Preparation of 4% Paraformaldehyde Fixative
-This 4% paraformaldehyde fixative (PFA) is used to fix specimens for in situ hybridization. The following protocol is from Short Protocols in Molecular Biology, 5th edition (2002).

To make PFA, mix the following:
1. Heat a volume of water equal to slightly less than 2/3 of the final desired volume to 60˚C.
2. Weigh out a quantity of paraformaldehyde equal to 4% volume of the final solution (for 100 ml final volume, weigh 4 g of paraformaldehyde). 
3. Add paraformaldehyde to water and stir at 60˚C using a magnetic stirrer.

4. Add one drop of 2 N NaOH; the solution should become almost clear fairly rapidly (although some crystals may remain).


-The paraformaldehyde will not dissolve unless the pH is basic.

-2 N NaOH is the same as 2 M NaOH. To make 100 ml, dissolve 8 g of NaOH in 100 ml of 

H2O.
5. Remove from heat and add 1/3 volume of 3X PBS.
6. Bring pH to 7.2 with HCl; add water to final volume.


-Note that very little HCl is required to reduce the pH; try 10-25 µl.

7. Cool to 4˚C for use. 

-Note that original protocol indicates to filter using a Millipore or Nalgene filter.

***Best to prepare fresh for every use***
-To make 10X PBS, mix the following and store indefinitely at room temperature:

 
-80g NaCl (1.37 M) 

-2g KCl (27 mM)

-11.5g Na2HPO4 7H2O (43 mM)

-2g KH2PO4 (14 mM)

-H2O to 1 Liter
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