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Procedure for direct labeled monoclonal antibody staining

of AL cells

To harvest cells NB There should be one dish for the negative control Remove media and

rinse several times with PBSA Dissociate with EDTA5 mlIlOO mmplate Incubate 1-2 riEIT
minutes Remove cells by pipetting gently with Pasteur pipette Add cells tO tube

containing an equal volume of DPBS with Ca and Mg Count cells in the

fluorescence microscope with hemocytorneter in fluorescein diacetate Sigma to check

viabiiity i6 cells are needed for each sample

Centrifuge for mm at slow speed

Aspirate supernatant and re-suspend cells in cold FACS buffer to give cell concentration

of 106 cells/mi For each sample and controls add ml of cells to separate 15-mi conical

tube From this point on cells must be kept on ice

Repeat centrifugation for minutes at degrees

Aspirate supematant as thoroughly as possible and gently tap the bottom of the tube to re

suspend the cells in the residual buffer

dd 0.5 ml of blocking buffer to each Incubate on ice for 30 nun

wash .2X in FACS
buffer1 Repeat

Add labeled antibody 2ul or isotype control mixing well by pipetting up and down and

incubate on ice for
39-60

mm
Wash.twice in mold FACS buffer Spin at slow speed fur minutes

10 Slowly add ml of cold 0.5% parafomialdehyde to the pellet while RenIly vortexin

ii Incubate on ice at icast 15 minutes Samples may be refrigerated overmbt
in

paraformaldehyde

12 Centrifuge for mm and re-suspend in 100 ul cold FACS buffer

13 Pipette sample into tubes for flow cytometly Keep samples refrigerated until flow is nm up
to iweek is OK

Recipes
Fluorescein diacetate Dissolve in acetone at mg/mI Add 1-4 ul to 98u1 PBS for

working solution

FACS buffer 1% BSA 10 mM Sodium Azide in DPBS

Blocking buffer 0.375m1 mouse TgG in 7.125 ml FACS buffer

0.5 Paraformaldehyde Make fresh each day Wear gloves and mix in the hood Make

1% solution in water Put in 65-degree water bath for about hour to solubilize powder.
Add 0.4N NaOH drop wise until the paraformaldehyde is completely dissolved Add an

equal volume of 2X PBS pH 6.5 to give final concentration of 0.5%

paraformaldehyde

The amount of antibody to use depends on the product and titration experiments

For H19 PE labeled Pharmingen cat 33865X page 37 add 20u1

For each experiment

Auto-fluorescence control Unstained test cells

Isotype control test cells

Negative control AL/SIR

Samples

Unstained untreated blocked fixed

Unirradiated blocked fixed isotype control

AL/SIR negative control

Remaining samples

BOl 9854
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