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Abstract

In order to determine the genetic variation among three Iragi bread wheat Triticum aestivum L. Selected genotypes for salt
tolerance, (2H and 4H and Furat cultivar (5H)) derived from breeding and improvement programs under conditions of salt
stress, compared to the local salinity-sensitive cultivar (Iraq), molecular markers with Random Amplified Polymorphic DNA
(RAPD) techniquewere used. The results showed that the ten primers used in this experiment gave clear bands with a total
number of 144 bands produced from 54 binding sites, 19 of which, with a rate of 19.19%, were Monomorphic bands, while the
other 35 bands, which accounted for 64.81%, were Polymorphic.sizes of bands ranged between 2400-100bp. The primer
OPGO3 showed the highest value of polymorphism percentage 100%, while the highest values of the discriminatory power
percentage for primers and the percentage of primer efficiency produced bythe primer UBC1 20%, 16.66%. The RAPD primers
also showed a number of unique bands in some samples, reaching eleven bands, which can be considered a marker of that
sample and thus the identification of the genetic fingerprint of that genotype. The results of the primers for RAPD technique
were adopted in the analysis of the genetic distance between the genotypes and showed that the largest Genetic distance
was between the cultivar Iraq (salt-sensitive) and the genotype 4H (salt-tolerant) was 0.82521, while the lowest Genetic
distance was between the cultivar Furat (5H) and the genotype 2H (both tolerant to salinity) and reached 0.28421. The cluster
analysis (dendrogram) showed that the studied genotypes were distributed into three main groups. The RAPD markers
showed a high ability to distinguish between the studied genotypes and gave an idea of its potential to detect the genetic
variation between the genotypes of wheat depending on the presence of the main Monomorphic and Polymorphic bands and
their numbers.
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Introduction

Wheat Triticum aestivum L. plant belongs to the
Gramineae family, Genus Triticum (Al-Karkhi et al.,
2018). Wheat crop is one of the most important cultivated
and produced cereal crops in the world (Elameen et al.,
2013). Out of a third of the world’s population based on
living mainly on it (Muhammad, 2015), the growth of
wheat is affected by many biotic and abiotic stresses,
including salinity, as a result of a series of physiological
and biochemical changes that negatively affect plant
growth and development, and this is even tually reflect
on productivity (Munns and Tester, 2008; Asghari and
Ahmadvand, 2018) Which posed challenges for wheat
breeders to develop new genotypes of high yield
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performance and resistance to stress conditions (Motawei
et al., 2007), the study of the genetic distance between
such genotypes and cultivars by morphological
characteristics became insufficient because they are
limited in number and affected by environmental
conditions (Kumar et al., 2016) Therefore, more
accurate methods had been used . During the past few
decades, the technique of DNA markers has gained great
importance (Khan et al., 2017) as it depends on the study
of genotype itself without the impact of the environment
on it, for that the molecular markers are of great
importance in plant breeding and studying the genetic
diversity and evolutionary relations between organisms,
in addition to that it opened new horizons in the breeding
and selection processes in terms of time, cost and
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accuracy in the results (Cifci and Yagdi, 2012). Many
molecular techniques have been adopted in the study of
the genetic diversity between wheat varieties spread
around the world, including: RAPD technique (Kumar et
al., 2017; Ali et al., 2013), ISSR technique (Majeed et
al., 2018) and SSR technique (Kumar et al., 2016 and
Al-Tamimi and Al-Janabi, 2019).

RAPD technique is one of the effective and
affordable molecular markers in studying of genetic
diversity between species and between taxa belonging
to the same species and understanding the genetic
relationship between them, and it was adopted to
determine the genetic identity and to investigate the
hybrids and genetic mapping (Hussain et al., 2015; Al-
Ghufaili and Al-Tamimi, 2018) and fingerprinting (Fadoul
et al., 2013).

The aim of this study is to detect the genetic variation
and estimate the genetic distance by using the molecular
markers of three genotypes (2H and 4H and Furat 5H))
derived from breeding programs for salinity tolerance and
the local salt-sensitive cultivar (Iraq) using Random
Amplified Polymorphic DNA (RAPD-PCR) technique
and to give a genetic identity to each genotype.

Materials and methods
Cultivation of samples

The experiment was carried out at the Biotechnology
Research Center , Al-Nahrain University, Baghdad - Iraq.
In this experiment, two genotypes of bread wheat T.
aestivum (2H and 4H) and Furat cultivar (5H) derived
from breeding and improvement programs for salinity
tolerance and the local salt-sensitive cultivar (Iraq) were
used.

Ten wheat seeds were sown in each pot and for
each genotype and cultivars, at the end of the booting
stage a number of young plant leaves were taken form
each genotype for DNA extraction.

DNA extraction

Genomic DNA was isolated from the young wheat
leaves using the method (CTAB Cetyl Trimethyl
Ammonium Bromide) using Hamorabi Geno Tech Kit
(from the Institute of Genetic Engineering / University of
Baghdad) . DNA concentration and purity was measured
by the Nano drop and DNA quality was estimated by
electrophoresis at a 1% agarose gel and a Red Safe dye
and imaging it under a UV light.

Random Amplified Polymorphic DNA (RAPD-PCR)
analysis

In this experiment, ten random primers were used
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table 1 supplied by (Bioneer-Korea) Company Lyophilized
was dissolved using Distilled Water to obtain the final
concentration of 10 pmol / ml. and the Master Mix was
used by (AccuPower® PCR PreMix) also supplied by
Bioneer-Korea.

PCR amplification was performed by adding the
substances shown in table 2 to the Master Mix tube (the
final reaction volume for each tube is 20ul). The
amplifications were carried out in Lab net-USA
thermocycler, the program shown in table 3.

PCR products were separated on 1% agarose gels
and stained with Red Safe nucleic acid staining solution.
Data Analysis

1. RAPD bands were scored by placing 1 for
presence and O for absence and accordingly genetic
variation and genetic distance were calculated by the
unweighted pair group method using arithmetic average
(UPGMA) and the dendrogram was drawn using Past
ver. 1.91 software (Hammer et al., 2001).

2. Polymorphism % = (Np/Nt) x 100 (Al-Hadeithi,
2012)

Np = number of polymorphic bands of the primer

Nt = total number of bands of the same primer
Table 1: Primers and its sequences used in the experiment.

No. Primer Sequence
1 UBC1 CCTGGGCTTC
2 UBC16 GGTGGCGGGA
3 UBCT76 GAGCACCAGT
4 Op-B01 GTTTCGCTCC
5 Op-B11 GTAGACCCGT
6 B-14 ACCCCCGAAG
7 AD-08 GGCAGGCAAG
8 OPG03 GAGCCCTCCA
9 OPH04 GGAAGTCGCC
10 OPF09 CCAAGCTTCC
Table 2: Components of RAPD-PCR reaction.
Material Final Volume for
concentration single tube
Deionised DW | - pl16
Primer 10 pmol/ul pi2
DNA template 100 ng pi2
Table 3: (RAPD-PCR) program.
Step Temperature | Time | No. of cycles
Initial Denaturation 94°C 4min 1
Denaturation 92°C 1min
Annealing 35°C 1min K]
Extension 72°C 2min
Final Extension 72°C 5min 1
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3. Discriminatory power percentage = (number of
polymorphic bands in a primer / number of polymorphic
bands in all primers) x 100 (Al-Judy and Majeed, 2013).
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Table 5: Product of random primers used in this study,
polymorphic bands,polymorphism percentage,
percentage of Discriminatory power, Primer efficiency

. .. percentage.
4. Primer efficiency percentage = (number of total
bands in aprimer / number of total bands in all primers) x | No-| Pri- | Main | Polym-/ Polymo-) Discrim- | Primer
100. mer | bands| orphi | rphis | inatory | efficie-
cbands| m % |power % | ncy %
Results and discussion 1 [OPHO4 | 8 6 75 1714 | 1481
PCR results showed a clear difference in number of 2 |OP-BO1| 6 2 | 3833 | 571 | U1
bands according to the primer used. The ten primers 3 |UBCT6 | S 2 4 5./ 9.25
combined gave 144 bands produced from 54 binding sites, 4] B4 | 5 3 60 857 | 925
of which 19 bands were with a rate of 35.19% 5 | OPFO9 8 6 [ 1r7.14 1481
Monomorphic, as they appear in all genotypes, while 6|OPBI1| 4 2 %0 5.71 740
polymorphic bands was 35, which constituted 64.81%, 7 | UBCL 9 ! . 2 16.66
which determine the genetic link between the studied 8 |UBCI6 | 4 3 5 857 740
genotypes. The primer UBC1 gave the highest humber 9 | AD-08 2 1 0 285 3.70
10 | OPGO3 3 3 100 857 555
Table 4: The samples and primers that showed unique bands Sun A 35
for these samples with the molecular weight of these Average -— | 6481 | 6361 9.99% 9994
bands. i _ of polymorphic bands which was 7 bands, while the
No. | Sample | Primer | Molecularweight of primer AD-08 produced the lowest number of
unique bandsfbp polymorphic bands, which was one band, it is also noted
1 aH OPHO4 150 that molecular weights of bands ranged between 2400-
2 4 OPHO4 600 100 bp. polymorphism percentage varied in each primer,
3 4H OPH04 750 o ) _
2 Iraq OP-BOL 600 Table 6: Genetic Distancematrix for wheat cultivars and
5 | Furat | UBC76 30 Genotypes.
6 Furat OPF09 300 Furat 2H 4H Iraq
7 Furat UBC1 300 Furat 0
8 Furat UBC1 600 2H - 0 2H
9 Furat UBC1 900 4H 0.33478 0.39565 0 4H
10 4H UBCL 2000 Iraq | 078421 [ o777 [ESANN 0 |
u Furat UBCI6 250 Highest genetic distance[llll lowest genetic distance
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Fig. 1: RAPD-PCR product of OPH04, OP-B01 primers on 1% agarose gel (90 minutes, 5V/cm, 1X TBE) stained with Red Safe.
dye, M=marker DNA Ladder 100 bp, 1-Furat, 2- 2H, 3- 4H, 4- Iraq.
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the primer OPGO03 gave the highest percentage of
polymorphism 100% followed by UBC1 77.77%, that
refers to the high ability of some primers to detect
variations between genotypes and cultivars, as they have
been able to identify complementary sequences in their
DNA, table 4. The difference at the sites where bands
are distributed may be due to the difference in the genetic
base from which those genotypes came from (Al-Timime,
2019). RAPD primers showed eleven unique bands in
some samples that can be an indicator of these samples
and thus determine the genetic fingerprint of those genetic
structures ,six of which distinguished Furat cultivar and 4
bands distinguished the genotype 4H, table 5, These
results are consistent with (Elameen et al., 2013; Mueen
and Jabbar, 2019) in adopting these bands as markers for
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these genotypes. Discriminatory power of the primers
showed a good ability to distinguish the genotypes of
wheat, the highest value was 20% for the UBC1, while
the highest value for the percentage of primers efficiency
was 16.66 also for the UBC1. These values gave a clue
about RAPD ability to detect the genetic distance between
wheat genotypes (tolerant to salinity and sensitive)
depending on the presence of monomorphic and
polymorphic bands. In general results have shown that
there is a large percentage of genetic differences, which
confirms the effectiveness of this technique in
distinguishing between wheat genotypes grown in Iraq,
even when there is a low degree of genetic differences
(wheat samples resulting from the breeding and
improvement program), this technique was able to
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Fig. 2: RAPD-PCR product of UBC76, B-14 primers on 1% agarose gel (90 minutes, 5v/cm, 1X TBE) stained with Red Safe dye,
M = marker DNA Ladder 100 bp, 1-Furat, 2-2H, 3-4H, 4-Irag.
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Fig. 3: RAPD-PCR product of OPF09, OP-B11 primers on 1% agarose gel (90 minutes, 5v/cm, 1X TBE) stained with Red Safe dye,
M = marker DNA Ladder 100 bp, 1-Furat, 2-2H, 3-4H, 4-1raq.
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Fig. 4: RAPD-PCR product of UBC1, UBC16 primers on agarose gel (90 minutes, 5v/cm, 1X TBE) stained with Red Safe dye, M
= marker DNA Ladder 100 bp, 1-Furat, 2-2H, 3-4H, 4-Irag.
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Fig. 5: RAPD-PCR product of AD-08, OPGO03 primers on agarose gel (90 minutes, 5v/cm, 1X TBE) stained with Red Safe dye, M
= marker DNA Ladder 100 bp, 1-Furat, 2-2H, 3-4H, 4-Irag.

distinguish the genetic structures which differs in one
band and these results are consistent with many
studies (Al-Karkhi, 2018; Al-Tamemy, 2018; Al-
Timime, 2019; Alsaady, 2015; Majeed et al., 2018;
Al-Tamimi and Al-Janabi, 2019) which were
characterized by the presence of high levels of
genetic variation. It becomes clear to us the
importance of using random primers targeting many
regions of the genome, this helps in showing the
difference between the genotypes studied according
to the sequence of the primer used and
complementary sequence in the genotypes. (Al-
Karkhi, 2018; Al-Ghufaili and Al-TAmimi, 2018).

Genetic distance, table 6 shows that the lowest

genetic distance 0.28421 was between Furat (5H) and the
genotype 2H (both salt-tolerant), while the highest genetic
distance was between Iraq (salt-sensitive cultivar) and 4H
genotype (salt-tolerant) was 0.82521 and this is consistent
with Al-Karkhi, (2018), where the highest genetic distance
between the studied genotypes was 0.791, and the results
also showed that 2H genotype was more genetically closely
related to the 4H genotype compared to Iraq cultivar because
they are sharing in a small number of bands due to differences
in the nucleotide sequence in the genome of this genotype
and the local cultivar.

Dendrogram was obtained based on the results of RAPD

technique by using Dice coefficient of genetic similarity. From
the Fig. 6 it is clear that the samples were included in the
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Fig. 6: Dendrogram based on the results of RAPD technique
for the genotypes and cultivar studied according to
Dice coefficient of genetic similarity.

cluster analysis in three main groups: The first group:
included only 4H genotype . The second group: included
both 2H and Furat. The third group: included Iraq cultivar
only, this results consistent with Alsaady, (2015) inisolating
the salt-sensitive cultivar in a separate group in the
dendrogram ,results also indicated that Furat cultivar was
more closely related to 2H genotype and more distant
with the Iraq cultivar.

References

Al-Ghufaili, M.K.F. and A.J.T. Al-Tamimi (2018). Genetic
Relationship Among Ten Wheat Genotypes Using
Seventeen RAPD Markers. Plant Archiv., 18: 595-600.

Al-Hadeithi, Z.S.M. (2012). Molecular Characterization for Iraqi
Barley (Hordeumvulgare) Varieties using Random
Amplification Polymorphic DNA Technique. M. Sc.
Thesis. University of Baghdad. Irag. 112pp.

AL-Judy, N.J. and R.E. Majeed (2013). Morphological,
biochemical and Molecular Characterization of Ten
Rhizobial Bacteria Isolates. Iraqi J. Sc., 54(2): 280-287.

Al-karkhi, H.A.H., J.M.A. AL-Joburi and N.A. Tahir (2018).
Estimate of The Genetic Diversity For Many Genotypes
of Bread Wheat (Triticum aestivum L.) Depending on
RAPD Technology. Tikrit Journal for Agricultural
Sciences, 18(1): 49-66.

Alsaady, W.K. (2015). Estimation Of Genetic Diversity, Proline
And Chlorophyll 1l Content Under Salinity Condition In
Some Iraqi Bread Wheat Cultivars. M.Sc. Thesis. Institute
Of Genetic Engineering & Biotechnology For Postgraduate
Studies. University Of Baghdad. 81pp.

Al-Tamemy, L.H. (2018). Selection Some Of Drought Tolerance

Taghreed A. Abdul Karim et al.

Genotypes In Bread Wheat (Triticum aestivum L.) Under
In Vitro and In Vivo Conditions Based On Conventional
And Molecular Approaches. M.Sc. Thesis. Institute Of
Genetic Engineering & Biotechnology For Postgraduate
Studies. University Of Baghdad. 121 pp.

Al-Tamimi, A.J.T.and A.S. Al-Janabi (2019). Genetic Diversity
Among Bread Wheat Genotypes Using RAPD and SSR
Markers. Sabrao Journal of Breeding and Genetics, 51(3):
325-339.

Al-Timime, A.H. (2019). Genetic Diversity By RAPD Technique,
Line X Tester And Somatic Hybridization In Bread Wheat.
Ph.D. Thesis. College Of Agricultural Engineering Science.
University Of Baghdad. 193 pp.

Ali, AN., 1. Ali, M. Adnan, N. Ullah and Z.A. Swati (2013).
Morphological and Genetic Diversity of Pakistani Wheat
Germplasm under Drought stress. International Journal
of Advance in Res. and Tech., 2(5): 186-193.

Asghari, R. and R. Ahmadvand (2018). Salinity Stress and its
Impact on Morpho-Physiological Characteristics of Aloe
Vera. Pertaniika J Trop Agric Sci., 41: 411-422.

Aifci, E.A. and K. Yagdi (2012). Study of Genetic Diversity in
Wheat (Triticum aestivum) Varities Using Random
Amplified Polymorphic DNA (RAPD) Analysis. Turkish
Journal of Field Crops, 17(1): 91-95.

Fadoul, H.E., M.A. EI-Siddig and A.A. El-Hussein (2013).
Assessment of Genetic Diversity Among Sudanese Wheat
Cultivars using RAPD Markers. Int. J. Curr. Sci., 6: 51-57.

Elameen, T.M., E.M.A. Ibrahim, M.A. EI-Sayed and 1.B. Abdel-
Farid (2013). RAPD Markers For Salinity Tolerance in Bread
Wheat (Triticum aestivum). Journal of Agricultural
Chemistry and Biotechnology, 4(2): 45-61.

Hammer, O., D.A.T. Harper and P.D. Ryan (2001). PAST:
Palaeontological Statistics Software Package for Education
and Data Analysis. PaleontologiaEletronica, 4(1): 1-9.

Hussain, N.N., T.A. Abdul Karimand H.A. Mohammad (2014).
Genetic Diversity of Iragi of common Reed Phragmites
australis by using RAPD technique. IbnAl-Haitham
Journal for Pure and Applied science, 27(3): 71-86.

Khan, N., l. Ahmad and M.T. Azhar (2017). Genetic Variation in
Relative Cell Injury for Breeding Upland Cotton Under
High Temperature Stress. Turk. J. Field crop, 22(1): 152-
159. http://dx.doi.org/10.17557/tjfc.315544.

Kumar, S., V. Kumar, P. Kumari, K. Amit, K. Singh and R. Singh
(2016). DNA Fingerprinting and Genetic Diversity Studies
in Wheat Genotypes using SSR Markers. J. Environ. Biol.,
37:319-326.

Kumar, A., R.S. Sengar, V.P. Rao, G Shukla, R. DixitandR. Singh
(2017). Assessment of Genetic Diversity in Bread Wheat
(Triticum aestivum L.) using RAPD Markers. Journal of
Applied and Natural Science, 9(3): 1751-1755.

Majeed, D.M., E.N. Ismail, I.I. AL-Mishhadani and N.M. Sakran
(2018). Assessment of Genetic Diversity Among Wheat
Selected Genotypes and Local Varieties for Salt Tolerance



Estimation of Genetic Variation For Several Selected Genotypes of Bread Wheat Triticum aestivum L.

by using RAPD and ISSR Analysis. Iraqi Journal of
Science, 59(1B): 278-286.

Mohammed, M.A. (2015). Mutation and Induction Callus of
Wheat Variaties Tumoz2 and Iraq to Sodium Chloride
Tolerance. Ph. D. Thesis. College of Agriculture - University
of Baghdad. Iraq.

Motawei, M.I., A.A. Al-doss and K.A. Moustafa (2007). Genetic
Diversity Amonge Selected Wheat Lines Differing in Heat

6539

Tolerance using Molecular Markers. Journal of Food,
Agriculture and Environment, 5(1): 180-183.

Mueen, A.S. and M.K. Jabbar (2019). Creation of Molecular
Databases to Iraqi Bread Wheat Cultivars. Plant Archives,
19(2): 3607-3612.

Munns, R. and M. Tester (2008). Mechanisms of Salinity
Tolerance. Annu. Rev. Plant Biol., 59: 651-681.



