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AOAC Of fi cial Method 966.30

Griseofulvin in Feeds

Spec tro pho to met ric Method
First Ac tion 1966
Fi nal Ac tion 1975

(Ap pli ca ble to con cen tra tions ³10 mg/oz.)

A. Re agents

(a) Ac ti vated alu mina.—Alcoa grade F-20.
(b) Sol vent mix ture.—Pe tro leum ether–CHCl3 (65 + 35).

(c) Griseofulvin stan dard so lu tion.—10 mg/mL. Ac cu rately
weigh ca 25 mg USP Griseofulvin Ref er ence Stan dard into 250 mL
vol u met ric flask; dis solve and di lute to vol ume with sol vent
mix ture. Di lute 10 mL of this so lu tion to 100 mL in vol u met ric flask.

B. Ap pa ra tus

(a) Chro mato graphic tube.—20 ´ 400 mm, with fritted disk and
stop cock.

(b) High-speed blender.—War ing-type, or equiv a lent, 1 L
ca pac ity.

(c) Spectrophotometer.—Ca pa ble of ac cu rate read ings at 290
and 320 nm.

C. Extraction

Ac cu rately weigh ca 14 g ground test por tion into fat-free thim ble
and ex tract in Soxh let ap pa ra tus 2 h with 100 mL CHCl3. Evap o rate
ex tract to 10 mL on steam bath, di lute with 100 mL pe tro leum ether,
and chromatograph.

D. Prep a ra tion of Chro mato graphic Col umn

Place 50 mL sol vent mix ture, A(b), in tube and add 45 mL
ac ti vated alu mina portionwise, with tap ping to en sure uni form

pack ing. Place small glass wool pad on top of alu mina and drain
sol vent to just be low top of pad.

E. De ter mi na tion

Add pe tro leum ether–CHCl3 test ex tract to col umn. As last of
ex tract passes through glass wool pad, rinse flask with sol vent
mix ture, add to col umn, and be gin elu tion with sol vent mix ture.
Ad just liq uid head to give flow rate of 15–20 mL/min. Start
col lect ing 25 mL frac tions when green eluate first ap pears (dis card
yel low and al most col or less eluates which pre cede). When A of
frac tions at 290 nm ex ceeds A at 320 nm, stop fractionating, and
col lect next 700 mL eluate. Di lute eluate to vol ume in 1 L vol u met ric 
flask with sol vent mix ture. De ter mine A of this so lu tion and of
griseofulvin stan dard so lu tion at 290 and 320 nm against sol vent
mix ture blank.
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where A re fers to test por tion eluate, A¢ to stan dard so lu tion, and 

W¢ = mg ref er ence stan dard griseofulvin used to pre pare
stan dard so lu tion.

Ref er ence: JAOAC 49, 494(1966).

CAS-126-07-8 (griseofulvin)
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