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plant growth promotion. These selected endophytic bacterial
isolates were screened for their plant growth promoting activities
like phosphate solubilization, nitrogen fixation, ammonia production,
and protease, cellulase activity. Out of nine endophytic bacterial
isolates, five of them showed positive results for all biochemical
activities. The step by step isolation of endophytic bacteria with the
features of auxin activity and growth promoting activity can makes a
better formulation for maximum yield of crop plants.
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1. Introduction

Endophytes are beneficial microbes that grow within the plants without showing any visible symptoms
(Bandara et al., 2006). Being ubiquitous in plant tissues, they can be isolated from leaves, stem, roots, seeds, fruits
and flowers(Barzanti et al., 2007).The direct effect of endophytes in promoting plant growth are thought to include
phytohormone production (Zahir et al., 2003), asymbiotic nitrogen fixation (Sahin et al., 2004), solubilization of
inorganic phosphate and mineralization of organic phosphate/ other nutrients(Ma et al., 2009). Endophytes have
deleterious indirect effects on plant pathogens through siderophores production (Dobbelaere et al., 2002) and
through induced systemic resistance (Pavlo et al., 2012).Certain nitrogen fixing endophytic bacteria are involved in
various processes like increasing the nutrient availability in soil by improving the soil characteristics, activating the
plant defense system by producing antibiotics and providing plant growth promoting substances (Reinhold-Hurek
et al., 1993).

Phosphorus is one of the essential nutrients prevails in soil in two forms as organic and inorganic phosphates
at levels of 400-1,200 mkg-1 of soil (Hayat et al., 2010). Endophytic bacteria can convert these insoluble
phosphate compound into the available form to the host plants (Wakelin et al., 2004). Plants generally takes the
soluble phosphate at lower level of 1ppm or even less but majority is absorbed in the form of HPO,” or H,PO,
(Rodriguez and Fraga , 1999). Endophytic bacteria have the ability to solubilizing such inorganic phosphate
(Rodriguez et al., 2007) by producing organic acids (Chen et al., 2006) and mineralizing these organic phosphorous
compounds by secreting the enzymes like phosphatases or organic acid production (Adesemoye and
Egamberdieva, 2013). Endophytic bacteria secreting enzymes can interfere with pathogenic survival. They are
involved in hydrolyzing various polymeric compounds such as cellulose, protein, chitin and DNA and are effective
in suppressing the fungal phytopathogens (Kamensky et al., 2003) and indirectly involved in disease resistance
(Kilic-Ekici and Yuen, 2003). The study of endophytes and their role in plant growth promotion is important for the
biotechnological application of these bacteria. Therefore, in the present study, a total of 9 selected endophytic
bacteria isolated from leaf portion of various host plants were screened for plant growth promoting properties like
nitrogen fixation, ammonia production, auxin production, phosphate solubilization and enzymatic activity like
cellulase and protease.

2. Materials and methods

The nine selected endophytic bacterial isolates (EBIs) used for screening of nitrogen fixation, ammonia
production, phosphate solubilization, protease and cellulose activity were listed in table 1.

Table 1
List of Endophytic Bacterial Isolates (EBIs) used in the present study.
S.no EBI Id.no. Name of the Host plant GB’
endophytes
1. 6.PB.10 Bacillus pumilus Ficusbenjamina L. (Benjamin's Plate) HQ683833
2. 6.N17.1 Bacillus subtilis SansevieriatrifasciataPrain. (Snake Plant) HQ694360
3. 9.p7.1 Bacillus fusiformis CymbopogoncitratusSpreng. (Lemongrass) HQ694198
4, 6.NL.13 Bacillus cereus Nepheliumlappaceum L. (Rambutan) HQ670573
5. 9.P3.2 Bacillus pumilus Ananascomosus L. (Pineapple) HQ694116
6. 9.AC.9 Pantoeaagglomerans ArtocarpuschampedenlLour. (Chempedak) HQ670625
7. 1.IC.3 Bacillus megaterium Ixoracoccinea L. (Jungle Flame ) HQ634276
8. 11.P1.7 Acinetobactersp. PolyalthialongifoliaSonn. (Indian mast tree) HQ683912
9. 5.HB.11 Bacillus cereus HeveabrasiliensisWilld. (Rubber Tree) HQ670437
*

GB denotes GenBank accession number of 16S rDNA sequence of respective strain.

2.1. Screening of EBIs for nitrogen fixation

Nitrogen fixing ability of the isolates was assessed by streaking the individual culture on Jensen’s medium
which contains (per liter): 20 g Sucrose, 1 g Dipotassium phosphate, 0.5 g MgS0,, 0.5 g NaCl, 0.1 g FeSO,, 0.005 g
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Na,Mo0O,, 2 g CaCO; and 15 g agar. The petriplates were incubated at 28°C for 5 days. Growth on medium confirms
the presence of nitrogen fixing bacteria (Gayathri et al., 2010).

2.2. Screening of EBIs for Ammonia production

Individual isolates were inoculated in test tubes containing 10 ml of sterile peptone broth. The tubes were
then incubated at 37°C for 48 hrs in shaking incubator at 120rpm. After incubation 0.5 ml Nessler’s reagent was
added to each tube and observed for the development of faint yellow to dark brown colour (Gayathri et al., 2010).

2.3. Screening of EBIs for phosphate solubilizing activity

To detect the phosphate solubilizing bacteria, strains were streaked onto Pikovskaya's agar medium, which
contains (per liter): 0.5 g yeast extract, 10 g dextrose, 5 g Cas(P0Oj,),, 0.5 g (NH4)2S0,4, 0.2 g KCI, 0.1 g MgS0,4.7H,0,
0.0001 g MnS04.H,0, 0.0001 g FeS0O,.7H,0 and 15 g agar. After 3 to 5 days of incubation at 28°C, strains that
induced clear zone around the colonies were considered as positive (Pandey et al., 2008).

2.4. Analysis of EBIs for protease activity

The protease activity was determined using skim milk agar medium, which contains (per liter): 5 g pancreatic
digestof casein, 2.5 g yeast extract, 1 g glucose, 7% skim milk solution and 15 g of agar. Bacterial cells were spot
inoculatedand after 2 days incubation at 28°C, proteolytic activity was identified by clear zone around the cells
(Naik et al., 2008).

2.5. Analysis of EBIs for cellulase activity

To determine the cellulase activity, endophytic bacterial culture were inoculated on Carboxy Methyl Cellulose
(CMC) agar medium. Inoculated plates were incubated at 35°C in an inverted position. After 2-5 days, the cellulase
activity was observed (Wenzel et al., 2002).

3. Results and discussion

The present study deals with endophytic bacterial isolates in evaluating their plant growth promoting
activities.All nine isolates viz., 6.PB.10, 6.N17.1, 9.P7.1, 6.N1.13, 9.P3.2, 9.AC.9, 1.I1C.3, 11.P1.7 and 5.HB.11 were
studied for assessing the presence of other plant growth promoting abilities such as phosphate solubilisation,
nitrogen fixation, ammonia production, protease activity and cellulase activity. Out of nine endophytic isolates
screened for plant growth promoting activity, maximum of 5 isolates (56%) showed positive results for phosphate
solubilization (Plate 1), nitrogen fixation (Plate 2) and ammonia producing activity (Plate 3). Of the isolates studied
for enzymatic activity, 8 isolates (89%) showed protease activity(Plate 4) and cellulase activity (Plate 5). Plant
growth promoting activities of 9 endophytic bacterial isolates were mentioned in Table 2.

Table 2

Plant growth promoting activities of selected 9 endophytic bacterial isolates.

s.no Strains Phosphate Nitrogen Ammonia Protease Cellulase
solubilization fixation production activity activity

1. 6.PB.10 - - - + +

2. 6.N17.1 - + + + +

3. 9.P7.1 + + + + +

4, 6.N1.13 + - - + -

5. 9.P3.2 - - - - +

6. 9.AC.9 + + + + +

7. 1.C.3 + + + + +

8. 11.P1.7 + + + + +

9. 5.HB.11 + + + + +

+ = positive activity and - = negative activity.
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3.1. Screening of EBIs for nitrogen fixation

The ability of the five EBIs, 1.1C.3, 9.AC.9, 9.P7.1, 5.HB.11 and 11.P1.7 that grown in Jensen’s medium showed
that they have the ability to fix nitrogen (Plate 1). Endophytes are responsible for the accumulation of nitrogen
even in non-legumes by the process of Biological Nitrogen Fixation (BNF) (Oliveira et al., 2002). Nitrogen fixing
activity has been reported for endophytic bacteria isolated from various plant sources such as rice and wheat (Ding
et al., 2005; Feng et al., 2006; Sachdev et al., 2010). Similar results are reported by Forchetti et al. (2007), who
isolated B.pumilus from sunflower roots. The results are also in accordance with the findings reported by Ding et
al. (2005), who confirm the ability of endophytes such as B.megaterium and B.cereus in nitrogen fixing activity and
were found to containnif H gene.

L D

Plate 1. Nitrogen fixation halo produced by 5 EBIs such as A) 1.IC.3 (Bacillus megaterium); B) 9.AC.9
(Pantoeaagglomerans); C) 9.P7.1 (Bacillus fusiformis); D) 5.HB.11 (Bacillus cereus); and E) 11.P1.7 (Acinetobacter
sp.). Control F), does not show any halo.

3.2. Screening of EBIs for Ammonia production

In addition, the production of ammonia by EBIs (Plate 2) indirectly boostthe host plant growth as the
dinitrogen gas in the atmosphere is converted into ammonia and nitrate for plant absorption (Saini et al., 2015).
While function of ammonia by EBIs is not clear, it is known to act as a nitrogen source (Vishal Kumar et al., 2013).
The results also revealed that EBIs that are positive in the nitrogen fixation test also produces ammonia.
Furthermore, they also exhibited cellulase activity (Plate 5).

Plate 2. Results of EBIs analysis for ammonia production; A) control (uninoculated peptone broth); B) 5.HB.11
(Bacillus cereus); C) 9.P7.1 (Bacillus fusiformis); D) 9.AC.9 (Pantoeaagglomerans); E) 1.1C.3 (Bacillus megaterium)
and F) 11.P1.7 (Acinetobacter sp.).

3.3. Screening of EBIs for phosphate solubilizing activity

Development of clear zone around the EBIs colonies such as 1.I1C.3, 9.AC.9, 9.P7.1, 5.HB.11 and 11.P1.7 after
growth on PVK medium indicates the isolate’s ability to solubilize phosphate (Plate3). Endophytic bacteria can
transform the insoluble form of phosphate into a soluble form and influence the plants to utilize phosphate
(Richardson et al., 2001). The most common mechanism used by PSB in solubilizing the tri-calcium phosphate is
through biosynthesis and release of a wide variety of organic acids thereby causing acidification of the medium
(Goldstein, 2007).

w -w 3

Plate 3. Phosphate solubilization halo produced by 5 EBIs such as A) 1.IC.3 (Bac1//us megaterium); B) 9.AC.9
(Pantoeaagglomerans); C) 9.P7.1 (Bacillus fusiformis); D) 5.HB.11 (Bacillus cereus); and E) 11.P1.7 (Acinetobacter

sp.). Control F), does not show any halo.
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3.4. Analysis of EBIs for protease activity

Based on Plate 4, eight of the EBIs, 6.PB.10, 6.N17.1, 9.P7.1, 6.NL.13, 9.AC.9, 1.IC.3, 11.P1.7, and 5.HB.11
showed protease activity. This enzyme activity in endophytic bacteria has been reported by Szilagyi et al. (2014).
This enzyme has hyperparasitic activity and has the ability to degrade structural fungal cell walls and are therefore
indirectly involve in plant disease control (Kim and Chung, 2004; Podile and Kishore, 2006). EBIs with protease
activity also known to be involved in IAA production and antagonistic activity against fungi and insects(Naik et al.,
2008). In addition, Protease activity of Serratiaplymutica is involved in suppressing the microbes such as
Sclerotinia sclerotiorum and Botrytis cinerea (Compant et al., 2005).

Plate 4. Proteolytic activity test results for 8 EBIs; A) 6.PB.10 (Bacillus pumilus); B) 6.N17.1 (Bacillus subtilis); C)
6.NL.13 (Bacillus cereus); D) 1.IC.3 (Bacillus megaterium); E) 9.AC.9 (Pantoeaagglomerans); F) 9.P7.1 (Bacillus
fusiformis); G) 5.HB.11 (Bacillus cereus); H) 11.P1.7 (Acinetobacter sp.) and |) control.

3.5. Analysis of EBIs for cellulase activity

As shown in Plate 5, the isolated EBIs,6.PB.10, 6.N17.1, 9.P3.2, 9.P7.1, 9.AC.9, 1.IC.3, 11.P1.7 and 5.HB.11 also
exhibited cellulase activity. The results are in agreement with the findings of Szilagyi-Zecchin et al. (2014)
thatreported cellulase activity. This result correlates with the findings of Mostajeran et al. (2007) thatsuggested
nitrogen fixing bacteria may also produce hydrolytic enzymes like cellulase to enter the plant roots as endophytes.
Endophytic bacteria secrete lytic enzyme like cellulase are involved in hydrolyzing polymeric compound such as
cellulose and is therefore indirectly involved in disease resistance mechanism of plants (Kilic-Ekici and Yuen, 2003).

.@-ﬁﬁ

Plate 5. Cellulase activity test results for 8 EBIs; A) 6.PB.10 (Bacillus pumilus); B) 6.N17.1 (Bacillus subtilis); C) 9.P3.2
(Bacillus pumilus); D) 1.1C.3 (Bacillus megaterium); E) 9.AC.9 (Pantoeaagglomerans); F) 9.P7.1 (Bacillus fusiformis);
G) 5.HB.11 (Bacillus cereus); (H) 11.P1.7 (Acinetobacter sp.) and 1) control.

4. Conclusion

The study was able to observe phosphatesolubilization, nitrogen fixation, ammonia production, I1AA
production, protease and cellulase activities by the EBIs. This activities are highly effective for improving the
growth and development of plants. Therefore, endophytic bacterial isolates may possess plant growth promoting
activity and can be used as biofertilizers, phytostimulator and biopesticides.

105




Jannathul Firdous and Subhash Bhore / Scientific Journal of Microbiology (2016) 5(3) 101-107

Acknowledgements

The experiment was performed as a part of PhD work by the corresponding author at AIMST University,
Kedah, Malaysia. Project fund from Ministry of Agriculture (MoA), Malaysia (Grant code: 05-02-16-SF1001) is
gratefully acknowledged by the authors.

References

Adesemoye, A.O., Egamberdieva, D., 2013. Beneficial effects of plant growth-promoting Rhizobacteria on
improved crop production: Prospects for developing economies. In: Maheshwari, D.K., Saraf, M. and Aeron,
A. (eds.) Bacteria in Agrobiology: Crop Productivity: Springer Berlin Heidelberg, 45-63.

Bandara, W.M.M.S., Seneviratne, G., Kulasooriya, S.A., 2006. Interactions among endophytic bacteria and fungi:
Effects and potentials. J. Biosci., 31(5), 645-650.

Barzanti, R., Ozino, F., Bazzicalupo, M., Gabbrielli, R., Galardi, F., Gonnelli, C., Mengoni, A., 2007. Isolation and
characterization of endophytic bacteria from the Nickel Hyperaccumulator plant Alyssum bertolonii. Microb.
Ecol., 53(2), 306-316.

Chen, Y.P., Rekha, P.D., Arun, A.B., Shen, F.T., Lai, W.A., Young, C.C., 2006. Phosphate solubilizing bacteria from
subtropical soil and their tricalcium phosphate solubilizing abilities. Appl. Soil. Ecol., 34(1), 33-41.

Compant, S., Duffy, B., Nowak, J., Clement, C., Barka, E.A., 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.

Ding, Y., Wang, J., Liu, Y., Chen, S., 2005. Isolation and identification of nitrogen-fixing bacilli from plant
rhizospheres in Beijing region. J. Appl. Microbiol., 99(5), 1271-1281.

Dobbelaere, S., Croonenborghs, A., Thys, A., Ptacek, D., Okon, Y., Vanderleyden, J., 2002. Effect of inoculation with
wild type Azospirillum brasilense and A. irakense strains on development and nitrogen uptake of spring
wheat and grain maize. Biol. Fertil. Soil., 36(4), 284-297.

Feng, Y., Shen, D., Song, W., 2006. Rice endophyte Pantoea agglomerans YS19 promotes host plant growth and
affects allocations of host photosynthates. J. Appl. Microbiol., 100(5), 938-945.

Forchetti, G., Masciarelli, O., Alemano, S., Alvarez, D., Abdala, G., 2007. Endophytic bacteria in sunflower
(Helianthus annuus L.): isolation, characterization, and production of jasmonates and abscisic acid in culture
medium. Appl. Microbiol. Biotechnol., 76(5), 1145-1152.

Gayatbhri, D., Saravanan, M., Radhakrishnan, R., Balagurunathan, Kathiresan, K., 2010. Bioprospecting potential of
fast growing endophytic bacteria from leaves of mangrove and salt-marsh plant species. India. J. Biotechnol.,
9(4), 397-402.

Goldstein, A., 2007. Future trends in research on microbial phosphate solubilization: one hundred years of
insolubility. In: Veldzquez, E. and Rodriguez-Barrueco, C. (eds.) First International Meeting on Microbial
Phosphate Solubilization Developments in Plant and Soil Sciences: Springer Netherlands, 91-96.

Hayat, R., Ali, S., Amara, U., Khalid, R., Ahmed, I., 2010. Soil beneficial bacteria and their role in plant growth
promotion: a review. Ann. Microbiol., 60(4), 579-598.

Kamensky, M., Ovadis, M., Chet, I., Chernin, L., 2003. Soil-borne strain 1C14 of Serratia plymuthica with multiple
mechanisms of antifungal activity provides biocontrol of Botrytis cinerea and Sclerotinia sclerotiorum
diseases. Soil. Biol. Biochem., 35(2), 323-331.

Kilic-Ekici, O., Yuen, G.Y., 2003. Induced resistance as a mechanism of biological control by Lysobacter
enzymogenes strain C3. Phytopathol., 93(9), 1103-1110.

Kim, P.l., Chung, K.C., 2004. Production of an antifungal protein for control of Colletotrichum lagenarium by
Bacillus amyloliquefaciens MET0908. FEMS. Microbiol. Lett., 234(1), 177-183.

Kumar, V., Vir Pathak, D., Dudeja, S.S., Saini, R., Giri, R., Narula, S., Anand, R.C., 2013. Legume nodule endophytes
more diverse than endophytes from roots of legumes or non legumes in soils of Haryana. India. J. Microbiol.
Biotech. Res., 3(3), 83-92.

Ma, Y., Rajkumar, M., Freitas, H., 2009. Isolation and characterization of Ni mobilizing PGPB from serpentine soils
and their potential in promoting plant growth and Ni accumulation by Brassica spp. Chemosphere. 75(6), 719-
725.

106




Jannathul Firdous and Subhash Bhore / Scientific Journal of Microbiology (2016) 5(3) 101-107

Naik, P.R., Raman, G., Narayanan, K.B., Sakthivel, N., 2008. Assessment of genetic and functional diversity of
phosphate solubilizing fluorescent pseudomonads isolated from rhizospheric soil. BMC Microbiol., 8, 230.
Oliveira, A.L.M., Urquiaga, S., Dobereiner, J., Baldani, J.I., 2002. The effect of inoculating endophytic N2-fixing

bacteria on micropropagated sugarcane plants. Plant and Soil., 242(2), 205-215.

Pandey, A., Das, N., Kumar, B., Rinu, K., Trivedi, P., 2008. Phosphate solubilization by Penicillium spp. isolated from
soil samples of Indian Himalayan region. World. J. Microbiol. Biotechnol., 24(1), 97-102.

Pavlo, A., Angela, S., Hely, H., Natalia, K., Anna Maria, P., 2012. Methylobacterium-Induced Endophyte community
changes correspond with protection of plants against pathogen attack. PLoS ONE., 7(10).

Podile, A., Kishore, G.K., 2006. Plant growth-promoting rhizobacteria. In: Gnanamanickam, S. (ed.) Plant-Associated
Bacteria: Springer Netherlands, 195-230.

Reinhold-Hurek, B., Hurek, T., Claeyssens, M., van Montagu, M., 1993. Cloning, expression in Escherichia coli, and
characterization of cellulolytic enzymes of Azoarcus sp., a root-invading diazotroph. J. Bacteriol., 175(21),
7056-7065.

Richardson, A.E., Hadobas, P.A., Hayes, J.E., O'Hara, C.P., Simpson, R.J., 2001. Utilization of phosphorus by pasture
plants supplied with myo-inositol hexaphosphate is enhanced by the presence of soil micro-organisms. Plant
and Soil., 229(1), 47-56.

Rodriguez, H., Fraga, R., 1999. Phosphate solubilizing bacteria and their role in plant growth promotion.
Biotechnol. Adv., 17(4-5), 319-339.

Rodriguez, H., Fraga, R., Gonzalez, T., Bashan, Y., 2007. Genetics of phosphate solubilization and its potential
applications for improving plant growth-promoting bacteria. In: Veldzquez, E. and Rodriguez-Barrueco, C.
(eds.) First International Meeting on Microbial Phosphate Solubilization Developments in Plant and Soil
Sciences: Springer Netherlands, 15-21.

Sachdev, D., Nema, P., Dhakephalkar, P., Zinjarde, S., Chopade, B., 2010. Assessment of 16S rRNA gene-based
phylogenetic diversity and promising plant growth-promoting traits of Acinetobacter community from the
rhizosphere of wheat. Microbiol. Res., 165(8), 627-638.

Sahin, F., Cakmakgi, R., Kantar, F., 2004. Sugar beet and barley yields in relation to inoculation with N2-fixing and
phosphate solubilizing bacteria. Plant and Soil., 265(1-2), 123-129.

Saini, R., Dudeja, S.S., Giri, R., Kumar, V., 2015. Isolation, characterization, and evaluation of bacterial root and
nodule endophytes from chickpea cultivated in Northern India. J. Basic. Microbiol., 55(1), 74-81.

Szilagyi-Zecchin, V.J., lkeda, A.C., Hungria, M., Adamoski, D., Kava-Cordeiro, V., Glienke, C., Galli-Terasawa, L.V.,
2014. Identification and characterization of endophytic bacteria from corn (Zea mays L.) roots with
biotechnological potential in agriculture. AMB Express., 4, 26.

Wakelin, S., Warren, R., Harvey, P., Ryder, M., 2004. Phosphate solubilization by Penicillium spp. closely associated
with wheat roots. Biol. Fertil. Soil., 40(1), 36-43.

Wenzel, M., Schonig, I., Berchtold, M., Kampfer, P., Konig, H., 2002. Aerobic and facultatively anaerobic cellulolytic
bacteria from the gut of the termite Zootermopsis angusticollis. J. Appl. Microbiol., 92(1), 32-40.

Zahir, Z.A., Arshad, M., Frankenberger Jr, W.T., 2003. Plant growth promoting Rhizobacteria: Applications and
Perspectives In Agriculture. In: Advances in Agronomy: Academic Press, 97-168.

How to cite this article: Firdous, J., Bhore, S., 2016. Submit your next manuscript to Sjournals Central
Effect of endophytic bacterial isolates towards plant and take full advantage of:

e Convenient online submission

® Thorough peer review

e No space constraints or color figure charges

e Immediate publication on acceptance

e Inclusion in DOAJ, and Google Scholar

e Research which is freely available for

growth promoting activity. Scientific Journal of
Microbiology, 5(3), 101-107.

redistribution

smamle
Submit your manuscript at S Ta‘\}:',l L 114 L 9

www.sjournals.com where the scientific revolution begins

107




