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Abstract

Tomato is an important economic crop with nutritional and scientific value for study. Due to its
agronomic importance and the sensitivity to biotic and abiotic stresses, using new methods in breeding
this crop is necessary. In this study, the effects of some factors, such as pre-cultivation time (1, 2, 3 and 4
days), Agrobacterium concentration (OD6¢onm = 0.4, 0.6, 0.8, and 1), inoculation time (5, 10, 15 and 20
minutes), Acetosyringone concentration (0, 100, 150, and 200 uM), co-cultivation period (1, 2, 3 and 4
days) and different concentrations of the kanamycin (5, 10, 15 and 20 mg/l) on the transformation of a
local cultivar of tomato called Bonab, were evaluated. The maximum transformation efficiency was
obtained at the ODegoo= 0.6. Also, the highest transgenic plants were obtained in the 10 minutes of
inoculation and 2 days of co-cultivation. The presence of Acetosyringone had an increasing effect on the
tomato transformation, and the highest percentage of transformation was obtained at 150 M of
Acetosyringone. Finally, the presence of a Chitinase gene in the probable transgenic plants was confirmed
by PCR. The optimal conditions that were obtained in this study can be used to transfer target genes to
this tomato cultivar.
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Table 1. Compounds used in the culture medium

RTM RM CM PM GM
MS + + + + +
Sacaros (g/l) 30 30 30 30 30
Agar (g/l) 7 7 7 7 7
pH 5.6-5.8 5.6-5.8 6.5-5.8 5.6-5.8 5.6-5.8
acetosyringone (uM) - - 150 - -
BAP (mg/l) - 2 2 2 -
IAA (mg/l) 0.2 0.2 0.2 0.2 -
Cefotaxime (mg/l) 150 200 - - _
Kanamycin (mg/l) 10 10 - - _

Table 2. Primers used in this study
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Primer sequences Primers name
5’-GCTCTAGAGCTACGACGACAGCCAGC-3* | FchBD1
5’-GCTCTAGATTACGCCAGGCGGCCCAC-3’ RchBD
5’-GCGAACAGTTCATACAGAGTCT-3’ 35S
5’-CGCCTCCGTTGATATAAGCC-3’ CHIT42R
5’-ATGATTGTACATCCTTCACG-3’ VirGF
5>-TGCTGTTTTTATCAGTTGAG-3’ VirGR
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Figure 2. Determining the appropriate concentration of susceptibility of explants to the antibiotic kanamycin (5, 10, 15 and 20 mg/I)
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Figure 3. a) The effect of different pre-cultures (days) on the average number of regenerated shoots in transgenic explants b) The effect of different
concentrations (ODgqo) of Agrobacterium on the average number of regenerated shoots in transgenic explants, c) The effect of different inoculation times
(minutes) on the average number of regenerated shoots in transgenic explants, d) The effect of different times of co-cultivation (days) on the average number
of regenerated shoots in transgenic explants, €) The effect of different concentrations of acetosyringone (UM) on the average number of regenerated shoots in
transgenic explants “The common denominator indicates that there is no significant difference in the 5% probability level based on Duncan's test
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Figure 4. Various stages of regeneration of transgenic explants a) Germination of sterile seeds in the Germination Medium b) Regeneration of cotyledon
explants in selected Regeneration Medium c) Production of stems and leaves from cotyledon explants d) Rooting of elongated shoots in the Rooting Medium

e) Acclimated plantlet in the greenhouse f) Regenerated plant
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Figure 5. a) Electrophoretic pattern of PCR product of transgenic plants containing chitinase-chimeric gene using 35s and CHIT42R specific primers M:
Molecular marker (1 Kb DNA Ladder), 1: Positive control (the plasmid that is harboring chitinase gene), 2: Negative control (distilled water without DNA), 3:
Negative control (PCR product from non-transgenic plant), 4-9: transgenic plants. b) Analysis of transgenic plants by PCR technique using specific primers of
Agrobacterium VirG, M: Molecular marker (1 Kb DNA Ladder), 1-15: Electrophoretic pattern of PCR product of transgenic plants containing chitinase-
chimeric gene, P: PCR product related to agrobacteria as a positive control
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Figure 6. Electrophoretic pattern of PCR product of transgenic plants containing chitinase-chimeric gene using FchBD1 and RchBD specific primers, M:

Molecular marker (1 Kb DNA Ladder), 1: Positive control (PCR product of pBISM2), 2: Negative control (distilled water without DNA), 3: Negative control
(PCR product from non-transgenic plant), 4-9: transgenic plants
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