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AOAC Official Method 996.13
Ethoxyquin in Feeds

Liquid Chromatographic Method
First Action 1996
Final Action 1997

(Applicable for determination of 0.5-300 pg/g ethoxyquin in dry
extruded pet food or meat meal.)

See Table 996.13 for the results of the interlaboratory study supporting
acceptance of the method.

A. Principle

Ethoxyquin is extracted with acetonitrile. Extract is analyzed by
isocratic liquid chromatography with fluorescence detection.
B. Apparatus

(a) Liquid chromatograph (LC).—Generating 1500 £ 200 psi; with
peak area integrator (manual or computer), isocratic LC pump, and column
heater. Operating conditions: injection volume, 20 pL; flow rate,
1.3 mL/min; temperature, 35°C; fluorescence detector output, analog to
digital conversion; detector settings: excitation, 360 nm; emission, 432 nm.

(b) LC column.—250 x 4.6 mm id, C,;3 octadecylsilane, 5 um
spherical, 100 A pore size.

C. Reagents

(a) Water—LC grade.
(b) Acetonitrile—LC grade.

D. Preparation of Standard Solutions

(a) Ethoxyquin standard stock solution.—400 pg/mL. Weigh the
equivalent of 0.1000 g liquid ethoxyquin into 250 mL amber volumetric
flask and dilute to volume with acetonitrile. (Nofe: Amount of ethoxyquin
needed for preparation of stock solution is based on purity of liquid, e.g.,
for purity of 93.5%, amount of liquid ethoxyquin = 0.100/0.935 =
0.1070 g.)

H. Calculations

Calculate concentration of ethoxyquin, pg/g or ppm, in test sample
from calibration curve (using linear regression with line forced through
zero intercept) as follows:

Ethoxyquin, pg/g or ppm = CxL5xF
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where C = ethoxyquin concentration from LC calibration curve, pg/mL;
1.5=volume of acetonitrile added to test solution, mL; F'= dilution factor;
W = weight of test portion, g.

Reference: J. AOAC Int. 80, 725(1997).
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