SUBCLONING





1.	Irradiate PEC from one retired breeder (BALB/c) and bring 	volume to 120-200ml with complete RPMI.  Approximately 30ml 	of the medium will be used per plate.  PEC from one mouse will 	be enough for 4 plates.





2.	Count cells to be subcloned.





3.	Add 100-200 cells to be subcloned to 20ml of feeder cell 	suspension.  Transfer to a sterile reagent reservoir.





4.	In a 96-well flat bottom plate, pipet 200ml/well to top half of 	plate.





5.	Bring cell suspension volume back up to 20ml.  (Add 10ml of 	feeder cell suspension to reagent reservoir.)





6.	Pipet 200ml/well to bottom half of plate.





7.	Double-wrap plates in PVC wrap and incubate at 37oC 10% 	CO2 for 10-14 days.





8.	Screen plates by ELISA or by FACS for positive subclones.


