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Isolation, identification, and study of the
genetic diversity between three
entomopathogenic nematodes belonging
to Heterorhabditis sp. using ISSR technique
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Abstract

Background: Entomopathogenic nematodes (EPNs) are widely used in biological control for soil-dwelling stages of
many insect pests that are characterized by their safety to most non-target organisms and to the environment.

Results: The objectives of the present study were isolation of EPNs from agricultural soil in Egypt for further use in
biological control programs and study the genetic variation among them using the molecular marker inter-simple
sequence repeats (ISSR). Three out of 25 soil samples collected from fields cultivated with strawberry, tangerine, and
pumpkin were positive for the presence of EPNs, using the Galleria baiting technique. Sequencing of the internal
transcribed spacer (ITS) region indicated that the isolates obtained belong to Heterorhabditis sp. The ITS sequences
were submitted to the National Center for Biotechnology Information (NCBI) and registered under accession nos.
MH553165, MH553168, and MH553169. Six ISSR primers were used. The numbers of polymorphic bands were 42
out of 56, and the polymorphism percentage was 75%. The highest number of bands was 12 bands generated by
primer ISSR8 followed by UBC-809 (11 bands) while recorded the lowest band number (4 bands), the percentage of
polymorphism ranged from 40% (ISSR1) to 100% (ISSR6).

Conclusion: ISSR marker can be considered a good marker to study genetic diversity and detecting the genetic
polymorphism among the nematodes species.
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Background
Entomopathogenic nematodes (EPN) belonging to the
families Steinernematidae and Heterorhabditidae are
obligate parasites of soil-inhabiting insects and have a
great potential as biological control agents of many in-
sect pests (Gaugler 2002). However, interest in EPN has
been increased in recent years, as hundreds of laborator-
ies worldwide conducting research on these beneficial
organisms (Khashaba et al. 2020).
The non-feeding infective juvenile (IJ) stage kills the

insects at different stages of larvae, pupae, and adults

depending upon the species of nematodes and insects. It
penetrates into the insect’s body usually through natural
body openings or areas of thin cuticle when it reaches
the hemocoel of the host with the help of their own as-
sociated bacterial symbionts causing death within 24–72
h (Laznik et al. 2011). The bacterium serves as a food
source for the nematode and is required for the
nematode.
DNA markers are numerous and widespread through-

out the genome (Agarwal et al. 2008). Molecular markers
assess to diagnose and identify the evolutionary relation-
ships of EPN. Among these markers, the ribosomal genes
include the 18S rRNA gene, the internal transcribed
spacers (ITS1 and ITS2), and the 5.8S and the 28S rRNA
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genes, which make them ideal for phylogenetic studies at
species and population levels (Mehle and Trdan 2012).
Amplified fragment length polymorphism (AFLP),

simple sequence repeats (SSR), inter-simple sequence re-
peats (ISSR), and sequence-related amplified polymorph-
ism (SRAP) are highly polymorphic and constant and
have been widely employed in molecular taxonomy,
phylogeny, and genetic mapping (Zhao et al. 2009).
The inter-simple sequence repeats (ISSR) technique

has been developed to study the genetic diversity and
fingerprinting, mapping, and gene tagging among the
population of the same and closely related species (Lax
et al. 2007). ISSR primers are rapid, sensitive, and have
higher annealing temperatures, which results in greater
band reproducibility (Culley and Wolfe 2001). They also
reveal a high genetic variability.
The present study aimed to isolate and identify local

EPN isolates, belonging to the genus Heterorhabditis sp.,
collected from the eastern Governorate of Egypt and to
reveal the genetic variability among them based on ISSR
markers.

Methods
Soil sampling and isolation of nematodes
In 2017, soil samples were collected from different newly
reclaimed agricultural areas cultivated with strawberry,
pumpkin, and tangerine, from Ismailia with district co-
ordinates N 30° 34′ 28.42″, E 32° 13′ 55.66″ for isolate
ERSAG1 and N 30° 37′ 16.77″, E 32° 15′ 0.55″ for iso-
late ERSAG3 and at Port Said Governorate route with
district coordinates N 30° 54′ 29.85″, E 32° 10′ 13.98″
for isolate ERSAG4.
Each sample contained 4 subsamples 20 cm deep, ran-

domly taken. The subsamples were combined to form a
single assembly sample. All soil samples were brought to
the laboratory and stored at 20 °C and were homoge-
nized before the extraction of EPNs.
Nematodes were recovered from the soil samples by

using the insect-baiting technique (Bedding and Akhurst
1975). Each sample was baited by 10 last instar larvae of
Galleria mellonella L. The boxes were inverted and kept
in the dark at 25± 2 °C and 75±5 RH. During 7 days as a
holding period, the samples were checked for the pres-
ence of dead insects. The dead larvae were transferred
individually to modified White traps (Kaya and Stock
1997).
Nematodes were harvested within the first week of

emergence and used to inoculate G. mellonella larvae.
To confirm their pathogenicity to insects, the infective
juveniles (IJs) were transferred onto moist filter paper in
Petri dishes where living G. mellonella larvae were
added. The new generation of IJs was collected in a bea-
ker and rinsed twice with sterile distilled water and
stored at 16 °C as described by Kaya and Stock (1997).

Molecular characterization of the isolates
Molecular characterization of the isolates was performed
by analysis of the ITS rDNA sequences. DNA was ex-
tracted from EPN according to the method described by
Kary et al. (2009) as follows.
The nematodes were crushed approximately 2000 IJs in

20μl 1× PCR buffer and transferred to a precooled steril-
ized 1.5 ml tube containing 20 μl of the same buffer. The
tube was incubated at −70 °C for 15 min and thawed at
60°C then inoculated with 5 μl of 60 μg/ml proteinase K.
The tube was incubated at 65°C for 2 h and then heated at
95°C for 15 min. After centrifugation at 16.000 rpm for 15
min, the supernatant containing nematode DNA was col-
lected and stored at −70°C until use. The quality and
quantity of DNA were determined using 1% agarose gel
electrophoresis and spectrophotometer.
The ITS region of the nematode rDNA was amplified by

PCR in a 20 μl reaction mix containing 2 μl of the DNA sus-
pension, 2μl of 10X PCR buffer, 2 μl of MgCl2 (25 mM), 1
μl of dNTP mixture (10 mM of each dNTP), 0.5 U of Taq
DNA polymerase and 10.5 μl of dd H2O, 1 μl of the forward
primer TW81: 5–GTTTCCGTAGGTGAACCTGC–3′,
and 1μL of the reverse primer AB28:5′–ATATGCT
TAAGTTCAGCGGGT3 (Joyce et al. 1994).
For the ITS rDNA region, the PCR cycling conditions

included initial denaturation at 94 °C for 5 min, followed
by 30 cycles of 94 °C for 1 min, 64°C for 1 min, and
72°C for 1 min, followed by a final extension at 72°C for
5 min. Subsequently, the product was loaded on a 2%
agarose gel. The PCR products were purified using the
Wizard® SV Gel and PCR Clean-Up System Kit (Pro-
mega) following the manufacturer’s instructions. PCR
products were sequenced using sequence-specific
primers with a BigDye Terminator Cycle Sequencing
Ready Reaction Kit (PE Applied Biosystem, USA) and
carried out on ABI PRISM 310 Genetic Analyzer (PE
Applied Biosystems, USA) in both directions by the
Macrogen Inc. service, South Korea.
The identity of approximately 700 bp sequences was

confirmed by a BLAST (Basic Local Alignment Search
Tool) search at NCBI (National Center for Biotechnol-
ogy Information). The obtained sequences of Hetero-
rhabditis isolates were compared by sequences of the
Heterorhabditis sp. and located at the NCBI database
with the accession numbers listed in Table 1.

Phylogenetic analysis
A phylogenetic tree was created on the phylogeny.fr
platform: http://www.phylogeny.fr/ (Dereeper et al.
2008). ITS sequences were aligned using the Muscle
program. The phylogeny was reconstructed, using the
maximum likelihood method (PhyML program), and re-
liability for the internal branch was assessed, using the
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Bootstrapping procedure (100). The tree rendering was
performed using TreeDyn software.

ISSR analysis
PCR analysis
One micromolar of 5 arbitrary 10-mer primers (Operon
Technology, Inc., Alameda, CA, USA) listed in Table 2
was used in the PCR reaction mixture, which was also
containing 10 ng DNA, 0.5 units of Taq polymerase
(Thermo Fisher Scientific), 200 μM dNTPs, and 10-X
Taq polymerase buffer (Thermo Fisher Scientific), and
the total volume are adjusted to 20 μl. Biometra thermal
cycler (2004 vers.1.12tp) was used for DNA amplification
and programmed as follows: 94°C for 5 min., followed by
40 cycles of 94°C for 1 min, 40°C for 1 min, 72°C for 1
min, and 72°C for 5 min. The amplification products
were analyzed by electrophoresis in 1.3% agarose in TAE
buffer, stained by ethidium bromide, and photographed
under UV light.

Results
Twenty-five soil samples were collected from the fields
in the governorates of Ismailia and Port Said. Three Het-
erorhabditis isolates were obtained (12%) according to
the morphological symptoms of dead larvae (brown/
black in color). The positive soil samples were classified
as sandy clay loam with a climate temperature of 25 °C.

Molecular characterization
For the purpose of identifying the 3 isolates of EPNs at
the species level, PCR product of approximately 700–
800 bp containing ITS1-5.8S-ITS2 sequences was
BLASTed against the nucleotide collection (nr/nt) data-
base and compared to other described species and avail-
able in GenBank with accession no. listed in Table 1, as

several studies on molecular markers showed that the
28S and ITS regions from ribosomal DNA can be con-
sidered the best DNA regions to study phylogenetic rela-
tionships among EPN (Stock et al. 2001; Nguyen et al.
2007). Based on sequence homology, the 3 isolates ERSA
G1, ERSAG3, ERSAG4 showed a 99% similarity identical
to that of Heterorhabditis spp. as shown in Table 1.

Phylogenetic analysis based on ITS sequences
Nematodes isolated from the positive samples were
identified based on ITS sequences compared with the
EPN sequences from members of the “Heterorhabditis
spp.” group derived from NCBI, using BLAST as refer-
ences. It classified the 3 new isolates in a clade with
other isolates of Heterorhabditis sp. They were assem-
bled using the Phylogeny.fr program and classified them
in a clade with other isolates of the Heterorahabditis
species available in the GenBank database (Fig. 1). The
phylogenetic tree showed that the 3 isolated Heterorhab-
ditis sp. and Heterorhabditis sp. WS1 (KP325085) from
South Africa belong to the same clad. Also, the align-
ment of the ITS1 sequence from ERSAG1, ERSAG3, and
ERSAG4 was distinguishable as shown in Fig. 2.

Polymorphisms detected by ISSR markers
Fifty-six bands sized from (100 to 2000) were generated
by using 6 different primer pairs of ISSR marker, 42 bands
were polymorphic, and the polymorphism percentage was
75%. The highest number of bands were 12 bands that is
generated by the ISSR8 primer followed by UBC-809 (11
bands) while UBC-864 recorded the lowest bands number
(4 bands); the percentage of polymorphism ranged from
40% (ISSR1) to 100% (ISSR6) (Fig. 3 and Table 3).

The relationship among the 3 Heterorhabditis sp. isolates
based on ISSR primers
Obtained data from ISSR primers was used to calculate
the phylogenetic relationship among the 3 isolates. The
cluster dendrogram showed 2 major clusters. The first
one was divided into 2 branches: the first one had ERSA
G3, and the second branch had ERSAG4. The second
cluster had ERSAG1 (Fig. 4). The phylogenetic tree
based on ISSR and the phylogenetic tree based on ITS

Table 1 Gene bank accession numbers for ITS1-5.8S-ITS2
sequences and the result of their BLAST against the Nucleotide
collection (nt) database of the NCBI website

Isolate Accession no. Species Habitat

ERSAG1 MH553165 Heterorhabditis sp. Pumpkin field

ERSAG3 MH553168 Heterorhabditis sp. Strawberry field

ERSAG4 MH553169 Heterorhabditis sp. Tangerine field

Table 2 Names and sequences of ISSR primers used

Primer name Sequence

UBC-809 5′ (AG)8G

UBC-810 5′ (GA)8T

UBC-864 5′ (ATG)6

ISSR 6 5′ACTCAGCCAC3′

ISSR 8 5′AATCGGGCTG3′

ISSR 1 5′TGTCATCCCC3′

Fig. 1 Maximum likelihood ITS phylogenetic trees of Heterorhabditis
species using ITS sequence. Based on nucleotide sequences of
Heterorhabditis sp. (ERSAG1, ERSAG3, ERSAG4) and reference strains
(alignment length ~ 700 bp using phylo_ tree analysis)
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Fig. 2 Alignment of ITS1 sequences from Heterorhabditis sp. ERSAG1, ERSAG3, and ERSAG4. Identical positions are shadowed
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harmonize with the data obtained by the sequence align-
ment that states the close relationship between ERSAG3
and ERSAG4.

Discussion
Accurate identification of EPNs has important collabor-
ation in systematics and population genetics and has sig-
nificant importance for the selection of species for
future use in biological control programs. The molecular
method is necessary to solve a variety of issues in EPN
taxonomy.
As the present study was aimed to isolate and

understand the occurrence of indigenous EPNs iso-
lates in Egypt, positive soil samples were analyzed

with additional information like temperature, altitude,
and soil type. Although EPN were recovered at a rate
of 12% of sampling sites in this study, the positive
soil samples were classified as sandy clay loam. These
results are similar to those reported by Valadas et al.
(2013); Singh et al. (2015) and Khashaba et al. (2020)
reported that most positive soil samples were sandy
clay loam. The temperatures of all the collecting
points were reported as 25 °C which agrees with
Mejia-Torres and Sáenz (2013) who reported that
Heterorhabditis sp. SL0708 exposed to temperatures
between 20 and 30°C did not affect their viability over
time, which was within the range established for
other Heterorhabditidae.

Fig. 3 Genetic polymorphism among the three isolates belongs to the family Heterorhabditis sp. as revealed by the ISSR analysis. M: 1 kbp plus
DNA ladder; 1–3, the nematode isolates (1, ERSAG3; 2, ERSAG1; 3, ERSAG4)

Table 3 Total number of scorable bands, polymorphism percentage, and band size of ISSR markers obtained by 6 primers

Primers Total scorable bands Polymorphic bands Polymorphism Band size range

UBC-809 11 9 81.8% 250–1000

UBC-810 10 6 60% 100–1500

UBC-864 4 3 75% 250–750

ISSR 6 9 9 100% 400–2000

ISSR 8 12 11 91.6% 250–1800

ISSR 1 10 4 40% 100–1100

Total 56 42 75%
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Based on sequence homology data, the 3 isolates were
99% similarity identical to that of Heterorhabditis sp., ac-
cording to Isaac et al. (2004) who claimed to avoid taxo-
nomic inflation so considering the obtained isolates as
members of the previously well-characterized species.
The great geographical distances among the sites of oc-
currence for the “Heterorhabditis sp.” nematodes (i.e.,
South Africa and Egypt) might be due to the phenomena
called “latitudinal clades” which was previously described
by Dolgin et al. (2008).
ISSR is a simple, quick method and highly polymorphic

that combines most of the advantages of microsatellites
(SSRs) and amplified fragment length polymorphism
(AFLP) to the universality of random amplified poly-
morphic DNA (RAPD). ISSR markers are useful in studies
on genetic diversity, phylogeny, gene tagging, genome
mapping, and evolutionary biology (Reddy et al. 2002).
The percentage of polymorphism of using ISSR

markers ranged from 40% (ISSR1) to 100% (ISSR6), and
the polymorphism percentage was 75%. This similarly
agree with Nour El-Deen (2018) who studied the
characterization of 3 isolates of EPNs Steinernema fel-
tiae, Heterorhabditis bacteriophora, and Steinernema sp.
using ISSR primers and assessed that the polymorphism
percentage ranging from 0 to 100%, and the polymorph-
ism percentage for primers UBC-809, UBC-810, and
UBC-864 was 100, 100, and 77.7%, respectively. Also,
Machkour-M’Rabet et al. (2009) affirmed that the ISSR-
PCR method is a promising method for intraspecific
variation of tarantula spiders.
Based on the data obtained from the ISSR, phylogen-

etic tree based on ITS, there was a harmonization with
the sequence alignment, which stated the close relation-
ship between ERSAG3 and ERSAG4. Therefore, the ISSR
molecular marker can be used to assign the genetic vari-
ability among the EPN species, which agrees with Nour
El Deen (2018) who confirmed that the performance of
the ISSR marker system to vent variation in the

abundant microsatellite regions scattered, throughout
the EPNs genome.

Conclusion
The present investigations identified 3 native EPN iso-
lates from the Egyptian soil belonging to Heterorhabditis
sp., which could be used in biological control and inte-
grated pest management programs. The study revealed
the genetic variability among them, using the ISSR
marker, which was approved to be successful molecular
markers for estimating genetic polymorphism and the
genetic relationships among the EPNs. Further study will
be carried out on the species identification of the 3 Het-
erorhabditis sp.
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