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Procedure: Direct Antiglobulin Test by Tube Procedure
Unique Identifier: CP 0022 


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

· Anti-Human Globulin (AHG) reagent – polyspecific (optional)

· Anti-IgG

· Anti-C3d

· Control reagent (Phosphate Buffered Saline)

· IgG coated red cells

· C3b or C3d coated red cells
Sample Precautions:

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

	
	Action
	Related Documents

Title

Number

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


	

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

Resolve any discrepancies.


	Sample Evaluation Procedure

	3 3
	Label one tube with the patient’s identification for each polyspecific or monospecific antisera used:

Note: for cord blood examinations, test for anti-IgG only. 
· polyspecific AHG

· anti-IgG

· anti-C3d

· Control (Saline)


	

	4 4
	Prepare a 2-4% suspension of red cells per established procedure.


	Preparing a 2-4 % Red Cell Suspension 



	5 5
	Add one drop of the red cell suspension into it’s respective labelled tube. 


	

	6 6
	Wash each tube three or four times with saline. 

· Completely decant the final wash.


	Cell Washing Procedure

	7 7
	Immediately add 2 drops of the appropriate anti-human globulin (AHG) to respective labelled tube. 

· Mix the tubes.


	

	8 8
	Centrifuge for posted time in a calibrated serologic centrifuge.


	

	9 9
	Immediately after centrifugation:

· resuspend the cells, and 

· read, grade and record results on worksheet or in computer<fs> per established procedure.

	Grading and recording Hemagglutinat-ion Tube  Tests

	10 1
	Incubate non reactive polyspecific AHG and anti-C3d tests at room temperature for 5 minutes. 

· centrifuge for posted time in a calibrated serologic centrifuge

· resuspend

· read, grade and record results as in step 9.

Note:
This is an additional reading for the polyspecific AHG. Do not replace the initial reading with this one because reactions to IgG coating may become weaker during this incubation. This additional incubation time is meant to maximize complement detection.


	Grading and recording Hemagglutinat-ion Tube  Tests

	11 1
	Validate all weak or negative results:

· Add 1 drop of IgG coated cells to polyspecific and anti-IgG specific tubes.

· Add 1 drop of C3b or C3d coated control cells to anti-C3d specific tubes. <fs>

· centrifuge for posted time in a calibrated serologic centrifuge.

· resuspend

· read, grade and record results per established procedure.
Valid results: Agglutination of at least grade 2 must be present or the examination results are invalid and the examination must be repeated.

	Grading and recording Hemagglutinat-ion Tube  Tests

	12 1
	If unable to interpret the DAT due to a positive saline control, 

wash the red cells several times with warm (37°C) saline and repeat steps 4 to 11.


	Sulfhydryl Reagents Procedure

	13 
	If the control examination after prewarming is
	Then the DAT examination is

	

	14 
	Negative


	valid and can be reported.


	

	15 
	still positive
	invalid. 

DTT treatment of the red cells is required per established procedure.


	

	16 1
	Interpret valid examinations as follows:


	

	17 
	If there is
	Then the DAT is interpreted as
	

	18 
	no agglutination in the polyspecific AHG test and saline control


	negative


	

	19 
	agglutination in polyspecific AHG either before or after 5 minute incubation, and no agglutination in the saline control


	positive with polyspecific AHG. Repeat test using monospecific antisera (anti-IgG and anti-C3d) <fs>
	

	20 
	agglutination with anti-IgG AHG and no agglutination in saline control


	positive with anti-IgG
	

	21 
	agglutination with anti-C3d either before or after 5min incubation, and no agglutination in saline control


	positive with anti-C3d
	

	22 
	agglutination with both anti-IgG and anti-C3d, and no agglutination in saline control


	positive with both anti-IgG and anti-C3d
	

	23 1
	Report the DAT interpretation on the worksheet or in the computer. <fs>

See Appendix A

	Appendix A: Example of Completed Requisition, Worksheet or Computer Screen <fs>



	24 1
	If the DAT is 
	Then proceed to
	

	25 
	negative
	the next procedure in the process flowchart


	

	26 
	positive
	“Evaluating a Positive DAT”


	


Appendixes:

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

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