· Shooting experiments

A. Microcarriers preparation

1. Weight 60 mg of M17 tungsten particles in a 15 ml tube;

2. Add 2 ml of 0.1M HNO3 and shake for 20’;

3. Centrifuge for 3’20’’ at 3000 rpm;

4. Take the sup. Away and add 1 ml of H2O;

5. Shake by hand and centrifuge for 3’20’’ at 3000 rpm;

6. Take the sup. Away and add 1 ml of 100% EtOH;

7. Vortex and centrifuge for 3’20’’ at 3000 rpm;

8. take away sup. Away and add 1ml of 100% EtOH;

9. Vortex for 1-2’ and in the meanwhile take aliquots of 50 µl each;

10. Spin microcarriers down for 10’’ at 13000 rpm;

11. Take sup away with a Pasteur pipet and let it dry;

12. Store eppendorfs at –20 oC for months.

B. Medium preparation

1. Weight 4.41g of MS micro and macro + vitamin. for each liter of medium;

2. Weight 10g of agar for each liter of medium;

3. Autoclave;

4. Cool medium down until around 65 oC and add 2.5 ml/L of 1/400 Amphotericine (fungicide, avoid contact with your skin);

5. Pure medium in 60mm petri dishes and let it solidify;

6. save it in the fridge.

C. Plant material

1. Collect W115 young leaves; (or a half flower)

2. Do not sterilise tissue;

3. Display 1 bigger or two smaller leaves in each petri dish (in the case of promoter assays) or cover the dish completely (in the case of GFP expression assays);

D. Particle coating with DNA

1. Add 50 µl of H2O to each portion of frozen particle and resuspend particles;

2. Add the 5 µg of DNA (the DNA’s should have a concentration of 1µg/µl and the 5 µg should be completed with puc19 or pBS plasmids);

3. Add 50 µl of 2.5 M CaCl2 (conserved in the freezer) and mix it with the pipet tip;

4. Add 20 µl of 0.1M spermidine free base and put it to shake for 10’ in the shaker (RT) or save it on ice shaking every now and then;

5. Centrifuge for 10’’ and take sup away;

6. Add 250 µl of 100% EtOH and vortex;

7. Centrifuge for 10’’ and take sup away;

8. Resuspend particles in 30-50 µl of 100% EtOH vortexing (the volume depends of the number of replicates 3 or 5 per DNA combination);

9. Save tubes on ice for not longer than 45’-60’.

E. Macrocarriers preparation

1. In the meanwhile place the macrocarriers in 100% EtOH until the particle coating is ready just to clean them from grease.

F. Shooting procedure

1. Open Helium bottle until 200-300 psi higher than the pressure you want to shoot with;

2. Turn the vacuum pomp  and the Biolistic machine on;

3. Take the macrocarriers from the EtOH and dry them out;

4. Prepare the stopping screens by bending them slightly;

5. Place macrocarriers (3-5) in the metal support for them and pressure them in with the red cap;

6. Take the first sample and vortex it very well before pipeting 10 µl to each macrocarrier;

7. Let the particles dry very good;

8. Place a pressure disk of the required psi in the big metal screw and screw it in the top of the shooting chamber (check the tightness with the Biorad helper);

9. Place a stopping screen in the big platform and when completely dry out, the macrocarrier on top and tight them with the platform cover.

10. Place this device on the second shell from the top;

11. At last place your plant material two shells bellow the platform ;

12. Turn the vacuum bottom in the biolistic machine on until it reaches 25-28 inches of Hg;

13. Press the shooting bottom until it shoots;

14. Open then the vacuum and when possible the door to the chamber;

15. Seal the petri dish with the plant material with parafilm and keep it in the dark;

16. Repeat procedure for other samples;

17. save samples o/n in the dark at 25oC.

