
 Cabbage has an important nutritional value as a 

source of vitamin A and C, protein, lipid, carbohydrates 

and fiber needed by human body (Sastrosiswojo et al. 

2005). Production of cabbage in Indonesia had been 

steadily increasing from 1 323 702 ton/Ha in 2008 to 1 

432 318 ton/Ha in 2012 (Directorate General of 

Horticulture 2013). However, cabbage production is 

hampered by diseases and pests that reduce the quality 

and quantity of the cabbage.

 One of the major diseases of cabbage in Indonesia 

and other Asian countries is black rot which is caused 

by Xanthomonas campestris. The leaves of cabbage 

attacked by X. campestris shows black spots and in 

short time the plant will die simultaneously (Semangun 

1989).The use of pesticides has been done to eradicate 

the problems of disease in plants, as it is considered 

effective and fast. However, increasing use of 

chemicals causes several negative effects, e.g. 

development of pathogen resistance to the applied 

agents as well as other environmental impacts 

(Compant et al. 2005). 

 The harmful effects of chemical pesticides has 

forced the search for environmentally friendly 

biocontrol to eliminate the diseases in plants. Extensive 

research has demonstrated that plant growth promoting 

Rhizobacteria (PGPR) could have an important role in 

agriculture and horticulture in improving crop 

productivity. While diverse microbes may contribute to 

the biological control of plant pathogens, most research 

and development efforts have focused on isolates of 

three genera,  Bacil lus ,  Trichoderma ,  and 
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  Rhizobacteria are rhizosphere competent bacteria that colonize and proliferate in all the ecological niches 
found on the plant roots at all stages of plant growth, in the presence of a competing microflora. These bacteria are 
potential as biological control  agent to inhibit the growth of phytopathogen. The aim of this study was to isolate 
endospore-forming rhizobacteria from cabbage farm and determine its ability as biocontrol against 
Xanthomonas campestri, a pathogen causing black rot on cabbage. The methods used consisted of isolation, 
antibacterial activity test, biochemical characterization and molecular identification. Fourteen isolates of 
endospore-forming rhizobacteria were obtained from cabbage farming. Isolate K.9 had the highest ability to 
inhibit the growth of X. campestri. Based on molecular characterization by sequence analyses of 16S rRNA, 
isolate K9 had 97% homology with Bacillus cereus strains BF15. 
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  Rhizobakteri merupakan bakteri yang hidup disekitar perakaran tanaman, yang mampu mengkoloni dan 
berkembang disemua tahap pertumbuhan akar tanaman dan berkompetisi dengan bakteri lainnya. Bakteri ini 
berpotensi sebagai agen biokontrol untuk menghambat pertumbuhan pathogen tanaman. Penelitian ini bertujuan 
mengisolasi rhizobakteri pembentuk endospora dari tanaman kubis serta menguji kemampuan isolat tersebut 
untuk menghambat pertumbuhan patogen Xanthomonas campestris penyebab penyakit busuk hitam pada kubis. 
Metode yang digunakan meliputi isolasi bakteri, karakterisasi isolat bakteri secara morfologi, uji antibakteri, 
identifikasi secara molekuler dengan 16S rRNA, dan uji biokimia. Hasil isolasi diperoleh empat belas isolat 
rhizobakteri dan terdapat empat isolat yang memiliki potensi sebagai agen bakterisida terhadap patogen X. 
campestris. Isolat K.9 memiliki daya hambat terbesar terhadap X. Campestris yaitu 12,6 mm. Identifikasi secara 
molekuler berdasar analisis 16S rRNA menunjukkan isolate K.9 mempunyai homolog 97% dengan Bacillus 
cereus BF15. 
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Pseudomonas (McSpadden Gardener and Driks 2004). 

 Rhizobacteria are rhizosphere competent bacteria 

that colonize and proliferate in all the ecological niches 

found on the plant roots at all stages of plant growth, in 

the presence of competing microflora (Antoun and 

Kloepper 2001). Endospore-forming rhizobacteria is 

one of the successful biocontrol agent commercially 

produced and used against plantpathogens. Ryu et al. 

(2005) elucidated the benefit of endospore-forming 

rhizobacteria that is more stable under unfavorable 

condition. In addition, endospore makes the 

rhizobacteria easier to be applied and commercialized 

as biopesticide with long duration of storage. The 

advantage of endospore-forming rhizobacteria as 

biopesticide led to research towards the finding of new 

isolates potential as biocontrol agents. The aims of this 

study were to isolate endospore-forming rhizobacteria 

from organic cabbage farm, determine its ability 

against X. campestri and identify based on molecular 

methods.  

MATERIALS AND METHODS

 Isolation of Endospore-Forming Rhizobacteria. 

Endospore-forming rhizobacteria were isolated from 

organic cabbage farm in Banyubiru, Semarang, Central 

Java. Isolation method was modified from Ryu et al. 

(2005). Five grams rhizosphere soil was placed in 100 

mL flask containing of 45 mL sterile distilled water, 
Oand then shaken and heat-treated at 80 C for 30 m. 

Afterwards, the suspension was 10-fold serially diluted 

in sterile aquadest and plated in tryptic soy agar (TSA) 

medium. After 24-48 h of incubation at room 

tempera ture ,  s ingle-colony i so la tes  were  

characterized. Bacteria was selected based on the 

morphological characteristics including color,  form, 

elevation, and margin of the colony. The pure cultures 

were kept in slant agar.
 Antibacterial Activity Test. X. campestri was 

obtained from Laboratory of Pest and Plant Disease 

Brawijaya University. Isolate of endospore-forming 

rhizobacteria and X. campestri were grown in 5 mL 
Otryptic soy broth medium overnight at 30 C on rotary 

shaker at 120 rpm. One mL of the X. campestri was then 

used to inoculate 100 mL TSA (40 °C), and evenly 

shaken. Fifteen mL of the inoculated TSA was poured 

into petri dish and cooled down, and 5 paper discs were 

placed on the dish.  Fifteen µL of endospore-forming 

rhizobacteria isolate was dropped on the paper disc and 

the dish was incubated at 30 °C for 48 h. The 

antibacterial test was determined by the formation of 

clear zone.
 DNA Extraction. DNA extraction was done by 

Chelex method (Walsh et al. 2013). Three loops 

overnight culture of endospore-forming bacteria were 

placed in a tube containing 100 µL ddH O. 1 mL 0,5 % 2

saponin was added. Then, it was incubated overnight at 

4 °C before being centrifuged for 10 m at 12.000 rpm. 

The supernatant was removed, and 100 µL ddH O and 2

50 µL chelex 20% was added to the pellet. The mixture 

was then boiled for 10 m with vortexing every 5 m, and 

centrifuged. The DNA would be in the supernatant and 

kept at 4 °C.

 DNA Amplification. DNA amplification was 

performed using the following program: pre 

denaturation at 95 °C for 3 m, denaturation at 94 °C for 1 

m, annealing at 55 °C for 1 m, extention at 72 °C for 1 m, 

and the final extention at 72 °C for 7 m. Primers used 

were 27F (5'-AGAGTTTGATCMTGGCTCAG-3') and 

1492R (5'-GGYTACCTTGTTACGACTT-3') (Osborne 

et al. 2005). The PCR mixture contained 3 µL DNA 

template, 1.5 µL of each primer, 25 µL KAPA 2GFAST 

Kits, and 19 µL ddH O. Visualization of the PCR 2

product was done using gel electrophoresis with 1 % 

agarose concentration run at 100V for 30 m. The band of 

PCR product was seen on gel documentation.

 Sequences Analyze. Sequencing of PCR product 

was done at PT. Genetika Science, Indonesia. The 

sequence was analyzed by base alignment using Basic 

Local Alignment Search Tool (BLAST) to establish the 

percentage of base pair similarity with reference 

isolates from the GenBank.

 Phylogenetic Tree. Phylogenetic tree was 

constructed using MEGA 5 software. Phylogenetic tree 

was constructed using Neighbour-joining tree and 

Bootstrap method. 

 RESULTS

 Seventeen endospore-forming rhizobacteria has 

been isolated from the rhizosphere of cabbage grown 

on organic farming. Each isolate was characterized 

based on colony characteristic, morphology of the cell 

and Gram stain. Table 1 shows the characteristic of 

colony and cell of the isolates of endospore-forming 

rhizobacteria. All of the isolates were then tested their 

antagonistic activity against X. campestris, a causative 

agent of black rot disease. Out of seventeen isolates 

tested, two isolates demonstrated their antagonistic 

activity showed by inhibition zone toward X. 

campestris. Amongst those two isolates, isolate K-9 

showed the highest antagonistic activity (Table 2), 
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hence, will be preceded or further molecular 

identification.
 DNA extraction of K-9 isolate was done using 

Chelex method. The DNA obtained was then used for 

molecular identification based on 16S rRNA. Figure 2 

shows visualization of the amplified 16S rRNA gene of 

K-9 isolate on 1% agarose gel. The PCR product of 16S 

rRNA gene was sequenced and obtaining sequence of 

1360 bp length. The sequence of K-9 was analyzed 

using Basic Local Alignment Search Tool (BLAST) 

program. The result showed that the sequence had 97% 

homology with Bacillus cereus strain BF15. 

Phylogenetic tree of the K-9 isolate showing 

appropriate affiliation is depicted in Fig 3. 

DISCUSSION
 

 Finding potential rhizobacteria that have the ability 

to eliminate plant pathogens is a great interest for the 

farmers and agricultural industries. The consumers 

demand agricultural products containing less pesticide 

residues. Therefore, the discovery of potent biocontrol 

agents against pythopathogens is highly needed. One 

of the sources of biocontrol agents is rhizobacteria, 

e s p e c i a l l y  e n d o s p o r e - f o r m i n g  b a c t e r i a .  

Endopsoreforming bacteria have advantages in term of 

application and formulation compared to non 

endospore-forming bacteria (Ryu et al. 2005). 

Slepecky and Hemphill (2006) stated that heating the 

sample at 80 °C for 30 m was enough to isolate 

endospore-forming bacteria, as vegetative cells of 

bacteria generally die at heat treatment of 60-70 °C.

 The highest ability of isolate K-9 in suppressing the 

growth of phytopathogen X. campestri amongst other 

isolates showed that this isolate has unique secondary 

metabolites. McSpadden Gardener, 2004 stated that 

many strains of endospore-forming Bacillus and 

Pseudomonas showed ability to suppress pests and 

pathogens or otherwise promote plant growth. 

Allabouvette et al, 2006 supported the idea that 

antibiosis is a mechanism used by biocontrols, like 

Bacillus spp., Trichoderma spp., Pseudomonas spp., 

and Streptomyces spp., due to the production of 

antibiotic, bacteriocin, degradation of cell wall 

enzyme, and other volatile compounds.
 Based on 16S rRNA molecular identification, the 
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Fig 1 Antagonistic activity of endospore-forming rhizobacteria isolates against X. campestris.

Fig 2 Visualization of amplified 16S rRNA gene from K-9 isolate in 1% agarose gel using low molecular mass 
ladder (1 = K-9, M = marker).
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Table 1 Colony and cell morphology of endospore-forming rhizobacteria from rhizosphere of cabbage

Fig 3 Phylogenetic tree of isolate K-9.

Isolate 
Colony characteristic 

Cell form Gram  
Color Form Margin Elevation 

K-1 Ivory Irregular  Lobate Flat  Rod Positive 

K-2 Cream Circular  Entire  Raised  Rod Positive 

K-3 White Filamentous   Filiform  Flat Rod Positive 

K-4 Ivory  Circular  Serrate  Raised Rod Positive 

K-5 Ivory   Circular  Entire  Raised Rod Positive 

K-6 Cream  Rhizoid  Filiform  Flat Rod Positive 

K-7 Transparent  Circular  Entire  Flat Rod Positive 

K-8 White  Circular   Undulate  Flat Rod Positive 

K-9 Cream  Circular  Entire  Raised Rod Positive 

K-10 Orange  Circular  Entire Raised  Rod Positive 

K-11 Yellow  Circular  Entire  Raised Rod Positive 

K-12 Ivory  Irregular  Undulate Flat  Rod Positive 

K-13 Ivory  Circular  Serrate Raised  Rod Positive 

K-14 Ivory  Circular  Entire  Flat Rod Positive 

K-15 White  Circular  Undulate  Flat Rod Positive 

K-16 Yellow  Circular  Entire Raised Rod Positive 

K-17 Yellow  Circular  Entire Raised  Rod Positive 

 

Table 2 Inhibition Zone produced by endospore-forming rhizobacteria isolates against X. campestris

Isolate Inhibition zone (mm)

K-9 12.6

K-12 2.05
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K-9 isolate was Bacillus cereus strain BF15. The 16S 

rRNA gene was used for molecular identification 

because this gene is present and conserved in all 

bacteria (Janda and Abbott 2007). Phylogenetic tree 

analysis of the K-9 isolate compared to other 

antibiotic-producing rhizobacteria, such as 

Paenibacillus and Bacillus, shows that K-9 isolate lies 

in the same clade with B. subtilis and B. azotoformans 

(Fig 3). This means that K-9 isolae is more closely 

related to these bacteria rather that to the genus 

Paenibacillus, which is in different clade.
 Foldes et al. (2000) explained that many members 

of genus Bacillus produced various antibacterial 

compounds. The compounds include the lipopeptide 

antibiotics iturin A and surfactin, which could suppress 

damping-off in tomato, and zwittermicin A, which si 

correlated to suppression of damping-off in alfalfa. 

Hassi et al 2012, showed that Bacillus produces variety 

of antibiotics able to suppress the growth of gram 

positive and gram negative bacteria. However, B. 

cereus is well known for its pathogenicity in animals 

and human (Zhang et al. 2016). Hence, it will limit the 

application as biocontrol in agricultural systems. 
 In conclusion, endospore-forming rhizobacteria 

isolated from cabbage farm is potential as antibacterial 

compound against phytopathogen X. campestris. 

Based on 16S rRNA molecular identification, the 

isolate is Bacillus cereus strain BF15. 

REFERENCES

Allabouvette C, Olivain C, Steinberg C. 2006. Biological 

control of plant diseases: the European situation. Europ 

J Plant Pathol. 114: 329-341. doi: 10.1007/s10658-005-

0233-0.

Antoun H, Kloepper JW. 2001. Plant growth-promoting 

rhizobacteria (PGPR), in: Encyclopedia of Genetics, 

Brenner, S. and Miller, J.H., eds., Academic Press, 

NY.1447-1480.

BPS. 2013. Laporan bulanan data sosial ekonomi. Sensus 

pertanian edisi 40: 1-116.

Compant S, Duffy B, Nowak J, Clement C, Barka EA. 2005. 

Use of plant growth-promoting bacteria for biocontrol 

of plant diseases: principles, mechanisms of action, and 

future prospects. Appl Environ Microbiol. 71(9): 4951-

4959. doi: 10.1128/AEM.71.9.4951-4959.2005.

Földes T, Bánhegyi I, Herpai Z, Varga L, Szigeti J. 2000. 

Isolation of  Bacillus strain from the rhizosphere of 

cereals and in vitro screening for antagonism against 

phytopathogenic, food-borne pathogenic and spoilage 

micro-organisms. J App Microbiol. 89: 840-846. doi: 

10.1046/j.1365-2672.2000.01184.x.

Hassi M, David S, Haggoud A, Guendouzi SE, Ouarti AE, 

Souda SI, Iraqui M. 2012. In vitro and intracellular 

antimycobacterial activity of a Bacillus pumilus strain. 

Afr J Microbiol Res. 6 (10): 2299-2304. doi:  

10.5897/AJMR11.1021.

Janda JM, Abbott SL. 2007. 16s rRNA gene sequencing for 

bacterial identification in the diagnostic laboratory: 

pluses, perils, and pitfalls. J Clin Microbiol. 45 (39): 

2761-2764. doi: 10.1128/JCM.01228-07.

McSpadden Gardener BB. 2004. Ecology of Bacillus and 

Paenibacillus spp. in agricultural systems. 

Phytopathology 94:1252-1258. doi: 10.1094/PHYTO. 

2004.94.11.1252.

McSpadden Gardener BB, Driks A. 2004. Overview of the 

nature and application of biocontrol microbes: Bacillus 

spp. Phytopathology 94:1244 doi: 10.1094/PHYTO. 

2004.94.11.1244.

Musapa M, Kumwenda T, Mkulama M, Chishimba S, Noris 

DE, Thuma PE, Mharakurwa S. 2013. A simple chelex 

protocol for DNA extraction from Anopheles spp. J Vis 

Exp. 71: 1-7. doi: 10.3791/3281.

Osborne CA, Galic M, Sangwan P, Jansen PH. 2005. PCR 

generated artifact from 16S rRNA gene-specific 

primers. FEMS Microbiol Lett. 248: 183-187. doi: 

10.1016/j.femsle.2005.05.043.

Priest F, Austin B. 1993. Modern Bacterial Taxonomy. 

Chapman and Hall, London.

Ryu CM, Kim JW, Choi OH, Park SY, Park SH, Park CS. 

2005. Nature of root-associated Paenibacillus 

polymyxa from field-grown winter barley in Korea. J 

Microbiol Biotechnol. 15 (5):984-991.

Sastrosiswojo S, Uhan ST, Sutarya R. 2005. Penerapan 

Teknologi PHT pada Tanaman Kubis. Bandung:  Balai 

Penelitian Tanaman Sayuran.

Semangun H. 1989. Penyakit-penyakit tanaman hortikultura 

di Indonesia. Gadjah Mada University Press. 

Yogyakarta.

Slepecky RA, Hemphill HE. 2006. The genus Bacillus-

nonmedical. Prokaryotes. 4: 530-562. doi:10.1007/0-

387-30744-3_16.

Walsh PS, Metzger DA, Higuchi R. 2013. Chelex 100 as a 

medium for simple extraction of DNA for PCR-based 

typing from forensic material. Biotechniques. 54 (3): 

134-139. doi:  10.2144/000114018.

Zhang Z, Feng L, Xu H, Liu C, Shah NP, Wei H. 2016. 

Detection of viable enterotoxin-producing Bacillus 

cereus and analysis of toxigenicity from ready-to-eat 

foods and infant formula milk powder by multiplex 

PCR. J Dairy Sci. 99 (2): 1047-1055 doi: 

10.3168/jds.2015-10147.


	Page 1
	Page 2
	Page 3
	Page 4
	Page 5

