Membrane Fluorescent Antibody Staining
Seeguer 7 save 2-3

::5 1. Remove cells, pass through glass woal to remove adherent cells, 1yse RBC's (Rt .&;9
e with hemolytic Gey's solution and wash once in Iso MEM or Dulbecco's PBS
contalning 5%FCS.

Count in hemacytometer.

3. Pellet 1 - 2 x 107 cells in 3 3 ml conciat glass cenL"1fuge tube for sta1n1ng
(For fewer cells (1> 5 x 107} 1-2 drops of a 5% suspension of g]utarq1dahyde-
f1xed chicken RBC's can be added as carrier cells. - _

Remove supernatant. 30~
Resaspend cell pe]]et 1n 100 %.f]uorescent anttbody reagent
Incubate at 4°C for 20', mixing after 15',

hear wackiyated (absmbz Msuse colts 1 cytstavic)
Flace cells on top of 1.5 m}A?ES 13\593 mt conical tube, washxng out the sta1n1ng

tube with 100 A\ medium and adding this to the cells.

Centrifuge in the cold; and wash gnce more 1n co]d med1um

If a second staining step is required, resuspend aga1n fw>100 X{reagent and repeat.
10. For live molnts and sinears, after the final wa sh add ong drop of FCS to the pellet.

11. Resuspénd cells gently. One drop of this can be moqnﬁed under a gover slip for
live mounts. '

12. For smears, place cné drop at one end of a mj croscope stide, and draw acrosg with
another slide.

13. For cytocentrxfuan slides, resuspend cells at 1- 2 x TQ celIs/ml -and place 9.2 ml

~N O 0

e ) of the suspension in a cytocentrifuge blgock mounted in the rytocentri.uge w1;h
filter papar and microscope slide. Spin at speed 80 for 10", and then remove slide
carefully. .

14. Air dry smears and cytocentr1fuge sl1des.
15.- Fix smears and cytocenti;fuge siide in 95% ethanal for !5 (é’ SGMu;)
16. Remove fiom ethanol and a1r dry . CQ§JCK<bmﬂ \) :

17. Place 2 drops of 9:1 g?ycergl PBS en smear ( 1 Qrop cn cytocentr1fug¢ s]1de1 _
and cover with cover stp © ~Trs pH29.0 2.0M

18. Seal with clear nai} p011sh

19. Unmounted slides may be siored in a moist s]xde box in the hefﬂger‘ator for
several days.

.2% NaN, can be used to stabilize membrane after 1° stain when couble staining.

20 millimslar NaN3 preVPnts capping of AgAb cemplexes.




