ISSN: 0975-8585

Research Journal of Pharmaceutical, Biological and Chemical

Sciences

Effects of plant growth promoting rhizobacteria (PGPRs) product IAA on the
growth of two Moroccan wheat varieties (Triticum durum Desf.).

Laaziza Chrougqi?, Lahcen Ouahmane?*, Issam Jadrane?, Tayeb Koussa?, and
Mohamed Najib Al feddy3.

1Laboratory of plant biotechnology, ecology and ecosystem valorization, Faculté des Sciences, Chouaib Doukkali
University, El Jadida, Morocco

2Laboratory of Ecology and Environment, Faculty of Sciences Semlalia, Cadi Ayyad University, Marrakesh, Morocco.
3Phytobacteriology laboratory, Plant protection research unit, CRRA Marrakesh, Institut National de la Recherche
Agronomique, Morocco.

ABSTRACT

Plant growth-promoting rhizobacteria (PGPR) are free-living, soil-borne bacteria that colonize the
rhizosphere and, when applied to crops, enhance the growth of plants. These bacteria are known to produce
Indole Acetic Acid (IAA), a hormone known to affect plant growth. In this study, we tested the effects of seven
bacterial strains on two durum wheat varieties (Triticum durum Desf.) cultivated in Morocco: "Marzak" and
"Karim" (concentration: 10°CFU. ml™) in greenhouse conditions. Isolate S35 improved all the growth
parameters of interest for the Karim wheat variety whereas isolate S50 was shown to promote the increase in
stem length in the Marzak wheat variety. Isolate S48 was shown to favor root lengthening and the increase in
the plants’ wet and dry mass. In order to correlate the observed effects with IAA production, the different
isolates were also tested for production of IAA and the results indicated that isolate S10 had the highest
observed production (46.23ug/ml). The results of this study constitute a starting point for a better control over
the selection and usage of PGPRs in the agricultural sector in Morocco. Ultimately, we aim to improve the yield
and quality of the crops without the use of chemical input and developing eco-friendly agricultural practices.
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INTRODUCTION

Intensive agricultural practices aimed at a producing high yield and good quality harvests require the
use of chemical inputs, which can be costly but also dangerous by accumulation for men and environmental
ecosystems (Esitken et al., 2005). In order to achieve more sustainable agricultural practices, the use of
biodegraded organic matter has become common practice due to its ability to provide a continuous supply in
minerals that complements soil composition, but also for the large variety of beneficial microorganisms it
provides to stimulate plant growth. Plant growth promoting rhizobacteria (PGPR) constitute a very important
and diverse class of these microorganisms and contain numerous genera such as Agrobacterium, Arthrobacter,
Azotobacter, Azospirillum, Bacillus, Burkholderia, Caulobacter, Chromobacterium, Erwinia, Flavobacterium,
Micrococcous, Pseudomonas and Serratiaet adapted to different types of soils and climates. PGPRs were first
described by Kloepper et al. (1989) as rhizospheric bacteria that contribute to the nutrition of the plants and
their ability to take root. The mechanisms they employ to promote plant growth are very diverse. Some PGPRs
are capable of producing plant endogenous phyotohormones in the soil surrounding the roots, such as auxin
(IAA) (Spaepen et al., 2007; Malhotra and Srivastava, 2008; Baniaghil et al., 2013), gibberillic acid (Mahmoud et
al., 1984), cytokinin (Tien et al., 1979), ethylene (Steenhoudt and Vanderleyden, 2000; Galland; 2012) and
abscisic acid (Forchetti et al., 2007). For all these hormones, the concentration of the signal molecule is crucial.
For example, the dose response curve of the plant to exogenous auxin application is bell shaped (Taiz and
Zeiger, 2010) and thus rhizobacteria can induce positive or negative effects depending on their level of auxin
production (Barazani and Friedman, 1999). In addition to hormone production, studies have also shown that
PGPRs are involved in Nitrogen fixation (Kennedy et al., 1997), ammonia (Samuel and Muthukkaruppan 2011),
HCN (Ahmad et al., 2008) and siderophore production (Singh and Varma, 2015) as well as -1,3-glucanase and
chitinase activity (Renwick et al., 1991; Shahzad et al., 2013). They were also shown to produce antibiotics and
improve the solubilization of mineral phosphates and other nutrients (De Freitas et al., 1997; Govindasamy et
al., 2010). Wheat production is an essential part of the agricultural sector in Morocco and bread is the basis of
most meals for the local population. The aim of this study is to isolate and characterize PGPRs found in the
Haouz region and evaluate their effect, through inoculation, on the growth and development of two wheat
varieties grown in the region with the ultimate goal of developing agricultural practices that are less reliant on
chemical input.

MATERIALS AND METHODS
Bacterial isolation

PGPRs were isolated from the soil surrounding the roots of wheat grown in the Saada experimental
domain of INRA, Marrakech (Institut National de Recherche Agronomique, Marrakech).

IAA production assay
Qualitative assessment

The isolated strains were grown in 100ml flasks of LB medium containing L-tryptophan (1.02g / L).
They were then incubated while being agitated at 28°C for 72 hours and each culture was then centrifuged at
7000rpm for 30min. 1mL of supernatant was added to 2ml of Salkowski’s reactant ( 60% sulfuric acid and 3mL
of 5 M ferric chloride) and 2 drops of orthophosphoric acid. The mixture was incubated at room temperature
for 30 minutes; the appearance of a pink coloration is a positive test for IAA production by the bacteria (Loper
and Scroth, 1986).

Quantitative assessment

Quantitative analysis of IAA production was conducted using the method described by Loper and
Scroth (1986). Bacterial cultures in LB medium with or without the addition of 1% the L-tryptophan were
incubated at 28°C for 72 hours, then centrifuged at 7000rpm for 3 minutes. 1 mL of the supernatant was
added to 2 drops of orthophosphoric acid and 2ml of Salkowski’s reactant, absorbance was then measured at
530nm using a spectrophotometer [UVmini-1240; SHIMADZU].
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Inoculation and sowing

The analysis was conducted on two wheat varieties (Marzak (V1) and Karim (V2)): the seeds were
sterilized in ethanol for 30 seconds then rinsed with sterilized distilled water. The inoculation of the seeds was
conducted by exposing them for 30 minutes to bacterial suspensions grown in LB medium at 28°C for 24hrs
while being agitated. The seeds were then sown in trays containing sterile soil and 0.2ml (10°CFU mI™?) of the
medium containing the bacterial strain was added around the seed. Sterile LB medium served as a control and
the germination was conducted in a greenhouse with daily irrigation.

Wheat growth analysis

The wheat plants are collected after 30 days of growth and the length of the above-ground and root
tissues was measured; the plants were also weighed in order to record the wet mass. The Dry mass was then
measured after the plants are oven dried at 70°C for 72 hours.

Statistical analysis

The data was analyzed using a two-factor analysis of Variance (ANOVA), the least significant
difference test (LSD, p< 0.05) was conducted in order to compare the different treatments and variations using
SPSS for windows (Version 17, SPSS Inc., Chicago, IL, USA).

RESULTS
Bacterial isolation

Seven rhizobacterial strains were isolated from the soil collected in the Saada experimental domain
affiliated with INRA (Institut National de la Recherche Agronomique), Marrakech. They were all identified as
members of the Bacillus genus (Chrougqi et al., Submitted).

IAA production assay

IAA production was detected using a colorimetric method using Salkowski’s reagent, the color change
from yellow to pink indicated the presence of IAA secreted by the isolated bacteria. The qualitative assay has
shown that all the bacterial strains are capable of producing IAA although with varying intensities (Fig 1).Using
a 1mg/ml IAA solution, a series of dilutions were made to prepare a standard curve which allowed the
estimation of IAA production for each strain using a spectrophotometer. The S10 isolate has the highest
observed production (46.23 pg/ml) while S35 has the lowest IAA production (1.98 ug/ml) (Fig.2).

Figure 1: Qualitative assay results for IAA production for the different isolates
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Figure 2: Quantitative assay for IAA production in the different isolates.

Effects of PGPR inoculation on the growth of the different wheat varieties

The effects of PGPR inoculation on the plant growth parameters, lengths of the stems and roots and
their wet and dry mass are compiled in Table 1. The results indicate that isolate S50 was most efficient at
promoting the increase in stem length in the V1 wheat variety, whereas 548 favors root lengthening and the
increase in the plant’s wet and dry mass in the same. For the V2 wheat variety, isolate S35 had the biggest
effect and improved all the growth parameters of interest.

Table 1: Effects of the bacterial inoculation on the growth parameters for the Marzak (V1) and Karim (V2)
wheat varieties.

The presented values were averaged for three repetitions. Numbers followed by the same letter are not
considered significantly different according to the Newman and Keuls method with a 0.05 threshold.

Stem length Root length Above ground Above ground | Root wet mass | Root dry mass
Wheat Bacterial (cm) (cm) wet mass (g) dry mass (g) (g) (g)
Variety isolate
Control 21,69+1,78a 25,04+1,53a 2,71+0,131a 0,39+0,04ab 3,30+0,18a 0,28+0,03a
4 22,68+1,23cd 32,40+6,74a 2,32+0,136de 0,2940,0173cd 3,95+0,08c 0,3410,05b
10 19,46+1,83b 23,76%5,11a 2,05+0,096¢ 0,27+0,02bc 3,4810,36ab 0,31+0,01ab
Marzak 18 21,52+1,4bc 19,20+5,69a 2,29+0,361cd 0,32+0,04cd 3,00£0,29abc 0,28+0,064ab
(V1) 35 24,04+0,59d 24,50+3,65a 2,97+0,478¢ 0,37+0,08cd 3,46+0,38bc 0,34+0,025b
48 26,76+0,57d 34,82+2,28a 3,30+0,064cd 0,43+0,02d 4,63+0,73bc 0,39+0,012ab
50 27,53+0,37bc 27,3849,52a 3,24+0,295b 0,28+0,16a 3,28+0,53a 0,31+0,03a
54 25,56+0,88b 24,70+1,74a 2,92+0,183ab 0,36+0,01a 2,99+0,20a 0,29+0,01a
Control 25,13+2,06a 28,03+7,43a 2,29+0,54a 0,36%0,09ab 3,57+0,42a 0,26+0,03a
Karim 4 37,4041,55cd 34,40+9,77a 6,28+0,47de 0,64+0,04cd 5,12+0,32c 0,360,03b
(v2) 10 34,93+2,57b 29,66+6,81a 5,29+0,69c 0,58+0,06bhc 4,16+0,43a 0,28+0,006b
18 35,43+3,23bc 35,6616,81a 5,46+0,19cd 0,65+0,01cd 4,93+0,25abc 0,3310,09ab
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35 40,7610,67d 3715,41a 6,4210,46° 0,66+0,03cd 5,44+0,33bc 0,37+0,015b

48 35,93+2,39d 34,80+7,08a 5,00+0,62cd 0,64+0,04d 4,09+0,49bc 0,22+0,06ab

50 30,10+0,9bc 31,83+2,41a 2,98+0,03b 0,33+0,01a 3,49+0,35a 0,18+0,02a

54 27,70£1,82b 37,83£10,70a 2,42%0,29ab 0,27+0,04a 4,42+0,70a 0,27+0,01a
DISCUSSION

Plant growth promoting rhizobacteria can promote plant growth by associating with the roots of the

plant host (Suarez et al., 2014). Some of the mechanisms involved in this plant- bacteria association involve the
production or degradation of phytohormones that regulate plant growth and development (Hayat et al., 2010).
Previous studies have shown that IAA concentration in rhizospheric Bacillus species can reach a value of
20,8ug/ml (Akhtar, 2013) whereas other species such as S. marcesens can reach a value of 19.68ug/ml
(Shahzad et al., 2013). IAA concentrations in our isolates varied between 1.98 ug/ml and 46.23ug/ml. Previous
studies have also clearly demonstrated a positive effect of PGPRs on plant growth in a wide variety of plants.
Specifically, PGPRs were shown to promote the development and improve the quality and texture of tomato
plants (Hortencia et al., 2007) and have also been shown to improve the yield and quality of sugar beets
(Cakmakci et al., 2001), apricots (Esitken et al., 2002; Esitken et al. 2003 ) and cherries (Esitkena et al., 2006).
The vast majority of plant growth promoting rhizobacteria isolated in this study had a positive effect on all the
examined growth parameters, notably on stem and root length and the wet and dry mass of the stems and
root. These beneficial effects on the growth, yield and quality of the plants can be explained by the ability of
PGPRs to solubilize phosphate and produce more IAA and ammonia (Cakmakci et al., 2001; Esitken et al., 2002;
Esitken et al., 2003; Tsavkelova et al., 2007; Goswami et al., 2014). They are, however, highly dependent on
the level of IAA production (Barzani et Friedman, 1999; Nehl et al., 1996; Vacheron et al., 2013). Although over
80% of rhizobacteria can produce IAA (Loper and Schroth, 1986), the dose response of the plants to IAA, in the
form of a bell curve, shows that as the concentration of IAA exceeds a certain level, its effects decrease (Taiz
and Zeiger, 2010). At lower concentrations, it can enhance plant growth (Patten and Glick, 2002) while the
accumulation of IAA past its concentration range of action can inhibit root growth (Xie et al., 1996). In our
study, we have shown that the bacterial isolates that produce low concentrations of IAA are the ones with the
most beneficial effects on plant growth whereas a negative effect was noted at the highest IAA concentration
(46.23ug/ml). The concentration of bacteria in the inoculate also seem to have an effect on the growth
parameters. In order to optimize the positive effects of the inoculate, we used a concentration of 10°CFU/ ml.
In a 2001 study on the effect of IAA-producing pseudomonas on Arabidopsis thaliana, favorable effects were
observed at a lower concentration (10°CFU/ ml) while at higher concentration (10°CFU/ ml), the inoculation
had undesirable effects (Persello-Cartieaux et al., 2001). A 2014 study also reported similar effects in the same
plant (Suarez et al., 2014). Although the properties and characteristics of PGPRs are a determining factor in the
improvement of the plant host’s growth, health and yield, the genotypic and physiological properties of the
host plant itself can determine the span and intensity of the effects of these PGPRs and the hormones they
produce on the plant (Nehl et al., 1996, Persello-Cartieaux et al., 2003). In our study, we have noticed a
stronger response to the IAA treatment in the V2 (Karim) variety compared to the V1 variety. The results of
this study constitute a first step towards a better understanding and control over the use of PGPRs in the
agricultural sector in Morocco. The proper selection of PGPRs and most adequate plant hosts can improve the
quality and yield of different crops without the use of chemical input.

(1]

(2]

(3]

(4]

May - June

REFERENCES

Ahmad, F., Ahmad, I., Khan, M.S., 2008. Screening of free-living rhizospheric bacteria for their multiple
growth promoting activities. Microbiol. 163, 173-181.

Akhtar, N., Arshad, I., Shakir, M.A., Qureshi, M.A., Sehrish, J., Ali, L., 2013. co-inoculation with
rhizobium and Bacillus sp to improve the phosphorus availability and yield of Wheat (Triticum
aestivum L.). J. Anim. Plant Sci. 23(1), 190-197.

Baniaghil, N., Arzanesh, M.H., Ghorbanli, M., Shahbazi, M., 2013. The effect of plant growth
promoting rhizobacteria on growth parameters, antioxidant enzymes and microelements of canola
under salt stress. J. Appl. Environ. Biol. Sci. 3 (1), 17-27.

Barazani, O., Friedman, J., 1999. Is IAA the major root growth factor secreted from plant-growth-
mediating bacteria. J. Chem. Ecol. 25, 2397-2406.

2017 RJPBCS 8(3) Page No. 2300


http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8
http://translate.googleusercontent.com/translate_f#8

(5]
(6]

(7]

(8]

(9]

(10]

(11]

(12]

(13]
(14]
(15]
(16]

(17]

(18]

(19]
[20]
[21]

[22]

(23]

[24]
[25]

[26]

ISSN: 0975-8585

Cakmakeci, R., Kantar, F., Sahin, F., 2001. Effect of N2-fixing bacterial inoculations on yield of sugar
beet and barley. J. Plant Nutr. Soil Sci. 164, 527-531.

Chrouqi, L., Jadrane, I., Ouahmane, L., Koussa, T., Al feddy, M.N., Screening of soil rhizobacteria
isolated from wheat plants grown in the Marrakech region (Morocco, North Africa) for plant growth
promoting activities. Submitted in Journal of Materials and Environmental Science.

De Freitas, J.R., Banerjee, M.R., Germida, J.J., 1997 .Phosphate solubilizing rhizobacteria enhance the
growth and yield but not phosphorus uptake of canola (Brassica napus L.). Biol. Fertil. Soils. 24, 358—
364.

Esitken, A., Karlidag, H., Ercisli, S., Turan, M., Sahin, F. 2003.The effects of spraying a growth
promoting bacterium on the yield, growth and nutrient element composition of leaves of apricot
(Prunus armeniaca L. cv. Hacihaliloglu). Australian J. Agricul. Res. 54: 377-380.

Esitken, A., Ercisli, S., Karlidag, H., Sahin, F., 2005. Potential use of plant growth promoting
rhizobacteria (PGPR) in organic apricot production. In: Libek, A., Kaufmane, E., Sasnauskas, A., (eds)
International conference on environmentally friendly fruit growing. Tartu, Estonia, 90-97.

Esitken, A., Karlidag, H., Ercisli, S., Sahin, F., 2002. Effects of foliar application of Bacillus substilis Osu
142 on the yield, growth and control of shot-hole disease (Coryneum blight) of apricot.
Gartenbauwissenschaft. 67, 139-142.

Esitken, A., Pirlak, L., Turan, M., Sahin, F., 2006. Effects of floral and foliar application of plant growth
promoting rhizobacteria (PGPR) on yield, growth and nutrition of sweet cherry. Sci. Hortic. 110, 324-
327.

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

Goswami, D., Dhandhukia, P., Patel, P., Thakker, J.N., 2014. Screening of PGPR from saline desert of
Kutch: Growth promotion in Arachis hypogea by Bacillus licheniformis A2. Microbiol. Res. 169, 66-75.
Govindasamy, V., Senthilkumar, M., Magheshwaran, V., Kumar, U., Bose ,P., Sharma, V., &
Annapurna, K., 2010. Plant Growth and Health Promoting Bacteria, Microbiol. Monographs. 1-346.
Singh, N., Varma, A., 2015. Antagonistic Activity of Siderophore Producing Rhizobacteria Isolated from
the Semi-Arid Regions of Southern India. Int. J. Curr. Microbiol. App. Sci. 4, 501-510.

Hayat, R., Ali, S., Amara, U., Khalid, R., Ahmed, 1., 2010. Soil beneficial bacteria and their role in plant
growth promotion: a review. Ann. Microbiol. 60, 579-98.

Hortencia, G.M., Olalde, V., Violante, P., 2007. Alteration of tomato fruit quality by root inoculation
with plant growth-promoting rhizobacteria (PGPR): Bacillus subtilis BEB-13bs. Sci. Hortic. 113, 103-
106.

Kennedy, I.R., Pereg-Gerk , L.L.,, Wood, C., Deaker, R., Gilchrist, K., Katupitiya, S., 1997. Biological
nitrogen fixation in non-leguminous field crops: Facilitating the evolution of an effective association
between Azospirillum and wheat. Plant Soil. 194, 65-79.

Kloepper, J.W., Lifshitz, R., Zablotowiez, R.M., 1989. Free living bacterial inoculation for enhancing
crop productivity. Trends Biotechnol. 7, 39-44.

Loper, J.E., Schroth, M.N., 1986. Influence of bacterial sources of indole-3-acetic acid on root
elongation of sugar beet. Phytopathology.76, 386-389.

Mahmoud, S.A.Z.,, Ramadan, E.M., Thabet, F.M., Khater, T.,1984. Production of plant growth
promoting substances by rhizosphere microorganisms. Zbl. Mikrobiol . 139,227-232.

Malhotra, M., Srivastava, 2008. An ipdC gene knock-out of Azospirillum brasilense strain SM and its
implications on indole-3-acetic acid biosynthesis and plant growth promotion. Anton. Leeuw. 93, 425-
433,

Malhotra, M., Srivastava, S., 2008. An ipdC gene knock-out of Azospirillum brasilense strain SM and its
implications on indole-3-acetic acid biosynthesis and plant growth promotion. Anton. Leeuw. 93, 425-
433,

Nehl, D.B., Allen, S.J., Brown, J.F., 1996. Deleterious rhizosphere bacteria: an inte- grating perspective.
Appl. Soil Ecol. 5, 1-20.

Patten, C.L., Glick, B.R., 2002. Role of Pseudomonas putida indole acetic acid in development of the
host plant root system. Appl Environ Microbiol. 68, 3795-801.

Persello-Cartieaux, F., David, P., Sarrobert, C., Thibaud, M.C., Achouak, W., Robaglia, C., Nussaume, L.,
2001. Utilization of mutants to analyze the interaction between Arabidopsis thaliana and its naturally
root-associated Pseudomonas. Planta. 212, 190-198.

May - June 2017 RJPBCS 8(3) Page No. 2301



(27]
(28]
[29]

(30]

(31]

(32]

(33]

(34]
(35]

(36]

(37]

(38]

ISSN: 0975-8585

Persello-Cartieaux, F., Nussaume, L., Robaglia, C., 2003. Tales from the underground: molecular plant-
rhizobacteria interactions. Plant Cell Environ. 26, 189-199.

Renwick, A., Campbell, R., Coe, S. ,1991. Assessment of in vivo screening systems for potential
biocontrol agents of Gaeumannomyces graminis. Plant Pathol. 40, 524-532.

Samuel, S., Muthukkaruppan, S.M., 2011. Characterization of plant growth promoting rhizobacteria
and fungi associated with rice, mangrove and effluent contaminated soil. Curr. Bot. 2, 22-25.

Shahzad, S. M., Arif, M. S., Riaz, M., Igbal, Z., Ashraf, M., 2013. PGPR with varied ACC-deaminase
activity induced different growth and yield response in maize (Zea mays L.) under fertilized conditions.
Eur. J. Soil Biol. 57, 27-34.

Spaepen ,S., Vanderleyden, J., Remans, R., 2007. Indole-3-acetic acid in microbial and microorgan- ism
plant signaling. FEMS Microbiol Rev. 31, 425-448.

Steenhoudt, O., Vanderleyden, J ., 2000. Azospirillum, a free-living nitrogen-fixing bacterium closely
associated with grasses: genetic, biochemical and ecological aspects. FEMS Microbiol. Rev. 24, 487-
506.

Suarez, D. E. C., Gigon, A., Puga-Freitas, R., Lavelle, P., Velasquez, E., Blouin, M., 2014 .Combined
effects of earthworms and IAA-producing rhizobacteria on plant growth and development , Appl. Soil
Ecology. 80, 100-107.

Taiz, L., Zeiger, E., 2010. Plant Physiology, third ed. Sinauer Associates Inc., Sunder- land, USA.

Tien, T.M., Gaskins, M.H., Hubbell, D.H., 1979. Plant growth substances produced by Azospirillum
brasilense and their effect on the growth of pearl millet (Pennisetum americanum L.). Appl. Environ.
Microbiol. 37, 1016-1024.

Tsavkelova ,E.A., Cherdyntseva, T.A., Botina, S.G., Netrusov, A.l., 2007. Bacteria associated with orchid
roots and microbial production of auxin. Microbiol Res. 162, 69-76.

Vacheron, J., Desbrosses, G., Bouffaud, M., Touraine, B., Moenne-Loccoz, Y.,Muller, D., Legendre, L.,
Wisniewski-Dyé, F., Prigent-Combaret, C., 2013. Plant growth-promoting rhizobacteria and root
systemfunctioning. Front Plant Sci. 4, 1-19.

Xie, H., Pasternak, J.J., Glick, B.R., 1996. Isolation and characterization of mutants of the plant growth
promoting rhizobacterium Pseudomonas putida GR12-2 that overproduce indoleacetic-acid. Curr.
Microbiol. 32, 67-71.

May - June 2017 RJPBCS 8(3) Page No. 2302



