FLORAL DIP TRANSFORMATION

1. 3 mg WT or appropriate seeds are weighed, put in 250 μl 0.1% seed-sowing agarose, and left   at 4ºC 1 or 2 days. (3 mg per each construct). 

2. Two square pots (2 pots per each transgenic line) are filled with moistened soil. The top of the 

    soil is shaped like a mound and then covered with a nylon screen and tightened with a rubber 

    band. Seeds are dispersed over the top of the mound. 

3. Plants are grown in LL chamber for ~4 weeks, until primary bolts appear. Primary bolts are 

    clipped to allow for the emergence of multiple secondary inflorescences. 

4. When secondary inflorescences are 1 -10 cm tall (6 - 8 days after clipping) the plants can be 

     transformed. 

5. Two days before the floral dip a single colony of transformed A. tumefaciens is inoculated in 

    2 ml of sterilized YEP medium supplemented with gentamycin (50 mg/ml), rifampicin 

    (50 mg/ml), and the selectable antibiotic characteristic for “your” plasmid. Agro is grown for 

     20 - 24 h at 28ºC and 250 rpm.

6. The next day 1 ml of overnight culture is transferred into a 100 ml of YEP medium 

    supplemented with the appropriate antibiotics. Agro is again grown for 20 - 24 h 

    at 28ºC and 250 rpm, or until the OD600 has reached 0.8. 

7. To check the OD600 for your culture use the YEP medium with rifampicin as a blank. 

8. Once OD600 of 0.8 is reached, Agro cells are harvested by centrifugation (20 min at RT, at 

    5500 g). 

9. The pellet is resuspended in the aqueous solution of 5% sucrose and 0.05% Silwet L-77 

surfactant (50 μl/100 ml) so that the final OD600 = 0.8.  [For calculation below, 95 ml is used becaue about 5 ml are used to determine OD600 during culture growth.  As an example: if OD600 = 1.0, resuspend in 119 ml of H2O, 5.95 g sucrose, and 59.5 l of Silwet L-77.  Dissolve sucrose in H2O before adding to bacterial pellet.]
    Calculations: 
    
Obtained OD600 x 95 ml = 0.8 x VH2O




VH2O = X ml


  50 μl  =  Y μl        VSilwet L-77 = Y l       
        5 g    =   Z g          mSucrose = Z g

100 ml     X ml                                                  100 ml      X ml

10. Plants are inverted and all the above-ground parts are dipped into this solution. 5 sec of 

gentle shaking of beakers is sufficient for successful transformation. Let Agro solution drip off plants for about 30 seconds, and then place plants right side up.
11. Plants are covered with a tall saran-wrap dome and left in a dark cabinet for 12 - 24 h. 

12. Saran wrap is removed, and plants are placed in the LL chamber for another 3 - 5 weeks,    until T1 seeds can be collected.   Keep the plants transformed with different Agro lines separate   from each other, although if space is limited, put tape around inflorescences as they get longer to keep them apart.  Collect seeds as siliques dry.
13. Transformed T1 seeds are left at RT for a week to dry and can then be surface-sterilized and 

sown on MS medium with the selectable antibiotic or herbicide. Antibiotic/herbicide-resistant T1 seedlings are transferred to soil and allowed to self-fertilize to produce the T2 generation. 

