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National foreword

This Part of BS 5766 has been prepared under the direction of the Food and Agriculture Standards Committee. [t is
identical with ISO 6870-1985 ‘' Animal feeding stuffs — Determination of zearalenone content’ published by the
International Organization for Standardization {ISO), in the preparation of which the United Kingdom played a full part. .
In the United Kingdom, animal feeding stuffs are controlled by legislation. The method in this Part of BS 56766 is
technically equivalent to the method given in the Feeding Stuffs (Sampling and analysis) Regulations 1982,

S11982 No. 1144*,

Terminology and conventions. The text of the international standard has been approved as suitable for publication as a
British Standard without deviation. Some terminology and certain conventions are not identical with those used in
British Standards; attention is drawn especially to the following.

The comma has been used as a decimal marker. In British Standards it is current practice to use a full point on the
baseline as the decimal marker. In British Standards it is current practice to use the symbol ‘L’ for litre (and in its
submultiples) rather than ‘1’ and to use the spelling ‘sulphur’, etc. instead of ‘sulfur’, etc.

Wherever the words ‘International Standard’ appear, referring to this standard, they should be read as 'Part of

BS 5766'.

Cross-reference

International standard Corresponding British Standard

1SO 5725-1981 BS 5497 Precision of test methods
Part 1: 1979 Guide for the determination of repeatability and reproducibility for a standard
test method

(Technically equivalent) ‘

Compliance with a British Standard does not of itself confer immunity from legal obligations.
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British Standard Methods for

Analysis of animal feeding stuffs

Part 13. Determination of zearalenone content

1 Scope and field of application

This International Standard specifies a method for the deter-
mination of the zearalenone content of animal feeding stuffs
and, in particular, of maize.

NOTE — Aithough sorghum gives interfering fluorescent spots iden-
tical to those of zearalenone, the method is still applicable to this feed,
because the R; values are different after development of the
chromatogram in the second direction. These spots are not developed
by the specified confirmation technique.

The limit of determination of zearalenone is approximately
50 pg/kg.

2 Principle

Extraction of a test portion with a mixture of acetonitrile and
potassium chloride solution, filtration, taking an aliquot portion
and defatting with iso-octane followed by purification in a mix-
ture of acetonitrile, water and lead acetate in the presence of
diatomaceous earth. After filtration, taking an aliquot portion
and extraction into chloroform which is subsequently
evaporated.

Dissolution of the dry extract in a mixture of benzene and
acetonitrile and two-dimensional thin layer chromatography of
an aliquot portion of this solution. Determination of the
zearalenone content by visual measurement or by measure-
ment of the intensity of fluorescence of the spot under UV light
by comparison with known quantities of zearalenone applied to
the same plate.

Confirmation of the identity of the zearalenone using bis-
diazotized benzidine reagent.
3 Reagents

All the reagents shall be of recognized analytical grade and the
water used shall be distilled water or water of at least equivalent
purity.

3.1 Acetonitrile.

3.2 Iso-octane.

I 3.3 Chloroform.

3.4 Benzene/acetonitrile, 98 + 2 mixture, by volume.

WARNING — Benzene is toxic by inhalation and contact
with skin and is highly flammable.

3.5 Developing solvents,

3.5.1 Toluene/ethyl acetate/formic acid,
6 + 3 + 1 mixture, by volume.

3.6.2 Chloroform/ethanol, 95 + 5 mixture, by volume. -
3.6 Potassium chloride, 40 g/| solution.

3.7 Lead acetate solution, prepared as follows,
Weigh 200 g of lead acetate into a 1000 ml one-mark

volumetric flask, add 3 ml of acetic acid, dilute to the mark with
water and mix.

3.8 Bis-diazotized benzidine reagent, prepared as follows.

WARNING — Benzidine is a carcinogen, and is toxic by
inhalation, contact with the skin and ingestion.

3.8.1 Preparation of 5 g/| benzidine solution

Place 0,5 g of benzidine in a 100 ml flask containing 20 ml of
water and 1,6 mi of hydrochloric acid and make up to volume
with water.

Keep this solution protected from light in a brown glass bottle.

3.8.2 Preparation of the reagent

Cool equal volumes of the benzidine sotution (3.8.1) and of a
100 g/l sodium nitrite solution to between 0'and —5 °C,

Thoroughly mix the two solutions. The solution obtained is
dark purple and turbid. Leave to attain rcom temperature
(yellow colour) before use.

Prepare this reagent just before use.

3.9 Diatomaceous earth (Celite 545), hydrochloric acid
washed.
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