 SEQ CHAPTER \h \r 1FIXATION AND EMBEDDING OF PLANT SAMPLES
1. Fixative: 2.5% glutaraldehyde + 2.0% paraformaldehyde in cacodylate buffer 0.1 M (pH= 7.4).

2. Cut leaves in small pieces (1x1 mm2). The samples must be cut in a big drop of the fixative solution.

3. Place the samples into vials containing the fixative solution (the samples will float on the fixative).

4. Apply a vacuum to the samples until they are at the bottom of the fixative. Start fixation time once the samples have sunk.

5. Fixation of the samples: around 24 hours at 4C (the first 2-3 hours, fixation should be carried out at room temperature to avoid chilling injuries on the tissue).

6. 3 x 20' washes in cacodylate buffer 0.1 M (pH= 7.4).

7. Postfixation in 1% osmium tetroxide containing 0.1 M cacodylate buffer (pH= 7.4).

8. 3 x 20' washes in cacodylate buffer 0.1 M (pH= 7.4).

9. Dehydration in acetone series:

50% ........................ 20 minutes 

70%..........................20 minutes 

80% .........................20 minutes 

90% .........................20 minutes 

95% .........................20 minutes 


100% ........................20 minutes

100% ........................20 minutes

100% ........................20 minutes
10. Infiltration in Spurr resin:

Acetone:Spurr

3:1 ........................... overnight


2:2 ........................... 3-4 hours.

1:3 ........................... overnight


Resin ........................ 5 hours


Resin ........................ 2 hours


Resin ....................... overnight

11. Embedding of the samples in silicone molds. Polymerization for 24 hours at 60 C.

