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Use DE-52 directly from the bottle. Make a/§1urry by suspending in
starting buffer 0.01 M Tris/0.01 M NaCl pH 8.1 (pH 7.6 for FITC parification)
]n a beaker. Ngpe velip ‘4 Lan 19X Shtl .

pH of slurry will be too high so adjust with 1IN HCL and pH meter, stir well,

Fi11 column approximately 1/4 full with starting buffer allowing some to run
out at the bottom to clear all the air from the system. Then clamp off with
gate clip. Pour slurry into column and allow to partly settle --then allow
column to drain very slowly to speed packing. When packed, wash well with
starting buffer approximately 20 x bed volume. Compare pH and conductivity
of column effluent with that of starting buffer. Drain column to top of bed.

Fi1l1 gradient-maker high salt first, fill connector tube by releasing clip
momentarily, clear all trapped air(very 1mportanf)a]]owing a small amount of
high salt/buffer to enter ]ow salt chamber. Fill low salt and fill delivery tube
to column. ~

Load sample allow to enter bed. Add small vol. of starting buffer allow to
enter bed. Add further a small vol. of starting buffer. Stopper column,
remove all dips, start fraction collector and magnetic stirrer. Coliect 2-3 ml
vol. fractions so as to be able to use autocuvette on spectrophotometer
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Extra Hints:

-1 ml serum/gm dry wi. (from bottle (75 water really) -

10 mg ¥ glob/ml _sarum _

Derek's rule cf thumb: max 20 00280 un1ts/ ml wet bed. For DE-52, 1 1/2 ml
wet bed ~ = 1 g from bottle (75%

Total volume of gradient: use 8 or ]0% vo] of bed.

Example: If have 40 mg prot. in sample, equiv. to 4 ml serum, or 4 gm DE-52.

Column size: 1/2" diam. 8-10" long.
Also gradient size impt. Don't use too much3 or will d1]ute sample. for 40 mg,

use 5egs 100 mltstal vd.u.no. (Poun buckfer Clha micers

Flow rate of buffer must be slow better than 1 drop every 6- ]2 secs. depending -

on drop size, column size, gradient size.
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3 way plastic stopcock
19 ga needle

rubber stopper

Keep buffer vol. over‘bed —/"””///’/

to small vol. N.B. to reduce mixing
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bend needle

Double "0"ring seal
Sintered glass
Fine pore side up

PE 240 intramedic tubing

Low salt ¢ High salt

mag. flea
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mag. stirrer”.
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Flow of column may be varied by raising or lowering Big Jack.
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