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A sample of 12 Fluorescent pseudomonads isolated from the rhizosphere of banana
during the cultivation season and shown to be closely related on the basis of whole cell
protein analysis was subjected to detailed phenotypic and genotypic characterization.
Phenotypic traits were assessed on the basis of biochemical properties, assimilation of sole
carbon sources. The studies of protein electrophoregram for elucidating relationships among
Fluorescent pseudomonads by UPGMA cluster analysis based on similarity index indicated
that the isolates were mainly distinguished into five major clusters representing different
biovars. With the exception of total cellular protein profiles analysis of the data revealed five

main clusters.
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Plant growth-promoting rhizobacteria
(PGPR) affect plant growth directly or indirectly.
PGPR produces plant growth regulators that
directly enhance the plant growth of the plants'.
or assist uptake of nutrients from the soil by
producing siderophores etc.?. The genus
Pseudomonas includes species that are pathogens
with wide functionality, where some species are
pathogenic for plants and human®, while others
show plant growth promotion activity. Some
species have pathogen-suppressing potential that
are now used as biological control agents®. Some
species or strains are well known for their
metabolic flexibility with diverse functions. Thus
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this diversity of the species makes them an ideal
candidate for study the variation by phenotypic,
metabolic as well genotypic methods®.

Fluorescent pseudomonas strains have
been reported to control several diseases caused
by soil borne pathogens® and are known to survive
in the rhizosphere. Biological control of plant
diseases using antagonistic microorganisms offers
a highly effective, economical and environmental
friendly alternative to the use of synthetic
pesticides’. Bacteria found in banana fields
produced fluorescent and non-fluorescent pigments
on King’s B medium were shown to be antagonistic
to Fusarium oxysporum causing wilt *°.

Proteins comprise 55% of the dry mass
in bacterial cells'® and can be separated by
electrophoretic techniques such as polyacrylamide
gel electrophoresis (PAGE) of whole-cell soluble
proteins to achieve a protein electrophoregram.
The electrophoretic protein patterns can be used
to assess similarity among strains at species and
subspecies levels. Also, protein profiles combined
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with computer-aided analysis have potential in
phylogenetic and taxonomic studies. Separation
of cellular proteins by electrophoresis is a sensitive
technique that can provide information of strains
at the sub species level''. Total cell protein
separation by SDS-PAGE was used in bacterial
identification'>". The cell envelope protein
fraction had been used to characterize
Pseudomonas spp.'*'® and to screen the
rhizobacteria from different soil types and
locations'”.

This study was aimed to examine the
degree of phenotypic and genotypic diversity
within a selection of closely related pseudomonad
isolates sampled from banana crop during
growing season.

MATERIAL AND METHODS

Isolation of plant growth promoting
rhizobacteria

Rhizobacteria were isolated from the
rhizosphere of banana plants, roots were collected
and shaken gently to remove the adhering soil.
One gram of soil was suspended in 100 ml sterile
distilled water test and shaken at 120 rpm for 30
min. The suspension from all samples were
vortexed and serial dilutions were made and
dilutions of 10 with three replications for each
sample. One mL of this dilution was pour plated
on Pseudomonas Isolation Agar for fluorescein
and pyocyanin production. 0.1ml of each dilution
was spread on Luria Bertani plates and plates were
incubated at 27 £2°C until colony development
was observed.

Pseudomonas was identified on the basis
of cell morphology, colony morphology, and gram
staining. A total of fifteen bacterial strains were
isolated on the basis of colony morphology from
the rhizosphere of diseased and healthy roots of
Banana plants colleted form different sites of
Maharashtra, India.

Biochemical tests and Characterization

Bacteriological characteristics of the
isolates were examined by using the methods
described by Palleroni'®. Gram stain, colony color,
LOPAT test (Levan, Oxidase, Pectate liquefaction,
Arginine hydrolysis, Tobacco hypersensitivity)
Fluorescent pigments, Aesculin hydrolysis,
Nitrate reduction, Gelatin hydrolysis, Sucrose
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Utilization, Inositol utilization, L-Arabinose
utilization, Tyrosinase, fluorescent pigment on
King’s medium B. The results of all these tests
were recorded as either positive or negative for
distinguishing into different biovars'*.
SDS-PAGE of whole cell proteins

The whole-cell protein SDS— PAGE
electrophoresis was performed as described by
Shanmugam et al.'. The gels were destained then
photographed and readings of the gels were taken.
Determination of phylogenetic relationships

The strains were compared on the basis
of presence or absence of protein bands in the gel.
The presence or absence of band was used as 1 or
0 for preparing binary matrix and used for analysis
using NTSYS. The cluster analysis was performed
by unweighted pair group method using
arithmetic averages (UPGMA) and the
dendrogram was generated with the NTSYS-PC
to show the similarity coefficient between the

genotypes.

RESULTS AND DISCUSSION

A total of 187 strains from 12 different
banana growing field were isolated. These stains
were subjected to screening of their growth
promoting potential on banana plants. The result
thus obtained were recorded and of these 187
strain 12 strains with relatively better growth
promoting activity were selected. The selection
was done such that one strain from each location
is represented.

Pseudomonas fluorescens is a
physiologically diverse species of opportunistic
bacteria (gamma-proteobacteria) found
throughout terrestrial habitats. The species
contributes greatly to the turnover of organic
matter and, while present in soil, is abundant on
the surfaces of plant roots and leaves. Of the plant-
colonizing strains, some, such as isolates SBW25
and Pf-5, positively affect plant health and
nutrition?'-?*. The mechanistic bases of these
effects remain unclear, but are known to include
the production of plant growth hormones, the
suppression of pathogens harmful to plant health,
and the direct elicitation of plant defense
responses®. It has been argued that exploitation
of these plant growth promoting bacteria in
agriculture requires an improved understanding
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of the determinants of ecological performance?®.

The biochemical and physiological tests
identified different strains within the genus
Pseudomonas based on the different biochemical
and physiological tests. The identification of a
small group of strains could not be confirmed
using the biochemical and physiological analysis.
In the present study, most of the species were
identified as P. fluorescens. The results of the
biochemical and physiological tests were
considered individually for each strain to compare
the phenotypic diversity present within them. All
the strains were positive for oxidase and arginine
hydrolysis. Three of the strains were negative for
sucrose utilization, levan production and inositol
utilization. The biochemical and physiological
tests identified different strains within the genus
Pseudomonas. The substrate utilization pattern
of the strains within each site is given in Table 1.

The strains fell into five groups based
on analysis of the patterns of total proteins
following SDS-PAGE. These groups were
identical to those indicated by biochemical tests.
Protein profiles comprised 23 to 26 reproducible
bands, ranging from about 4 kDa to more than
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97 kDa. The protein profile of all the strains
appeared to be similar, there was variation in the
protein profile.

Although strains in each group appeared
to be homogeneous in protein profiles but differed
with respect to low molecular weight proteins,
about 3.5 - 20 kDa, in that three bands were
apparent whereas three different bands were
apparent. Furthermore, an intense band was
present at more than 20 kDa in all lane (Fig. 1).
UPGMA analysis performed on SDS-PAGE
profiles of protein extracts revealed the existence
of five different groups of strains. Strain
membership to the grouping identified by whole-
cell protein analysis showed a high degree of
similarity. The isolates were mainly distinguished
into five major clusters representing five different
biovars. The cluster I representing biovars IV,
cluster II representing biovar III, cluster III
representing biovar I, cluster IV representing
biovars II and cluster V representing biovars V.
Thus, the isolates belonging to rhizosphere of
same crop from different geographic location were
distributed into different phenotypic clusters

(Fig. 2).

Table 1. Biochemical characters of fluorescent Pseudomonas species used for differentiating various strains

Biochemical Pymb Pymb Pymb Pymb Pymb Pymb Pymb Pymb Pymb Pymb Pymb Pymb
Characteristic 1 2 3 4 5 6 7 8 9 10 11 12
Levan - + + - + + + + - - + +
Oxidase + + + + + + + + + + + +
Pectate hydrolysis + + + + + + + - + - + +
Arginine hydrolysis + + + + + + + + + + + +
Tobacco hypersensitivity - + - + + + - + - + +
Fluorescent pigments - + + + + + + + _ + +
Nitrate reduction + - + - + + + - - + +
Gelatin hydrolysis - + + + + - + - + +
Sucrose Utilization - - + - + + + + + - + +
Inositol utilization - - + - + + + + + - + +
L-Arabinose utilization + + + + + + + + + +
Tyrosinase + - - - + + - + + + + +
Lecithinase + - + - + + + + + - + +
D-Xylose utilization + + + + - - + + + + - _
D-Galactose - + + + + + + + + + - _
D-Mannose - + + + + + + + + + + +
Sorbitol - + - - + + - + + - + +
L-Tartarate utilization - + - + - - - - - - - -
BIOVAR I \% 1 BV5 I I v I m I II
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P. fluorescens is an opportunistic species
long recognized for its genetic, physiological and
functional diversity'®. The previously sequenced
genome of isolate Pf-5 offered a glimpse of
genome content and organization, but in the
absence of comparative data sheds little insight
into the extent of genomic diversity. The
importance of pseudomonads in agriculture has
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already been well established in non-problematic
soils with good irrigation sources. a
comprehensive collection of Pseudomonas strains
was isolated from twelve different banana
rhizosphere populations. Banana was the chosen
crop as it is the most widely cultivated crop
covering more than 2 million hectares in the state
of Maharastra alone.

Fig. 1. SDS-PAGE analysis of 12 representative Fluorescent pseudomonads
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Fig. 2. Dendrogram representing the relationship between 12 representative
Fluorescent pseudomonas isolates based on total cellular proteins resolved by SDS-PAGE
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The genus Pseudomonas comprises of a
diverse group bacteria with high levels of
physiological and genetic diversity within species.
This is evident from the facts that they can
colonize a wide range of habitats. Diversity arises
and is maintained through the interaction between
ecological and genetic factors. Genetic factors are
the ultimate determinants of patterns of diversity
but the products of these genetic factors — the
protein are the ultimate expression of these factor.
Physiological state of the cell is reflected from
the proteins present in the cell, this is expressed
in the form of variation in banding pattern of
protein bands (Glynn and Reid, 1969).

ACKNOWLEDGMENTS

This work was supported by financial
assistance by the University Grants Commission,
New Delhi vide F.No. 34-178/ 2008 (SR)06.03.09

REFERENCES

1. Baig, M. M. V., Baig, M. I. A. and Muley S.M.
Enhanced growth of groundnut by plant growth
promoting rhizobacteria. [Int. Arachis
Newsletter, 2002; 22: 60-63.

2. Glick B.R. The enhancement of plant growth
by free-living bacteria. Canadian J. Microbiol.
1995; 41: 109-117.

3. Barreteau, H., Bouhss, A., Fourgeaud, M.,
Mainardi, J.L., Touzé, T., Gérard, F., Blanot ,
D., Arthur, M., Mengin-Lecreulx, D. Human-
and plant-pathogenic Pseudomonas species
produce bacteriocins exhibiting colicin M-like
hydrolase activity towards peptidoglycan
precursors. J. Bacteriol. 2009; 191(11): 3657-
3664.

4. Upadhyay A, Srivastava S. Characterization of
anew isolate of Pseudomonas fluorescens strain
Psd as a potential biocontrol agent. Lett. Appl.
Microbiol. 2008; 47(2): 98-105.

5. Dutta, S. and Podile, A.R. Plant growth
promoting rhizobacteria (PGPR): the bugs to
debug the root zone. Crit. Rev. Microbiol. 2010;
36(3): 232-44.

6. Vidhysekaran, P. and Muthamilan, M.
Development of formulations of Pseudomonas
fluorescens for control of chickpea wilt. Pl
Disease. 1995; 79: 782-786.

7. Emmert, E.A.B., Handelsman, J. Biocontrol of
plant disease: a (Gram) positive perspective.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

FEMS Microbiol. Lett. 1999; 171: 1-9.

Sivamani, E. and S.S. Gnanamanickam.
Biological counts of F.oxysporum f.sp. cubense
in banana by inoculation with Pseudomonas

fluorescens. Plant Soil. 1988; 107: 3-9.

Lugtenberg, B. and Kamilova, F. Plant-Growth-
Promoting Rhizobacteria. Ann. Rev. Microbiol.
2009; 63: 541-556

Neidhardt, F.C., Ingraham, J.L., and
Schaechter, M. Physiology of the Bacterial Cell:
A Molecular Approach. Sunderland, MA:
Sinauer Associates, Inc. 1990.

Vauterin, L., Swing, J., Kersters, K. Protein
electrophoresis and classification. In:
Goodfellow, M., O’Donnell, A.G. (Eds.),
Handbook of New Bacterial Systematics.
Academic Press Ltd., London, UK, 1993; 251-
280.

Kersters, K., Numerical methods in the
classification of a bacteria by protein
electrophoresis. In: Jones, D., Priest, F.G.
(Eds.), Computer-Assisted Bacterial
Systematics. Academic Press, London, 1985;
337-368.

Lambert, B., Leyns, F., Joos, H., Tenning, P.,
Vas, J., Van Mantagu, M., Rhizobacteria of
maize and their antifungal activities. Appl.
Environ. Microbiol. 1987; 53: 1866-1871.
He, L.Y., Srequeria, L., Kelman, A.,
Characteristics of strains of Pseudomonas
solanacerum from China. Plant Dis. 1983. 67:
1357-1361.

Dristig, M.C.G,, Dianese, J.C., Characterisation
of Pseudomonas solanacearum biovars based
on membrane protein patterns. Phytopathol.
1990; 80: 641-646.

Shanmugam V, Singh Ajit N, Verma R, Sharma
V. Diversity and differentiation among
fluorescent pseudomonads in crop rhizospheres
with whole-cell protein profiles. Microbiol Res.
2008; 163(5): 571-578.

Leyns, F., Lambert, B., Joos, H., Swings, J.,
Antifungal bacteria from different crops. In: De
Honby (Ed.), Biological Control of Soil-Borne
Plant Pathogens. CAB International, UK, 1990;
437-444.

Palleroni, N. J. Genus I. Pseudomonas Migula.
In Bergey’s Manual of Systematic Bacteriology,
1; 141-199. Edited by N. R. Krieg & J. G. Holt.
Baltimore: Williams & Wilkins. 1984.
Stanier, RY, Palleroni, N.J., Doudoroff, M. The
aerobic pseudomonads: a taxonomic study. J.
Gen. Microbiol., 1966; 43: 159-271.

Holt, J.G, Krieg, N.R., Sneath, P.H.A., Staley,
J.T., Williams, S.T., Bergey’s Manual of

J. Pure & Appl. Microbiol., 4(2), Oct. 2010.



556

21.

22.

TANVEER et al.: Pseudomonads DIVERSITY OF RHIZOSPHERE OF BANANA

Determinative Bacteriology. Williams and
Wilkins Press, London. 1994.

Naseby, D.C., Way, J.A., Bainton, N.J., Lynch,
J.M. Biocontrol of Pythium in the pea
rhizosphere by antifungal metabolite producing
and non-producing Pseudomonas strains. J.
Appl. Microbiol., 2001; 90: 421-429.
Rodriguez, F. and Pfender, W.F. Antibiosis and
antagonism of Sclerotinia homoeocarpa and
Drechslera poae by Pseudomonas fluorescens
P£-5 in vitro and in planta. Phytopathol. 1997,
87: 614-621.

J. Pure & Appl. Microbiol., 4(2), Oct. 2010.

23.

24.

25.

De Bruijn, 1., de Kock M.J., Yang, M., de
Waard, P., van Beek, T.A., Raaijmakers, J.M.
Genome-based discovery, structure prediction
and functional analysis of cyclic lipopeptide
antibiotics in Pseudomonas species. Mol.
Microbiol. 2007; 63: 417-428.

Haas, D., Defago, G. Biological control of soil-
borne pathogens by fluorescent pseudomonads.
Nat. Rev. Microbiol. 2005; 3: 307-319.
Rainey, P.B. Adaptation of Pseudomonas

fluorescens to the plant rhizosphere. Environ.

Microbiol. 1999; 1: 243-257.



