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Principle: 

The indirect antiglobulin test (IAT) is used to detect antibodies in vitro.   The red blood cells in a hypotonic buffered saline solution are combined with patient serum/plasma to allow antigen/antibody interaction in the upper chamber of the microtube.  This results in promoting antibody uptake.  The detection of this antibody occurs when the sensitized red blood cells react with the Anti-IgG gel in the microtube during centrifugation.

In the alternate tube method antibodies that attach to red cells in vitro and are demonstrable following incubation at 37C, washing, and addition of anti-human globulin (anti-IgG).  Reactions may or may not be present at other phases.  

The IAT procedure is the standard test used for extended crossmatch, antibody screen and antibody identification.

Reagents:

MTS Anti-IgG Card (
Respective red cells may be:

Antibody screening cells (1, 2, and 3) 

Donor cells

Panel cells

Patient cells

Procedure:

1. Label the MTS Anti-IgG Card( with the patient name, date, requisition or barcode number and test information (i.e. Screen cell number below the microtube).  Visually inspect the microtubes in each gel card to ensure no drying, cracking or bubbles exist in the gel.  Cards should be at room temperature for use.
2. Remove the foil seal from the microtubes to be used.   Once opened, the gel may begin to dry out which could affect test results.  Do not use the card beyond 60 minutes of removing the foil seal.
3. Add 50 (L of each of the 0.8% red cell suspensions being tested i.e. patient, donor, antibody screen and/or panel cell, to its labeled microtube.  Do not touch pipette to gel card.   
Hold the pipette vertically when aspirating the liquid and place the tip only a few 
millimeters into the liquid.  When dispensing, pipette should be held at a 30o to 45o 
angle, insuring that the tip does not touch the microtube.  Bubbles do not affect the 
reaction.

Precautions

· Avoid contamination of the tip cone

· Avoid leaving the pipettor on its side with liquid in the tip which might seep back into the mechanism. 

· Never strike the tip cone against the tray when mounting tips as this can damage several internal components.

· Do not use excessive force when mounting the tips as this can hamper the tip ejection.

· Do not drop the pipettor as this may cause excessive shock.

· Avoid rough handling, moderate pressure is all that is required when using the keyboard.

4. Pipette 25 (L of serum or plasma to the labeled microtubes. 

5. Incubate at 37 ± 2oC for 15 minutes.  May be incubated for a maximum of 30 minutes.
6. Centrifuge the gel card at the preset conditions of 895 ± 25 RPMs for 10 minutes.
7. Read the front and the back of each microtube macroscopically and record reactions.
            GRADING
                   4+ 

Solid band of red cell agglutinates on top of the gel

3+ 

Majority of red cell agglutinates trapped in the upped half of the gel column

2+ 

Red cell agglutinates dispersed throughout the length of the gel column

1+ 

Red cell agglutinates predominately observed in the lower half of the gel column

W

Few red cell agglutinates in the middle of the gel or few agglutinates just above the disrupted red cell pellet


H

Liquid portion above or just into the gel will appear red with few or no cells in the gel

PH 

Liquid portion above or just into the gel will appear pink with a decreased amount of cells in the gel

MF

Band of red cell agglutinates on top of the gel accompanied by a pellet of unagglutinated cells at the bottom of the microtube

Neg, 0       
Unagglutinated red cells forming a well-defined pellet at the bottom of the microtube.  
Results:

Hemolysis in the absence of a hemolyzed sample or agglutination of any of the red cells in the gel card indicates the presence of an antibody directed against the corresponding antigen, which is present on the screening cells. 

No agglutination or hemolysis of the screening cells in the gel card is a negative test result and indicates the absence of an antigen/antibody reaction.
Interpretation of mixed-field reactions must be done with caution.  The presence of fibrin, clots or particulates may result in some cells layering at the top of the gel.  Mixed-field reactions are generally only observed in tests containing a dual population of red cells, such as a transfused patient, bone marrow recipient or when a pooled cell sample is used for testing.  However, not all mixed cell situations have a sufficient minor population to be detected.

Limitations:
Antibodies specific for low-incidence antigens not represented on the test cells will not be detected.

Antibodies below the threshold level may not be detected with this test.

False-positive results may occur if antibodies to components of the preservative solution are present in the serum tested.

Significant variations in red blood cell suspensions (<0.6 or >1.0%) may result in false-positive or false-negative reactions.

Anomalous results may be caused by fresh serum, fibrin or particulate matter in serum or plasma, or red cells that stick to the sides of the microtube.  Anomalous results with fresh serum (i.e., a line of red cells on top of the gel) may be minimized by the use of EDTA plasma.

Adherence to the manufacturer’s package insert is critical to test performance.
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