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Identification of Pseudomonas 
strains for the biological control 
of soybean red crown root rot
Khin Thuzar Win1, Michie Kobayashi1, Fukuyo Tanaka2, Kasumi Takeuchi1, Aung Zaw Oo3 & 
Chang‑Jie Jiang1,4*

Soybean red crown root rot (RCR), caused by the soil‑borne fungal pathogen, Calonectria ilicicola, is 
the most destructive disease affecting soybean production in Japan. To date, no resistant cultivars 
or effective fungicides have been developed to control this disease. In this study, we evaluated 13 
bacterial strains to determine their efficacy in controlling C. ilicicola. We first investigated whether 
the volatile organic compounds (VOCs) emitted by the bacterial strains exhibited any antifungal 
activity against C. ilicicola using the double‑plate chamber method. The results showed that VOCs 
from three Pseudomonas bacterial strains, OFT2 (Pseudomonas sp.), OFT5 (Pseudomonas sp.), and 
Cab57 (Pseudomonas protegens), exhibited strong inhibitory activity against C. ilicicola mycelial 
growth. Some antifungal activity was also observed in the culture supernatants of these Pseudomonas 
strains. Greenhouse soil inoculation tests showed that application of OFT2, OFT5, and Cab57 cultures 
around soybean seeds after seed sowing significantly reduced the severity of RCR, as shown by up to 
40% reduction in C. ilicicola fungal growth in the roots and 180–200% increase in shoot and root fresh 
weights compared to the water control. Our results suggest that OFT2, Cab57, and OFT5 produce 
potent antifungal compounds against C. ilicicola, thereby showing considerable potential for the 
biological control of C. ilicicola during soybean production.

Soybean red crown root rot (RCR), caused by the soil-borne fungal pathogen, Calonectria ilicicola, is a destruc-
tive disease observed in soybean fields worldwide. The disease is characterized by root rot, damping-off of young 
seedlings, and early  defoliation1,2. It occurs mostly when seeds are grown in poorly drained soils with high 
clay content and/or when fields are subjected to temporary flooding and ponding. The claying nature of such 
soybean fields is favorable for paddy cultivation, making them prone to short-term waterlogging owing to poor 
soil  drainage3. Soybean RCR is a major limiting factor responsible for low soybean grain yield in Japan, as more 
than 80% of soybean crops are grown in paddy-converted fields in  Japan4. Soybean yield losses due to RCR are 
estimated to range from 25 to 30%5,6 to as high as 50% depending on the environmental conditions that favor 
fungal  colonization2.

Soil-borne pathogens pose a great challenge in crop production as most of them are very difficult to control 
via conventional agronomic practices, such as the use of resistant cultivars and synthetic fungicides and crop 
 rotation1,7,8. The number of resistant plant varieties is limited, and the delivery of fungicides around the roots 
is inefficient, especially during the late stages of plant growth. In addition, excessive use of synthetic fungicides 
can result in the emergence of new pathogen isolates with fungicide  resistance9. As with most other soil-borne 
 pathogens7,8, C. ilicicola is very difficult to control due to its wide host range and longevity in soil and/or plant 
 residues10. C. ilicicola infects 15 plant  species11 and can survives as microsclerotia in the soil for at least 7 years 
under natural  conditions12,13. Currently, no resistant soybean cultivars or effective fungicides are available for 
the control of C. ilicicola10.

Biological control using beneficial microorganisms is receiving scientific and commercial attention as a 
promising alternative or a supplemental strategy for the management of soil-borne  pathogens9,14. Many microbial 
strains, including Trichoderma fungi as well as Bacillus and Pseudomonas bacteria, have been used as biological 
control agents (BCAs)15,16. Most BCAs colonize the root surface (rhizosphere), whereas some can also enter 
the root interior and establish endophytic  populations17. BCAs protect plants from pathogens via antagonism 
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and/or induction of systemic resistance in host  plants17,18. BCAs can directly suppress pathogen growth via the 
production of inhibitory antibiotic chemicals and competition for nutritional  resources14,17–19. Various antibiotic 
chemicals, including iron-chelating compounds (siderophores) and antibiotics, have been  identified14,18,19. In 
addition, many BCAs have been found to produce and emit microbial volatile organic compounds (mVOCs) that 
are directly toxic to soil  pathogens19–21. For instance, several cyanogenic Pseudomonas strains have been found 
to inhibit the tobacco black root rot-causing fungal agent Thielaviopsis basicola22 and potato late blight-causing 
oomycete agent Phytophthora infestans23,24 by producing antifungal mVOCs including the volatile respiratory 
inhibitor hydrogen cyanide (HCN). So far, more than 1300 mVOCs have been identified, with the major chemi-
cal classes being alcohols, ketones, aromatic compounds, terpenes, organic acids, esters, aldehydes, sulfur com-
pounds, alkanes, and nitrogen  compounds19. Among them, dimethyl disulfide has been the most extensively 
studied and successfully patented and commercialized as a soil fumigant (Paladin™) in greenhouses and open 
fields (Paladin Technical US EPA Reg. No. 55050-3)19,20.

In soybean, several bacterial and fungal strains have been reported for their biological control effects against 
Phytophthora sojae25, Sclerotinia sclerotiorum26,27, Fusarium solani28, Rhizoctonia solani28–30, Pythium aphanider-
matum31, Phytophthora nicotianae32, and Sclerotium rolfsii33. Several Pseudomonas bacterial strains have been 
found to produce antifungal mVOCs against S. sclerotiorum, a fungal pathogen with a broad host range of 
over 400 plant species including  soybean26. Gao et al.34 reported that the application of the rhizobium strain, 
Bradyrhizobium sp. BXYD3, or the arbuscular mycorrhizal fungus (AMF), Glomus mosseae, from maize roots 
(Zea mays L.) significantly decreased the occurrence and development of RCR in soybean roots. Interestingly, 
the root exudates of soybean plants inoculated with Rhizobium and/or AMF significantly inhibited C. ilicicola 
mycelial growth, suggesting that inoculation with these microbes promotes the production of antibiotic sub-
stances in soybean  plants34.

We have previously reported the isolation of  endophytic35 and  rhizosphere36,37 bacteria belonging to diverse 
genera from different plant species inhabiting Japan. In this study, we evaluated the antifungal activities of these 
bacterial strains against the fungal pathogen, C. ilicicola, and identified three Pseudomonas bacterial strains 
(OFT2, OFT5, and Cab57) with strong antifungal activity, which may aid in the development of BCAs for the 
effective and eco-friendly management of RCR in soybean production.

Results
Identification of bacterial strains with antifungal activity against C. ilicicola. Thirteen bacterial 
strains (11 endophyte and two rhizosphere bacteria) were tested in this study, which were previously isolated 
from various plant species in different prefectures in Japan (Table 1)35–37. All 11 endophytic bacteria, including 
four Pseudomonas strains (OFT2, OFT5, RH6, and RH7), possess a gene encoding 1-aminocyclopropane-1-car-
boxylate (ACC)  deaminase35. The two rhizosphere Pseudomonas strains  Cab5737 and  Os1736 exhibited biocon-
trol activity against damping-off and root rot caused by Pythium ultimum in cucumber  plants36.

The impact of bacterial VOCs on the mycelial growth of nine different C. ilicicola isolates with different 
pathogenic properties obtained from different prefectures in  Japan10 was tested using the double-plate chamber 
method by growing the bacteria and fungi in the same atmosphere, but physically separated from each other, 
which is the most widely used method for the in vitro assessment of VOC-mediated microbial interactions. 
The 13 bacterial strains showed significantly different inhibitory effects on C. ilicicola growth (Fig. 1; Table 2). 
Among the 13 bacterial strains tested, two Pseudomonas sp. strains (OFT2 and OFT5) and one Pseudomonas 
protegens strain (Cab57) showed particularly high average inhibition rates (≥ 35%) against mycelial growth of all 
nine C. ilicicola isolates: 13–84% and average 46% for OFT2; 17–86% and average 35% for OFT5; and 30–86% 
and average 47% for Cab57. Interestingly, the growth inhibition effects of the three Pseudomonas strains were 
more evident against the highly virulent C. ilicicola isolates, UH2-1, AID1-12, and Y11-1b10, with inhibition 
rates of 57, 58, and 84% by OFT2, 36, 36, and 86% by OFT5, and 50, 53, and 86% by Cab57, respectively (Fig. 1; 

Table 1.  Bacterial strains used in this study, which were isolated from various plant species in different 
prefectures (localities) in Japan.

Strains Species Inhabiting types Host plants Localities Accession no

Cab5737 Pseudomonas protegens Rhizosphere Shepherd’s purse Hokkaido AP014522

Os1736 Pseudomonas sp. Rhizosphere Rice Ibaraki AP014627

HA335 Streptomyces sp. Endophyte Apple (fruit) Aomori LC075701

HK135 Pantoea sp. Endophyte Apple(fruit) Aomori LC075700

HK335 Nocardia sp. Endophyte Apple(fruit) Aomori LC075702

MF635 Streptomyces sp. Endophyte Apple(fruit) Iwate LC075711

MF735 Streptomyces sp. Endophyte Apple(fruit) Iwate LC075703

OFT235 Pseudomonas sp. Endophyte Carrot (root) Ibaraki LC075708

OFT535 Pseudomonas sp. Endophyte Turnip (root) Ibaraki LC075709

RH1035 Mycobacterium sp. Endophyte Sweet pepper (fruit) Mie LC075704

RH235 Mycobacterium sp. Endophyte Sweet pepper (fruit) Mie LC075705

RH635 Pseudomonas sp. Endophyte Sweet pepper (fruit) Mie LC075706

RH735 Pseudomonas sp. Endophyte Sweet pepper (fruit) Mie LC075707



3

Vol.:(0123456789)

Scientific Reports |        (2022) 12:14510  | https://doi.org/10.1038/s41598-022-18905-2

www.nature.com/scientificreports/

Table 2). All remaining bacterial strains showed an average inhibition rate of ≤ 31% (Fig. 1; Table 2). Meanwhile, 
a Pantoea sp. strain (HK1) and a Streptomyces sp. strain (MF7) showed high inhibition activity against the C. 
ilicicola isolate Y11-1b of 78 and 64%, respectively.

We prepared bacterial culture supernatants of the three Pseudomonas strains (Cab57, OFT2, and OFT5) to 
examine whether these bacteria also produce and secrete antifungal substance(s) into the surrounding environ-
ment using the C. ilicicola isolate, UH2-1. The results showed that the culture supernatants of all three bacterial 
strains significantly inhibited C. ilicicola mycelial growth compared with the mock control (Fig. 2).

Evaluation of the biological control activities of the Pseudomonas strains against C. ilicicola 
infection. As the Pseudomonas strains, OFT2, OFT5, and Cab57, showed strong antifungal activity against 
C. ilicicola (Figs. 1 and 2; Table 2), we further investigated whether these bacterial strains exhibited any biological 
control activity in soybean plants against RCR caused by C. ilicicola (UH2-1). Compared with the disease-free 
mock control, a marked reduction in plant growth parameters, including plant height and fresh weight, was 
observed in C. ilicicola-inoculated water control plants at both 2-WPI (Figs. 3A, 4A–C) and 4-WPI (Figs. 3B, 
4D–F). In contrast, seed application with OFT2, OFT5, and Cab57 significantly alleviated the negative impact of 
C. ilicicola infection on soybean plant growth at both sampling time points (Figs. 3A,B; 4A–C,D–F), although it 
could not restore the growth to the levels of the mock control. The negative impact of C. ilicicola infection was 
most drastic in the roots, as shown by the short height and small volume of the roots compared to the water 
control (Figs. 3A,B, 4C,F). Moreover, seed application of OFT2, OFT5, and Cab57 significantly reduced the root 
damage, as shown by the significantly recovered root volume and (Fig. 3A,B) fresh weight (Fig. 4C,F).

C. ilicicola
(UH2-1)

Mock RH2 OFT5 Cab57 OFT2

MAFF HK1 OS17 HK3 HA3

MF6 MF7 RH10 RH6 RH7

C. ilicicola
(UH2-1)

C. ilicicola
(UH2-1)

Bacterial isolate

Bacterial isolate

Bacterial isolate

Figure 1.  Suppressive effects of endophytic and rhizosphere bacteria on Calonectria ilicicola (UH2-1) mycelial 
growth determined using the double-plate chamber method. The plate images were taken 14 days after 
incubation. The growth inhibition rates (%) against nine different C. ilicicola isolates are shown in the Table 2.
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Consistently, the relative fungal growth of C. ilicicola was significantly reduced by the application of the 
Pseudomonas strains when compared with the water treatment (Fig. 3C,D). The highest reduction was observed 
for OFT2 (60%), followed by Cab57 (54%) and OFT5 (34%) at 2-WPI (Fig. 3C). No significant differences in 
the reduction of relative fungal growth were observed between the Pseudomonas strains. A similar trend was 
observed at 4-WPI, where the Pseudomonas strains reduced the relative fungal growth by 42% for Cab57, 27% 
for OFT5, and 26% for OFT2 (Fig. 3D).

Effects of the Pseudomonas strains on plant growth. In the control plants (not inoculated with C. 
ilicicola), no negative effects of the Pseudomonas strains were observed at either 2 or 4 weeks after seed sowing 
(Fig. 4). A significant increase in the fresh weights of the roots by OFT2 and the roots and shoots by OFT5 was 
observed at 4 weeks after seed sowing (Fig. 4E,F). No such effect was observed with Cab57.

Discussion
Biological control is important as an eco-friendly and practical approach for plant disease management in vari-
ous crops, particularly for controlling soil-borne  pathogens9,14. Several bacterial and fungal isolates have been 
isolated and studied for the biological control of various soybean  diseases25–33, but no BCAs with practical and 

Table 2.  Antifungal effects of bacterial VOCs on the mycelial growth of nine different Calonectria ilicicola 
isolates in the double-plate chamber test. Different letters indicate significant differences at the 5% level 
(Tukey’s Honest Significant Difference (HSD) test). Inhibition rates ≥ 30%, and the three Pseudomonas strains 
with high antifungal activity (Cab57, OFT2 and OFT3) are highlighted by bold fonts.

Bacterial strains

Inhibition rate (%) of C. ilicicola growth

UH2-1 A1D1-12 Y11-1b NI1-3-1 S-1 SN2-1 S-4 S-5 S-6 AVG

Cab57 50.1 ± 15.1ab 52.6 ± 2.9a 85.5 ± 5.4a 43.0 ± 5.2a 29.5 ± 5.6a 41.6 ± 2.1ab 25.5 ± 5.1bcd 49.7 ± 8.5a 48.3 ± 8.7a 47.3 ± 1.6a

OS17 7.5 ± 5.0de 37.8 ± 4.8b 81.9 ± 6.9a 14.7 ± 6.0bcd 12.2 ± 4.4bc 32.9 ± 11.1bc 20.8 ± 2.9bcde 26.1 ± 12.0abc 16.7 ± 5.7cde 27.8 ± 2.7cd

HA3 11.8 ± 8.5dcde 4.5 ± 4.8e 15.3 ± 6.4d − 0.7 ± 1.1d 3.2 ± 1.1c 21.4 ± 16.2bcde 18.2 ± 7.4bcde 9.4 ± 10.1c − 2.0 ± 5.3e 9.0 ± 2.1gh

HK1 37.6 ± 5.2abc 33.3 ± 4.8bc 77.7 ± 1.4ab 36.2 ± 6.6ab 3.2 ± 5.6c 3.3 ± 5.8de 27.6 ± 9.9bc 27.5 ± 10.9abc 36.9 ± 3.0abc 31.5 ± 1.4bc

HK3 24.1 ± 13.8bcde 0.0 ± 0.0e 12.0 ± 2.9d 2.0 ± 3.5cd 0.0 ± 0.0c − 0.7 ± 1.2e 25.5 ± 5.1bcd 6.1 ± 5.3c − 0.7 ± 3.1de 7.6 ± 1.8gh

MF6 0.0 ± 0.0e 1.9 ± 1.9e 55.8 ± 7.8bc 2.7 ± 6.4cd 1.3 ± 2.2c 20.2 ± 4.2bcde 36.3 ± 5.3ab 14.1 ± 8.8c − 3.4 ± 3.1e 14.0 ± 1.8fg

MF7 5.1 ± 12.3de 9.0 ± 2.9de 64.2 ± 3.6abc 26.3 ± 10.8abc 6.4 ± 4.4c 37.9 ± 2.6ab 47.0 ± 3.0a 51.7 ± 10.3a 29.4 ± 18.4abc 30.8 ± 1.7bc

OFT2 57.3 ± 1.7a 58.3 ± 5.6a 84.3 ± 5.3a 32.9 ± 11.2ab 12.8 ± 1.1bc 59.1 ± 3.8a 32.8 ± 9.2ab 46.3 ± 11.9ab 34.6 ± 3.3abc 46.5 ± 1.4a

OFT5 36.2 ± 14.0abc 35.9 ± 11.1b 85.7 ± 4.2a 26.2 ± 5.4abc 21.8 ± 9.9ab 33.5 ± 3.9bc 24.1 ± 7.1bcde 16.8 ± 4.2bc 38.9 ± 16.6ab 35.5 ± 4.3b

RH10 5.2 ± 3.4de 1.9 ± 1.9e 15.3 ± 6.4d 18.8 ± 2.1abcd 5.8 ± 0.0c 9.4 ± 10.1cde 6.0 ± 3.4e 2.7 ± 3.1c − 3.3 ± 1.1e 6.9 ± 2.2h

RH2 2.9 ± 1.6e 3.2 ± 2.9e 5.4 ± 8.4d − 2.0 ± 2.0d 1.9 ± 3.3c 6.1 ± 10.6fde 12.7 ± 6.4cde 6.0 ± 11.2c − 2.0 ± 2.0e 3.8 ± 1.3h

RH6 30.2 ± 12.9bcd 26.9 ± 3.8bc 45.5 ± 13.5c 22.9 ± 14.6abcd 10.3 ± 2.9bc 26.1 ± 12.1bcd 19.5 ± 0.4bcde 6.7 ± 4.1c 16.7 ± 5.7cde 22.8 ± 1.1de

RH7 14.1 ± 4.5cde 19.9 ± 7.3cd 45.5 ± 13.5c 36.1 ± 16.1ab 5.1 ± 2.2dc 26.9 ± 10.1bcd 7.3 ± 4.6de 2.0 ± 3.5c 16.1 ± 6.8cde 19.2 ± 4.6ef

Figure 2.  Suppressive effects of the culture supernatants of Pseudomonas strains (OFT2, OFT5, and Cab57) on 
C. ilicicola (UH2-1) mycelial growth. The supernatant prepared from the TSA medium without bacterial culture 
was used as the control (mock). (A) Plate images of C. ilicicola (UH2-1) growth in the presence of mock and 
bacterial culture supernatants, (B) mean (± standard deviation [SD]) growth inhibition rate (%) relative to the 
mock control (n = 9). Different letters next to error bars indicate that the means are significantly different from 
each other as per Tukey’s honest significant difference (HSD) test (p < 0.05).
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commercial potential for C. ilicicola control have been reported. Application of rhizobia and/or AMF alleviates 
RCR severity in soybean  roots38. However, further investigation is needed on the overall RCR control effect to 
use these microbes as BCAs, as C. ilicicola can also invade the roots via the nodules, which may lead to even 
more severe RCR  symptoms39. Moreover, it is technically challenging and expensive to in vitro propagate obligate 
biotrophs, including AMF, for practical  use40. The success of this study in identifying the Pseudomonas strains 
(OFT2, OFT5, and Cab57) with strong biological control activity against C. ilicicola will aid in the development 
of effective BCAs to control soybean RCR. These findings may be particularly significant for soybean production 
in Japan, where RCR is one of the major limiting factors for soybean grain  yield4.

The Pseudomonas sp. OFR2 and OFT5 are endophytic bacteria isolated from carrot and turnip, respectively, 
and both express ACC  deaminase35. Inoculation of OFT5 into tomato seedlings can enhance their salt stress 
tolerance by reducing stress-related ethylene  production41. Pseudomonas protegens Cab57 is isolated from the 
rhizosphere of Shepherd’s  purse37, and exerts biocontrol activity against damping-off and root rot caused by 
Pythium ultimum in cucumber  plants36. In this study, three Pseudomonas strains produced and emitted mVOCs 
with potent antifungal activity against nine different C. ilicicola isolates (Fig. 1; Table 2). Each bacterial strain 
exhibited different growth inhibitory effects on different C. ilicicola isolates, and some bacterial strains, HK1 and 
MF7, showed a high inhibition rate for a particular C. ilicicola isolate (Y11-1b) (Table 2). In addition, the three 
selected Pseudomonas strains (OFT2, OFT5, and Cab57) had high growth inhibitory effects against C. ilicicola 
isolates with high virulence (UH2-1, AID1-12, and Y11-1b) in soybean  plants10 (Fig. 1; Table 2). Whether this 
biased inhibitory effect on different C. ilicicola isolates has any biological significance remains to be clarified. 
Taken together, these results indicate some genetic and biochemical variations among the Pseudomonas and 
C. ilicicola isolates, which determine the outcomes of the interactions between individual bacterial and fungal 
isolates. The Pseudomonas strains (OFT2, OFT5, and Cab57) were also shown to produce and secrete antifungal 
substance(s) against C. ilicicola (UH2-1) (Fig. 2), indicating that these bacteria can suppress C. ilicicola growth 
by producing antifungal mVOCs and secretory metabolites. In support of this notion, genomic analysis of strain 
Cab57 revealed that it harbors the gene clusters for production of  HCN37, a potent antifungal  mVOC22–24, and the 

Figure 3.  Plant growth features of soybean seedlings (A) 2 and (B) 4 weeks post-inoculation (WPI) with C. 
ilicicola (UH2-1), and the relative fungal growth (Ci-rDNA/Gm-b-Act) in the roots at (C) 2-WPI and (D) 
4-WPI (n = 20). Different letters next to error bars indicate that the means are significantly different from each 
other as per Tukey’s HSD test (p < 0.05).
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antibiotics 2,4-diacetylphloroglucinol, pyrrolnitrin and pyoluteorin etc.16,37. It would be important and interesting 
to assess the role of these chemical compounds in the inhibition activity on C. ilicicola growth.

In soil inoculation experiments, C. ilicicola inoculation caused severe root rot and growth retardation in 
the soybean seedlings. In contrast, co-inoculation of C. ilicicola with a Pseudomonas strains (OFT2, OFT5, or 
Cab57) significantly reduced C. ilicicola proliferation in the roots (Fig. 3C,D) and rescued the plant growth 
inhibition caused by C. ilicicola infection to some extent (Fig. 3A,B; Table 2). These results demonstrate that the 
Pseudomonas strains, OFT2, OFT5, and Cab57, have strong biocontrol activities against C. ilicicola, which may 
be used for the development of BCAs to manage RCR during soybean production. Our results suggest that the 
mechanism of biocontrol activity of these bacteria is at least partly associated with the antagonistic suppres-
sion of C. ilicicola growth via the production and release of antifungal mVOCs (Fig. 1; Table 2) and secretory 
metabolites (Fig. 2). Whether these bacterial strains are also capable of inducing host resistance remains to be 
determined in future studies.

No negative effects of the Pseudomonas strains (OFT2, OFT5, and Cab57) on soybean plant growth were 
observed (Figs. 3A,B, 4), which is important for their practical use as BCAs in RCR management. Rather, an 
increase in the fresh weight of the roots by OFT2 and the roots and shoots by OFT5 was observed (Fig. 4E,F). 
These growth-promoting effects of OFT2 and OFT5 may be attributed to their ACC deaminase activity, as 

Figure 4.  Effects of Pseudomonas strains (OFT2, OFT5, and Cab57) on the (A,D) plant height, (B,E) shoot 
fresh weight, and (C,F) root fresh weight of soybean bean plants inoculated or non-inoculated with C. ilicicola 
(UH2-1) at (A–C) 2-WPI and (D–F) 4-WPI (n = 20). Different letters next to error bars indicate that the means 
are significantly different from each other as per Tukey’s HSD test (p < 0.05).
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ethylene generally reduces the plant  growth35,41. On the other hand, the strain Cab57 showed no significant 
plant growth promoting effect, even though it also contains a homologue of ACC deaminase gene in its genome 
(PPC_RS20245)37. Therefore, further study remains to clarify the contribution of ACC deaminase activity to 
soybean plant growth.

In summary, we found that three Pseudomonas strains, OFT2, OFT5, and Cab57, significantly inhibited the 
development of soybean RCR caused by the fungal pathogen, C. ilicicola. This biological control effect relies on 
the antagonistic suppression of C. ilicicola growth via the production and release of antifungal substances. These 
bacterial strains may provide a basis for the development of BCAs for the effective management of soybean 
RCR. However, the specific substance(s) responsible for the suppression of C. ilicicola growth and the efficacy of 
these bacterial strains in controlling RCR in actual soybean fields require further elucidation in future studies.

Methods
Plant material and growth conditions. Soyabean (Glycine max) cv. Enrei was used for all experiments 
in this study. Enrei is a C. ilicicola-susceptible cultivar popularly cultivated in Hokuriku and Northeast regions 
of Japan. The seeds of Enrei were obtained from the Institute of Agrobiological Sciences, NARO, Japan. All the 
experimental procedures including the collection of plant material complied with institutional, national and 
international guidelines and legislations.

The seeds were pre-conditioned in a moisture-saturated plastic box for 24–48 h at 25 °C. The seeds were then 
sown in commercially available pre-fertilized and granulated soil (Nippi No.1, Nippon Hiryo, Tokyo, Japan) in 
144-cm2 plastic pots at a depth of 20 cm. Five seeds were sown per pot (12 cm × 12 cm × 20 cm; 1500 mL) and 
grown in a greenhouse at 25 °C and 50% relative humidity. All soils used in this study were autoclaved at 120 °C 
for 1 h one day before seed sowing to eliminate any effects of other soil pathogens.

C. ilicicola culture and inoculation. Fungal mycelia of nine C. ilicicola isolates (Table 2) were cultured 
on potato dextrose agar (PDA) plates at 25 °C for 1–2 weeks or until fungal mycelial growth reached the edges 
of the Petri plates (9 cm)2,10.

The C. ilicicola isolate, UH2-1, was used for the inoculation of soybean (Enrei) as described  previously10,42. 
Briefly, 5–8 pieces (~ 5-mm cubes) of PDA with vigorously growing C. ilicicola mycelia were placed in a 500-
mL flask containing 200 g of wheat bran-vermiculite medium (wheat bran/vermiculite/water 1:1:3, w/w/v) and 
incubated at 26 °C for 10–14 days, until the fungal mycelia fully covered the  medium42. This culture was used 
as the inoculum, and an inoculum-soil mixture was prepared by mixing the inoculum with Nippi No.1 soil to 
generate a concentration of 1% (w/v). The soil mixture was then filled in plastic pots (12 × 12 × 20 cm; 1500 mL), 
into which five seeds were sown per pot.

Culture of bacterial strains. The bacteria (Table 1) were cultured overnight on tryptic soy agar (TSA) 
plates at 28 °C. For biological control assays, bacteria were cultured in tryptic soy broth (TSB) medium with 
shaking (150 rpm) at 28 °C for 24 h.

Measurement of antifungal effects of bacterial VOCs. The possible antifungal effects of mVOCs 
produced by the bacterial strains against C. ilicicola were examined using the double-plate chamber  method43,44. 
Nine C. ilicicola isolates were used in this study (Table 2). Briefly, 10 μL of overnight bacterial culture in TSB 
broth  (OD600 = 0.4) was spread on the surface of a TSB agar plate (5.2 cm in diameter) and incubated overnight at 
25 °C. On the other hand, a 5-mm diameter mycelial plug of C. ilicicola was inoculated individually at the center 
of the PDA agar plate (5.2 cm in diameter). The TBS broth agar plate with a bacterial strain was placed onto the 
PDA agar plate inoculated with a C. ilicicola isolate so that the two plates faced each other. The contact surfaces 
of the two plates were sealed with parafilm to obtain a double-plate chamber, and the plates were incubated at 
25 °C in the dark for 10–14 days. The average distance between the surfaces of the two plates was 1.5 cm. The 
fungal growth rate was represented as colony diameter (cm). A double-plate chamber without bacterial strains 
was used as the control. The experiment was repeated thrice, with four replicates each. The percentage inhibition 
of fungal growth was calculated as follows:

where C represents the colony diameter (mm) in the mock plate (with water as a control) and T represents the 
colony diameter (mm) in the bacterial plate.

Measurement of antifungal effects of bacterial culture supernatant. The bacterial culture super-
natants of the three Pseudomonas strains (Cab57, OFT2, and OFT5) were investigated for their antifungal activ-
ities against C. ilicicola. Bacterial culture supernatants were prepared according to the method described by 
 Pethani45, with slight modifications. The Pseudomonas strains (Cab57, OFT2, and OFT5) were cultured on TSA 
plates at 28 °C for 24 h. The TSA medium containing the bacterial culture was homogenized by passing through 
a syringe several times and mixed with an equal volume of sterilized water. The slurry mixture was centrifuged 
at 10,000×g for 60 min, and the supernatant was filtered through a 0.22-μm Millipore filter  (Whatman® 9911-
1302 Syringe filter) to remove any remaining bacteria. A filter paper (Whatman) was soaked in 4 mL of bacterial 
supernatant and placed in a petri plate (9-cm diameter). A small agar plug of C. ilicicola culture was inoculated 
onto the filter paper at the center of the plate and incubated at 28 °C for 7 days. The supernatant prepared from 
the TSA medium without bacterial culture was used as the control (mock).

Percentage inhibition =

(C − T)

C
× 100
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Evaluation of the biological control activities of the Pseudomonas strains against C. ilici-
cola. The three Pseudomonas strains, Cab57, OFT2, and OFT5, were evaluated for their biocontrol activities 
against C. ilicicola. The bacteria were cultured in 30 mL of TSB medium with shaking (150 rpm) at 28 °C for 24 h 
and collected by centrifuging at 10,000 rpm for 10 min at 4 °C (TOMY MX-301 high-speed refrigerated micro-
centrifuge). The resultant bacterial pellets were washed twice via resuspension in sterile water, and the density 
was adjusted to 0.4 at  OD600 (approximately  107 cells  mL−1) in sterile water.

After seed sowing, as described in section “Plant material and growth conditions”, 1 mL of the bacterial 
suspension was poured concentrically around each seed, and the top of the pot was covered with a 2-mm layer 
of autoclaved pre-fertilized peaty soil Supermix-A (Sakata Seed Corporation, Yokohama, Japan). The pots were 
arranged in a completely randomized design with four replicates in a greenhouse maintained at 25 °C and 50% 
relative humidity. Pot positions were randomly changed daily to minimize positional effects in the greenhouse, 
and plant density and size were small enough to induce mutual shading among different plants. Two and four 
weeks post-inoculation (WPI), plant growth parameters, including plant height and shoot and root fresh weights, 
were recorded.

Real‑time quantitative polymerase chain reaction (qPCR) for examination of relative fungal 
growth. Relative fungal growth of C. ilicicola (UH2-1) was detected using qPCR, as described  previously10. 
Briefly, genomic DNA was extracted from the whole root system using a MagExtractor (Toyobo, Osaka, Japan), 
following the manufacturer’s instructions. Three root samples were represented for each replicate, and there were 
four replicates for each treatment and three biological replicates (n = 36). Real-time qPCR was performed on a 
Thermal Cycler Dice TP800 system (Takara Bio. Inc., Otsu, Japan) using SYBR premix Ex Taq mixture (Takara) 
with cycles of 95 °C for 5 s, 55 °C for 20 s, and 72 °C for 20 s. Relative fungal growth was expressed as C. ilicicola 
rDNA amplification fold-relative to host β-actin gene amplification. The PCR primers used were (1) primers tar-
geting the intergenic spacer region of the C. ilicicola rDNA: CiIGSF (forward) = 5′-TCC ATT GCC TCT ATT TAT 
CCTGC-3′ and CiIGSR (reverse) = 5′-GCG TAA AGA TTT TCC AAC CCG-3′46; (2) primers for soybean β-actin 
gene 11 (Glyma.15G050200): Gm-β-ActinF (forward) = 5′-GAG CTA TGA ATT GCC TGA TGG-3′) and Gm-β-
ActinR (reverse) = 5′-CGT TTC ATG AAT TCC AGT AGC-3′.

Experimental design and data analysis. Antifungal assays were performed in three independent repli-
cates, each consisting of three culture plates. Biological control assays were performed using three independent 
biological replicates, each consisting of four pots with five plants per pot for each treatment. All experiments 
were performed twice and representative data from one experiment are shown.

The mean values were compared using Tukey’s honest significant difference test (p < 0.05) with XLSTAT 
Version 2017 (Addinsoft).

Data availability
The complete or partial genome sequences of 13 bacteria used in the present study are available in the DDBJ/
EMBL/GenBank database under accession numbers as indicated in Table 1.

Received: 27 April 2022; Accepted: 22 August 2022

References
 1. Akamatsu, H. et al. Factors affecting red crown rot caused by Calonectria ilicicola in soybean cultivation. J. Gen. Plant Pathol. 86, 

363–375 (2020).
 2. Padgett, G. B., Kuruppu, P. U. & Russin, J. S. In Compendium of Soybean Diseases and Pest (eds Artman, G. L. et al.) 79–80 (The 

American Phytopathological Society Press, 2015).
 3. Bajgain, R. et al. Biomass production and yield of soybean grown under converted paddy fields with excess water during the early 

growth stage. Field Crops Res. 180, 221–227 (2015).
 4. MAFF. Current situation and issues of soybean production in Japan. http:// www. maff. go. jp/j/ kokus ai/ kokkyo/ yosan/ attach/ pdf/ 

h28_ jigyo_ report- 61. pdf (in Japanese) (2014).
 5. Kleczewski, N., Plewa, D., Kangas, C., Phillippi, E. & Kleczewski, V. First report of red crown rot of soybeans caused by Calonectria 

ilicicola (Anamorph: Cylindrocladium parasiticum) in Illinois. Plant Dis. 103, 1777–1777 (2019).
 6. Roy, K. W., McLean, K. S., Lawrence, G. W., Patel, M. V. & Moore, W. F. First report of red crown rot on soybeans in Mississippi 

(No. Research 1989) (1989).
 7. Shafique, H. A., Sultana, V., Ehteshamul-Haque, S. & Athar, M. Management of soil-borne diseases of organic vegetables. J. Plant 

Prot. Res. 56, 221–230 (2016).
 8. Wille, L., Messmer, M. M., Studer, B. & Hohmann, P. Insights to plant-microbe interactions provide opportunities to improve 

resistance breeding against root diseases in grain legumes. Plant Cell Environ. 42, 20–40. https:// doi. org/ 10. 1111/ pce. 13214 (2019).
 9. Panth, M., Hassler, S. C. & Baysal-Gurel, F. Methods for management of soilborne diseases in crop production. Agriculture 10, 16. 

https:// doi. org/ 10. 3390/ agric ultur e1001 0016 (2020).
 10. Jiang, C. J., Sugano, S., Ochi, S., Kaga, A. & Ishimoto, M. Evaluation of Glycine max and Glycine soja for resistance to Calonectria 

ilicicola. Agronomy 10, 887. https:// doi. org/ 10. 3390/ agron omy10 060887 (2020).
 11. Nishi, K. Calonectria ilicicola, the causal pathogen of soybean red crown rot. Genet. Resour. Man. No. 21 (Jpn.), 1–13 (2007).
 12. Nishi, K. et al. Ecology and control of root necrosis of soybean caused by Calonectria crotalariae. Bull. Nat. Agric. Res. Cent. 30, 

11–109 (1999) (Jpn. with English summary).
 13. Bel, D. & Sobers, E. K. A peg, pod, and root necrosis of peanuts caused by a species of Calonectria. Phytopathology 56, 1361–1364 

(1966).
 14. He, D. C. et al. Biological control of plant diseases: An evolutionary and eco-economic consideration. Pathogens 10, 1311. https:// 

doi. org/ 10. 3390/ patho gens1 01013 11 (2021).
 15. Niu, B. et al. Microbial interactions within multiple-strain biological control agents impact soil-borne plant disease. Front. Micro-

biol. 11, 585404. https:// doi. org/ 10. 3389/ fmicb. 2020. 585404 (2020).

http://www.maff.go.jp/j/kokusai/kokkyo/yosan/attach/pdf/h28_jigyo_report-61.pdf
http://www.maff.go.jp/j/kokusai/kokkyo/yosan/attach/pdf/h28_jigyo_report-61.pdf
https://doi.org/10.1111/pce.13214
https://doi.org/10.3390/agriculture10010016
https://doi.org/10.3390/agronomy10060887
https://doi.org/10.3390/pathogens10101311
https://doi.org/10.3390/pathogens10101311
https://doi.org/10.3389/fmicb.2020.585404


9

Vol.:(0123456789)

Scientific Reports |        (2022) 12:14510  | https://doi.org/10.1038/s41598-022-18905-2

www.nature.com/scientificreports/

 16. Dimkić, I., Janakiev, T., Petrović, M., Degrassi, G. & Fira, D. Plant-associated Bacillus and Pseudomonas antimicrobial activities 
in plant disease suppression via biological control mechanisms—A review. Physiol. Mol. Plant Pathol. 117, 101754 (2022).

 17. Clement, C. & Barka, E. A. Use of plant growth-promoting bacteria for biocontrol of plant diseases: Principles, mechanisms of 
action, and future prospects. Appl. Environ. Microbiol. 71, 4951–4959. https:// doi. org/ 10. 1128/ Aem. 71.9. 4951- 4959. 2005 (2005).

 18. Prajapati, S., Kumar, N., Kumar, S., Lakharan, L. & Maurya, S. Biological control a sustainable approach for plant diseases manage-
ment: A review. J. Pharmacogn. Phytochem. 9, 1514–1523 (2020).

 19. Boer, W., Li, X. G., Meisner, A. & Garbeva, P. Pathogen suppression by microbial volatile organic compounds in soils. FEMS 
Microbiol. Ecol. 95, 105. https:// doi. org/ 10. 1093/ femsec/ fiz105 (2019).

 20. Thomas, G., Withall, D. & Birkett, M. Harnessing microbial volatiles to replace pesticides and fertilizers. Microb. Biotechnol. 13, 
1366–1376. https:// doi. org/ 10. 1111/ 1751- 7915. 13645 (2020).

 21. Tilocca, B., Cao, A. C. & Migheli, Q. Scent of a Killer: Microbial volatilome and its role in the biological control of plant pathogens. 
Front. Microbiol. 11, 41. https:// doi. org/ 10. 3389/ fmicb. 2020. 00041 (2020).

 22. Rudrappa, T., Splaine, R. E., Biedrzycki, M. L. & Bais, H. P. Cyanogenic pseudomonads influence multitrophic interactions in the 
rhizosphere. PLoS One 3, e2073 (2008).

 23. Hunziker, L. et al. Pseudomonas strains naturally associated with potato plants produce volatiles with high potential for inhibition 
of Phytophthora infestans. Appl. Environ. Microbiol. 81, 821–830 (2015).

 24. De Vrieze, M. et al. Volatile organic compounds from native potato-associated Pseudomonas as potential anti-oomycete agents. 
Front. Microbiol. 6, 1295 (2015).

 25. Lu, X. X. et al. Isolation and characterization of Bacillus altitudinis JSCX-1 as a new potential biocontrol agent against Phytophthora 
sojae in soybean [Glycine max (L.) Merr.]. Plant Soil 416, 53–66. https:// doi. org/ 10. 1007/ s11104- 017- 3195-z (2017).

 26. Fernando, W. G. D., Ramarathnam, R., Krishnamoorthy, A. S. & Savchuk, S. C. Identification and use of potential bacterial organic 
antifungal volatiles in biocontrol. Soil Biol. Biochem. 37, 955–964. https:// doi. org/ 10. 1016/j. soilb io. 2004. 10. 021 (2005).

 27. Zhang, F. L. et al. Biocontrol potential of Trichoderma harzianum isolate T-aloe against Sclerotinia sclerotiorum in soybean. Plant 
Physiol. Biochem. 100, 64–74. https:// doi. org/ 10. 1016/j. plaphy. 2015. 12. 017 (2016).

 28. Mona, M., Ashour, A., El-Mohamedy, R., Morsy, A. & Hanafy, E. Seed bio priming as biological approach for controlling root rot 
soil born fungi on soybean (Glycine max L.) plant. Int. J. Agric. Technol. 13, 771–788 (2017).

 29. Sallam, N., Ali, E. F., Seleim, M. A. A. & Bagy, H. M. M. K. Endophytic fungi associated with soybean plants and their antagonistic 
activity against Rhizoctonia solani. Egypt. J. Biol. Pest Control 31, 54. https:// doi. org/ 10. 1186/ s41938- 021- 00402-9 (2021).

 30. Dalal, J., Kulkarni, N. & Bodhankar, M. Antagonistic and plant growth promoting potentials of indigenous endophytic fungi of 
soybean (Glycine max (L.) Merril). Indian J. Adv. Plant Res. 1, 9–16 (2014).

 31. Sayed, S. R. M. et al. Myco-suppression analysis of soybean (Glycine max) damping-off caused by Pythium aphanidermatum. Plants 
10, 788. https:// doi. org/ 10. 3390/ plant s1004 0788 (2021).

 32. Yang, X. & Hong, C. X. Biological control of Phytophthora blight by Pseudomonas protegens strain 14D5. Eur. J. Plant Pathol. 156, 
591–601. https:// doi. org/ 10. 1007/ s10658- 019- 01909-6 (2020).

 33. Priyanka, & Goudar, G. Screening of fluorescent Pseudomonad isolates against Sclerotium rolfsii Sacc., of soybean (Glycine max). 
Legume Res. 44, 652–660. https:// doi. org/ 10. 18805/ Lr- 4145 (2021).

 34. Gao, X. et al. Co-inoculation with rhizobia and AMF inhibited soybean red crown rot: From field study to plant defense-related 
gene expression analysis. PLoS One 7, e33977 (2012).

 35. Matsuoka, H., Ohwaki, Y., Terakado-Tonooka, J. & Tanaka, F. Changes in volatiles in carrots inoculated with ACC deaminase-
producing bacteria isolated from organic crops. Plant Soil 407, 173–186. https:// doi. org/ 10. 1007/ s11104- 015- 2769-x (2016).

 36. Takeuchi, K. et al. Rhizoxin analogs contribute to the biocontrol activity of a newly isolated Pseudomonas strain. Mol. Plant Microbe 
Interact. 28, 333–342. https:// doi. org/ 10. 1094/ Mpmi- 09- 14- 0294- Fi (2015).

 37. Takeuchi, K., Noda, N. & Someya, N. Complete genome sequence of the biocontrol strain Pseudomonas protegens Cab57 discovered 
in Japan reveals strain-specific diversity of this species. PloS One 9, e93683. https:// doi. org/ 10. 1371/ journ al. pone. 00936 83 (2014).

 38. Gao, X. et al. Root interactions in a maize/soybean intercropping system control soybean soil-borne disease, red crown rot. 
PLoS One 9, e95031 (2014).

 39. Tazawa, J., Takahashi, M., Usuki, K. & Yamamoto, H. Nodulation during vegetative growth of soybean stage does not affect the 
susceptibility to red crown rot caused by Calonectria ilicicola. J. Gen. Plant Pathol. 73, 180–184 (2007).

 40. Pozo, M. J., Zabalgogeazcoa, I., de Aldana, B. R. V. & Martinez-Medina, A. Untapping the potential of plant mycobiomes for 
applications in agriculture. Curr. Opin. Plant Biol. 60, 102034. https:// doi. org/ 10. 1016/j. pbi. 2021. 102034 (2021).

 41. Win, K. T., Tanaka, F., Okazaki, K. & Ohwaki, Y. The ACC deaminase expressing endophyte Pseudomonas spp. enhances NaCl 
stress tolerance by reducing stress-related ethylene production, resulting in improved growth, photosynthetic performance, and 
ionic balance in tomato plants. Plant Physiol. Biochem. 127, 599–607. https:// doi. org/ 10. 1016/j. plaphy. 2018. 04. 038 (2018).

 42. Ochi, S. & Nakagawa, A. A simple method for long-term cryopreservation of Calonectria ilicicola on barley grains. J. Gen. Plant 
Pathol. 76, 112–115 (2010).

 43. Homa, M. et al. In vitro interactions of Pseudomonas aeruginosa with Scedosporium species frequently associated with cystic 
fibrosis. Front. Microbiol. 10, 441. https:// doi. org/ 10. 3389/ fmicb. 2019. 00441 (2019).

 44. Li, Q. et al. Biofumigation on post-harvest diseases of fruits using a new volatile-producing fungus of Ceratocystis fimbriata. 
PLoS One 10, e0132009. https:// doi. org/ 10. 1371/ journ al. pone. 01320 09 (2015).

 45. Pethani, B. P. Involvement of small molecules in the interaction between Pseudomonas aeruginosa and Scedosporium aurantiacum, 
Ph.D. thesis (Macquarie University, 2015).

 46. Ochi, S. & Kuroda, T. Developing a qPCR assay for the quantification of Calonectria ilicicola in soil of soybean field. Trop. Plant 
Pathol. 46, 186–194 (2020).

Acknowledgements
This research was supported by the Research Program on Development of Innovative Technology Grants from 
the Project (01012 B) of the Bio-oriented Technology Research Advancement Institution (BRAIN). We would 
like to acknowledge the technical assistance of Mio Masuko and Miyuki Ishikawa, and Editage (http:// www. edita 
ge. com) for English language editing.

Author contributions
C.-J.J. and K.T.W. conceived the research ideas, designed the experiments, and wrote the article; K.T.W., M.K., 
F. T., K.T. and A.Z.O. performed the experiments and data analyses. All authors have read and agreed to the 
publish the manuscript.

Competing interests 
The authors declare no competing interests.

https://doi.org/10.1128/Aem.71.9.4951-4959.2005
https://doi.org/10.1093/femsec/fiz105
https://doi.org/10.1111/1751-7915.13645
https://doi.org/10.3389/fmicb.2020.00041
https://doi.org/10.1007/s11104-017-3195-z
https://doi.org/10.1016/j.soilbio.2004.10.021
https://doi.org/10.1016/j.plaphy.2015.12.017
https://doi.org/10.1186/s41938-021-00402-9
https://doi.org/10.3390/plants10040788
https://doi.org/10.1007/s10658-019-01909-6
https://doi.org/10.18805/Lr-4145
https://doi.org/10.1007/s11104-015-2769-x
https://doi.org/10.1094/Mpmi-09-14-0294-Fi
https://doi.org/10.1371/journal.pone.0093683
https://doi.org/10.1016/j.pbi.2021.102034
https://doi.org/10.1016/j.plaphy.2018.04.038
https://doi.org/10.3389/fmicb.2019.00441
https://doi.org/10.1371/journal.pone.0132009
http://www.editage.com
http://www.editage.com


10

Vol:.(1234567890)

Scientific Reports |        (2022) 12:14510  | https://doi.org/10.1038/s41598-022-18905-2

www.nature.com/scientificreports/

Additional information
Correspondence and requests for materials should be addressed to C.-J.J.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2022

www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Identification of Pseudomonas strains for the biological control of soybean red crown root rot
	Results
	Identification of bacterial strains with antifungal activity against C. ilicicola. 
	Evaluation of the biological control activities of the Pseudomonas strains against C. ilicicola infection. 
	Effects of the Pseudomonas strains on plant growth. 

	Discussion
	Methods
	Plant material and growth conditions. 
	C. ilicicola culture and inoculation. 
	Culture of bacterial strains. 
	Measurement of antifungal effects of bacterial VOCs. 
	Measurement of antifungal effects of bacterial culture supernatant. 
	Evaluation of the biological control activities of the Pseudomonas strains against C. ilicicola. 
	Real-time quantitative polymerase chain reaction (qPCR) for examination of relative fungal growth. 
	Experimental design and data analysis. 

	References
	Acknowledgements


