Recipes For Making PLP Fixative

(Paraformaldehyde/Lysine/Periodate)

Pete Hauer 410-955-3254

8% Paraformaldehyde Stock :

1. Heat 800 Mls of dH2O to 55 degrees C.

2. Add 6 drops of 50% w/w NaOH.

3. Add 80 grams of “Prill Grade” Paraformaldehyde from Electron Microscopy Sciences (Cat# 19202, Telephone# 215-646-1566) and stir continuously on heat/stir plate.  Do not allow powder to settle on bottom of beaker)

4. DO NOT ALLOW TEMP TO EXCEED 60 DEGREES C. OR YOU WILL MAKE FORMIC ACID!!!!!

5. Stir until solution is clear.  A small amount of flocculent material will remain.

6. Vacuum filter through a 3mm Whatman filter in a Buchner funnel on a filter flask.

7. Top off to 1 liter and store at 4 degrees C. for up to 1 month.

0.4 M Sorrensons Phosphate Buffer Stock:  (use at 0.1M on tissues)

1. Dissolve 7.176 Grams of Sodium Phosphate Monobasic Monohydrate in 100 mls dH2O.

2.   Dissolve 49.4 Grams of Sodium Phosphate in 750 mls dH20.

3.   Add #1 and #2 in a 1 Liter cylinder and top off to 1 liter with dH20

4. If you have properly weighed out the chemicals, you should now have pH7.6.  Do not    correct with acid or base. 

5. This stock solution must be diluted with dH20 to be used on tissues at 0.1M. 
6.   This may be stored at room temp for up to 6 months.

Lysine Stock:  To be used for making PLP mix
1. Dissolve 16.4 grams of L-Lysine  (Sigma cat #L5626, telephone #800-325-3010) in

      300 ml dH20.

2.   Adjust pH to 7.4 with 0.1M Na2HPO4 

3. Add dH20 to 450 mls 

4. Add 0.1M Sorrensons Phosphate buffer to 900cc

5.   This may be stored at 4 Degrees C. for up to 3 weeks.

Sodium m-Periodate:

1.   Purchase from Sigma (Cat#s1878     100gram bottles)

2.   This will be used to make PLP fix

To Make PLP fix for Skin Biopsies:  (finally…) Make fresh on the same day as biopsy:

1. Use 50 ml polypropylene centrifuge tube to mix solutions in (convenient)

2. Add 30 mls of Lysine Stock

3. Add 10 mls of 8% Paraformaldehyde

4. Add 0.085 grams of Sodium m-Periodate Powder

5. Shake until powder dissolves.  

6. Add your skin biopsies for a minimum of 12 hrs and a maximum of 24 hrs.

7. Rinse your samples with 0.1M Sorrensons Phosphate Buffer

8. Cryoprotect overnight at 4 degrees C. in 20% Glycerol/0.1M Sorrensons Phosphate buffer.

9. Either cut the next day on a freezing sliding microtome or store in –20 degrees C. Freezer in 2 ml screw cap eppendorf with 150 microliter of #8 above.  Tissue should be submerged in this to prevent freezer burn. 

10. For optimal results, cut before storing in Freezer.

11. Tissue blocks may remain in #8 for up to 1 week at 4 degrees C. refrigerator before being stored frozen at –20 degrees.
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