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Abstract: This study explores the efficacy of bio-efficient solutions, specifically plant growth-
promoting microorganisms (PGPMs), in sustainable soil management. This research was conducted
in 2020. It evaluates the impact of various single microbial inoculants, including Enterobacter ludwigii,
Bacillus subtilis, Pseudomonas fluorescens, Kosakonia cowanii, and Trichoderma harzianum, on plant growth
soil enzyme activity and organism abundance. Perennial ryegrass and mustard were used as test
plants, in controlled environmental conditions. The results show generally positive effects of micro-
bial inoculants on plant biomass (E. ludwigii increased ryegrass biomass by 9.75%, and P. fluorescens
increased mustard biomass by up to 38.81% compared to the control) and on soil microbial activities.
Our study further investigated the combined application of all these strains in five different soil types
and textures. The results highlight the significance of soil physicochemical properties in determining
inoculant efficacy; we found that clayey soils with higher colloid content support more robust mi-
crobial activity. Additionally, using natural clay minerals like alginite for enhancing soil conditions
showed promising interactions with microbial inoculants, although application requires further
optimization. These findings suggest that integrating microbial inoculants in sustainable agricultural
practices could enhance plant growth, improve soil health, and reduce the need of chemical fertilizers.
Future research should aim to refine the combinations and application methods of these bio-efficient
solutions for broader agricultural applicability.

Keywords: plant growth-promoting microorganisms (PGPMs); microbial inoculants; sustainable soil
management; alginite; soil enzyme activity

1. Introduction

Bio-efficient solutions, such as biocontrol agents, biopesticides, and biofertilizers, can
play an important role in sustainable soil management by providing nutrient supply and
biological plant protection in a single step [1,2]. Such soil treatments include the application
of microbial inoculations [3-5]. The literature suggests that, depending on the environment,
microbial biomass per hectare ranges from 3 to 15 tons; thus, its significance cannot be
overlooked [6-8].

Plant growth-promoting microorganisms (PGPMs) can assist plant growth in various
ways and synergistically strengthen each other’s effects [9]. The development of plant
growth-promoting (PGP) effects can occur through several mechanisms: (1) beneficial
microorganisms can directly increase plant biomass by producing auxin, gibberellin, and
cytokinins, while abscisic acid and reduction of ethylene plays a key role in stress response
and regulation [10,11]; (2) assist nutrient uptake through the symbiotic relationship with
mycorrhizal (AMF) fungi [12]; (3) indirectly enhance nutrient availability through biolog-
ical nitrogen fixation and phosphorus mobilization [13]; (4) reduce yield losses through
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biocontrol functions such as hyperparasitism and iron uptake [14,15], or strengthen crop
resistance to biotic stresses [16]. Despite the recognized benefits of PGPMs, there is limited
research on their effectiveness across different soil types, particularly when combined with
natural amendments, such as alginite. Furthermore, the synergistic effects of combining
multiple species under varying environmental conditions have not been fully explored.

Several previous studies have established the beneficial functions of plant growth-
promoting rhizobacteria (PGPR) and their ability to synergize with each other [17,18].
In this study, the following PGPM species were used both as single inoculants and in
combination as a microbial consortium: Enterobacter ludwigii, Bacillus subtilis, Pseudomonas
fluorescens, Kosakonia cowanii, and Trichoderma harzianum.

Enterobacter ludwigii is a phosphorus-solubilizing and potassium-solubilizing bac-
terium (PSB, KSB) with biocontrol properties, capable of nitrogen bonding, indole-3-acetic
acid (IAA) and siderophore production, and enhancing plant biomass [19-22]. Bacillus
subtilis is also recognized for its biocontrol capabilities, phosphorus-solubilizing (PSB) activ-
ity, and cellulose-degrading properties [23-25]. Pseudomonas fluorescens is commonly used
in microbial inoculants due to its ability to control plant diseases, produce siderophores,
function as a phosphate-solubilizing bacterium (PSB), and produce the plant hormone
indole-3-acetic acid (IAA) [14,24]. Kosakonia cowanii is capable of biological nitrogen fixation,
and its related species is known for its phosphate solubilization (PSB) and indole-3-acetic
acid (IAA)- and siderophore-producing capabilities, suggesting that the species of K. cow-
anii likely possesses these traits as well [26-30]. Furthermore, both Enterobacter ludwigii
and Kosakonia cowanii species have been observed to produce extracellular polysaccharides
(EPSs) [31,32], which can improve soil structure [33]. Trichoderma harzianum is known for
its biocontrol and cellulose-degrading properties [34,35].

In addition to the species listed above, there are many more PGP microorganisms, and
these beneficial traits are often characteristic of their respective genera [12,36,37].

There are still unknown factors that need further investigation to enhance their effec-
tiveness [38]. Inoculants can behave differently and may not necessarily function well in
different soils influenced by several key factors, including soil characteristics, microbial
community interactions, and management practices. Soil properties include pH, moisture,
texture, and the presence of indigenous microorganisms [23,39-41]. For example, research
indicates that microbial inoculants, such as Bacillus species, demonstrate varying success in
sandy versus clay soils. For instance, a study found that a specific inoculant (P1) improved
wheat shoot weight under drought conditions in sandy soil but not in clay soil, highlighting
the importance of soil texture in inoculant performance [42].

To address this and improve the viability of introduced strains, natural clay minerals
can be helpful in certain soil types [43]. These minerals can enhance the primary physi-
cal and chemical conditions of soils, creating more favorable conditions for both plants
and microbes [44]. Their mineral content can also support plant growth and nutrient up-
take [45,46]. One such clay mineral is alginite, which is high in carbonate and can alter soil
pH, as well as increase the Ca content of soil [47]. It contains nearly 60 mineral elements,
including micro- and macronutrients [45]. For these reasons, it can improve soil functions
and boosts plant production in certain soil types. Its application is environmentally friendly
and poses lower health risks compared to chemical methods [48]. Through selecting and
matching the appropriate species of inoculants, it is possible to implement biotic and abiotic
stress-tolerant inoculations adapted to specific soil and environmental conditions [49,50].

Since microbial products typically contain various species and their strains, rapid
testing options for these PGP properties are important. Most modern solutions are based
on methods like PCR [51]. The need for quick methods for assessing plant germination
rates and biomass production has increased, bridging the gap between laboratory tests
and field applications [52]. These tests preempt the usual and accepted scaling-up impact
assessments from laboratory to field conditions for microbial inoculants. We sought a
method that is rapid, cost-effective, and feasible with real soil, facilitating the transition
and providing suitable results for selecting the most effective strains. Consequently, we
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tested the effectiveness of various bacterial species and a microscopic fungus on the growth
of different plant species.

In this study, we tested the (PGP) effects of PGPMs on perennial ryegrass (Lolium
perenne L.) and mustard (Sinapis alba L.) at a small scale, using cell trays. We investigated
the ability of the PGPM strains to increase biomass in different test plants, and their
impact on soil enzyme activity. Subsequently, from the tested strains, we created an
inoculant combination from all the previously tested strains, since it was reported to be
more effective than the single inoculations [17,18], and scaled up the experiment. We
tested this combination in pots with bean seedlings in five different soils to assess how
the physical and chemical properties of soils influence the effectiveness of our selected
microbial inoculant.

Our goal was to test the PGP effects of these strains, evaluate their combination on
various soil types mixed with the soil amendment alginite, and examine whether there were
differences between the different environments, as this is crucial for the efficient application
of environmentally friendly solutions such as inoculants and soil amendments.

Our hypotheses were that PGP strains would increase plant biomass production, both
individually and in combination, except for Trichoderma harzianum, which is primarily a
biocontrol species but was included in the combined inoculant; therefore, we also tested
this strain individually. We also hypothesized that this biomass increase would correlate
with higher soil enzyme activity. Furthermore, we proposed that the effectiveness of the
inoculant could be influenced by soil type, prompting us to test it on diverse soils. Since
the §1 and S4 strains were isolated from Soroksar 1 soil, we hypothesized that these strains
would be more effective on this soil, as they were already adapted to this environment.
Additionally, we expected that alginite would influence the effectiveness of the inoculation,
depending on soil plasticity, which is why it was tested on the two soil types with the most
distinct plasticity.

2. Materials and Methods
2.1. Used Microorganisms

For the experiments, the following PGP strains were used for soil inoculation. Their
abbreviations are described in Table 1. Some of the used PGPM strains were the results of
our isolation work (S1—Enterobacter ludwigii—AS5; S4—Kosakonia cowanii—D1). These were
isolated from Soroksér 1 soil. The strains were selected using traditional Pikovskaya’s agar.
The S4 strain was isolated from a bean plant root nodule that was grown in this soil. S2
and S3 were from our strain collection (S2—Bacillus subtilis—B 01035; S3—Pseudomonas
fluorescens—Hx1), and the fungus was a commercial product (S5—Trichorderma harzianum—
T-22 (Koppert B.V., Rotterdam, The Netherlands). These strains were selected based on
their PGP effects, with plans to use them in future field experiments.

Table 1. Potential and expected properties of used microorganism species. S1-5 are identifiers in
this article.

Strain Composition Properties, Abilities

S1—Enterobacter ludwigii

PSB, KSB, N bonding, Fusarium fungal antagonism, IAA, siderophore, and
extracellular polysaccharide production [19-22]

S2—Bacillus subtilis Cellulose decomposition, PSB, biocontrol [23-25]
S3—Pseudomonas fluorescens PSB, biocontrol effect, IAA, and siderophore production [14,23]
S4—Kosakonia cowanii Nitrogen bonding, PSB, KSB, and EPS production [26-30]

S5—Trichorderma harzianum Biocontrol effect, cellulose decomposition [31,32]

The microbial strains were cultivated for 48 h in an orbital shaker at 28 °C and 125 rpm.
Microbial suspensions were centrifuged after cultivation and then resuspended in a phys-
iological saline solution to eliminate the effect of nutrient broth on the microorganisms
used in the experiment. The cell concentration was adjusted to 10 cells/mL using OD600
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measurement for uniform and standard application with a spectrophotometer at 600 nm
(Libra S22 UV /VIS spectrophotometer (Biochrom Ltd., Cambridge, England)) [53].

Trichoderma harzianum, a microscopic fungus, was only available in powder form
and did not require prior cultivation. After preparing the solution with appropriate
concentration, it was applied in the same manner as the bacteria.

2.2. Experimental Design

There were two parts of this experiment. First was the small-scale experimental design
for testing the effectivity of the PGPM strains individually; then, the mixed inoculation of
the used PGPM strains in a larger pot experiment was the second part. The experiment
was conducted under controlled conditions in a light room, where light, temperature, and
humidity could be precisely regulated.

2.2.1. Experiment for the PGP Strain Test

The experiment was conducted using cell trays typically used for germinating plants.
Each cell in the trays was individually inoculated with different strains. For inoculation,
0.5 mL of the prepared suspension was applied to each cell. The control cells were treated
with a sterilized inoculant mixture of the previously described strains.

A randomized arrangement was employed across the cell trays. A total of six treat-
ments were applied, including the control, allowing for the investigation of 12 indepen-
dent strains.

White mustard (Sinapis alba L.) and perennial ryegrass (Lolium perenne L.) were
used as test plants. The seeds were distributed into the tray cells as follows: mustard—
4 seeds/cell; ryegrass—0.6 g of grass seed/cell. The experiment was concluded 2 weeks
after sowing, and for mustard, the number of germinated seeds was counted relative
to the initial 4 seeds per cell. The dry biomass was measured for both mustard and
perennial ryegrass. The impact of microbial inoculations on the seed germination was cal-
culated as follows: the mean relative response ratio (RR), which represents the percentage
change (%) based on a comparison of results between the used strains against the control
(RR = (Control — Strain)/Strain x 100).

Calcareous sandy (arenosol) soil from the Research and Experimental Farm of Hungar-
ian University of Agriculture and Life Sciences, Horticultural Faculty, Ecological Farming
Division in Soroksér, Hungary, was used for the experiment, amended with compost in a
ratio of 90:10 by mass percentage. The most important chemical properties of the soil used
for the experiment were as follows: pH (H,O) of 7.79, soil organic matter (SOM) content of
3.29 w/w%, calcium (Ca) concentration of 2979 mg/kg, ammonium lactate soluble phos-
phorus pentoxide (AL-P»Os) concentration of 424 mg/kg, and potassium oxide (AL-K,O)
concentration of 460 mg/kg.

2.2.2. Pot Experiment with Mixed Microbial Inoculations and Alginite-Amended Soils

We used pencil pod yellow wax beans (Phaseolus vulgaris var. Maxidor) as test plants.
The plants were sown in pots (4 seeds per pot), and then thinned to the same number of
plants per pot (1 plant per pot) after germination. Microbial inoculation was carried out
simultaneously with sowing. The inoculant was a mixture of all the previously tested strains
in equal ratios, with the potential and expected properties of each microorganism species
described in Table 1. Each pot received 1 mL of inoculant, and as a control, autoclaved
bacterial suspension was applied. The autoclave was operated at 121 °C for 20 min under
a pressure of 1 bar (2 bar absolute pressure). Soil samples were taken at the test plants’
60% flowering during the simultaneous harvesting of the experiment. We measured the
dry biomass of the plants, which were air-dried to weight equality. Each treatment was
replicated four times.

Under controlled conditions, the plants were cultivated in a growth chamber with a
16/8 h day/night cycle. The temperature was maintained at 22 + 2 °C, and the relative



Agriculture 2024, 14, 1586

50f 17

humidity was 55 & 5%. Each pot was filled with 850 g of dry soil, adjusted to a 60% water
holding capacity, and watered accordingly after gravimetric control.

In the second phase of this experiment, our primary focus was on observing differences
between soils and the effects of the inoculum on the examined parameters. However, we
also examined the effects of alginite and its interactions with the soils and inoculum mixture.
We evaluated the impact of alginite solely on two soils with the most extreme textures:
Soroksar 1, a limey sandy soil (arenosol), and Szeghalom, a heavy, clayey soil (gleysol).
Alginite was added to these soils at a 5% w/w ratio. In these instances, we investigated the
interactions among alginite, soil types, and the inoculant.

The plants were grown in five different soils with varying physicochemical charac-
teristics (Table 2). The soils have neutral to slightly alkaline pH levels and differ in their
texture and organic matter content. These soils correspond to genetic soil types commonly
used in cultivation based on WRB classification [54]. The key physicochemical properties
of the soils used are presented in Table 2.

Table 2. The main physicochemical characteristics of the used soils in the pot experiment.

Measured Parameters Soroksar 1 Soroksar 2 Hatvan Tofej Szeghalom
Soil type Arenosol Gleysol Chernozem Luvisol Gleysol
Texture Sand Clay loam Clay loam Clay Clay
Soil plasticity (Ka) 26 43.4 49 54 57.5
pHno) 7.49 7.42 7.44 7.50 7.61
PHc 6.94 7.13 6.58 6.74 6.45
Water-soluble salts w/w% 0.0317 0.0216 0.0268 0.0555 0.0665
Humus content (H%): 2.18 4.09 4.63 3.89 3.75

2.3. Determination of the Soils” Physico-Chemical Parameters

The soil samples were air-dried until weight equality, the plant materials were re-
moved, and the samples were homogenized. The pHkcy) and soil available Ca, P, and K
content were measured using an ammonium lactate solution [55], assessed by ion-flame
chromatograph (FP910 flame photometer (PG Instruments Ltd., Leicestershire, England))
and a spectrophotometer (Libra S22 UV /VIS spectrophotometer (Biochrom Ltd., Cam-
bridge, England)).

The total organic carbon (TOC) content was determined after sulfochromic oxidation
followed by titration of the excess KoCr,O7 with FeSO4(NH4),504-6H,0O [56]. SOM (w /w%)
were obtained by multiplying the TOC values by 1.724. The pH of the soils was measured
in 1:2.5 air-dried soil-distilled water and 1:2.5 air-dried soil-1 M KCl solution suspension
after 24 h equilibration [57]. Water-soluble salts (w/w%) were also measured using this
standard [57]. The soil plasticity (Ka) was measured as described in the following method
book: [58].

The plant biomass was measured, which was oven-dried at 70 °C to constant weight.

2.4. Examination of the Soils” Biological Parameters

For the microbial tests, the soil samples were stored at 4 °C after sampling until use.

2.4.1. Examination of Microbial Abundance in the Soils

The most probable number (MPN) method was used to quantify the culturable
mesophilic aerobic bacterial, spore-forming bacterial, and microscopic fungal popula-
tions within the soil samples [59]. This was conducted using a microplate technique as
described by Reichart [60]. Ten-fold serial dilutions of the soil were prepared, ranging from
10~ to 10~8. For bacterial quantification, nutrient broth (composed of 3 g L~ ! meat extract,
5 g L~! peptone, 5 g L' glucose, and 0.5 g L~! NaCl, with a pH of 7.0 + 0.2) was used.
Spore-forming bacteria were measured on nutrient medium, after soil samples treated at
80 °C for 20 min and Sabouraud broth (containing 5 g L~ casein, 5 g L~! meat extract, and
20 g L~! glucose, with a pH of 5.7 + 0.2) was used for fungi. The plates were incubated at
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28 °C for 5 days. After visual evaluation, the MPN values were calculated using Cochran’s
MPN table [61].

2.4.2. Methodology for Determining Soil Enzyme Activities

Soil enzymatic activity was assessed using the dehydrogenase activity (DHA) and
fluorescein-diacetate (FDA) hydrolysis method measurements. A Libra S22 UV /VIS spec-
trophotometer (Biochrom Ltd., Cambridge, England) was used.

DHA was assessed using a modified method based on the reduction of 2,3,5-
triphenyltetrazolium chloride (TTC) [62,63]. Fresh soil samples (1 g) were vortexed with
1 mL of TTC solution and incubated at 30 °C. The control contained only 1 mL of TRIS
buffer. After 24 h of incubation, the resulting triphenyl formazan (TPF) was extracted by
adding 5 mL of methanol to each tube. The samples were incubated in the dark at room
temperature for 2 h. The soil suspensions (6 mL) were centrifuged, and the optical density
of the clear supernatant was measured at 546 nm against a methanol blank.

The fluorescein diacetate (FDA) activity test was conducted based on the method
described by Villanyi et al. [64]. Briefly, 7.5 mL of 60 mM potassium phosphate buffer
(pH 7.6) and 100 pL of 4.8 mM fluorescein diacetate were added to 1 g of fresh soil. Samples
were incubated at 30 °C and 150 rpm for 1 h. The samples were measured out as 700 pL
to Eppendorfs, and the reaction was stopped with 700 uL of 50% acetone, followed by
centrifugation at 2000 rpm for 2 min at room temperature. The amount of hydrolyzed FDA
was measured at 490 nm using a calibration curve prepared with a fluorescein standard
solution (0-100 mg L™1).

2.5. Measurement of Organic Matter Decomposition

We examined the decomposition of organic matter by placing 1 g of cellulose in the
soil, which was measured back at the end of the experiment [65].

2.6. Data Analysis

The results were processed using R (4.1.3.) and Microsoft Excel (The version of
the software is Microsoft® Excel® LTSC MSO (16.0.14332.20761) 64-bit.). Normality and
homogeneity of variances were assessed using the Kolmogorov—-Smirnov and Levene tests,
respectively, justifying the use of parametric methods. ANOVA was used to evaluate
main effects and interactions, given its suitability for multi-factorial designs. Significant
differences were further explored using Tukey’s post hoc test, which controls for Type I
error in multiple comparisons.

Results were interpreted at a 95% significance level (p < 0.05). Non-significant results
indicate that no statistically meaningful differences were detected, though this does not
rule out the presence of smaller effects not detected in this study.

When a specific factor showed significant effects, but other factors did not, there may
have been no interactions.

3. Results and Discussion

Microbial communities play a crucial role in plant-soil systems, contributing to nu-
merous functions such as nutrient cycling, disease suppression, and plant growth promo-
tion [5,13,22]. The synergistic effects of combining different microbial strains can enhance
these benefits, offering potential for improved agricultural productivity and sustainabil-
ity [2,18,35]. However, to fully harness these benefits, rigorous testing and refinement across
various scales are essential to optimize microbial consortia for specific applications [17,52].

In the PGPM strain test and selection experiment, we observed higher plant growth
parameters in the PGPM-treated samples compared to the control. In the case of mustard
as the test plant, we observed higher, though not statistically significant, values compared
to the control for both germination rate (F(5,62) = 0.791, p = 0.56) and dry biomass (F(5,62)
=0.592, p = 0.706). The highest germination rate was associated with S3, Pseudomonas
fluorescens (RR = +38.81%), while the highest dry biomass was recorded with S1, Enterobacter
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ludwigii (RR = +30.77%) (Figure 1). The literature is lacking on seed germination on mustard
seeds treated with PGPMs, but other plants species react positively [66]; for example
other plant species (Brassica napus L., Amaranthus retroflexus L., Linum usitatissimum L.,
Panicum miliaceum L., and Rumex patientia L.) had increased biomass after P. fluorescens
treatments [67].

Mustard germination Response Ratio (%) Mustard dry biomass Response Ratio (%)
0 10 20 30 40 50 0 5 10 15 20 25 30 35
s1 30.53 s1 30.77
52 19.20 52 19.23
s3 19.27 3 7.69
54 38.81 54 11.54
S5 17.44 S5 7.69

Figure 1. Mean relative response ratios (RRs) representing the percentage change (%) based on
the comparison of results between the used strains (S1—Enterobacter ludwigii, S2—Bacillus subtilis,
S3—Pseudomonas fluorescens, S4—Kosakonia cowanii, S5—Trichorderma harzianum) against the control
(RR = (Control — Strain)/Strain x 100). (Left): mustard seed germination. (Right): mustard dry
biomass. Further information in text.

Similar conclusions can be drawn regarding the dry biomass of perennial ryegrass
(F(5,66) = 0.376, p = 0.864). There were no significant differences in the results obtained,
and the overall biomass growth differences among strains were less pronounced. S1,
Enterobacter ludwigii (RR = +9.75%), showed the highest growth compared to the control
(Figure 2). To our knowledge, no study has addressed Enterobacter ludwigii inoculation on
Lolium perenne so far. However, Zaballa et al. reported a positive effect of this bacterium on
barley biomass, and it was isolated from ryegrass [68].

Ryegrass dry biomass Response Ratio (%)

-2 0 2 4 6 8 10 12
S1 9.75
S2 -0.21
S3 -0.18
54 4.95
S5 0.44

Figure 2. Mean relative response ratios (RRs) representing the percentage change (%) based on
the comparison of results between the used strains (S1—Enterobacter ludwigii; S2—Bacillus subtilis;
S3—Pseudomonas fluorescens; S4&—Kosakonia cowanii; S5—Trichorderma harzianum) against the control
(RR = (Control — Strain)/Strain x 100). Ryegrass dry biomass. Further information in text.

Trichoderma harzianum (S5), a microscopic fungus known for its biocontrol proper-
ties [34,35], achieved the lowest RR in the tests. Therefore, its role primarily focuses on
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plant protection rather than direct crop yield enhancement, which aligns with the expected
outcome (Figure 2).

The increase in germination rate and plant biomass is promising, but the lack of
significant results indicates that further testing and validation are needed.

Soil enzyme activity and its response ratio are presented in Figure 3, showing the
results of soil FDA (fluorescein diacetate hydrolysis) activity for mustard and perennial
ryegrass. In both plant species, higher FDA activity values were consistently observed
compared to the control, indicating increased biological activity due to the treatments. The
S3 bacterial treatment was an exception to this trend. Pereira et al. found similar results for
this species, with maize test plants under water deficit conditions [69].

Ryegrass soil FDA Response Ratio (%) Mustard soil FDA Response Ratio (%)
-20 -10 0 10 20 30 40 50 -20.0 0.0 20.0 40.0 60.0 80.0
S1 15.29 S1 11.14
52 9.24 52 75.07
Ss3 -7.59 S3  -6.67
54 10.90 54 40.88
S5 42.92 S5 34.63

Figure 3. Mean relative response ratios (RRs) representing the percentage change (%) based on
the comparison of results between the used strains (S1—Enterobacter ludwigii; S2—Bacillus subtilis;
S3—Pseudomonas fluorescens; S4&—Kosakonia cowanii; S5—Trichorderma harzianum) against the control
(RR = (Control — Strain)/Strain x 100). (Left): FDA enzyme activity in inoculated ryegrass soil.
(Right): FDA enzyme activity in inoculated mustard soil. Further information in text.

Additional data for Figures 1-3 are available in the Supplementary Material.

We also conducted correlation-regression analysis between FDA enzyme activity
and measured plant characteristics. Generally, FDA showed positive correlations with all
measured plant parameters. However, these results were not statistically significant, as we
used only informative average samples due to limited soil quantity for FDA measurements
per treatment (Table 3). Manjutha et al. found a positive correlation between wheat yield
and both FDA and DHA [70].

Table 3. Correlation of FDA (fluorescein diacetate hydrolysis) enzyme activity with the examined

plant parameters.
FDA p-Value
Mustard germination% 0.29418 0.5715
Mustard dry biomass (g) 0.4300 0.4033
Perennial ryegrass dry biomass (g) 0.1331 0.8015

In the second part of the experiment, where we tested the inoculum consortium on
different soils with alginite, there were no significant differences in plant dry biomass
weight across the inoculant or alginite treatments. The results in the literature regarding
the effects of microbial combinations on plant biomass are diverse, indicating that more
research is needed to optimize inoculums [2,39]. Alginite mostly positively affects plant
biomass, but this effect is documented primarily in soils with lower pH and/or low
nutrient content [46,49]. However, dry biomass was significantly different across different
soils (F(4,34) = 9.794, p < 0.001) (Figure 4). These results indicate that the primary factor
influencing plant biomass was the type of soil used. Neither the microbial consortia
nor the alginite had a significant effect under these conditions. Despite the previously
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demonstrated positive effects on plant biomass, the combination of the strains did not
further enhance the PGP effect.

Dry biomass (g)

4
b
3.5 T b
3 a
a ¢ a
2.5 T
2 L J_ =
X ¢ X
1.5
T 1
1 1
0.5
0
Soroksar 1 Soroksar 2 Tofej Hatvan Szeghalom

Figure 4. Bean plant dry biomass (g) production across different soils (without alginite treatment).
Data include the inoculation, but the results are not separated by inoculation treatments because no
statistically significant differences were observed between them. Different letters mean statistically
significant differences. Further information in text.

Among the soils, there was a significant difference in DHA enzyme activities (F(4,34) = 14.75,
p <0.001). The effect of the inoculant on DHA was also significant (F(1,34) = 14.18, p < 0.001),
with higher values attributed to the inoculant. There was an interaction observed, where
the inoculant-treated soil had higher DHA in Toéfej (F(4,34) = 3.194, p < 0.05) (Figure 5).
There was no significant change found that could be attributed to alginite. The type of
soil continued to have the greatest influence on soil DHA, but the inoculum also showed
positive effects, indicating its overall beneficial impact on the soil-plant system.

Inoculation Soils
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Figure 5. Variation in DHA enzyme activity values in relation to the inoculant treatments and the
five different soil types and textures. (Left): effect of inoculation. (Right): effect of soils. Different
letters mean statistically significant differences. Further information in text.

Telesinski et al. [71] found that dehydrogenases (DHAs) are highly sensitive to con-
tamination with coal tar creosote, with significant variations observed in different soil types.
Abou-Zeid [72] reported significant differences in DHAs due to inoculations with PGPR
bacteria. Bandyopadhyay and Maiti [73] emphasized dehydrogenase activity as a crucial
indicator of soil functionality and disturbance, noting lower DHA functionality in coal
mine soil due to damaged microflora and reduced organic matter content. Collectively,
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these studies indicate that DHA enzyme activities can vary significantly among soils due
to pollution levels, soil types, and other influencing factors.

The main factors did not show significant effects on the MPN-based aerobic bacteria
abundance. In the comparison involving alginite, the main factors did not show significance,
but the interaction revealed that in Soroksar 1 soil, where inoculant was applied, the MPN of
the aerobic bacteria significantly decreased (F(1,24) = 12.518, p < 0.01) (Figure 6). This result
shows that alginite, which is high in clay and calcium carbonate, can alter the soil bacteria
abundance in arenosol-type soil. To our knowledge, no other study has investigated the
interaction between soil type and the effects of inoculation on bacterial abundance in
the soil.

Interaction effect of Soils and Inoculation

M Control [ Inoculated
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o 7
00
~
< Aa
%o 6.5 Aa
i)
0
o
3] 6
©
0
9
e
o
5 55
<

5

Soroksar 1 Szeghalom

Figure 6. The number of aerobic bacteria in response to the inoculant and in different two soils.
Measured on nutrient medium with the MPN method. The results are presented on a logarithmic
scale. Large capital letters indicate statistical differences between soils; small capital letters mean
statistical differences due to the inoculation on one soil. Same letters mean no statistical differences.
Further information in text.

Soil type and inoculant treatment both showed significant effects [F(4,34) = 14.81,
p < 0.001 and F(4,34) = 14.96, p < 0.001, respectively] on changes in microscopic fungal
logarithmic values (Figure 7). Kutateladze et al. also found that soil type has a major effect
on the abundance of microscopic fungi [74]. Furthermore, Gazdag et al. found that the
soil type and texture had a stronger effect on Alphaproteobaceria community composition
than farming systems [75]. The effects of PGPM inoculation on microscopic fungi are
rarely studied. Most research focuses on evaluating antifungal effects in Petri dishes and
through plant infection [19], or on synergistic effects with arbuscular mycorrhizal fungi
(AMF) and PGPR bacteria [76]. Interaction was significant between soil type and inoculants
on bean plants. In Téfej and Szeghalom soils, the inoculation resulted in microscopical
fungi abundance (F(4,30) = 8.319, p < 0.001). This indicates that fungal components, likely
primarily S5—T. harzianum, successfully survived inoculation and persisted in the soil until
the time of measurement. Therefore, it can be concluded that the fungal component of the
inoculant had the most effective impact on the most clayey soil types (soil plasticity (Ka))
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of the following soils: Téfej, 54% and Szeghalom, 57.5%). However, this contradicts the
literature, which indicates no correlation between fungal biomass and soil clay content [77].

Inoculation Soils
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Figure 7. The number of microscopical fungi in response to the inoculant and in five different soils.
Measured on sabouraud dextrose broth with MPN. The results are presented on a logarithmic scale.
(Left): effect of inoculation. (Right): effect of soils. Different letters mean statistically significant
differences. Further information in text.

In the case of comparisons involving alginite, all factors were deemed significant
(Figure 8) (soil—(F(1,24) = 62.959, p < 0.001); alginite—(F(1,24) = 17.619, p < 0.001); inoculant—
(F(1,24) = 8.195, p < 0.01), along with a relevant interaction. In treatments without al-
ginite, the effect of the inoculant on the microscopical fungi abundance was significant
(F(1,24) = 8.515, p < 0.001). There were no relevant significant effects in the case of alginite

comparisons.
Soils Alginite treatment Inoculation
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Figure 8. Changes in microscopical fungi numbers across two different soils in response to alginite
and inoculant treatments in common bean plants. Measured on sabouraud dextrose broth with MPN
method. The results are presented on a logarithmic scale. (Left): difference between soils. (Mid):
difference due to alginite treatment. (Right): difference due to inoculation. Different letters mean
statistically significant differences. Further information in text.

Both parameters were significant for spore-forming bacteria [soil (F(4,34) = 3.595,
p < 0.05), inoculum (F(1,34) = 5.929, p < 0.05)] (Figure 9), but no interaction was found.
This indicates that inoculation can boost the abundance of spore-forming bacteria in the
investigated soils overall.
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Inoculation Soils
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Figure 9. The number of spore-forming bacteria in response to the inoculant and in different five
soils. Measured on nutrient medium with the MPN method after soil samples treated at 80 °C for
20 min. The results are presented on a logarithmic scale. (Left): effect of inoculation. (Right): effect of
soils. Different letters mean statistically significant differences. Further information in text.

The inoculation effect on the composition and abundance of native soil bacterial
communities is controversial, with no clear trends observed [78,79].

There were no significant effects in the case of alginite comparisons.

We examined the decomposition of organic matter by placing 1 g of cellulose in the
soil, which was measured back at the end of the experiment. It was significant only between
the different soil types (F(4,34) = 9.794, p < 0.001). The difference between the soils probably
stems from the physical nature of the soils. The Soroksar 1 soil is sandy soil, and the
Szeghalom soil is a heavily bound, clayey soil, so it is difficult for oxygen to pass through.
Soil moisture and temperature could impair the decomposition ability of Soroksar 1 soil,
since it is sand and therefore dries out quickly, but the soil moisture was kept at the same
level in the experimental conditions (Figure 10). The effect of soil texture on the rate of
decomposition is well supported by the literature [80,81].
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Figure 10. The rate of cellulose degradation in five different soils (using a 1 g starting cellulose/pot)
during the experiment. Control and inoculated pots evaluated together, without alginite-treated pots.
Different letters mean statistically significant differences. Further information in text.

In the alginite-treated soils, cellulose degradation differed significantly between soil
types differences [F(1,24) = 101.892, p < 0.001], whereas in the absence of alginite, there
were no significant differences. In addition, cellulose loss was significantly reduced in
the pots treated with both alginite and inoculum [F(1,24) = 10.353, p < 0.01], likely due to
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the negative synergistic effects of alginite and inoculum on organic matter decomposition
(Figure 11).

Soils with alginite Inoculation without alginite Inoculation with alginite
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Figure 11. The rate of cellulose degradation in alginite and inoculant treated soils (using a 1 g
starting cellulose/pot) during the experiment. (Left): alginite treatment. (Mid): the effects of
microbial inoculation. (Right): alginite interaction with inoculation. Different letters mean statistically
significant differences. Further information in text.

4. Conclusions

This study highlights the significant potential of plant growth-promoting microorgan-
isms (PGPMs) in enhancing plant growth and soil enzyme activity across various soil types.
Specifically, strains such as Enterobacter ludwigii, Bacillus subtilis, Pseudomonas fluorescens,
Kosakonia cowanii, and Trichoderma harzianum demonstrated generally positive effects on
the growth of mustard and perennial ryegrass in controlled environments. While the effec-
tiveness of individual strains varied, their combined application significantly improved
microbial activity and soil enzyme functions across different soils.

Our findings indicate that the initial physical and chemical properties of soils play a
critical role in determining the efficacy of microbial inoculants. Clayey soils with higher
colloid content, for example, provide a more favorable environment for microbial activity,
as evidenced by higher MPN values and enzyme activity. Although the use of natural clay
minerals like alginite showed potential in improving soil conditions, further research is
needed to optimize its interaction with microbial inoculants.

Additionally, our results reveal that alginite, high in clay and calcium carbonate, could
alter the soil microbial composition, particularly in arenosol-type soils, and impact the
efficacy of inoculation treatments. For instance, while alginite treatment decreased aerobic
bacteria abundance in Soroksar 1 soil, it increased the abundance of microscopic fungi,
suggesting its complex role in modifying soil microbial dynamics.

This study also observed that inoculation significantly boosted DHA enzyme activity,
reflecting enhanced soil biological activity. However, the combination of strains did not
further enhance the plant growth-promoting effects significantly, highlighting the need for
further testing and validation.

Future research should focus on optimizing microbial strain combinations and under-
standing the specific interactions between these inoculants and various soil types. Tailored
microbial inoculant formulations could be developed to maximize their benefits in diverse
agricultural settings, thereby contributing to more sustainable and environmentally friendly
soil management practices.

In summary, while the positive effects of these microbial inoculants are promising,
further research and refinement are necessary to fully harness their potential in enhancing
plant growth and soil health in different environmental conditions.
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