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Adsorbing Autoantibodies with ZZAP 
Treated Allogeneic Red Cells

1.0 [bookmark: _GoBack]Principle

When a patient has a warm reactive autoantibody present in their plasma, it may mask a clinically significant alloantibody. To determine the presence of any alloantibodies the autoantibody must be adsorbed out. When pretransfusion autologous cells are no longer available for adsorption, homologous cells may be used. It is preferable to use cells of a similar phenotype to the patient to avoid adsorbing out any alloantibodies the patient might form.  

2.0 Scope and Related Policies 

2.1 The use of ZZAP treated cells simplifies this as, with the exception of Rh and Jk, most antigens to commonly encountered clinically significant antibodies are destroyed.9.1

2.2 Interpretation of the final results should be done in collaboration with a Technical Supervisor and reviewed by the TS Medical Director or designate before reporting.

3.0 Specimen

Patient plasma to be adsorbed.

4.0 Material

Equipment:		Serological centrifuge
			Block for test tubes
Water bath/Heating block at 37°C
			
Supplies:		10 mL tubes 
			Serological pipettes
			
Reagents:		ZZAP treated RBC's (see SP.010) the same Rh and Jk 
phenotype as the patient (2 mL)
Group O reagent screening cells

5.0 Quality Control – N/A

6.0 Procedure

	6.1 Dispense 1 mL of each washed ZZAP treated cell into 3 appropriately labelled 10 mL tubes.

	6.2 To 1 tube of each cell type, add 1 mL of patient’s plasma and mix.

	6.3 Incubate at 37°C for 30 minutes. Mix gently every 10 minutes.

	6.4 Centrifuge at 3000 rpm x 5 minutes.

	6.5 Transfer plasma to next aliquot of each corresponding cell and repeat steps 6.3 and 6.4.

	6.6 Transfer twice adsorbed plasma(s) to the third aliquot of each corresponding cell and repeat steps 6.3 and 6.4. 

	6.7 Test each aliquot against screen cells by IDAT to determine the presence of any alloantibodies. See Procedural Notes 8.1.

	6.8 If alloantibodies are present proceed to antibody investigation (see SP.001- Guideline to Continuing Investigation).



7.0 Reporting – N/A

8.0 Procedural Notes

8.1 The adsorbed plasma should be retested using the procedure that the autoantibody demonstrated reactivity to ensure it was adsorbed completely.
8.2 If the Rh and Jk phenotype of the patient cannot be determined, group O red cells of the phenotypes R1R1, R2R2 and rr must be used. One of these cells should be Jk(a-b+) and one should be Jk (a+b-).
8.3 Three adsorptions should be sufficient to remove all autoantibody activity. If this is not the case prepare another aliquot of ZZAP treated red cells and repeat Procedure 6.1 – 6.7.
8.4 This procedure will be useful only to detect/identify alloantibodies of the usual specificities within the Rh, Duffy, MNSs, and Kidd systems.  Alloantibodies to high frequency antigens or alloantibodies to any antigen present on the adsorbing cells (not destroyed by ZZAP reagent) may be adsorbed out along with the autoantibody.  Therefore eluates prepared from cells post adsorption should be tested for possible specificities.
9.0 References

9.1 Judd, WJ ed. Judd’s Methods in Immunohematology, 3rd ed,   Bethesda, MD: pg. 469-471

9.2 Roback, JD. ed. AABB Technical Manual, 17th ed. Bethesda, MD: American Association of Blood Banks, 2011: pg 925-926.

10.0 Revision History

	Revision Date
	Summary of Revision

	September 1, 2014
	· Revised name of manual
· Revised section 2.0
· Added “Group O reagent screening cells” to section 4.0- Reagents
· Specified “3 appropriately labelled 10 mL tubes” in section 6.1
· Revised wording to include “to the third aliquot of each corresponding cell and repeat steps 6.3 and 6.4” in section 6.6
· Revised wording in section 8.0
· Updated list of references to include most recent editions 
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