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phylogenetic characterization of 
bacterial endophytes from four 
Pinus species and their nematicidal 
activity against the pine wood 
nematode
Lakshmi narayanan ponpandian1, Soon ok Rim1, Gnanendra Shanmugam  1, Junhyun Jeon1, 
Young-Hwan park2, Sun-Keun Lee3 & Hanhong Bae1

Recently, bacterial endophytes (Bes) have gained importance in the agricultural sector for their use as 
biocontrol agents to manage plant pathogens. outbreak of the pine wilt disease (pWD) in Korea has led 
researchers to test the feasibility of Bes in controlling the pine wood nematode (pWn) Bursaphelenchus 
xylophilus. in this study, we have reported the diversity and biocontrol activity of Bes against the pWn. 
By employing a culture-dependent approach, 1,622 BEs were isolated from the needle, stem, and root 
tissues of P. densiflora, P. rigida, P. thunbergii, and P. koraiensis across 18 sampling sites in Korea. We 
classified 389 members based on 16S rDNA analysis and taxonomic binning, of which, 215 operational 
taxonomic units (OTUs) were determined. Using Shannon’s indices, diversity across the Pinus species 
and tissues was estimated to reveal the composition of BEs and their tissue-specific preferences. When 
their ethyl acetate crude extracts were analysed for biocontrol activity, 44 candidates with nematicidal 
activity were obtained. Among these, Stenotrophomonas and Bacillus sp. exhibited significant 
inhibitory activity against PWN during their developmental stages. Altogether, our study furnishes a 
basic comprehension of bacterial communities found in the Pinus species and highlights the potential of 
Bes as biocontrol agents to combat pWD.

Due to the economic and ecological significance of pine trees, the outbreak of pine wilt disease (PWD) in Korea, 
which is causing inevitable damage to its ecosystem and economy, has become a reason for serious concern1,2. 
PWD, caused by Bursaphelenchus xylophilus and commonly referred to as the pine wood nematode (PWN), 
affects various species of pine trees and induces aberrations in the vascular vessels of the hosts, eventually advanc-
ing into the development of wilting symptoms3. Following initial reports on PWN observed in the USA, Canada, 
China, Japan, and other south-eastern countries, the first incidence of PWD in Korea was documented in 1988, in 
which the PWN destroyed several hectares of the pine forest area4,5. Unlike the three pine species (P. densiflora, P. 
koraiensis, and P. thunbergii), P. rigida is native to North America and found to be resistant to PWD6.

Until now, methods employed for the preventive management and control of PWN from infected trees 
included clear-cutting, burning wilt-woods, and the application of nematicidal compounds7. Although inject-
ing commercially existing nematicides such as emamectin benzoate, abamectin, and oxolinic acid into the pine 
trunk8,9 often yields positive results, its hazardous impact on human health and other environmental ecosys-
tems often becomes a major issue. To circumvent and address these challenges, currently, developing a safer and 
cost-effective alternative is one of the prime areas of research. More recently, studies focusing on the use of BEs 
as biocontrol agents have shown a promising glimpse of their remedial application in the agriculture sector10. 
In general, BEs colonizing host plants have the tendency to demonstrate antagonistic activity against their own 
or different plant pathogens11,12. These beneficial activities are due to the production of secondary metabolites 
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by BEs, many of which are used for various applications13. For instance, bacterial endophytes of Pseudomonas, 
Bacillus, and Methylobacterium isolated from the banana, chili, papaya, paddy, and coffee plants proved to be 
effective against the root-knot nematode Meloidogyne incognita14,15. Thus, due to the proven potential of BEs as 
biocontrol agents and the economic importance of pine trees, we hereby intend to propose a hypothesis on the 
basis of the following studies and objectives: (1) screening and isolation of BEs from four Pinus species; (2) inves-
tigating the selected isolates for biocontrol activity against different developmental stages of the PWN in vitro.

Results
Isolation and identification of bacterial endophytes. In total, 1,622 culturable BEs were isolated 
from three different tissues (needles, stem, and root) of the four Pinus species across 18 sampling sites in Korea 
(Table 1). Based on the results of 16S rDNA sequencing, they were classified into 389 distinct bacterial groups 
(Note S1). Upon taxonomic binning of these 389 isolates, 215 operational taxonomic units (OTUs) encompassing 
68 different genera were identified. Majority of the identified OTUs were endophytes, which contribute to the 
growth-promotion and development in plants and demonstrated more than 99% similarity with the reference 
strains (Fig. 1: Supplementary Table S1).

Examining the phylogenetic relationship among the 389 isolates showed a confined range of taxonomical 
distribution. Accordingly, all the isolates were grouped into 4 phyla as follows: Actinobacteria, Bacteroidetes, 
Firmicutes, and Proteobacteria (alpha, beta, and gamma). It was observed that majority of the OTUs predomi-
nantly belonged to the phyla Firmicutes followed by Actinobacteria and comprised 34.7% and 34.1% of the total 
members, respectively. Approximately, 23.6% of the total isolates were gamma-proteobacteria whereas those con-
stituting the class of alpha- and beta-proteobacteria were less than 5% (Fig. 2A).

To explore the diversity and distribution of BEs in different tissues, the 1,622 isolates collected from four Pinus 
species were analysed. Their results revealed that the isolate count was the highest in the roots (723), followed 
by needles (540), and the lowest in stems (359) (Fig. 2B). In both P. densiflora and P. koraiensis, only members 
of a specific phylum were found, and their occurrence was restricted to a single type of tissue in the plant. For 
example, in P. koraiensis, gamma-proteobacteria belonging only to the genus Pseudoxanthomonas were found 
exclusively in the needles. Similarly, in P. densiflora, Actinobacteria belonging exclusively to the genus Kocuria 
were present in its root tissues. Thus, in the aforementioned tree species, we observed that no endophyte from the 
phyla Actinobacteria or Firmicutes were distributed in any other tissues. Contrarily, a relatively broader diversity 
and distribution was observed in members of P. rigida and P. thunbergii. For instance, the four phyla were found 
to be distributed within specific tissues of P. rigida. BEs of 12 genera related to the Gamma-proteobacteria were 
found to be heavily distributed in the needle tissues. However, in P. thunbergii, it was observed that 2 genera in 
the stem (alpha-proteobacteria) and 1 in the root (Actinobacteria) were distributed. Contrarily, no specific genus 

Pine species
Sampling site 
(symbol)

Estimated tree 
age

Number of isolates

Tissue

Needle Stem Root

Pinus rigida

Anseong (Pr 1) 45 12 15 21

Seosan (Pr 2) 45 14 10 13

Jungeup (Pr 3) 45 16 14 21

Yungyang (Pr 4) 43 18 19 23

Pinus densiflora

Jungeup (Pd 1) 50 25 30 40

Jeju island (Pd 2) 50 28 29 45

Hoengseong 
(Pd 3) 45 40 25 43

Bonghoa (Pd 4) 35 30 18 46

Yangpung (Pd 5) 50 33 14 43

Pinus thunbergii

Pohang (Pt 1) 40 36 17 46

Jeju island (Pt 2) 45 40 21 57

Seosan (Pt 3) 50 46 22 41

Gangneung 
(Pt 4) 35 47 24 40

Yeosu (Pt 5) 45 29 18 49

Pinus koraiensis

Hongchun 
(Pk 1) 30 30 22 51

Jecheon (Pk 2) 30 33 21 43

Chuncheon 
(Pk 3) 35 31 18 56

Pocheon (Pk 4) 50 32 22 45

Total 540 359 723

Table 1. Sampling overview of bacterial endophytes. The table illustrates the number of isolates obtained from 
the needles, stems, and roots of four Pinus species from 18 sampling sites across Korea. Six trees were sampled 
from each sampling site.

https://doi.org/10.1038/s41598-019-48745-6


3Scientific RepoRtS |         (2019) 9:12457  | https://doi.org/10.1038/s41598-019-48745-6

www.nature.com/scientificreportswww.nature.com/scientificreports/

was found in the needles. Taken together, these results conveyed that the diversity and distribution of BEs among 
different tissues tends to be species- and tissue-specific (Supplementary Table S2).

Among all the genera, the presence of Bacillus belonging to the phylum Firmicutes was predominant followed 
by that of Microbacterium of phylum Actinobacteria, present in 95% of Firmicutes, and 52% of Actinobacteria, 
respectively. Pseudomonas was the only genus of Proteobacteria that demonstrated a frequency of occurrence 
as high as 31% (Fig. 2C). The relative proportions of the different phyla and sub-phyla found in all sampling 
sites were analyzed. Actinobacteria were present most abundantly in the needle and stem tissues, while the high-
est number of Firmicutes members was found in the stems. In the needles, the counts of alpha-proteobacteria 
and gamma-proteobacteria were the maximum and minimum, respectively, while no beta-proteobacteria were 
found in the stems. Compared to all other phyla, the population of Bacteroidetes was the least in all the three 
tissues (Fig. 2D). The phylogenetic tree showed the relationship between the different isolates of BEs and the 
range of their taxonomical distribution. All the representative isolates were clustered into the following 4 phyla: 
Actinobacteria, Bacteroidetes, Firmicutes and Proteobacteria. The phylum and sub-phylum occurring most fre-
quently was Actinobacteria, which included 113 isolates, followed by Firmicutes constituting 135 isolates. These 
results demonstrated the diversity among bacterial endophytes collected from the three different tissue types of 
four Pinus species located at different sites (Fig. 3).

Figure 1. Schematic representation of workflow: isolation and identification of culturable bacterial endophytes 
from four Pinus species across 18 sampling sites in Korea.
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Diversity of bacterial endophytes among the pinus species. Differences in the diversity of BEs were 
observed in all samples collected from the four Pinus species. Significant to negligible variations in the diversity 
of BEs were noted within the same species collected from different locations. The species richness (S) showed 
that P. densiflora harboured the maximum number of BEs (average 21 species), followed by P. koraiensis (average 
17 isolates) and P. thunbergii (average 15 species) (Fig. 4A). The least species richness was observed in P. rigida 
(average 12 species). Similar values of the Shannon index (H′ = 3 to 4) indicated that no significant differences 
were noted in the diversity of BEs among all the tested Pinus species (Fig. 4B). All the 389 isolates were classified 
at the phylum level and their relative abundance in all sampling sites was calculated. Members of Actinobacteria, 
Firmicutes and gamma-proteobacteria were detected in samples collected from all the sampling sites. The dis-
tribution of the members of alpha- and beta-proteobacteria was limited in a few sampling sites while that of 
Bacteroides was the least. (Fig. 4C).

Furthermore, in order to explain the role of edaphic factors in determining the differences in the distribution 
and composition of BEs in the Pinus species, factors such as soil pH, phosphate content, altitude, precipitation, 
and mean annual temperature were assessed. The results demonstrated that no comparable or significant changes 
in the diversity and species richness that were influenced either by climate or any other edaphic factors were 
noticed. (Supplementary Tables S2 and S3; Supplementary Figs S1 and S2).

Identification of bacterial endophytes with potential nematicidal activity. Nematicidal activities 
of the cellular extracts (CEs) of the 389 BEs at a concentration of 1,000 ppm were screened. Mortality rates of the 
PWNs were confirmed based on microscopic visualization (Logos Biosystems, iRiSTM digital cell imaging system, 
Anyang, Korea) of the dead and live nematodes. Primarily, 44 isolates exhibited nematicidal activity on the L3/
L4 and adult stages of the nematodes after treatment for 24 h (Supplementary Fig. S3). Moreover, among the 44 

Figure 2. Distribution of culturable bacterial endophytes in the needles, stems, and roots of four Pinus species 
across 18 sampling sites. (A) Pie chart representing the percentage of bacterial endophytes shared by different 
phyla. (B) Bar graph showing the number of bacterial endophytes isolated from the needle, stem and root 
tissues. (C) Distribution of bacterial endophytes at the genus level (68 genera in total). Diverse colours indicate 
the phyla to which each genus belongs. (D) Relative proportion of the bacterial endophytes in different tissues at 
the phylum and sub-phylum level.
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isolates, Stenotrophomonas (EB 394) and Bacillus sp. (EB 93) consistently exhibited high nematicidal activity 
against the PWNs (Figs 5 and 6).

The inhibitory effects of CEs on egg hatching of B. xylophilus were evaluated by exposing the eggs to the 44 
nematicidal CEs after 24 h treatment. The cumulative number of eggs that hatched between 12 h and 24 h after 
treatment was considered for determining the egg hatching percentage. We observed that the CEs from two 
isolates had strong inhibitory effect on the egg hatchability in a dose/concentration-dependent manner, whereas 
no inhibitory effect was observed in control 1 (Fig. 5A; Movie S1). In control 2 (3% DMSO in methanol) and the 
positive control (abamectin), the rate of egg hatching was 96% (Fig. 5B; Movie S2) and 30% (Fig. 5C; Movie S3), 
respectively. Interestingly, the hatching rates of our target CEs isolated from Stenotrophomonas sp. and Bacillus 
sp. were up to 56%. (Fig. 5D,F; Movie S4) and 63%, respectively (Fig. 6E,F; Movie S5). Additionally, the hatching 
rates of the remaining 42 CEs ranged from 73% to 82% (Fig. S3A).

From the results obtained in the egg hatchability experiment, we intended to evaluate the efficacies of the CEs 
on different developmental stages of the PWN. Significant nematicidal effect of the Stenotrophomonas sp. and 
Bacillus sp. was observed on two stages of nematode life cycle (L3/L4 and adult). The relative toxicity of the CEs 
on the nematodes in the L3/L4 stages was demonstrated by their microscopic visualization. Although no toxic 
effects were seen in control 1 (Fig. 6A; Movie S6) and control 2 (Fig. 6B; Movie S7), a mortality rate of approxi-
mately 67% was observed upon treatment with abamectin (Fig. 6C,F; Movie S8). Mortality rates of 55% and 48% 
were seen in Stenotrophomonas sp. (Fig. 6D,F; Movie S9) and Bacillus sp. (Fig. 6E,F; Movie S10), respectively.

Microscopic visualization of the adult stages showed live nematodes in control 1 (Fig. 7A; Movie S11) and 
control 2 (Fig. 7B; Movie S12). After treatment, the percentages of dead adult nematodes were as follows: 86% 
for abamectin (Fig. 7C,F; Movie S13), 79% for Stenotrophomonas sp. (Fig. 7D,F; Movie S14), and 70% for Bacillus 
sp. (Fig. 7E,F; Movie S15). Dead nematodes were paralyzed and straightened when transferred into clean water. 
Additionally, the mortality rates of the remaining 42 CEs were recorded to be in the range of 20% to 30% for the 

Figure 3. The phylogenetic tree was created using neighbour-joining methods with 16S rDNA sequence 
isolates from various tissues of four Pinus species. Bootstrap values expressed as the percentage of 1,000 
replications are indicated at the nodes.
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L3/L4 stages (Fig. S3B) and 30% to 35% for the adult stage (Fig. S3C). In summary, the results observed over a 
period of 12 h to 72 h demonstrated that mortality was induced after 24 h in response to abamectin and the two 
aforementioned CEs, under the defined concentrations and conditions.

The mortality rate was slightly higher for abamectin compared to that of the CEs. Unsurprisingly, mortality 
rates of 3% to 5% were observed in the water and solvent controls, and lower mortality rates were elicited by the 
remaining 42 CEs.

Discussion
In recent decades, studies on the use of biological organisms as control agents for agricultural and biotechnologi-
cal applications have increased considerably. One of the key factors influencing the rapid progress in this field is 
to identify and understand the ecology of novel BEs that are generally associated with the host plants10. Numerous 
reports suggest that various BEs existing within the tissues of living plants demonstrate antagonistic activity 
towards the pathogens, nematodes, and insects that attack the host plants16. Owing to the aforementioned benefi-
cial aspects of BEs and current focus on the PWN, we hereby attempted to explore and identify the association of 
the BE community from four Pinus species and their nematicidal activity towards PWN.

The existence of diverse bacterial communities in the form of endophytes within the tissues of tree sam-
ples was illustrated using 16S rDNA analysis. The taxonomic binning of these samples presented 215 OTU 
belonging to 68 genera in total. It was found that the BEs from four different phyla, namely Actinobacteria, 
Firmicutes, Bacteroides, and Proteobacteria (alpha-, beta-, and gamma-) were distributed in needles, stems, 
and roots of all the sampled Pinus species. Interestingly, from the aforementioned BE communities, mem-
bers of both Actinobacteria and Firmicutes constituted around 34% of the total population while Bacteroides, 
alpha-proteobacteria, and beta-proteobacteria accounted for less than 5%. In addition to the identification of the 
BE communities, investigating the species richness of the plants localized in different regions was a key factor 
since it indirectly helped in understanding their ecological relationships. In this regard, we observed that, in the 
entire population of Pinus species that was tested, the roots had harboured the maximum number of endophytes, 
followed by the stems and needles. This may be because the roots, being present in the soil rhizosphere, serve as 
a principal gateway for entry of the BEs, which can eventually migrate to other parts of the plants. For instance, 
per previous findings, it has been reported that Exiguobacterium mexicanum is a well-known endophyte that 
can migrate from the soil to the root and then to other parts of the plants17. Similarly, we found Exiguobacterium 
aurantiacum in three tissues of P. rigida indicating that this organism might have dispersed from the soil to the 
root and migrated further to its stems and needles.

Figure 4. Distribution and diversity of the bacterial endophytes in four Pinus species. (A) Species richness 
across the sampling sites. (B) Shannon’s index (H′) across the sampling sites. (C) Relative proportion of bacterial 
endophytes at the phylum level across the sampling sites.
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Furthermore, in order to depict and explain the closest relationship between the BEs, a phylogenetic tree that 
clearly distinguished the phyla was constructed. Few species of Microbacterium, Pseudomonas, and Bacillus, being 
abundant in all our sampling sites, were documented as well-known endophytes in other hosts such as sweet 
corn, tomato, watermelon, bell pepper, and Dendrobium candidum18,19. Although most of the organisms of the 
genera mentioned this work have been recognized as common endophytes, through our work, species from the 
genera Paenarthrobacter, Okibacterium, Flexivirga, and Naumannella have been identified and reported for the 
first time as endophytes associated with pine trees. It is also noteworthy that Cedecea neteri, a human pathogen20, 
Buttiauxella agrestis, and Ewingella Americana, which are symbionts associated with B. xylophilus21, were present 
in all our samples. Taken together, our findings and their comprehensive analysis showed the diversity of BE 
communities and the level of the richness in species that were distributed among different parts of the pine trees.

Generally, secondary metabolites synthesized by the BEs help the host plants fight and protect against the 
pathogens22 or from any abiotic stress23. Several antimicrobial13, antifungal11 and antinematicidal24 activities of 
such secondary metabolites have been well documented25. Due to existing evidence of these inhibitory abilities, 
we investigated the antinematicidal activity of diverse BEs isolated from the four Pinus species. The 389 iso-
lates belonging to different genera were tested in vitro to determine which isolates conferred antagonistic effects 
against the PWN. Our results showed that the CEs from 44 BEs could exert the nematicidal activity. The toxicity 
of the CEs towards the PWN was elucidated in three different phases. Egg hatchability being the critical factor in 
regulating population growth, we examined this factor initially. The results revealed that majority of the strains 

Figure 5. Effects of ethyl acetate extracts of two potential bacterial endophytes on egg hatchability of 
Bursaphelenchus xylophilus. The eggs and nematodes were monitored at different time points (0, 6, 12, 24, 48, and 
72 h) and all pictures were taken at 24 h at a concentration of 1,000 ppm of ethyl acetate extracts. (A) Control 1: 
double distilled water. (B) Control 2: 3% DMSO in 100% methanol. (C) Control 3: abamectin. (D) Stenotrophomonas 
sp. (E) Bacillus sp. (F) Percentage of inhibition of egg hatching. Data are represented as the means ± standard error of 
the average of three trials with eighteen replications. ***P < 0.001 vs. control 2. Scale bars = 100 μm.
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of the genera Stenotrophomonas and Bacillus showed marked toxicity on the egg hatching. Unlike abamectin, a 
commercial nematicide with 70% rate of inhibition, two potential BEs from our group inhibited the egg hatching 
at rates of 44% and 37%. Although CEs of the aforementioned BEs did not demonstrate significant activity like 
the synthetic compound abamectin, it is proven that the metabolites of these BEs are highly promising in killing 
the nematode. Additionally, considering the ill effects of the changes induced due to PWN development during 
PWD infection, we tried to explore the feasibility of using the CEs for inhibiting the nematode development. 
Interestingly, we found that 55% and 48% of mortality was achieved in the larval stage and 79% and 70% in 
adult stage of the PWN when treated with the CEs of Stenotrophomonas sp. (EB 394) and Bacillus sp. (EB 93), 
respectively. Furthermore, findings from previous studies revealed that Stenotrophomonas sp. and Bacillus sp., 
which exhibited nematicidal activity in our study, were found to be associated with the PWN community that 
causes PWD26,27. Additionally, bacteria attached to the PWN can be endophytes and may help both the plant and 
the nematode28. We similarly assume that our BEs and nematode-associated bacteria can claim anti-nematode 
activity. Significant mortality rates were observed in adults compared to the L3/L4 developmental stages. These 
changes might be due to differences between their levels of resistance and/or mechanisms of adult and juvenile 
nematodes to combat stress.

To summarize, our work highlights the presence and diversity of BEs in four Pinus species located across 
Korea. The strains belonging to the genera Bacillus and Stenotrophomonas demonstrated potential activity as bio-
control agents against the PWN. The initial results obtained in this study can be viewed as highly promising. Thus, 
with the results obtained from this groundwork, further studies involving the identification and characterization 
of compounds from the CEs might open a new window for exploring and developing agents that could be viable 
environmentally friendly alternatives to the chemicals used against the PWN.

Methods
collection of tissue samples from four pinus species. Culturable BEs were isolated from the dis-
ease-free members of four Pinus species (P. densiflora, P. koraiensis, P. rigida, and P. thunbergii). The samples 
were collected from three tissues (needles, stems, and roots). Five sampling sites were selected for P. densiflora 
and P. thunbergii while four sites were selected for P. koraiensis and P. rigida. Six trees (replicates) were sampled 
per site. In total, 18 sites were sampled across Korea during the summer of 2016 (June – August) (Table 1). Young 

Figure 6. Nematicidal activity of the ethyl acetate extracts of two potential bacterial endophytes on the L3/L4 
stages of Bursaphelenchus xylophilus. The nematodes were monitored at different time points (0, 12, 24, 48, and 
72 h) and all pictures were taken at 24 h at a concentration of 1,000 ppm. (A) Control 1: double distilled water. 
(B) Control 2: 3% DMSO in 100% methanol. (C) Control 3: abamectin. (D) Stenotrophomonas sp. (E) Bacillus 
sp. (F) Percentage of dead nematodes (L3/L4 stages). Data are represented as the means ± standard error of the 
average of three trials with eighteen replications. Average size of the L3/L4 nematodes is 208 µm. ***P < 0.001 
vs. control 2 (3% DMSO in methanol). Scale bars = 100 μm.
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needle samples (2-year old) were collected using sterilized blades. The stem samples were collected from a height 
of 1 m above the ground level using a sterilized increment borer. Without uprooting the tree, tertiary root samples 
were collected from a depth of 10 to 25 cm below the soil line. All three tissue samples were collected from the 
same tree, from its two opposite sides. The samples were stored in clean zip bags, brought immediately to the 
laboratory, and preserved at 4 °C. The BEs were isolated within 24 h of sampling.

isolation of bacterial endophytes. Tissue samples (1 g) were dissected, washed thrice in sterilized reverse 
osmosis (RO)-treated water, and sonicated for 20 s to extricate the loam and organic substances29. Each sample 
was rinsed in sterile 0.1% Tween 20 for 5 min. Subsequently, the samples were washed with 70% ethanol for 
5 min and then rinsed in freshly prepared 4% sodium hypochlorite (NaOCl) solution for 5 min. Finally, the sam-
ples were washed ten times with RO water to remove the NaOCl. The samples were then soaked in sterile 10% 
(w/v) sodium bicarbonate (NaHCO3) for 10 min to arrest the growth of fungal endophytes, followed by ten times 
washing with RO water and drying on a sterilized paper. The surface-sterilized samples were rolled on separate 
petri dishes containing the media tryptic soy agar (TSA) and nutrient agar (NA) in order to confirm the success 
of surface sterilization (Thermo Fisher Scientific, Waltham, MA, USA). The petri dishes were incubated at 28 °C 
and monitored up to 15 d. Each surface-sterilized sample was ground using a sterile motor and pestle and sus-
pended in 10 ml of sterile phosphate buffer (10 mM, pH 7.2). The ground sample suspension was incubated at 
28 °C under conditions of shaking at 110 rpm for 30 min to discharge the BEs from the samples into the phosphate 
buffer. Then, 1 ml of phosphate buffer containing the BEs was serially diluted up to the 10−5 dilution using 9 ml 
of sterile H2O. Each dilution (100 µl) was plated in duplicates on sterile TSA and NA supplemented with 0.01% 
cycloheximide. All the BEs were grown on TSA and NA at 28 °C and observed up to 15 d. The number of bacteria 
were determined based on the number of colony forming units (CFUs). Each morphologically different bacterial 
colony was subcultured by streaking on a fresh plate of TSA and NA for further confirmation of the purity of the 
colonies. Several isolations were carried out by streaking on fresh media. A pure colony per bacterial isolate was 
differentiated and selected based on its size, form, shape, texture, opaqueness, height, and the morphology of its 
edges and surface on the respective growth medium. Individual colonies were subcultured for the preparation of 
glycerol stocks.

Molecular identification of the bacterial endophytes. Universal primers for the region of 16S rDNA (for-
ward primer 27F: 5′-AGAGTTGATCMTGGCTCAG-3′/reverse primer 1492R: 5′-GGTTACCTTGTTACGACTT-3′) 
were used for the amplification (Bionics, Seoul, Korea)30. The sequences were analyzed using the Geneiuos version 

Figure 7. Nematicidal activity of ethyl acetate extracts of two potential bacteria on the adult stage of Bursaphelenchus 
xylophilus. The nematodes were monitored at different time points (0, 12, 24, 48, and 72 h) and all pictures were 
taken at 24 h at a specific concentration of 1,000 ppm. (A) Control 1: double distilled water. (B) Control 2: 3% DMSO 
in 100% methanol. (C) Control 3: abamectin. (D) Stenotrophomonas sp. (E) Bacillus sp. (F) Percentage of dead 
nematodes. Data are represented as means ± standard error of the averages of three trials with eighteen replications. 
Average size of the adult stage nematode is 773 µm. ***P < 0.001 vs. control 2. Scale bars = 100 μm.
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v 10.1.3 software (Biomatters, Auckland, New Zealand)31. All the sequences were identified using the NCBI BLAST 
search (https://blast.ncbi.nlm.nih.gov/). A phylogenetic tree was built using the neighbour-joining method and eval-
uated by bootstrap analysis using the MEGA v 7.032 with 1,000 replications to assess the comparative stability of the 
branches. All the 16S rDNA sequences of 389 isolates were submitted to NCBI for identification.

Preparation of ethyl acetate crude extracts. Total metabolites were extracted from the cultures of 44 
BEs suspended in tryptic soy broth (TSB) including those of the Bacillus sp. (EB 93) and Stenotrophomonas sp. (EB 
394) using EtOAc33. The liquid cultures of Stenotrophomonas sp. and Bacillus sp. suspended in TSB [12 h growth, 
500 µl, optical density (OD) 0.8 at 600 nm] were inoculated into 250 ml TSB in 1,000-ml Erlenmeyer flasks. The 
cultures were incubated for 6 d at 30 °C and 150 rpm until the two bacterial suspensions reached the stationary 
phase of growth (OD600 = 2.4). An equal volume of EtOAc (250 ml) was added to the broth culture and sonicated 
for 30 min. The EtOAc mixture was incubated by shaking at 120 rpm overnight and allowing to stand for 2 h. The 
top clear phase was separated using a separatory funnel. The EtOAc CEs were concentrated in a rotary evaporator 
at 50 °C. The CEs were dissolved in 3% dimethyl sulfoxide (DMSO) solution prepared in 100% methanol.

Isolation of eggs, L3/L4 juvenile and adult stages of the nematodes. The PWNs were procured 
from the Korea Forest Research Institute (Seoul, Korea), fed on the fungal mycelia of Botrytis cinerea, grown for 8 
d at 25 °C in the dark34 and collected using the Baermann funnel technique35 (Fig. S4).

The eight-day-old adult female nematodes were collected in 96-well polystyrene plates and petri dishes. All 
the female nematodes were observed up to 12 h until many quality eggs were laid at room temperature under 
the dark. Eggs (c. 100) were washed and counted and their quality was confirmed by evaluating the movement 
of the egg embryo. Subsequently, 10 µl of 0.1 mg CE was added to 90 µl of water holding 100 eggs. The final con-
centration of the CE was 1,000 ppm. The eggs were treated with CEs of the 44 BEs and monitored using water 
control (control 1), solvent control (control 2: 3% DMSO in methanol), and positive control (control 3: abamec-
tin; Sigma-Aldrich, Saint-Louis, MO, USA). All the readings were taken after 24 h. The hatching rate (%) was 
calculated as follows:

= + ×Hatching rate(%) [juveniles/(eggs juveniles)] 100

The PWNs were fed with B. cinerea and grown up to 5 d (L3/L4 stages) and 9 d (adult stage). Subsequently, 
they were collected and washed in sterile water (Supplementary Fig. S4). The length of the PWN at different stages 
was measured using the ImageJ software (https://imagej.nih.gov/ij/), based on which, the two stages were differ-
entiated. The average length was 208 and 773 µm for L3/L4 and adult stage nematodes, respectively. Nematodes 
at both the stages were counted and separated in 96-well polystyrene plates. The experiment was carried out by 
adding 10 µl of 0.1 mg CE to 90 µl of water containing 100 nematodes, resulting in a final concentration of 1,000 
ppm. The nematodes were monitored at 12, 24, 48 and 72 h after treatment. Mortality of the nematodes was cal-
culated according to the Schneider-Orelli formula as follows36:

= −
−

Corrected mortality (%) [mortality in treatment (%) mortality in negative control
(%)]/(1 mortality in negative control)

Data analysis. The relative proportion (percentage) was calculated as the number of isolates belonging to a 
species or phylum, divided by the total isolates recovered from all the tissues. Species richness (S) among the BEs 
was estimated based on the specific sampling site. S is the number of species recovered from a specific region or 
tree sample. The Shannon’s diversity index (H) was analyzed using the following equation: H = −Σ (Pi × In Pi), 
where Pi is the relative proportion of species in a specific sampling site or particular tissue (i)37. After performing 
the one-way analysis of variance (ANOVA) followed by the Tukey’s test to calculate the significant differences 
among data at any level (***P < 0.001) using the software GraphPad Prism 7 (La Jolla, CA, USA).

References
 1. Kwon, T. S., Shin, J. H., Lim, J. H., Kim, Y. K. & Lee, E. J. Management of pine wilt disease in Korea through preventative silvicultural 

control. For. Ecol. Manage. 261, 562–569 (2011).
 2. Lee, S. K. et al. Nematicidal effect of Sparassis latifolia-derived sparassol and disodium sparassol against Bursaphelenchus xylophilus. 

J. Asia. Pac. Entomol. 19, 81–84 (2016).
 3. Jones, J. T., Moens, M., Mota, M., Li, H. & Kikuchi, T. Bursaphelenchus xylophilus: Opportunities in comparative genomics and 

molecular host-parasite interactions. Mol. Plant Pathol. 9, 357–368 (2008).
 4. Tóth, Á. Bursaphelenchus xylophilus, the pinewood nematode: Its significance and a historical review. Acta Biol. Szeged. 55, 213–217 

(2011).
 5. Ryss, A. Y., Kulinich, O. A. & Sutherland, J. R. Pine wilt disease: A short review of worldwide research. For. Stud. China 13, 132–138 

(2011).
 6. Park, I.-K., Kim, J., Lee, S.-G. & Shin, S.-C. Nematicidal activity of plant essential oils and components from ajowan (Trachyspermum 

ammi), allspice (Pimenta dioica) and litsea (Litsea cubeba) essential oils against pine wood nematode (Bursaphelenchus xylophilus). 
J. Nematol. 39, 275–279 (2007).

 7. Braasch, H., Gu, J., Burgermeister, W. & Zhang, J. Bursaphelenchus doui sp.n. (Nematoda: Parasitaphelenchidae) in packaging wood 
from Taiwan and South Korea - a new species of the xylophilus group. Russ. J. Nematol. 13, 19–27 (2005).

 8. Kwon, H. R. et al. Suppression of pine wilt disease by an antibacterial agent, oxolinic acid. Pest Manag. Sci. 66, 634–639 (2010).
 9. Takai, K., Suzuki, T. & Kawazu, K. Distribution and persistence of emamectin benzoate at efficacious concentrations in pine tissues 

after injection of a liquid formulation. Pest Manag. Sci. 60, 42–48 (2004).
 10. Eljounaidi, K., Lee, S. K. & Bae, H. Bacterial endophytes as potential biocontrol agents of vascular wilt diseases – Review and future 

prospects. Biol. Control 103, 62–68 (2016).

https://doi.org/10.1038/s41598-019-48745-6
https://blast.ncbi.nlm.nih.gov/
https://imagej.nih.gov/ij/


1 1Scientific RepoRtS |         (2019) 9:12457  | https://doi.org/10.1038/s41598-019-48745-6

www.nature.com/scientificreportswww.nature.com/scientificreports/

 11. Park, Y. H. et al. Endophytic Trichoderma citrinoviride isolated from mountain-cultivated ginseng (Panax ginseng) has great 
potential as a biocontrol agent against ginseng pathogens. J. Ginseng Res. 1–13, https://doi.org/10.1016/j.jgr.2018.03.002 (2018).

 12. Chowdhury, E. K. et al. Composition, diversity and bioactivity of culturable bacterial endophytes in mountain-cultivated ginseng in 
Korea. Sci. Rep. 7, 1–10 (2017).

 13. Berg, G. Plant–microbe interactions promoting plant growth and health: perspectives for controlled use of microorganisms in 
agriculture. Appl. Microbiol. Biotechnol. 84, 11–18 (2009).

 14. Mekete, T., Hallmann, J., Kiewnick, S. & Sikora, R. Endophytic bacteria from Ethiopian coffee plants and their potential to 
antagonise Meloidogyne incognita. Nematology 11, 117–127 (2009).

 15. Vetrivelkalai, P., Sivakumar, M. & Jonathan, E. I. Biocontrol potential of endophytic bacteria on Meloidogyne incognita and its effect 
on plant growth in bhendi. J. Biopestic. 3, 452–457 (2010).

 16. Su, L. et al. Isolation of antagonistic endophytes from banana roots against Meloidogyne javanica and their effects on soil nematode 
community. Front. Microbiol. 8, 1–11 (2017).

 17. López-Cortés, A., Schumann, P., Pukall, R. & Stackebrandt, E. Exiguobacterium mexicanum sp. nov. and Exiguobacterium artemiae 
sp. nov., isolated from the brine shrimp Artemia franciscana. Syst. Appl. Microbiol. 29, 183–190 (2006).

 18. Xia, Y., DeBolt, S., Dreyer, J., Scott, D. & Williams, M. A. Characterization of culturable bacterial endophytes and their capacity to 
promote plant growth from plants grown using organic or conventional practices. Front. Plant Sci. 6, 1–10 (2015).

 19. Wu, L. et al. Isolation and characterization of antagonistic endophytes from Dendrobium candidum Wall ex Lindl., and the 
biofertilizing potential of a novel Pseudomonas saponiphila strain. Appl. Soil Ecol. 105, 101–108 (2016).

 20. Aguilera, A. et al. Bacteraemia with Cedecea neteri in a patient with systemic lupus erythematosus. Postgrad. Med. J. 71, 179–180 (1995).
 21. Proença, D. N. et al. Diversity of bacteria associated with Bursaphelenchus xylophilus and other nematodes isolated from Pinus 

pinaster trees with pine wilt disease. PLoS One 5, 1–9 (2010).
 22. Aliabadi, M. A., Ghasemi, M. F. & Isaazadeh, K. H. Antimicrobial activity bioactive compounds produced by Exiguobacterium 

acetylicum PTCC1756 against pathogenic bacteria. Sci. J. Microbiol. 3, 55–61 (2014).
 23. Selvakumar, G. et al. Growth promotion of wheat seedlings by Exiguobacterium acetylicum 1P (MTCC 8707) a cold tolerant bacterial 

strain from the Uttarakhand Himalayas. Indian J. Microbiol. 50, 50–56 (2010).
 24. Kim, N. et al. Induction of resistance against pine wilt disease caused by Bursaphelenchus xylophilus using selected pine endophytic 

bacteria. Plant Pathol. 68, 434–444 (2018).
 25. Zheng, L. et al. Nematicidal endophytic bacteria obtained from plants. Ann. Microbiol. 58, 569–572 (2008).
 26. Zhao, B. G., Tao, J., Ju, Y. W., Wang, P. K. & Ye, J. L. The role of wood-inhabiting bacteria in pine wilt disease. J. Nematol. 43, 129–34 (2011).
 27. Wu, X.-Q. et al. Specific and functional diversity of endophytic bacteria from pine wood nematode Bursaphelenchus xylophilus with 

different virulence. Int. J. Biol. Sci. 9, 34–44 (2013).
 28. Nascimento, F. et al. From plants to nematodes: Serratia grimesii BXF1 genome reveals an adaptation to the modulation of multi-

species interactions. Microb. Genomics 4 (2018).
 29. Kaewkla, O. & Franco, C. M. M. Rational approaches to improving the isolation of endophytic Actinobacteria from Australian native 

trees. Microb. Ecol. 65, 384–393 (2013).
 30. Ji, S. H., Paul, N. C., Deng, J. X., Kim, Y. S. & Yun, B. Biocontrol activity of Bacillus amyloliquefaciens CNU114001 against fungal 

plant diseases. Mycrobiology 6, 234–242 (2013).
 31. Kerkhof, L. J., Dillon, K. P., Häggblom, M. M. & McGuinness, L. R. Profiling bacterial communities by MinION sequencing of 

ribosomal operons. Microbiome 5, 116 (2017).
 32. Kumar, S., Stecher, G. & Tamura, K. MEGA7: Molecular evolutionary genetics analysis version 7.0 for bigger datasets. Mol. Biol. Evol. 

33, 1870–1874 (2016).
 33. Taechowisan, T., Lu, C., Shen, Y. & Lumyong, S. Secondary metabolites from endophytic Streptomyces aureofaciens CMUAc130 and 

their antifungal activity. Microbiology 151, 1691–1695 (2005).
 34. Liu, G., Lai, D., Liu, Q. Z., Zhou, L. & Liu, Z. L. Identification of nematicidal constituents of Notopterygium incisum rhizomes against 

Bursaphelenchus xylophilus and Meloidogyne incognita. Molecules 21, 15–19 (2016).
 35. Czyzewska, M. M. et al. Dietary acetylenic oxylipin falcarinol differentially modulates GABAA receptors. J. Nat. Prod. 77, 2671–2677 

(2014).
 36. Guo, Q. et al. A nematicidal tannin from Punica granatum L. rind and its physiological effect on pine wood nematode 

(Bursaphelenchus xylophilus). Pestic. Biochem. Physiol. 135, 64–68 (2017).
 37. Ricotta, C. Bridging the gap between ecological diversity indices and measures of biodiversity with Shannon’s entropy: Comment to 

Izsák and Papp. Ecol. Modell. 152, 1–3 (2002).

Acknowledgements
This work was supported by a grant from the Next-Generation Biogreen 21 Program (Project No. PJ013655022019), 
Rural Development Administration, Republic of Korea.

Author Contributions
L.N.P. and H.B. designed the experiments. L.N.P. conducted the experiments and wrote the manuscript, L.N.P., S.O.R., 
G.S., J.J., Y.-H.P. and S.H.K. analyzed the data; H.B. supervised the experiments. All authors reviewed the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-48745-6.
Competing Interests: The authors declare no competing interests.
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 Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted 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 license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-48745-6
https://doi.org/10.1016/j.jgr.2018.03.002
https://doi.org/10.1038/s41598-019-48745-6
http://creativecommons.org/licenses/by/4.0/

	Phylogenetic characterization of bacterial endophytes from four Pinus species and their nematicidal activity against the pi ...
	Results
	Isolation and identification of bacterial endophytes. 
	Diversity of bacterial endophytes among the pinus species. 
	Identification of bacterial endophytes with potential nematicidal activity. 

	Discussion
	Methods
	Collection of tissue samples from four Pinus species. 
	Isolation of bacterial endophytes. 
	Molecular identification of the bacterial endophytes. 
	Preparation of ethyl acetate crude extracts. 
	Isolation of eggs, L3/L4 juvenile and adult stages of the nematodes. 
	Data analysis. 

	Acknowledgements
	Figure 1 Schematic representation of workflow: isolation and identification of culturable bacterial endophytes from four Pinus species across 18 sampling sites in Korea.
	Figure 2 Distribution of culturable bacterial endophytes in the needles, stems, and roots of four Pinus species across 18 sampling sites.
	Figure 3 The phylogenetic tree was created using neighbour-joining methods with 16S rDNA sequence isolates from various tissues of four Pinus species.
	Figure 4 Distribution and diversity of the bacterial endophytes in four Pinus species.
	Figure 5 Effects of ethyl acetate extracts of two potential bacterial endophytes on egg hatchability of Bursaphelenchus xylophilus.
	Figure 6 Nematicidal activity of the ethyl acetate extracts of two potential bacterial endophytes on the L3/L4 stages of Bursaphelenchus xylophilus.
	Figure 7 Nematicidal activity of ethyl acetate extracts of two potential bacteria on the adult stage of Bursaphelenchus xylophilus.
	Table 1 Sampling overview of bacterial endophytes.




