Full document details: ISO 18862-2016

INTERNATIONAL ISO
STANDARD 18862

First edition
2016-07-15

Coffee and coffee products —
Determination of acrylamide —
Methods using HPLC-MS/MS and GC-
MS after derivatization

Café et de ses dérivés — Dosage de I'acrylamide — Méthodes utilisant
CLHP-MS/MS et CG-MS apres dérivation

Reference number

— TR — 1SO 18862:2016(E)
ISO Documents

NI Document Sharing Hub

&s==— © 150 2016


http://avadocuments2026.com/doc/iso-18862-2016
http://avadocuments2026.com/doc/iso-18862-2016

ISO 18862:2016(E)

COPYRIGHT PROTECTED DOCUMENT

© IS0 2016, Published in Switzerland

All rights reserved. Unless otherwise specified, no part of this publication may be reproduced or utilized otherwise in any form
or by any means, electronic or mechanical, including photocopying, or posting on the internet or an intranet, without prior
written permission. Permission can be requested from either ISO at the address below or ISO’s member body in the country of
the requester.

ISO copyright office

Ch. de Blandonnet 8 « CP 401
CH-1214 Vernier, Geneva, Switzerland
Tel. +41 22 749 01 11

Fax +41 22 749 09 47

copyright@iso.org

wwise.ore Documents
.. Document Sharing Hub
11 © ISO 2016 - All rights reserved

Full document details: ISO 18862-2016


http://avadocuments2026.com/doc/iso-18862-2016
http://avadocuments2026.com/doc/iso-18862-2016

ISO 18862:2016(E)

Contents Page
FFOT@WOTM .........oocccceesee e85 8558585855555 iv
TN OAUCEION........ccoe st \%
1 SCOPI ... 1
2 Normative references
3 Terms and definitions
4 Principle
5 Reagents
6 AP PATARUS ... 3
7 SAIMUPLITIG ... 4
8 PIOCEAUIE. ..o 4
8.1 LT3 1<) - SO 4
8.2 Preparation of the SAMPIE EXEIACT ... s 4
8.3 Clean-up of the extracts )
8.3.1  Carrez PreCiPItaAtiON ..o 5
8.3.2  SOlid Phase EXEIACTION ...oooccooieeeeee e 5
8.4 HPLC-MS/MS MEASUTEIMIENIE .....oocccoororreiieseseeeieeoeesesossess e w5
8.4.1 High-performance liquid chromatography (HPLC) ..o w5
8.4.2  Identification and quantification by mass spectrometry (HPLC-MS/MS)...... .6
8.5 Measurement With GC-MS ... .6
8.5.1  Derivatization and sample preparation for gas chromatography ... )
8.5.2  GAS CRIOMAtOZIAPIY ..o 7
8.5.3  Identification and quantification by mass Spectrometry........... 7

9 Calibration ...
9.1 General advice
9.2 Determination of linearity and definition of the working range

9.3 Calibration with internal standard SOIUtION ...
9.4  Determination of the laboratory Specific TECOVETY ...
10 EVAIUATION ...k

10.1 Criteria for identification........
10.2 Calculation and final results

11 PrECISTON QAT ...
T1oT GEIIETAL .
T1.2  REPEATADIIILY oot
11.3 Reproducibility
T14  RECOVETY ..ot
12 MeaSuUremMeENt UNCETTAIIIEY ...t 9
13 T@STTE@POTE ... 10
Annex A (informative) Performance characteriStiCs ... 11
Annex B (informative) Examples of absorber materials................ee 12
Annex C (informative) Examples of columns and analysis conditions ... 13
BIDIIOGIAPIIY ... 19

Documents

] Document Sharin%Hub
© ISO 2016 - All rights reserved 1

Full document details: ISO 18862-2016


http://avadocuments2026.com/doc/iso-18862-2016
http://avadocuments2026.com/doc/iso-18862-2016

ISO 18862:2016(E)

Foreword

ISO (the International Organization for Standardization) is a worldwide federation of national standards
bodies (ISO member bodies). The work of preparing International Standards is normally carried out
through ISO 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 ISO, also take part in the work.
ISO collaborates closely with the International Electrotechnical Commission (IEC) on all matters of
electrotechnical standardization.

The procedures used to develop this document and those intended for its further maintenance are
described in the ISO/IEC Directives, Part 1. In particular the different approval criteria needed for the
different types of ISO documents should be noted. This document was drafted in accordance with the
editorial rules of the ISO/IEC Directives, Part 2 (see www.iso.org/directives).

Attention is drawn to the possibility that some of the elements of this document may be the subject of
patent rights. ISO shall not be held responsible for identifying any or all such patent rights. Details of
any patent rights identified during the development of the document will be in the Introduction and/or
on the ISO list of patent declarations received (see www.iso.org/patents).

Any trade name used in this document is information given for the convenience of users and does not
constitute an endorsement.

For an explanation on the meaning of ISO specific terms and expressions related to conformity assessment,
as well as information about ISO’s adherence to the World Trade Organization (WTO) principles in the
Technical Barriers to Trade (TBT) see the following URL: www.iso.org/iso/foreword.html.

The committee responsible for this document is I[SO/TC 34, Food products, Subcommittee SC 15, Coffee.
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Introduction

When applying this document, all existing safety regulations have to be followed.
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Coffee and coffee products — Determination of acrylamide
— Methods using HPLC-MS/MS and GC-MS after
derivatization

WARNING — The use of this document can involve hazardous materials, operations and
equipment. This document does not purport to address all the safety problems associated with
its use. It is the responsibility of the user of this document to take appropriate measures for
ensuring the safety and health of the personnel prior to application of this document and to
fulfil statutory requirements for this purpose.

1 Scope

This document specifies methods for the determination of acrylamide in coffee and coffee products by
extraction with water, clean-up by solid-phase extraction and determination by HPLC-MS/MS and GC-
MS. It was validated in a method validation study on roasted coffee, soluble coffee, coffee substitutes
and coffee products with ranges from 53 pg/kg to 612,1 pg/kg.

2 Normative references

The following documents are referred to in the text in such a way that some or all of their content
constitutes requirements of this document. For dated references, only the edition cited applies. For
undated references, the latest edition of the referenced document (including any amendments) applies.

ISO 3696, Water for analytical laboratory use — Specification and test methods

3 Terms and definitions
No terms and definitions are listed in this document.
[SO and IEC maintain terminological databases for use in standardization at the following addresses:

— IEC Electropedia: available at http://www.electropedia.org/

— ISO Online browsing platform: available at http://www.iso.org/obp

4 Principle

The coffee sample is extracted with water or, in the case of soluble products, dissolved in water. A clean-
up by solid phase extraction is employed to remove interfering matrix compounds. Two alternative
methods can be used for the determination: high-performance liquid chromatography with mass
spectrometric detection (HPLC-MS/MS) or, after a bromination of the acrylamide, gas chromatography
with mass spectrometric detection (GC-MS). In both cases, isotopic labelled internal standard solutions
are used.

5 Reagents

WARNING — In view of health risks when working with acrylamide, appropriate preventive
and protection measures shall be taken, such as using a fume cupboard, aspirating acrylamide-
containing solutions only with a pipette, and avoiding skin and eye contact or inhalation of
acrylamide-containing vapour.
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If available, reagents of “residue analysis grade” or “analytical reagent grade” shall be used. The level
of impurities in the reagents that contribute to the blank should be negligibly small. The blank shall be
checked regularly.

5.1 Water, of grade 1 according to ISO 3696, MS-grade is recommended.

5.2 Operating gases of high purity, suitable for GC and mass spectrometry according to the
instructions of the manufacturer of the apparatus.

5.3 Solvents, such as methanol, ethyl acetate, acetonitrile, n-hexane, MS-grade is recommended.
5.4 Acrylamide, C3HsNO, purity >98 %, reference substance.

5.4.1 Acrylamide stock solution, mass concentration p =1 000 pg/ml.

Weigh (0,10 + 0,001) g of acrylamide into a 100 ml one-mark volumetric flask and swirl it in 30 ml
of water in order to dissolve the acrylamide. Fill up to the mark with water and mix well. The stock
solution is stable for at least 3 months when stored protected from light at a maximum of 6 °C.

Alternatively, a commercially available solution with a mass concentration of p = 1 000 pg/ml may be
used. The information of the manufacturer regarding the stability of the solution shall be observed.

5.4.2 Acrylamide calibration solution, p = 10 pug/ml.

Using a pipette, transfer (1,0 + 0,001) ml of the acrylamide stock solution (5.4.1) into a 100 ml one-mark
volumetric flask and fill up to the mark with water. This solution shall be stored protected from light at
a maximum of 6 °C and shall be freshly prepared every working day. Depending on the working range,
more dilution steps might be necessary.

5.5 D3-acrylamide (acrylamide-2,3,3-d3) internal standard solution, C3H;D3NO, purity >98 %,
reference substance.

5.5.1 D3-acrylamide stock solution (internal standard solution).

Weigh (0,10 + 0,001) g of D3-acrylamide into a 100 ml one-mark volumetric flask and swirl it in 30 ml
of water in order to dissolve the D3-acrylamide. Fill up to the mark with water and mix well. The stock
solution is stable for at least 3 months when stored protected from light at a maximum of 6 °C.

Alternatively, a commercially available solution with a mass concentration of p =1 000 pg/ml may be
used. The information of the manufacturer regarding the stability of the solution shall be observed.

5.5.2 D3-acrylamide internal standard solution.

Using a pipette, transfer (1,0 = 0,001) ml of the D3-acrylamide stock solution (5.5.1) into a 100 ml one-
mark volumetric flask and fill up to the mark with water. This solution shall be stored protected from
light at a maximum of 6 °C and shall be freshly prepared every working day. Depending on the working
range, more dilution steps might be necessary.

NOTE1  For HPLC-MS/MS, the solutions according to 5.4.1 to 5.5.2 can be prepared using the HPLC eluent as a
solvent. The stability of these solutions depends on the mobile phase used and has to be validated.

When using GC-MS, all standard solutions according to 5.4.2 and 5.5.2 shall be subjected to the
derivatization step according to 8.5.1.

NOTE 2 Instead of D3-acrylamide, it is also possible to use 13C3 acrylamide for the preparation of the internal
standard solution. However, in the following clauses, the procedure and calculation are described for D3-
acrylamide only.
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