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Abstract: Cadmium stress significantly decreases agricultural productivity worldwide. Plant growth-
promoting rhizobacteria (PGPR) are eco-friendly and inexpensive tool for mitigating heavy metal
stress in crops. We isolated rhizospheric bacteria and screened them for various plant growth-
promoting (PGP) traits as well as Cd tolerance. Only 6 bacterial isolates out of 55 assessed showed
multiple PGP traits in response to different Cd concentrations. The Bacillus cereus ALT1 strain showed
high tolerance to increased Cd amounts in the culture medium, while secreting indole-3-acetic
acid (IAA) and organic acids into the culture medium. High Cd concentrations (0.7 mM, 1.4 mM,
and 2.1 mM) reduced soybean shoot and root length, root/shoot fresh and dry weight, as well as
chlorophyll content; however, inoculation with the bacterial isolate ALT1 mitigated Cd stress and
enhanced both soybean growth parameters and chlorophyll content. It also decreased abscisic acid
(ABA) amounts, enhanced salicylic acid (SA) production, and promoted antioxidant response by
increasing total proteins (TP) and superoxide dismutase (SOD), while decreasing glutathione (GSH)
content, lipid peroxidation (LPO), peroxidase (POD), superoxide anion (SOA), and polyphenol
oxidase (PPO) in soybean plants. In addition, inductively coupled plasma mass spectrometry (ICP-
MS) showed that soybean plants treated with the bacterial isolate ALT1 enhanced K uptake and
decreased Cd amounts in comparison to control plants. The present study reveals that Cd-tolerant
bacterial isolate ALT1 can alleviate Cd toxicity on plants by increasing their growth, thus imposing
itself as an eco-friendly bio-fertilizer under Cd stress.

Keywords: cadmium stress; Bacillus cereus ALT1; hormonal and antioxidant regulation; soybean

1. Introduction

Heavy metals are widespread pollutants in the surface soil layer and represent one of
the world’s major environmental problems posing considerable risk to agricultural crops [1].
Geological and anthropogenic activities further increase heavy metals’ concentration in
soil to the levels that are harmful to both plants and animals [2,3]. Among them, Cd
belongs to most toxic heavy metals that lead to decrease of crop productivity [2,4]. Many
vegetable crops accumulate Cd in their tissues which can cause severe developmental
disruptions [5]. Cd causes numerous morphological, physiological, biochemical, and
phytochemical changes in plants [2]. Morphological and physiological changes are visible
through all growth stages such as germination, seedling development, vegetative phase
and maturation [6–8]. Biochemical and phytochemical change include either inhibition
or activation of cytoplasmic enzymes, modulation of phytohormones, photosynthesis
pigment depletion, and cell structure damaging due to accumulation of reactive oxygen
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species [9,10]. Moreover, due to divalent nature of Cd, it competes and interferes with
other essential nutrients, such as potassium, and decreases their uptake [11]. It is reported
that K might be considered a candidate for Cd detoxification in crop plants because Cd
and K present antagonistic behavior in soybean [11]. Moreover, K is involved in protein
and amino acids’ synthesis, as well as in photosynthesis of plants growing under either
normal or stressful conditions [12].

Several physiochemical and biological remediation methods have been employed
in order to remove heavy metal pollutants from the fields [9]. However, these methods
are rather expensive, time-consuming and may lead to accumulation of more complex
secondary pollutants reducing the soil fertility that has been restored through physiochem-
ical methods [13,14]. Therefore, the use of either metal-immobilizing or metal-tolerant
plant growth-promoting (PGP) bacteria for helping plants to cope with heavy metal stress
stimulates growth and reduces metal accumulation within the plant tissues. During the
last two decades, a number of Cd-tolerant bacterial strains showing PGP traits have been
described. They belong to several bacterial genera: Klebsiella [15,16], Enterobacter [2,9],
Bacillus [2,17], Serratia [17], Mycobacterium [18], Ochrobactrum [19], Pseudomonas [1,13], and
Flavobacterium [20]. Recently, legumes associated with plant growth promoting bacteria
have been employed for bioremediation of both organic and metal pollutants. It has
been reported that Pseudomonas sp., Bacillus sp., Klebsiella sp., and Enterobacter sp. can
promote growth and decrease uptake and translocation of Cd in Solanum nigrum [1],
Eruca sativa [13], Zea mays [2,17], and Oryza sativa [15,16]. Moreover, metal resistant and
growth-promoting bacteria enhance plant vigor in metal-polluted sites by producing plant
hormones, siderophores, and organic acids [9,21]. Hence, soil bacteria having such a
dual role can be highly useful for application in heavy metal-contaminated agriculture
fields [15].

Soybean (Glycine max L.) is one of the most important crop plants worldwide to obtain
both seed proteins and oil [22,23]. It has been recorded that Cd stress significantly affected
growth parameters of soybean plants [24]. In addition, there are numerous reports on re-
duced crop growth and development caused by Cd stress in: rice [3,16,25,26], ryegrass [27],
switchgrass [28], tomato [21], Eruca sativa [13], and maize [2]. Cadmium-tolerant PGPB
can enhance plant growth and development; however only few studies have examined a
possible effect of rhizobia on both PGP and Cd-tolerant traits on soybean. Therefore, the
objectives of the present study are to explore the role of phytohormone-producing bacterial
strain ALT1 of Bacillus cereus on soybean (Glycine max L.) seedlings grown under different
Cd stress and to develop biologically safe strategy for its mitigation which would employ
phytohormones and secondary metabolites in order to contribute to general knowledge
about possible benefits of PGPR on plant growth and development.

2. Materials and Methods
2.1. Bacterial Isolation, Screening, and Identification

Rhizospheric bacteria were collected and isolated from Pohang beach, South Korea.
All the isolates were assessed for different PGP traits such as indole-3-acetic acid, phosphate
solubilization, EPS production and Cd stress. For IAA production, Salkowski reagent was
used according to Khan et al. [8], while for EPS production a detailed method reported
by Yu-Na et al. [29] was followed. Cadmium applied in the following concentrations:
0 mM, 0.5 mM, 1 mM, 1.5 mM, 2 mM, and 2.5 mM was added to LB media. Media were
autoclaved and inoculated with 0.1 mL of culture aliquot in 15 mL LB broth and kept
in shaking incubator at 30 ◦C. After 6 h, the optimal density was measured spectropho-
tometrically at the wave-length of 600 nm. Based on bacterial survival curve their best
performance, isolate ALT1 was selected for further experimentation and identification.
For the latter, genomic DNA and 16S rRNA-specific primers were used and amplifica-
tion was performed according to the protocol described by Khan et al. [7]. NCBI BLAST
(https://blast.ncbi.nlm.nih.gov/Blast.cgi (accessed on 15 December 2020)) and EzTaxon
(https://www.ezbiocloud.net/ (accessed on 15 December 2020)) were used to determine

https://blast.ncbi.nlm.nih.gov/Blast.cgi
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the homology of different nucleotide sequences of the selected isolate, while MEGA 6.1
software was used for phylogenetic analysis.

2.2. ALT1 Isolate Produces IAA and Organic Acids

Bacterial strain ALT1 was cultured in LB medium for 5 days. The culture medium was
centrifuged at 10,000× g rpm for 10 min and the supernatant was analyzed for IAA and
organic acids’ content. For IAA, the detailed method reported by Khan et al. [7] was used in
a way to acidify the culture filtrate to pH 2.8 and supplement it with 50 µL of IAA internal
standard (D5-IAA), methylate, and inject it into a gas chromatography mass spectrometry
(GC/MS) system. For organic acids’ analysis, 10 µL of a sample was analyzed by high-
performance liquid chromatography [Waters 600E; column: RSpak KC-811(8.0 × 300 mm);
eluent: 0.1% H3PO4/H2O; flow rate: 1.0 mL/min; temperature: 400 ◦C]. For detecting
the presence of organic acids, retention times and peaks areas in chromatograms were
compared with the standards purchased from Sigma-Aldrich, USA [30].

2.3. Plant Growth Conditions

Soybean seeds were collected from the Soybean Genetic Resource Center (Kyung-
pook National University, Daegu, Korea). They were surface-sterilized with 2.5% sodium
hypochlorite for 15 min and washed thrice with autoclaved double-distilled water. The
sterilized seeds were placed into plastic trays filled with horticulture substrate comprised
of: coco peat (45–50%), perlite (35–40%), peat moss (10–15%), and zeolite (6–8%), sup-
plemented with NO3 (∼0.205 mg/g), K2O (∼0.1 mg/g), NH4

+ (∼0.09 mg/g), and P2O5
(∼0.35 mg/g) [6]. The seedlings were cultivated in a growth chamber, with the constant
temperature of 25 ◦C–30 ◦C. At the VC stage (unrolled unifoliate leaves), equally-sized
seedlings were selected and transferred to plastic pots filled with the same horticulture soil
used for germination. After transplantation, 50 mL ALT1 suspension (4.0 × 108 cfu/mL)
was supplied by drench method, while distilled water was used for control during 2 weeks.

The soybean seedlings were subjected to cadmium stress by applying CdSO4 × H2O
in the following concentrations: 0.7 mM, 1.4 mM, and 2.1 mM. They were further inoc-
ulated with PGPR (Bacillus cereus, strain ALT1) through eight treatments. Experimental
treatment design included: (A) control plants (water only), (B) bacterial inoculum, (C) treat-
ment 1 (0.7 mM Cd with or without bacterial inoculum), (D) treatment 2 (1.4 mM Cd
with or without bacterial inoculum), and (E) treatment 3 (2.1 mM Cd with or without
bacterial inoculum). Plants were grown for 3 weeks and, subsequently, growth parameters
(root/shoot length), biomass (fresh/dry weight), and chlorophyll content were measured
using chlorophyll meter 300 (ADC BioScientific Ltd., Herts, England). The harvested plants
were immediately frozen in liquid nitrogen and transfer to −80 ◦C. Samples were kept
in freeze dryer for further analysis. For chlorophyll a and b, and total carotenoids, the
detailed method reported by Khan et al. [10] was followed. Their content was measured
spectrophotometrically at the wave-lengths of 663 nm, 465 nm, and 480 nm, respectively.

2.4. Endogenous Abscisic Acid and Salicylic Acid Quantification

Endogenous ABA was quantified and extracted from soybean aerial parts (freeze-dried
plant samples, 0.3 g) according to Khan et al. [31] and a chromatograph was run using the
Me-[2H6]-ABA standard. For detection, the fraction was methylated with diazomethane
and ABA was quantified using GC–MS system (6890N Network Gas Chromatograph,
Agilent Technologies). For quantification Lab-Base, (Thermoquest Corporation; Manchester,
UK) data system software were used to monitor signal ions (m/z 162 and 190 for Me-ABA
and m/z 166 and 194 for Me-[2H6]-ABA) (Table S1). For SA analysis, 0.2 g freeze-dried
sample was mixed subsequently with 90% and 100% methanol and centrifuged at 10,000× g
for 15 min. After being vacuum evaporated, the samples were re-suspended in 3 mL TCA
(5%) and further mixed with the mixture of isopropanol: ethyl acetate: cyclopentane
(49.5:49.5:1 ratio). The upper layer was vacuum dried and mixed with 1 mL HPLC mobile
phase. SA was quantified using HPLC by florescence detection [32] (Table S2).
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2.5. Antioxidant Enzyme Activities

For protein analyses, frozen fresh plant tissues were ground with ice-cold pestle
and mortar and added to a solution made of 50 mM phosphate buffered saline, 0.1%
polyvinylpyrrolidone (PVP), and 1 mM ethylenediaminetetraacetic acid (EDTA). The ho-
mogenate was centrifuged at 10,000× g for 10 min at 4 ◦C. The supernatant was immediately
collected and used for protein and antioxidant enzyme quantification. For protein contents,
Bradford method [22,33] was used with BSA as a standard. Superoxide dismutase (SOD)
was measured according to a previously reported method [10]. LPO, GSH, POD, and PPO
were determined in accordance with the methods described by, and Chaoui et al. [34]
by measuring the absorbance at 290 nm, 470 nm, and 420 nm, respectively, using a T60
UV-Vis spectrophotometer. POD and PPO activities were determined using the guaiacol
method [35] which was performed by adding 0.1 mL of supernatant into a reaction mixture
containing 1.0 mL of 2% H2O2, 2.9 mL of 50 mM phosphate buffer (pH 5.5), and 1.0 mL of
50 mM guaiacol. Phosphate buffer without the enzymes was used as control. Absorbance
was read at 470 nm for 3 min, and POD activity was calculated as unit change per minute.

2.6. Determination of Cd and K Uptake by Plants

Cd and K content in shoots of soybean plants treated with varying concentrations of
Cd (0.7 mM, 1.4 mM, and 2.1 mM) in both ALT1-inoculated and non-inoculated plant was
determined following the method reported by Waqas et al. [36] and Jan et al. [32]. In brief,
freeze-dried samples were suspended in HNO3 and digested with H2O2. The obtained
solution was quantified using inductively coupled plasma mass spectrometer (ICP-MS;
Optime 7900DV, Perkin-Elmer, Waltham, MA, USA).

2.7. Statistical Analysis

All data was collected in triplicate and SAS software (V 9.2, Carry, NC, USA) was used
for Duncan’s multiple range test. For graphical presentation, GraphPad Prism software
(V 6.01, San-Diego, CA, USA) was used.

3. Results
3.1. Bacterial Isolation, Screening, and Identification

A total of 55 rhizospheric bacterial strains were isolated and screened for various
plant growth-promoting (PGP) traits such as IAA, siderophores, phosphate production,
EPS production and Cd tolerance. Salkowski reagents showed that 14 isolates produced
IAA, 12 isolates produced EPS, while 11 isolates showed siderophore production (Table S3
and Figure S1). Based on multi-PGP traits, 6 isolates were assessed for Cd stress tolerance
at different concentration of Cd in LB media: 0 mM, 0.5 mM, 1 mM, 1.5 mM, 2 mM, and
2.5 mM (Figure S2). Isolate ALT1 showed the highest tolerance to Cd stress and was further
molecularly identified by amplifying and sequencing 16S rRNA. Identification results of
16s rRNA sequence of isolate ALT1 showed close identity with Bacillus cereus. The obtained
nucleotide sequence was submitted to GenBank database and registered with accession
No. MT949650 (Figure S3).

3.2. In Vitro IAA and Organic Acid Production under Cd Stress

For quantification of IAA and organic acids, the culture filtrate of Cd-tolerant ALT1
was subjected both to IAA determination by GC/MS and organic acid production us-
ing HPLC. Quantification results showed significant amounts of IAA detected in CF
(Figure S4A). Furthermore, isolate ALT1 was shown to contain malic acid, lactic acid, and
other organic acids. Among them, lactic acid was secreted chiefly by ALT1 into LB medium
(Figure S4B).

3.3. Bacterial Isolate ALT1 Regulates Soybean Growth under Cd Stress

Records of growth parameters showed that soybean young plants were adversely
affected by increased Cd stress. However, plants inoculated with Cd-tolerant isolate ALT1
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effectively bridged Cd stress resulting in increased growth and biomass. A decrease in
shoot length (13.6–19.64%), root length (15.5–44%), root/shoot fresh weight (13.1–45.98%),
and root/shoot dry weight (19.77–46.89%) were recorded under Cd stress in comparison
with control plants. However, application of Cd-tolerant isolate ALT1 mitigated soybean
Cd stress and significantly enhanced shoot length (2.21–5.51%), root length (4.4–40%),
root/shoot fresh weight (5.04–40.21%), and root/shoot dry weight (36.14–72.00%) of Cd-
stressed plants (Figure 1; Table 1). Similarly, under normal conditions soybean plants
inoculated with ALT1 showed increases in total chlorophyll (21%), chl a (10%), chl b (8%),
and carotenoids’ (8%) contents in comparison to control plants (Figure 2). However, when
plants were subjected to Cd stress, declines in total chlorophyll (12–42%), chl a (18–80%),
chl b (38–89%), and carotenoids’ (19–79%) amounts were observed. Inoculation with Cd-
tolerant ALT1 isolate mitigated Cd stress and increased the total chlorophyll (16–24%),
chl a (8–43%), chl b (13–46%), and carotenoids’ (14–39%) content (Figure 2) in comparison
to the stressed plants.

Figure 1. Effects of Cd stress on growth of ALT1-inoculated and non-inoculated soybean plants.

Table 1. Growth promoting effect of Bacillus cereus ALT1 on soybean under various cadmium stress.
The values with ± show standard deviation (SD). RL: root length; SL: shoot length; FW: fresh weight;
DW: dry weight. The superscript letters after the mean values in a column indicate significant
differences. Each value represents the mean ± SD (n = 3).

RL (cm) SL (cm) FW (g) DW (g)

Control 21 ± 1.2 b 22.3 ± 0.6 b 13.3 ± 1.5 b 3.54 ± 0.01 b

Isolate ALT1 25 ± 1.1 a 26.0 ± 1.4 a 16.9 ± 1.5 a 5.22 ± 0.25 a

0.7 mM Cd 15.2 ± 0.9 cd 14.5 ± 1.3 d 11.9 ± 0.8 b 2.84 ± 0.10 d

1.4 mM Cd 12.1 ± 0.7 e 11.1 ± 1.2 e 9.2 ± 0.7 c 2.25 ± 0.17 ef

2.1 mM Cd 9 ± 0.8 f 10.1 ± 1.1 e 7.4 ± 1.1 c 1.88 ± 0.40 f

0.7 mM + ALT1 17.38 ± 1.1 c 18.3 ± 1.0 c 12.5 ± 1.5 b 4.16 ± 0.36 b

1.4 mM + ALT1 15 ± 0.5 d 17.2 ± 1.2 c 12.4 ± 1.4 b 3.87 ± 0.11 c

2.1 mM + ALT1 14 ± 0.5 de 13.4 ± 0.9 d 9.5 ± 1.0 c 2.56 ± 0.11 de
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Figure 2. Effect of Cd stress on chlorophyll content of ALT1-inoculated and non-inoculated soybean plants. (A): chlorophyll
content (SPAD); (B): chlorophyll a (chl a); (C): chlorophyll b (chl b); (D): carotenoids’ content. Each data point is the mean of
three replications and error bars represent standard errors. The bars with different letters are significantly different from
each other as evaluated by Duncan’s multiple range test.

3.4. Effect of Cd Stress on Plant Endogenous ABA and SA Content

The study results show a significant, 1.57-fold increase in ABA content in soybean
plants subjected to Cd stress (Figure 3A). However, a 0.77-fold decrease in ABA content
was observed in ALT1-inoculated soybean as compared to Cd-stressed plants (Figure 3A).
SA content showed the opposite trend to the endogenous ABA levels increasing 2% under
normal conditions and 6–16% in different levels of Cd stress in soybean plants inoculated
with Cd-tolerant ALT1 isolate compared to either control or Cd-stressed plants (Figure 3B).

3.5. Effect of Cd Stress on Antioxidant Components in Soybean Plants

Different antioxidants were investigated in Cd-stressed soybean plants inoculated
with Cd-tolerant ALT1 isolate or grown without it. Malondialdehyde (MDA) content,
which is an indicator of lipid peroxidation, showed 2.3–6.3-fold increase in soybean under
Cd stress compared with ALT1-inoculated plants (0.8–5 folds) (Figure 4A). Amounts
of enzymatic components, SOA, SOD, and CAT showed varying responses to different
Cd concentrations (Figure 4B–D). SOA content significantly increased under Cd stress
(38–91%), but its production was significantly inhibited (21–68%) in ALT1-inoculated
soybean plants. Quite the opposite was observed for SOD and CAT activities (Figure 4B–D).
Similar trends were also visible for POD and PPO content (Figure 5A,B). Furthermore, a
higher GSH content (56–179%) in ALT1-inoculated plants was observed in comparison to
Cd-stressed plants (37–136%) (Figure 5C). In contrast to POD, PPO, and LPO, total protein
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(TP) content under Cd stress decreased (20–43%), while an increase in TP content (10–20%)
was observed in Cd-tolerant ALT1-inoculated plants (Figure 5D).

Figure 3. Effect of endogenous phytohormones in ALT1-inoculated and non-inoculated soybean
plants. (A) Endogenous abscisic acid (ABA) content; (B) endogenous salicylic acid (SA) content under
normal conditions and cadmium stress. Each data point is the mean of at least three replicates. Error
bars represent standard errors. The bars presented with different letters are significantly different
from each other as evaluated by Duncan’s multiple range test.

3.6. Role of Ion Uptake in Cd-Stressed Soybean Plants

Cd and K ion uptake by soybean shoots was further investigated. Our results show
20–59-fold increase in Cd content in soybean plants under Cd stress and a 4–25-fold
decrease in Cd-tolerant ALT1-inoculated plants (Figure 6A). K uptake showed an opposite
trend to Cd, and a 25.33–46.95% decrease was recorded under Cd stress, while soybean
plants inoculated with Cd-tolerant bacterial isolate showed an increase (20.74–30.26%) in
K content under Cd stress (Figure 6B).
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Figure 4. The effect of Cd stress on different antioxidant components of ALT1-inoculated and non-inoculated soybean
plants. (A) MDA (lipid peroxidation); (B) SOA (superoxide anions); (C) SOD (superoxide dismutase), and (D) CAT (catalase)
contents in soybean plants grown under normal conditions and under Cd stress. Each data point is the mean of three
replicates. Error bars represent standard errors. The bars presented with different letters are significantly different from
each other as evaluated by Duncan’s multiple range test.
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Figure 5. The effect of Cd stress on different antioxidant components of ALT1-inoculated and non-inoculated soybean
plants. (A) POD (peroxidase); (B) PPO (polyphenol oxidase); (C) GSH (reduced glutathione); and (D) TP (total protein)
contents in soybean plants grown under normal conditions and under Cd stress. Each data point is the mean of three
replicates. Error bars represent standard errors. The bars presented with different letters are significantly different from
each other as evaluated by Duncan’s multiple range test.
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Figure 6. Effect of Cd stress on Cd and K uptake by ALT1-inoculated and non-inoculated soybean.
(A): Cd (cadmium) content; (B): K+ (potassium) content in soybean plants grown under normal and
cadmium stress conditions. Each data point is the mean of three replicates. Error bars represent
standard errors. The bars presented with different letters are significantly different from each other
as evaluated by Duncan’s multiple range test.
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4. Discussion

Environmental pollution by heavy metals represents a serious threat to agricultural
crops in most countries around the globe. Cadmium is a highly toxic heavy metal that
inhibits plant growth and lead to the reduction in crop productivity [37]. Cd stress cause
severe morphological, physiological, and biochemical disturbances in crops, impeding
their growth, photosynthesis, nutrient uptake, enzyme activation or deactivation, and
phytohormone action [15,37–40].

In the current investigation, soybean plants exposed to different strengths of Cd stress
showed impaired growth (root/shoot length) and biomass production (fresh/dry weight)
(Figure 1; Table 1). The beneficial effect of the ALT1 isolate on the stated parameters of
soybean plants was observed under Cd stress (Figure 1; Table 1). These results corroborate
with the previous findings [41,42], which reported that bacterial genera such as Klebsiella
and Serratia, and fungal species Neotyphodium gansuense are able to diminish Cd stress and
enhance growth of Solanum nigrum and Achnatherum inebrians. It is a well-known fact that
chlorophyll has a vital role in photosynthesis. Inhibition of its synthesis under Cd stress
was observed, while soybean plants inoculated with Cd-tolerant isolate ALT1 markedly
increase their total chlorophyll, chl a, chl b, and total carotenoids’ content in comparison to
Cd-treated non-inoculated control plants (Figure 2). These results are in agreement with
the finding published earlier [3,16,43] which reported the similar observation in rice and
plantain seedlings grown under Cd stress. Moreover, the results of ICP analysis showed a
decrease in Cd uptake in ALT1-inoculated soybean plants compared with control stressed
plants (Figure 6A). Jan et al. [3] also showed that rice inoculated with Cd-tolerant bacterial
isolates lowered Cd uptake in plant shoots.

Several physiochemical methods are used and implemented by many researchers, but
they are reported to be expensive and may cause secondary pollution [44]. Various tech-
niques such as: precipitation, coagulation, flocculation, usage of phosphate salts, biochar,
manure, and lime have been employed. These techniques are highly efficient, partially
applicable, and simple; however, all these practices remove heavy metals from the soil by
transforming one phase to another, which make them expensive and energy-demanding.
To bridge these obstacles, microbe-assisted bioremediation is considered a cost-effective
and environment-friendly biotechnological approach that can reduce the toxic effect of
heavy metals. Moreover, growing plants tolerant to metals is of great importance toward
reducing chemical fertilizers and supplements’ inputs and is a great opportunity for agro-
systems [15]. There is a number of recent reports on isolation of cadmium-resistant strains
possessing PGP traits of several bacterial genera such as: Klebsiella [15,16], Enterobacter [2,9],
Bacillus [2,17], Serratia [17], Mycobacterium [18], Ochrobactrum [19], Pseudomonas [1,13], and
Flavobacterium [20]. In the current work, the typified bacterial isolate ALT1 showed the
ability to produce IAA (Figure S4A). The main beneficial effect of bacteria which produce
IAA is that they are involved in many developmental plant processes such as: mineral
and nutrient uptake, root initiation, and cell enlargement [45]. In addition, bacteria which
produce EPS showed numerous effects on soil properties, mobilizing metals and enhance
plant growth [46–48]. Both EPS-producing and phytohormone-producing bacteria play
an important role in plant-bacteria interactions promoting overall plant growth in the
metal-contaminated soils [46,48]. The isolate ALT1 used in the current study is proved to
have the EPS production ability (Figure S1B).

Phytohormones play an important role and regulate plant growth during stress condi-
tions, including Cd stress [49,50]. Abscisic acid, also called ‘stress hormone’, is involved
in various physiological processes [50], as well as in cell responses to Cd toxicity [51,52].
The values of endogenous ABA amounts reported in this study showed increased trend
in soybean plants under Cd stress. A previous study on rice supports that Cd-tolerant
isolates are able to mitigate Cd stress by reducing ABA levels [32]. Our results also showed
a decrease in ABA accumulation in soybean plants inoculated with Cd-tolerant isolate
ALT1 (Figure 3A). In contrast to ABA, endogenous SA content decreased under Cd stress;
however in plants inoculated with ALT1, a significant increase in SA content was ob-



Agronomy 2021, 11, 404 12 of 15

served (Figure 3B). The results corroborate with a previously reported finding [32] which
states that Cd-tolerant bacteria Enterobacter ludwigii and E. indicum diminish Cd stress and
enhance endogenous SA content in rice.

When plants are exposed to Cd stress, an immediate consequence is the increased
production of reactive oxygen species which cause cell oxidative damages. However, plants
have evolved several methods to prevent ROS damage through several ROS-scavenging
enzymes such as: catalase, SOD, and glutathione peroxidase, which are, along with non-
enzymatic components, such as PPO and TP, activated in order to mitigate Cd stress [17,53].
SOD protects plants from oxidative stress and prevents stress-induced cellular damage
by converting superoxide to hydrogen peroxide. Moreover, a significant decrease in CAT
activity under high Cd concentration was observed in ALT-inoculated soybean plants
compared with non-inoculated Cd-stressed plants (Figure 4D). Another non-enzymatic
component included in the antioxidative response is a lipid peroxidation marker, mal-
ondialdehyde (MDA), which increases during peroxidation of a lipid membrane. MDA
content increased two- to three-fold under Cd stress (Figure 4A). However, soybean plants
inoculated with ALT1 showed a significant decrease in MDA content compared to control
plants (Figure 4A). These results are in agreement with the similar observation in rice
seedlings under Cd stress [15,16]. In addition, an increase in POD amounts in cadmium-
tolerant ALT1-treated soybean plants was detected (Figure 5A). Our results are supported
by the findings of Ali et al. [54] who reported a significant enhance in POD content in
cucumber inoculated with Aureobasidium pullulans. Furthermore, non-enzymatic antiox-
idants such as TPs, glutathione, and phenolic compounds are well-known key players
in plants in the internal detoxification of Cd-induced toxicity. Current findings showed
higher amounts of GSH, PPO, and TP in soybean plants inoculated with Cd-tolerant iso-
late ALT1 (Figure 5B–D). These antioxidant regulation steps play a vital role in growth
and development (both morphological and physiological) of soybean plants grown under
Cd stress.

5. Conclusions

In the present study, a bacterial isolate ALT1 was screened for PGP traits such as
siderophore, indole-3-acetic acid, and organic acids’ production. Proved to be Cd-tolerant,
this isolate was inoculated in the substrate for soybean plants cultivation. ALT1 isolate
affected Cd uptake and promoted plant growth under Cd stress. Application of this strain
enhanced soybean growth parameters, chlorophyll content, antioxidant activities, and
reduced further Cd uptake. Therefore, the present observations demonstrated that PGPB
isolate ALT1 can be a valuable eco-friendly microorganism resource, whose application
might lower the costs of biotechnological approaches developed to improve the efficiency
of phytoremediation and overall plant growth.

Supplementary Materials: The following are available online at https://www.mdpi.com/2073-439
5/11/2/404/s1, Figure S1: Bacterial isolates assessed for beneficial role in plant growth-promoting ac-
tivities. (A) LB media plates; (B) exopolysaccharide (EPS) activity on Congo red medium;
(C) chromeazurol ‘S’ agar plates for siderophore production; (D) Salkowski reagent assay for IAA
production, Figure S2: Growth of plant growth-promoting rhizospheric (PGPR) bacteria showing
multiple traits. PGPR bacteria were grown on LB media supplemented with 0 mM, 0.5 mM, 1 mM,
1.5 mM, 2 mM, and 2.5 mM Cd for 42 h and the growth was examined using spectrophotome-
ter at 600 nm. Each data point is the mean of three replication, Figure S3: Phylogenetic tree of
ALT1 which was constructed using 16S rRNA sequences by neighbor joining (NJ) and maximum-
likelihood methods, Figure S4: Quantification of IAA and organic acids produced by the isolate ALT1.
(A) GC/MS-SIM analysis of IAA content in the culture broth of isolate ALT1; (B) organic acid quanti-
fied by HPLC relative to their respective standards. Each data point is the mean of three replications
and error bars represent standard errors. The bars with different letters are significantly different
from each other as evaluated by Duncan’s multiple range test, Table S1: GC/MS–SIM conditions
used for analysis and quantification of the ABA, Table S2: HPLC conditions used for analysis and

https://www.mdpi.com/2073-4395/11/2/404/s1
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quantification of the SA, Table S3: Description of plant species and isolates of rhizospheric bacteria
along with their number having individual or multiple plant growth-promoting characteristics.
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