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	Subject: Investigation of a Positive Direct Antiglobulin Test



INVESTIGATION OF A POSITIVE DIRECT ANTIGLOBULIN TESTPRIVATE 

PURPOSE
To investigate instances in which a patient's direct antiglobulin test (DAT) is positive.  The actual performance of a DAT is described in the “Direct Antiglobulin Test” procedure.  The workup of a positive cord blood DAT is described in the “Cord Blood Screen” procedure.

PRINCIPLE
A positive DAT results from IgG antibodies or the 3rd component of complement (C3), coating the red cell.  If IgG is on the cells, the antibody can be removed, or "eluted", into a medium and then identified.  IgM antibodies generally do not cause a positive DAT because they elute when the RBCs are washed.

A DAT may be performed as part of the routine workup of a cord blood specimen, in the investigation of a transfusion reaction or positive antibody screen, or it may be requested as part of the workup of a patient's anemia.  A positive DAT may be due to a blood group alloantibody, autoantibody, or drug-related antibody.  The former occurs in HDN, hemolytic transfusion reactions, primary immunization to a blood group when donor cels are still circulating, or passive immunization due to transfusion of incompatible plasma.  Autoantibodies are common and may cause hemolysis, but are most often not clinically significant.  The workup of a positive DAT is aimed at distinguishing among these categories, and more than one may be present at the same time.

POLICIES
1.
If a DAT is requested by a physician and found to be positive, a "type-and-screen" is performed and any additional abnormalities that are detected must be worked up as outlined in the “Investigation of a Positive Antibody Detection Test”procedure.
2.
Patients with a history of a positive DAT do not require a repeat DAT as part of pretransfusion testing unless other indications for antibody identification are present (e.g. positive antibody detection test, positive crossmatch) regardless of how recently the patient was transfused.

3.
RBCs are not issued for transfusion before completion of the workup of serologic problems.  In emergencies the physician may approve emergency issue of a unit after consultation with a blood bank supervisor or physician.

4.
An eluate should be performed on samples with a positive DAT whenever:


A.
The DAT is positive with anti-IgG AND an eluate has never previously been done on the patient,


B.
The DAT is positive with anti-IgG AND the patient has been transfused in the last 2 weeks (exceptions may be made on an individual basis for multiply transfused patients),


C.
There is a significant change in the differential DAT including a (2 grade increase in strength or reactivity with IgG or C3 that was not present on the previous determination.


When the DAT is due to C3 only, an eluate is only performed when a complement dependent alloantibody is suspected (e.g. anti-Jka or -Jkb).  Repeat DAT requests are not an indication for elution unless the above conditions are met.

PROCEDURE
1.
Initiate an Immunohematologic Problem Worksheet before starting the workup, and obtain and record the information requested at the top of the worksheet from the medical record or from the clinical staff.

2.
Prepare a 2‑5% washed red cell suspension of the patient's red cells.

3.
Perform forward and reverse ABO grouping if not previously performed, recording the results per routine.
4. Perform an antibody screening test on all samples with a positive DAT if not previously performed, recording the results per routine (Exception: cord blood samples).  If the antibody screen is positive, proceed with identification as outlined in the procedure Investigation of a Positive Antibody Detection Test.
5.
If elution is indicated according the policy #4, perform an elution procedure selected according to the "best guess" regarding the specificity of the antibody coating the patient's RBCs.  


A.
If an ABO antibody is expected (e.g. if the patient was group A and had a recent history of having received group O platelets) perform a Lui eluate.  Otherwise, perform an acid elution.


B.
Characterize the eluate against an antibody identification panel as outlined in the elution procedure.  If an ABO antibody is a possibility, include appropriate reverse grouping cells in the panel selected.

INTERPRETATION
If the eluate reacts with all of the group O cells in the panel, it is likely that there is a warm autoantibody, or possibly, if the patient has been transfused, an alloantibody directed against a high frequency antigen.  Combinations of antibodies can also produce this result.  The patient's history of transfusion and medication history, as well as the antibody screening results, are essential for interpretation.

If the eluate reacts with only some of the panel cells, characterize its specificity in the usual fashion.  Use of enzyme pretreated RBCs, or an enhancement agent may aid in identification

If the eluate does not react with panel cells, and the patient has been transfused in the past 3 months, run the eluate against an enzyme treated panel or with an enhancement agent (PEG) prior to calling the result negative.
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