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Pronase Stripping of Membrane Immunoglobulin in FRalbUd

Prepare cells in Iso-MEM or Dulbecco's PBS containing 5% FCS and wash twice,
resuspending in medium without FCS for counting.

Count in hemacytometer and resuspend at 2 x 107 cells/ml in medium without FCS

Add an equal volume of 0.5% pronase in medium, mix, and incubate at 37°C for 30',

mixing occasionally.
Add FCS so that medium will .now be 5% FCS'and centrifuge in the cold.
Resuspend in 0.2-0.3 ml medium and pass through 6 ml FCS;ra£§=%

Wash once in medium with FCS and resuspend in culture med1um (McCoy's, 199,
or RPMI 1640) containing 10% FCS and 50 pg/ml Gentamycin or 100 units/m]
penicillin and 100 Fg/m] streptomycin for counting.

Count in hemacytometer and add culture medium to make the suspension 2 x 10
cells/ml.

Culture overnight in Falcon plastic tubes or disposable Falcon screw-cap
culture flasks in 5% CO, in air or 7% 0,, 10% CO, + 83% N,.
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