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Arabidopsis meristem

SEM FIXATION PROTOCOL FOR PLANT TISSUE

1. Dissect tissues and fix in 3.0% glutaraldehyde in 0.025M potassium phosphate buffer, pH 7.0, at 4oC for 24 hours.

2. Wash in 0.025M potassium phosphate buffer, pH 7.0; 3 changes of 1 hour each at 4oC.

3. Postfix in 1% osmium tetroxide (OsO4) in 0.025M potassium phosphate buffer, pH 7.0, overnight at 4oC.

NOTES:

a. This step and the subsequent wash may be omitted.

b. Osmium tetroxide is necessary if the tissue will be used for TEM at a later time.

c. Osmium tetroxide may help cut down on charging.

4. Wash in 0.025M potassium phosphate buffer, pH 7.0; 3 changes of 1 hour each at 4oC.

5. Dehydrate in 30% and 50% ethanol, 1 hour each change at 4oC.

6. Change to 70% ethanol and hold for final dehydration at 4oC.

7. Continue dehydration in 95% ethanol for 4 hours at 4oC.

8. Dehydrate in 100% ethanol, 3 changes of 24 hours each; keep the first change at 4oC, start the second change cold and remove from the ice to allow it to come to room temperature; the third change is done at room temperature.

9. Critical point dry for 15 minutes at critical point using liquid carbon dioxide.

10. Remove from critical point dryer and secure samples to stubs, which have been prepared in advance with Spot-o-glue and silver paint.

11. Before coating, dissect out meristems on stubs.

12. Sputter coat with a total of 25-30nm of gold/palladium using the angle supports.

13. Store in the desiccator provided in the lab.

14. Examine in the JEOL 5900LV at 20 kV.

PLEASE SCHEDULE ALL TISSUE PROCESSING IN ADVANCE WITH VALERIE.

