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DECALCIFICATION PROCEDURE 

Purpose

Tissue containing calcium must have that calcium removed before embedding.  Tissue must be thoroughly fixed (minimum of 6 hours) before it is submitted for decalcification or the tissue morphology can be affected.

Principle

With Acid methods of decalcification, calcium salts dissolve and then ionize.  The way in which these calcium ions are removed from tissue is the basis of the different acid methods. Calcium salts are soluble at a pH of 4.5 and the usual acid decalcifying solutions have a pH between 0.5 and 3.0. The commercial solution we use is Baxter S/P Decalcifying Solution containing Hydrochloric Acid.  The decalcification procedure must be closely monitored.  Prolonged decalcification can cause serious deterioration of tissue stainability.

Specimen



	Step
	Action

	Fixation
	Any well fixed tissue. 10% neutral buffered formalin preferred (minimum of 6 hours).  

	Processing
	6 Hour processing protocol


Equipment
The following equipment is needed for this procedure:

· Cassette

· Specimen container
· Decal solution

· Probe or razor blade.
Safety  

 Follow standard safety procedures when embedding tissue.

· DECALCIFYING SOLUTION is an acid.   May cause burns, eye irritation and is harmful if swallowed.  Avoid breathing vapor.

Supplies and
 The following supplies and reagents are needed for this procedure:

Reagents
DECALCIFYING SOLUTION  
Quality control

· End point of decalcification can be determined by testing the flexibility of the specimen, probing the specimen with a needle or pin, and scraping the section surfaces.
· After decalcification is complete, the specimen should be washed well with running water to remove any excess acid.
· Specimen can be trimmed after decalcification is complete.

Decalcification can be achieved after tissue is processed by facing the block and placing it face down in a small amount of decal prior to sectioning.  Decalcification is limited to the surface of the tissue, careful orientation is important.

Procedure
Follow the steps in the table(s) below:
	Step
	Action
	Note

	1
	PA will place specimens that are in decal solution on the holding tray in histology and will note the time to be checked on the container and on the marker board in histology.
	

	2
	Histotechs will check to determine completeness of decalcification.
	If they are not complete at the designated check time, they will be left in decal and checked periodically until complete.

	3
	Specimens in cassettes will wash for 10 minutes under running tap water.
	

	4
	Plastic cassette lid is replaced with a metal lid before processing.
	

	5
	Cassettes are now processed per routine processing procedure.
	


Results

· Tissue is adequately decalcified to allow for sectioning.
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