
© 2012 AOAC IN TER NA TIONAL xvi

Guide to Method For mat
(Method shown is in com plete to al low space for de scrip tion.)

4.10.03
AOAC Of fi cial Method 996.13

Ethoxyquin in Feeds
Liq uid Chro mato graphic Method

First Ac tion 1996
Fi nal Ac tion 1997

(Ap pli ca ble for de ter mi na tion of 0.5–300 mg/g ethoxyquin in dry
ex truded pet food or meat meal.)

See Ta ble 996.13 for the re sults of the interlaboratory study sup port ing
ac cep tance of the method.

A. Prin ci ple

Ethoxyquin is ex tracted with acetonitrile. Ex tract is an a lyzed by
isocratic liq uid chro ma tog ra phy with flu o res cence de tec tion.

B. Ap pa ra tus

(a) Liq uid chromatograph (LC).—Gen er ating 1500 ± 200 psi; with
peak area in te gra tor (man ual or com puter), isocratic LC pump, and col umn

heater. Op er ating con di tions: in jec tion vol ume, 20 mL; flow rate,
1.3 mL/min; tem per a ture, 35°C; flu o res cence de tec tor out put, an a log to
dig i tal con ver sion; de tec tor set tings: ex ci ta tion, 360 nm; emis sion, 432 nm.

(b) LC col umn.—250 ´ 4.6 mm id, C18 octadecylsilane, 5 mm
spher i cal, 100 Å pore size.

C. Re agents

(a) Wa ter.—LC grade.
(b) Acetonitrile.—LC grade.

D. Prep a ra tion of Stan dard So lu tions

(a) Ethoxyquin stan dard stock so lu tion.—400 mg/mL. Weigh the
equiv a lent of 0.1000 g liq uid ethoxyquin into 250 mL am ber vol u met ric
flask and di lute to vol ume with acetonitrile. (Note: Amount of ethoxyquin 
needed for prep a ra tion of stock so lu tion is based on pu rity of liq uid, e.g.,
for pu rity of 93.5%, amount of liq uid ethoxyquin = 0.100/0.935 =
0.1070 g.)

H. Cal cu la tions

Cal cu late con cen tra tion of ethoxyquin, mg/g or ppm, in test sam ple
from cal i bra tion curve (us ing lin ear re gres sion with line forced through
zero in ter cept) as fol lows:

Ethoxyquin, mg/g or ppm = 
C F

W

´ ´15.

where C = ethoxyquin con cen tra tion from LC cal i bra tion curve, mg/mL;
1.5 = vol ume of acetonitrile added to test so lu tion, mL; F = di lu tion fac tor; 
W = weight of test por tion, g.

Ref er ence: J. AOAC Int. 80, 725(1997).
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