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Figure 2. Stages through Agrobacterium mediated transformation of rice cv. ASD 16.

a. Pre-cultured rice immature embryos infected with Agrobacterium on NB-As medium

b. Immature embryos after co-cultivation on NB-As medium

c. Subcultured calli on resting medium (CCMC)

d. Subcultured calli on selection medium (CCMCH50) after second round of selection

e. Embryogenic calli on pre-regeneration medium (NBPRH40)

f. Shoot development on regeneration medium (RNMH30)

g. Root Development on rooting medium (half strength MS medium)

h. Hardening of putative transgenic plants in transgenic greenhouse

i. Transgenic plants in pots at transgenic greenhouse
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Figure 3a.  A 686 bp internal sequence of hptII 
gene was amplified by PCR from the DNA isolated 
from putative transgenic plants. 
L - 1kb ladder; 1- Positive (pRGEB32 plasmid ); 2- Negative 
control (ASD16); 3 – Negative control (Water)  and 4- 10– 
putative transgenic events.

Figure 3b. A 650 bp internal sequence of tms5 
gene was amplified by PCR from the DNA isolated 
from putative transgenic plants. 
L - 1kb ladder control (ASD16); 2- Negative control (water) and 
3- 9– putative transgenic events. ; 1- Positive

CONCLUSION 

By using the conventional method it will take 
several years to generate the new TGMS line. 
Whereas by using CRISPR/Cas9 it is possible to 
induce mutation in the tms5 gene which will lead 
to the production of the new TGMS line. The present 
study is undertaken to develop a new TGMS line 
in ASD16 rice variety which will be useful in the 
production of hybrid rice.
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