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	This method should only be used if patient specimen reacts nonspecifically with the gel method.

Principle 

This procedure provides instructions for the detection of in vivo sensitization of red blood cells with IgG. Conditions that can result in in vivo coating of red cells with antibody or complement are hemolytic disease of the newborn, hemolytic transfusion reaction, and autoimmune and drug-induced hemolytic anemias.  


	Specimen
The specimen of choice is fresh EDTA red blood cells.  
Refer to Specimen Requirements, Labeling and Storage.
Infant Testing: Refer to Cord Blood Workup.

	Materials



	Reagents
	Supplies
	Equipment

	· Coombs Control Cells stored at 2-8(C

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

· Anti-IgG (Anti-Human Globulin),  stored at 2-8(C
· Saline
	· Pipet Tips

· 12 x 75 glass tubes

· Glass slides
	· Cell washer/
               centrifuge
· Pipettor

· Microscope

	Quality Control

Reagents must be tested with appropriate controls each day of use. Refer to the Quality Control Procedure.
      .
Positive, negative and auto controls are to be run with each patient sample and must exhibit expected results for patient testing to be valid and reportable.

· Positive Control:  Coombs Control Cells 

· Negative Control:  Screening Cell I or II (concentrated to 4% per Cell Suspensions and Conversions)

	Procedure 

	Step
	Action

	1.
	Prepare 3-5% cell suspension of patient/unit according to Cell Suspensions and Conversions.

	2.
	Label tubes for patient and patient (auto)control and/or unit. Add one drop of patient and patient control and/or unit cell suspension to appropriately labeled tubes.

	3.
	Label 2 additional tubes: positive control, negative control.  Add one drop of each cell suspension to appropriate tube.

	4.
	Wash all tubes 3 times with saline, decanting completely after the last wash.

	5.
	Add 2 drops of Anti-IgG to patient and/or unit tubes, negative control tube, and the positive control tube.  Add 2 drops of saline to patient (auto)control tube.

	6.
	Mix gently and centrifuge for 15 seconds at 3400 rpm.

	7.
	Resuspend the cells by gentle agitation while observing for agglutination.

	8.
	Interpret the reactions as weak+, 1+, 2+, 3+, or 4+ and record according to Interpreting Reactions and Resulting Testing from the Pending Worklog.

	9.
	All negative macroscopic reactions must be checked microscopically.

	10.
	Add 1 drop of Coombs Control Cells to all negative tubes.

	11.
	Mix gently and centrifuge at 3400 rpm for 15 seconds.

	12.
	Resuspend the cells by gentle agitation while observing in the blood bank mirror for agglutination.

	13.
	Grade the reaction as negative, weak+, 1+, 2+, 3+, or 4+ and record according to Interpreting Reactions and Resulting Testing from the Pending Worklog.

NOTE: Lack of agglutination or a strength less than 2-3+ indicates either active Ant-IgG was not present or that partial neutralization of the Anti-IgG has occurred. In either case the test must be repeated.

Exception:  The patient (auto) control tube graded reaction after adding the Coombs Control Cells and centrifuging MUST BE NEGATIVE.  Computer entry requires the entry of a strength of at least 2+ to pass subtest phase requirements.  Enter 2+ in the CCC phase for the auto control in result entry, however, note in the comment line “Auto Control CCC – Negative.”

	14.
	Discard the tubes in a biohazard container.


	Interpretation
Refer to Interpreting Reactions
· Agglutination is a positive reaction and indicates the presence of human IgG on the red cells.
· A smooth suspension with no agglutination is a negative result and indicates no detectable IgG on the red cells.


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

Action

Computer Actions

 Patient has a Positive DAT
- specimen must be sent to reference lab every 3 days for an eluate workup

Report and record comment: “sent to reference laboratory”



	Step

Prompt

Action

1.

Patient/Order module

2.

PW( √ Inc. Work ( Query (red?)
3.

Select testing  to be resulted(
RE
4.

Specimen ID field
Scan accession number on tube 
5.

Tab to data entry field
Enter reactions ( Tab through fields       For example:

IAT 

CC

Pt cells

2

NT

AutoCon

0

2

NegCon

0

2

PosCon

4

NT

In comment line note Auto Control CCC-Negative.
6.

Interpretation
Enter POS, NEG, or INVAL.
7.

Comment
Enter reason for performing the tube method.
8.

SAVE
Click and close
Procedure Note

After the addition of IgG, centrifuge and read immediately.  Delays may result in weakened activity.
Limitations
•Anti-IgG may occasionally fail to detect antibodies which are demonstrable only by the use of polyspecific antihuman globulin.  Antibodies not detected by Anti IgG may be clinically significant in some cases.
•Interpretation of current tests must be compared with the patients past records to detect a possible error or potentially dangerous situation.

•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
Cell Suspensions and Conversions
Direct Antiglobulin Testing – Gel Method

Interpreting Reactions

Resulting Testing from the Pending Worklog
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