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Dissociating of IgG by Chloroquine Disphosphate/Gamma EGA Kit for Antigen Testing of RBCs with a Positive DAT

1.0 [bookmark: _GoBack]Principle 

Chloroquine diphosphate dissociates IgG from the red cell membrane with little or no damage to its integrity. Use of this procedure permits complete phenotyping of red cells coated with warm reactive (IgG) autoantibody, including tests with reagents solely reactive by indirect antiglobulin techniques.

2.0 Scope and Related Policies

2.1 Chloroquine diphosphate may also be used to treat cells used for autoabsorption in antibody investigations in situations where ZZAP is not effective (e.g. when the autoantibody has a Kell system specificity).

3.0 Specimen

EDTA anticoagulated whole blood.

4.0 Material

Equipment:		Cell Washer
			Serological centrifuge
			Block for test tubes
Microscope

Supplies:		Test tubes – 10 x 75 mm
			Serological pipettes
			
Reagents:		0.9%saline
			Anti-IgG
			IgG-coated cells
Working Solution of Chloroquine Diphosphate, see                     RP.006 Preparing Chloroquine Diphosphate Reagent.
5.0 Quality Control

5.1 Positive Control red cells - carrying a single-dose expression of antigens for which the test samples are to be phenotyped.

5.2 Negative Control red cells – antigens absent for which the test samples are to be phenotyped.

6.0 Procedure

	6.1 To one volume of packed red cells add four volumes of chloroquine disphosphate working solution. Similarly treat the control cells.

	6.2 Mix and incubate at room temperature for 30 minutes.

	6.3 Remove a small aliquot (e.g. 1 drop) of the treated test cells and wash them four times with saline.

	6.4 Test the washed cells with anti-IgG.

	6.5 If this treatment has rendered the cells nonreactive with anti-IgG, wash the total volumes of treated test cells and control cells three times in saline and make a 3% suspension in solution to use in subsequent blood typing tests.

	6.6 If the treated red cells still react with anti-IgG after 30 minutes of incubation with chloroquine disphosphate, steps 6.2 to 6.4 should be repeated at 30 minute intervals (for a maximum incubation period of 2 hours), until the sample tested is nonreactive with anti-IgG, as described in step 6.5.

	6.7 Once IgG has been removed effectively from the red cells, they can be used for Antigen typing (see NRT.009 Antigen Typing) or Autoabsorption (see SP.014 Autoabsorption – Chloroquine Treated Cells).



7.0 Reporting 

Interpretations of Results:

7.1 If the direct antiglobulin test is negative on the red blood cells after treatment, the cells may be tested for their surface antigens by the indirect antiglobulin procedure.

8.0 Procedural Notes

8.1 Incubation with chloroquine diphosphate should not be extended beyond 2 hours. Prolonged incubation at room temperature or incubation at 37ºC may cause hemolysis and loss of red cell antigens.

8.2 Some denaturation of Rh antigens may occur.

8.3 Chloroquine diphosphate may not completely remove antibody from sensitized red cells. DAT results on red cells from some persons, particularly those with a strongly positive initial test, may only be diminished in strength.

8.4 This method can be used for removal of Bg (HLA-related antigens) from red cells. Appropriate controls should be used.  

9.0 References

9.1 Judd, WJ ed. Judd’s Methods in Immunohematology, 3rd ed,   Bethesda, MD: pg. 170-172.

9.2 Roback, JD. ed. AABB Technical Manual, 17th ed. Bethesda, MD: American Association of Blood Banks, 2011: pg 891-892.

10.0 Revision History

	Revision Date
	Summary of Revision

	September 1, 2014
	· Revised name of manual
· Separated SP.012 into two documents: SP.011 and SP.012
· Added section 2.1
· Revised wording to read “EDTA anticoagulated whole blood” in section 3.0
· Changed “Normal saline” to “0.9% saline” in section 4.0- Reagents
· Revised and renumbered section 6.0
· Updated list of references to include most recent editions
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