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Saline Replacement: How to Perform, Continued

	Purpose
	This process describes how to perform saline replacement,  in the presence of rouleaux, This procedure allows the detection of antibodies (ABO, or other red cell antibody) otherwise masked by the rouleaux. 

	
	


	Policy
	· The saline replacement procedure is performed when there is a microscopic observation of stacked coins as characteristic of rouleaux.  

· Saline replacement is performed only in the tube method, not in gel method.

Note: Refer to Reading and Grading Tube and Gel Agglutination for definitions of rouleaux.

	
	


	Equipment / Supplies
	· Centrifuged serologic tests for agglutination

· Agglutination viewer
· Test tubes

· Pipettes

	
	


	Reagents
	Reagent
	Manufacturer

	
	· All manual testing reagents, to include ABO, Rh, rare antisera etc.
	Ortho Clinical Diagnostics

	
	· Normal saline or Phosphate buffered saline
	

	
	
	


	Procedure
	The following steps below describe the procedure for saline replacement:

	
	Step
	Action

	
	1. 
	After the tests have been performed using standard of operating procedure, and the reactions have been determined to be the result of rouleaux as suspected by the appearance of stacked coins, (room temperature reactions only), recentrifuge the tube.

	
	2. 
	Decant the serum / plasma, leaving the red cell button 

	
	3. 
	Gently replace the serum with an equal amount of saline (usually 2 drops).

	
	4. 
	Gently resuspend the red cell button and observe for agglutination.

	
	5. 
	Record results.
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	Interpretation
	The following steps below describe how to interpret the results from the saline replacement test:

	
	Step
	Action

	
	1
	Positive 
	· If the cells no longer appear like a stack of coins, but appear as agglutination, 

· The test result is positive for hemagglutination and further testing may be indicated.

	
	
	
	· If the cells continue to appear as a stack of coins, 

· repeat the process above one more time.  

	
	2
	Negative
	· If the agglutination is dispersed, 

· the saline has successfully dispersed the rouleaux and:

·  the test can be called negative.
· Enter a comment in test results that the sample had rouleaux and was negative with saline replacement.

	
	


	Method  Performance Specifications

	· In some instances, simple dilutions of serum/plasma 1:3 with saline is sufficient to prevent rouleaux and to detect ABO isoagglutinins

· Review of the patient’s recent medical history and other laboratory results may be helpful (e.g. history of multiple myeloma, macroglobulinemia, or disease associated with altered albumin: globulin ratio)  

	
	


	Uncontrolled Documents
	Roback, JD, , ed. Technical Manual, 17th ed, Bethesda, MD: AABB 2011. pg. 901-902.

	
	


	Controlled Documents
	Reading and Grading Tube And Gel Agglutination; 
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	MasterControl History of Change:

	Change type: new, major, minor etc.
	Version #
	Description of Change

	Minor
	2
	· Changed title from “Saline Replacement: Detecting antibody in the presence of Rouleaux” to Saline Replacement: How to perform.  

· Added wording to indicate that there needs should be an attempt to determine if the reaction looks like the typical “stack of coins” before attempting the saline replacement.

· Updated reference to current version of Technical Manual
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