F-KTH Staining Procedure

1. Trepare spleen cells and wash 14 in Dulbecco's ©BS + 5%

FCS (all steps carried out in this medium) (ice).
. . A\

2. Resuspend 1 spleen/lml medium. Add 3m1/qnleen!revkj;solutlon
. AL sus :
and leave in ice bucket 4 min. Centrifuze cell &1n aalml/spleen B

and allow to settle at room temnerature ~5 min.
3, Then layer cells onto 5ml FCS and centrifure.

4. ?ack\a 10 31 »lsstic syringe looselv with 5 ml unwashed
glass wool. iash “hﬁouvh W1th 10-~15 ml neﬁlum and allow to
- come to room temparature,

"'\

5. Resuspend cells in 1 ml/spleen and brins them to room btem-
ruthinx the tube between the hands, Tass 00113“ '
2

perature by

into .column (? splaens’column), 2llow to stand for 223 mlnutes
ar

at room temperaturs, and wash with medium until clear (about
12ml total). Centrifuge. :

',6;_ Cdunt (should be ~90% v1aole) and stain. af final nell con- ;
 'centra*1on of 4-8 X 107/m1 anﬂ fina -”Hb concen,ration of: 0. 5 mv’ml
fln D's TBS .+ 5% FCS 90 mln.~on ice, '

7. TIaysr cells on top of 1 ml ¥CS and centrifuze. Resuspend
in medium and centrifuge again, o




