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Optimizing Factors Affecting Agrobacterium Tumefaciens Mediated Transformation
Of Dwarf Rootstock Of Apple (Malus Domestica Borkh Cv Gami Almasi)
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Table 1: Different treatments for transformation
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Fig 1: Effect of Kanamaycin concentration on regeneration from apple (cultivar Gami) leaf (P=0.01)
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Fig. 2: Histochemical GUS assay for transformation to apple leaf (Left: expression after 7 days, Right: stable integration
after regeneration)

16 15 14 13 12 N

-2 . Ladder(100bps) —A (e J,2i5) dandy-Y PCR by, 5l oslinl b onss i3k sloailyz i 5 om0 ¥ UK

s WWAY & DY) gl slaaises 17 g VT ) Y (i J58) aals oL DNA-Y » (i J555) oS yinn
0dds Szl e sladiged VO
Fig. 3: Result of PCR reaction [8.Lader(100bps), 7.plasmid, 9.Master Mix, 10.control plant DNA, 3.4.11.14.16.
transformed sample, 1.2.5.6.12.13.15. untransformed sample]
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Table 2: Result of transformed explants
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Fig 4: Regeneration on selection medium and controls, 1: Strain GV3850, LB medium as A.l.M with 3 day co
cultivation, 2: GV3850, LB medium as A.l.M with 2 day co cultivation, 3: Strain GV3850, AB medium as A.l.M with 2
day co cultivation, 4: Strain GV3101, LB medium as A.l.M with 2 day co cultivation, 5: control without infection,
culture in antibiotic and 6: control without infection, without culture in selection medium
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Fig 6: Transformation protocol for Gami Almasi variety of apple
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Optimizing Factors Affecting Agrobacterium Tumefaciens Mediated Transformation
Of Dwarf Rootstock Of Apple (Malus Domestica Borkh Cv Gami Almasi)

Mohseniazar', M., Nazeri*, S., Malboobi®, M. A., Ghadimzadeh*, M., Barzgari®, A.And Farokhzad® A.

Abstract

Gami Almasi is a dwarf rootstock of apple (Malus domestica Bork) that originated from North West of Iran and
has some good horticultural characteristics. Agrobacterium mediated gene transformation is a method that perform for
introducing of gene into plant species and need for developed to new varieties. Present study performed for first time in
this cultivar. Optimizing of factors that affected on transformation is necessary in transformation programs. In this
research some factors that affected on transformation such as, Agrobacterium strain, bacteria suspension concentration,
infection time, Co-cultivation period and Agrobacterium infection medium type, were evaluated byinsertion of b-
glucoronidase gene. In transformation experiments, infection by bacterial suspension in 0.5 OD at 600 wavelengths for
5 minutes, showed better results than other treatments. All regenerated shoots on selective medium tested by
histochemical GUS assay and PCR. Agrobacterium tumefaciens strain GV3850, with 2 days co-cultivation period were
better than GV3101 strain with 3 days, co-cultivation for transformation performance. LB medium had better effect
than AB medium as Agrobacterium infection medium. Under the most suitable condition, 2% transformation ratio was
observed.

Keywords: Agrobacterium, Apple, Gami, GusA, Strain, Transformation
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