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Procedure: Direct Antiglobulin Test by Gel Procedure
Unique Identifier: CP 0023


Direct Antiglobulin Test by Gel Procedure
Purpose: 
This procedure provides instructions for how to perform a direct antiglobulin test using the Gel method. 
Required Materials: 

· DAT II Screen card (monospecific anti-IgG, anti-C3d, control)

· Diluent 

OR alternatively:

· polyspecific AHG card

· anti-IgG card

· buffered card for a control

Sample Precautions:

· If a clotted sample is used, positive tests must be confirmed with an EDTA sample
Procedure: 

	
	Action
	Related Documents

Title

Number

	1 
	Bring all reagents to room temperature (20-24°C).


	

	2 
	Check the identification on the sample tube and requisition per established procedure. 

Resolve any discrepancies before continuing.


	Sample Evaluation Procedure

	3 
	Visually inspect anti-IgG Gel cards and reagents before use per established procedure.
Ensure the Gel card is:

· in date

· has a liquid layer on top of the Gel in each microtube 

· shows no sign of drying


	Inspecting and Labeling Gel Cards for Gel Examinat-ions

	4 
	Label the DAT card as follows:


	

	5 
	If a 
	Then label 
	

	6 
	DAT II card is used:
	a DAT II card for each patient to be tested.

Note: Each card contains monospecific antisera for IgG, C3d and a control. Two patient tests can be done on each card.


	

	7 
	Polyspecific AHG card is used
	a microtube for each patient to be tested on a Polyspecific AHG card and on a Buffered card (control).


	

	8 
	Prepare a 0.8% suspension of the patient’s red cells per established procedure.


	Preparing a 0.8% Red Cell Suspension 

	9 
	Immediately prior to testing, remove the foil seal from the microtubes that will be used.


	

	10 
	Add 50uL of the 0.8% suspension into each labeled microtube.


	

	11 
	Centrifuge the Gel card in the MTS centrifuge.

· Check that the cards are properly balanced.

· Check that the timer begins to count down from 10 minutes.

· Check that the centrifuge achieves its target speed of 895± 25 rpm.

	

	12 
	Remove the card from the centrifuge and examine for agglutination. 


	

	13 
	Read, grade and record the results on requisition, worksheet or in the computer <fs> per established procedure.


	Grading and Recording Gel Tests

	14 
	If unable to interpret the DAT due to a positive control, wash the red cells several times with warm (37°C) saline and repeat steps 5 to 10.


	Sulfhydryl Reagents Procedure


	15 
	If the control examination after prewarming is
	Then the DAT examination is 
	

	16 
	negative
	valid and can be reported.


	

	17 
	still positive
	invalid. 

DTT treatment of the red cells is required,

per established procedure.


	

	18 
	Interpret valid examinations as follows:


	

	19 
	Polyspecific AHG card:
	

	20 
	If there is
	Then 
	

	21 
	no agglutination in the polyspecific AHG or buffered control card


	report the DAT as negative.


	

	22 
	agglutination in the polyspecific AHG card and no agglutination in the control


	repeat test using an anti-IgG card.

Note: An anti-C3d Gel card is not available.

*see interpretation and reporting for DAT II card, IgG component (below)


	

	23 
	DAT II Card:
	

	24 
	If there is 
	Then the DAT is reported as
	

	25 
	no agglutination in any of the microtubes


	negative.
	

	26 
	agglutination with anti-IgG only, no agglutination in control


	positive with anti-IgG.


	

	27 
	agglutination with anti-C3d only, no agglutination in control


	positive with anti-C3d.


	

	28 
	agglutination with both anti-IgG and anti-C3d, no agglutination in control


	positive DAT with both anti-IgG and anti-C3d.


	

	29 
	Report the DAT interpretation on the worksheet or in the computer. <fs>

See Appendix A.


	Appendix A: Example of Completed Results on Requisition, Worksheet, or Computer Screen



	30 
	If the DAT is
	Then proceed to
	Evaluating a Positive DAT



	
	negative
	the next procedure in the process flowchart.


	

	
	positive
	Evaluating a Positive DAT


	


References:

MTS – Gel test package inserts

DiaMed-ID DC Screening II – package inserts

Appendixes:

Appendix A:
Example of completed results on requisition, worksheet, or computer screen <fs>

Appendix A:
<fs> < insert example of completed results on requisition, worksheet, or computer screen> 
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