Embedding Nerve Tissue in Hard Resin
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Fixation

Fix tissue in 3% glutaraldehyde + 4% paraformaldehyde for 20-30 minutes. Rinse with distilled water and store in PBS.

Post-fixation

In small microfuge tubes, bathe tissue in ~500m of the following:

1. 
2% osmium tetroxide


1 hour



(osmium tetroxide is for TEM analysis, omit for t-blue staining)

2. 
distilled water 



3 X 30 min

3. 
30% EtOH




2 X 10 min

4. 
60% EtOH




1 X 10 min

5. 
70% EtOH




1 X 10 min

6. 
80% EtOH




1 X 10 min

7. 
90% EtOH




1 X 10 min

8. 
100% EtOH



2 X 10 min

9. 
Propylene Oxide



2 X 10 min

Embedding (volumes for 5 pieces of nerve tissue)

Make resin and resin/solvent mixtures without adding accelerator, DMP-30.

Basic resin mixture (12.5 mL):

Combine the following in a small beaker and mix thoroughly.  Due to high viscocity, it is better to do this by weight than volume. Snip off the end of the pipette tip.

Embed 812




2.6 mL/ 2.6 g

Araldite 502




2.0 mL/ 2.26 g

DDSA





7.9 mL/ 7.9 g

Resin/Solvent Mixture 1 (2:1 ratio of solvent to resin)

Add 4 mL of propylene oxide to a glass vial. Mix resin thoroughly and add 2 ml to the solvent. Mix thoroughly.

Resin/Solvent Mixture 2 (1:2 ratio of solvent to resin)

Add 2 mL of propylene oxide to glass vial. Mix resin thoroughly and add 2 ml to the solvent. Mix thoroughly.

Procedure:

1. 
Pipette 0.03 mL / 0.03g of DMP-30 into vial of Mixture 1.

2. 
Shake vial thoroughly and let set for 30 seconds.

3. 
Add 1 mL of Mixture 1 into each of 5 labeled microfuge tubes.

4. 
Add correct piece of tissue to each tube.

5. 
Leave in mixture for 1 hour at room temperature (do steps 6-8 while waiting).

6. 
Pipette 0.06 mL / 0.06 g of DMP-30 into vial of Mixture 2.

7. 
Shake vial thoroughly.

8. 
Add 1 mL of Mixture 2 into each of 5 labeled microfuge tubes.

9. 
Move correct tissue to each tube.

10. Leave in mixture for 1 hour at room temperature (do steps 11-13 while waiting).

11. Pipette 0.098 mL / 0.098 g of DMP-30 into vial of basic resin mixture.

12. Shake vial thoroughly.

13. Add 1 mL of resin into each of 5 labeled straight-edged microfuge tubes (or beam capsules).

14. Move correct tissue into tube.

15. Leave in resin for 2-4 hours at room temperature in vacuum chamber.

16. Place in oven at 40-80oC for about 25 min., then align tissue with thin needle.

17. Check back every 5 minutes and realign until tissue remains in place.

18. Remove tissue from oven after 6 hours and let cool to room temperature.

