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	Purpose 

This procedure provides directions for preparing the following reagents when necessary due to spillage or contamination:   Coombs Control Cells, back typing cells, and Cell I and Cell II in the Confidence Kit.  In house prepared cells are used only until replacement reagents arrive.

	

	Reagents
	Supplies
	Equipment

	· Saline
· A1 Lectin

· Anti-D

· 0.8% A1 cells

· 0.8% A2 cells

· MTS Diluent 2 Plus
· ABD/ABD cards
	· Pipets

· Glass tubes

· Pipet tips
· Plasma vials

	· MTS incubator

· Cell washer, centrifuge

· Eppendorf 100 (l pipet
· MTS BioHit pipettor

	Coombs Control Cells 

	Step
	Action

	1. 
	Remove one segment from 4-5 units of O Positive red cells.

	2. 
	Wash the cells three times by hand to remove the plasma and EDTA.

	3.
	Measure approximately 1 ml of pooled cells into a glass tube.

	4.
	Place 2 mls of saline in a glass tube. Add 10 drops of Anti D and mix well.

	5.
	Add the saline /Anti-D mixture to the pooled cells and mix well. Divide this mixture into 2 glass tubes so that the liquid level is below the top edge of the 37(C incubator well.

	6.
	Incubate at 37(C for 60 minutes.  Mix the tube intermittently every 15 minutes during the incubation period.

	7.
	Wash the antisera coated cells three times by hand, decanting completely after the last wash.

	8.
	Prepare a 3% cell suspension.  (1ml saline and 30 (l of washed cells)

	9.
	Confirm the reactivity of the prepared cell suspension by performing quality control as indicated on page 7 of Quality Control procedure (6.1.33.10).  Record the date, initials, interpretation, reactions, unit numbers of source of cells units, and the acceptability on the Prepared Reagents Testing Log.  

	10.
	Once the quality control is acceptable, the cell may be placed in use.  Place the cell suspension in a clean plasma vial. Write the name of the cell suspension, lot number (RMC+date made), date prepared, expiration date, and tech initials.  

	A1 Back Typing Cells

	1.
	Find A1 positive A Negative cells by checking MBC packing slips for A1 typing. Pull one segment from each A1 positive unit.  If no typing is indicated, pull one segment from each available A Negative unit.

	
	Controls

	
	Positive Control:  0.8% A1 cells
  Negative Control:  0.8% A2 cells

These need to be concentrated to 3% as follows:

	2.
	Label one 12 X 75 tube for a1 cells and one for a2 cells.

	3.
	Place 4 volumes (e.g. 200 (l) of each 0.8% cell suspension into the appropriate tube.

	4.
	Spin for 60 seconds using Cell Washer/Centrifuge.

	5.
	Decant the supernatant completely.

	6.
	Add one volume (e.g. 50 (l) of saline to each tube and mix gently to resuspend.

	
	Units to be tested

	7.
	Make a 3% red cell suspension of each unit in saline, using program P7 on the BioHit pipettor.

	8.
	Label  tubes – unit(s), positive control (a1), negative control (a2)

	9.
	Add 1 drop of each cell suspension to the appropriate tube.

	10.
	Add 1 drop of A1 Lectin to each tube.

	11.
	Mix tubes gently and centrifuge for 15 seconds at 3400 RPM.

	12.
	While observing in the mirror, resuspend the cell button completely and observe for agglutination macroscopically.

	13.
	Interpret the reactions as negative, 1+, 2+, 3+, or 4+.  Record results on log.

A1 positive units are appropriate for use.

	
	Preparation of cell suspension

	14.
	Pull one segment from each unit and empty segments into a glass tube.  Wash 3 times by hand.

	
	Prepare approximately 6 mls of a 0.8% cell suspension as follows:

	15.
	Place 2 mls of MTS Diluent 2 Plus into 3 tubes.

	16.
	Make a 0.8% solution in each tube by using program P6 on the BioHit pipettor – twice in each tube.

	17.
	Mix all tubes gently and combine into one vial.

	18.
	Label :  0.8% ______ Cells
             Lot #: RMC + date made
             Date prepared/Tech initials

             Expiration date: one week from date made
             Storage temperature:  refrigerate

	19.
	Perform Quality Control – see page 7 of Quality Control procedure(6.1.33.10)

	20.
	Record all information on the Prepared Reagents Testing Log.

	B Back Typing Cells

	Using 1 to 2 B Negative units ( proceed to Steps 14-20 above


	Confidence Kit Cell 1
	Confidence Kit Cell 2 

	Using segments from 1 to 2 AB Negative units( 
	Using segments from 1 to 2 O Positive units (


	1.
	Place cells from segments into a glass tube and wash 3 times by hand.

	1.
	Make two 3% solutions – one with saline, one with MTS Diluent 2 Plus.

	2.
	To confirm acceptability of pooled cells, test the MTS Diluent 2 Plus cell suspension in ABD/ABD card.

	3.
	Record all information on the Prepared Reagents Testing Log.

	Bring Reagent into Inventory

	1.
	Inventory module ( File ( New ( Delivery

	2.
	Supplier drop down box
	Enter RMC

	
	Delivery window

	3.
	Type field
	Enter G (reagent)

	4.
	Item ID field
	Use binoculars ( OK

	5.
	Quantity
	1 ( OK

	6.
	Place cursor in Item ID field
	Double-click

	
	Reagent Receipt window

	7.
	· Manufacturer

· Lot. No.

· Expiration Date

· Rec’d Directions for Use

· Rev. to Package Insert?

· Visual Inspection

· Quantity Received
	Enter RMC
RMC + date made (i.e. RMC53110)

Enter 1 week from date made

Y

N

Y

1

	Placing Reagents on the QC Rack:

	8.
	File ( Open ( Reagent Rack

	9.
	Rack ID field
	Enter 1 ( Query

	10.
	Scroll to desired reagent
	Right click and choose Insert a Row

	11.
	Use FIND 
	Scroll to desired reagent and select

	12.
	Highlight row to delete
	Right click and choose Delete a Row

	13.
	SAVE icon
	Click and close.


	Interpretation
The acceptability and specificity of the in house prepared cell suspensions will be determined according to the results of testing with known, manufacturer approved antisera.  

	Limitations
Reagents prepared in house will not be used for longer than one week and only until replacement manufacturer’s approved cells can be obtained, with the exception of the Confidence Cells which may be used until gone.

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

	Related Documents
Prepared Reagents Log 
Quality Control Procedure

A1 Lectin Procedure
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