bsi.

Foodstuffs — Detection of
food allergens by ivioiecular
biological methorls

Part 4: Peanut (Arachiz.hypogaea) —

Qualitative detectiorr of a specific DNA
sequence in chocolate by real-time PCR

..making excellence a habit.


https://www.stdhive.com/standards/bs-pd-cents-15634-42016-pdf/

PD CEN/TS 15634-4:2016 PUBLISHED DOCUMENT

National foreword

This Published Document is the UK implementation of CEN/TS
15634-4:2016.

The UK participation in its preparation was entrusted to Technical
Committee AW/275, Food analysis - Horizontal methods.

A list of organizations represented on this committee can be
obtained on request to its secretary.

This publication does not purport to include all the necessary
provisions of a contract. Users are responsible for its correct
application.

© The British Standards Institution 2016. Published by BSI Stanfards
Limited 2016

ISBN 978 0 580 90304 5
ICS 07.100.30; 67.190

Compliance with a British Standard cannot coi.far ‘'mmunity from
legal obligations.

This Published Document was publisher cnac=the authority of the
Standards Policy and Strategy Commit.2e 01 30 April 2016.
Amendments issued since publica ion

Date Text affected



https://www.stdhive.com/standards/bs-pd-cents-15634-42016-pdf/

PD CEN/TS 15634-4:2016

TECHNICAL SPECIFICATION CEN/TS 15634-4
SPECIFICATION TECHNIQUE
TECHNISCHE SPEZIFIKATION March 2016

ICS 07.100.30; 67.190

English Version

Foodstuffs - Detection of food allergens by molecular
biological methods - Part 4: Peanut (Arachis hypogaea) -
Qualitative detection of a specific DNA sequence in
chocolate by real-time PCR

Produits alimentaires - Détection d'allergenes Lebensmittel - Nachwe s von Lebensmittelallergenen
alimentaires par des méthodes de biologie moléculaire mit molekularbiolog:=chi n Verfahren - Teil 4: Erdnuss
- Partie 4 : Arachide (Arachis hypogaea) - Détection (Arachis hypogaha) - Qu alitativer Nachweis einer
qualitative d'une séquence d'ADN spécifique dans du spezifischen D1 A-Se ,uen. in Schokolade mittels Real-

chocolat, par PCR en temps réel time PCR

This Technical Specification (CEN/TS) was approved by CEN on 11 Februai 7 2( 16 for provisional application.

The period of validity of this CEN/TS is limited initially to three years. Af*ci two ’ears the members of CEN will be requested to
submit their comments, particularly on the question whether the CLN/T.’ can e converted into a European Standard.

CEN members are required to announce the existence of this CEN/1. in v..e same way as for an EN and to make the CEN/TS
available promptly at national level in an appropriate form. It i’, permissible to keep conflicting national standards in force (in
parallel to the CEN/TS) until the final decision about the possib.~ cc 1version of the CEN/TS into an EN is reached.

CEN members are the national standards bodies of Aus ria, Belgium, Bulgaria, Croatia, Cyprus, Czech Republic, Denmark, Estonia,
Finland, Former Yugoslav Republic of Macedonia, Fr':2ce, Germany, Greece, Hungary, Iceland, Ireland, Italy, Latvia, Lithuania,
Luxembourg, Malta, Netherlands, Norway, Poland, 0. tugal, Romania, Slovakia, Slovenia, Spain, Sweden, Switzerland, Turkey and
United Kingdom.

. — |

EUROPEAN COMMITTEE FOR STANDARDIZATION
COMITE EUROPEEN DE NORMALISATION
EUROPAISCHES KOMITEE FUR NORMUNG

CEN-CENELEC Management Centre: Avenue Marnix 17, B-1000 Brussels

© 2016 CEN  All rights of exploitation in any form and by any means reserved Ref. No. CEN/TS 15634-4:2016 E
worldwide for CEN national Members.


https://www.stdhive.com/standards/bs-pd-cents-15634-42016-pdf/

PD CEN/TS 15634-4:2016
CEN/TS 15634-4:2016 (E)

Contents Page
EUTOPEAN fOT@WOTIW......iiisinsssssnsisssssssmssssssssssssssssssssssssssssssssasas s ssssssssssssas sssssssssasasss s e s s sesassssssasasasanansnsnsssnsnsssssnsasanass 3
1 Y6 0 4
2 o0 10 (00 0 4
3 L T 1, 4
31 DNA extraction With CTAB ... s sssassssssssestees 4
3.2 DNA purification by means of solid phase eXtraction.........uu———————- N 5
3.3 Real-time PCR reagents.......cumnmnmmmssmsssssssssssssssssssssssssssssssssssssssssssssssssssssssssssssssssssasssnss | seaes. .5
4 Apparatus and eqUIPMENT ... ———————————— e 5
4.1 LD 2\ 2 N0 i Lot () o PR SS— 6
4.2 SO0 6
5 o 0T oL L S S, 6
5.1 0T 1 1) o | M — 6
5.2 T 000700 00 a0 0B Ui U o) T S 6
53 DNA extraction With CTAB ... PR~ 6
54 DNA purification by means of solid phase eXtraction.......c..iw s ———— 7
5.5 Measuring the mass concentration and purity of the exfructe 1 DNA ......ccovninsrsrssssssssesesssssnsnns 7
5.6 Real-time PCR ... sssssssssssssssssssssasasssssssssnas. S 8
6 Validation status and performance Criteria ... ii———————————— 9
6.1 General.... s ————————— N 9
6.2 D 2 - oo () 4 10
6.3 Reliability of the method.......cccoeeenenesesnsnsnnnns rataraLaEaEaEiEEEEEEESENENESELESESALALAEAEEELESEEEEEREAENESESEIELARAREEEE RS 10
6.3.1 Setup of the interlaboratory study .......... : O, N 10
6.3.2  ReSultS.. st B, 10
L3702 70 T o T 1 ) i (o L 11
7 Test report...... st o Lo+ 24 R AR RR AR RS AR RRARERAERRERRARA SRR RARRE AR AR AR ERRR R RRRR AR R RRRRES 11
Bibliography ... B 13


https://www.stdhive.com/standards/bs-pd-cents-15634-42016-pdf/

PD CEN/TS 15634-4:2016
CEN/TS 15634-4:2016 (E)

European foreword

This document (CEN/TS 15634-4:2016) has been prepared by Technical Committee CEN/TC 275 “Food
analysis - Horizontal methods”, the secretariat of which is held by DIN.

Attention is drawn to the possibility that some of the elements of this document may be the subject of
patent rights. CEN [and/or CENELEC] shall not be held responsible for identifying any or all such patent
rights.

EN 15634, Foodstuffs — Detection of food allergens by molecular biological methods, is curreutly
composed with the following parts:

— Part 1: General considerations;

— Part 2: Celery (Apium graveolens) — Qualitative determination of a specific DNA sequence in cooked
sausages by real-time PCR [Technical Specification];

— Part 3: Hazelnut (Corylus avellana) — Qualitative detection of a speciii= D VA sequence in chocolate
by real-time PCR [Technical Specification];

— Part 4: Peanut (Arachis hypogaea) — Qualitative detectic2 o a specific DNA sequence in chocolate
by real-time PCR [Technical Specification];

— Part 5: Mustard (Sinapis alba) and soya (Glycine'ma.: —Qualitative dectection of a specific DNA
sequence in cooked sausages by real-time PCR [Tecinical Specification].

According to the CEN-CENELEC Internal Regulativ.is, the national standards organizations of the
following countries are bound to announce this Technical Specification: Austria, Belgium, Bulgaria,
Croatia, Cyprus, Czech Republic, Denmark Fs-onia, Finland, Former Yugoslav Republic of Macedonia,
France, Germany, Greece, Hungary, Iceim d, Ireland, Italy, Latvia, Lithuania, Luxembourg, Malta,
Netherlands, Norway, Poland, Porti g1, Romania, Slovakia, Slovenia, Spain, Sweden, Switzerland,
Turkey and the United Kingdom.
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1 Scope

This Technical Specification describes a procedure for the qualitative detection of peanut (Arachis
hypogaea) in chocolate using real-time PCR based on the gene for the peanut allergen Ara h 2 [4], [5].

2 Principle
The total DNA is extracted from the sample and the DNA content estimated. A sequence specific to
peanut from the gene for Ara h 2 is multiplicated using real-time PCR. The amplicon with a length of 86

base pairs (bp) formed in this way is detected by annealing a sequence-specific probe and generating a
fluorescence signal [4].

3 Reagents
As a rule, analytical grade chemical reagents suitable for molecular biology shall be use.. Ti.~‘water

used shall be double distilled or equivalent quality. Solutions should be prepared by dissclving the
appropriate reagents in water and autoclaving, unless indicated differently.

3.1 DNA extraction with CTAB

3.1.1 Chloroform.

3.1.2 Ethanol, volume fraction ¢ = 96 %.

3.1.3 Ethylenediaminetetraacetic acid disodium salt (Na ED"'A).
3.1.4 Cetyltrimethylammoniumbromide (CTAB).
3.1.5 Hydrochloric acid, mass fraction w = 37 %.
3.1.6 Isoamyl alcohol.

3.1.7 Isopropanol.

3.1.8 Proteinase K.

3.1.9 Sodium chloride.

3.1.10 Sodium hydroxide.

3.1.11 Tris(hydroxyethyl). minomethane (TRIS).
3.1.12 Chlorofori.: istamyl alcohol mixture.

Mix 24 parte by 7olume of chloroform (3.1.1) with one part by volume of isoamyl alcohol (3.1.6).
Comme ial.;7 aveilable and comparable mixtures can be used.

3.1.13 “TAB extraction buffer solution, containing CTAB (mass concentration p = 20 g/1), sodium
cklaride (substance concentration ¢ = 1,4 mol/1), TRIS (c = 0,1 mol/1), Na2EDTA (c = 0,02 mol/1). Adjust
e pH value with hydrochloric acid to pH = 8,0.

3.1.14 Ethanol solution, ¢ = 70 %.

3.1.15 Proteinase K solution, p = 20 mg/ml.
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