g/! Preparation of DNP-KLH, HGG

%Mate?ia]s: KLH (m.w. 105) 50 mg = 5 x 10'7 moles

| el DNFB, 8M 4m=Bionswe (1mmed1ate1y before use, dilute 1: 8 to y1e1d
lmolar in Dioxane)

HGG (1.5 X 10° m.w.)
PBS . *
.5M ‘N?H§03x

KLH Procedure:

1. To 50 mg KLH (5 x 10° -7 moles) in 5 cc of .5M NaHC0.,, (pH > 8) st1rr1ng
slowly at room temp, add 20 A (20 x ]0‘ moles) M DNFB in Dioxane.
This y1e]ds Do :

' :@a moles DNFB

1 mole KLH
T DD
2, Stir at room temp for 2-3 hours.

3. Dialyze aca1nst 4 liters PBS for at least 48 hours or until d1a1ysate is clear.
4. Centrifuge at 10,000 rpm in Sorvall and take supernatant for 0.D.'s. :
5. Calculate yxe]d using following information:
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N Molarity of DNP/molarity KLH = Molar ratio. above procedure should = °

give ~ 10 DNP/KLH (105 . w.)
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" Procedure should give ~10 DNP/HGG
a \) Note: Have been using 100 y DHPyy-KLH alum ppt. in 0.2m I.P. for priming mice.
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