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 PROCEDURE:  ANTIBODY LOT NUMBER VERIFICATION
Pathology Department
PROCEDURE NO. 32 01 04


ANTIBODY LOT NUMBER VERIFICATION

PRINCIPLE:
For each new lot of monoclonal antibody and control material, the laboratory verifies that the manufacturer’s antibody gives comparable positive/negative resolution and comparable positive staining intensity with previous lots using the laboratory’s method of sample preparation.  New antibody lots are recorded upon shipment in appropriate section of Quality Control notebook.  Lot to lot comparison data is recorded on FC.320104-A Quality Control Check-In Log for Antibodies.
SPECIMEN:

1.
Pipet either 100 µl normal whole blood for CD200, 1 x 106 mononuclear cells (tissue suspension) for cytoplasmic kappa/lambda and cytoplasmic CD22, or 100 µl of appropriate Streck Control material into 12 x 75 mm polystyrene tubes labeled with the new lot numbers.  Include the appropriate negative control, if needed.


2.
Follow the accepted daily procedure for each reagent as to incubation time and temperature.  Perform lysis of RBC or the appropriate washes and resuspend cells in either stabilizing fixative or DPBS.

3. Analyze on the flow cytometer and record % positive and % difference on log data forms.  Tolerance limits are stated on forms. Streck control material ranges for percentages are documented per lot from the manufacturer.   A quality control layout is available in FCS Express to aid in the determination of positive percent values for the target cell populations.
NEW LOT ACCEPTABILITY GUIDELINES:

Antibodies are analyzed to document their reactivities when reagent lots are changed.  In this way, the reactivity of a new lot can be compared directly to that of the current lot.

1. Monoclonal Antibodies:  The percent positivity of the new lot should be within +/- 10 percent of the previous or current lot and will be provided by the control material vendor.
a. The only exception would be noted on a highly variable lot of Streck control material, in which the positive percent value and range are published in the documentation that accompanies the control material.  

b. CD200 does not have a manufacturer-based control but is present in a normal value range on peripheral blood material.  The positive percent should be between 15-30% when gated on lymphocytes.

c. Cytoplasmic kappa and lambda are normally present on tonsil and other lymphoid tissues, that can be used for control material.  Ranges for intracellular staining should be within 10-25% when gated on lymphocyte populations.  (Do not include extracellular staining.)

i. Please note: some lymphoid tissue may contain higher percentages of B-cells that will indicate a higher than range percentage.  Run both the old lot of antibodies and the new lot of antibodies on the same tissue for direct comparison of positivity staining (±10% range).
ii. Extracellular staining for light chain Kappa and Lambda can be performed with Streck control material as a check in process for activity of the antibodies.

d. Cytoplasmic CD22 is found in normal tonsil and lymphoid tissue B-cells with equal amounts of extracellular CD19 expression.  For tissue controls, cyCD22 should present a positive percentage of 15-35% when gated on lymphocytes.  Guide gating can be used if CD19 extracellular stain is included.
i. Please note: some tissue specimens will have an increased population of B-cells due to clinical status and reactivity variables.  This will show a positive percentage out of range.  In this case – the cyCD22 percentage must be matched to the amount of extracellular CD19 with less than a 10% difference within the same sample.  As a process check – the new CD22 antibody must be run alongside the old CD22 antibody on the same tissue for comparison of effectiveness.  (Run 2 tubes on the same patient specimen, one with old CD22 and one with new CD22 – both with same CD19 antibody for comparison.)

ii. Extracellular staining for surface-based CD22 can be performed with Streck control material as a check in process for activity of the antibody.

COCKTAIL PREPARATION AND CONTROL GUIDELINES
The cocktails in this section have been validated against single drop volumes and are created with a stability of one-month (30 days) post-mixing.  Cocktails are created in previously emptied primary antibody dark vials that have been cleaned, or in purchased dark vials.  The label on any cocktail vial should include the type of cocktail, the date created, the date of quality control, and the expiration date.
The general process for cocktail creation involves mixing all antibodies for a staining tube into one larger mix that reduces the pipetting into a specimen staining tube from eight or nine individual steps to one step.  Cocktails can be comprised of large volume single-drop stain or titered volumes of the single-drop stain.    

· Care should be taken to quality check initial cocktails against the same lot antibodies in single-drop staining.  
· This means that a single peripheral blood sample must be stained both ways – with single-drop antibodies and the cocktail mix.  High count remnant tissue samples, bone marrow aspirates, and fluids can be utilized for cocktail quality control as well.  
· When moving from one lot of cocktail to the next, single-drop analysis is not necessary – stain the sample with the new lot of cocktail and compare it to the existing data on the specimen stained with the old lot of cocktail.  
· If the immunophenotype is both qualitatively identical and/or quantitatively within 10% per gated metric, then the cocktail is approved for use.  
· Enough reactions should be calculated so as not to waste cocktail material through expiration. 
· Multiply each volume in the mix by the number of reactions desired to know how much primary antibody to add to the cocktail vial.
Documentation on provided cocktail worksheets should capture the following items: Individual antibody lots with expiration dates, cocktail lot number and expiration date, sample information of material used to check in the cocktail, technologist and review information.
T-cell Tube Cocktail Recipe – per staining tube volume should total 34.35 µl but is pipetted as 34.4 µl due to available pipette increments.
	Fluor.
	FITC
	FITC
	PE
	PerCP-Cy5.5
	PE-Cy7
	APC
	APC-H7
	BV421
	V500

	Marker
	CD56
	CD57
	CD5
	CD8
	CD2
	CD7
	CD3
	CD4
	CD45

	Vol (µl)
	0.6
	5
	5
	10
	5
	1.25
	2.5
	2.5
	2.5


B-cell Tube Cocktail Recipe – per staining tube volume should total 42.5 µl but is pipetted as 42.6 µl due to available pipette increments.
	Fluor.
	FITC
	PE
	PerCP-Cy5.5
	PE-Cy7
	APC
	APC-H7
	BV421
	V500

	Marker
	CD10
	Lambda
	CD38
	CD5
	Kappa
	CD20
	CD19
	CD45

	Vol (µl)
	20
	5
	2.5
	2.5
	5
	2.5
	2.5
	2.5


Please Note: Cocktails cannot be used for patient testing until the quality control has been performed and reviewed.  Any abnormal staining should be investigated (e.g. missing antibody or variable population staining).  
Please Note: Prior to cocktail creation, verify the expiration dates on the individual antibodies being used.  None of the individual components should expire before the cocktail.  If there is a short out-date component, the new cocktail expiration date will coincide with the shorter of the two dates.
DECISION CRITERIA:

1.
If the criterion for acceptability is not obtained, repeat both current and new lot of antibody with current lot of control or cells for the appropriate antibody.  Record resolution step(s) on the back of FC.320104.
2. If percent positivity remains outside range, repeat with new vial of current lot or new lot of control if available.  If unacceptable criteria persist, contact manufacturer of control and/or antibody in question.
3. If degradation of tandem dye antibodies becomes apparent in samples stained with cocktailed antibodies – create a fresh cocktail for use or use single-drop technique until a new cocktail can be made and quality checked.
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