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I. PRINCIPLE OF METHOD
The presence of agglutination or hemolysis constitutes a positive reaction.  Alloantibodies of certain blood group specificities often exhibit consistent serological characteristics.  The strength of agglutination and presence of hemolysis are important in interpreting positive reactions and in the evaluation of antibody identification panels.  Hemolyzed specimens are unacceptable since hemolysis caused by antibody-antigen reactions will be impossible to detect in these specimens.

A. Hemolysis

1. When observing reactions, the first step is to observe the supernatant for hemolysis.  The presence of hemolysis is regarded as a positive reaction if the original serum and cell mixture was free of hemolysis.

2. Hemolysis is best observed by holding the test tube over a white background.

3. If the specimen itself is hemolyzed, request a new crossmatch tube.

4. If second sample is hemolyzed, check the diagnosis of the patient.  In some cases of sepsis and burn injury, it may be impossible to collect a non-hemolyzed specimen.

Perform testing on the hemolyzed specimen, using a saline control to monitor the cell button size.

B. Agglutination 
1. Agglutination of cells, as with hemolysis, indicates a positive reaction.  The agglutination is graded qualitatively according to its degree of reactivity, rather than being reported as simply positive.

2. The tube method agglutination is graded as follows:

4+
Solid agglutinate, clear background.

3+
Two or three large agglutinates, clear background.

2+
Three or four medium agglutinates, pink background.

1+
Multiple small agglutinates, reddish background.

WK+
Pinpoint agglutinates, reddish background.

 NEG       (0, =, Ø)
No agglutination or hemolysis.
               (ALL NEGATIVE GRADINGS)
C. Reading Reactions

The most important stage of the reading technique of the tube is the manner in which the red cell button is resuspended and dislodged from the bottom of the tube.  Too vigorous of a motion will break up weak agglutination and cause false negative reactions.  Too gentle of a motion may cause false positive reactions. 
D. Recording Results

All test results are to be recorded immediately into Meditech as the reactions are read. 
Any deviation will result in retraining and any corrective action deemed if necessary.  
II.
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