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Foreword

Q
ISO (the International Organization for Standardization) is a inde
federation of national standards bodies (ISO member bodies). The
of preparing International Standards is normally carried out through |
technical committees. Each member body interested in a subject for
which a technical committee has been established has the right to be
represented on that committee. International organizations, governmental
and non-governmental, in liaison with I1SO, also take part in the work. ISO
collaborates closely with the International Electrotechnical Commission
(IEC) on all matters of electrotechnical standardization.

Draft International Standards adopted by the technical committees are
circulated to the member bodies for voting. Publication as an International
Standard requires approval by at least 75 % of the member bodies casting
a vote.

International Standard ISO 8128-2 was prepared by Technical Committee
ISO/TC 34, Agricultural food products, Sub-Committee SC 3, Fruit and
vegetable products.

ISO 8128 consists of the following parts, under the general title Apple
juice, apple juice concentrates and drinks containing apple juice — Deter-
mination of patulin content.

— Part 1: Method using high-performance liquid chromatography
— Part 2: Method using thin-layer chromatography

Annex A of this part of ISO 8128 is for information only.
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Apple juice, apple juicé}'g)ncentrates and drinks

containing apple juice —
content —

Part 2:

Q
Method using thin-layer chromatography'o/‘@

1 Scope

This part of ISO 8128 specifies a method using thin-
layer chromatography for the determination of the
patulin content of apple juice, apple juice concentrates
and drinks containing apple juice.

The limit of detection of the method is 25 pg/l, based
on 50 ml of ready-to-drink apple juice.

NOTE 1  For more precise analyses or in case of a dis-
pute, the HPLC method specified in ISO 8128-1 should be
used.

2 Principle

Extraction of patulin in a mixture of ethyl acetate and
chloroform (3:2 by volume). Filtration of the extract
on a silica-gel column and qualitative and semi-
guantitative determination by means of two-
directional thin-layer chromatography (TLC). The spots
are developed using a 3-methyl-2-benzothiazoline hy-
drazone (MBTH) hydrochloride solution.

3 Reagents

Use only reagents of recognized analytical grade and
water of the purity required for chromatography.

WARNING — Special attention should be paid

when using benzene or chloroform, which are
toxic and may cause explosions.

3.1 Solvents, ethyl acetate, chloroform and toluene.

ermination of patulin
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3.2 Developing solvents, for two—%onal TLC:)
. /;
benzene/methanol/acetic acid (80 % Q[@ss)
mixture (19:2:1 by volume); :
toluene/ethyl acetate/formic acid (30 % by mass)
mixture (5:4:1 by volume). ’

3.3 Silica gel, for column chromatography, of
0,063 mm to 0,2 mm particle size.

3.4 Eluting solution, toluene/ethyl acetate mixture
(75:25 by volume).

3.5 Patulin standard solution (C,HgO,).

3.5.1 Preparation

Weigh, to the nearest 0,1 mg, 10,0 mg of patulin in
a 100 ml one-mark volumetric flask and dissolve it in
ethyl acetate (3.1). Make up to the mark with ethyl
acetate.

Pipette 10,0 ml of this solution into another 100 ml
one-mark volumetric flask and make up to the mark
with ethyl acetate.

The patulin content of this standard solution is
10 ug/ml approximately.

Measufe the absorbance at 276 nm of this standard
solution on an appropriate spectrometer using quartz
cells of optical path length 10 mm.

NOTE 2  The preparation of the standard solution and the
control of its purity are based on reference [3].



