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1. Introduction
From ancient times until today, plants have been utilized as 
a pivotal resource for humans to meet their food and health 
needs. Especially, plants were thought of as a key solution 
to numerous diseases. Plants have been known since the 
first appearance of mankind on the earth that they played 
an important role in overcoming many diseases, and they 
are contributed to folk and modern medicine with their 
beneficial precursors for drugs since the past (Sahin et al., 
2002; Zia-Ul-Haq et al., 2013; Anwar et al., 2019; Kesdek et 
al., 2020; Mollova et al., 2020; Subasi 2020). In this regard, 
numerous medicinal and aromatic plant families are 
revealed with commercial and medicinal targets. In these 
families, Lamiaceae (Labiatae) is known to contain plenty 
of medicinal and aromatic plants. The family consists of 
approximately more than 230 genera and around 7200 
species (Singh et al., 2018). Among these genera, Mentha 
is one of the most favorable and popular medicinal and 
aromatic plants, which has an economically crucial role in 
food and health sectors because of its beneficial chemical 
components (Farzaei et al., 2017; Singh et al., 2018; Anwar 
et al., 2019). 

The genus Mentha is commonly found in tropical 
and temperate regions of the world such as America 
Australia, Europe, Brazil, China, India, and South Africa, 
and it consists of more than 25 species with 30-60 cm long 
(Hajlaoui et al., 2008; Snoussi et al., 2015). Mentha arvensis 
L. (corn mint), Mentha citrate Ehrh. (bergamot mint), 
Mentha x piperita L. (peppermint), Mentha spicata L. 
(spearmint) and Mentha longifolia L. (wild mint) are well 
known species for their positive properties with culinary, 
medicinal, aroma, therapeutic gastrointestinal disorders, 
respiratory disorders, infectious, and inflammatory 
diseases (Santana et al., 2016; Farzaei et al., 2017). 
Furthermore, the members of the genus contain plenty 
of components, which are utilized in food, cosmetic, 
and pharmaceutical products. Carvone, isomenthone, 
linalool, limonene, menthol, menthone, menthofuran, 
piperitenone, piperitenone oxide, and pulegone are well 
recognized chemical components of the genus (Santana et 
al., 2016; Hanafy et al., 2020).

Among the well-known economically important 
species of the genus, M. longifolia L. was reported as a 
herb with some various pharmacological properties such 
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as antimicrobial, anticancer, antioxidant, gastrointestinal, 
and nervous system effects (Mikaili et al., 2013; Abbas and 
Nisar, 2020; Patti et al., 2020). Besides, M. longifolia L. is 
cultivated not only for the pharmaceutical industry but 
also for the food, cosmetic, and perfumery industries in 
many countries of the world because of its high economic 
value (Karla et al., 2005). 

However, several pathogenic fungi and bacteria are 
restricted to the commercial production of medicinal 
and aromatic plants. For Mentha species, Alternaria 
alternate (leaf spot), Erysiphe cichoracearum (powdery 
mildew), Nigrospora oryzae (brown leaf spot), Puccinia 
menthae (rust), Verticillium dahliae (wilt), Phoma stasserti 
(stem rot), and Rhizoctonia solani, Rhizoctonia bataticola 
(root and stolon rot) have been reported as one of the 
most economically critical diseases occurred by fungal 
pathogens according to the literature (Karla et al., 2005; 
Vining et al., 2005; Dung et al., 2010; Singh et al., 2016; 
Farid et al., 2020). For example, the Verticillium wilt 
disease caused by Verticillium dahliae has hazardous effects 
on wild mint plants such as anthocyanescence, bronzing 
or curling of the apical leaves, chlorosis, necrosis, wilt, 
premature senescence, and stunting (Dung et al., 2010). 
Some fungicides have been utilized to control fungal 
diseases on Mentha pathogens (Karla et al., 2005). Also, 
chemical fertilizers containing nitrogen, phosphorus, 
and potassium have been commonly applied in previous 
studies to increase the production rate of the essential 
oil content of M. longifolia L. (Alsafar and Al-Hassan, 
2009; Salehi et al., 2018; Al-Fredan and Al-Fadal 2019). 
However, the overutilization and unconscious usage of 
chemical-based fertilizers cause dangerous effects on the 
environmental problems because of their decreasing of soil 
fertility and microbial diversity, creates resistance between 
phytopathogens and insects, degradation of soil, reduction 
of crop productivity, and environmental pollution 
(Egamberdieva et al., 2015; Alaylar et al., 2018; Alaylar et 
al., 2019; Aeron et al., 2020; Alaylar et al., 2020a; Alaylar 
et al., 2020b). As an alternative approach, plant growth-
promoting rhizobacteria (PGPR) have been evaluated 
as new, eco-friendly, efficient biotechnological tools that 
are required to enhance growth rate and productivity of 
crops including medicinal and aromatic plants (Rezaei-
Chiyaneh et al., 2020).

Among these bacteria, endophytic microorganisms are 
recognized to be situated asymptomatically inside of the 
host plants at various stages of the life cycle and perform 
vital roles in the growth, development, and diversifications 
of the host (Golinska et al., 2015; Khan et al., 2017; Singh 
et al., 2017; Harrison and Griffin, 2020). It has been 
reported in previous studies that bacterial genera such 
as Azotobacter, Burkholderia, Erwinia, Flavobacterium, 
Micrococcous, Pseudomonas, Serratia, and Bacillus etc. 

have demonstrated plant growth promoting properties 
(PGPs) (Kaki et al., 2013; Panchami et al., 2020). Also, 
these microorganisms have a beneficial function in 
the growth promotion of their host plants by fixing 
atmospheric nitrogen, potassium, zinc and phosphate 
solubilization, siderophore, ammonia, hydrogen 
cyanide, 1-aminocyclopropane-1-carboxylate (ACC), 
phytohormones (auxins, cytokinin, gibberellic acid) 
production, depletion of ethylene biosynthesis, increase in 
the nutrient uptake, supply tolerance to biotic and abiotic 
stresses and possess as biocontrol agents against to plant 
pathogens. Inside of these genera, Bacillus has critical 
roles compared with the other genera because of their 
endurance to harsh environmental conditions by spore 
formation. Therefore, plenty of Bacillus strains has been 
commercially revealed as biocontrol, biofertilizer, and 
biostimulant in agricultural practices nowadays (Lolloo et 
al., 2010; Kaki et al., 2013; Panchami et al., 2020). 

Basically, endophytic microorganisms are located 
in internal tissues, roots, petiole, leaves, fruits, ovules, 
nodules, stem or seeds of plants and make useful effects on 
plants by producing substances such as hydrolytic enzymes 
(cellulase, pectinase, proteinase, xylanase), antimicrobials, 
and plant growth-promoting compounds (Dubey et al., 
2020; Rana et al., 2020). According to the previous studies 
in the literature, numerous aromatic and medicinal plants 
have been investigated, and plenty of novel endophytic 
microorganisms were isolated from Aloe vera, Armoracia 
rusticana, Dracaena cochinchinensis, Fagonia mollis, and 
Achillea fragrantissima etc. (Salam et al., 2017; Vyawahare 
et al., 2019; Alkahtani et al., 2020; Egamberdieava et al., 
2020). 

Therefore, this study was performed to investigate the 
endophytic Bacillus strains medicinally and economically 
important plant wild mint (M. longifolia L.). Cultivable 
endophytic bacterial strains were isolated from wild mint 
plant’s roots, stems, and leaves. Then, PGPs of endophytic 
Bacillus strains were investigated.

2. Materials and methods
2.1. Selection and sampling of M. longifolia L. plants
Wilt mint (M. longifolia L.) were collected from Palandöken 
mountain of Erzurum in East Anatolia of Turkey. Samples 
were selected from living, healthy plants, and six individual 
plants were collected at a distance of 10–20 m. The samples 
were kept in the sterile plastic zip bag and stored at 4 °C 
until further use.
2.2. Sterilization and endophytic Bacillus isolation from 
M. longifolia L.
Sterilization and isolation of wilt mint (M. longifolia L.) were 
done according to the Zhao et al. protocol (2012). Initially, 
plant samples were washed with tap water for cleaning 
the dirt or soil particles. Then, samples were cleaned with 
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distilled water and immersed in 0.01% (v/v) tween-20 for 
1 min after the samples were rinsed three times with sterile 
water and then kept wet for about 3 min in 10% aqueous 
NaOCl. They were rinsed again three times with sterile 
water and soaked in 2.5% aqueous sodium thiosulfate 
solution for 10 min. Then, one more time rinsed again 
three times with sterile water. Immersed in 75% ethanol 
for 30 s (leaves) or 1–5 min (roots and stems). Rinsed 
three times with sterile water for the last time. And then, 
the samples were dried overnight in sterile Petri dishes. 
Finally, for the understanding sterilization of the plants, 
parts after sterilization with ethanol, 2 uncut pieces of root, 
stem, and leaves were transferred on the agar media. The 
absence of any growth of colonies after 3 days affirmed that 
sterilization was accomplished. For isolation of endophytic 
Bacillus species, 10 g of samples were initially heat-treated 
at 80°C to eliminate vegetative cells.
2.3. Plant beneficial traits
2.3.1. Indole acetic acid production (IAA) assay
IAA production is one of the most important natural 
auxins, which has a key role in plant growth. The 
assay was performed according to Vaikuntapu et al.’s 
(2014) procedure. In this procedure, bacterial isolates 
were incubated in LB broth medium containing 0.1% 
tryptophan and incubated for 72 h at 28 °C. Then, the 
cultures were centrifuged at 6000 g for 30 min. A total of 2 
mL of the supernatant was taken and mixed with 2 drops of 
o-phosphoric acid and 4 mL of Salkowski solvent (50 mL 
of 35% of perchloric acid + 1 mL of 0.5 M FeCl3 solution). 
In the last step of the assay, indole acetic acid production 
was determined with the colorimetric measurement at 570 
nm.
2.3.2. Nitrogen fixation assay 
Nitrogen fixation ability of isolates was analyzed by using 
Jensen’s modified nitrogen free medium (NFM) (Jensen, 
1942). The medium includes following ingredients: 20 g 
sucrose, 0.5 g MgSO4·7H2O, 0.01 g FeSO4·7H2O, 0.2 g NaCl, 
0.1 g CaCl2, 0.5 g KH2PO4, 0.005 g Na2MoO4, 18 g agar, and 
1000 mL distilled water. The NFM was autoclaved at 121 
°C for 15 min, and then the medium was poured into Petri 
dishes. Then, bacterial growth was approved as potential 
nitrogen-fixing bacteria. 
2.3.3. Phosphate solubilization assay 
Potential phosphate solubilizing bacterial strains was 
determined by using modified Pikovskaya’s (PKV) agar 
medium containing 10.0 g glucose, 0.5 g (NH4)2SO4, 
5 g Ca3(PO4)2, 0.2 g NaCl, 0.1 g MgSO4.7H2O, 0.5 g 
yeast extract, 0,2 g KCl; 0.002 g MnSO4·H2O, 0.002 g 
FeSO4·7H2O, and 1000 ml distilled water. The medium was 
autoclaved at 121 °C for 15 min, and then the medium 
was mixed carefully and poured into Petri plates. Plates 
were incubated at 28±1 °C for 2–7 days, and phosphate 

solubilization was determined according to the halo zones 
around the colonies (Pikovskaya, 1948)
2.3.4. Siderophore production assay
The siderophore production for each bacterial strain was 
determined following Louden et al.’s (2014) procedure. 
Firstly, all glassware were washed with 6M HCI to remove 
any trace elements, and it is rinsed with ddH2O. Then, 
CAS agar is prepared as three main solutions containing 
mixture solution, blue dye solution, and CAS agar solution. 
After inoculation of bacterial cultures on Chrome azurol S 
(CAS) agar plates, the plates were incubated at 28 °C for 
2–7 days. Siderophore producing bacteria indicated an 
alteration in color, from blue to orange around the colonies. 
The bacteria with an orange halo around the Petri dishes 
was specified as siderophore-producing bacteria.
2.3.5. Determination of the ACC (1-Aminocyclopropane-
1-Carboxylate) deaminase activity
The ACC deaminase activity of isolates was evaluated 
using the method described by Penrose and Glick (2003). 
According to the method, the isolates were transferred in 
LB broth medium and incubated at 28 °C for 24 h. Then, 
2 mL of each bacterial culture was added to tubes and 
centrifuged at 8000 g for 5 min. After the centrifugation 
step, pellets of each sample were washed two times 
with Dworkin and Foster (DF) minimal salts medium. 
Moreover, 2 mL of DF minimal salts was added with 
ACC, as only nitrogen source (DF-ACC) was transferred 
to bacterial cultures and incubated at 28 °C for 24 h. 
Furthermore, a noninoculated DF-ACC medium was 
exploited as a control group of the experiment and blank 
sample for the spectrophotometric measurement. Then, 
cultures were centrifuged at 8000 g for 5 min. One mL of 
each sample was taken from the cultures and centrifuged 
at 8000 g for 5 min. A total of 100 μL of the supernatant was 
diluted with 1 mL of DF medium. 60 μL of each working 
solution was used in the standard ninhydrin experiment 
(60 μL of working solution +120 of μL ninhydrin solution). 
The solution was mixed well and situated in a hot water 
bath for 30 min at 65 °C. After heat treatment, the solution 
turned into a purple color. The samples were cooled at 
the room temperature for 20 min. When compared to the 
control, the opaque visibility in color can be assessed as a 
positive result. Finally, the colorimetric measurement was 
performed at 570 nm.
2.3.6. Determination of ammonia potential assay
To evaluate the isolates’s ability to ammonia production 
activity, the isolates were transferred to peptone water 
(Peptone 20.0 g/L and NaCl 30.0 g/L) with constant 
shaking at 140 rpm for 5 days at 30 °C. After incubation, 
1 mL of Nessler’s reagent was added to 0.2 mL of culture 
supernatant. When the solution color alteration was 
occurred from brown to yellow, the strain was determined 
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as ammonia production positive. Moreover, colorimetric 
measurement was carried out at 450 nm (Orhan, 2016).
2.3.7. HCN production assay
Production of HCN was assessed as described by the 
modified method of Bakker and Schippers (1987). The 
isolates were streaked on agar plates supplemented with or 
without 4.4 g glycine L−1

. Then, filter paper soaked in 0.5% 
picric acid in 1% Na2CO3 in the plates. After, paraffin was 
utilized to cover the plates and incubated at 28± 1 °C. At 
the final stage, color alteration on the plates from yellow 
to light brown, moderate brown, or strong brown was 
determined as HCN production.
2.4. Molecular identification of potential endophytic 
Bacillus strains
Genomic DNA isolation of endophytic bacterial isolates 
was extracted using the modified protocol described by 
Wilson (1997). Extracted DNA samples were prepared 
as templates for 16S rRNA gene analysis. The 16S rRNA 
partially gene regions were amplified using polymerase 
chain reaction for molecular identification of the 
endophytic bacterial isolates. According to this reaction, 
27F (5’-AGAGTTTGATCMTGGCTCAG-3’) and 1492R 
(5’-CGGTTACCTTGTTACGACTT-3’) were used as 
forward and reverse primers, respectively. The reaction 
was accomplished in a 30 μL reaction mixture containing 
1.5 mM MgCl2, 1.2 μL of dimethyl sulfoxide (DMSO), 0.2 
mM each dNTP, 25 pmole of forward primer and reverse 
primer, 50 ng DNA template, and 5 U Taq DNA polymerase 
along with reaction buffer. The reaction was carried out 
with an initial step at 95 °C for 2 min, and 36 cycles of 1 
min at 94 °C, 1 min at 53 °C, 2 min at 72 °C, followed by 
a final 5 min extension step at 72 °C, then brought down 
to 4 °C. Amplified 16S rRNA gene PCR products were 
determined by using QIAxcel advanced analysis system 
and sequenced by Macrogen Inc. BLAST Netherlands). 
The nucleotide BLAST (Basic Local Alignment Search 
Tool) search program of NCBI was used to determine 
the nucleotide sequence homology and relation to other 
bacterial sequences presence in the GenBank (http://blast.
ncbi.nlm.nih.gov./blast.cgi). The 16S rRNA gene sequences 
of the endophytic bacterial strains of M. longifolia L. were 
deposited into GenBank under the accession numbers: 
MW564002– MW564013. Evolutionary analyses were 
conducted in MEGA 7.

3. Results and discussion
Sixty-five bacteria (ML1-ML65) were isolated from the 
root, stem, and leaves of six individual healthy plants (M. 
longifolia L.) at a distance of 10–20 m from Palandöken 
mountain Erzurum-Turkey in September 2020. The 
isolates were prepared for analyses of plant growth-
promoting properties such as nitrogen fixation, phosphate 
solubilization, IAA, siderophore, ACC deaminase, HCN 

production, and ammonia potential. All the results were 
reported as three independent replicate experiments. 
All isolated endophytic strains were grown on nutrient 
agar (NA) then transferred to specific mediums for 
screening their PGPs. Also, the data of biochemical and 
morphological tests of potential endophytic isolates were 
analyzed as gram positive and bacilli shape. Moreover, 
as a sequence analysis method, partially 16S rRNA was 
used to support these results obtained by conventional 
methods. The isolates were 99%–100% identical to the 
closest relatives assigned to GenBank. Determination 
of nucleotide sequence homology was established via 
nucleotide BLAST search program of NCBI. The 16S 
rRNA sequences were assigned to GenBank with provided 
accession numbers from MW564002 to MW564013, 
respectively. Related information was given in Table 1, and 
also neighbor-joining phylogenetic tree on the basis of the 
partial 16S rRNA gene sequence data of the endophytic 
potential PGPR strains was constructed with type strains 
(Figure). The type strains of Bacillus species were chosen 
from among 20 clades of Bacillus. The type strains of 
Bacillus species were selected from among 20 different 
clades of Bacillus previously included in the literature 
(Gupta et al., 2020; Patel and Gupta, 2020).

The sequence results demonstrated that all active 
strains were grouped in Bacillus genera. As mentioned in 
Table 1, 3 Bacillus sp. (ML7, ML17, and ML46), 3 B. simplex 
(ML12, ML25, and ML43), 1 B. megaterium (ML36), 1 B. 
muralis (ML49), 1 B. aryabhattai (ML55), 1 B. pumilus 
(ML59), 1 B. megaterium (ML61), and 1 B. toyonensis 
(ML63) were isolated from roots, leaves, and stems of 
M. longifolia L. The obtained Bacillus strains were shown 
multiple PGP activities. The percentage of PGP activity of 
active positive isolates varies widely. Among the 12 Bacillus 
isolates, 11 Bacillus isolates (91.66%) showed nitrogen 
fixation. They contain 2 Bacillus sp. (ML7 and ML17), 3 
B. simplex (ML12, ML25, and ML43), 1 B. megaterium 
(ML36), 1 B. muralis (ML49), 1 B. aryabhattai (ML55), 
1 B. pumilus (ML59), 1 B. megaterium (ML61) and 1 B. 
toyonensis (ML63) were demonstrated a positive result of 
grown in NFM medium. Approximately, 58% of bacterial 
strains were determined as phosphate solubilizing activity 
according to the PVK media because of their halo zones. 
These endophytic strains are Bacillus sp. (ML7 and ML17), 
B. simplex (ML25), B. muralis (ML49), B. aryabhattai 
(ML55), B. megaterium (ML61), and B. toyonensis (ML63). 
IAA production potential was found about 75% of the 
endophytic bacterial strains containing B. simplex (ML12), 
B. megaterium (ML36), B. simplex (ML43), Bacillus sp. 
(ML46), B. muralis (ML49), B. aryabhattai (ML55), B. 
pumilus (ML59), B. megaterium (ML61), and B. toyonensis 
(ML63). Approximately 83% of the endophytic bacterial 
isolates demonstrated siderophore production. They 
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contain ML7, ML12, ML17, ML25, ML36, ML43, ML46, 
ML49, ML55, and ML59 isolates. Approximately, 42% of 
endophytic strains had ACC deaminase activity. These 
strains were Bacillus (ML7, ML9, ML10, ML11, ML12), 
and all the strains demonstrated ammonia production, but 
none of the Bacillus isolates exhibited hydrogen cyanide 
production. The detailed information was shown in (Table 
2). According to the result of data, none of the obtained 
isolates showed all PGP activities.

Many extensive research has been reported beneficial 
effects of rhizospheric and endophytic PGP strains because 
of their eco-friendly, inexpensive, and sustainable usage in 
agricultural areas and positive effects on product yield, 
plant health, and development. PGPR are microorganisms, 
which have a beneficial relationship with the plant roots 
and promote plant growth via distinct PGP substances; 
they are also used as biofertilizers, biostimulants, and 
bioprotectants (Egamberdieva et al., 2015; Alaylar et al., 
2018; Alaylar et al., 2019; Alaylar et al., 2020a; Alaylar et al., 
2020b). Today, the world faces new diseases and, therefore, 
requirements of the medicines are increasing day by day. A 
natural compound-based medicine obtained by medicinal 
plants is the most preferred drug for treatments of diseases 
instead of chemical-based drugs, as their numerous 
natural compounds are extracted from medicinal plants 
(Toussaint et al., 2008; Nema et al., 2013). Especially, 
PGPRs possess various interactions with different species 
of host medicinal plants, commonly rhizospheric and 
endophytic. Rhizospheric microorganisms are generally 
located in the surface of the roots. Endophytics are grow 
within the host plants in the apoplastic space such as 
stems, leaves, roots, fruits, etc. (Dong et al., 1997; McCully, 

2001). Especially, research on endophytic microorganism 
from medicinal plants and their sustainable, eco-friendly 
practices have been dramatically increasing worldwide 
day by day because of their biostimulant, biofertilizer, and 
biocontrol agents. Azospirillum, Azoarcus, Arthrobacter, 
Bacillus, Enterobacter, Azotobacter, Clostridium, 
Gluconacetobacter, Pseudomonas, Serratia are the well-
known endophytic genera isolated from a distinct type 
of medicinal plants (Alaylar et al., 2018; Alaylar et al., 
2019; Alaylar et al., 2020a). Among these genera, the 
genus Bacillus has been demonstrated as one of the 
highest potential PGPR strains, which have biocontrol, 
biofertilizer, and biostimulant properties according to 
the literature (Borriss, 2011; Kaki et al., 2013). Research 
on beneficial endophytic microorganisms from medicinal 
plants and their application in sustainable agricultural 
practices have increased all over the world, and they have 
been reported as plant growth-promoting bacteria and 
biocontrol agents. There are a few similar results that 
have reported various aromatic and medicinal plants. 
For instance, Huang et al. (2019) isolated Bacillus sp. and 
B. aryabhattai from Platycodon grandiflorum that have 
nitrogen-fixing capability. Another study was conducted 
by Karthikeyan et al. (2010). They isolated some PGPR 
strains from Catharanthus roseus, and, among these 
strains, B. megaterium has increased the nutrient uptake. 
Murugappan et al. (2013) noted that B. pumilus were 
isolated from the stem and leaves of Ocimum sanctum. 
According to their data, B. pumilus showed most of the 
PGPs such as IAA production, phosphate solubilization, 
ammonia, HCN, and siderophore production. Further, 
Ahmed et al. (2014) evaluated Bacillus sp. from several 

Table 1. Sequence similarities of endophytic bacteria isolated from the root, stem, and leaves of M. longifolia with sequences registered 
in GenBank.

Sequences of Isolated Strains Deposited to GenBank  Closest Match Among Bacteria GenBank
Strain Names Length (bp) Accession Number Reference Strain Accession Number Percent Identity

ML7 1391 MW564002 Bacillus sp. MN160568.1 100
ML12 1415 MW564003 Bacillus simplex MF177860.1 100
ML17 1200 MW564004 Bacillus sp. MT598008.1 99.83
ML25 1422 MW564005 Bacillus simplex MF077124.1 99.86
ML36 1465 MW564006 Bacillus megaterium MT279338.1 100
ML43 1381 MW564007 Bacillus simplex MT078675.1 100
ML46 1388 MW564008 Bacillus sp. MW564008.1 100
ML49 1418 MW564009 Bacillus muralis MG011568.1 99.86
ML55 1426 MW564010 Bacillus aryabhattai MK277457.1 99.93
ML59 1381 MW564011 Bacillus pumilus CP054310.1 100
ML61 1396 MW564012 Bacillus megaterium MT487648.1 100
ML63 1378 MW564013 Bacillus toyonensis MN173490.1 100
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medicinal plants for plant growth promotion and biological 
control in Andhra Pradesh-India. A study by Nnzeru et al. 
(2017) demonstrated that Bacillus strains from numerous 
medicinal plants in South Africa and the Bacillus 
reported the most dominant endophytic genus. Ansary 
and coworkers (2018) isolated plant growth-promoting 
endophytic bacteria under Bacillus genus from traditional 
herbal medicinal plants such as Duranta plumeri, Ocimum 
gratissimum L., Terminalia bohera and Manihot esculenta 
in Dhaka of Bangladesh, and these Bacillus strains were 
demonstrated high IAA production. Li et al. (2008) 
isolated endophytic bacteria from Glycyrrhiza uralensis. 
They have reported Bacillus sp. that can be used as 
promising isolates for biofertilizers to promote improved 
survival and growth of licorice and other valuable crops in 

arid lands in Xinjiang province of China. Sahu et al. (2020) 
have also reported eight endophytic Bacillus isolates from 
Ocimum tenuiflorum L., which have biocontrol potential 
because of their PGP activity. The results are obtained 
with previous reports, Vendan et al. (2010) and Akinsanya 
et al. (2015) revealed Bacillus in all tissues in Aloe vera. 
Moreover, Bacillus species were reported to situate as 
endophytes of medicinal plants such as Lonicera japonica, 
Rumex pulcher, and Tridax procumbens, etc. (Tamilarasi 
et al., 2008; Ebrahimia et al., 2010; El-Deeb et al., 2013; 
Preveena and Bhore, 2013; Ahmed et al., 2014; Akinsanya 
et al., 2015).

The result of the present study carried out that all 
endophytic Bacillus species possess multiple PGP activity 
such as ACC deaminase activity, nitrogen fixation, 

Figure. Neighbor-joining phylogenetic tree based on 16S rRNA gene sequences strains from endophytic Bacillus strains of M. 
longifolia, showing the relationship of isolated strains to their nearest relatives in GenBank. Branches corresponding to parti-
tions reproduced in less than 70% bootstrap replicates are collapsed.
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phosphate solubilization, siderophore, IAA, ammonia, 
and HCN production. A total of 12 Bacillus isolates were 
identified as potential endophytic PGP strains, which 
have been isolated from M. longifolia L. According to the 
previous studies, there is significant information about 
endophytic Bacillus strains, which have a key role in 
medicinal plants with their biocontrol, biostimulant, and 
bioprotectan properties. Therefore, Bacillus species can be 
used in plant growth, nutrient uptake and diminish the 
presence of plant diseases. Hence, increasing the soil fertility 
and quality by innovative technologies are essential for 
agricultural demands. Also, biofertilizers, biostimulants, 
and bioprotectans have been utilized worldwide instead 
of chemical fertilizers for food security and sustainability. 
To the best of our knowledge, this is the first study 
searching of potential endophytic Bacillus strains, which 
have isolated and reported their PGP activity from M. 
longifolia L. in Palandöken mountains Erzurum, Turkey. 
Our results suggested that endophytic microorganisms 
have a huge potential of cultivable endophytic bacteria 
exhibiting multiple PGP activities. Therefore, beneficial 

metabolites of endophytic microorganisms, which are 
obtained from medicinal plants, can be used in food 
and medicine industry to struggle with plant pathogens, 
nutrient uptake of plants. It is also noted that food-based 
plants are immense sources of PGP, and medicinal plants 
are promising alternative sources with natural compounds 
of endophytic bacteria.

4. Conclusion
This study illustrates that endophytic Bacillus strains 
isolated from a medicinal plant (M. longifolia L.) in 
Palandöken Mountain Erzurum-Turkey. Totally, 12 
Bacillus species were isolated and identified. These 
strains have possessed multiple PGP activities, so that 
this let native local potential endophytic PGP strains be 
used as biofertilizers, biositimulants, and bioprotectants 
because of their multiple PGP activities. Hence, these 
strains can be used as an effective approach instead of 
chemical fertilizers to improve plant growth, nutrient 
uptake, suppress pathogens, etc., for medicinal plants in 
sustainable agricultural applications.

Table 2. Determination of plant growth promoting properties of endophytic Bacillus strains.

Strains Names N2 fixation
Phosphate 
solubiliza-
tion

IAA produc-
tion

ACC-deami-
nase produc-
tion

Siderophore 
production

Ammonia 
production

HCN pro-
duction

ML7 + + – – + + –

ML12 + – + – + + –

ML17 + + – – + + –

ML25 + + – – + + –

ML36 + – + – + + –

ML43 + – + - + + –

ML46 – – + + + + –

ML49 + + + – + + –

ML55 + + + + + + –

 ML59 + – + + + + –

 ML61 + + + + – + –

 ML63 + + + + – + –

“+” positive; “–“ negative”.

References

Abbas SR, Nisar M (2020). Herbal significance of horse mint (Men-
tha longifolia) a review. Journal of biotechnological sciences 8: 
138-143.

Aeron A, Khare E, Jha CK, Meena VS, Aziz SMA et al. (2020). Revis-
iting the plant growth‑promoting rhizobacteria: lessons from 
the past and objectives for the future. Archive of Microbiology 
202: 665-676. doi: 10.1007/s00203-019-01779-w

Ahmed EA, Hassan EA, El Togby KMK, Ramadan EM (2014). 
Evaluation of rhizobacteria of some medicinal plants for plant 
growth promotion and biological control. Ann Agric Sci 59: 
273–280. doi: 10.1016/j.aoas.2014.11.016

Akinsanya MA, Goh JK, Lim SP, Ting ASY (2015). Metagenomics study 
of endophytic bacteria in Aloe vera using next-generation tech-
nology. Genom Data 6: 159–163. doi: 10.1016/j.gdata.2015.09.004



ALAYLAR / Turk J Agric For

80

Alaylar B, Güllüce M, Karadayi G, Karadayi M (2018). Isolation of 
PGPR strains with phosphate solubilizing activity from Er-
zurum and their molecular evaluation by using newly designed 
specific primer for pqqB gene. IJSER 9: 103–106. doi: 10.1007/
s00203-019-01779-w

Alaylar B, Güllüce M, Karadayi M, Isaoglu M (2019). Rapid detec-
tion of phosphate-solubilizing bacteria from agricultural areas 
in Erzurum. Current Microbiology 76: 804–809. doi: 10.1007/
s00284-019-01688-7

Alaylar B, Egamberdieva D, Gulluce M, Karadayi M, Arora NK 
(2020a). Integration of molecular tools in microbial phosphate 
solubilization research in agriculture perspective. World Jour-
nal of Microbiolgy and Biotechnology 36: 1-12. doi: 10.1007/
s11274-020-02870-x

Alaylar B, Gulluce M, Karadayi M (2020b). Detection of the nifh gene 
in nitrogen fixing bacteria from agricultural areas in Erzurum. 
Fresenius Environmental Bulletin 29: 809–814.

Al-Fredan M, Al-Fadal S (2019). Effects of nitrogen fertilizer rate 
on the essential oil content of Mentha longifolia, Mentha mi-
crophyta and Ocimum basilicum plants Journal of Scientific 
Research and Studies 6: 5-10.

Alkahtani MDF, Fouda A, Attia KA, Al-Qtaibi F, Eid AM et al. 
(2020). Isolation and characterization of plant growth promot-
ing endophytic bacteria from desert plants and their applica-
tion as bioinoculants for sustainable agriculture. Agronomy 10: 
1-18. doi: 10.3390/agronomy10091325

Alsafar MS, Al-Hassan YM (2009). Effect of nitrogen and phos-
phorus fertilizers on growth and oil yield of indigenous mint 
(Mentha longifolia L.). Biotechnology 8: 380-384. doi: 10.3923/
biotech.2009.380.384

Ansary WR, Prince FRK, Haque E, Sultana F, West HM et al. (2018). 
Endophytic Bacillus spp. from medicinal plants inhibit my-
celial growth of Sclerotinia sclerotiorum and promote plant 
growth. Zeitschrift für Naturforschung C 1:1-10. doi: 10.1515/
znc-2018-0002

Anwar A, Abbas A, Mehmood T, Gilani AH, Rehman N (2019). 
Mentha: A genus rich in vital nutra-pharmaceuticals–A review. 
Phytotherapy Research 33: 2548–2570. doi: 10.1002/ptr.6423

Bakker A, Schippers B (1987). Microbial cyanides production in 
the rhizosphere in relation to potato yield reduction and 
Pseudomonas spp. mediated plant growth stimulation. Soil 
Biology and Biochemistry 19: 451–457. doi: 10.1016/0038-
0717(87)90037-X

Borriss R (2011). Use of plant-associated Bacillus strains as biofertil-
izers and biocontrol agents in agriculture. In: Maheshwari D 
(editor). Bacteria in Agrobiology: Plant growth responses. Ber-
lin, Germany: Springer, Heidelberg. pp. 41-46.

Dong Z, McCully ME, Canny MJ (1997). Does Acetobacter diazotro-
phicus live and move in the xylem of sugarcane stems? Ana-
tomical and physiological data. Annals of Botany 80: 147–158.

Dubey A, Malla MA, Kumar A, Dayananda S, Khan ML (2020). 
Plants endophytes: unveiling hidden agenda for bioprospect-
ing toward sustainable agriculture. Critical Reviews in Biotech-
nology 40: 1210-1231. doi: 10.1080/07388551.2020.1808584

Dung JKS, Schroeder BK, Johnson DA (2010). Evaluation of Ver-
ticillium wilt resistance in Mentha arvensis and M. longifolia 
genotypes. Plant Disease 94: 1255-1260. doi: 10.1094/PDIS-01-
10-0062

Ebrahimia A, Asghariana S, Habibianb S (2010). Antimicrobial ac-
tivities of isolated endophytes from some Iranian native me-
dicinal plants. Iranian Journal of Pharmaceutical Science 6: 
217–222.

Egamberdieva D, Jaima JA, Teixeira DS (2015). Medicinal plants and 
PGPR: A new frontier for phytochemicals. In: Egamberdieva 
D, Teixeira DS (editors). Plant-growth-promoting rhizobacte-
ria (PGPR) and medicinal plants. Berlin, Germany: Springer: 
Berlin, pp. 287–303.

Egamberdieava D, Shurigin V, Alaylar B, Wirth S, Bellingrath-Kimu-
ra SD (2020). Bacterial endophytes from horseradish (Armora-
cia rusticana G. Gaertn.,B. Mey.&Scherb.) with antimicrobial 
efficacy against pathogens. Plant Soil and Environment 66: 
309-316.  doi: 10.17221/137/2020-PSE

El-Deeb B, Fayez K, Gherbawy Y (2013). Isolation and character-
ization of endophytic bacteria from Plectranthus tenuiflorus 
medicinal plant in Saudi Arabia desert and their antimi-
crobial activities. Journal of Plant Interaction 8: 56–64. doi: 
10.1080/17429145.2012.680077

Farid K, Zafari D, Soleisman MJ, Bagherabadi S (2020). First report 
of Nigrospora oryzae causing brown leaf spot on Mentha spica-
ta. Journal of Plant Pathology 102: 1281. doi: 10.1007/s42161-
020-00562-x

Farzaei MH, Bahramsoltani R, Ghobadi A, Far-
zaei F, Najafi F (2017). Pharmacological activ-
ity of Mentha longifolia and its phytoconstituents.  
Journal of Traditional Chinese Medicine 37: 710-720. doi: 
10.1016/S0254-6272(17)30327-8

Golinska P, Wypij M, Agarkar G, Rathod D, Dahm H et al. (2015). 
Endophytic actinobacteria of medicinal plants: diversity and 
bioactivity. Antonie van Leeuwenhoek 108: 267-289. doi: 
10.1007/s10482-015-0502-7

Gupta RS, Patel S, Saini N, Chen S (2020). Robust demarcation of 
17 distinct Bacillus species clades, proposed as novel Bacil-
laceae genera, by phylogenomics and comparative genomic 
analyses: description of Robertmurraya kyonggiensis sp. nov. 
and proposal for an emended genus Bacillus limiting it only to 
the members of the subtilis and cereus clades of species. Inter-
national Journal of Systematic and Evolutionary Microbiology 
70: 5753–5798. doi: 10.1099/ijsem.0.004475

Hajlaoui H, Snoussi M, Ben Jannet H, Mighri Z, Bakhrouf A (2008). 
Comparison of chemical composition and antimicrobial ac-
tivities of Mentha longifolia L. ssp. longifolia essential oil from 
two Tunisian localities (Gabes and Sidi Bouzid). Annals of Mi-
crobiology 58: 513-520. doi: 10.1007/BF03175551 

Hanafy DM, Burrows GE, Prenzler PD, Hill AH (2020). Poten-
tial role of phenolic extracts of Mentha in managing oxida-
tive stress and Alzheimer’s disease. Antioxidants 9: 1-24. doi: 
10.3390/antiox9070631



ALAYLAR / Turk J Agric For

81

Harrison JG, Griffin EA (2020). The diversity and distribution of en-
dophytes across biomes, plant phylogeny and host tissues: how 
far have we come and where do we go from here? Environtal 
Microbiology 22: 2107-2123. doi: 10.1111/1462-2920.14968

Huang CM, Chen WC, Lin SH, Wang YN, Shen FT (2019). Explo-
ration of root-associated bacteria from the medicinal plant 
Platycodon grandiflorum. Microbes Environment 4: 413-420. 
doi: 10.1264/jsme2.ME19030

Jensen HL (1942). Pro Line Soc. NSW 57: 205-212.

Kaki AA, Chaouche NK, Dehimat L, Milet A, Youcef-Ali M et al. 
(2013). Biocontrol and plant growth promotion character-
ization of Bacillus species isolated from Calendula officinalis 
rhizosphere. Indian Journal of Microbiology 53: 447-452. doi: 
10.1007/s12088-013-0395-y

Karla A, Singh HB, Pandey R, Samad A, Patra NK et al. (2005). 
Diseases in mint: Causal organisms, distribution, and control 
measures. Journal of Herbs, Spices and Medicinal Plants 11: 
71-91. doi: 10.1300/J044v11n01_03

Karthiekeyan B, Joe MN, Jaleel CA, Deiveekasundaram M (2010). 
Effect of root inoculation with plant growth promoting rhizo-
bacteria (PGPR) on plant growth, alkaloid content and nutri-
ent control of Catharanthus roseus (L.) G. Don. Nature and 
Croatica 19: 205-2012.

Kesdek M, Kordali S, Bozhuyuk AU, Gudek M (2020). Larvicidal 
effect of Achillea biebersteinii  Afan. (Asteraceae) essential oil 
against larvae of pine processionary moth,  Thaumetopoea 
pityocampa (Denis & Schiffermüller, 1775) (Lepidoptera: No-
todontidae). Turkish Journal of Agriculture and Forestry 44: 
451-460.

Khan AL, Gilani SA, Waqas M, Al-Hosni K, Al-Khiziri S et al. (2017). 
Endophytes from medicinal plants and their potential for pro-
ducing indole acetic acid, improving seed germination and 
mitigating oxidative stress. Journal of Zhejiang University-
Science B 18: 125-137. doi: 10.1631/jzus.B1500271

Li L, Mohamad OAA, Ma J, Friel AD, Su Y (2008). Synergistic plant–
microbe interactions between endophytic bacterial communi-
ties and the medicinal plant Glycyrrhiza uralensis F. Antonie 
van Leeuwenhoek 111: 1735–1748. doi: 10.1007/s10482-018-
1062-4

Lolloo R, Maharaih D, Görgens J, Gardiner NA (2010). Downstream 
process for production of a viable and stable Bacillus cereus 
aquaculture biological agent. Applied Microbiology and Bio-
technology 86: 499–508. doi: 10.1007/s00253-009-2294-z

Louden BC, Haarmann D, Lynn AM (2011). Use of blue agar CAS 
assay for siderophore detection. Journal of Microbiology and 
Biology Education 12: 51-53. doi: 10.1128/jmbe.v12i1.249

McCully ME (2001). Niches for bacterial endophytes in crop plants: 
a plant biologist’s view. Australian Journal of Plant Physiology 
28: 983–990. doi: 10.1071/PP01101

Mikaili P, Mojaverrostami S, Moloudizargari M, Aghajanshakeri S 
(2013). Pharmacological and therapeutic effects of Mentha lon-
gifolia L. and its main constituent, menthol. Ancient Science of 
Life 33: 131-138. doi:10.4103/0257-7941.139059.

Mollova S, Fidan H, Antonova D, Bozhilov D, Stanev S et al. (2020). 
Chemical composition and antimicrobial and antioxidant 
activity of  Helichrysum italicum  (Roth) G. Don subspecies 
essential oils. Turkish Journal of Agriculture and Forestry 44: 
371-378.

Murugappan RM, Begum SB, Roobia RR (2013). Symbiotic influence 
of endophytic Bacillus pumilus on growth promotion and pro-
biotic potential of the medicinal plant Ocimum sanctum. Sym-
biosis 60: 91–99. doi: 10.1007/s13199-013-0244-0

Nema R, Khare S, Jain P, Pradha A, Gupta A et al. (2013). Natural 
products potential and scope for modern cancer research. 
American Journal of Plant Sciences 4: 1270–1277. doi: 10.4236/
ajps.2013.46157

Nnzeru LR, Ntushelo K, Mudau FN (2017). Prevalence of Bacillus in 
the interior tissues of Monsonia burkeana and other medicinal 
plants in South Africa. South African Journal of Botany 113: 
19–22. doi: 10.1016/j.sajb.2017.07.012

Orhan F (2016). Alleviation of salt stress by halotolerant and halo-
philic plant growth-promoting bacteria in wheat (Triticum 
aestivum). Brazilian Journal of Microbiology 47: 621-627. doi: 
10.1016/j.bjm.2016.04.001

Panchami PS, Thanuja KG, Karthikeyan S (2020). Isolation and char-
acterization of indigenous plant growth-promoting rhizobac-
teria (PGPR) from Cardamom rhizosphere. Current Microbiol-
ogy 77: 2693-2981. doi: 10.1007/s00284-020-02116-x

Patel S, Gupta RS (2020). A phylogenomic and comparative genomic 
framework for resolving the polyphyly of the genus Bacillus: 
Proposal for six new genera of Bacillus species, Peribacillus gen. 
nov., Cytobacillus gen. nov., Mesobacillus gen. nov., Neobacil-
lus gen. nov., Metabacillus gen. nov. and Alkalihalobacillus gen. 
nov. International Journal of Systematic and Evalutionary Mi-
crobiology 70: 406–438. doi: 10.1099/ijsem.0.003775

Patti F, Palmioli A, Vitalini S, Bertazza L, Redaelli M et al. (2020). 
Anticancer effects of wild mountain Mentha longifolia extract 
in adrenocortical tumor cell models. Frontiers in Pharmacol-
ogy 10: 1-11. doi: 10.3389/fphar.2019.01647

Penrose DM, Glick BR (2003). Methods for isolating and charac-
terizing ACC deaminase-containing plant growth-promot-
ing rhizobacteria. Physiologia Plantarum 118: 10–15. doi: 
10.1034/j.1399-3054.2003.00086.x

Pikovskaya RI (1948). Mobilization of phosphorus in soil in connec-
tion with the vital activity of some microbial species. Mikrobi-
ologiya 17: 362–370.

Preveena J, Bhore SJ (2013). Identification of bacterial endophytes 
associated with traditional medicinal plant Tridax procumbens 
Linn. Ancient Science of Life 32: 173–177. doi: 10.4103/0257-
7941.123002

Rana KL, Kour D, Kaur T, Devi R, Yadav AN et al. (2020). Endo-
phytic microbes: biodiversity, plant growth-promoting mecha-
nisms and potential applications for agricultural sustainabil-
ity. Antonie van Leeuwenhoek. 113: 1075-1107. doi: 10.1007/
s10482-020-01429-y

https://link.springer.com/journal/11585
https://link.springer.com/journal/11585


ALAYLAR / Turk J Agric For

82

Rezaei-Chiyaneh E, Amirnia R, Machiani MA, Javanmard A, 
Maggi F et al. (2020). Intercropping fennel (Foenicu-
lum vulgare L.) with common bean (Phaseolus vulgaris 
L.) as affected by PGPR inoculation: A strategy for im-
proving yield, essential oil and fatty acid composition.  
Scientia Horticulturae 261: 1-11. doi: 10.1016/j.scien-
ta.2019.108951

Sahu PK, Singh S, Gupta AR, Gupta A, Singh UB (2020). Endophytic 
bacilli from medicinal-aromatic perennial holy basil (Ocimum 
tenuiflorum L.) modulate plant growth promotion and induced 
systemic resistance against Rhizoctonia solani in rice (Oryza 
sativa L.). Biological Control 150: 104353. doi: 10.1016/j.bio-
control.2020.104353 

Salam N, Khieu TN, Liu MJ, Vu TT, Chu-Ky S et al. (2017). En-
dophytic actinobacteria associated with Dracaena cochi-
nchinensis Lour.: Isolation, diversity, and their cytotoxic ac-
tivities. BioMed Research International 1308563: 1-17. doi: 
10.1155/2017/1308563.

Sahin U, Anapali O, Ercisli S (2002). Physico-chemical and physical 
properties of some substrates used in horticulture. Gartenbau-
wissenschaft 67:55-60.

Salehi B, Stojanovic-Radic Z, Matejic H, Sharopov F, Antolak H et 
al. (2018). Plants of genus Mentha: From farm to food factory. 
Plants 7: 1-36. doi: 10.3390/plants7030070

Santana P, Busato de Feiria SN, Höfling JS (2016). Medicinal plants 
as a source of new therapeutic products: Genus Mentha and 
the potential antimicrobial activity of extracts and essential 
oils. Current Traditional Medicine 2: 94-114. doi: 10.2174/22
15083802666161104154842

Singh A, Gupta R, Saikia SK, Pant A, Pandey R (2016). Diseases 
of medicinal and aromatic plants, their biological impact 
and management. Plant Genetic Resources 14: 370-383. doi: 
10.1017/S1479262116000307

Singh M, Kumar A, Singh R, Pandey KD (2017). Endophytic bacte-
ria: a new source of bioactive compounds. 3 Biotech 7: 1-14. 
doi: 10.1007/s13205-017-0942-z

Singh P, Pandey AK (2018). Prospective of essential oils of the genus 
Mentha as biopesticides:A review. Frontiers in Plant Science 9: 
1-14. doi: 10.3389/fpls.2018.01295 

Snoussi M, Noumi E, Trabelsi N, Flamini G, Papetti A et al. (2015). 
Mentha spicata essential oil: Chemical composition, antioxi-
dant and antibacterial activities against planktonic and biofilm 
cultures of Vibrio spp. strains. Molecules 20: 14402-14424. doi: 
10.3390/molecules200814402.

Subasi I (2020). Seed fatty acid compositions and chemotaxonomy of 
wild Crambe (Brassicaceae) taxa in Turkey. Turkish Journal of 
Agriculture and Forestry 44:662-670.

Tamilarasi S, Nanthakumar K, Karthikeyan K, Lakshmanaperumal-
samy P (2008). Diversity of root associated microorganisms of 
selected medicinal plants and influence of rhizomicroorgan-
isms on the antimicrobial property of Coriandrum sativum. 
Journal of Environmental Biology 29: 127–134.

Toussaint JP, Kraml M, Nell M, Smith SE, Smith FA (2008). Effect 
of Glomus mosseae on concentrations of rosmarinic and caf-
feic acids and essential oil compounds in basil inoculated with 
Fusarium oxysporum f. sp. basilici. Plant Pathology 57: 1109–
1116. doi: 10.1111/j.1365-3059.2008.01895.x

Vaikuntapu PR, Dutta S, Samudrala RB, Rao VRVN, Kalam S (2014) 
Preferential promotion of Lycopersicon esculentum (tomato) 
growth by plant growth promoting bacteria associated with 
tomato. Indian Journal of Microbiology 54: 403–412. doi: 
10.1007/s12088-014-0470-z

Vendan RT, Yu YJ, Lee SH, Rhee YH (2010). Diversity of endophytic 
bacteria in ginseng and their potential for plant growth promo-
tion. The Journal of Microbiology 48: 559–565. doi: 10.1007/
s12275-010-0082-1

Vining KJ, Zhang AO, Tucker CS, Davis TM (2005). Mentha longifo-
lia (L.) L.: A model species for mint genetic research. American 
Society for Horticular Science 40: 1225-1229. doi: 10.21273/
hortsci.40.5.1225 

Vyawahare MA, Jagta PR, Gangurde AB, Kukreja GP, Mane RS 
(2019). Isolation of endophytes from roots of Aloe Vera. 
IJSART 5: 273-276.

Wilson K (1997). Preparation of genomic DNA from bacteria. In: 
Ausubel FM, Brent R, Kingston RE, Moore DD, Seidman JG, 
Smit JA, Struhl K (editors). Current protocols in molecular bi-
ology. Newyork, USA: Wiley, pp. 241-245.

Zhao LX, Xu LH, Jiang CH (2012). Methods for the study of endo-
phytic microorganisms from traditional Chinese medicine 
plants. In: Zhao LX, Xu LH (editors). Methods in Enzymology. 
Boston, USA: Academic Press, pp. 3-21. 

Zia-Ul-Haq M, Ahmad S, Qayum M, Ercisli S (2013). Compositional 
studies and antioxidant potential of Albizia lebbeck (L.) Benth. 
Pods and seeds. Turkish Journal of Biology 37 (1): 25-32.


