[image: image1.png]EMWMI}.‘ [EDICAL CENTER |



                                                                         

                                                                      


           Page 1 of 3
	Direct Antiglobulin Test –

                                             IgG, -C3d Card  &  IgG Card 


	6.1  13  12

12/15 2010






Page 2 of 3
	Direct Antiglobulin Testing – 

                                                IgG, -C3d Card  &  IgG Card 
	6.1  13  12



	Ridgeview Medical Center Laboratory Services
	Blood Bank
	Effective Date:

	
	
	
	

	Purpose 
This procedure provides directions for the detection of red cells that are coated with IgG and/or complement due to in vivo sensitization.

This procedure is not applicable to infants-refer to Cord Blood Workup 

   and Infant Direct Antiglobulin Test-Gel Method for infant testing.
Principle 

The MTSTM Anti-IgG, -C3d Card and the Anti-IgG Card restricts the unbound IgG from moving through the gel during centrifugation.  The unbound IgG and complement components in the IgG, -C3d card do not neutralize the Anti IgG,-C3d incorporated in the gel.  Red blood cells sensitized with IgG and/or C3d react with the corresponding antiglobulin component in the microtube during centrifugation.  Positive reactions will display varying degrees of aggluinates suspended in the gel.  Uncoated (unsensitized) red cells are not agglutinated by the Anti-IgG and/or the Anti-C3d and will form a button at the bottom of the microtube.

	Specimen

The specimen of choice is fresh EDTA red blood cells.  
Refer to Specimen Requirements, Labeling and Storage.



	Materials

	Reagents
	Supplies
	Equipment

	· MTSTM IgG Cards stored at 20-25(C.

· MTSTM IgG,-C3d Cards stored at 20-25(C.

· Coombs Control Cells stored at 2-8(C

· Screen Cell I or Screen Cell II stored at 2-8(C 

· Complement Control Cells stored at 2-8(C
· MTS Diluent 2 stored at 2-8(C
· Saline
	· Pipet Tips

· 12 x 75 glass tubes
	· MTS Centrifuge

· Pipettor

	Quality Control 
Positive and negative controls are to be run with each patient sample and control cells must exhibit expected results for patient testing to be valid and reportable.

Positive Controls:  Coombs Control Cells-diluted to 0.8% suspension in MTS Diluent 2
                              Complement Control Cells- diluted to 0.8% suspension in MTS Diluent 2
Negative Control:  Screening Cell I or II  
Procedure Notes

· Do not remove the foil seal until ready to use or within 1 hour of testing.

· Inspect each gel card for a clear liquid layer on top of the opaque gel. 
· Bring samples and reagents to room temperature before use.
· Do not touch the gel card during pipetting to prevent carryover leading to erroneous results.



	Procedure 

	Step
	Action

	1.
	Label a 12 X 75 tube for each patient and/or unit to be tested.
Prepare a 0.8% cell suspension of each using BioHit P6 and MTS Diluent 2, according to Cell Suspensions and Conversions.

	2.
	Label microtubes on an IgG card and an IgG,-C3d card and pipet 50 µL of the appropriate cell suspension as follows:
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	3.
	Centrifuge the card at 895 rpm for 10 minutes.

	4.
	Read the front and back of the microtubes macroscopically immediately after centrifugation.


	Interpretation
Refer to Interpreting Reactions procedure.
· Negative – Complete sedimentation of all cells in the bottom of the microtube, indicating the absence of detectable IgG or C3.

· Positive – Red cells suspended on top of the gel or dispersed throughout the gel, indicating the presence of human IgG and/or C3 on the red cells.
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If controls do not perform as expected, repeat testing before reporting results.



	Result Reporting

Refer to Resulting Testing from the Pending Worklog for computer entries.

Limitations
· Adherence to procedure is essential, including correct reagent storage, correct cell concentrations with appropriate diluent, and proper centrifugation.
· Rouleaux may cause false positive or hazy reactions.  Wash cells several times with saline and repeat testing.

· IgM antibodies may react, giving a positive reaction.

· DAT positive cells should not be used in IAT procedures.

· Drugs which have been reported to cause a positive DAT and hemolytic anemia: Penicillin, Sulphonamides, Streptomycine, Tetracycline, Cephalothin, Ibuprofen, Acetaminophen, Antihistamine, Procainamide, Aldomet, Mefenamic Acid, and Quinine.

	Safety
Refer to Laboratory Procedure #4002-1: Infection Control, Laboratory Safety Hygiene Procedure and all other safety procedures of the laboratory.



	Related Documents/ Backup Procedure
Cell Suspensions and Conversions

Cord Blood Workup

Direct Antiglobulin Test – Tube Method
Infant Direct Antiglobulin Test-Gel Method

Interpreting Reactions

Resulting Testing from the Pending Worklog
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