PROCEDURE FOR CELL SEPARATION BY NYLON WOOL COLUMNS

1. Prepare cells as usual in 1X Dulbecco's PBS + 5% FCS.*

2. Warm up D's PBS + FCS ahead of time to 37° and place in warm room. -
Prepare columns: take 0.6 gm Fenwal gently pull apart and place in-oR 2
~column pushing with blunt end of Pasteur pipet. Rinse through well
with medium leaving column moist. Parafilm top and bottom and place
at 37° for at least 1 hour. Nylon wool when wet should be 6 ml in
10 ml syringe.

3. Pass cells through glass wool; pellet; resuspend gnd do viability. re.us
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4. Adjust cells to have 1 x 10° total cells/column in 2 ml (i.e., 5 x 10
Immediately before using column, rinse through with pre-warmed buffer
and check that flow rate has not increased. If increased, tamp top
of column gently with blunt end of Pasteur pipet.

5. Apply cells to nylon column; allow to premeate column; wash tube
with 0.5 m1 of medium and apply to column, discard effluent; cover
column top and bottom with parafilm and allow to sit at 37°C for
45 minutes.

6. During incubation time, prepare for viability counts and fluorescent
staining.

7. Using 25 ml warm buffer, wash cells off column with a Pasteur pipet
and collect into 2 ,conical tubes, spin, pellet and resuspend in a total
of 2 ml of buffer. 1z et p. coLEey Z_S',..J Fol. ©. (gﬁ,.q Cos M
D*san\ "

8. Do viabilities using 1/5 - 1/20 dilutions. 30— "

Staining of effluent population

1. Put 1-2 x ]07 cel1€in 3 ml centrifuge tubes, pellet and add either
100A R<T (for T-cell staining) at 1/5 of stock at 2.5 mg/ml or R-65
(for Ig bearing cell sta1n1ng) at 1/120 of stock. R-65 in Beckman
tubes ={silver freezer)gets diluted 1:120. :

2. Mix well and incubate for 20 minutes in ice bucket; pass through 1-1/2 ml

100% FCS to remove excess reagents and debris; spin immediately. .
Com Umr\de.r\.(t.\j With FCS (F ceibs wgil OM_{)P—QX\&CA w12 ML D's PRS _.%vu;.’l’.

3. Decant supernatant with aspirator; add 2 ml medium to wash; spin; decant
supernatant.

4. Resuspend cells in 100 A R*G anti rabbit Ig at 1/20 dilution of stock.

5. Repeat Steps 2 and 3.

*Jse heat inactivated FCS.
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Procedure for Cell Separation by Nylon Wool Co]umné '
(continued) - I 2.

6. Add 1 small drop FCS with drawn pipetems, mix well by tapping; put
drop on slide. Smear (using end of slide); allow to dry by blowing
on slide. .

]l' i;

7. Fix in 95% ethanol for 10 —»

8. Allow to dry; two drops Glycerol-PBS (9:1) and cover S]lp F¥+hr*ch vains\g@
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YIELD: ; ‘
"‘ 1.0 x 108 norma] cel]s on .6 gm Nylon Column shou]d yield approximate]y
2.5 x 107 total cells in 25 ml effluent. of whlch 85 - 95% are “T"
staining, .5 - 3% “B" ce]] sta1n1ng

5.0 x ]08 normal cells on 3. 0 gm Ny]on Column er]dV25% total cells
85 - 95% pure T cells.
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