SHA: T2 (10 mL-tree~1), T3 (20 mL-tree—1), T4 (30 mL-tree1);
FHA: T5 (0.1%), T6 (0.2%); SHA + FHA: T7 (10 mL-tree ™! + 0.1%), T8 (10 mL-tree ™! + 0.2%), T9
(20 mL-tree™! + 0.1%), T10 (20 mL-tree ™! + 0.2%), T11 (30 mL-tree ! + 0.1%), T12 (30 mL-tree !
+ 0.2%). Values are the means of three replicates (n = 3). Columns represent tree, fruit, and soil
characteristics. Higher peak areas are colored red, and lower peak areas are colored green.

4. Discussion

Water scarcity is a major global problem that requires reducing the agricultural water
demand and increasing the economic productivity of water to save water for human
use [89]. One of the resulting major problems is elevated soil salinity [25], particularly
when soil salinity is naturally high, and rainfall percentage is low [26]. Therefore, the use of
some modern techniques, such as plant biostimulants (i.e., HA), can play an important role
in inducing the plant’s ability to withstand adverse stress conditions, thereby improving
plant growth and productivity [29-31]. The results of the present study have shown the
pronounced effect of HA on soil fertility (Figure 1) and microflora (Figure 2), which in turn
have been reflected in overall plant growth, productivity, and fruit quality (Figures 6-9).
The most pronounced effect on most studied parameters was recorded for T12 (30 mL-tree !
SHA + 0.2% FHA), followed by T10 (20 mL-tree ! SHA + 0.2% FHA)).

The positive effect of HA on soil nutrient contents and microorganisms is mainly
related to SHA, with some slight effects for FHA that could be due to dripping after foliar
application. In general, HA improved nutrient availability in saline soils, particularly when
combined with compost and sulfur (S) [90], as well as in sandy soils when combined with
organic and biofertilizers [91]. It was reported that HA (20 kg-ha~!) improved nutrient
availability in clay loamy soil and their uptake by tomato plants [92]. Under saline soil
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conditions, SHA effectively improved the soil microbial activities expressed by increased
levels of carbon dioxide (CO,) evolution [93] in lime orchards [12]. The application of HA
with biofertilization improved the EC, pH, cation exchange capacity (CEC), SAR, nutrient
contents and microbial populations in saline soils [45]. The application of SHA (15 or
20 g-vine™!) in saline soils resulted in reduced EC and pH and increased biological activity
in the root rhizosphere of ‘Ropy seedless’ grapevines [94]. Humic acid plays important
roles through its extractable acid fractions that can form a stable complex with cations in
the soil [95] and improve soil physical and biochemical activities by improving structure,
texture, water holding capacity (WHC), and microbial populations [96], as well as increasing
soil nutrients availability, especially micronutrients by chelating and co-transporting them
to plants [97], meanwhile reducing the transportation of toxic heavy metals by precipitating
them, and reduce their intake by plants [98].

Humic acid also has an important role in improving soil aggregation and water
movement leaching the excessive soluble salts [99]. In this respect, it was reported that
the physical properties (e.g., hydraulic conductivity, bulk density and total porosity) of
saline soils greatly improved when compost is combined with HA [100]. In addition, HA-
treated soils showed lower EC compared to the non-HA-treated ones [101]. Moreover, the
percentage of Na is generally high in saline soils; thereby, the humus complex is considered
the effective amelioration method to remove exchange and soluble Na and change the
ionic composition of the soil, meanwhile leaching Na salts out of the soil profile [102] and
make water more available for plant absorption. The higher the soil moisture levels, the
higher the chlorophyll content and the lower the proline accumulation in the plant [103].
On the other hand, previous reports indicated that soil aggregation is a dynamic process in
which plants and soil microorganisms play a major role in improving soil fertility [104] and
nutrient uptakes [12]. It has been reported that vascular arbuscular mycorrhizal fungi and
N-fixing bacteria (Azotobacter sp. and Rhizobium sp.) could play several important roles,
including the binding of the soil particles into stable aggregates [105-107].

As a result of improved soil structure and nutrient contents with HA application, the
nutrient contents of Mexican lime leaves were improved (Figure 3) with T12 (30 mL-tree !
SHA + 0.2% FHA) showed the most effect on all studied nutrients, except Cu that was
more related to T10 (20 mL-tree ! SHA + 0.2% FHA). Previous reports indicated a positive
effect of SHA on leaf nutrient contents of tomato plants (e.g., 20 kg-ha—!) [92], and ‘Balady’
mandarin trees (15% v/v) [108]. A similar effect was recorded with FHA (0.5%) application
on olive trees [109]. Previous reports confirmed the role of HA in increasing N-P-K content
in faba bean plants grown in clayey soil [110] and drought-stressed pearl millet plants [111]
due to the increase in root growth and development, thereby improving water and nutrient
uptakes, and hence plant tolerance to environmental stresses [112]. On the other hand, it
was also reported that HA induces a eustress state, “positive stress” via photosynthesis and
nitrogen metabolism leading to a root growth improvement and improved plant growth in
rice plants [113].

Under salinity stress conditions, HA increased N-P-K uptake in pepper plants [114].
The positive role of HA could be due to the hormone-like activity of some HA compo-
nents or may be related to an IA A-independent mechanism, which might be activated by
HA [115]. In addition, HA contains phenolic, acidic, amino and quinine groups, which
improve nutrients availability in calcareous alkaline soil that is poor in terms of organic
matter [116] and N contents [117]. Application of HA improved the permeability of root
cells [118], hormonal and ROS balance [119], the activity of antioxidant enzymes and the
content of soluble sugars [120], macro- and micronutrient uptakes [121], and primary
and secondary metabolism [122], which eventually reflected on overall plant growth and
development [123].

Salinity poses two major threats to plant growth: osmotic stress and ionic stress [18].
The uptake of high amounts of salts increases the osmotic pressure in the cytosol. Under
such conditions, cell homeostasis is maintained by an osmotic adjustment mechanism,
which leads to the synthesis of organic osmolytes [124], such as proline and soluble sugars,



Agronomy 2023, 13, 1680

23 of 30

to protect cells against the adverse effects of salinity [125]. An increase in the proline
level is an osmotic stress response because it contributes to osmotic adjustment in plant
cells [126]. Accumulation of sugars and proline as osmoprotectants, and ascorbic acid
(ABA) and glutathione (GSH) as antioxidants protect plant cells under salt stress condi-
tions by balancing the osmotic pressure of the cytosol and the vacuole with that of the
external environment [127]. Humic acid also affects enzymes activity and secondary plant
metabolism [123], as well as plant respiration and photosynthesis, which in turn affect
carbohydrate levels [128] and amino acid metabolism [129]. A decrease in proline content
and an increase in nutrient uptakes have been reported with the exogenous application of
HA on salt-stressed tomato plants [130].

The role of HA in terms of leaf area and chlorophyll synthesis has been reported
in tomato [131], corn [116] and mango [132]. Humic acid significantly increased chloro-
phyll (a) and (b), total chlorophyll, and carotenoids in faba bean [110] and pearl millet
plants [111]. The availability of HA might be responsible for increasing the photosynthesis
rate and hence the leaf area of salt-stressed bean plants [133]. Humic acid increased N and
nitrates (NO3) uptakes, which enhanced N metabolism and protein production, thereby
increasing chlorophyll content [134]. Humic acid also increased cell membrane perme-
ability, O uptake, respiration and photosynthesis rate, P uptake, and root elongation [135].
It was also reported that HA induces H*-ATPase activity in the plasma membrane and
promotes plant growth [136] throughout the increase in lateral root emergence and over-
all root absorbance [137]. Humic acid also increased chlorophyll and nutrient contents,
and thus the photosynthesis rate in the ‘Kesar’ mango. This effect could be attributed to
the improvement in N and K uptakes, which are involved in chloroplast formation and
chlorophyll biosynthesis [35]. Previous findings also indicated a positive role of SHA in
reducing soil EC from 4.2 to 1.8 dS-m~! and ameliorating the adverse effects of salinity on
the growth and fruiting of grapevines [41], date palms [43] and citrus [138]. Both SHA and
FHA effectively alleviated the adverse effects of saline soils, improved nutrient uptakes,
and enhanced the growth and productivity of apricot and plum trees [57]. In this context,
HA-treated Washington navel orange trees showed a positive response in terms of the
number and length of shoots, as well as the number and area of leaves [139]. Similar results
were reported with FHA application on mango [60] and olive trees [109]. Plant height,
stem diameter, and shoot dry weight of papaya seedlings were also enhanced with the
application of humic substances [47]. In this regard, the combined application of SHA and
FHA was also effective on Canino apricot trees [56].

With improved plant nutritional status (Figures 3 and 4), and hence photosynthesis
pigments (Figure 5) and vegetative growth (Figure 6), Mexican lime trees showed improved
yield and fruit quality (Figures 7-9) with HA application, with the most conspicuous effect
recorded for T12 (30 mL-tree~! SHA + 0.2% FHA). The role of HA on plant productivity
and fruit quality was previously confirmed on mandarin trees [50,107]. Likewise, to the
previous reports on mango [60] and mandarin trees [140], the results of the present study
have also shown a better effect of T6 (0.2% FHA) compared to T5 (0.1% FHA) on fruit yield
and quality. In this regard, the effect was more notable with the combined application of
SHA and FHA, as also reported on Canino apricot trees [56]. Fruit taste parameters (i.e.,
improved SSC: TA ratio) were significantly improved with SHA and FHA applications, as
previously reported [50,56,141], due to increased levels of accumulated soluble sugars in
cells under stressful conditions [120].

The positive role of HA on improved vegetative growth and fruit dimensions could
be due to the hormone-like activity of some HA components or may be related to an IAA-
independent mechanism, which might be activated by HA [115] that eventually affects cell
division and elongation. This effect has been associated with the activation of the plasma
membrane (PM) enzyme H*-ATPase by small molecules present in HA endowed with auxin
activity [142]. These small bioactive molecules in humic substances, such as IAA, access
cell receptors to initiate cell signaling [143]. P-type ATPase enzymes promote H* extrusion
through the plasma membrane, which acidifies the apoplast membrane and activates
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pH-sensitive enzymes, which in turn loosen the cell wall and strengthen cell expansion
associated with increased turgor pressure in coordination with vacuolar-type H*-ATPase
anchored at the tonoplast membrane, depending on contact time between humic substances
and plants [144,145]. The hormone-like activity of humic materials, which is indicated as
concentration-specific, increases cell permeability and improves the absorption of mineral
nutrients [144], and could also be responsible for humic materials having a stimulatory
effect on plant yield and quality. It is well known that HA increases cell wall thickness
prolonging the fruit storage period [48,49]. Humic materials can form a complex compound
when get attached to mineral ions. The catalysis of humic materials by the enzymes in the
plant, the influence of humic materials on respiration and photosynthesis, the stimulation of
nucleic acid metabolism, and the hormone-like activity could be related to another possible
factor that might be Ca, which along with cell division and cell elongation is also involved
in cell membrane stability and permeability, thus strengthening the plants [146]. Calcium
deficiency leads to reduced leaf size, necrosis of young leaves, and reduction in fruit quality
and yield [147]. In general, plant length, dry matter yield, leaf area, fruit fresh weight,
number of fruits, fruit diameter, total yield, and marketable fruit yield were increased with
increased Ca concentration in the nutrient solution [148].

5. Conclusions

Humic acid exerts direct and indirect effects on salt-stressed Mexican lime tree mor-
phological, physiological and biochemical aspects, which ultimately affect plant growth,
yield and fruit quality under saline clay soil conditions of semi-arid Egypt. The promi-
nent effect of T12 (30 mL-tree ! SHA + 0.2% FHA) on soil fertility and microflora, and
hence plant nutrient uptakes, photosynthesis pigments, vegetative growth, yield and fruit
quality may indicate a possibility of tree tolerance to adverse saline conditions. The future
prospects of this research may extend to the biotechnology field, which aims to explore
the molecular bases of plant defense mechanisms and productivity, is required, particu-
larly under drought and salinity conditions, which became major problems in most of the
cultivated lands of the semi-arid and arid-climate countries.
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