MITOGEN STIMULATION

PHA*P-: Burroughs-Wellcome #HA16, 2 mg vials
Titer each batch to determine optimal concentration for stimulation.

Con-A: Miles Labs #79-003, 250 mg bottle lyophilized, $22.00

Tritiated Thyhidine: Thymidine (methyl-3H) : #2533-96 Schwarz-Mann,
5.0 mCin 5.0 m](ép. act. bC/mMo]e) Request sterile aqueous vs. 2% Ethanol.

1. Mitogen Stimulation:
Take thymuses out sterilely into D's PBS + pen strep
Geys to remove red cells
Glass wool to remove dead cells
Stain 20' at RT 1:20 o - @
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Culture:

5 x 105 cells in 200 /well with 1¥ either PHA or conA in 20X - in triplicate.
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ifu 2. Assay
On day 3, pulse with 1 uC H> thymidine/well in 10 .
4 hours later, ppt protein wi;h 20x of 50%_TCA @ room temperature/well.

Centrifuge @ 2000 rpm and wash 3 x with 5% TCA @ room temperature.
Resuspend with microtiter mixer on speed setting #3..

4, Add 1001 of 1.0N NaOH to pellet and mix 20-30 minutes (or let stand
overnight @ 4°C).

5. Add dissolved sample to 10ml aqueous sc1nt111at1on fluid and count
in B counter. 1 well/10 ml vial.
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