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Agrobacterium. The embryos were sub-cultured to a fresh medium every month with 
increasing concentration of Kanamycin to a final concentration of 100mg/L. The embryos 
were further maintained on media with the higher kanamycin concentration for 3 months 
while sub-culturing to fresh medium every month. 

The embryos were then placed on shoot induction selective medium. The regenerated 
plantlets were transferred to rooting medium to promote root growth. Up to this point, the 
plantlets were maintained in selective medium containing kanamycin and timentin.  
Rooted plantlets were subsequently multiplied via micropropagation4 and then transferred to 
soil, where they were tested for the presence of the MamRGA2 and nptII genes using 
standard molecular biology techniques. Following the evaluation of insert integrity, gene 
expression, phenotypic characteristics and agronomic performance, banana line QCAV-4 
was selected.  

3.2 Detailed description of inserted DNA 

Banana line QCAV-4 contains T-DNA from pSAN3 plasmid (Figure 2) and includes the 
MamRGA2 and nptII expression cassettes. Information on the genetic elements in the T-
DNA used for transformation is summarised in Table 1. Additional detail, including the 
plasmid backbone and intervening sequences used to assist with cloning, mapping and 
sequence analysis, can be found in Appendix 2. 

Figure 1: Plasmid map of pSAN3. The T-DNA region comprising the MamRGA2 and nptII 
expression cassettes is highlighted using the blue bar. The MamRGA2 expression cassette 
is highlighted using the purple bar. The nptII expression cassette is highlighted using the 

4 Micropropagation is a method of plant propagation using extremely small pieces of plant tissue taken from a carefully chosen 
and prepared mother plant, and growing these under laboratory conditions to produce genetically identical plantlets. 
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