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Abstract: Land degradation is a serious problem in arid regions, including in Central Asian countries.
Soybean symbiosis with rhizobia microbes has an essential role in improving crop productivity and
sustaining soil fertility in an arid environment. An experiment was conducted in light straw-colored
sierozem soils in the Syrdarya region of Uzbekistan (41.4◦ N, 64.6◦ E) under arid conditions over
the 2016–2017 and 2017–2018 growing seasons. This study aimed to assess the beneficial N fixation
(BNF) ability of soybean in association with the Bradyrhizobium R6 strain and the Bradyrhizobium
japonicum USDA110 strains and their combined effect on soil fertility and crop yield. The residues
of winter wheat and soybean improved soil structure, i.e., soil humus and N and P contents, sig-
nificantly differing from those on the soybean followed by summer fallow treatment. Furthermore,
soybean in association with dual inoculation had the highest N derived from the atmosphere (Ndfa)
(62.9 kg N ha−1), followed by individual soybean treatments with the R6 and USDA110 strains at 51.9
and 40.6 kg N ha−1, respectively. Improved soil quality positively impacted crop output, increasing
winter wheat and soybean yields by 36.5% and 34.6%, respectively. Likewise, the yield parameters,
i.e., the number of pods, weight of grain per pods, and 1000 seeds were significantly higher in the
inoculated treatment with the highest value observed in the dual-inoculated treatment. These results
suggest the insertion of soybean with symbiotic bacteria into the cropping system has considerable
potential to contribute to sustainable land management practices in arid zones.

Keywords: soybean; winter wheat; bradyrhizobium; N fixation; soil quality; salinity; yield

1. Introduction

Inappropriate crop rotation, excess use of agrochemicals, and soil mismanagement
have led to the deterioration of land and water quality in Uzbekistan, dramatically deterio-
rating soil organic structure [1]. The implemented cotton–wheat rotation system further
exacerbated the long-term problem, leading to a crop yield reduction of 20–30%. In addi-
tion to salinization, contamination by heavy metals and chemical compounds released by
agriculture seriously diminished the soil’s fertility, ecology, and physicochemical properties.
As a result, the productivity of the agricultural sector has declined, significantly affecting
the livelihoods of the population in this region, especially in rural areas.

Salinity and drought stresses are major challengers limiting crop production under
the harsh environment of Uzbekistan. These two factors may cause great yield loss in grain
legume productivity despite evolved tolerance mechanisms to abiotic and biotic stresses.
Nevertheless, the symbiotic mutualism of legume and rhizobia could enhance resistance to
abiotic and biotic stresses by promoting plant growth, nutrient uptake, and grain yield.
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Soybean (Glycine max L. (Merr)) is one of the recently introduced crops into the Uzbek
agriculture and is driven by its abiotic and biotic stress tolerance, good adaptation, and
high-quality grain characteristics. Apart from that, this crop in association with rhizobial
strains facilitates the nitrogen fixation process, thereby improving soil structure and fertility
even under extremely harsh environments. Microbial symbiosis is an important feature of
legume crops; however, effective soybean production mostly depends on the appropriate
use of inocula. This unique feature of soybean cultivation might facilitate and rejuvenate
the low-input agricultural production of arid regions, while N fixation has great potential
to maximize the profitability of the agrosystem.

The relationship between legumes and root symbiotic bacteria is vital to maintain a
balance in terrestrial ecosystems, while biologically fixed N by this symbiotic relationship
accounts for at least 70 million metric tons per year [2]. In addition to N fixation, some
Rhizobium species promote plant growth with better nutrient uptake and disease suppres-
sion [3,4], functioning as the main component of sustainable agriculture. Recent studies
also exhibited successful application of plant growth-promoting rhizobacteria (PGPR) for
soybean growth, nutrients uptake, yield and seed quality as well as physicochemical prop-
erties of soil [5]. Meanwhile, an application of PGPR enhances plant productivity due to
the production of phytohormones, enzymes, siderophores, exopolysaccharides, and other
metabolites [6]. These beneficial functions of rhizobacteria are simultaneously reflected in
reduced agrochemicals for crop production in the region [7].

Soybean cultivation as a second crop after winter wheat is not common in Uzbekistan,
although it is an integral part of climate-smart and resource-efficient sustainable technolo-
gies. Water deficiency is considered as the main constraint in this region. Furthermore,
insufficient knowledge and practices of farmers often cause land mismanagement, esca-
lating food security problems and constraining biodiversity conservation in the region.
However, the real challenges lie in the existing crop rotation and suitable crop diversity
system in the region. This system requires agricultural interventions that enable the produc-
tion of crops for food and feed through improving agronomic practices. These problems
could be solved by introducing breakthrough innovations and implementing the most
effective eco-friendly strategies such as better managing the relationship between legume
and symbiotic bacteria and prudent usage of N fixation processes in crop production.

This study’s hypothesis was the use of rhizobial inoculants for soybean cultivation
grown as a second crop after winter wheat, thereby enhancing soil fertility and crop produc-
tivity under dryland agriculture of Uzbekistan. However, to date, this sort of research has
been poorly conducted in this area, and there are many uncertainties. Therefore, this study
was conducted with the objectives of focusing on soybean cultivation after winter wheat as
an alternative source for improving soil fertility and crop production under Uzbekistan’s
arid conditions and identifying suitable bacterial inoculation for optimum grain yield and
N2 fixation.

2. Materials and Methods
2.1. The Study Area

The two-season (2016–2017 and 2017–2018 growing seasons) study was carried out
in the light straw-colored sierozem soils in the Syrdarya region of Uzbekistan (41.4◦ N,
64.6◦ E) under arid conditions. The experiment site is situated 430 m above sea level with a
predominantly harsh continental climate with 210–215 frost-free days.

Annual rainfall fluctuates at a range of 160–230 mm; the main part falls between late
winter to early spring, without benefitting the annual crops (Table 1). An average daily
temperature reaches 37 ◦C in July, and the lowest temperature is −2.3 ◦C observed in
January. The rainfall amounts did not range substantially during the experimental years,
except for the first year with an average 179.1 mm. The next two years, rainfall amounts
were almost similar, averaging 194.1 mm—2017 and 192.4 mm—2018. According to the
precipitation rates, 2016 was drier and warmer compared to the other experimental seasons.
The annual evapotranspiration level usually reaches 2000 mm, making irrigation a necessity
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for crop production. However, these climate variations are common in this region, without
substantial damage to agriculture.

Table 1. Weather data on air temperature, rainfall, and relative humidity of the study area, Sirdarya
region (2016 to 2018 growing years and long-term data).

Year
Month of the Year

Jan Feb Mar Apr May Jun Jul Aug Sep Oct Nov Dec

Air temperature (◦C)

2016 1.2 3.8 6.9 12.4 25.7 23.4 25.6 29.3 29.3 13.6 6.8 1.5
2017 −4.0 −1.2 3.5 10.3 19.8 22.3 30.4 27.8 29.7 16.7 3.7 −2.5
2018 −2.5 0.3 4.9 11.2 20.6 27.9 30.1 29.9 26.8 15.9 2.9 −1.5

Long-term average (last 50 years)

−2.3 0.2 4.5 13.9 21.3 26.4 28.0 26.0 19.4 10.7 4.0 −1.7

Rainfall (mm)

2016 35.5 33.6 30.2 16.8 20.4 1.7 0 0 3.2 7.5 8.4 21.8
2017 39.8 19.6 28.9 31.4 11.5 0.6 0 1.1 1.4 6.5 22.1 31.2
2018 32.5 20.9 26.8 29.8 16.4 1.2 0 0 1.0 9.1 21.5 33.2

Long-term average (last 50 years)

36.1 28.7 31.4 27.4 16.2 1.4 0.0 1.1 3.0 8.7 19.4 29.6

Relative humidity (%)

2016 80 68 62 43 36 28 32 29 35 49 76 77
2017 79 73 65 36 43 33 30 27 39 47 69 82
2018 76 67 60 42 43 37 35 31 33 53 79 83

Long-term average (last 50 years)

81 74 65 45 44 36 33 28 36 51 75 80

Source: Meteorological Station of Sirdarya region.

The soil in this area is characterized by a poor structure and low organic matter, ex-
hibiting 1.3–1.4 g/cm3 bulk density and 0.7–0.8% humus content (Table 2). The soil salinity
was low (EC 2.5 dS m–1), while pH showed neutral readings (6.8–6.9). The soil horizon at
0–30 and 30–50 cm depths contained total N 0.06–0.09 and 0.05–0.07%, total P 0.09–0.12 and
0.07–0.09 mg kg–1, and exchangeable potassium 180–200 and 160–175 mg kg–1, respectively.
The ground water level is around 2.5–3 m depth, but it rises up to 1 m depth during the
growing season, causing a secondary salination effect.

Table 2. Impact of soybean with rhizobium inoculation on soil physical and chemical structure.

Treatments
Soil Layer

cm
Soil Bulk

Density g/cm3

Total g/kg Mobile Forms mg/kg

Humus N P N-NO3 P2O5 K2O

Beginning of the experiment (2016 spring)

Before the experiment 0–30 1.364 ± 0.4 c 7.50 e 0.61 d 0.88 c 6.06 b 30.0 c 180 a
30–50 1.395 ± 0.2 b 7.31 f 0.47 e 0.71 e 4.32 c 28.8 c 160 c

End of the experiment (2018 autumn)

Winter wheat–Summer fallow
0–30 1.385 ± 0.7 b 7.41 e 0.57 d 0.80 d 4.55 c 28.2 c 160 c

30–50 1.449 ± 0.4 a 7.28 e 0.40 e 0.65 e 3.02 e 25.4 d 120 f

Winter wheat–Soybean 0–30 1.266 ± 0.3 e 8.25 b 0.84 b 0.95 b 5.25 b 31.4 c 160 c
30–50 1.318 ± 0.5 d 7.70 d 0.70 c 0.80 d 6.12 b 29.0 c 150 d

Winter wheat–Soybean + R6 0–30 1.267 ± 0.4 e 8.27 b 0.81 b 0.90 c 6.55 a 27.0 c 160 c
30–50 1.316 ± 0.4 d 7.70 d 0.57 d 0.85 c 4.02 d 21.0 d 140 e

Winter wheat–Soybean + USDA110 0–30 1.243 ± 0.4 f 8.31 b 0.84 b 1.00 b 6.62 a 37.8 b 160 c
30–50 1.308 ±0.6 d 7.80 d 0.60 d 0.90 c 3.07 e 28.2 c 150 d

Winter wheat–Soybean R6 + USDA110 0–30 1.226 ±0.4 h 8.50 a 1.05 a 1.15 a 6.72 a 46.0 a 180 a
30–50 1.367 ±0.3 c 8.10 c 0.90 b 1.00 b 4.05 c 27.6 c 170 b

Means marked with different letters represent significant differences (p < 0.05).
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2.2. Experiment Design

The experiment was set in Fall 2016 and arranged as a split-plot design with three
replicated blocks. Some 1 m-wide buffers were maintained between blocks and plots to
avoid any chance of contamination. The main factor was winter wheat and soybean rotated
cultivation system. Subplots included three rhizobial treatments plus control. The main
plot size was 24 m (width) by 36 m (length), and the subplot size was 4 m (width) by 12 m
(length). A row space was 0.5 m, consisting of eight rows per plot. Data collection was not
conducted in the two outer rows to exclude external effects, and the six internal rows were
subjected to plant and soil sampling.

The soybean cultivar ‘Orzu’ was planted at a seeding rate of 60 kg ha−1, and the winter
wheat cultivar ‘Turon’ was seeded at rate of 200 kg ha−1. After planting winter wheat
in October, the experiment area was irrigated with a norm of 1100–1200 m3 hectare−1 by
surface furrow irrigation. Irrigation was conducted two to three more times depending on
the climate in the next year’s spring with the same norm. Winter wheat was harvested in
the middle of June in both years. Soybean was planted in the second part of June. Soybean
was irrigated three times with approximately 950–1050 m3 ha−1 at each irrigation and
equally for all experiment plots during the vegetation season. This early-ripening soybean
variety was harvested in the middle of October each year.

Inorganic sources of N, P, and K in the forms of ammonium nitrate (34%), super-
phosphate (17%), and muriate of potash (52%) were applied in the experimental plots.
Recommended doses of N, P (P2O5), and K (K2O) were 200:140:140 kg ha−1 for winter
wheat and 100:60:40 kg ha−1 for soybean. These fertilization applications were split into
three portions, allowing better nutrient uptake of each crop.

Agronomic measures developed during many years for this region such as weeding,
plant protection, and irrigation were delivered equally to all plots.

2.3. Chemical Analysis of Soil and Plant Samples

Soil samples collected at 0–30 and 30–50 cm soil layers in sealable plastic bags at the
beginning and end of the experiment were subjected to chemical analysis. The soils were
air-dried for two weeks at room temperature, ground, and sieved through a 2 mm mesh.

Soil salinity and alkalinity were determined with pH and EC meters at a 1:5 ratio of
soil and distilled water as described in the USDA method [8]. The mixture of 10 g of soil
and 50 mL of distilled water in a 100 mL beaker was shaken by hand every half hour for
30 s. After, the extract was obtained, and the EC was measured by a conductivity meter
(WTW, Cond 315i), and the pH readings were taken by a pH meter (Oakton pH 5).

Soil physical characteristics were analyzed with standard methods developed by Ryan,
Estefan, and Rashid [9]. In addition, the distillation method proposed by Tyurin and
Lancaster [10] was used to detect soil organic matter [11].

The total nitrogen difference (TND) method was used in calculating N fixed by soybean
from the atmosphere (Ndfa). In this method, Ndfa was determined by deducting the total
N of the nonfixing (noninoculated) soybean from the total N accumulated by the nitrogen-
fixing (inoculated) soybean [12].

Ndfa TND (kg ha−1) = N acc Fixing Soybean (kg ha−1) − N acc Nonfixing Soybean
(kg ha−1). Using the TND method, the N balance in Nfix of the whole plant, i.e., shoots
and sampled roots, was calculated.

2.4. Rhizobial Strains

Bradyrhizobium R6 and Bradyrhizobium japonicum USDA110 strains were maintained on
yeast mannitol agar (YMA) slants inside a freezer at a temperature of −80 ◦C as proposed by
Somasegaran and Hoben [13] at the Biotechnology Department of Tashkent State Agrarian
University, Tashkent, Uzbekistan.

The bacterial strains were cultured in a Yeast Extract Mannitol broth (YEM) medium
inside a shaker at 28 ◦C. A spectrophotometer was used to detect the bacterial strains’
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multiplication process every after 24, 48, and 72 h. The bacterial strains were grown until
an approximate 109 CFU mL–1 concentration.

Before inoculation of soybean seeds, sterilized farmyard manure as a carrier material
was separately mixed with the selected strains at a 1:1 proportion (100 g carrier material and
100 mL suspension). After sterilization of soybean seeds with 10% sodium hypochlorite
solution for 5 min, these seeds were thoroughly washed with sterile, distilled water. Then,
the soybean seeds were mixed with the bacteria carrier composition under shade directly
before sowing. In the case of coinoculation, the test strains were mixed in equal proportion
and further mixed with the carrier material.

2.5. Plant Growth and Yield Components

Three plants from each plot were randomly selected and sampled at the flowering
stage. The fresh plant samples were oven-dried at 65 ◦C for 72 h until reaching a constant
weight. Total nitrogen in plant samples was determined by the Kjeldahl method [14].
Phosphorous content was analyzed by the standard HClO4 digestion method proposed by
Bowman [15], whereas potassium was identified by a flame photometer (model Carl-Zeiss,
Jena, Germany) as described by Horneck and Hanson [16] and calculated as percentages.

Wheat grain yield was measured at 1 m2 in each plot after harvesting by hand when
the standard moisture content was 14% of fresh weight. Before harvesting, spike length
and weight were detected from three points in each plot. Accordingly, the average number
of spikes per m2, grains per spike, and weight of 1000 seeds were determined by counting.
Root residues amounts were determined on 1 square meter after digging out available
roots from three points in each plot, and then the average ton per hectare was calculated.
Accordingly, the weight of clean, dry residues was expressed on a per hectare basis.

2.6. Statistical Analysis

Data obtained during the two-season experiment were subjected to analysis of vari-
ance with Anova (CropStat) program (International Rice Research Institute, Los Baños,
Philippines). Winter wheat and soybean cultivars and rhizobia strains were considered
as fixed effects, while random effects were replication (block), year, and interactions with
year. The year effect was not significant, which allowed for pooling the values before the
statistical analysis.

3. Results
3.1. Impact of Soybean Cultivation with Rhizobium Inoculation on Soil Structure

Soil physical and chemical structures were significantly higher when soybean was cul-
tivated with dual inoculation after winter wheat compared to other treatment combinations
(Table 2). Soil 0–30 and 30–50 cm layers exhibited 1.364 and 1.395 g cm−3 soil bulk density,
respectively, at the beginning of the experiment. Slight soil compaction with values of 1.385
and 1.449 g cm−3 was detected at 0–30 and 30–50 cm soil layers, respectively, under the
trial of winter wheat with a subsequent summer fallow. Soybean cultivation after winter
wheat decreased soil bulk density considerably in all treatments, regardless of rhizobium
inoculation. However, a decrease in soil bulk density was more pronounced in the bacterial
inoculated treatments, especially under the coinoculated treatments ranging between 1.226
and 1.367 g cm−3.

As expected, soybean grown after winter wheat contributed to enhancing residue
input in the soil, although the highest indicators were received after the coinoculation
measures (Table 3).
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Table 3. Straw and root residues (averaged across 2016–2017 and 2017–2018 growing seasons).

Treatments

Winter Wheat Soybean Total Straw
and Root
Residues

ton/ha

Straw Residue
ton/ha

Root Residue
ton/ha

Total
ton/ha

Straw Residue
ton/ha

Root Residue
ton/ha

Total
ton/ha

Winter wheat–Summer fallow 0.78 d 2.15 d 2.93 d - - - 2.93 d
Winter wheat–Soybean 0.83 c 2.67 c 3.50 c 0.22 b 1.04 c 1.26 c 4.76 c

Winter wheat–Soybean + R6 0.96 b 2.65 c 3.61 b 0.25 b 1.20 b 1.45 b 5.06 b
Winter wheat–Soybean +

USDA110 0.98 b 2.73 b 3.71 b 0.25 b 1.23 b 1.48 b 5.19 b

Winter wheat–Soybean R6 +
USDA110 1.16 a 3.25 a 4.41 a 0.45 a 1.43 a 1.88 a 6.29 a

Means marked with different letters represent significant differences (p < 0.05).

Rhizobium inoculations significantly enhanced soybean residue weights as well as
total residues. Soybean cultivation after winter wheat yielded 4.76 t ha−1 total residues,
exhibiting a 62.5% increase over the winter wheat–summer fallow treatment. While soybean
inoculation with R6 and USDA110 strains showed further increases of 6.3 and 9.03%,
respectively, as compared to the winter wheat–soybean without inoculation treatment,
the difference was not significantly different among the rhizobium-inoculated treatments.
The greatest value of total residue mass was observed when soybean was coinoculated
with the tested strains, showing a 114.7% increase (6.29 t ha−1) as compared to the winter
wheat–summer fallow treatment.

Taken together, the tested crops’ residues impacted positively on the soil’s physical
and chemical parameters, although the highest values were observed in the treatment of
soybean cultivation with rhizobium coinoculation.

3.2. Nutrients Returned to the Soil with the Residues of Wheat and Soybean

Soybean cultivation with the inoculated bacterial strains resulted in higher N, P, and
K amounts returned to the soil by the crop residues than those in the control treatment
(Table 4). According to the results, soybean cultivation after winter wheat substantially
enhanced the amount of nutrients returned to the soil by 128.4%; 134.1%, and 228.2% for N,
P, and K, respectively.

Table 4. Nutrients returned to the soil by crop residues and Ndfa (averaged across 2016–2017 and
2017–2018 growing seasons).

Treatments

Nutrients Returned with Winter
Wheat Residues kg/ha

Nutrients Returned with Soybean
Residues kg/ha Ndfa

kg/ha
Total Nutrient Amount kg/ha

N P K N P K N P K

Winter wheat–Summer fallow 18.3 d 8.2 d 10.3 d - - - - 18.3 e 8.2 d 10.3 c
Winter wheat–Soybean 21.7 c 9.4 c 12.9 c 20.1 c 9.8 b 20.9 b - 41.8 d 19.2 c 33.8 b

Winter wheat–Soybean + R6 22.4 b 10.2 b 13.4 b 23.9 b 9.7 b 20.7 b 40.6 c 86.9 c 19.9 c 34.1 b
Winter wheat–Soybean +

USDA110 22.4 b 10.8 b 13.4 b 24.4 b 9.9 b 21.2 b 51.9 b 98.7 b 20.7 b 34.6 b

Winter wheat–Soybean R6+
USDA110 29.2 a 11.9 a 16.3 a 27.5 a 11.3 a 24.2 a 62.9 a 119.6 a 23.2 a 40.5 a

Means marked with different letters represent significant differences (p < 0.05).

N2 fixation efficiency (Ndfa) was significantly greater in the soybean coinoculated
treatment followed by individual treatments with the USDA110 and R6 strains. These
values were eventually reflected in the nutrient amounts returned to the soil. The use of
R6 exhibited 374.9% higher N, 142.7% higher P, and 231.1% higher K in the residues of
the tested crops as compared to the control treatment. The application of USDA110 for
soybean inoculation significantly enhanced the N, P, and K contents by 439.4%, 152.4%,
and 235.9% as compared to the control treatment. Furthermore, the combined use of R6
and USDA110 further exerted the beneficial effect, resulting in 553.6% higher N, 182.9%
higher P, and 293.2% higher K when compared with the control treatment. Particularly, the
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treatment with the coinoculation of R6 and USDA110 was found to be the most effective
for returning P, N, and K nutrient elements to the soil.

3.3. Impact of Soybean with Rhizobium Inoculation on Crops Yield

Both crops produced high yields due to soybean cultivation as a follow-up crop
(Tables 5 and 6). Moreover, soybean inoculation with the tested Rhizobium strains further
enhanced the beneficial effect. The results show that soybean cultivation significantly in-
creased wheat growth and yield parameters, i.e., grain weight per spike by 18.8%, 1000 seed
weight by 3.1%, straw biomass by 12.1%, and grain yield by 18.7% as compared to the
control.

Table 5. Straw biomass and grain yield of winter wheat (averaged across 2016–2017 and 2017–2018
growing seasons).

Treatments Straw Biomass
dT/ha

Grain Weight per
Spike g

Weight of
1000 Seeds g

Grain Yield
dT/ha

Winter wheat–Summer fallow 75.4 ± 0.6 d 1.6 c 42.5 c 50.4 ±0.8 d
Winter wheat–Soybean 84.5 ± 1.1 c 1.9 b 43.8 b 59.8 ±0.1 c

Winter wheat–Soybean + R6 87.6 ± 1.2 b 1.9 b 44.5 a 65.4 ±0.4 b
Winter wheat–Soybean +

USDA110 89.4 ± 1.3 b 2.0 a 44.9 a 66.2 ±0.5 b

Winter wheat–Soybean R6 +
USDA110 91.5 ± 1.2 a 2.0 a 45.2 a 68.8 ±0.2 a

Means marked with different letters represent significant differences (p < 0.05).

Table 6. Soybean yield (averaged across 2016–2017 and 2017–2018 growing seasons).

Treatments Number of Pods per
Plant Piece

Weight of Grain per
Pod g

Weight of
1000 Seeds g

Soybean Yield
dT/ha

Winter wheat–Summer fallow - - - -
Winter wheat–Soybean 43.0 ± 0.7 c 0.29 c 95 c 21.7 ±0.2 d

Winter wheat–Soybean + R6 46.6 ± 0.6 b 0.30 b 101 b 24.9 ±0.6 c
Winter wheat–Soybean +

USDA110 47.0 ± 0.7 b 0.31 b 102 b 26.9 ±0.6 b

Winter wheat–Soybean R6 +
USDA110 50.1 ± 0.6 a 0.35 a 105 a 29.2 ±0.4 a

Means marked with different letters represent significant differences (p < 0.05).

Individual application of R6 and USDA110 further enhanced the yield attributes of
wheat, indicating 18.8–25.0% higher grain weight per spike, 4.7–5.6% higher weight of
1000 seed, 16.2–18.6% higher straw biomass, and 29.8–31.3% higher grain yield, respectively
than those in the control treatment.

Furthermore, the coinoculation of these bacterial strains surpassed the individual
applications. The coaddition of the bacterial strains substantially increased grain weight
per spike by 25%, weight of 1000 seed by 6.4%, straw biomass by 21.4%, and grain yield by
36.5% as compared to the control treatment values.

A similar increasing trend of yield attributes due to individual and especially combined
inoculations was observed in soybean. The coinoculation of the tested strains was very
effective for yield parameters, enhancing the number of pods by 16.5%, number of grains
in each pod by 14.3%, pod weight by 20.7%, weight of 1000 seeds by 10.5%, and grain yield
by 34.6% as compared to the noninoculation treatment.

Overall, the coinoculation of soybean with the bacterial strains proved very effective in
improving yield attributes and crop biomass, which was reflected in the nutrients returning
to the soil in the form of residues and could be the best choice for enhancing agricultural
inputs.
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4. Discussion

Having intercropped with grain legumes, a follow-up crop benefits from enhanced
soil N and organic matter, which in turn may result in vigorous plant growth and high
yield [17,18]. Apart from these advantages, this cropping system reduces the amount of
chemical fertilizers, impacting positively on long-term agricultural sustainability [19]. In
light of this background, the field experiments were maintained for the two seasons of
double cropping with winter wheat followed by early-ripening soybean.

Returning root and shoot residues to the soil might be the main reason for the im-
provement of soil bulk density and simultaneously of soil physical and chemical structures.
The softening of soil bulk density is directly associated with soil biological processes, i.e.,
aeration, mineralization, and bacterial and enzyme activities. On the other hand, soil
physical structure significantly deteriorated under the winter wheat plus summer fallow
treatment with enhancing soil bulk density. Moreover, soybean cultivation after winter
wheat significantly improved soil humus and N and P contents. Especially, Rhizobium
inoculations of soybean tended to increase considerably the above-mentioned soil quality
parameters compared to the control treatment, but the highest values were observed under
the coinoculated treatment. There were recent studies showing crop residue input at the
upper depth of soil have many advantages, including slowing the nutrient mineralization
process, controlling salt accumulation, and enhancing salt leaching [20,21]. The knowledge
on nutrients returned to the soil as crop residues and improved soil physical–chemical prop-
erties is vital to maintain a balance within soil biological processes as well as to optimize
crop yield [22].

There are many requirements for isolates of Rhizobium and Bradyrhizobium genera to
be used for the inoculation of legumes such as well nodulation, N fixation, tolerance to
abiotic and biotic stresses. These characteristics are a great asset for the use of rhizobium
inoculation for soybean production under low-input production systems as the main source
of N. The winter wheat followed by summer fallow treatment accumulated the lowest
quantity of N (18.3 kg N ha−1) due to the lowest root and shoot residues left in the soil.
However, the N accumulation substantially enhanced up to 41.8 kg N ha−1 when soybean
cultivation was arranged after winter wheat. The bacterial strains’ individual application
promoted the N accumulation process, indicating 86.9 and 98.7 kg N ha−1 for R6 and
USDA110, respectively. The highest the N accumulation (119.6 kg N ha−1) was obtained
after coinoculation of the bacterial strains. This is explained by the fact that 47 to 53% of
this nitrogen was mobilized from the atmosphere, while other parts came from shoot and
root residues.

Soybean plants inoculated with the bacterial species had higher biomass production;
under the coinoculated treatment the effect was especially obvious. Likewise, the soy-
bean yield parameters, i.e., number of pods, weight of 1000 seeds, and grain yield were
significantly higher in the inoculated treatments, with the highest value observed in the
dual-inoculated treatment. Compared to the winter wheat–soybean treatment, the bacterial
inoculations increased soybean yield by 14.6, 23.9, and 34.6% under R6, USDA110, and R6
+ USDA110 strain usage, respectively These results suggest that using microbial inoculants
as an eco-friendly approach can nourish soils by enhancing nutrient availability, thereby
enhancing the efficiency within agriculture cropping systems. Considerable difference of
plant performance is highly likely associated with the improvement of nutrition under the
soybean inoculated treatments and the strong dependence of the plant species on nutrient
availability [23]. This proactive approach may substitute chemical fertilizers usage with
different combinations of microbial inoculations [24].

Inoculated soybean cultivation triggered biomass accumulation and yield attributes
in wheat as well. For instance, the yield of succeeding winter wheat increased by 18.7%,
29.8%, 31.1%, and 36.5%, respectively, after noninoculated soybean, soybean + R6, soybean
+ USDA110, and coinoculated soybean cultivation. Similarly, in recent years, several
researchers pointed out the positive impact of legumes on enhancing the productivity of
subsequent crops by the increased availability of nutrients [25,26].
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Our work supports the development of an integrated crop rotation system with mi-
crobial application that provides efficient nutrients and water management, enhances soil
quality and crop yield, and maintains sustainable agricultural management. The improve-
ment of the double cropping systems with the ambition to push forward the concept of
biological approaches, such as the formulation and use of new efficient inoculants, can be
very profitable and significantly increase crop productivity in arid regions [27,28]. The in-
troduction and scaling up of climate-smart agrotechnologies require a huge effort especially
under harsh environments, but these spent resources will pay off in the long term.

5. Conclusions

This study showed that soybean cultivation with rhizobium inoculation after winter
wheat is an effective strategy that improves basic soil productivity and alleviates food
security-related challenges. Under the coinoculated bacterial treatment of soybean, the
agronomic performances of these two tested crops were higher than any of the tested
treatments, exhibiting an apparent positive effect of this arrangement in arid conditions.
Moreover, coinoculated soybean greatly enriched soil nutrient (NPK) content, while gradu-
ally increasing the fertility of soil prone to salt stress.

The potential of rhizobium coinoculation in soybean production is a vital indicator for
the recommendation and adoption in degraded soils of Uzbekistan that might be inserted
into the double-cropped farming system to optimize agricultural production in arid regions.

Author Contributions: Conceptualization, F.N.; methodology, F.N., B.K. and K.W.P.; software, A.K.;
formal analysis, A.K. and M.A.; investigation, F.N., A.K., B.K. and K.A; resources, S.I. and K.W.P.; data
curation, K.A.; writing—original draft preparation, F.N. and B.K.; writing—review and editing, B.K.;
supervision, K.W.P.; project administration, F.N. All authors have read and agreed to the published
version of the manuscript.

Funding: This study was funded by the Ministry of Agriculture of the Republic of Uzbekistan (grant
number A051) and the Fulbright scholarship awarded to B.K.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Allanov, K.; Sheraliev, K.; Ulugov, C.; Ahmurzayev, S.; Sottorov, O.; Khaitov, B.; Park, K.W. Integrated Effects of Mulching

Treatment and Nitrogen Fertilization on Cotton Performance under Dryland Agriculture. Commun. Soil Sci. Plant Anal. 2019, 50,
1907–1918. [CrossRef]

2. Herridge, D.F.; Peoples, M.B.; Boddey, R.M. Global inputs of biological nitrogen fixation in agricultural systems. Plant Soil 2008,
311, 1–18. [CrossRef]

3. Albareda, M.; Dardanelli, M.S.; Sousa, C.; Megıas, M.; Temprano, F.; Rodrıguez-Navarro, D.N. Factors affecting the attachment of
rhizospheric bacteria to bean and soybean roots. FEMS Microbiol. Lett. 2006, 259, 67–73. [CrossRef] [PubMed]

4. Ntambo, M.S.; Chilinda, I.S.; Taruvinga, A.; Hafeez, S.; Anwar, T.; Sharif, R.; Chambi, C.; Kies, L. The effect of rhizobium
inoculation with nitrogen fertilizer on growth and yield of soybeans (Glycine max L.). Int. J. Biosci. 2017, 10, 163–172.

5. Aserse, A.A.; Markos, D.; Getachew, G.; Yli-Halla, M.; Lindström, K. Rhizobial inoculation improves drought tolerance, biomass
and grain yields of common bean (Phaseolus vulgaris L.) and soybean (Glycine max L.) at Halaba and Boricha in Southern Ethiopia.
Arch. Agron. Soil Sci. 2020, 66, 488–501. [CrossRef]

6. Garcia, J.; Schmidt, J.E.; Gidekel, M.; Gaudin, A.C. Impact of an antarctic rhizobacterium on root traits and productivity of
soybean (Glycine max L.). J. Plant Nutr. 2021, 44, 1818–1825. [CrossRef]

7. Khaitov, B.; Vollmann, J.; Pyon, J.Y.; Park, K.W. Improvement of Salt Tolerance and Growth in Common Bean (Phaseolus vulgaris
L.) by Co-Inoculation with Native Rhizobial Strains. J. Agric. Sci. Technol. 2020, 22, 209–220.

8. USDA-Natural Resources Conservation Service. Soil Survey Laboratory Information Manual; Burt, R., Ed.; Soil Survey Investigations
Report No. 45; Version 2.0.; Aqueous Extraction, Method 4.3.3.; USDA-NRCS: Lincoln, NE, USA, 2011; p. 167.

9. Ryan, J.; Estefan, G.; Rashid, A. Soil and Plant Analysis Laboratory Manual, 2nd ed.; International Center for Agricultural Research
in the Dry Areas (ICARDA): Allepo, Syria, 2001.

10. Labconco, C. A Guide to Kjeldahl Nitrogen Determination Methods and Apparatus; Labconco Corporation: Houston, TX, USA, 1998.

http://doi.org/10.1080/00103624.2019.1648496
http://doi.org/10.1007/s11104-008-9668-3
http://doi.org/10.1111/j.1574-6968.2006.00244.x
http://www.ncbi.nlm.nih.gov/pubmed/16684104
http://doi.org/10.1080/03650340.2019.1624724
http://doi.org/10.1080/01904167.2021.1884704


Agriculture 2022, 12, 855 10 of 10

11. National Institute of Agricultural Science and Technology. Methods of Analysis of Soil and Plant; NIAST (National Institute of
Agricultural Science and Technology): Suwon, Korea, 2000.

12. Danso, S.K.A. Assessment of biological nitrogen fixation. Fertil. Res. 1995, 42, 33–41. [CrossRef]
13. Somasegaran, P.; Hoben, H.J. Methods in Legume-Rhizobium Technology; NifTAL Project and MIRCEN; Department of Agronomy

and Soil Science, Hawaii Institute of Tropical Agriculture and Human Resources, College of Tropical Agriculture and Human
Resources, University of Hawaii: Paia, Maui, HI, USA, 1985; 365p.

14. Horneck, D.A.; Miller, R.O. Determination of total nitrogen in plant tissue. In Handbook or Reference Methods for Plant Analysis;
CRC Press: Boca Raton, FL, USA, 1998; pp. 75–83.

15. Bowman, R.A. A rapid method to determine total phosphorus in soils. Soil Sci. Soc. Am. J. 1988, 52, 1301–1304. [CrossRef]
16. Horneck, D.A.; Hanson, D. Determination of Potassium and Sodium by Flame Emission Spectrophotometry. In Handbook of

Reference Methods for Plant Analysis; CRC Press: Boca Raton, FL, USA, 1998; pp. 153–155.
17. Ibragimov, N.; Djumaniyazova, Y.; Khaitbaeva, J.; Babadjanova, S.; Ruzimov, J.; Akramkhanov, A.; Lamers, J. Simulating Crop

Productivity in a Triple Rotation in the Semi-arid Area of the Aral Sea Basin. Int. J. Plant Prod. 2019, 12, 273–285. [CrossRef]
18. Passioura, J.B.; Angus, J.F. Improving productivity of crops in water-limited environments. Adv. Agron. 2010, 106, 37–75.
19. Lemessa, F.; Wakjira, M. Cover crops as a means of ecological weed management in agroecosystems. J. Crop Sci. Biotechnol. 2015,

18, 123–135. [CrossRef]
20. Dass, A.; Bhattacharyya, R. Wheat residue mulch and anti-transpirants improve productivity and quality of rainfed soybean in

semi-arid north-Indian plains. Field Crops Res. 2017, 210, 9–19. [CrossRef]
21. Zhao, Y.; Pang, H.; Wang, J.; Huo, L.; Li, Y. Effects of straw mulch and buried straw on soil moisture and salinity in relation to

sunflower growth and yield. Field Crops Res. 2014, 161, 16–25. [CrossRef]
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