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MpeagucnoBue

EBpasuiickuin coOBET No cTaHgapTuM3auum, metponorum u ceptucdukauumn (EACC) npegcrasnsiet coboi
pervoHanbHoe ob6beguHeHWe HauMOHanbHbIX OpPraHoB MO CTaHZAapTU3auuuM roCygapceTB, BXOOSLMX B
CoapyxectBo HeaaBucumbix Mocygapcte. B ganbHeiwem BO3MOXHO BeTynneHme B EACC HaumoHanbHbIX
OpraHoB Mo CTaHAapTU3aLuKn apyrux rocyaapcrs.

Llenn, ocHOBHbIE NMPUHLUUMBI U OCHOBHOW NOPSIfOK NpOBEeAeHuss paboT no MeXrocyqapCTBEHHOW CTaH-
paptuaauum yctaHoeneHsl FOCT 1.0-92 «MexrocygapcTBeHHas cuctema craHgaptusauun. OCHOBHbIE nono-
xeHusi» n TOCT 1.2-97 «MexrocyaapcTBeHHasi cuctema ctaHgaptmsauun. CtaHgapTbl MEXTOCYOAPCTBEHHbIE,
npasuna v pekoMeHgauum no MEeXroCyfapCTBEHHOM craHgapTtusauuun. Mopsgok paspaboTtku, NpUHATUS,
NpUMeHeHUsi, OGHOBNEHUS1 U OTMEHbI».

CeeneHun o cTaHpapTe

1 NOOrOTOBIEH pecnyGnuKaHCKUM YHUTapPHBIM MNpegnpusaTueM «benopycckuii rocynapCTBEHHbIN
MHCTUTYT MeTponorun» (benlMM) Ha ocHoBe COBCTBEHHOrO ayTeHTUYHOrO NepeBoa CTaHgapTa, ykasaHHOro
B NyHkTe 4

2 BHECEH lNocygapcTBeHHbIM KOMUTETOM MO cTaHgapTuaauum Pecnybnuku Benapyck

3 MPUHAT EBpasuiickum COBETOM NO CTaHgapTu3auun, metTponorum u ceptucpukauum (npotokon Ne 36
ot 11 Hos6pA 2009 T.)

3a npuHsTUe NPOroyiocoBanu:

KpaTKo:T:::enl-;oaaHme Kopg ctpaHbl no CokpalleHHOe HaMMeHoBaHue

MK (MCO 3166) 004-67 MK (MCO 3166) 004-97 HaLUMOHaNbLHOMo opraHa no craHgapTusauum
ApmeHus AM MuHakoHOMUKM PecnyGnuku ApmeHus
Benapycb BY lNoccraHgapt Pecny6nuku Benapycb
KasaxctaH KZ lNoccraHgapt Pecny6nuku KasaxcraH
KblprbiacTtaH KG KbiprelactaHgapT
MonpoBa MD MongoBa-CtaHpapT
TampKkukucraH TJ TapxukcTaHgapT

4 Hacroswmin cTaHgapT MageHTuyYeH mexgyHapogHomy crtaHpapty 1ISO 21569:2005 Foodstuffs — Meth-
ods of analysis for the detection of genetically modified organisms and derived products — Qualitative nucleic
acid based methods (MpogykTbl NyweBbIe. MeToabl aHanu3a Ans O6HapyXeHUsi reHeTUYecku MoguuLmpo-
BaHHbIX OPraHM3amMoB U NPOM3BOAHLIX NPOAYKTOB. MeToabl kayecTBeHHOro obHapyXeHUst Ha OCHOBe aHanuaa
HYKNEUHOBbLIX KUCIIOT).

MexayHapogHbiin ctaHpapT paspabotaH CEN/TC 275 «AHanu3a nuweBbIX NPOAYKTOB. [OpU3oHTanbHbIe
MeTogbi» EBponeiickoro komuteTa no crangaptusauum (CEN) coBmectHo ¢ ISO/TC 34 «lulieBbie NpoayKTbi»
MexgyHapogHo# opraHmu3auum no cradgaptusauum (ISO) B cootBetcTBUM ¢ CornaieHneM 0 TEXHUYECKOM
cotpygHuyecTee mexay 1SO u CEN (BeHckum cornawueHuem).

MepeBog € aHrMMUINCKOrO A3bika (en).

OdumumanbHbie 3K3eMnspbl MEXOYHApOAHOro CTaHaapTa, Ha OCHOBE KOTOPOro NoAroTOBIEH HACTOSILLMIA
MEXroCy[apCTBEHHbIN CTaHAAPT, U MeXOyHapoOHbIX CTaHZApPTOB, HA KOTOpble AaHbl CCbIIKU, UMEKTCS B
HauuoHaneHoM cpoHae THIA.

B paspgene «HopmaTuBHbIE CCbINIKM» U TEKCTE CTaHgapTa CCbINIKU Ha MeXAyHapoHble CTaHOapTbl akTya-
JIM3UPOBaHbI.

CBefleHUss 0 COOTBETCTBUM MEXIOCYAapCTBEHHOr0 CTaHAapTa CCbINOYHOMY MEXOyHapooHOMY CTaH-
4apTy npuBefeHbl B AOMNONHUTENIbHOM npunoxeHun [.A.

CreneHb cooTBeTCTBUA — MAEHTUYHan (IDT)

5 BBEJJEH B [IEMCTBME noctaHoeneHuem MocctaHpapta Pecny6nukm Benapyck ot 24 ceHtsibps 2010 T.
Ne 58 HenocpeacTBEHHO B Ka4eCTBE rOCYAapCTBEHHONo craHaapTa Pecnybnuku benapych ¢ 1 sHBapst 2011 .

6 BBEOEH BIEPBbIE
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UHehopmayusi 0o esedeHuu 8 delicmeue (MpekpalwjeHuu delicmeust) Hacmosweao cmaHdapma u usme-
HeHUl K HeMy Ha meppumopuu yKkasaHHbIX 8ble 2ocydapcme MybnuKyemcs @ ykasamerssx HayUOHaIbHbIX
(2ocydapcmeeHHbix) crnaHdapmos, usdasaeMbiX 8 amux 20cydapecmeax.

© lNoccraHgapr, 2010

Hacrosiwmin cTaHgapT He MOXeT ObiTb BOCTNPOM3BEAEH, TUPAXUPOBAH M pPacnpoCTPaHeH B KavyecTBe
ocdhmumansHOro usgaHus 6e3 paspeweHus occraHgapta Pecnybnuku benapycb



rOCT UCO 21569-2009

CopnepxaHue
BBEIEBHMUE ... s s aaanaaanaanananananananananannnn V
1 OBNACTD NMPUMEHEHMUSA. .....c.eeeeeueeeeeeeeaseeeeeeeeeseassseessaeessaseesssseasaeessanessaseesasessaasessannessneesasessnnsessnnnessnneess 1
2 HOPMATUBHDBIE COBITKM ......eeeeeuueereraeneerasseessssseessaasneeesasnnes s assnessaansneesansnessassnnessasnnnessssnnnessesnnnessssnnnens 1
3 TEPMUHBI M ONPEOEIIEHMSI ........eeeeeeeeeeereeneeeenseee s anneee s snree s assnes s amsnee e emsnee s ammnee s ansneeaasnnneesaeennneeeeennnes 1
A TTDMHLIMIN METODA --ueeeeeeeaeauuenreeeeesaaaaanseereeesasaasaasnseseeesas s aaasnneseaes e saassnmneseeasaesannsnnneeeeesaaaaannnnneeesessnannneens 2
B PIOAKTUBDI .......eeeeeieieee e et eece e e e e e e e eeeeas s e smreeeees e s s e aneeeees e s nmeeneeeees e annneeeeen e s nnnreeeeesennnnnneneeenanan 2
6 VIHCTPYMEHTBI Y OBOPYIOBAHME........c.eeeeiuieeeeeeeeeesseeesseesseessaseesssee s e essnnesssseaseessannessnseesasessnnsessnneessns 3
AL o Lol RT =T N = TR= 1= 3 [ - T PP 3
8 VHTEPMNPETALMSA POBYIIBTATOB ....cce iureeeseurreessarreessarreeessareeessaareeessaseeessaneesssanessssnnsessssnnnessssnnnessesnnnes 5
9 MNMpepocTaBneHne pesynbTaTOB M KOHTPOSD KAUECTBA ......ucevearurrrraasnrersaasnressassnresseassnessssnressssnnnessssnees 6
10 TTPOTOKOIT MCTIBITAHMIM. .....ecueeeeeeueeeeseeeeesseeeessreeessneeessmneeessmneeessmneeessmneeessamneeessanneeessanneeessnnneeessnns 6
MpunoxeHue A (cnpaBo4vHoe) MeTogbl, CNeLUNUUHBIE K LENEBbLIM TAKCOHAM........cvvverrieerersesseressasssnensas 7
MpunoxeHue B (CNPaBOYHOE) METOABI CKPUHUHIA......ccueoeeeeueeeraeereaeeseseessseeasseessssessseesasesssseessansessneesns 20
MpunoxeHue C (cnpaBoyHoe) MeToabl, cneunuYHbIE K FEHETUUYECKON KOHCTPYKLIMM ......evvvenenieneeeanens 33
MpunoxeHue D (cnpaBouHoe) MeTogbl, cneuuduyHbie K TPaHCOPMaLMOHHBIM COBBITUSAM ................. 51
] 1Ty 1 Ty 7= o o1 L TSP 55

MpunoxeHue O.A (cnpasouHoe) CBefeHns 0 COOTBETCTBUN MEXTOCYAapCTBEHHOrO cTaHaapTa
CCbINTOYHOMY MEXOYHAPOAHOMY CTAHOAPTY ....cccuvurerieirsssisssnrsrse s es s ssssar e s s s s snnnens 60



rOCT UCO 21569-2009

BeepeHue

Ob6HapyeHWe reHeTUYecku MoauULMPOBAHHBIX UCTOYHUKOB B MHIPEAUMEHTaxX MULLEBbLIX NPOAYKTOB
BbINOSIHAETCA NOCPEACTBOM OMNUCaHHbIX fanee AEUCTBUM, BbINOSIHAEMbIX NOCneaosaTesisHo unM ogHoBpe-
MeHHo. lMocne orbopa npobbl M3 aHanU3aWpyemon Nopuun NPOBOAAT BblAESIEHWE HYKITEUHOBbIX KUCHOT.
BblgeneHHble HYKNEeNHOBbIE KUCNIOTbl MOTYT ObiTh AOMOSTHUTENBLHO OYULLEHbI, OAHOBPEMEHHO C MPOLIECCOM
BblgeneHnss unu nocrne Hero. [anbHenwumun [edCTBUSIMU SIBRSIKOTCA OnpederneHne Ux KOHUEeHTpauuu
(npy HeobxogumoCTK), pa3segeHue (Npu HeOoBXxoaUMOCTU) U UCTNONb30BaHWE B aHANMTUMECKUX NpoLeaypax
(Hanpumep, B aHanu3e MNLP). NpoBegeHue 3TMX eNCTBUIA NOQPOOHO ONMCaHO B HAcCTOSALWEM CTaHdapTe, a
Talke B rpynne MexgyHapogHbIX CTaHOapToB, 06begUHEHHbIX O6LWMUM 3aronoBkom: «luweBblie NPpoayKTh.
MeTogbl aHanu3a pnsi OnpegeneHus reHeTuYeckn MopguyMUuMpoOBaHHBIX OPraHU3MOB U COopepXalux Ux
NPOQYKTOB»:

— «OT160p npob» (1ISO 21568);

— «MeToabl KONUYECTBEHHOIO ONpenesieHnst Ha OCHOBE aHanu3a HykneuHoBbIxX kucnot» (ISO 21570);

— «BblgeneHue HyknenHoBbix kucnot (ISO 21571).

HononHuteneHas nHdopmaums 06 obwmx TpeboBaHusX U onpeaeneHusix, BKIYasi ONMCaHHbIe Bbille
Laru, NPMBOAUTCH B MeXayHapogHomMm ctaHgapTte 1ISO 24276.

KauecTtBeHHOe onpepgeneHue UeneBbix nocnegoratensHocTen [JHK BbINONHAETCA ¢ LUenb nonyyeHus
OoTBETa «4a» WU «HET» Ha BOMPOC O COAEpXKaHUM UM OTCYTCTBUM LieneBoi nocnegosartensHoctu OHK ¢
YYETOM COOTBETCTBYIOLLMX KOHTPOIbHbIX Npo6 B npegenax obHapyXeHUsi UCMosb3yemMoro METoga aHanuaa
M ans aHanuaMpyemoin yactu obpasua.

CneuncuyHOCTb METOLOB, B COOTBETCTBUMU C ONUCAHUSIMU B NpUnoxeHusx A — D, BapbUpyeTcs OT CKpU-
HUHra (onpegeneHve TMNUMYHBIX nocneposatensHoctel AHK, xapaktepHeix ans MMO) go cneyucuyeckoin
MOEHTUUKALUN FreHETUYECKOW KOHCTPYKLIMK UK crieumryecKoro cobbITust reHeTUHeCKon TpaHcopmaumn.
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rOCYOAPCTBEHHbIA CTAHOAPT PECNYB/IUKA BENAPYCb

NPOOYKTbl NMULLEBBIE
MeToabl aHanusa Ans obHapyXeHUsl reHeTUYeCKu MoaudUUUPOBaHHBLIX
OpraHM3sMOB U NPOU3BOAHLIX NPOAYKTOB.
MeToabl KayeCTBEHHOro OOHapYyXeHUSi Ha OCHOBE aHanu3a HYKJEMHOBLIX KUCHOT

NMPAAYKTbl XAP4YOBbIA
MeTagbl aHanisy gns BbIAYNEHHA reHeTbivMHa MagbidikaBaHbIX
apraHiamay i BbLITBOPHbIX npagykrtay.
MeTagbl sikacHara BbISIYNIEHHSI Ha aCHOBE aHani3y HykneiHaBbIX KicnoT

Foodstuffs
Methods of analysis for the detection of genetically modified organisms
and derived products.
Qualitative nucleic acid based methods

Harta sBegenua 2011-01-01

1 O6nacTb NpUMeHeHuUs

Hacroswuii ctaHgapT COAEPXUT onucaHue npoueayp KaueCTBEHHOro onpeneneHnsl reHeTuYecku Moau-
huumpoBaHHbix opraHuamoB (FTMO) u cogepalimx UxX NPOOYKTOB MyTEM aHanusa HyKIIeMHOBbIX KUCIOT,
BblgensiemMmbix U3 uccrnegyemoro obpasya. OCHOBHOE BHUMaHWE yAeneHo MeTO4aM aHanmu3a Ha OCHOBe
aMnnudukaLmMn HyKNerHOBbIX KUCMOT C NOMOLLIO NOSIMMepPasHoi LenHoin peakuum (MLP).

B HacTosileM cTaHpapTe npuBoasaTcs obwme TpeboBaHus K cneuncuyeckomy onpegeneHuo M MgeH-
TUUKaLUKN LeneBbiX NocnegoBaTenbHOCTEN HyknemHoBon kucnoTsl (OHK) u k nogTBepKoeHuto oeHTUYHOCTU
amnnucpuumpoBaHHoi nocnegosatensHocTu AHK.

PykoBogcTBa, MUHMMArbHbIE TPEBOBaHUS U KPUTEPUU BbINOSIHEHWUS!, YCTAHOBIEHHbIE B HACTOSILLEM
cTaHpapTe, npegHasHayeHbl ans obecneyeHust NonyYyeHusi COMOCTaBUMbIX, TOYHBIX U BOCNPOU3BOAUMbBIX
pe3ynbTaToB B pa3nnyHbiX nabopartopusix.

Hacrosiwuin ctaHgapt 6bin paspaboTtaH ans MaTpyy NULEBBLIX NMPOAYKTOB, OOQHAKO MOXET ObiTh Takke
NPUMEHeH ONns aHanu3a gpyrux martpuy (Hanpumep, KOpMa Ofisl XXMBOTHbIX, 06pa3subl pacTeHuid u3 okpy-
Kawlen cpeppl).

lMprMepbl KOHKPETHLIX MEeTOA0B NPUBOJATCA B NpunoxeHusix A — D.

2 HopMaTUBHGIE CChINKU

Ons NnpMMeHeHus HaCcTOosILLEero ctaHgapTa Heobxogumbl criegylowme CCbiIouHbIe JOKYMeHThl Ons gatu-
POBaHHbIX CCbINIOK NPUMEHSIIOT TOSMBKO YKa3aHHOE U3faHue CCbITOYHOrO AOKYMEHTAa, ANA HeaaTUpOBaHHbIX
CCbINOK MPUMEHSIIOT NocnegHee u3gaHue CCbiNTOYHOro JOKYMEHTA.

ISO 21571:2005 MpopgykTbl NUWeBble. MeToabl aHanuaa gnst obHapyXeHUsi reHeTuYeckn moguumpo-
BaHHbIX OPraHU3MOB U UX NPOU3BOAHBIX. A3BNEeYeHUe HYKIEUHOBOW KUCTOTbI

ISO 24276:2006 MpopykTbl NUWeBble. MeTogbl aHanuaa ans obHapyxeHusi reHeTuYeckun mogucuumpo-
BaHHbIX OPraHU3MOB U NOJy4YEHHbIX U3 HUX NpoaykToB. Obwue TpeboBaHus u onpegeneHus

3 TepmuHbI M onpeaeneHus

B HacTosileM cTaHgapTe NPUMEHSIIOT TEPMUHBI U ONpeaeneHnsl, yctaHoBneHHble B ISO 24276.

U3paHve opuumansHoe
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4 MpuHuun meToga

4.1 O6wmMe NONOXKEHNA

KauecTBeHHbIA aHanua npegcraenseT coboi cneuudryeckoe onpegeneHne uenesbix nocnegoBarterib-
HOCTEl HYKIIeMHOBOM KUCNOThLI B aHanuaupyembix obpa3suax. Kaxgbii meton pomkeH ObiTb cneuududeH
Ond LeneBoil nocnegoBaTenibHOCTH.

PeaynbTaT KauyeCTBEHHOro aHanusa JOSMKEH YeTKO NOKasbiBaTh HajIMuue Unu OTCYTCTBUE UCCIEOyeMOro
reHEeTUYECKOro 3fIEMEHTa C Y4eTOM COOTBETCTBYIOLLUX KOHTPONEn B npepenax obHapyXeHus ucnonb3yemoro
MeToAa aHanuaa v gfisi aHanuanpyemon Jyactu obpasua.

4.2 NuUP-amnnucpuxkaumua

Amnnucukaumsa yenesoit nocnegoratensHocTn OHK npoussogutcs in vitro nocpepcTBOM peakuuu,
katanuanpyemoin [HK-nonumepa3soi, B NPpUCYTCTBUM ONIUFOHYKIIEOTMAOB-NPaiMepoB U Ae30KCUpUGOHyKe-
otuarpudoctaToB B 3agaHHOM peakumoHHoMm Gydepe [1], [2]. HeobxogumbiMm ycnoBuem pnsi npoBegeHus
aMnnucrkaumMm LeneBor NocnegoBaTeNlbHOCTU SBNSETCA OTCYTCTBUE MHIMBUTOPOB NONMMEpasbl B peakum-
OHHoI1 cmecun. Amnnudukauma JHK — aTo yuknuueckuii npouece, COCTOALMIA U3 CrneayLwmMx 3Tanos:

— feHatypauus asyxHutesoi [JHK B OQHOHUTEBYIO HYKIIEMHOBYIO KUCNOTY NOCPEACTBOM HarpeBa;

— oxur (cneuuncpnueckas rmbpuansaums) NpanMepoB K LIeNEBON NocneaoBaTenbHOCTU NPU COOTBETCT-
BYIOLLEN TeMnepaType 1

— 3MI0Hrauus nNpanmepos, CBA3aHHbIX ¢ 06erMu oguHapHeiMu cnupansamu, OHK-nonumepasoi, npume-
Humoii B MNLP, npu coOTBETCTBYOLWE TEMNEpaType.

4.3 O6HapyxeHue n noaTBepxaeHve npoaykros MLUP

O6HapyxeHue npogykToB NMLP npon3sogutcs ¢ nomMoLbo anekTpodopesa B arapo3HOM refie unm npu
HeobX0QUMOCTU anbTepPHATUBHLIMU OOCTYNHLIMA METOA4AMWU NOCHE U30oNALUMU NOCPEACTBOM COOTBETCTBYIOLLEH
npouepypsl pasgeneHus.

WaoeHtucbukaums nobon obHapy>KeHHON Leneson NocnegoBaTeNibHOCTU MOXET ObiTb noaTBepXaeHa
COOTBETCTBYIOLLENA METOAMKON (Hanpumep, C NOMOLLLIO PECTPUKLIMOHHOIO aHanusa thepmeHTamm pecTpukLmm,
mbpuansaumm unu adanuaa nocnegoatensHoctn OHK).

B cnydae ucnonb3oBaHus aHanusa [LUP B peanbHOM BpemMeHU amnnucukaums u OeTeKTupoBaHue
NPOUCXOAAT OGHOBPEMEHHO.

5 PeakTuBbl

Ecnu 310 He oroBapusaetcsi 0co60, pacTBOPbl PEaKTMBOB, UCTOSb3yeMbIX ANS aHa/IM3a, 06bIYHO XpaHaT
npubnusuTensHo npu MmuHyc 20 °C.

LienecoobpasHo pasgenutb UCNonb3yemble s aHanuTUYeckoro MeToda pacTBopbl peakTMBOB Ha Marblie
nopuuuK, 3T0 NO3BONUT M3bexaTb MHOrOKPaTHOrO NOBTOPEHUS LIMKIIOB Pa3MOPaXXUBaHWUSA/3aMOpaXusaHus, a
Takke CHU3UTL PUCK NEPEKPECTHON KOHTAMUHALIMN.

5.1 Uenesas [IHK/KoHTponb

5.2 Bopa

5.3 PacTBOp gesokcupubonykneomparpudocdgaror (ANTP), cogepxawmii dATP, dCTP, dGTP u dTTP
unu dUTP.

MpumeuaHne — Ucnonb3osaHue dUTP MoOXeT oTpuuaTtenbHO NOBMUMATL HA JanbHeilllee npoBegeHWe aHanusa
npoaykroB amnnvdukauum MNMLP ¢ NOMOLBID PeCTPUKLMOHHOIO aHanu3aa.

5.4 BycepHbin pacTsop ansa MNMLUP

BycpepHbiit pactesop gns MLP obbivHO nocraensetcs ¢ AHK-nonumepasoii. 3TOT pacTBOp MOXET coaep-
XaTb unu He cogepxatb MgCl, B KOHUEHTpauuu, ykasaHHOW npoussoguteneM. KoHeuHas KOHUeHTpauus
MgCl, uHpmBugyanbHa gns Kaxgoro METOAa M, CregoBaTesibHO, NPUBOAUTCH B KaXXKOOM npunoxeHuu. Ha
pblHKE Takke MOryT ObiTb NPeACTaBsieHbl FOTOBbIE K UCMNOJIb30BaHUIO peakTuBbl. [iNa TakMx peakTuBoB Crie-
gyet cobnogaTth UHCTPYKLMIO, NPefocTaBnsemyio Npou3BoauTenem.

5.5 TepmoctabunwHan OQHK-nonumepasa
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5.6 NMpamou npanmep

5.7 O6paTtHbIV Npaimep

6 UHcTpyMeHTLI M o6opyaoBaHue

MoagpobHas nHdopmaums No MHCTpyMEHTam u obopynoBaHuio npuBogutcs B 1SO 24276 v npunoxe-
Husix A —D.

7 Mpoueanypa aHanusa

7.1 KauecTBO, LeNOCTHOCTb U aMNNU(MLMPYeMOCTb BbIAENEHHON HYKNEUHOBOWU KUCHOThI

PacTtBOp HYKNEMHOBOW KUCNOTHI JOMKEH ObiTb [OCTATOUMHO YMCTBIM OIS nocnepywLlero aHanuaa [3].
KaueCTBO M KONUYECTBO BLISENEHHON C MNOMOLUBK 33a4aHHOr0 MeToda U3 OnpefeneHHoro marepuana
o6pasua HyKNnenHOBOM KUCNOThI AOMKHbI ObITb NOBTOPSiEMbI U BOCNPOU3BOOUMBI.

MpumeyaHve — KauecTBo, LIeNOCTHOCTL U kKonndecTBo obpasua OHK BnusieT Ha Bixog MNLP 1, cnegosatensHo, Ha
nonyyaeMbie pesynbTaTthl aHanu3a. Mpegen oGHapyeHWUs KOHKPETHOro MeToda MOXET, Takum obpa3oM, 3aBuceTb OT
TOro, 6b111 N1 aHanM3vpyeMbli MaTepuan obpaboTaH UM OMULLEH, a TakkKe OT cTeneHun aerpagauuy (paspywenus) AHK
B HEM.

HyknevHoBble kucnoThbl, Ucnonb3yemble B MNMLP, He pormkHbl cogepxatb uHrbutopsl MNLP [4]. Heo6xo-
AMMO UCMOJIb30BaTb KOHTPONU UHrMbuposaHus MLP, onucaHHbie B ISO 24276.

7.2 Kputepum BbINONMHEHUA aHanNu3a

Ob6wue kpuTepun BLINONTHEHUS aHanu3a onucaHsbl B 1ISO 24276.

3HaueHUs XapakTePUCTUK BbIMONTHEHUS aHANM3a NPUBOAATCA NS KaX4oro MeToda U ykasaHbl B MpuIo-
»eHuax A — D; npu 9ToM criefyeT yuuThiBaTh pasMep reHoma, cm. [5].

Ons kaxgon napbl npaiMepoB u/unuM CUCTEMbI cregyeT ONTUMU3UMPOBAaTh YCIOBUS peakuun, 0COBEHHO
KOHUeHTpauuio MgCl, n nporpammy paboTtbl amnnucukatopa. Npyu MCNonb3oBaHUM KakoN-nubo cuctembl
nparvMepoB B NepBbli pa3 HeOBXOAMMO NpeaBapuTENbHO A0KasaTbh, YTO YCNOBUS LMKNA, BbIOpaHHbie Ans
KOHKPETHOro u3y4yaemoro matepuana obpasya, no3sonsiioT usbexartb 0bpa3oBaHUs HeXenaTerbHbIX KOHKY-
PUPYIOLLUX NPOAYKTOB PeakLuun, KOTOpbIe B MPOTUBHOM CIy4Yae CHU3AT YyBCTBUTENBHOCTL OGHapyxeHus B MNLP.

B ontumanbHoi peakumm TpebyeTtcs meHee 40 umknoB gns amnnucmkauum 10 n 6onee LeneBbix MONeKyn
M NMONyYeHUs NPOQYKTa, KOTOPbIN MOXET ObITh NErko oGHapyXeH ctaHgapTHbiMu MeTogamu. Mo mepe yBenu-
UYEHUs1 YMCIa LMKIIOB BO3MOXHO HaKoMneHue Hecneuuuyeckux npogykToB peakuun. OnTumMmuaMpoBaHHas
MUP gomkHa nos3sonsTtb nonyuntb 3a 40 UMknoB M3 ynctoro obpasua CraHgapTHOroO cocTaBa, B KOTOPOM
cogepxartcsa 100 konuit matpuubl JHK, gocratouHoe gns obHapyxeHUsi KONM4YecTBO Konuin npopykTa MMLP.
Cnepgyet CTpOro NnpMaepXKMBaThC 3a4aHHbIX KONMMYECTBa LMKIOB, NPOMUs KPUBON «TeMnepaTtypa — Bpemsi»
AN K&KO0W CUCTEMbI NPANMEPOB U PEAKLMOHHON CMECH, yuuTbiBasi UCNofb3ayemoe obopygoBaHue.

B uenom cnegyet MakCUMaribHO BO3MOXHO YBENUUMBaTL CNeLmuUYHOCTb peakuum (Hanpumep, UCTonb3ys
MUP ¢ «ropsiuum ctaptom»). MNLP ¢ «ropsiumm cTapTomM» pEeKOMEHOYETCs KaK CPeACTBO CHWKEHUST NOBOUHBIX
peakuui (Hanpumep, amnnucuKaums Heuenesbix nocnegoBaTensHocTen ¢oHoBon OHK (owmbouHas nocapgka
nparWmepoB) U1 ONMroMepu3auus NnpaiMepoB) U, TakKUM 06pa3oM, yBenuyeHus cneuuduyHoOCTU MeToaa.

3HaueHus1, NoNyYeHHbIE B XOA4e MEeTPONOMMYECKON atTectaumm, MoryT ObiTb He MPUMEHUMBI K Auana3oHam
KOHLIEHTpaLuii aHanM3npyemMoro BeLecTsa U matepuanam oopasyoB, OTIMHAOLWMXCS OT NEPEUYUCTIEHHbIX B
COOTBETCTBYIOLUNX NMPUNOXKEHUSIX.

7.3 AcnekTbl nog6opa napameTtpos MNLUP

7.3.1 O6wme nonoxeHus

Tak Kak BbINONIHEHUe Kaxaon uHavemugyansHon MLP gomkHo 6biTb CONOCTaBUMO ¢ ApyrMMu crneuucdu-
uyeckumu MNMLP, cnepyet yuiTbiBaTh NpUBEAEHHbIE fasee acnekTbl nogbopa napameTpos MNLP.

7.3.2 Pasmep MNUP-npoaykToB

Paawmep ueneBon nocnegoBaTenbHOCTU cnegyeT BblibMpaTh Takum obpasom, UTobbl OH nonagan B gua-
Nas’oH MOJIEKYNSAPHBLIX MacC, UMEIOLUXCA B BbISENIEHHOM U3 aHanusupyemoro obpasua JHK.

Mpumep — Ona cunbHo dezpadupoeasweii [JHK u3z npodyxmos, npowedwux mepmMuyecKkyo ob6pabomky,
onmumansHblil pasmep TLP-npodyxma domxeH 6bims 6 duanazode om 60 do 150 nap Hyxneomudos (. H.).
Ans cbipes MOXHO Ucronb308ams 6osiee Wupokuil Guana3oH, HarpuMep enosiHe donycmuMo 3HadyeHue 250 n. H.
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OpHako, ecnu B pesynbTate npegBaputenibHO NPOBeAeHHbIX dKCNepUMEHTanbHbIX UCCNegoBaHuiA no
OLEHKe COOTBETCTBUS HabopoB npamepoB nonyyeHsbl ML P-npogyKTel pasnMyHOro pasmepa, 3Tu npanmepsbl
MOryT ObITb MCMONbL30BaHbl ANA aHanusa ob6pasuos, MaTepuan KOTopbiX Obin aTTecToOBaH B Takux UCCNEeno-
BaHUSX.

7.3.3 MNpanmepsbl

7.3.3.1 O6wme nonoxeHnn
MHdopmaums o nocnegoBaTensHOCTU NpailMepoB NPUBOAUTCA B NpusioxeHusx A — D.

7.3.3.2 NMNon6op npanmepoB

MocnegosaTenbHOCTU NPAiMEPOB AOMKHbLI MO BO3MOXHOCTU UMEThL CIEAYIOLME XapaKTePUCTUKM:

— ONIMHa Kaxaoro npaimmepa — ot 18 go 30 HykneoTUOOB;

— onTMMarkHas TemnepaTtypa onkura — =~ 60 °C (gorkHa ObiTb YCTAHOBMNEHA SKCNEPUMEHTANBHBIM MyTeM),
T. €. pacyeTHas TeMmnepaTypa nnaefeHus gormkHa 6biTb < 65 °C;

— NO BO3MOXHOCTU cooTHoweHne GC : AT = 50 : 50 unu kak MOXHO Gnuxe K 3TOMY COOTHOLLEHUIO;

— BbiCOKasi BHYTPEHHSIS1 CTabUIbHOCTL (HE OOMyCKaeTcs KOHUeHTpauusi HykneotnaoB G u C B KOPOTKUX
cermeHTax npamiMepoB);

— MUHUMarbHas 3’-KOHUEeBas KOMMNEMEHTapHOCTL 15 NpepoTBpalleHns obpa3oBaHUs gUMepoB npai-
MEpOB;

— MUHUMarbHas BTOPUYHAsA CTPYKTYPa;

— MUHUMarbHOe obpasoBaHMe QUMEpPOB CO creuuryeckuMm 30H4aMK Ans AeTeKTUpoBaHus, paspabo-
TaHHbIMK gns MLP.

Ons o6neryeHns nogbopa npainmepos paspaboTaHbl cneunanMaMpoBaHHbIe NPorpaMMbl.

7.3.3.3 MeTponornuyeckan aTrectauus npanMepoB

7.3.3.3.1 O6wume nonoxeHUn

Cnepyet nogTeepauTb CNOCOBHOCTL NpaMepoB 0GHapykUBaThb LENEBYIO NOCNEA0BaTENIbHOCTb.

ATTecTaumio nparimepoB crnegyeT NPpoBOAUTL B [iBa aTana: Nepeblid 3Tan 3akio4aeTcs B TEOPETUYECKOn
OLIEHKe, a BTOPOW — B 3KCMEPUMEHTaSIbHbIX UCTILITAHUSX.

7.3.3.3.2 TeopeTnyeckan oLeHKa creLiupmuHoOCTM

TeopeTuyeckas oLieHka cneumbrUyHOCTU NPaiMepPOB AOJDKHA KaKk MUHUMYM BKIIOuMaTh B cebs nposepky
CXOXECTU MOCHefoBaTensHOCTe! (HanpumMep, ¢ nomolLblo nporpamm FastA, Blast®?) ¢ opHoiA U3 KpynHbIX
6a3 naHHLIX MOCNENoBaTeNLHOCTEH HYKITEMHOBBLIX KUcnoT (Hanpumep, EMBL, GenBank® ?). Mocneposa-
TENbHOCTU MOMOJIOrMYHbIX FeHOB MOryT ObITb MoMyyeHbl M3 6a3 gaHHbIX NOCNeaoBaTeNbLHOCTENR U NPOBEPEHDI
Ha rOMOJIOMMYHOCTb A1 NOSTYYEHUS OLIEHKU LUaHCa OGHAPYXEHUS CXOXUX C LieNeBbIM TaKCOHOM Nocneno-
BaTeSIbHOCTEN MU NOCNE0BaTENIbHOCTEN APYIUX OPraHM3MOoB.

7.3.3.3.3 dkcnepumeHTanbHasA oUeHKa cneumduyHoCcTH

BHe 3aBMCMMOCTM OT UCMOSb3OBaHHbIX KpUTEpUEB nogbopa npaimepos ux cneumnduyHocTb 06s3a-
TENbHO AOIDKHA ObITb YCTaHOBNEHa 3JKCMEPUMEHTanbHbIM NyTeMm. Takas oOueHka [OShkHa MNOATBEpAUTb
CrNocoBbHOCTL NPaiMeEPOB pasnuyaTh LIENEBYIO U HELIENEBYHD, HO CXOXYI0 NOCNEA0BaTeNIbHOCTH.

CnepyeT NogTBEpAUTb, YTO NpaiMepbl, NogobpaHHbie Ans 06HapyXeHUs LieneBbiX NOCNefoBaTesbHO-
cTen, cneunduryHbIX K TaKCOHY, CNOCOGHbI JOCTOBEPHO OOHapyXuBaTb 9TU MOCNEA0BaTESIbHOCTU B JOCTO-
BEPHOM KONUYECTBE PasfiMyYHbIX YSIEHOB TaKCOHA.

7.4 Onucanue uenen MNUP

Ons kadvectBeHHOro obHapyxeHus u upeHTucpukaumm MO MOXHO nposecTu pasnuuyHbie [MLP-
nccnegoBaHus, 3aBuUcALLMe OT TMMa Matepuarnos uccnegyemMbix 06pasyos n/unu ot TpeboBaHUi K aHanuay.
311 uccnegosaHua MoryT ObiTb HanpaesieHbl Ha NOCIe[oBaTESNIbHOCTH, cneumuduyHbie Ans LieSIeBbiX TAKCOHOB,
reHeTUYECKUX KOHCTPYKLUIA U TPaHChOPMaLIMOHHbIX CODbLITUIA, a Takke AJ1s 351EeMEHTOB, NPUrogHbIX AN 3aaad
CKPUHUHra.

2 Blast u GenBank — 3T0 NpUMepbl NPEACTaBMIEHHbIX HA PbIHKE MPOrPaMMHbIX MPOAYKTOB, KOTOPLIE MOTYT GbiTh
UCMONb30BaHLI AN OLEHKU creumMUHOCTY. 3Ta HbopMaLMs NPUBOANUTCS UCKITIOUUTENLHO A1 O3HAKOMITEHWS NOSib-
30BaTeneil HaCTOSALLEro CTaHaapTa M HU NpU KakUX YCTIOBUSIX HE MOXET CNYXUTb pPekoMeHgauuel unv ogoGpeHvem
3TUX NPOJYKTOB opraHu3auvei ISO. [lonyckaeTcs UCNoNib3oBaHWe aHaNOMMYHbLIX NPOrpaMM, ecliv OHU NO3BONSAIOT NOJy-
4aTb Takue Xe pe3ynbTaThl.
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7.5 KoHtponm

N3-3a CylleCTBOBaHUA pUcka nony4vyeHusi NOXXHOMONOXUTEeSTbHbIX uwvunn JNIOXHOOTpULUATEeNbHbIX pe3ylib-
TaToB B Kaxgoe uccnegosaHue MLUP cnepyeT BKNIOYMTE COOTBETCTBYIOWME KOHTpOnuU (cm. ISO 24276).

Mpy ycnoBuMM HanuuuMsi Ha pbiHKE COOTBETCTBYIOLMX CEepTUULMPOBAHHbLIX 06pa3sLoB CTaHOApPTHOrO
cocTtaBa (pecepeHcHble 06pa3subl CTaH4APTHONO COCTaBa) UX CriegyeT UCTONb3oBaTh B KA4YECTBE MONOXU-
TeNbHbIX U OTpULATENIbHbIX KOHTPOJIbHbIX np06.

7.6 Npoeenenwue MLUP, o6HapyxeHue n noaTBepxaeHve npogykros MNMLUP

B npunoxeHusx A — D npuBogutcs nogpobHoe onucaHue KOHKPETHbIX STaroB NoOCnefoBaTesibHOCTU
MNMuP-aHanusa.

MpumevaHve — Ecnn ans obHapyxeHus npoaykToB MNLP ucnonbayeTtcs anektpodgopes B arapo3HOM refe, pa3mep
npoaykToB lMNMLP moxeTt GbiTh OLleHeH C NOMOLLLID COOTBETCTBYHOLLMX MapkepoB anvHbl OHK, koTtopble cneagyert 3anyc-
TWUTL NapannensHo ¢ uccnegyemsimu MNMUP-npogykramu.

B HeKOTOpbIX Cryyasx xxenarenbHO NOATBEPAUTL NOSIOKUTENBHLIA UM OTpULATENbHBIA pesynbTaT ans
onpegeneHHon reHeTMYeckon mogucukaumn. Takoe NoaTBepKaeHUe MoXeT ObiTb NPOBEAEHO C NMOMOLLBIO
NpUMEHEHUs NpPakMepoB K aJflbTEPHATUBHOM LIENEBO NOCNe[0BaTeNbHOCTH; 3TOT cnocob bbiBaeT 0cobeHHo
nosneseH Npu NOATBEPXAEeHUU pe3yNnbTaTOB CKPUHUHTA.

MonoxutensHas upgeHTuduKkauus cneuucduyeckon nocnegosartensHoctu Leneson OHK moxeT 6bimb
noaTBepXaeHa COOTBETCTBYHOLLMM MeTOoM (HO He onpegeneHuem paamepa MNLUP-npogykTa), Hanpumep:

— nytem mbpuausaumm MNMLUP-npogykTa co cneuncuyHbIMN 30HgAaMKU, Unx

— MyTeMm npoBefeHUs pecTPUKLMOHHOro aHanusa [MLP-npogykToB; gnvHa nony4veHHbIX (pparMeHToB
OOIMKHa COOTBETCTBOBATL OXUOAEMOIN AnuHE UeneBoi nocnegorartensHocTu [HK nocne pectpukuun, unu

— NyTeM CEKBEHMPOBaHus (onpepeneHus nocneposarensHoctu) MNMUP-npogykTa, unm

— OPYruM 3KBUBAJIEHTHLIM METOAOM NOATBEPXKAEHUA.

Ecnu ucnonb3yembie npainmepbl NnogobpaHbl gns o6HapyXeHusi NocneqoBaTenibHOCTEN, NOMyYeHHbIX
M3 UH(EKUMOHHBIX OpraHM3aMoB (BCTpevalmecss B Npupoge reHeTudeckn HemoguuumMpoBaHHbie opra-
HU3MbI, Hanpumep BUpPYCbl UnNu GakTepuu), pekomeHpyetcs ybegutbcs B TOM, uTO OGHapyxeHHasa OHK
pencteutensHo npoucxogut u3 MMO. Takoe nopgTBepXaeHWe MOXeT ObiTb BbINOSHEHO MyTEM MNPOBEPKM
otcytcTBusa gpyrov OHK, npousowepuwein U3 MHOEKUMOHHOIO OpraHu3Ma.

Tpumep — 35S-npoMomop, nosny4eHHbId U3 8UPyca Mo3auku ysemHol kanycmsi (CaMV); coomeemcmeeHHO,
o6HapyxeHue 3mo20 npoMomopa Moxxem 6bime o6ycnoeneHo HanuyueM [JHK, npousowedweii uz MO unu u3
CaMV [6]. [posepus Hanu4ue Opyaol [QHK u3 eupyca Mo3auku yeemHoil kanycmbl, MOXHO y3oCcmoeepumscs e
npoucxoxdexnuu 35S-npomMmomopa u nocnedoeamensHocmu MO (ecnu He obGHapyxeHa Opyaasi nocnedoea-
mensHocmb [HK us CaMV).

8 UHTepnpeTauusn pesynnTaToB

8.1 O6wue nonoxeHms

Peaynbtat MNLP moxeT 6biThb:

a) nonoxuTenbHbIM, ecnu obHapyxeH cneuucpuyeckuii NLP-npoaykT, a Bce KOHTPOnbHbIe Npobbl galT
pesynbTaTthbl B cootBeTCTBUM ¢ ISO 24276, Tabnuua 2, unu

b) oTpuuaTtensHbiM, ecnv He obHapyxeH cneuududeckuid MLP-npoayKT, a BCe KOHTPONbHbIE NpobbI
OaloT pesynbTaTtbl B cooTBeTCTBUM € ISO 24276, Tabnuua 2.

MpumeyaHve — CneunduyHbie gns TpaHchOpMaUMOHHbIX COBLITUIA LieneBble NocnenoBaTeNbHOCTU MHOrga o6Ha-
PY>KuBaoTCA BMeCTe C Apyrumu CI'IeLl,Vld)I/I‘-IHbIMI/I nocnegoBaresibHOCTAMU TpaHCd)OpMaLWIOHHbIX cobbITuiA B OQHOM ™O
(Hanpumep, U3-3a HanoXeHUs reHos [7]).

Ecnu nonyyeH HeonpegeneHHbi (MO3BONSOWUA NPOBOAWUTL ABOSIKYID WHTEpNpeTauMio) pesynbTar,
aHanua cnegyeT NoBTOpPUTL, cM. 1ISO 24276.

8.2 NoaTeepxageHue

MogTBepKaeHUe NONOXUTENBHBIX UK OTPULATENbHBIX PE3yNbTAaTOB MOXET ObiTh BLINONTHEHO B COOT-
BETCTBUM C 7.6.
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9 NMpeacraBneHue pe3ynbLTaTOB U KOHTPONb KavyecTBa

9.1 O6wue nonoxeHns

PesynbTaTtbl AOMmKHbI ObITh NpeACTaBNeHbl ONPedesneHHo, T. €. He B BUAE «i».

OTpuuarenbHbIA pesynbTaT HAKOr4a He cnegyet npegocraenste B Buge «'MO otcyTcTByeT .

B ngeane B npoTtokone gosxeH ObiTb ykasaH npepen obHapyeHus, onpefeneHHbld No COOTBETCT-
ByIOLLIEMY uccnegyemomy obpasuy. OgHako 310 TpebyeT onpegeneHHbix matepuanos, HK ncknountensHo
BbICOKOrO Ka4yecTBa U/Unu UCrosnb30BaHUA CIIOKHOro nabopaTopHoro o60pysoBaHus, KOTOPOE UMEETCH He Y
BCex nabopatopuid. Tako aHanu3 MOXET CTaTb OY€Hb TPYSOEMKUM W/Mnu [OpOrocTosiMM, a crnepoBa-
TESbHO, HEe MOXET ObITb NMPUMEHEH B 00bIMHbIX TabopaTopHbIX YCNOBUSIX.

B npotokone cnegyet ykasaTb MO KpalHein mepe npegen obHapykeHusi, onpeaeneHHbin ans obpasua
CTaHOapTHOrO COCTaBa, U OTHOCUTESIbHOE 3HAYeHue [N KOHKPETHOro martepuana obpasua (npegnovtu-
TenbHO 3agaHHoe Konm4yecTBo pactBopa reHomHon OHK, Hanpumep 100 Hr 0,01 % OHK GTS 40-3-2).

9.2 NpeacraBneHve OTPULATENLHOrO pesynbTaTa

B npoTokone ucnbiTaHuii 4OMKEH NPUCYTCTBOBATL CIEeAyOLWIA TEKCT:

«LUeneBas nocnegoBatensHOCTh Y He 0BHapyxeHa B obpasue X.

Mpegen obHapyxeHus metoga x % onpepeneH no ABC (ykaxute pedepeHCHbI obpasel cTaHgapTHOro
cocTaBa)».

Ecnn HEBO3MOXHO AoKa3aThb, YTo KonuyectBo uenesoin OHK, ncnonssosanHoe B IMLP, 66110 goctatouHbiM
ANs NpUMEeHeHus npegena obHapyXeHusi, B NPOTOKON cnegyeTt Ao6aBuTh cnegylLee npeaoxeHue:

«OpHako konu4yecTtBo uUeneBoi OHK, BoigeneHHoit ua obpasua X, MoxeT ObiTb/ObI10 HeJOCTaTOuHbIM
ONns npUMeHeHns npeaena obHapyxeHusi B 3Tom obpasuey.

MpumevaHve — MNpegen obHapyxeHuss B obpasue onpegensiercs no konuuyectsy OHK Buaga, ucnonsaosaHHOMy B

aHanMTUYecKon peakuun (YMCNO KOMWMA), U COOTHOLLEHUD K abconioTHOMY npegeny obHapykeHUsi LeneBoi reHeTude-
ckoin mogudbukaumm (MMcno konwi) [7].

9.3 MNpeacTaBneHne NONOXUTENLHOIO pe3ynbTaTa

B npoTokone ucnbiTaHuii 4OMKEH NPUCYTCTBOBATL CEeAyOLWIA TEKCT:
«B obpasue X o6HapyxeHa uenesast NocnegoBaTefibHOCTb Y».
MoxxHO Tarke ykasate TMO, ecnu goctynHa Takas uHopmaums.

9.4 Tpe6oBaHMA K KOHTPOIIO KaYecTBa

PesynbTatbl M3 06enx aHanuampyembix Yactein obpasua AOMKHbI COOTBETCTBOBATb Apyr Apyry. Ecnu
ONa OQHOI aHanNU3upyemoil YacTu noflydeH OTpuUaTenbHbIA pesynbTaT, a aAng Apyroin — NosIoXKUTESbHbIMA,
TO aHanu3a cnegyet NoBTOpUTb (cM. ISO 24276), N0 BO3MOKHOCTU YBEIIUHMUB KONTMYECTBO MaTpULbl HyKneu-
HOBOW KUCINOTHI B peakuuu, Tak, 4YTobbl NMOMyYnMTb COOTBETCTBYIOLUME APYr OpYyry pesynbratbl gns obeux
vacTteii. bonee TOro, cnegyer Kak MUHUMYM NPOBEPUTL YUCTOTY MaTpuubl HK, BKNouMB B aHanu3 KOHT-
ponb uHrM6uposaHus MUP. BoamoxHo, ByaeT nonesHbiM UCNoNb30BaHUE OPYrUX KOHTPOJSIbHBIX METOLOB,
Hanpumep KOHTPOSb ASIUHBLI U LENOCTHOCTU MaTpuLbl HYKIIEUHOBOMN KUCIOThI.

10 MpoTokon ucnbiTaHUM

MpoTOoKON UCNbITaHWUIA OOIMKeH GbiTh 0OthopMIIEH B COOTBETCTBUM ¢ TpebGoBaHusimu ISO 24276 u gormkeH
cofepXaTtb No KpainHein Mepe crneayloLyo A0ONOMHUTENBHYIO UHCOPMaLUIO:

— npepen obHapyxeHus u matepuan obpasua, MCNoNb30BaHHbLIN AN onpegeneHus npegena obHapy-
KEHUS;

— onucaHue cneunryHOCTM aHaNIMTUYEeCKOro MeToaa;

— peaynbTarT, NPeACcTaBneHHbl B COOTBETCTBUM ¢ TpeGoBaHuaMU pa3gena 9.
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MpunoxeHue A
(cnpaBouHoe)

MeToanl, cneuuduyHbIe K LeNeBbIM TaKCOHaM

A1 Metoa, cneuuduuHbIA K LENEeBOMY TaKCOHY, ANS ONpeAeneHusi KOMMOHEHTOB,
nony4eHHbIX U3 coeBbIx 60608

A_1.1 O6lme NnonoxeHun

OnucaHa ctaHpapTHasi nmpouegypa onpegeneHusi BupocneunuyHoro OgHOKONMUIMHOIO reHa, BCTpe-
vawLerocs B coesbix 606ax (Glycine max).

3TOT MeTof Ucnonb3yeTes Ans oueHku amnnucpuumpyemocty JHK-npogykToB, B COCTaB KOTOPbIX BXOAAT
coeBble 606bl.

A.1.2 MeTponoruyeckasi aTrectauvsa U KpUTEpUM BbINONHEHUA

A.1.2.1 CoBMeCTHbIe CNMUUTEeNbHbIe UCMbLITaHUA

3T10T MeTop, 6biN METPOSIOTMYECKM aTTECTOBAH B COBMECTHbIX CIIMYUTENbHBIX UCTbITaHusAX [8], [9], opra-
HU30BaHHbIX pabouen rpynnon «PaspaboTka MeTogoB MOEeHTUMUKALUM NALLEBON NPOAYKLUMK, MPOU3BEAEHHOM
C UCNOSb30BAHUEM TEXHOIOMMIA reHHON uHxeHepum» Hemelkoro bepepasnbHOro UHCTUTYTa 3alUUThI 300POBbLS
notpebutenein n BeTepuHapHoi meguuvHel (BgVV) B cooTBeTCTBUM CO cTaThen 35 degepanbHOro 3akoHa
lepmaHun o nuwesbix npogyktax. Onsa Bbigenenus [OHK ucnonbsoBanu metop LITAB, onucaHHbll B
ISO 21571:2005, A.3 (ogHako Bec aHanuaupyemon Yactu obpasua cocrasnsin 100 mr).

HaHHbIe COBMECTHBIX CITUYUTENBHBIX UCTIBITAHUA NpUBOAATCA B Tabnuue A.1.

Ta6nuua A.1 — Pe3ynbTaTbl COBMECTHbIX CIMMUTESIbHbIX UCMbITaHUIA

log npoBegeHusa UcnbiTaHUin 1997 [8] 1998/1999 [9]
KonunuectBo nabopatopuii 25 27
KonunuectBo nabopatopuid, NpeacTaBuMBLUMX Pe3ysbTaThl 22 20
KonunuectBo o6pasnoB Ha nabopatopuio 10 3
KonuyecTtBo NpuHATLIX pesynbTaToB 220 60
KonunuectBo 06pasLoB, cogepkawmx coesbie 606bI 220 50
JIoKHOMONOXUTENBHBIE PEe3ynbTaThbl 0 1(2 %)
JloxHOOTpULUATENbHbIE pe3ynbTaThl 0 1(2 %)

A.1.2.2 MonexynsipHasa cneunpnyHoOCTbL

A.1.2.2.1 O6wume NONoOXeHUA

310 npunoxeHue yaoBneTeopsieT TpeboBaHUsIM, U3NOXKEHHBLIM B pasgene 7.

MeTop, 6bin paspaboTtaH ans LUenesoi nocneaoBaTenbHOCTU, ONMcaHHOM B 6a3e gaHHbIx GenBan
poctyn Ne KO0821 = M30884.

A.1.2.2.2 TeopeTuyeckas 4acth

B kauecTBe LUeneBoW NocnegoBaTenbHOCTU M3 6a3 JaHHbIX reHoB Obin BbiGpaH reH COeBOro NeKTuHa
Le1 [10].

||:-|0I:LCK no 6asam paHHeIx (NCBI BlastN®®, European Molecular Biology Laboratory (EMBL), no coctosHuo
Ha 28 ceHTs6ps 2001 r.) He o6GHapyxun cxogcTea nocnegosatensHocTen AHK ¢ ppyrummn cenbcKoxo3sineT-
BeHHbIMK pacteHusmu. OgHako GM0O3 gan 100%-Hoe coBnageHue nocneaoBaTeribHOCTEN CO CrnepyrwumMm

K® 3

% GenBank u BlastN — 370 NpMMepbi NPEACTaBNEHHbIX Ha PbIHKE MPOrPAMMHbIX NPOAYKTOB, KOTOPLIE MOrYT GbiTh
UCMOSb30BaHLI AN OLEHKU crelmiHOCTY. 3Ta HbopMaLms NPUBOAUTCS UCKITIOUUTESNBHO A1 O3HAKOMIEHWS NOSib-
30BaTeneil HaCTOALLEro CTaHgapTa U HU MpU KakUX YCTIOBUSIX HE MOXET CIYXWTb pekoMmeHgauuei unv ogoGpeHvem
3TVX NPOAYKTOB opraHu3aumei 1SO. [lonyckaeTcs UCNONL30BaHWE aHAMOMMYHBIX MPOrPaMM, eCIIM OHU NO3BONSAOT NOMY-
yaTb TaKWe Xe pe3ynbTaThl.
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nyHktamu 6a3 gaHHbix: AX033509 (nocnepgosartensHocTb 17 u3 nateHta DE19906169), AX033507 (nocnego-
BaTeneHOcTb 15 n3 nateHta DE19906169) n AX033501 (nocnegoBatensHocTb 9 u3 nateHta DE19906169),
B TO Bpems kak GMO04 cosnagano Ttoneko ¢ goctynom Ne AX033509 (nocnepoBatensHOCTh 17 M3 nateHTa
DE19906169). Obpatute BHMMaHuMe Ha TO, 4YTo goctyn Ne M30884 — aT0 TO Xe camoe, YTO U JOCTyn
K00821, — anemeHT 6a3bl AaHHbIX GenBank®, nepBoHaYanbHO BHeceHHbIl B 6a3sy B 1993 ropy.

KonnuyecTBO KOMWIA LIENEBO NOCNeQoBaTe/IbHOCTU He OMNpefensanu, OgHako npegnonaranock, YTo 310
OOHOKOMUWHLIN reH.

A.1.2.2.3 3kcnepuMeHTanbHasa 4acTb

Mpu npoeegeHuu TMLUP ¢ ucnonbsoBaHuem [OHK, BbiAENeHHOW U3 OpYrMxX CenbCKOXO3SNCTBEHHbIX
pacteHuin (6060BbIX, 3€PHOBbIX M OBOLWHBLIX KYNbTYp), @ TaKke M3 roBsauHbl U CBUHUHBI, HE Habnoganu
amnnucpukaumio. Metog MNLUP aons coeBbix 6060B Nokasan CBOK BbLICOKY crneuuguyHocTs k IHK coeBbix
60608 [10], [11].

A.1.2.3 Npepen obHapyxeHun

He 6bin onpepgeneH abconioTHbIA npegen oGHapyXeHUsl, OQHAaKo ¢ NOMOLLLI hJTyOPOMETPUYECKOro
aHanuaa 6bINo NoKasaHo, YTo MeTop, cnocobeH obHapykuBaTh No MeHbLen mepe 0,1 Hr [HK coeBbix 6060B.

A.1.3 Apantauusa
OTcyTCTBYET KOHKpPETHas MHOpMaLms.

A.1.4 NMpuHumn

MpuHUun meTopa 3aknioyvaetcs B amnnudukauum pparmeHta OHK us coeBbix 60608 gnuHon 118 n. H.
¢ ucnons3oeaHuem lNLP v pasgeneHun ¢ NOMOLLLIO aNeKTpogdopesa B arapo3HOM rene.

A.1.5 PeaktuBhl
WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

A.1.5.1 Bopa

A.1.5.2 Bydep ans NLP (6e3 MgCl,), 10 x 4.

A.1.5.3 PacteBop MgCI,, koHueHTpauusa MgCl, = 25 mmonb/n.

A.1.5.4 PactBop dNTP, koHueHTpauusa dNTP = 2,5 mmonb/n (kaxgoro).

A.1.5.5 OnuroHykneotuabl

A.1.5.5.1 Npamou npainmep

'eH nekTuHa coeBbix 6060B (No3uUus 6a3bl AaHHbIX GenBank® Ne K00821).
Mpaimep GM03: 5'-gCC CTC TAC TCC ACC CCC ATC C-3.

A.1.5.5.2 O6paTtHbI¥ Nnpainmep

'eH nekTuHa coeBbix 6060B (No3uUus 6a3bl AaHHbIX GenBank® Ne K00821).
Mpaimep GM04: 5'-gCC CAT CTg CAAgCC TTT TTg Tg-3'.

A.1.5.6 TepmocTabunbHana IHK-nonumepasa (ans MNLUP ¢ «ropsunm craptom»), 5 [U/Mkn.
A.1.5.7 3oua gnsa rm6puavsaumm (GM)

5'-ggT AgC gTT gCC AgC TTC g-3'.

A.1.5.8 ConeBou 6ydepHbin pacTBOp ¢ umTpaTom Hatpusa (SSC) 5 x, pH 7,0

MaTtukpaTHbIA GydepHbiin pacTBop SSC — 310 pacTeop, cogepxauuin 0,75 mone/n NaCl u 0,075 monb/n
UutpaTta HaTpus.

A.1.5.9 NMpernbpuanzaumoHHbIn pacTBOpP

Cogepxut 5 x SSC, 0,1 % (no macce) N-naypuncapkosuHa, 0,02 % (no macce) pogeuun cynbcarta
HaTpusi (SDS) u 1 % 6Gnokupytowero peaktuea Blocking Reagent ® unu 5 % (no macce) o06e3axmpeHHoOro
cyxoro Moroka [12].

410 x osHauaet JecAaTukpaTHbIi, T. e. 6ydep ans MUP, cogepxawwit 1,5 mons/n Tpuc-HCI, pH 8,3.

5 Blocking Reagent — aTo npvMep KOMMepyeckn AOCTYMHOro npogykra, npovssoauMoro koMmnaHuei Boehringer,
Mannheim. 3Ta nHgopmMaums NPpUBOAUTCH UCKITIOUMTENBHO ANA O3HAKOMIIEHUS! NOSIb30BaTesiel HacToSALLEero cTaHgapTa
M HU NPU KaKUX YCIIOBUSIX HE MOXET CNyXWTb pekomeHgauuein unvm ogobpeHneM 3TUX NpPoayKToB opraHusaumen 1SO.
HonyckaeTtcs Mcrnonb3oBaHWe aHanorMvHbIX MPOAYKTOB, €CNW MOKasaHo, YTO OHW MO3BOMAIOT MosiyvaTb Takue Xe
pesyneTarhbl.
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A.1.5.10 PacTtBOp AnA rubpuamn3aummn

Cogepxut 10 nmonb 3oHga gns mbpuausauum B 2,5 mn nperubpuguaaumonHoro pacresopa (A.1.5.9).
Temnepatypa rmbpugmsauum — 50 °C. [JononHutensHas wHeopMauus no ycrnosusam rubpuamsaumm npuso-
auTcs B cebinke [12].

A.1.6 O6opynoBaHue

A.1.6.1 AmMnnucmkaTop
A.1.6.2 Kamepa gnsa anektpodopesa, ¢ UCTOYHUKOM NUTaHWUS.

A.1.7 Npoueaypa aHanu3sa

A.1.7.1 NporeneHue NMUP

OnucaHHbIN MeTOR paccumTaH Ha o6wwmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NnepeynchieHsl B Tabnuue A.2. MNLP MoxHO NnpoBoauTh U B 60nbLuMX 06bemax npu ycrnosum cobniogeHus
COOTBETCTBYIOLLUX NPONOpLMIA NS pacTBOPOB peakTUBOB. [JokasaHO MoslydeHMe KOPPEeKTHbIX pesyfnbTaToB
Npy1 UCNOSIb30BAHMU KOHEYHbIX KOHLIEHTpaLUiA peakTMBOB, NepeYyncsieHHbIX B Tabnuue A.2.

Ta6nuua A.2 — [lo6aBneHne peakTUBOB

PeaktuB KoHeuHasi KOHUeHTpauus O61em Ha oGpaseu, MK

OHK u3 obpa3sua Ot1 10 po 50 Hr 1
Bopa 15,9
10 x 6ycdep ans MNMLUP (6es MgCl,) 1x% 2,5
Pacteop MgCl; ?, 25 mmonb/n 1,5 mmonb/n 1,5
Pacteop dNTP, 10 mmonb/n 0,8 mmonb/n 2
Mpainmep GMO03, 5 Mmkmonb/n 0,2 mkmonb/n 1
Mpainvep GM04, 5 Mmkmonb/n 0,2 mkmonb/n 1
OHK-nonumepasa Taq, 5 IU/mkn 051U 0,1

2 Ecnm 6ydepHbiii pacteop ans MLUP yxe copepxut MgCla, KoHeuHylo koHLeHTpaumio MgCla B peakLMoHHO cmecu
poBoaar Ao 1,5 mmone/n.

A.1.7.2 KonTponm MNLP

B kauyecTBe NOSIOXUTESbHBIX KOHTPOSIEA MOXHO WUCMOSb30BaTb CEpTUGULUPOBaHHbIE 06pa3sLbl CTaH-
paptHoro coctasa GTS 40-3-2, npou3sogumble MHCTUTYTOM pecbepeHCHbIX MaTtepuanos U U3MEpPEHWUi
(IRMM), M'unb, Benbrus (IRMM-410).

Kpome TOro, cnefyert Ucnosnb3oBaTb U Apyrue COOTBETCTBYIOLLUE UCCIEOOBAHUIO KOHTPOSIM COrnacHo
onucaHuio B 1ISO 24276.

A.1.7.3 NMporpamma «TeMmnepartypa — Bpems»

Mporpamma «TeMnepaTypa — BpeMsi», ONMcaHHas B Tabnuue A.3, UCNoNb30Banack B UCCIEA0BaHNM MO
METpOMNOTMYeckoil  aTTecTauuM MeToAa, NPOBOAMBILEMCS C  MCMONL30BaHMEM  amnnuduKaTopoB
GeneAmp® 2400 unu Gene Amp® 9600 u [JHK-nonumepassl AmpliTag Gold® ®. Wcnonsaosanne mpyrux
aMNNMchHKaTopoOR, BO3MOXHO, NOTPeByeT afanTaLuum NporpamMMbl. Bpems akTMBaLMu/HauanHoi AeHaTypaLmm
3aBUCUT OT MCMOSIb3YEeMOii NonuMepasbl. [py MCMOMNL30BaHUM NONUMEpAa3bl C KFOPSUYUM CTApTOM» HeoBXo-
[MMO CriefioBaTh PEKOMEHOALMSM NPOU3BOMMTENS, €CIIU 3TO HE NPOTUBOPEYUT NMPUMEHSIEMOMY NPOTOKONY.

© Amnnucukaropsbl GeneAmp® 2400 v 9600 n nonumepasa AmpliTaq Gold® - ato npuMmep KOMMEPYECKU OOCTYNHbIX
Npoaykros, NpPou3BoauMbIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHhopMaums NpMBOAWUTCH MCKITIOYATENBLHO ANA O3HAKOMIIEHWS MoSib3oBaTeniell HacTosiero craHgapTa M HU npu
KaKWX YCNOBUSAX HE MOXET CIYWUTb pekomeHgaumein unu ogobpeHuem aTMx NpogykToB opraHusaumen 1ISO. [lonyckaetcs
UCMOoNL30BaHMe aHaNOMMYHbIX NPOAYKTOB, €CNN NOKA3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTaThl.
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Ta6nuua A.3 — NMporpamma «TemnepaTypa — BpeMa»

AkTuBauus/HavansHas geHarypauvs 10 Mun/95 °C
Amnnucukaums 30c/95 °C
30c¢/60 °C
60 c/72 °C
KonuuectBo Luknos 35
3aBepLiawas nonumepusauvs 3 MuH/72 °C

A.1.8 CneumndmnuHocTb npoaykra MLP

Tak Kak npeacTaBfeHHbI MeTo, MOXET pacCMaTpUBaTLCH UCKIHOUUTENbHO Kak KOHTPOJSIbHbLIA METOA
Ana onpegeneHus kavyecTtea BbigeneHHon HK, nposepka cneumMuyHOCTU OCHOBLIBAETCH TOSBKO Ha pasmepe
npogykTta NLP.

Ecnu meTop Ucnonb3yeTca B LENsX, OT/IMYAKLUXCH OT YNOMSAHYThIX Bbillle, NpOBepKa cneuuduyHOCTU
npoaykTa amnnucukaumMm MoxeT ObiTb BbINONHEHA ¢ NOMOLWBI0 rTMGpuaunsauumn no CayaepHy ¢ UCMNONb3oBa-
HUEM OJTMIOHYKIeoTUAHOro 3oHaa GM, meuyeHHoro gurokcureHuHom (A.1.5.7 — A.1.5.10), unun nytem cekse-
HUpPOBaHUA (onpegeneHus nocnepoBaTensHocTu) npogykta MLUP v cpaBHeHUsi pesynbTaTtoB ¢ AaHHbIMU
6a3bl JaHHbIX GenBank®, nepeyucneHHbimu B A.1.5.5.

A.1.9 O61Mi KOHTPONb KaYyeCTBa U MHTEepNpeTauua pe3yrnbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW OnuHe ueneBor nocneposatensHocTu [OHK, onpegeneHHoil nytem cpaBHeHUs €
NpOAyKTamMun peakuun, Nofy4YeHHbIMU U3 cepTuhMumMpoBaHHbIX 06pa3LoB CTaHGAPTHOMO COCTaBa, NPUroToB-
NeHHbIX u3 con nuHum GTS 40-3-2 (Hanpumep, cepus ctaHgaptos IRMM-410 npoussopcrea IRMM, Munb,
Benbrus).

Mpoepka cneuncpuuHocTn npoaykra MNLUP onucaHa B A.1.8.

O6HapyxeHue bparmeHTOB ¢ pasmepom 118 n. H. nokasbiBaeT, uto pacteop OHK obpa3sua cogepxur
amnnuncpmympyemyto OHK, npoucxopswyo u3 coeBbix 6060B, B npegenax ycTaHOBNEHHbIX NapaMeTpoB
crneunUYHOCTH, ONUCaHHbIX B A.1.2.2.

MoppobHas nHpopmaums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.

A.2 MeTop, cneuuduyHbIA K LENEeBOMY TakCOHY, ANA onpeaeneHus MHOrMOKOMMMHbLIX
nocneposarensHocTer [1HK, o6bI4HO NpUCYTCTBYIOLMX B XNoponnacTax pacTeHumn

A.2.1 O6lumMe NoNoXeHunA

OnucaHa cTaHgapTHast npoueaypa onpegeneHus MHOroKonuinHbIX nocnegosartensHocten OHK, o6bivHO
NPUCYTCTBYHOLLUX B XITOPOMAcTax pacTeHnin (MHTPOHreHaxnoponniacTtoB fmLl).

STOT MeToq NPUrodeH Ansi NPoBepKy yenewHocTu BoigeneHus OHK us obpa3sua nuweBoro npogykra, a
TaKke NS oueHkM Hanuuusa amnnucpuumpyemoid pactutensHoin OHK. Mpu aHanuae obpasuos npopyKTos,
npowegwmnx o6paboTKy, NPUMEHEHNE 3TOro METOAA 3aBUCUT OT cTeneHun gerpagauunn OHK.

PactutenbHas knetka OObIMHO COOEPXUT MHOro Konuid 3T1oi nocnegosatensHoctu OHK, a pasmep
LieneBoi NocnegoBaTeNibHOCTU 3HAUUTENBHO MNPEBLILWAET pa3mepbl nocnegosatensHocTen OHK, ucnone-
3yembIX OJ1s1 OGHapYXeHUs onpeferieHHbIX reHeTUYEeCKUX mMogudukaumin. MoaTomy 3TOT METof He MOXET
MCNOSb30BaTLCH B KAYECTBE KOHTPONS NpU KOMMMYECTBEHHOM OnpefeneHuu.

KonnuecTBo KOMNWIA B KNETKE MOXET ObITb Pa3fiMiHbIM Y PasHbiX BUGOB U TKAHEW PaCTEHUHA.

A.2.2 NopaaoOK MeTPONOrMYeCcKon aTTecTauum U KpMTEpun BbINONTHEHUA

A.2.2.1 CoBMeCTHOe CruuuTenbHoe UcnbiTaHue

3T10T MeToA Obin METPONOrMYeCKn aTTeCTOBaH B COBMECTHOM CITUYUTENBHOM ucnbitaHum [13], opraHu-
30BaHHOM pabouen rpynnoin «PaspaboTka MeTogoB naeHTuukaumMm nuLLEeBOn NpoayKUUA, NPpon3BeneHHOMN
C UCNOSb30BAHUEM TEXHONOMMIA reHHON uHXxeHepum» Hemelkoro bepepasnbHOro UHCTUTYTa 3allUThl 300POBbLS
notpeéutenein n BeTepuHapHoi MeguuvHel (BgVV) B cooTBeTCcTBUM CO cTaThbein 35 degepanbHOro 3akoHa
lepmaHun o nuwesbix npoaykrax. Onsa Bbigenenus [OHK ucnonbsoBanu metop LITAB, onucaHHbIA B
ISO 21571:2005, A.3 (ogHako Bec aHanuanpyemom Yactu obpasua cocrasnsn 100 mr).

HaHHbIe COBMECTHBIX CITUYUTENBHBIX UCTIBITAHUIA NPUBOAATCH B Tabnuue A.4.

10
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Ta6nuua A.4 — Pe3ynbTaTbl COBMECTHbIX CIMMUTESIbHbIX UCTIbITaHUIA

Nog npoBegeHusa UcnbiTaHWUiA 1995
KonuuectBo nabopatopuii 18
KonuuectBo nabopatopuid, NpeacTaBUBLLMX Pe3ynbTaTthbl 18
KonuuectBo 06pasyoB Ha nabopaTtopuio 10
Obuwee konu4yecTBO 06pPa3LOB 180
KonuuecTBO NPUHATBLIX pe3ysbTaToB 180
KonuuectBo 06pasLoB, cogepxalymx kaptodens B33-INV 71
KonuuecTtBo 06pasLoB, cogepalymMx reHeTU4YEeCkn HeMoauuLMpoBaHHbIN KapTodenb 109
JloxHononoXuTernbHble peaynbTaThbl 0 (0 %)
JloxHoOTpUUaTesnbHble pe3ynbTaTbl 0 (0 %)

A.2.2.2 MonexynsipHasa cneunpnyHoOCTbL

A.2.2.2.1 O6wme nonoxeHus

310 NpunoxeHue yaosneTBopsAeT TpeboBaHUsAM, U3NOXEHHbIM B pasgene 7.

MeTtog 6bin paspaboTtaH gns UenesBbiX NOCNeaoBaTeslbHOCTEN, ONUCaHHbIX B [14], Hanpumep OOCTYNbI
6a3bl gaHHbIX GenBank® Ne 200044, S54304, X15901.

A.2.2.2.2 TeopeTnyeckan yactb

Mpu noucke B 6asax gaHHbIX (nouck NCBI BlastN®, 6asa pgaHHbIx EMBL, no cocTosiHmio Ha 28 ceHTabps
2001 r.) He ©Obina obHapyxeHa 3Ha4YMMas CXOXecTb ¢ nocnegosartenbHoctamu OHK HepactutenbHoro
NPOUCXOXKOEHUS.

Bbinu pa3spaboTtaHbl NpaimMepbl, NpegHa3HavYeHHbIe gnsa amnnudukaumMm yHUKanbHON nocnegosaresib-
Hoctn OHK xnoponnactoB (MHTPOH, BXOAALWMIA B COCTAB NOCNEQOBaTeNIbHOCTU reHa frnl); nokasaHo oTcyT-
CTBUE CXOXKEeCTU C HeLleneBbiIMU NocneaoBaTenbHOCTSMM.

A.2.2.2.3 3kcnepuMeHTanbHasa 4acTb

Mpu ucnone3osanuu B MNUP OHK, BbigeneHHo! 13 XMBOTHLIX, rpuboB unu 6akrepuid, amnnucukaums He
bbina obHapyxeHa [14].

Bbina nokasaHa amnnudumkaums OHK, BbigeneHHoON M3 Bogopocnen, umaHobakTepuit, MXoB, NTepugo-
(PUTOB, NOKPLITOCEMEHHbIX U NOSTIOCEMEHHbIX pacTeHui [14].

LieneBas nocnegosaTesibHOCTb Obifla MHOFOKONUAHA U KOSIMYECTBO KOMUIA 3aBUCENO OT BUAA M Tuna
TKaHei pacTeHUiA.

A.2.2.3 Npepen obHapyxeHuUn
He 6bin onpepeneH aGCconioTHLIN Npegen obHapyXeHusi, 0gHAKo C NMOMOLBIY hIyOPOMETPUYECKOro
aHanu3aa 6bINo NoKasaHo, YTo MeTop, cnocobeH obHapyxuBaThb No MeHbLen mepe 0,1 Hr [HK coeBbix 6060B.

A.2.3 Apantauusa
OTcyTCTBYET KOHKpPETHas MHOpMaLms.

A_2.4 NpuHumn

MpuHUuMn meTopa 3akno4vaercsa B amnnucukauumn Haxogsawerocs B reHe TPHK xnoponnactoe ¢ppar-
meHTa [14] gnuHoii ot 500 go 600 n. H. ¢ ucnonb3osaHuem MNLP u pasgeneHun ¢ NOMOLLLIO anekTpodopesa
B arapos3HOM rene.

A.2.5 PeaktuBbI

WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB nNpuBoguTes B 1SO 24276.

A.2.5.1 Boga

A.2.5.2 Bycep ansa MUP (6e3 MgCly), 10 x.

A.2.5.3 PacteBop MgCI,, koHueHTpauusa MgCl, = 25 mmonb/n.

A.2.5.4 PactBop dNTP, koHueHTpauus dNTP = 2,5 mmonb/n (Kaxgoro).
A.2.5.5 OnvroHykneoTuabl

11
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A.2.5.5.1 Npamon npaimep

'en TPHK xnoponnactoB (no3uuusi 6a3bl gaHHbIX GenBank® Ne Z00044, X15901 ).
Mpaiimep ¢ [14]: 5'-CgA AAT Cgg TAg ACg CTA Cg-3'.

A.2.5.5.2 O6paTHbIi npakmep

'en TPHK xnoponnactoB (no3uuusi 6a3bl faHHbIX GenBank® Ne Z00044, X15901 ).
Mpaitmep d [14]: 5'-ggg gAT AgA ggg ACT TgA AC-3'.

A.2.5.6 TepmocTabunbHana IHK-nonumepa3sa, 5 IU/mkn.

A.2.6 O6opynoBaHue
B cootBeTcTBUM ¢ A.1.6.

A_2.7 Npouenypa aHanu3sa

A_2.7.1 NpoeeneHue MNMUP

OnucaHHbIN METOR paccumTaH Ha o6wmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3ayemble peak-
TUBbI NnepeynchieHsl B Tabnuue A.5. MNLP MoxHO npoBoguTe U B 60nbLumMx o6bemax npu ycrosumn cobniogeHus
COOTBETCTBYIOLMX NPOMNOpLUUA ONA pacTBOPOB PEaKTUBOB. [JOKasaHO MOSTyYeHUE KOPPEKTHbIX PesyrnbTaToB
Npy1 UCNOSIb30BAHUU KOHEYHbIX KOHLIEHTPaLMiA peakTMBOB, NepeynciieHHbIx B Tabnuue A.5.

Ta6nuua A.5 — [lo6aBneHne peakTUBOB

PeakTtus KoHeuHas KOHUeHTpauus O61em Ha oGpaseu, MK

OHK u3 obpasua Ot1 10 po 50 Hr 1
Bopa 13,9
10 x 6ycbep ans MNLP (6e3 MgCl,) 1x% 2,5
Pacteop MgCl; ?, 25 mmonb/n 1,5 mmonb/n 1,5
Pacteop dNTP, 10 mmonb/n 0,8 mmonb/n 2
Mpaimep ¢, 10 mkmonb/n 0,8 mkmone/n 2
Mpaimep d, 10 mkmonb/n 0,8 mkmone/n 2
OHK-nonumepasa Taq, 5 IlU/Mkn 051U 0,1

8 Ecnu 6ycepHbit pacteop ans MLUP yxe cogepxut MgCly, KoHeuUHyIo KoHLeHTpaumio MgCl, B peakLMOHHOR cMecu
goBoaaT ao 1,5 mmone/n.

A.2.7.2 KonTponm MNLUP

B kauyecTBe NOSIOKUTESIbHBIX KOHTPOSIEA MOXHO WUCMOSb30BaTh CEpTUGULUPOBaHHbIE 06pa3subl CTaH-
paptHoro coctaBa GTS 40-3-2, npou3sogumble MHCTUTYTOM pecbepeHCHbIX MaTtepuanos U U3MEpPEHWUi
(IRMM), M'unb, Benbrus (IRMM-410).

Kpome Toro, cnegyet ucnonb3oBaTh U Apyrue COOTBETCTBYIOLUE MCCIE0OBAHUIO KOHTPOMM COrMacHo
ISO 242786.

A.2.7.3 NMporpamma «TeMmnepartypa — BpeMms»

MporpamMma «TemMnepaTypa — BpeMsi», onucaHHas B Tabnuue A.6, ucronb3aosarnack B MCCNEAOBaHNM MO
MeTpONOrM4Yeckoil  aTTecTauuM MeTofa, NPOBOOMBLIEMCS C  WUCMONL30BaHWEM  amMMnMcUKaToOpoB
GeneAmp® 2400 unn GeneAmp® 9600 u [HK-nonumepassl AmpliTag Gold® 7. Wcrnonb3aosanme apyrux
aMrnudMKaTopoB, BO3MOXHO, NoTpebyeT afanTaLumu nporpaMMbl. Bpemsi akTBaLmmu/HavuanbHoi aeHaTypaLmm
3@BUCUT OT UCMONL3yeMOii MonuMepasbl. [Py MCMONL30BaHWKM NONMMEpPaskl C KFOPSYMM CTApTOM» HeobXo-
[MMO CrefoBaTh PEKOMEHIaLMsIM NPON3BOUTENS, €CIIU 3TO He NPOTUBOPEUMUT NPUMEHSIEMOMY NPOTOKONY.

N AmnnucukaTopsbl GeneAmp® 2400 v 9600 n nonumepasa AmpliTaq Gold® - ato npuMep KOMMEepPYeckn AOCTYMHbLIX
NpoayKkros, Npou3BoauMbIX komnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHhopMaums NpMBOAWUTCH UCKITIOYATENBLHO ANA O3HAKOMIIEHWUS MoSib3oBaTeniell HacTosiero craHgapTa M HU npu
KaKuX YCIioBUSIX HE MOXET CNyXuTb pekoMmeHaauuel unu ogobpeHremM aTMX NpoaykToB opraHusaumen 1ISO. [lonyckaetcs
UCMoL30BaHWe aHaNorMYHbIX NPOAYKTOB, €CNN MOKAa3aHO, YTO OHWU MO3BONAIOT NOMyYaTh Takue Xe pesynbTaThl.
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Ta6nuua A.6 — NMporpamma «TemnepaTypa — BpeMa»

AkTuBauus/HavansHas geHarypauvs 4 MuH/94 °C
Amnnucukaums 30c/95 °C
30c/55 °C
120 ¢/72 °C
KonuuecTtBo Luknos 35
3aBepLiawLas nonumepusauus 5 MuH/72 °C

A.2.8 CneundmuHocTb npoaykra MNLUP

Tak Kak NpeacTaBfieHHbI METOZ MOXET paccMaTpuBaTbhCA UCKITIOYUTESNBHO Kak KOHTPOJSIBHbIA METOf,
ana onpegeneHus kavectsa BbigeneHHon [OHK, TouHblA pasmep ¢pparmeHTa He urpaet GonbLIoi ponu.
Takum obpa3som, npoBepka cneumnuyHOCTU OCHOBLIBAETCH TONBKO Ha pa3avepe npopykta NLUP B npegenax
oxugaemoro guana3sona: ot 500 go 600 n. H.

A.2.9 O61Mi KOHTPONb KaYyeCTBa U MHTEepNpeTauua pe3yrnbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecny pasmep npogykrta MNLUP coot-
BETCTBYET OXUAAEMOW [fvHe ueneBor nocneposatensHoctu [OHK, onpepeneHHoil nyTem cpaBHeHUs €
NPOAYKTaMWn peakuun, NonyYyeHHbIMU U3 cepTuMumMpoBaHHbIX 06pa3LoB CTaHGAPTHOMO COcTaBa, NPUroToB-
NeHHbIX u3 cou nuHum GTS 40-3-2 (Hanpumep, cepus ctaHgapToB IRMM-410 npoussogctea IRMM, Munb,
Benbrus).

Mposepka cneuncpuuHocTn npoaykra MNLP onucaHa B A.2.8.

O6HapyxeHue thparvieHToB ¢ pasamepom 500 — 600 n. H. nokasbiBaet, YTo pacteop [AHK obpa3sua cogepxur
amnnudpuumupyemyto [HK pactutensHOro npoucxoxaeHus B npefernax yCTaHOBSIEHHbIX MapameTpoB cneuu-
(bUYHOCTU, ONUCaHHLIX B A.2.2.2.

MoppobHas nHpopmaums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.

A.3 Metoa, cneun@uryHbIA K LeNeBOMYy TaKCOHY, U MeTof ckpuHuHra NTMO ans o6HapyxeHus
OHK, nonyyeHHOM U3 TOMaToOB U/MNK reHeTUu4YeCckn moauLuMpoBaHHbIX TOMaTOB Zeneca®

A.3.1 O6wme nonoxeHun

OnucaHa cTaHgapTHasi npouegypa onpegeneHus BugocneumnuyHoin ogHOKONUAHON nocnepoBaTtesib-
Hoctn [HK, BcTpevatoweiics B Tomatax (Lycopersicon esculentum Mill).

MeTtopg MOXeT BbiTb Talkke UCNOMB30BaH B KAYECTBE METOLA CKPUHUHIA Anst OBHAPYXEHUS1 reHEeTUYECKU
MoaMdULIMPOBaHHBIX TOMATOB C 3aMeffieHHbIM co3peBaHueM (Zeneca; Lycopersicon esculentum Mill, copt
Alisa Craig, nuHua Nema 282F).

He onucaH cnoco6 npoBepku ngeHtuuHoctu MNLUP-npogykra. MoatoMy 3TOT MeTop, He MOXeT paccmar-
puBaTbcs Kak MeTtop uaeHtucdukaumm. OH MOXeT ObiTb UCMONL30BaH OIS OLEHKU amnnuulmpyeMocTu
IOHK, BblgeneHHon u3 TomaTtos.

A.3.2 MeTponoruyeckasi aTrectauvsa U KpUTEpUM BbINONHEHUA

A.3.2.1 CoBMeCTHbIe CNMUUTEeNbHbIe UCTNbLITAHUA

3T1OT MeTop, ObiN METPOSIOTMYECKM aTTECTOBAH B COBMECTHbIX CIIMMUTESbHBIX UCTbITaHUSX [15], opraHu-
30BaHHbIX paboueili rpynnon «Paspabotka MeTogoB ngeHTuukaumm nULLEBOK NPOLYKLUUA, NPOU3BeneHHON
C UCNOSb30BAHUEM TEXHONOMMIA reHHON uHxeHepum» Hemelkoro bepepasnbHOro UHCTUTYTa 3allUThI 300POBbLS
notpebutenein u BeTepuHapHoi meguuvHel (BgVV) B cooTBeTCTBUM CO cTaThbein 35 degepanbHOro 3akoHa
lepmaHun o nuwesbix npoayktax. Onsa Bbigenenus [OHK ucnonbsoBanu metop LITAB, onucaHHbld B
ISO 21571:2005, A.3.

HaHHbIe COBMECTHBIX CIUYUTENBHBIX UCTIBITAHUIA NPUBOAATCS B Tabnuue A.7.

Ta6nuua A.7 — Pe3ynbTaTbl COBMECTHbIX CIMMUTESNIbHbIX UCTbITaHUA

"og npoBefeHusa UcnbITaHWUiA 1998
KonuuectBo nabopatopuii 19
KonuuecTtBo nabopatopuid, NpeacTaBUBLLMX Pe3ynbTaThbl 18
KonuuyecTtBo 06pasyoB Ha nabopaTtoputo 5
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OxoH4aHue Tabnuubl A.7

KonuyecTtBo NpuHATLIX pesynbTaTos 90
KonnuectBo 06pasuoB, cogepxawmx Lycopersicon esculentum Mill, copt Alisa Craig, nuHus 43
Nema 282F (Zeneca)

KonnuectBo 06pasuoB, cogepxawmx Lycopersicon esculentum Mill, copt Alisa Craig, nuHus 47
Nema 282C (HemogndULMpPOBaHHbIA COPT)

JloxHononoxuTernbHble peaynbTaTbl 0(0%)
JloxxHOOTpULUATENbHbIE pe3ynbTaThl 0(0%)

Kpowme Toro, B pamkax eBponeickoro npoekta SMT4-CT96-2072 Hemeukum chegepanbHbIM UHCTUTYTOM
3alMThl 300pOBbs NOTpebuTenen u BeTepuHapHoi meguumHbl (BgVV) 66110 npoBeaeHo elle 0gHO COBMe-
CTHOE CIUMUYMTENbHOE UCTIbITaHWe, COOTBETCTBYHLLEE KpUTEpUsiM, 3agaHHbiM B 1ISO 5275-2. [ins BbigeneHus
OHK ucnonb3sosanu metog LITAB, onucaHHbii B 1ISO 21571:2005, A.3 (ogHako BeC aHanu3uMpyemon Yactu
o6paa3ua cocrasnsn 100 wr).

Ta6nuua A.8 — PesynbTatbl BTOPOro COBMECTHOTO CITMMMTESIBHOTO UCNbITaHUA

Nog npoBegeHusa UcnbiTaHWUiA 1998
KonuuectBo nabopatopuii 21
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 19
KonuuecTtBo 06pasyoB Ha nabopatopuio 10
KonuuecTBO NPUHATBLIX pe3ysbTaToB 190
KonuuectBo 06pasuoB, cogepxawmx Lycopersicon esculentum Mill, copt Alisa Craig, nuHus 88
Nema 282F (Zeneca)

KonuuectBo 06pasuos, copepxawmx Lycopersicon esculentum Mill, copt Alisa Craig, nuHus 102
Nema 282C (HemoauduULMPOBaHHbIA COPT)

JloxHononoxuTernbHble peaynbTaTbl 0(0%)
JloxHOOTpULATENbHbIE pe3ynbTaThl 0(0%)

A.3.2.2 MonexynsipHasa cneunpnyHoOCTbL

A.3.2.2.1 O6wume NONoOXeHUA

3710 NpunoxeHue yaosneTBopseT TpeboBaHUsAM, U3NOXEHHbIM B pasgene 7.

MeTog, 6bin paspabotaH gnsa UeneBbiX NOCNEAoBaTENbHOCTEN, ONUCaHHBIX, HAanpumep, B 6ase gaHHbIX
GenBank™, goctyn Ne X04583.

A.3.2.2.2 TeopeTnyeckan yactb

Mpwu novcke no 6azam aaHHbx (NCBI BlastN®, European Molecular Biology Laboratory (EMBL), no coctosiHuio
Ha 28 ceHTsbps 2001 r.) He 6bINO OBHapyXeHO CXOACTBO ¢ nocnepoBaTensHocTamu OHK apyrux BuaoB
pacteHuin. O6a npaiimepa Ha 100 % coBnaganu co cnegylowmMmu nyHkTamm 6a3bl gaHHbIx: X14074 (reH
TOMAaTOB, KOAMPYIOLIMA MONUranakTypoHasy, paspylualollylo KNeTo4YHylo cTeHky), X05656 (MPHK nonura-
naktypoHasbl TomatoB), M37304 [reH nonuranaktypoHasbl TomatoB (PG)], X04583 (MPHK nonuranakrypo-
Hasbl-2a ToMmaToB), A24194 (knoH nonuranakTypoHassl L. esculentum), A15981 (MPHK nonuranakrypoHa3bl-
2a L. esculentum), 101809 (nocnepoBatensHOCTb HykneotupgoB 1 mu3 nateHta US4801540) u AX062336
(nocnepgoBaTenbHOCTb 1 U3 nateHTa WO0078982).

A.3.2.2.3 3kcnepuMeHTanbHasa 4acTb

Mpu npoeegeHuu TMLP ¢ wucnonbsoBaHuem [OHK, BbiAENeHHOW U3 OpYrMxX CenlbCKOXO3SNCTBEHHbIX
pacteHui, amnnucukaums He 6bina o6HapyxeHa [16].

KonnuecTBO KOMWIA LIENeBO NOCNeaoBaTeNlsHOCTU HE ONpenessanu, OgHako npeanonaranocb, YTo 310
OOHOKOMUWHLINA reH.

A.3.2.3 Npepen obHapyxeHun

He 6bin onpepeneH abconoTHeIN Npegen obHapykeHusl, ogHako Obina NokasaHa BO3MOXHOCTbL ammiun-
cukauum cpparmerta JHK no kpaiHen mepe u3s 0,1 Hr JHK, BbigeneHHoM M3 CBEXUX NOMUAOPOB (3HaYeHue
onpegeneHo ¢ryopoMeTpuYeckuMm MeTogom).
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A.3.3 Apantauusa

AHanua obpasuoB, npoweglux rmyGokyo nepepaboTky, MOXeT AaTh OTpULATENbHbIN Pe3ynsTaT B CBA3U
C BO3MOXHbIM OTCYTCTBUEM LeneBbix hparmeHToB JHK gnuHoit He meHee 383 n. H.

O6HapyxeHue dparmeHToB grnvHon 383 n. H. nokasbiBaeT, 4To pacteop AHK obpa3sua cogepuT amnnu-
¢duumpyemyio HK TomaToB, B TO Bpemsi kak obHapyxeHue hparMeHToB gnvHoi 180 n. H. cBUOeTensCTBYyeT
o ToMm, uto pacteop OHK obpasua copepxut amnnucpuumpyemyto IHK reHeTuueckn MmoguduumMpoBaHHbIX
ToMaToB (Zeneca; Lycopersicon esculentum Mill, copt Alisa Craig, nuHus Nema 282F).

A 3.4 NMpuHumn

'eH nonuranakTypoHasbl (reH PG) kogupyeT ¢hepMeHT NonuranakTypoHasy, CBA3aHHbIA ¢ CO3peBaHnEM.
3TOT MeToR, OCHOBaH Ha amnnucukaumMm 3HAOreHHOro reHa (reHa gukoro tuna) PG [17] ¢ pa3mepom cpar-
MeHTa 383 n. H. B reHeTYeckun MogudMUMpPOBaHHbIX TOMaTax Zeneca ¢ 3TOW e napoin nparimepoB byget
aMnnuduLMpoBaTLCA BTOPOM bparMeHT anuHoi 180 n. H., Tak Kak 3T TomMaTtbl TpaHcthopmupoBanuck k JHK
reHa PG [18], [19].

A_3.5 PeaktuBhl
MHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

A.3.51 Boga

A.3.5.2 bBycep ansa MNUP (6e3 MgCl,), 10 x.

A.3.5.3 PactBop MgCl,, koHueHTpauus MgCl, = 25 mmonb/n.

A.3.5.4 PactBop dNTP, koHueHTpaums dNTP = 2,5 mmonb/n (Kaxgoro).
A.3.5.5 OnuroHykneotuabl

A.3.5.5.1 Npamon npaimep

e PG (noavums 6a3bl 4aHHbIX GenBank® Ne X04583).

Mpaitmep PG34L: 5'-ggA TCC TTA gAA gCA TCT AgT-3.

A.3.5.5.2 O6paTtHbI¥ Nnpaimep

e PG (noavums 6a3bl 4aHHbIX GenBank® Ne X04583).

Mpaimep PG34R: 5'-CgT Tgg TgC ATC CCT gCA Tgg -3'.

A.3.5.6 TepmocTabunbHana IHK-nonumepasa (ans MNLUP ¢ «ropsunm craptom»), 5 IU/Mkn.

A.3.6 O6opynoBaHme
B cootBeTtcTBUM ¢ A.1.6.

A.3.7 Npouenypa aHanu3sa

A_3.7.1 Npoeenexune NMUP

OnucaHHbIN METOR paccunTaH Ha o6wwmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; Ucnonb3yemble peak-
TUBbI Nepeuncnedsl B Tabnuue A.9. MNMLP MoxHO npoBoguts U B 60nblUMX 06bemax npu ycnoBum cobniogeHus
COOTBETCTBYIOLMX NPONOpUUA ANA pacTBOPOB peakTUBOB. [JOKasaHO NOfyvyeHUe KOPPEKTHbIX pe3ynbTaToB
Npy UCMOJNb30BAHUN KOHEYHBIX KOHLEHTPaLUii peakTMBOB, NepeYucrieHHbIX B Tabnuue A.9.

Ta6nuua A.9 — [lo6aBneHne peakTUBOB

PeakTtus KoHeuHasi KOHUeHTpauus O6bem Ha oGpaseu, MKN
OHK u3 obpasua Ot1 10 po 50 Hr 1
Bopa 16,8
10 x 6ycbep ans MNLP (6e3 MgCl,) 1x% 2,5
Pacteop MgCl, ?, 25 mmonb/n 1,5 mmonb/n 1,5
Pacteop dNTP, 10 mmonb/n 0,4 mmons/n 1
Mpaimep PG34L, 10 mkmonb/n 0,4 mkmonb/n 1
Mpaimep PG34R, 10 mkmonb/n 0,4 mkmonb/n 1
OHK-nonumepa3sa Taq, 5 IU/mkn 11U 0,2

@ Ecnu 6ydpepHiiin pactaop ans MLP yxe conepxut MgClz, KoHeuHyio koHLeHTpaumio MgCl, B peakLMoHHON cmecu
poBogart ao 1,5 mmone/n.
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A.3.7.2 KonTponm MNLUP

B kayecTBe MONOXMUTENbHBLIX KOHTPONEW O MeToda, CneumuuyHOro K LEeNeBOMY TAaKCOHY, MOXHO
ucnonb3oBate [HK n3 ceexux TomatoB. OgHaKo Ha pbIHKE BCE €Le HeT MONIOKUTENIbHOIO KOHTPONs Ans
YCEUYEHHOro BapuaHTa reHa, NpUCyTCTBYIOLLEro B reHeTUHeCckU MoguumMpoBaHHbIX TOMartax .

Kpome TOro, cnegyet ucnonbL3oBaTh U Apyrve COOTBETCTBYIOLME UCCIEAOBaHUKD KOHTPONMW COrMacHo
onucanuio B ISO 24276.

A.3.7.3 NMporpamma «Temnepartypa — BpeMms»

Mporpamma «Temnepartypa — BpeMs», OonucaHHas B Tabnuue A.10, ucnonb3oBanacb B COBMECTHOM
CNMUYUTENBHOM UCCNEeA0BaHUM MO METPONOMMYECKON aTtTecTaumm MeTona, NpoBOAMBLLEMCS C UCMONb30Ba-
Huem amnnucukatopoB GeneAmp® 2400 unu GeneAmp® 9600 u OHK-nonumepasbl AmpliTaq Gold® 2.
Wcnonb3oBaHue gpyrux amnnucrkaTopoB, BO3MOXHO, NOTpeGyeT agantauum nporpamMmel. Bpems aktusaumu/
Ha4yanbHOW OdeHaTypauun 3aBUCUT OT UCMONb3yemon nonvmepasbl. [pu ucnonb3oBaHUM MNonvMepasbl ¢
«ropsiYMM CTapTOM» HEoBXoAUMO CregoBaTh PEKOMEeHAAUMsM NPOU3BOAUTENS, €CNU 3TO He NPOTUBOPEYUT
NPUMEHSIEMOMY NPOTOKOITY.

Ta6nuua A.10 — MNporpaMma «TeMnepaTtypa — BpeMsi»

AkTuBauus/HauanebHas geHatypauvs 10 muH/95 °C
Amnnucukaums 30 ¢c/94 °C
60 c/60 °C
60 c/72 °C
KonuyectBo LUUKNOB 35
3aBepLiawas nonumepusauus 6 MuH/72 °C

A.3.8 CneundmnuHocTb npoayxra MLP
K HacTofilLleMy MOMEHTY NpoBepKa CrneumUYHOCTA OCHOBLIBAETCS TONBKO Ha pa3amepe npogykTa lMNMLUP.

A.3.9 O61mi KOHTPONb KaYyeCTBa U MHTEepNpeTauua pe3yrnbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykrta MNLUP coot-
BETCTBYET OXUAAEMOW pfvHe ueneBor nocneposatensHoctu [OHK, onpepeneHHoil nyTem cpaBHeHUs €
NpoAyKTamMun peakumu, nony4YeHHbIMU u3 06pasLoB CTaHQAPTHOIO COCTAaBa, NPUrOTOBIIEHHbIX U3 TOMATOB.

Mpoeepka cneuncpuuHocTn npoaykra MNLUP onucaHa B A.3.8.

O6HapyxeHue parmeHToB ¢ pa3mvepom 383 n. H. 1 180 n. H. NokasbiBaeT, YTo pacreop OHK obpasua
cogepxut amnnucpuumnpyemyio OHK, npoucxogsilyto COOTBETCTBEHHO U3 TOMATOB U rEeHeTUYEeCkn Mogucu-
LUPOBaHHbLIX TOMATOB Zeneca, B Npegenax YCTAHOBIEHHbIX MapameTpoB CneuudUuyYHOCTU, ONMUCAHHbIX
BA.3.2.2.

MoppobHas nHpopmaums 06 atanax anekrpocopesa npusogutes B ISO 21571:2005, B.2.

A.4 Metoa, cneuuduyuHbIA K LENEeBOMY TaKCOHY, ANS ONpeAeneHUsi KOMMOHEHTOB,
MOMYYEHHbLIX U3 KYKYPY3bl

A.4.1 O6lume NonoxeHunA

OnucaHa cTaHgapTHas npouegypa onpegeneHus BugocneumnuyHoro 04HOKONMIMHOIO reHa HBepTasbl,
BCTpeualwlLLerocs B Kykypyae (Zea mays).

He onucaH cnoco6 npoBepku ngeHtuuHoctu MNLUP-npogykTa. Moatomy 3TOT MeToq He MOXeT paccmart-
puBaTbcs Kak metop uaeHtucdpukaumm. OH MOXeT ObiTb UCMONL3OBaH OIS OLEHKU amnnMuumpyeMocTu
OHK, BblgeneHHon 3 KyKypyasbil.

& WHopmMaums o HanmMuMm cooTBETCTBYIOLLMX CTaHAAPTHLIX 06pasLoB TpebyeT yTOUHEeHUS.

9 AmnnucukaTopsbl GeneAmp® 2400 v 9600 n nonumepa3sa AmpliTaq Gold® — a0 npuMep KOMMEPYECKU JOCTYMHbLIX
NpoayKkros, Npou3BoauMbIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHhopMaums NpMBOAWUTCH UCKITIOYATENBLHO ANA O3HAKOMISIEHWSA MoSib3oBaTeniell HacTosiero craHgapTa M HU npu
KaKWX YCNOBUSIX HE MOXET CIYWUTb pekomeHgaumei unu ogobpeHnem aTux NpogyKToB opraHusaumen 1ISO. [lonyckaetcs
UCMonb3oBaHWe aHaNoOrM4YHbIX NPOAYKTOB, €CNN NOKA3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTaThl.
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A.4.2 MeTponoruyeckasi aTrectauva U KpUTEpUM BbINONHEHUA

A.4.2.1 CoBMeCTHbIe CNMUUTENbHbIe UCTNbLITaHUA

10T MeTop, Gbl1 METPOSIOMMYECKU aTTEeCTOBAH B XOLE HECKOJNIbKUX COBMECTHBIX CITUYUTENbHBIX UCTbI-
TaHWiA, OpraHM3oBaHHbIX pabouel rpynnoin «PaspaboTka MeTodoB uaeHTuhMKaumMm NUWEBON NpoayKuuu,
Npou3BeeHHON C UCNONb30BAHUEM TEXHOSIOMIA FreHHOM uHXxeHepun» Hemeukoro chegepanbHOro MHCTUTYTa
3alwmTbl 300poBbs noTpebuteneit u BeTepuHapHo meguuuHbl (BgVV) B cootBeTcTBUM CcO cratbein 35
depgepanbHOro 3akoHa MepmaHum o nULLEBLIX NpogykTax. Ons BeigeneHus OHK nonoBuHa y4acTHUKOB UCMOSb-
3osana metopg LTAB, onucanHbin B 1ISO 21571:2005, A.3, a BTOpas nonosuHa — cuctemy BobigeneHus OHK
Wizard® DNA-Clean-Up-System .

HaHHbIe COBMECTHBIX CIUYUTENBHBIX UCTIBITAHUIA NpUBOAsTCcs B Tabnuue A.11.

Ta6nuua A.11 — PesynbTaThl COBMECTHLIX CUMYUTENbHLIX UCNbITaHuiA [20]

"og npoBegeHusa UcnbiTaHWUiA 1999
KonuuectBo nabopatopuii 18
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 16
KonuuecTtBo 06pasyoB Ha nabopaTtoputo 6
KonuuecTtBo NpuHATLIX pe3ynbTaTos 96
KonuuecTtBo 06pasLoB, cogepxalymx Kykypy3ay Bt-176 32
KonuuecTtBo 06pasyoB, cogepxawmx Kykypy3ay Bt-11 32
KonuuecTtBo 06pasyoB, cogepxalmx HemoanmLunpoBaHHYH KyKypy3y 32
JloxHOnonoXuTernbHble peaynbTaThbl 0(0%)
JloxHoOTpUUaTesnbHble pe3ynbTaTbl 0(0%)

A.4.2.2 MonexynsipHasa cneunpuyHoOCTbL

A.4.2.2.1 O6wume NONOXKEeHUA

3710 NpunoxeHue yaosneTBopsAeT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.

MeTtog 6bin pa3spaboTaH ans LeneBoi NOCNefoBaTesNlbHOCTM, ONUCaHHOW B 6ase faHHbIX GenBank®,
poctyn Ne U16123.

A.4.2.2.2 TeopeTnyeckan yactb

B kauecTBe LUenesoin nocnegosaTensHOCTM U3 6a3bl gaHHbIX nocnegosatensHocTen AHK 6bin BLIGpaH
reH UHBepTasbl KyKypy3bl.

Mpu nomcke no 6azam aaHHbIX (NCBI BlastN®, European Molecular Biology Laboratory (EMBL), no coctosiHmio
Ha 28 ceHTsbps 2001 r.) 6bina oGHapyXeHa HekoTopasi romonorusi ¢ nocnegoBartensHocTamu OHK gpyrux
CenbCKOX03ANCTBEHHBIX KynbTyp (6060BkIe, 3epHOBbIE KyNnbTypbl, oBowM) u [JHK yenoseka n HacekombIXx.

PesynbTaTtbl nouMcka romonoruu no npaimvepy IVR1-F:

— AF171874 — pactBopuMas kucnas uieeprasa IVR1 Zea mays (100%-Hoe coBnageHue);

— AX033517 — nocnepgosatensHOCTL 25 u3 nateHta DE19906169 (coBnageHue no 21 CMEXXHOMY HyKIneoTuay);

— AX033514 — nocnegosatensHOCTL 22 u3 nateHTa DE19906169 (coBnageHue no 21 CMEXXHOMY HyKIneoTuay).

PesynbTaTtbl noMcka romonoruu no npaivepy IVR1-R:

— AF171874 — pactBopumas kucnas uieeprasa IVR1 Zea mays (100%-Hoe coBnageHue);

— AX150234 — nocnegoBatensHocTb 30 3 nateHta W0O0132919 (100%-Hoe coBnageHue);

— AJ224681 — MPHK 6eta-tbpyktoampassl Triticum aestivum (coBnageHue no 20 CMeXHbIM HyKIeoTuaam);

— AF062735 — pacTtBopuMas kucnas uHBepTtasa Saccharum officinarum (coBnageHue no 19 cmexHbim
HyKneotTugam);

— AF062734 — pactBOpumast kucnasi uHBepTasa Saccharum robustum (coBnageHue no 19 cMeXHbIm
HyKneoTugam).

KonnuecTBO KOMWIA LIENeBO NOCNeaoBaTeNlsHOCTU HE ONpenensanu, OgHako npegnonaranoch, YTo 310
OHOKOMUAHbLIA reH.

' Wizard® DNA-Clean-Up-System — 310 npumep KOMMep4ecku OOCTYMHOro npogykra. dta MHpopMauus npuBo-
OUTCA UCKITIOMUTENBLHO ANSA O3HAKOMSIeHUS Nofb3oBaTesiell HaCTOAWEero cTaHaapTa U HU NPU Kakux YCNOBUSIX HE MOXET
CNYXWUTb pekoMeHaauvein un ogobpeHneM sTUX NPOAYKTOB opraHu3auuer 1SO.
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A.4.2.2.3 dkcnepumeHTanbHasa YacTb
MeTtop lNLP gns Kykypyabl nokasasn cBOI BbICOKYH0 crieumduyHocTb K [HK kykypyabl [21].

A.4.2.3 Npepen obHapyxeHun
He 6bin onpepeneH abconoTHeIN Npegen obHapyxeHusl, ogHako Obia NoKasaHa BO3MOXHOCTbL ammun-

¢ukaumm < 0,1 Hr OHK, BblgeneHHol U3 aepeH Kykypyabl [20] (3HauyeHue onpegeneHo ¢hrnyopoMeTpuyeckum
MeToaoMm).

A.4.3 ApanTtaumsa
OTcyTCTBYET KOHKpPETHas UHoOpMaLms.
A.4.4 NMpuHumn

'eH nHBepTasbl KyKypy3abl KogupyeT bepmeHT meTabonuama yrneBogoB.
MpuHUMN MeToda 3aknovaeTcs B amnnucpukauum pparmenta AHK gnvHoit 226 n. H. OT reHa MHBepTasbl

KyKypy3bl ¢ ucrnons3aosaHuem MUP v pasgeneHun ¢ noMoLLbio anekTpocdopesa B arapo3HOM refe.

A.4.5 PeaktuBbI

MHdopmaums no KavecTBy UCNOSb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.
A.4.5.1 Bona

A.4.5.2 Bycep ana MUP (6e3 MgCly), 10 x.

A.4.5.3 PactBop MgCl,, koHueHTpauus MgCl, = 25 mmonb/n.

A.4.5.4 PactBop ANTP, koHueHTpauusa dNTP = 2,5 mmonb/n (kaxgoro).

A.4.5.5 OnvroHykneoTuabl

A.4.5.5.1 Npamon npainmep

'eH nHBepTasbl KyKypy3abl (No3uums 6a3bl JaHHbLIX GenBank® Ne uU16123).
Mpamep IVR1-F: 5-CCg CTg TAT CAC AAg ggC Tgg TAC C-3'.
A.4.5.5.2 O6patHbIV Nnpaimep

'eH nHBepTasbl KyKypy3abl (No3uums 6a3bl JaHHbLIX GenBank® Ne uU16123).
Mpaimep IVR1-R: §’-ggA gCC CgT gTA gAg CAT gAC gAT C-3'.

A.4.5.6 TepmocTabunbHana IHK-nonumepasa (ans MNLUP ¢ «ropsunm craptom»), 5 IU/mkn.

A.4.6 O6opynoBaHmne
B cootBeTcTBUM ¢ A.1.6.

A.A.7 Npouenypa aHanu3sa
A.4.7.1 NpoeeneHune NMUP

OnucaHHbIN METOR paccunTaH Ha o6wmin o6bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3ayemble peak-
TUBbI NepeyvuncrneHsl B Tabnuue A.12. MLP MoxHO npoBoguTb U B BonblUMX 0O6bemax npu ycnosuu coobnio-
OEHUs1 COOTBETCTBYIOLMX NPOMNOPLUIA A1 pacTBOPOB peakTMBOB. [JOKa3aHO NoslyYyeHUe KOPPEKTHbIX pesylib-

TaToB MPU UCTIONb30BaAHWM KOHEYHbIX KOHLIEHTPaLUMWi peakTuBOB, NepedncneHHbIx B Tabnuue A.12.

Ta6nuua A.12 — [lo6aBneHne peakTUBOB

PeakTtus KoHeuHasi KoHUeHTpauus O61em Ha oGpaseu, MK

OHK u3 obpasua Ot1 10 po 50 Hr 2

Bopa 15,3

10 x 6ycbep ans MNLP (6e3 MgCl,) 1x% 2,5

Pacteop MgCl; ?, 25 mmonb/n 1,5 Mmmonb/n 1,5

Pacteop dNTP, 10 mmonb/n 0,4 mmonb/n 1

Mpaimep IVR1-F, 10 mkmonb/n 0,5 mkmonb/n 1,25
MpaimeplVR1-R, 10 mkmonb/n 0,5 mkmonb/n 1,25
OHK-nonumepa3sa Taq, 5 IU/mkn 11U 0,2

2 Ecnn 6ydepHblin pacteop ans MLP yxe copepxut MgClz, koHeuHylo KoHLeHTpauuio MgClz B peakLuoHHO cmeck

poBoaaT ao 1,5 mmone/n.
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A.4.7.2 KonTponm MNLUP

B kauyecTBe NONIOXUTESbHBIX KOHTPOSIEA MOXHO WUCMOSb30BaTh CEpTUULUPOBaHHbIE 06pasubl CTaH-
AapTHOro cocrasa, Hanpumep Kykypysa Bt 11 (IRMM-412) unu kykypysa Event 176 (Bt 176) (IRMM-411).

Kpome TOro, cnegyet ucnosnb3oBaTb U Apyrue COOTBETCTBYIOLLME UCCIEO0BAHUIO KOHTPOSIM COrnacHo
onucaHuio B 1ISO 24276.

A.4.7.3 MNporpamma «TeMmnepartypa — BpeMms»

Mporpamma «TemnepaTtypa — Bpemsi», onucaHHas B Tabnuue A.13, ucnonb3soBanacb B UCCNeaOBaHUU
no MeTPONIONMYEeCKoW arTecTtauMM MeTofa, NPOBOAMBLUEMCH € MCMOSIbL30OBAHUMEM  ammnuduKaTopoB
GeneAmp® 2400 unm GeneAmp® 9600 u [HK-nonumepassi AmpliTaq Gold® '". UcnonbaoeaHue apyrux
amnnuduKkaTopos, BO3MOXHO, NoTpebyer aganTauuu nporpammbl. Bpemsi aktusaumuu/HauanbHoOW geHatypaumm
3aBUCUT OT UCMOSb3yeMOoi noiumepassl. NpyU UCNONb30BaHMKU NONMMMEPA3bl C KTOPAYUM CTapTOM» Heob6X0-
AVMMO crnefoBaTh PeKOMeHAaLUsAM NPpoU3BOAUTENS, €ClM 3TO HE NPOTUBOPEYUT NPUMEHAEMOMY NPOTOKOSY.

Ta6nuua A.13 — MNporpaMma «TeMnepaTtypa — BpeMs»

AkTuBauus/HavansHas geHarypauvs 12 MuH/95 °C
Amnnucukaums 30c/95 °C
30c¢/64 °C
60c/72 °C
KonuuecTtBo LUMknos 35
3aBepLiawLas nonumepusauus 10 muH/72 °C

A.4.8 CneundmuHocTb npoaykra MNLUP
K HacTofilLLeMy MOMEHTY NpoBepKa crneumUuYHOCTA OCHOBLIBAETCS TONBKO Ha pa3amepe npogykTa lMNMLUP.

A.4.9 O61MA KOHTPONb KaYyeCTBa U MHTEepNpeTauua pe3yrnbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW [fvHe ueneBor nocneposatensHocTu [OHK, onpepeneHHoil nyTem cpaBHeHUs €
NpOAYyKTaMWn peakuun, Nony4yeHHbIMU U3 cepTuumMpoBaHHbIX 06pa3LoB CTaHGAPTHOMO COcTaBa, NPUroToB-
JIEHHbIX U3 KyKypy3bl (Hanpumep, IRMM-412 (kykypy3a Bt 11) unu IRMM-411 (kykypy3a Event 176), npous-
Bogctea IRMM, Munb, Benbrus).

Mpoeepka cneuncpuuHocTn npoaykra MNLP onucaHa B A.4.8.

O6HapyxeHue bparMeHTOB ¢ pasmepom 226 n. H. nokasbiBaeT, uto pacteop OHK obpa3sua cogepxut
amnnucpuuupyemyio OHK, npoucxogsilyo us Kykypysbl, B npefenax yCTaHOBSIEHHbIX NapaMeTpoB creuu-
(puyHOCTU, ONUCaHHbLIX B A.4.2.2.

MoapobHas nHcopmaums 06 atanax anekrpocdopesa npusogutcs B 1ISO 21571:2005, B.2.

" AmMmnnucukaTopbl GeneAmp® 2400 v 9600 v nonumepa3sa AmpliTaq Gold® - ato npuMep KOMMepYecKU SOCTYMHbIX
NpoayKkros, Npou3BoauMbIX komnaHuelh Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHhopMaums NpMBOAWUTCH MCKITIOYATENBLHO ANA O3HAKOMIIEHWSA MOSib3oBaTeniell HacTosiero craHgapTa M HU npu
KaKux YCNOBUSIX HE MOXET CNyXuTb pekoMmeHaauuein unu ogobpeHremM aTMX NpogyKToB opraHusaumen 1ISO. [lonyckaetcs
UCronL30BaHWe aHaNorMYHbIX NPOAYKTOB, €CNN MOKAa3aHO, YTO OHWU MO3BONIAIOT NOMyYaTh Takve Xe pesynbTaThl.

19



rOCT UCO 21569-2009

MpunoxeHue B
(cnpaBo4Hoe)

MeToab!l CKPUHUHra

B.1 Metoa ckpuHuHra ansi obHapyxeHusi [IHK reHeTMuyeckn moanpmumMpoBaHHbIX PacTeHUN
(npomoTop 35S BUpyCca MO3amMKu LLBETHOM KanycThl)

B.1.1 O6wme nonoxeHmsa

JTOT MeTOo[ npefgHasHayvyeH Ans OGHapYXEHUs pasfIMyHOro KONMYEeCTBa KOMUI NocnefoBaTefibHOCTH
OHK npomoTopa 35S Bupyca mosauku uBeTHow kanyctel (CaMV). Tak kak npomoTtop 35S npucyTcTByeT BO
MHOMX reHeTUYECKM MOAUMDULMPOBAHHBLIX PACTEHUSX, STOT METOA MOXET ObiTb UCNONBL30BAH ANA CKPUHUHIA
Hanuuusa JHK ua reHeTuyeckn mogucmumposaHHoro pacteHus [22], [23].

B.1.2 MeTponornyeckan aTrectauus U KpMTepmum BbINOMHEHUS

B.1.2.1 CoBMeCTHbIe cruuMTernbHbIe UCNbITAHUA

J10T MeTog Obl METPONOMMYECKU aTTECTOBaH B HECKOJSIbKUX COBMECTHBIX CIIMYMUTESbHBLIX UCMbITAHUSAX
C UCMONb30BaHUEM pa3fiMuHbIX MaTepuasioB NULLEBLIX NPOAYKTOB (KaK Cbipbe, Tak M nepepaboTaHHbie
npoaykTbl) [24], [25].

310T MeTop, Obl1 METPONIOrMYECKN aTTeCToOBaH B COBMECTHOM CIIMMUTENBHOM UCTbITaHUU [24], npoBe-
OEHHOM nog pykoBOoACTBOM paboueit rpynnbl «PaspaboTka MeTogoB uaeHTUhuKkaumMm nULLEBOA NPOLYKLWK,
nNpou3sBefeHHO ¢ UCNIONB30BAHUEM TEXHOSIOMUIA FreHHOW UHXeHepuu» Hemeukoro ¢heaepanbHOro MHCTUTYTa
3aWmThl 300pOBbS NOTpebuTenei U BeTepuHapHoO mMeguuuHel (BgVV). KonuuecTBo yyacTHUKOB, a Takke
KONnMMYecTBo 06pa3suUoB ycTaHaBNMBanu B COOTBETCTBUM C Kputepusimun ISO 5725-2. Oins BeigeneHus OHK
ucrnons3oBanu metog LTAB, onucanHbin B 1SO 21571:2005, A.3 (ogHako BeC aHanusuMpyemom u4actu
o6pasua coctansn 100 mr).

HaHHbIe COBMECTHBIX CITUYUTENBHBIX UCTIBITAHUA NpUBOAATCS B Tabnuue B.1.

Ta6nuua B.1 — Pe3ynbTaTbl COBMECTHbIX CIMMUTESIbHbIX UCMbITaHUIA

"og npoBegeHusa UcnbiTaHWUiA 1999
KonuuectBo nabopatopuii 27
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 23
KonuuecTtBo 06pasyoB Ha nabopatopuio 5
KonuuecTBO NPUHATBLIX pe3ysbTaToB 115
KonuuecTtBo 06pasLoB, cogepkawmx coto nuHum GTS 40-3-2 59
KonuuecTtBo 06pasyoB, cogepxalmx HemoanmLunpoBaHHy Col 56
JloxHononoxuTernbHble peaynbTaTbl 0 (0 %)
JloxHooTpuuaTesnbHble pe3ynbTaThbl 0 (0 %)

B.1.2.2 MonekynsipHas cneuyupuyHoCTb

B.1.2.2.1 O6wme nonoxeHus

3710 NpunoxeHue yaosneTsopseT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.

MeTog, Obin pa3spabotaH ons ueneBoi NOCNegoBaTeNbLHOCTU, ONUCAHHONW, Hanpumep, B 6a3se gaHHbIX
GenBank™, goctyn Ne V00141.

Cnncok reHeTuYeckn MoauduLMPOBaHHbIX pacTeHuin, cogepxkawmx npomotop 35S CaMV, npuBogutces
B MPUSIOXEHUM K CCbirke [24].

He uckniouaeTcs BO3MOKHOCTb NOSTYYEHUs JIOKHOMOSOXMUTESBHBIX Pe3yrbTaToB U3-3a TOro, YTO amnnudu-
LuupyemMasi nocnefoBartesibHOCTb NOSlyYeHa U3 BUpyca MO3auKu LBETHON KanyCTbl, NOpaXaroLero LIBETHYIO
KanycTy, a TaKke gpyrme pacteHus ceMencTB Brassicaceae (Cruciferae), a Tawke Resedaceae w Solana-
ceae [26], [27].

B cBfi3u ¢ aTuM cnegyeT ¢ 0COGEHHOM TLWATENLHOCTLIO PacCMaTpUBaTh NONMIOKUTESIbHBIE pe3yNbTaThl,
nonyyeHHble Npyu aHanuse obpa3LoB U3 pacTeHuid CeMeUCTB Brassicaceae, Resedaceae v Solanaceae.
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MonoxutenbHble peaynbTaThl MOMYT O3HayaTb HanmuuuMe npoaykTa, MOSIlyYeHHOr0 U3 TFeHETUYECKU
MOAUMULIMPOBAHHBIX PACTEHWUI, OAHAKO He MOryT ObiTb MHTEPNPETUPOBaHbI Kak [0Ka3aTenbCTBO HajlM4us
reHeTuyecku MmogucuLMpoBaHHOro npogykra 6e3 4OonoNHUTESNIbHOrO NOATBEPKAEHUS.

Ons Toro Ytobbl pasnUuUTbL UHOULMPOBAHUE BUPYCOM U FEHETUYECKYI0 MOAUUKaLMIO, MOXHO UCTIONb-
30BaTb METOAbLI OGHAPY>XEeHUS BUPYCa MO3auKu LIBETHOM KanycThbl [6].

B.1.2.2.2 TeopeTnuyeckas 4yacTb

Momck no 6asam faHHbLIX (NCBI BlastN®, European Molecular Biology Laboratory (EMBL), no cocTosHuio
Ha 28 ceHTs6psa 2001 r.) He oBHapyun romonorum ueneeoi nocneposarensHoctu JHK ¢ Hemoguduumpo-
BaHHbIMU CENbCKOXO3ANCTBEHHbIMU pacTeHusimu. OpgHako oba npaiimepa coBnaganM ¢ OgHUM OOCTYNOM
6a3bl JaHHbIX, HE OTHOCSLMMCS HU K BUPYCY MO3auKu LIBETHOW KanycThbl, HU K PEKOMBUHAHTHBIM BEKTOpam
unu nateHtam: S70105 cp (6enok obonouku) BUpyca mo3aukm orypuoB. Kpome Toro, npaimepbl COOTBETCT-
BoBanu bonee yem 100 nosvumuam 6asbl JaHHbLIX, OTHOCALMMCH K BUPYCY MO3aUKA LIBETHOM KanyCTbl U PEKOM-
OMHaHTHLIM BEKTOpaM U NaTeHTam.

B.1.2.2.3 OkcnepuMeHTanbHas 4acTb

Mpu npoeegeHuu MUP ¢ ucnonb3osaHuem [OHK, BbigeneHHoin U3 HemMoaupuUMpPOBaHHLIX CENbCKO-
XO3SNCTBEHHbIX paCTeHU B OTCYTCTBME BUPYCa MO3auKku LIBETHOW KanycTbl, He Habnwganu amnnucdukaumm
[22], [24], [25], [28].

YcnelwHas amnnucukaums 6eina o6HapyxeHa npu npoeegeHum MNLUP Ha OHK, BbigeneHHon M3 pasanuyHbix
reHeTMYeckn MoauULMPOBaHHbLIX pacTeHui, Hanpumep GTS-40-3-2 (coeBbie 60661 RoundUp Ready®), JIAHUIA
KyKypy3bl Event 176 (Bt 176), Bt 11, MON 810, MON 809, a Take TOMaToB ¢ 3aMeAreHHbIM CO3peBaHUeM
(Zeneca) [22], [24], [25], [28].

KonuuecTBo konuin nocnegoearensHocTu [JHK MoxeT BapbupoBaThCs.

B.1.2.3 Npenen o6HapyxeHuA

He 6bin onpegeneH abconoTHbIA npegen obHapykeHus. bbin NokasaH OTHOCUTENbHLIN npegen obHa-
pyxeHus, coctaBnsiowmin 0,1 % reHeTudeckn mogucmumpoBaHHoi con B coeBor Myke IRMM-410 u 0,1 %
reHeTMyecku mopucuumMpoBaHHoOn Kykypy3sbl Event 176 (Bt 176) IRMM-411 B kykypy3Hoi mMyke (maccoBast
pakums) (ceptucdmumpoBaHHbie 06pa3subl CTaH4ApTHOroO coctasa) [25].

B.1.3 AganTtaumsa
OTcyTCTBYET KOHKpPETHas MHOpMaLms.

B.1.4 NpuvHuun

MpuHUMN meToga 3akndaetcs B amnnucdukaumm pparmenta OHK gnvHon 195 nH 13 npomoTtopa 35S
BUpYCa MO3aWKN LBETHOW KanycCTbl ¢ ucronbaoBaHuem [NLP 1 oGHapyxeHuem nocne pasgeneHusi ¢ noMoLwbo
anexkTpocopesa B arapo3HoM rene. [na npoeepku cneuuduyHoctu npopgykra MNMUP cneagyet BbINONHUTL
aTan NoATBEPXKAEHUS.

lMpomMoTOpkI — 3TO NOCNefoBaTENIbLHOCTU pacno3HaBaHUS UKN CBS3bIBaKOLWME NOCNefoBaTenLHOCTU NS
PHK-nonumepas, KoTopble OTBE4alT 3a 3Kcrpeccuio reHoB. NMpomoTtop 35S 13 Bupyca MO3auku LIBETHOM
KanycTbl Hambonee YacTo UCNOSb3yeTCs NPU reHeTUYeCcKon mogucukaumm pacteHuin [24].

B.1.5 PeaKktuBbI
WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

B.1.5.1 Bopa

B.1.5.2 Bydep ana MNMLUP (6e3 MgCl,), 10 x.

B.1.5.3 PactBop MgCl,, koHueHTpauus MgCl, = 25 mmonb/n.

B.1.5.4 PacTtBop ANTP, koHueHTpauust dNTP = 2,5 mmone/n (kaxgoro).

B.1.5.5 OnuroHykneotmabl
B.1.5.5.1 NMpamon npanmep
MpomoTop 35S Bupyca mo3aunkun LUBETHOM KanycTbl, 35s-1: [24], [28] 5'-gCT CCT ACA AAT gCC ATC A-3..

MopobpaH BMecTe ¢ COOTBETCTBYIOWMUM 0OpaTHLIM NpaikMepoM Ana amnnudukaumm nocnegosaresb-
HOCTel, OnMcaHHbIX, Harnpumep, B nosuuun Ne V00141.

B.1.5.5.2 O6patHbIi npaiimep
MpomoTop 35S Bupyca mo3aukun LBETHOM KanycTbl, 35s-2: [24], [28] 5'-gAT AgT ggg ATT gTg CgT CA-3".
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MopobpaH BMeCcTe ¢ COOTBETCTBYIOWMUM MPSAMbIM NpaiMepoM Ans amnnucukauuM nocnegoBaTesibHO-
CTeil, onucaHHbIX, Hanpumep, B noauuun Ne V00141.

B.1.5.6 TepmoctabunbHana [IHK-nonumepasa (gns MNMUP ¢ «ropsuum ctaptom»), 5 IU/mkn.
B.1.5.7 PecTtpukTasa: Xmn | (= Asp 700).
B.1.6 O6opyaoBaHue

B.1.6.1 AMnnudukatop
B.1.6.2 Kamepa ana anektpodopesa, ¢ UCTOYHUKOM NUTaHUS.

B.1.7 Npoueaypa aHanu3a (nposeageHue MLP)

B.1.7.1 O6wWwume nonoxeHms

OnucaHHbIN METOR paccuMTaH Ha o6wmin o6bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NepeuuncnieHbl B Tabnuue B.2. MLP moxHO npoeoguTe U B 6onbLumMx ob6bemMax npu yernosumu cobnopeHus
COOTBETCTBYIOLUMX NPONOPLUIA Ans pacTBOPOB peakTUBOB. [JokasaHO MoslydeHUe KOPPEKTHbIX pe3yrnbTaToB
Np1 UCMOJSb30BAHMMN KOHEYHbIX KOHLIEHTpaLMii PeakTMBOB, NepeYncsieHHbIX B Tabnuue B.2.

Ta6nuua B.2 — [lo6aBneHne peakTUBOB

PeaktuB KoHeuHasi KOHUeHTpauus O61em Ha oGpasel, MK

OHK u3 obpasua O110 po 50 Hr 1
Bopa 15,9
10 x 6ycbep ans MNLP (6e3 MgCl,) 1x 2,5
Pacteop MgCl, 2, 25 mmornb/n 1,5 mmonb/n 1,5
Pacteop dNTP, 10 mmonb/n 0,8 mmonb/n 2
Mpaimep 35s-1, 5 mkmonb/n 0,2 mkmonb/n 1
Mpaimep 35s-2, 5 mkmonb/n 0,2 mkmonb/n 1
OHK-nonumepasa Taq, 5 IlU/mkn 051U 0,1

2Ecnu 6ydepHsblin pacteop ans MLP yxe cogepxut MgCla, koHeuHylo koHLeHTpaLuio MgClz B peakLMoHHO cmeck
goBoaaT ao 1,5 mmone/n.

B.1.7.2 Koutponu MNUP

B kauyecTBe NOSIOKUTESIbHBIX KOHTPOSIEA MOXHO WUCMOSb30BaTh CEpTUGULUPOBaHHbIE 06pa3subl CTaH-
papTtHoro coctaBa GTS 40-3-2 (matepuan, cogepxawmii 0,1 % KOMNOHEHTOB reHeTU4ecku Moauculmpo-
BaHHbIX PacTeHWi), Npou3BogumMble VHCTUTYTOM pedepeHCHbIX matepuanos u uamepeHuin (IRMM), Munb,
Benbrus (IRMM-410).

Kpome ToOro, cnegyert ucnosnb3oBaTtb UM Apyrue COOTBETCTBYIOLLME MCCNENOBAHUIO KOHTPOJSM, COMNMacHo
onucaHuio B ISO 24276.

B.1.7.3 Nporpamma «TeMmnepartypa — BpeMms»

MporpamMma «TeMnepaTypa — BpeMsi», ONucaHHas B Tabnuue B.3, ucronb3osanack B UCCNIeA0BaHNM MO
METPOMNOTMYeckoil  aTTecTauuM  MeToAa, NPOBOAMBILEMCS C  MCMONL30BaHMEM  amnnnduKaTopoB
GeneAmp® 2400 unu GeneAmp® 9600 u [HK-nonumepassl AmpliTaq Gold® '?. Wcnonsaosanue mpyrux
aMNNMchHKaTOpOR, BO3MOXHO, NOTPeGyeT afanTaLuum NporpamMMbl. Bpems akTMBaLMu/HauanHoi AeHaTypaLmm
3aBUCUT OT MCMOSTb3YEeMOi NonuMepasbl. [py MCMOMNL30BaHUM NONUMEPa3bl C KFOPSUYUM CTApTOM» HeoBXo-
[MMO CnefioBaTh PeKOMEHAALIMAM NPOU3BOAUTENS, CAIN 3TO HE NPOTUBOPEYMUT NPUMEHAEMOMY MPOTOKOTY.

12) AmnnucukaTopbl GeneAmp® 2400 v 9600 v nonumepa3sa AmpliTaq Gold® - ato npuMep KOMMepYeCcKU AOCTYMHbIX
NpoayKkTos, NPou3BoAUMBIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHdopMaums NpMBOAWUTCH UCKITIOUATENBLHO ANA O3HAKOMISIEHWS NOSib30BaTeNieil HacTosLWero ctaHaapTa M HU npu
KaKMX YCNOBUSIX HE MOXET CIYWUTb pekomeHgaumein unu ogobpeHnem aTMx NpogyKToB opraHusaumen 1ISO. [lonyckaetcs
UCMonb3oBaHWe aHanorM4YHbIX NPOAYKTOB, €CNIN NOKAa3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTarhl.
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Ta6nuua B.3 — Nporpamma «TemnepaTtypa — BpeMsa»

AkTuBauus/HavansHas geHarypauvs 10 mun/95 °C
Amnnucukaums 20c/94 °C
40 c/ 54 °C
60c/72°C
KonuuecTtBo Luknos 40
3aBepLiawLas nonumepusauus 3 MuH/72 °C

B.1.8 CneundmuHocTb npoaykra MNMLP

MpoBepka cneumcuuHocTn npogykta MNMUP moxeT 6biTh BbINOMHEHA ¢ NOMOLLBIO €r0 PECTPUKLIMOHHOIO
aHanusa pectpukrasoit Xmn |. B pesynbtaTe Takoi pecTpuKUMU OXULAETCA nonydeHue AByx (pparMeHToB
(anvHoid 115 n 80 n. H.) [22], [24].

B.1.9 O6wWwmMi KOHTPONb Ka4yecTBa U UHTepNpeTauMa pe3ynbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW JfvHe ueneBou nocneposatensHoctu [OHK, onpepeneHHoil nytem cpaBHeHUs €
NpoayKTamMu peakuuu, NoslyuYeHHbIMU U3 cepTuuLMpoBaHHbIX 06pa3LoB CTaHAAPTHOrO cocTaea (NpUroTos-
NeHHbIX, Hanpumep, ua cepun ctaHgapToB IRMM-410 (cos nuHumn GTS 40-3-2) npousBoacTea IRMM, N'unb,
Benbrus).

Mposepka cneuncpuuHocTn npoaykra MNLP onucaHa B B.1.8.

O6HapyxeHue parmeHToB ¢ pasmepom 195 n. H. nokasbiBaeT, uto pacteop OHK obpa3sua cogepxut
amnnuduumpyemyto OHK 13 Bupyca Mo3avku LIBETHOI KanycTbl MW U3 reHEeTUYeCKu MoaudcULMpoBaHHOro
pacTteHus B Npeferiax yCTaHOBIIEHHbIX NapamMeTpoB creumndUyHOCTH, ONUCaHHbIX B B.1.2.2.

MoppobHas nHpopmaums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.

B.2 AnbTepHaTMBHbLIN MeTO4 CKpuHMHra ana oO6HapyxeHusa [HK reHeTtuueckm
MoaudnUMpOoBaHHbIX pacTeHui (npomMoTop 35S BUpyca MO3amKu LLBETHOMW KanycThbl)

B.2.1 O6wume nonoxeHmsa

3TOT MeTOop, NpegHasHadeH Ansi ObHapyXeHUs pas3nIUYHOro KONMUYEeCcTBa KOMUA MOCneaoBaTeNibHOCTU
OHK npomoTtopa 35S Bupyca mo3avku uBeTHo# kanyctbl (CaMV) B o6pa3uax npogykToB, NpoLlleawmx nepe-
paboTky. Tak kak npomoTop 35S NpUCYTCTBYET BO MHOIMX FEHETUYECKU MOAUMDULMPOBAHHBIX pPacTeHUsIX,
ATOT METOf MOXeT BbiTb MCNONb30BaH Ans CKpuHUHra Hanuuus OHK 13 reHeTuyecku mogucuumpoBaHHOro
pacrteHus [22], [23], [29].

He onucaH cnoco6 nposepku cneuucuyHocTy MNLP-npogykTa. Mo3TtoMy 3TOT METOA HE MOXET paccmaTpu-
BaTbCs Kak meTop, ngeHtucukaumm. OH MOXeT ObITb UCNONB30BaH Ans oueHkn amnnunduuyupyemoctn OHK,
cofepxallei Lenesyo nocneoBaTesbHOCTb.

B.2.2 MeTponornyeckan aTrectauus M KpMTepmMm BbINOMHEHUS

B.2.2.1 CoBMeCTHbIe CruuMTernbHbIe UCNbITAHUA

3TOT MeToh npolwen MeTPOSIorMYecKyld aTTecTaumilo B COOTBETCTBUM C KpUTEpUSIMK, 3adaHHbLIMU
ISO 5725-2. B COBMECTHbIX CINUYMTESNBHBIX UCTIBITAHUSX, KOOPOUHUPYEMbIX OGbegUHEHHbIM LIEHTPOM uccnepo-
BaHuin EC JRC, yyactBoBanu 23 esponeickue nabopatopum [29], [30]. OueHuBanu cnocobHOCTL MeTopa
o6Hapyxusate MO B pasanuuHbIX MaTepuanax obpasuoB nepepaboTaHHON NULLLEBONA NPOAyKUMKM (rOTOBbIE
NPOAYKTbl U3 KYKYPY3bl, JETCKOe NMUTaHue, neyeHbe, NPOAyKTbl U3 KBaWeHbIX cOeBbiXx 6000B), kaxabiA U3
kotopbix cogepxan 0%, 2% v 100 % (ans neyeHbss ucnonb3oBanu 10 % Bmecto 100 %) com nuHUK
GTS-40-3-2 nnm kykypyabel Event 176. Kaxgbiii ydacTHUK nomny4an 4 KOHTposbHbix obpasya n 30 o6pasuos
HEU3BECTHOIO COCTaBa B HE3aBUCUMbIX MOBTOPHOCTSAX, U3 koTopbix 10 copgepxanu 0 % MO, a 20 — uHrpe-
OVWEHTbl C PasnUYHBIM NPOLIEHTOM COAEepXaHUsi reHeTUYeckux mogucukauuin. Bce yyacTHUKM nonmyumnu
nogpo6Hoe onucaHmne metoga BeigeneHus JHK ¢ nomowpkio metogukn LITAB mnu kKoMmepuecku QOCTYNHOro
Habopa ans BeigeneHus. OgHako nabopaTopum MMenu Npaso UCNONbL30BaTh MX COBCTBEHHbIE METOAbI Bbide-
nenuss OHK; B 10 Xe Bpemsi ycnoBusi MLP gomkHbel 6binM 6biTb ONTUMU3MPOBAaHBI MHAMBUAYANLHO ONs
MMEIOLLErocs y y4acTHUKoB obopygoBaHus. OT nabopatopuin TpeGoBanu NpoBeCTU aHanmM3 Kaxgoro obpasua
OQVH pas3s v onpegenutb, cogepxut nu obpasey MMO nnu Het. Tak Kak SonbLUMHCTBO NabopaTopuii Nnpegoc-
TaBunM npaswusbHble pesynbTathl (pesynbtathl 14 nabopartopuin nonanu B guana3soHd ot 90 % go 100 % ot
MCTUHHOTO 3HaueHus; peaynbTatbl 3 nabopatopuin— ot 80% po 90 % OT WCTUHHOrO 3Ha4YeHus) U
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HW ogHa nabopartopusi He npegocTaBuna npaBuibHbIE pe3ynbTaTthl B guanasoHe ot 70 % go 80 %, 6o

YCTAHOBMIEHO 3HA4YeHWe cpesa npaBusibHbiIX pesynetatoB, paBHoe 80 %. BcnegctBue aToro peaynbrtathbi

5 nabopatopuii 6bINMM UCKIMIOYEHBbI U3 JanbHenwWen cratucTuyeckon obpabotku. ns He cogepxawmx MMO

obpa3suoB 66O ONpegeneHo cpegHee 3HavyeHue npaBwusbHbIX pesynbTatoB, coctaBuBwee 96,1 % (3,9 %

JNOXHOMONOXUTENbHLIX pe3ynbTaTtoB); ons obpa3suos, cogepxawux MO, 6bino onpegeneHo cpegHee

3HauyeHue NpaBUrbHbIX pe3ynbTaTtos, paBHoe 98,1 % (1,9 % noxHooTpuuatenbHbIx pesynbTtaTtos) [30].
PesaynbTaTbl COBMECTHLIX CITMYMTENBHBIX UCNbITAHUA NPUBOSATCA B Tabnuue B.4.

Ta6nuua B.4 — Pe3ynbTaTbl COBMECTHbIX CIMMUTESIbHbIX UCMbITaHUIA

"og npoBegeHusa UCnbiTaHWUiA 1999
KonuuectBo nabopatopuii 30
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaThbl 18
KonuuecTtBo 06pasyoB Ha nabopatopuio 12
Obuwee konuyecTBo 06pa3sLOB 360
KonuuecTtBo NpuHATLIX pe3ynbTaTos 540
JIoXHONONOXUTESNbHBIE pe3ysbTaThbl 3.9%
JloxkHoOTpULaTENbHbIE Pe3ynkLTaThl 1,9 %

B.2.2.2 MonekynsipHas cneundpuyHOCTb

B.2.2.2.1 O6wue nonoxeHus

310 NpunoxeHue yaosneTBopseT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.

MeTog, Obin pa3spaboTtaH ons ueneBoi NOCNegoBaTeNbLHOCTU, ONUCAHHONW, Hanpumep, B 6a3se AaHHbIX
GenBank™, goctyn Ne V00141. CnMcok reHeTu4ecku MoguthmumMpoBaHHbIX PacTEHU, cogepXkalymx npoMoTop
358 CaMV, npuBogutcs B cebinkax [23] u [24].

He uckniouaeTcs BO3MOKHOCTL NOSTYYEHUs JIOKHOMOSNOXMUTESIBHBIX Pe3yrbTaToB U3-3a TOro, YTO amnnudu-
uupyemMasi nocnefoBarTesibHOCTb NOSlyYeHa M3 BUpYCa MO3auKu LBETHON KanyCTbl, NOpaKaloLero LIBETHYIO
KanycTy, a TaKke gpyrme pacteHus ceMencTs Brassicaceae (Cruciferae), a Taioke Resedaceae u Solana-
ceae [26], [27].

B cBfisu ¢ aTUM cnefyeT ¢ 0COGEHHOW TWATENbLHOCTLIO PacCMaTpUBaTh NOSIKUTESIbHBIE pe3ynbTaThl,
nosiyueHHble Npu aHanuae obpasLoB M3 pacTeHuin cemeincTB Brassicaceae, Resedaceae w Solanaceae. Nono-
XKUTESbHBIE pesynbTaThl MOTYT O3Ha4yaTb Hanuuue NpofykTa, NOSyYEHHOro U3 reHeTUYecku Mogucuumnpo-
BaHHbIX PacTeHUI, OQHAKO He MOryT ObiTb MHTEPNPETMPOBAHbI KaK AOKA3aTENIbCTBO HAaNWYUS reHEeTUYEeCcKU
MoaucuLMpoBaHHOro npogdykra 6e3 4ONONMHUTESNIbHOrO NOATBEPKAEHUS.

Ons Toro 4tobbl pasnUuUTbL UHOULMPOBAHUE BUPYCOM U FEHETUYECKYI0 MOAUUKaLMIO, MOXHO UCTIONb-
30BaTb MeTOAbl OGHApYXeHUS BUpYCa MO3auKu1 LIBETHOM KanycThbl [6].

B.2.2.2.2 TeopeTnuyeckas 4yacTb

Momck no 6asam maHHbIX (NCBI BlastN®, European Molecular Biology Laboratory (EMBL), no cocrosHuio
Ha 28 ceHTabpsa 2001 r.) He oBHapywun romonorum Ueneeoi nocneposarensHoctu JHK ¢ Hemoguduumpo-
BaHHBLIMU CENbCKOXO3AWCTBEHHBIMU pacTeHusimu. MpaiiMmepsl COOTBETCTBOBANIA 3HAYUTESILHOMY KONTMYECTBY
no3auumii 6a3bl OaHHBIX, OTHOCALLMXCS K BUPYCY MO3auUKM LBETHOW KanyCTbl U PEKOMGUHAHTHLIM BEKTOPaM U
naTeHTam.

B.2.2.2.3 OxcnepuMeHTanbHas 4acTb
Mpu nposegexvm MLP ¢ ncnonssosadmem OHK, BbigeneHHoOM na HemoamduuMpoBaHHbIX coeBbix 6060B B
X04e npeaBapuTeNibHbIX COBMECTHbIX CITIMYUTENbHbIX UCCIefoBaHuA, He Habnganu amnnucgukauyum [29].

B.2.2.3 Npegen o6HapyxeHus

Ons atoro metoga He 6bin onpepeneH abconoTHbIN Npepen obHapyXeHus, ogHako Gbina nokasaHa
CcnocoBbHOCTL 0BHapyeHus no kpanHen mepe 50 konuin OHK con nuHum GTS 40-3-2 [29].

Tawke He Obin onpefeneH U OTHOCUTENbHLIA Npeden obHapyXeHus, HO B XO4Ee COBMECTHbIX CIUYU-
TeSNbHbIX UCTbITaHUIA [28] Bblna nokasaHa BO3MOXHOCTE 0bHapyxeHus 2 % MTMO GTS 40-3-2 (coesble 600bI
RoundUp Ready®) n/vnu kykypyael Event 176 (kykypysa Bt 176) B neuyeHbe, 4eTCKOM NMUTAHUM U KBALLEHbIX
coeBbix 606ax ¢ 100 % npaBunbHbIX pesynstatoB [30].
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B.2.3 AganTaumsa
OTcyTCTBYET KOHKpPETHas MHoOpMaLms.

B.2.4 NpuvHuun

MpuHUMN MeToaa 3aknyaeTcs B amnnudukaumm pparmenta OHK gnvHoi 123 n. H. u3 npomotopa 35S
BUpYyCa MO3auKu LIBETHOW KanycTbl ¢ ucnons3oBaHuem lNLP n obHapyxeHun ¢ NoMoLLbIO anekTpocdopesa B
araposHom rene. [ina nposepku cneuucpuuHocTn npogykra lMNLP MOXHO, Hanpumep, UCMNOSb30BaTh CEKBe-
HuposaHue [OHK. OgHako Hu ogHa w3 npoueayp NOATBEPXKOAEHUS MASHTUYHOCTM He npoluia MeTponornye-
CKOW aTTecTaumn.

lMpomMoTOpkI — 3TO NOCNefoBaTENIbHOCTU Pacno3HaBaHMS MU CBSI3bIBAKOLWME NOCneaoBaTensHOCTM Ans
PHK-nonumepas, koTopblie OTBE4alT 3a 3Kcrnpeccuto reHoB. Mpomotop 35S u3 Bupyca Mo3auMku LiBETHOW
Kanyctbl Hanbonee YacTo UCNOSb3yeTCA NPU reHeTUYeckon MmogucukaLlmum pacteHun [22].

B.2.5 PeaKktuBbI
WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB nNpuBoguTes B 1SO 24276.

B.2.5.1 Boaa

B.2.5.2 Bydep ansa MNUP, koHueHTpauusa MgCl, = 15 mmons/n, 10 x.

B.2.5.3 PacTBop dANTP, koHueHTpauust dNTP = 4 mmonb/n (kaXxgoro).

B.2.5.4 OnuroHykneotuabl

B.2.5.4.1 NMpamon npanimep

MpomoTop 35S BUpyca mo3anku uBeTHoM kanycTsl, 35s-¢f3: 5'-CCA CgT CTT CAA AgC AAg Tgg-3'.

Mopo6paH ans amnnucukaumm npomoTopa 35S BUpyca MO3auKK LBETHOW KanyCTbl, HANPUMEp No3uuums
Ne V00141.

B.2.5.4.2 O6patHbIi npaiimep

MpomoTop 35S Bupyca mo3auku LBeTHOW kanycTbl, 35s-crd: 5-TCC TCT CCA AAT gAA ATgAAC TTC C-3.

Mopo6paH ans amnnucpukaumMm npomoTtopa 35S BUpyca MO3auKK LBETHOW KanyCTbl, HANPUMEp No3uums
Ne V00141.

B.2.5.5 TepmocTabunbHana [IHK-nonumepasa (gns MNMUP ¢ «ropsuum ctaptom»), 5 IU/mkn.

B.2.6 O6opyaoBaHue
B cooTBeTCcTBUM ¢ onucaHuem B B.1.6.

B.2.7 Npoueaypa aHanusa

B.2.7.1 NpoeeaeHue MNMUP

OnucaHHbIN METOR paccunTaH Ha o6wwmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; Ucnonb3yemble peak-
TUBbI NepeuuncnieHbl B Tabnuue B.5. MLP moxHO npoeoguTe 1 B 6onbLumvx o6bemMax npu yenosumu cobnopeHus
COOTBETCTBYIOLMX NPOMOPLUA ANS pacTBOPOB peakTuBOB. [loka3aHO MONyYeHWe KOPPEKTHbIX pesynbTaToB
Npu1 UCMOSNb30BAHUU KOHEYHbIX KOHLIEHTpaLMii peakTMBOB, NepeYncrieHHbIX B Tabnuue B.5.

Ta6nuua B.5 — [lo6aBneHne peakTUBOB

PeaktuB KoHeuHasi KOHUeHTpauus O61em Ha oGpaseu, MK

OHK u3 obpasua 5
Bopa 14,84
10 x 6ycpep ana MLP (c MgCl, 15 mmonk/n) @ 1x 2,5
PactBop dNTP, 16 mmonb/n 0,64 mmonb/n 1
Mpaimep 35s-cf3, 20 mkmonb/n 0,6 mkmonb/n 0,75
Mpaimep 35S-cr4, 20 Mkmonb/n 0,6 mkmonb/n 0,75
OHK-nonumepa3sa Taq, 5 IlU/mkn 081U 0,16

2 Ecnn ncnonbayetcs 6ydepHuiin pacteop aAns MLP 6e3 MgCl,, cnefyeT cOOTBETCTBEHHO [JOBECTU KOHLIEHTPaLMK U
o6GbeMbl.
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B.2.7.2 Koutponwm MNUP

B kauyecTBe NONIOXUTESIbHBIX KOHTPOSEA MOXHO WUCMOSb30BaTb CEpTUULUPOBaHHbIE 06pa3subl CTaH-
papTtHoro coctaBa GTS 40-3-2 (matepuan, cogepxawmii 0,1 % KOMNOHEHTOB reHeTU4ecku Moauculmpo-
BaHHbIX PacTeHWi), Npou3BogumMble VHCTUTYTOM pedepeHCHbIX matepuanos u uamepeHuin (IRMM), Munb,
Benbrus (IRMM-410).

Kpome TOro, cnegyert Mcnosnb3oBaTb U Apyrue COOTBETCTBYIOLLME UCCIEO0BAHUIO KOHTPOSIM COrnacHo
onucaHuio B ISO 24276.

B.2.7.3 Nporpamma «Temnepartypa — BpeMms»

Mporpamma «TeMnepaTtypa — Bpemsi», onucaHHasi B Tabnuue B.6, ncnonb3aoBanace B uccrnegoBaHum no
METPONOrM4YecKor artrecTtauuMuM MeToga, NPOBOOUBLLUEMCHA C UCMONb3oBaHMeM amnnucpukatopoB Perkin
Elmer 2400/9600/9700 u HK-nonumepa3asl AmpliTaq Gold® . cnonk3oranne gpyrux amnnucukatopos,
BO3MOXHO, NOTpebyeT agantaumm nporpaMmbl. Bpems aktmBaumn/HauvanbHOW geHaTypauum 3aBUCUT OT UCMONb-
3yemoi nonumepasbl. [py UCNONbL30BaHWM NONMMEPA3bl C «TOPSYMM CTapTOM» HEOBXOAMMO CKPYNyre3Ho
cnegoBaTtb pekOMeHOaUUaM NPoU3BOAUTENA, €CNU 3TO HE NPOTUBOPEUUT NMPUMEHSEMOMY NPOTOKONY.

Ta6nuua B.6 — Nporpamma «TemnepaTtypa — BpeMa»

AkTuBauus/HauansHas geHatypauvs 10 muH/95 °C
Amnnucukaums 25¢/95 °C
30c/62 °C
45 c/72 °C
KonuuectBo Uuknos 50
3aBepLiawas nonumepusauus 7 MuH/72 °C

B.2.8 CneuundmuHocTb npoayxkra MLP

PekomeHpyeTtcsi npoBepuTb cneuucpuyHocTe npogykta MLP, nonyyeHHOro ua HemsBecTHoro obpasua
nyTem, HanpuMep, peCTPUKUMOHHOIO aHanuaa, cekBeHnposarus OHK u OHK-mbpuausaumn.

B.2.9 O6wWwmMi KOHTPONb Ka4yeCTBa U UHTepNpeTauMa pe3ynbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW pnvHe ueneBou nocneposatensHocTu [OHK, onpepeneHHoil nytem cpaBHeHUs €
NpoOAyKTamMun peakuum, Nony4YeHHbIMU M3 cepTUULNPOBaHHbLIX 06pa3sLoB CTAaHAAPTHONO cocTaBa (NpUroToB-
JIeHHbIX, Hanpumep, U3 cepum ctaHgaptos IRMM-410 npoussogctea IRMM, Munb, Benbrus).

MpoBepka cneuncpuuHocTn npoaykra MNLUP onucaHa B B.2.8.

O6HapyxeHue bparmeHToB ¢ pasmepom 123 n. H. nokasbiBaeT, 4YTo pacteop OHK obpa3sua cogepxur
amnnuncpmuympyemyto HK npomotopa 35S Bupyca mMo3auku LUBETHOMW KanycTbl B Npeaenax yCTaHOBEeHHbIX
napameTpoB cneuudUuYHOCTU, ONUCaHHbIX B B.2.2.2.

MoppobHas nHpopmaums 06 atanax anekrpocopesa npusogutes B ISO 21571:2005, B.2.

B.3 Metoa ckpuHuHra ansi o6HapyxeHusi [IHK reHeTnuyeckn moanpmumMpoBaHHbIX PacTeHUN
(repmunaTop NOS Agrobacterium tumefaciens)

B.3.1 O6wue nonoxeHun

JTOT MeTOoA npefgHasHavyeH Ans OGHapYXeHUs pasfIMyHOro KONMYECTBa KOMUI NocnefoBaTefibHOCTH
OHK tepmuHaTtopa HonanuH cuHTasbl (NOS) us Agrobacterium tumefaciens. Tak kak TepmuHaTop NOS npucyT-
CTBYET BO MHOIMX reHeTUYECKM MOgUbMLMPOBAHHBIX PACTEHUSX, ATOT METOL MOXET ObiTb UCMONbL30BaH OIS
CKPUHUHIa HajIMumsa UHIPEeQUEHTOB, NOMYYEHHbIX U3 reHeTUYeCKUu MoauthuumMpoBaHHbIX pacteHuit [22], [23],
[29], [30].

3 Amnnudpukaropsl GeneAmp® 2400, 9600 n 9700 n nonumepasa AmpliTaq Gold® — 310 npumep KOMMepyeckn
AOCTYNHLIX NPOAYKTOB, NPOM3BOAUMEIX koMnaHuein Applied Biosystems, paHee nssectHol kak Perkin Elmer/Applied Bio-
systems. OTa nHcopmMaums NPUBOAUTCH UCKIIOMMTENBHO A1A 03HAKOMJIEHWUS NOSib30BaTeNeil HacTosALEero ctaHaapTa u
HM NPU KaKMX YCIIOBUAX HE MOXKET CNyXUTb pekomMeHgaumvein unu ogobpeHnem aTux npoaykros opraHusauueit 1ISO. Jonyc-
KaeTCA MCMNOSb30BaHNe aHaNornMYHLIX NPOAYKTOB, €CIW NOKa3aHo, YTO OHW NO3BOMAIOT MONy4aTh Takue e pesyrnbLTaThl.
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He onucaH cnocob nposepku cneuucuyHocTy npopykta MNLP. MosTomy 3TOT METOA HE MOXET paccmaTpu-
BaTbCs Kak meToq uageHtudmkaumm. OH MOXeT ObITb UCNONbL30BaH AN OLueHk amnnuduumpyemoctu OHK,
cofepxallei Lenesyo NocneaoBaTesibHOCTb.

B.3.2 MeTponornyeckan aTrectauus M KpMTepmMm BbINOMHEHUS

B.3.2.1 CoBMeCTHbIe CruuMTernbHbIe UCNbITAHUA

OTOT MeToh npowesl METPOSIONMYECKYD aTTecTauuid B COOTBETCTBUM C KPUTEPUSIMM, 3a4aHHbIMU
ISO 5725-2. B COBMECTHbIX CIIUMUTENbHBIX UCMLITAHUAX, KOOPAUHUPYEMBIX OObEeAUHEHHBIM LIEHTPOM Ucche-
posaHun EC JRC, yuyactBoBanu 23 eBponerickue nabopatopum [29], [30]. OueHuBanu cnocobHOCTL MeToga
o6Hapyxusate MO B pasanuuHbIX MaTepuanax obpasuoB nepepaboTaHHON NULLLEBONA NPOAyKUMM (rOTOBbIE
NPOAYKTbl U3 KyKypy3bl, AETCKOE NUTaHWe, NneYeHbsl, MPOAYKTbl U3 KBaLlUEeHbIX COeBbix 6060B), KaxabiA U3
koTopbix copgepxan 0%, 2% w 100 % (ons nedeHbs ucnonb3oBanu 10 % Bmecto 100 %) com nUHUM
GTS 40-3-2 unu kyKypy3abl Event 176. Tak kak nuHus Event 176 He cogep»uT nocnegoBaTenbHOCTU TEpMU-
HaTtopa NOS, o6pasubl, cogepXalue KOMMNOHEHTbl, U3rOTOBJEHHbIE U3 3TOW JIMHUKN, HE OOJDKHBbI aHanuau-
poBatbcs aTUM MeTogom. OQHAKO B CBSI3M C TEM, YTO COBMECTHbIE CIUYUTENbHBIE UCMbITaHus Gbinu opra-
HU30BaHbI OIS OLEHKW MeToga oGHapyxeHusi npomoTopa 35S, nabopatopum nonyusnu Bce obpasubl U
npoBenu ux aHanua. PesynbtaThl aHanusa rotosbiX NPOLYKTOB M3 KYKypy3bl ObINMM UCKITHOYEHb] U3 JanbHenwen
craTucTuyeckon o6paboTku.

KaxkgbliA y4acTHUK nony4an 4 KOHTPOsbHbIX 06pa3sua u 30 06pa3syoB HEM3BECTHOIO COCTaBa B HE3aBU-
CUMbIX NOBTOPHOCTSX, U3 KoTOpbIx 10 cogepxanu 0 % MO, a 20 — uHrpegueHTbl C pasnuYHbIM MPOLEHTOM
cogepxaHus reHeTudeckux mogucukaumin. Bee yyactHuku nonyuunu nogpobHoe onucaHue mMeTopa Bbige-
nexus OHK ¢ nomowkbio metoguku LUITAB unu kommepyeckn gocTynHoro Habopa gns BbigeneHus. OgHako
nabopaTopumn UMenu Npaso UCMONbL30BaTh UX COGCTBEHHbIE MeToabl BhigeneHus HK; B TO e Bpems ycnosust
MUP pomkHbI 66K GbITb ONTUMU3NPOBaHLI MHOVBUAYANbLHO ONsi UMEIOLLErocs Y yYacTHUKOB 060pyooBaHus.
OT naGopartopuin TpeboBany NpoBeCcTU aHanu3 Kaxgoro obpasua oguH pas U onpepenuTb, COAePXKUT Jn
obpasey TMO unu HeT. Tak kak BonbLUMHCTBO Nabopatopuidi NpefocTaBuv NpasuibHbIe pesynbTaThl (pesyrb-
Tatbl 14 nabopartopuit nonanu B guana3soH ot 90 % o 100 % OT UCTUHHOIO 3Ha4YeHus; peaynbTtaTthl 3 nabo-
patopuit — ot 80 % oo 90 % OT MCTUHHOTO 3HaYeHWs1) U HU ogHa nabopaTopusi He NpegocTaBuna NpaBUIbHBLIE
pesynbTtathl B guana3soHe ot 70 % po 80 %, 6bno yCTAaHOBNEHO 3HA4YeHWe HWXKHEero npegena npaBuibHbIX
peaynbTatoB, paBHoe 80 %. BcnegctBue atoro pesynbrathl 5 nabopatopuii 6bnM UCKIIOYEHbl U3 Jarb-
Helwwen ctaTucTuydeckon obpaboTku. Tak kak nuHus Event 176 He cogepxut nocneaosaTesibHOCTU TEPMU-
HaTtopa NOS, pesynbTaTthl aHanuaa rotoBbiX NPOAYKTOB U3 KyKypy3bl SOIMKHbI BbiTb OTpUMUATENbHBIMU. 3TH
peaynbTatbl Umenu Boeicokui npoueHT (100 %) npaBunbHbIX pe3ynbLTaToB U ObiM UCKIIOYEHb! U3 JanbHewen
cTaTUCTUYeckon o6paboTtku.

Ons He cogepxalwwmx MTMO o6pa3suoB 6610 onpegeneHo cpegHee 3HaYeHue NpaBuUIbHBLIX Pe3ynbTaToBs,
cocraBuBluee 98,2 % (1,8 % NOXHONONOXUTENBHLIX pPe3ynbTaToB); Ans obpasyos, cogepxawmx MO, 6bino
onpegeneHo cpepgHee 3HavyeHwe npaBuibHbIX pesynbTtatoB, paBHoe 97,9 % (2,1 % noxHOOTpULATENbHbIX
pesynbTatoB) [29]. PeaynbTaTthl COBMECTHBIX CITMYUTENbHBIX UCMBITAHUIA NPUBOAATCH B Tabnuue B.7.

Ta6nuua B.7 — Pe3ynbTaTbl COBMECTHbIX CIMMUTESIbHbIX UCTbITaHUA

Nog npoBegeHusa UcnbiTaHWUiA 1999
KonuuectBo nabopatopuii 30
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 18
KonuuecTtBo 06pasyoB Ha nabopaTtopuio 12
Obwee konu4yecTBO 06pPa3LOB 360
KonuuecTtBo NpuHATLIX pesynbTaTos 540
JIoXHONONOXUTENbHBbIE pe3ysbTaThbl 1,8 %
JlokHOOTpULATENbHbIE Pe3yNnbLTaThl 21%

B.3.2.2 MonekynsipHas cneun{PuyHOCTb
B.3.2.2.1 O6wue nonoxeHus
310 NpunoxeHue yaosneTBopseT TpeboBaHUsAM, U3NOXEHHbIM B pasgene 7.

MeTtog Obin paspabotaH gns LeneBoi nocneaoBaTeslsHOCTU TepMUHaATOpa HonasnuH cuHTasbl Agrobac-
terium tumefaciens, onucanHoii B 6a3e gaHHbIXx GenBank®, poctyn Ne V00087.
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He uckniouaeTcs BO3SMOXHOCTb NOSTYYEHUS JIOKHOMOSNOXMUTESBHBIX Pe3yNbTaToB U3-3a TOro, YTO amnnudu-
uupyemas nocnegoBaTenbHOCTb nonyveHa us Agrobacterium tumefaciens — nouBeHHon Bakrepun, pacnpo-
CTpaHeHHOW B npupope. MNonoxutenbHbie pe3ysbTaThl MOryT O3HavyaTb HajiMuMe KOMMNOHEHTA, NMPOU3BEAEH-
HOFO M3 FEeHETUYECKM MOAUULIMPOBAHHOIO pacTeHUsi, OQHAKO WUHTeprpeTtauus pesynbTaTtoB He [OJIKHA
npoBoAauThCcA 6€3 JONONHUTENLHOrO NoaTBEpXAeHUs. CnegyeT NPUHATb B pacyeT BO3MOXHOCTb KOHTaMu-
Hauum obpasua Agrobacterium vnu poaCTBEHHLIMA MUKPOOPraHU3Mamu.

B.3.2.2.2 TeopeTnueckas 4yacTb

Momck no 6asam maHHLIX (NCBI BlastN®, European Molecular Biology Laboratory (EMBL), no coctosHuio
Ha 28 ceHTabpsa 2001 r.) He oBHapyun romornorum ueneeoi nocneposarensHoctu JHK ¢ Hemoguduumpo-
BaHHbIMU CEJIbCKOXO3ANCTBEHHBIMU pacTeHusmu. CrnegyeT yyecTb, YTO OoOpaTHbIA npaimep OGHapyxun
100%-Hoe coBnageHue ¢ goctynom AF015682 (nonumepasa Bupyca pBaHbix nUcTbeB puca). Oba npainmepa
COOTBETCTBOBASIM 3HAYUTESIbHOMY KOSIMYECTBY NO3ULMIA 6a3bl faHHbIX, OTHOCALUMXCH K BEKTOPaM KIOHUPO-
BaHUS U NaTeHTaM, a TaKke K HONanuH CUHTase.

B.3.2.2.3 OxcnepyMeHTanbLHas 4acTb

Mpu npoeegeHuu TMUP ¢ ucnonb3osaHuem [OHK, BbigeneHHoOn U3 HeMoaupuUMpPOBaHHLIX CENbCKO-
XO35INCTBEHHbIX PacTeHUi, B XOAe NpeaBapuTeSibHbIX COBMECTHbIX CITMYUTESIbHBLIX UCCIIEQ0BaHUA He Habnio-
Aanv amnnudukauum [30].

B.3.2.3 Npegen o6HapyxeHus

Ons atoro metoga He 6bin onpepeneH abconTHLIN Npepen obHapyXeHus, ogHako Gbina nokasaHa
CcnocoBbHOCTL 0BHapykeHus no kpaHen mepe 50 konuin AHK con nuHum GTS 40-3-2 [29].

B xoge COBMECTHbIX CIUYUTENIbHbIX UCMbITAHUI Obina nokasaHa BO3MOXHOCTb OGHapyxeHus 2 %
GTS 40-3-2 (coeBble 60661 RoundUp Ready®) B neueHbe, [ETCKOM MUTaHWM U KBALLEHBbIX COEBbIX 606ax ¢
96,4 % npaBunbHbIX pe3ynbTaTos [29].

B.3.3 AganTtauma
OTcyTCTBYET KOHKpPETHas MHOpMaLms.

B.3.4 NMpuvHuun

MpuHUMN meToda 3akniovaeTcs B amnnugpukauum dparmeHta AHK anuHoit 118 n. H. U3 TepMuHaTopa
NOS c¢ ucnonbsoBaHuem [LP 1 obHapyxeHMM ¢ nomowplo anekTpodopesa B araposHom rene. Ons
npoBepku cneuudunyHocTy npogykra MLP MoxHO, HanpuMep, ucnonb3oBaTtb cekBeHupoBaHue OHK. OgHako
HW 0AHa U3 npoueayp NOgTBEPXKAEHUS cneumnuYHOCTU NPOAYKTa He NPOLLSa METPONOrMYECKOU aTTecTauum.

B.3.5 PeaktuBbi

WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

B.3.5.1 Boaa

B.3.5.2 Bydep ansa MNUP, koHueHTpauusa MgCl, = 15 mmons/n, 10 x.
B.3.5.3 PacTBop dANTP, koHueHTpauust dNTP = 4 mmonb/n (kaXkgoro).
B.3.5.4 OnuroHykneotmabl

B.3.5.4.1 NMpamon npanimep

Tepmunatop NOS Agrobacterium tumefaciens, HA-nos118f: 5'-gCA TgA CgT TAT TTA TgA gAT ggg-3'.
Mopo6paH ans amnnucukaumm NocnegoBaTenLHOCTU, onucaHHon B goctyne Ne V00087.

B.3.5.4.2 O6patHbIi npaiimep

TepmuHatop NOS Agrobacterium tumefaciens, HA-nos118r: 5-gAC ACC gCg CgC gAT AAT TTA TCC-3.
Mopo6paH ans amnnucukaumm NnocnegoBaTenbHOCTU, onucaHHon B goctyne Ne V00087.

B.3.5.5 TepmoctabunbHana [IHK-nonumepasa (gns MNMUP ¢ «ropsuum ctaptom»), 5 IU/mkn.

B.3.6 O6opynoBaHue
B cootBeTtcTBUM C B.1.6.
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B.3.7 Npoueaypa aHanu3a (nposeageHue MLP)

B.3.7.1 O6wwme nonoxeHus

OnucaHHbI MeToh paccunTaH Ha obwmin 06bem MLUP 25 Mkn Ha peakumio; UCTIONb3YEMbIE PeaKTUBbI
nepeuncnedsl B Tabnuue B.8. MLP moxHO npoBoguth U B 6onbwumx obbemax npu ycnosum cobniogeHus
COOTBETCTBYIOLUMX NPONOPLUIA Ans pacTBOPOB peakTUBOB. [JokasaHO NoslydeHUe KOPPEKTHbIX Pe3ysbTaToB
NP1 UCMOMNb30BAHMMN KOHEYHbIX KOHLIEHTpaLUii peakTMBOB, NepeYncsieHHbIX B Tabnuue B.8.

Ta6nuua B.8 — [lo6aBneHne peakTUBOB

PeaktuB KoHeuHasi KoHUeHTpauus O6bem Ha oGpaseu, MKN

OHK u3 obpasua 5

Bopa 14,84

10 x 6ycpep ansa MLP (c MgCl, 15 mmonb/n) ® 1x 2,5

PactBop dNTP, 16 mmonb/n 0,64 mmonb/n 1

Mpaimep HA-nos118f, 20 mkmone/n 0,6 Mkmonb/n 0,75
Mpaimep HA-nos118r, 20 mkmonb/n 0,6 mMkmonb/n 0,75
OHK-nonumepasa Taq, 5 IU/mkn 081U 0,16

2 Ecnn ncnonbayeTcs 6ydepHilin pacteop aAns MNMLUP 6e3 MgClz, crieayeT cooTBETCTBEHHO [OBECTU KOHLIEHTPALMU U
o6beMbl.

B.3.7.2 Kontponu MNUP

B kauyecTBe NOSNIOKUTESIbHBIX KOHTPOSIEA MOXHO WUCMOJb30BaTb CEpTUdULUPOBaHHbIE 06pa3subl CTaH-
papTtHoro coctaBa GTS 40-3-2 (matepuan, cogepxawmii 0,1 % KOMNOHEHTOB reHeTU4ecku Moaucuumpo-
BaHHbIX PacTeHWi), Npou3BogumMble VHCTUTYTOM pedepeHCHbIX matepuanos u uamepeHuin (IRMM), Munb,
Benbrus (RMM-410).

Kpome TOro, cnefyet ucnosnb3oBaTb U Apyrue COOTBETCTBYIOLLME UCCIEO0BAHUIO KOHTPOJSIM COrnacHo
onucaHuio B 1ISO 24276.

B.3.7.3 Nporpamma «Temnepartypa — BpeMms»

Mporpamma «TeMnepaTtypa — Bpemsi», onucaHHas B Tabnuue B.9, ncnonb3aoBanace B uccrnegoBaHum no
METPOSIOrM4YecKor artrecTtauuMuM MeToga, NPOBOOUBLLUEMCHA C UCMONb3oBaHMEM amnnucpukaTopoB Perkin
Elmer 2400/9600/9700 u [HK-nonumepassl AmpliTaq Gold® ™. cnonk3oranne mpyrux amnnucukatopos,
BO3MOXHO, NOTpebyeT agantaumm nporpaMmbl. Bpems aktvBaummn/HauvanbHOW geHaTypauum 3aBUCUT OT UCMONb-
3yemoil nonvmMepassl. pyM UCNONL30BaHUMKN NONMUMEpPAa3sbl C «TOPSYMM CTapTOM» HEeOGXOOUMO CKPYMye3HO
cnepoBaTtb peKOMeHAaUUAM NPoU3BOAUTENA, €CNU 3TO HE NPOTUBOPEUUT NMPUMEHSEMOMY NPOTOKONY.

Ta6nuua B.9 — NMporpamma «TemnepaTtypa — BpeMa»

AkTuBauus/HauanebHas geHatypauvs 10 muH/95 °C
Amnnucukaums 25¢/95 °C
30c/62 °C
45 c/72 °C
KonuuectBo Uuknos 50
3aBepLuaLas nonumMepusauus 7 MUH/72 °C

B.3.8 CneundmuHocTb npoaykra MNMLP

PekomeHayeTcs npoBepuTb MOEHTUYHOCTL NpoaykTa IMLP, nonyyeHHoro us HenssecTHoro obpasua nytem,
Hanpumep, PeCTPUKLMOHHOIO aHanuaa, cekseHupoBarus OHK n OHK-rmbpugusaumu.

W AmMnnucukaTops GeneAmp® 2400, 9600 n 9700 v nonumepasa AmpliTaq Gold® - ato npuMep KOMMep4ecku
AOCTYNHBLIX MPOAYKTOB, NpPou3BoguMbix komnaHuel Applied Biosystems, paHee ussecTHoi kak Perkin Elmer/Applied
Biosystems. Ota nHdopMauus NpMBOANTCH UCKIIOMUTENBHO 4151 O3HAKOMIIEHUS NONb30BaTeNei HacToALLero craHaapTa u
HM NPU KaKMX YCIIOBUSX HE MOXKET CNyXMUTb pekomMeHgaumvein unu ogobpeHnem aTux npogykros opraHusauuei 1ISO. Jonyc-
KaeTCA MCMOb30BaHNe aHaNorMYHLIX NPOAYKTOB, €CIW NOKA3aHo, YTO OHW NO3BOMAIOT MONy4aTh Takue e pesyrnbLTaThl.
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B.3.9 O6WwmMi KOHTPONb Ka4yeCTBa U UHTepNpeTauMa pe3ynbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW JfvHe ueneBor nocneposatensHocTu [HK, onpepeneHHoil nyTem cpaBHeHUs €
NpOAyKTaMun peakuum, Nony4YeHHbIMU M3 cepTUULNPOBaHHbLIX 06pa3sLoB CTaHAAPTHOrO cocTaBa (NpUroToB-
JIeHHbIX, Hanpumep, U3 cepum ctaHgaptos IRMM-410 npoussogctea IRMM, Munb, Benbrus).

Mpoeepka cneuuncpuuHocTn npoaykra MNLUP onucaHa B B.3.8.

O6HapyxeHue pparmeHToB ¢ pasMmepom 118 n. H. nokasbiBaeT, YTO pacTBop obpasua AHK copepxut
amnnuncpmympyemyto HK tepmunatopa NOS B npegenax ycTaHOBMNEHHbLIX NapamMeTpoB CneuudUuyHOCTY,
ONMUCaHHbIX B B.3.2.2.

MoppobHas nHopmauums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.

B.4 Meton ckpuHuHra ansi o6HapyxeHusi IHK reHeTuuyeckn moanpmumMpoBaHHbIX PacTeHUN
(reH npt )

B.4.1 O6wume NnonoxeHmsa

JTOT MeTog npegHasHaveH Ons oOHapyXeHUs reHa, KOaupylLlero HeoMuumH occoTpaHcthepasy
(npt 11). Tak KaKk 3TOT reH BCTaBMEH B MHTErpasibHbIE KOHCTPYKLUM GOMBLUMHCTBA reHeTUuYecku mogucuumnpo-
BaHHbIX PacTEeHUI, STOT FEHETUYECKUA 3NEMEHT MOXET ObiTb MCMONbL30BaH Ans CKPUHUHIa NPOAYKTOB, B
COCTaB KOTOPbIX BXOASAT KOMMOHEHThI U3 TMO.

B.4.2 MeTponornyeckan aTrectauus U KpMTepmum BbINOMHEHUS

B.4.2.1 CoBMeCTHbIe CruuMTernbHbIe UCNbITAHUA

310T MeTopg Obl METPONOrMYeckn aTTecToBaH B COBMECTHOM CITUYUTENIBHOM UCMBITAHUU Ha ChIPbEBbIX
npopykTax [24], npoBeaeHHOM Nog pyKOBOACTBOM pabouein rpynnbl « PaspaboTtka metonoB naeHtucukaumm
NULLIEBOI NPOAYKLMK, MPOU3BELEHHOIR C UCTIONb30BaHUEM TEXHOSOMIA reHHO uxeHepum» Hemewkoro deae-
parnbHOro MHCTUTYTa 3almThl 340pOBbSA NoTpebuTenei U BeTepuHapHoi mMeguuuHbl (BgVV). Konuuecteo
YYaCTHUKOB, a TakKe KONMYeCTBO 06pa3sLoB yCTaHABNNBANU B COOTBETCTBUM C KpuTepusimu ISO 5725-2.

Ons ebigenennss JHK ucnonk3oBanu metog LITAB, onucaHHbid B 1ISO 21571:2005, A.3 (ogHako Bec
aHanuavMpyemoin yactu obpasua cocrasnsn 100 wr).

HdaHHbIe COBMECTHBIX CIUYUTENBHBIX UCTIBITAHUA NpuBoasTcs B Tabnuue B.10.

Ta6nuua B.10 — Pe3aynbTaTbhl COBMECTHbIX CIMYMTESIbHLIX MCNbITAHUA

O6paseu Tomartbl Zeneca
Mpaiimep APH2 short/APH2 reverse
log 1998
KonuyecTtBo nabopartopui 10
KonuuyecTtBo naGopatopuit, NpeacTaBUBLLMX Pe3ynbTaTthbl 9
KonuuyectBo 06pasyoB Ha nabopaTtopuio 5
Konuyecteo NpuHATLIX pe3ynsTaTos 45
KonuuectBo 06pasuoB, cogepXawWwmux reH HeoMUUuH cocpoTpaHcgepassbl

(TomaTtbl Zeneca) 22
JIoxHononoXxutenbHble peaynbTarhbl 0(0 %)
JIoxHoOTpUUaTenbHble peaynbTaThbl 0(0%)

B.4.2.2 MonekynsipHas cneuyupuyHoOCTb

B.4.2.2.1 O6wme nonoxeHus

310 npunoxeHue yaoBneTeopsieT TpeboBaHUsIM, U3NOXKEHHBLIM B pasgene 7.

MeTop, 6bin paspaboTtaH gns UeneBoW NocneaoBaTenbHOCTH, ONUcCaHHON B 6a3e fgaHHbIX GenBank®,
poctyn Ne AF269238.

HeomuuuH cocdoTpaHchepasa nonyyeHa u3 E. coli K12 n npucytcteyeT B HekoTopbix TMO.

I'eH npt Il nonyyeH us E.coli K12 u npucytcreyeT B HekoTopbix TMO.

He ucknioyaeTcsi BOSMOXHOCTb MOSTYYEHUS JIOXKHOMOMOXUTENBbHBIX Pe3ynkTaToB M3-3a TOro, YTO Lenesas
nocnepoBatensHOCTL noslydeHa u3 E. coli K12. MNMonoxutenbHble pesynbTaTbl HE OOMKHbI CIYXWUTb JOKa3a-
TENbCTBOM HaJNIM4Ust KOMMNOHEHTA, NMPOU3BEAEHHOIO U3 reHeTUYECKU MOAUKULIMPOBAHHOTO pacTeHus.
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B.4.2.2.2 TeopeTnuyeckas 4yacTb

Mouck no Gasam gaHHbix (NCBI BlastN®, European Molecular Biology Laboratory (EMBL), no cocTosHuio
Ha 28 ceHTs6psa 2001 r.) He oBHapyun romonorum Ueneeoi nocneposarensHoctu JHK ¢ Hemoguduumpo-
BaHHBLIMU CENbCKOXO3AWCTBEHHbIMU pacTeHusimu. Mpaiimepbl 06HapPYXUu COBNageHue TONMLKO ¢ TPaHCno-
30HOM Tn5, CUHTETUYECKUMU U NATEHTOBAHHLIMU NOC/IEAOBATENEHOCTAMU.

B.4.2.2.3 OxcnepuMeHTanbHas 4acTb

Mpu npoeegeHuu MUP ¢ ucnonb3osaHuem [OHK, BbigeneHHoin U3 HemoaupuUMpPOBaHHLIX CEnbCKO-
XO3SNCTBEHHBIX PACTEeHUI U NPOU3BEAEHHbIX UX HUX FOTOBLIX NPOAYKTOB, HEe Habnganu amnnupukaumn.

B.4.2.3 Npegen o6HapyxeHus

MeTponorMyeckyto atrectauuio NPOBOAUIUN TONBKO ¢ obpasyamu, cogepxawmmm 0 % m 100 % MMO.

B.4.3 AganTauma
OTcyTCTBYET KOHKpPETHas UHOpMaLms.

B.4.4 NpvHuun

MpuHUMn MeToga saknouaetrca B amnnucpukauumn cpparmeHta AHK gnuHoin 225 n. H. U3 nocnepoBa-
TENbLHOCTU FeHa HeoMuUuH cocoTpaHcdepasbl ¢ ucnonb3oBaHuem MNLP 1 obHapyxeHuem ¢ nomoLbo
anekrTpocopesa B arapo3HomM rene. [Ang nposepku crneuuduyHocTy npogykra MNLP MoxXHO, Hanpumep, UCnosb-
30BaTh PECTPUKLMOHHbLIA aHaNua.

HeomuumH cpocoTtpaHcdepasa obecneunBaeT 6akTepusiM YCTOMUMBOCTb K aHTUBMOTUKAM — HEOMULMHY/
KaHaMULUHY; reH go6aBnsiioT B KOHCTPYKLUMM TONMBKO B Ka4eCTBE Mapkepa.

B.4.5 PeaKktuBbl
WHdopmaums no KauecTBy UCNONb3yeMbIX peakTUBOB nNpuBoguTes B 1SO 24276.

B.4.5.1 Boaa

B.4.5.2 Bydep ansa MNUP, koHueHTpauusa MgCl, = 15 mmons/n, 10 x.

B.4.5.3 PactBop dANTP, koHueHTpauust dNTP = 2,5 mmone/n (kaxgoro).

B.4.5.4 OnuroHykneotuabl

B.4.5.4.1 NMpamon npanimep

APH2 short: 5-CTC ACC TTg CTC CTg CCg AgA-3'.

B.4.5.4.2 O6patHbIi npaiimep

APH2 reverse: 5'-CgC CTT gAg CCT ggC gAA CAg-3'.

B.4.5.5 TepmoctabunbHana [IHK-nonumepasa (gns MNMUP ¢ «ropsuum ctaptom»), 5 IU/mkn.
B.4.5.6 PecTpukTasa: Rsa |

B.4.6 O6opynoBaHue
B cooTBeTCcTBUM ¢ onucaHuem B B.1.6.

B.4.7 Npoueaypa aHanu3a (nposegeHue MNLP)

B.4.7.1 O6wWwume NONoXeHns

OnucaHHbIN METOR paccuMTaH Ha o6wmin o6bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NepeyncrneHsl B Tabnuue B.11. MLP MoxHO npoBoguTb U B 6onbluMx 06bemax npu ycnosuu coobnio-
OEeHUa COOTBETCTBYIOLLMX NPOMOPUUiA ANSA pacTBOPOB peakTUBOB. [oka3aHOo noryyeHue KOPPEKTHbIX pesysib-
TaTtoB NPU UCTNOSb30BAHUM KOHEUYHbIX KOHLIEHTPaLUUii peakTMBOB, NepeuncnieHHbIX B Tabnuue B.11.

Ta6nuua B.11 — [lo6aBneHue peakTUBOB

PeaktuB KoHeuHasi KOHLeHTpauus O6bem Ha oGpasel, Mk
OHK u3 obpasua 5
Bopa 14,6
10 x 6ycpep ans MLUP (¢ MgCl, 15 mmonb/n) 1x 2,5
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OxkoH4aHue Tabnuubl B.11

PeaktuB KoHeuHasi KOHUeHTpauus O6bem Ha oGpaseu, MKk
PactBop dNTP, 10 mmonb/n 0,2 mmonb/n 0,5
Mpaimep APH2 short, 10 mkmonbs/n 0,4 mkmonb/n 1
Mpaimep APH2 reverse, 10 mkmonb/n 0,4 mkmonb/n 1
OHK-nonumepasa Taq, 5 IU/Mkn 21U 04

B.4.7.2 Kontponu MNUP
K HacTOSILLEMY MOMEHTY Ha PbIHKE OTCYTCTBYIOT AOCTYMNHbIE CTaHAAPTHbIe 06pasLibl. >

B.4.7.3 Nporpamma «TemMnepartypa — BpemMsa»

Mporpamma «Temnepatypa — Bpemsi», onucaHHas B Tabnuue B.12, ucnonbsoBanacbh B UccnegosaHum
no METPONOrMyeckon atrectauMm MeTofa, NpPOBOAMBIUEMCS C WUCMOMbL30BAHMEM aMnnuUKaTopoB
GeneAmp® 2400 unu GeneAmp® 9600 u [HK-nonumepassl AmpliTaq Gold® '®. Wcnoneaosanue ppyrux
amnnuduKkaTopos, BO3MOXHO, NoTpebyer aganTauuu nporpammbl. Bpemsi aktusaumuu/HauansHoOW geHatypaumm
3aBUCUT OT UCMOSb3yeMoi nofiumepassl. NpyU UCNONb30BaHMKU NONMMMEPA3bl C KTOPAYUM CTapTOM» Heob6X0-
OUMO crnefoBsaTh peKOMeHZaumMsM NMpou3BoguTens, ecnu 3To He NPOTUBOPEUYMUT NPUMEHAEMOMY NPOTOKONY.

Ta6nuua B.12 — MNporpaMma «TeMmnepaTtypa — BpeMs»

AkTuBauus/HavansHas geHarypauvs 10 muu/95 °C
Amnnucukaums 25¢/95 °C
30 c¢/60 °C
45 ¢c/72 °C
KonuuecTtBo Luknos 35
3aBepLiawas nonumepusauvs 7 MuH/72 °C

B.4.8 CneuundmuHocTb npoayxkra MLP

PekomeHgyeTca NpoBepuTb UASHTUYHOCTL NpogykTa IMLP, nonyyeHHOro u3 Heu3eecTHOro obpasua nytem,
Hanpumep, PecTPUKLUMOHHOIO aHanuaa, cekBeHumposanus AHK u OHK-mbpuguaaumu. PecTpukumus npoaykra
MUP cdepmeHTom Rsa | gormkHa npuBectu K 06pasoBaHuio AByx bparmMeHToB (gnvHoin 122 u 93 n. H. cooT-
BETCTBEHHO) [24].

B.4.9 O6WwmMi KOHTPONb Ka4yeCTBa U UHTepNpeTauMa pe3ynbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW pfvHe ueneBor nocneposatensHocTu [OHK, onpepeneHHoil nyTem cpaBHeHUs €
NpoQyKTamMu peakumu, NoslyuYeHHbIMA U3 COOTBETCTBYIOLMX pecbepeHCHbIX MaTtepuanoB (Hanpumep, KoMmep-
Yeckux nrasmug, cogepxawumx uenesyio nocnegosartensHocTb JHK).

Mposepka cneuncpuuHocTn npoaykra MNLUP onucaHa B B.4.8.

O6HapyxeHue bparmeHToB ¢ pasmepom 215 n. H. nokasbiBaeT, uto pacteop OHK obpa3sua cogepxut
amnnucpuuupyemyto [IHK reHa npt Il B npegenax ycTaHOBMEHHbLIX NapaMeTpoB cneuuduyHOCTH, ONUCaHHbIX
BB.4.2.2.

MoppobHas nHpopmaums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.

B.5 Metona ckpuHuHra pgnsa obHapyxeHusa [HK, BbigeneHHOM U3 reHeTU4YeCKu
MoaudULMpoOBaHHLIX TOMaATOR (Zeneca® 282F)

MeTop nogpo6Ho onucaH B A.3.

::; MHdopmaumsa o HanM4mMm cooTBETCTBYIOLLIUX CTaHAAPTHLIX oGp_asu,oa TpebyeT yTOuHEeHuUs.

Awmnnudcpukatopsl GeneAmp® 2400 n 9600 n nonumepasa AmpliTaq Gold® — 3710 npyMep KOMMepYeckn JOCTYMHbIX
NpoayKkTos, NPou3BoAUMBIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHdopMaums NpMBOAWUTCH UCKITIOUATENBLHO ANA O3HAKOMISIEHWS NOSib30BaTeNieil HacTosLWero ctaHaapTa M HU npu
KaKMX YCINOBUSAX HE MOXET CIYWUTb pekomeHgaumein unu ogobpeHnem aTux NpogyKkToB opraHusaumen 1ISO. [lonyckaetcs
UCMonb3oBaHWe aHanorM4YHbIX NPOAYKTOB, €CNN NOKAa3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTarhl.
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MpunoxeHue C
(cnpaBouHoe)

MeToabl, cneunduuHbie K reHeTUYECKOW KOHCTPYKLMM

C.1 Cneun@UYHbLIA K FreHETUYECKON KOHCTPYKLMM METof OOHapy»eHUsi Moaup1LMpOBaHHbIX
nocnepoBartensHocTen [IHK u3 reHeTuueckun moaucpuumposaHHon cou GTS 40-3-2 (coeBblie
606b1 RoundUp Ready®)

C.1.1 O6wme NnonoxeHmnA

3TOT MeTopg, NpegHa3HaveH ans obHapyxeHUsi reHeTU4eckn MoguhbULMPOBAHHON, YCTOMYMBON K rmudo-
caty cou nuHumM GTS 40-3-2 (RoundUp Ready® ') B chipbe u nepepaGotanHbIx npogykTax [8], [11] nyTem
aMnnuncrKaumMmM OgHOKOMNUIHON NOCNenoBaTeNbHOCTU AnMHON 172 n. H., NpeacTaBnslen obnactb CTbika
Mexgy npomoTopom 35S Bupyca mMoO3aukM LBETHOW KanycTbl M CUIHanbHOrO reHa xnoponnacrta Petunia
hybrida, npegwectBylowen nocnegoBatensHOCTU reHa EPSPS ua Agrobacterium.

3Ta KOHCTpYKUMA ucnonb3yetcs u B gpyrux MMO.

OTOT MeTop, HEBO3MOXHO MCMOSb30BaTh ANs pasgeneHus cou nuHumn GTS 40-3-2 U cenekuMOHHbIX
COPTOB CO CIOXHbIM rEHOMOM, NOJSTyYEeHHbIX Npu ckpewymsaHum cou GTS 40-3-2 n gpyrux MoguULMPOBaHHbIX
JINHUIA COMU, 3a UCKITIOMEHUEM MPUMEHEHUs MeTOAa Ha OTAENbHbIX 3epHax U Ha pacTeHUsX, OMs KOTOPbIX
MOXHO NOATBEPAUTL HANU4UMe/OTCYTCTBUE NOCnenoBaTeslibHOCTEN, MPOUCXOSSALMX OT APYrMX TpaHcdopma-
LIMOHHBLIX COOBLITUIA.

C.1.2 MeTponornyeckas aTrectalma U KpMTEpUM BbINONTHEHUA

C.1.2.1 CoBMeCTHbIe CUYMTeNbHbIe UCTNbITAHUA

310T MeTog Obin METPONOrMYeckn aTTecToBaH B COBMECTHOM CIIMMMTENBHOM UchbiTaHuu [8], npose-
OEHHOM nop, pyKoBOACTBOM paboueit rpynnbl «PaspaboTka MeTogoB uaeHTUuKaumMm nuLLEeBon NpoayKuum,
npousBefeHHON ¢ UCMIONB30BAHUEM TEXHOSIOMMIA FTEHHOW UHXeHepuu» Hemeukoro heaepanbHOro UHCTUTYTa
3aWmThl 300pOBbS NOTpebuTenei U BeTepuHapHoA MeauuuHbl (BgVV). KonuuecTBo yvyacTHUKOB, a Takke
KOnM4yecTBo 06pa3suUoB yCTaHABNUBaNM B COOTBETCTBUM ¢ KpuTepusimu ISO §725-2. Ons Bbigenenns OHK
ucnonb3oBanu metog LUTAB, onucaHHbin B ISO 21571:2005, A.3 (ogHako BeC aHanusupyemon Yactu obpasua
coctasnsn 100 mr).

[aHHble COBMECTHbIX CITMYUTENbHbIX UCTbITaHUIA NPUBOAATCS B Tabnuue C.1.

Ta6nuua C.1 — Pe3synbTatbl COBMECTHbLIX CIIMMUTENbHbLIX UCMbITAHUMA

"og npoBegeHusa UcnbiTaHWUiA 1998
KonuuectBo nabopatopuii 25
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 24
KonuuecTtBo 06pasyoB Ha nabopaTtopuio 5
KonuuecTtBo NpuHATLIX pesynbTaTos 105
KonuuecTtBo 06pasLoB, cogepkawmx coto nuHum GTS 40-3-2 56
KonuuecTtBo 06pasyoB, cogepxalwmx HemoanmLunpoBaHHy Col 49
JlIoxHOnonoXuTesnbHble peaynbTaTbl 0 (0 %)
JloxHoOTpUuUaTesnbHble pe3ynbTaThbl 0 (0 %)

C.1.2.2 MonekynsipHasa cneunpn4HoOCTb

C.1.2.2.1 O6wue nonoxeHus

3710 NpunoxeHue yaosneTBopseT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.

Metog 661 paspabotaH gns Lenesoi NocnefoBaTenbHOCTH, ONUMCaHHON B cebisike [8]. MHopmauums o
reHeTMYECKON KOHCTPYKLMKU, BHECEHHO B reHOM COM, MPUBOAMUTCS B CCbinke [31].

Y RoundUp Ready — a10 3aperMctpypoBaHHasi TOproBass Mapka komnaHui Monsanto. 3ta nHcgpopmauums npuso-
OUTCA NS 03HAKOMITeHWs NoJib30BaTesiell HacTosILero cTaHaapTa U HU NpU KaKMX YCITOBUSIX HE MOXKET CIYyXWUTb PeKo-
MeHaauvei unu ogo6peHnem aToro Npoaykra opraHusauuen 1ISO.
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C.1.2.2.2 TeopeTnuyeckan 4actb

Mouck no 6asam gaHHbIX (6asa gaHHbIX GenBank®, BlastN® 2.2.1, no coctosiHuio Ha 1 utons 2001 r.) He
oGHapyxun romonorum ueneson nocneposatensHocTu OHK ¢ HemoguhmumMpoBaHHLIMU NIUHAMU COM, a Takke
C OpYIMMU CenbCKOXO3SANCTBEHHbIMKU pacTeHusimu. bonee Toro, Habop npamMepoB 6bin Nogo6paH ans amnnum-
¢hukaumm cneumcpudeckoir nocnegosatensHocTu AHK, npucyTCTBYIOWEH TONBKO B UCKYCCTBEHHOM, HE BCTpE-
vawencst B npupoge obnactu crbika.

C.1.2.2.3 OxcnepMMeHTanbHasa 4acTb

Mpu npoBegenum MUP ¢ ucnonssoBaHvem OHK, BbigeneHHoN na HemogucuumMpoBaHHbIX coeBbix 6060B,
KapTodens, TOMaroB, KyKypy3bl U caxapHOW CBeknbl [32] unu reHetTuyecku MOoaupuLMpOBaHHbLIX JIMHWUIA
KyKypy3abl Event 176 (Bt 176), Bt 11, T 25 1 MON 810, He Habnoganu amnnupukaumn.

C.1.2.3 MNpenen o6HapyxeHun

Mpu onpepeneHun abconoTHOrO Npeaena obHapyXeHUs1 OCHOBLIBASIUCL HAa CrEAYHOLMX NPEanONOKXEHUAX:
MMEeTCH TONIbKO OfHAa KOMUS FeHeTUYECKON KOHCTPYKLMM Ha rannougHblil reHoM (6a3a paHHbix AGBIOS:
http://www.agbios.com), a paamep rannougHoro reHoma com cocrasnsieT 1,13 x 10° n. H. (cm. [5]). 3HaueHne
abcontoTHOro npegena obHapyxeHusi B nepemonotbix 606ax onpegenvnu kak 40 3KBMBArIEHTOB ranfougHoro
reHoma [32] ¢ 50 Hr OHK u3 coeBbix 6060B ¢ 0THOCUTENBHBLIM cogepxaHuem MO no maccosoi pakumm 0,1 %.

OTHOCUTENBLHBLIN Npegen ObHapyXeHUsi ONpegenuin Kak paBHblA unu GonbLUMA MaccoBOn hpakumm
0,1 % coeBbix 6060B B coeBOW MyKe (cepTuchuumpoBaHHbiA 0bpa3sel craHgapTHoro coctaBa IRMM-410R,
npousBegeHHbId IRMM, I'unb, Benbrus) [9]. Beuio Takke nokasaHo, YTO C MOMOLLLIO 3TOF0 METOAA BO3MOXHO
o6HapyxuTb 0,45 % GTS 40-3-2 B coeBoi Myke nocne Bbineyku [33].

C.1.3 AganTauun
OTcyTCTBYET KOHKpPETHas UHOpMaLms.

C.1.4 NpuHumn

YcroinumBocte com GTS 40-3-2 k rnudocaty obecneumBaeTcss BHEOPEHUEM B F€HOM FeHeTUYeCKOn
KOHCTPYKUMK, KOgupylwen S-sHonnupysunwmvkumar-3-cpoccar cuHtasza (EPSPS) w3 wramma CP4 Agro-
bacterium sp, Bxogsilei B COCTaB NMOCNegoBaTenbHOCTU 6enka — nepeHocurka xnoponnacrta us Petunia
hybrida (curdHanbHasi nocnepoBaTenbHOCTb nepeHoca, CTP, cnyxut gns nepeHoca EPSPS B xnopo-
nnactbl). Fnucocat nimbupyet EPSPS B pacteHusix. MpuHUuun meTtoga 3aknoyaetcss B amnnudukauum
nytem TLP d¢dpparmeHta OHK gnuHoit 172 n. H., OXBaTbiBAKOLWEro CThIK MEXOy NocneaoBaTefibHOCThLIO
npomoTopa 35S Bupyca mMo3auku LBETHOW KanycTbl M nocnegoBatensHocTbio CTP, ¢ nocnegyowmm obHa-
py>XeHueM ¢ NOMOLLLIO arekTpodopesa B arapo3HOM rese.

C.1.5 PeaktmBbl
WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

C.1.5.1 Bona

C.1.5.2 Bycpep ans NLUP (6e3 MgCly), 10 x.

C.1.5.3 PacTeop MgCI,, koHueHTpauus MgCl, = 25 mmonb/n.

C.1.5.4 Pacteop dANTP, koHueHTpauus dNTP = 2,5 mmonb/n (kaxkgoro).

C.1.5.5 Onuronykneotmgbl

C.1.5.5.1 Npsamoun npaimep

35s-f2: 5’-TgA TgT gAT ATC TCC ACT gAC g-3..

Moanumm Ne (6a3a aaHHbIX GenBank®) V00141, J02048.

C.1.5.5.2 O6paTtHbIN Nnpaimep

petu-r1: 5-TgT ATC CCT TgA gCC ATg TTg T-3'.

Moauumm Ne (6a3a faHHLIX GenBank®) M21084, J03227.

C.1.5.6 TepmoctabunbHasa [IHK-nonumepasa (ans MNMLP ¢ «ropsunm craptom»), 5 1U/Mkn.

C.1.5.7 3onpg ansa rubpuamsaumm

H-35s-ar1: 5’-ggg TCT TgC gAA ggA TAg Tg-3'.

C.1.5.8 Nperm6bpuan3aLmMoHHLIA pacTBOp, cogepxawwmin 5 x SSC, 0,1 % (no macce) N-naypuncapkoavHa,
0,02 % (no macce) gpopgeumn cynbcarta HaTtpus (SDS) u 1 % Gnokupyrowero peaktuea Blocking Reagent [8].
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C.1.5.9 PacTeop ansa mbpuansauvn, cogepxawmin 10 nMonb 3oHga pns mbpuausauuum B 2,5 mn npervb-
puausaumoHHoro pacrteopa (C.1.5.8). Temnepatypa mbpugusauumn — 50 °C. [JononHutensHas uHcpopmaums
no ycnoeusm rmbpupusauum npusoguTes B [12].

C.1.6 O6opynoBaHue

C.1.6.1 AmnnudpmkaTop
C.1.6.2 Kamepa ansa anekTpodopesa, ¢ UCTOUHUKOM NMUTAHUS.
C.1.6.3 NMpubop ans rm6pnamsaumm

C.1.7 Npouenypa aHanusa

C.1.7.1 NpoeeneHne MNLUP

OnucaHHbIN MeTOR paccumTaH Ha o6wwmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NepeyncneHbl B Tabnuue C.2. NLP MoxHO NpoBoguTs U B 6onbLumMx o6bemax npy ycrnoBun cobnogeHus
COOTBETCTBYIOLMX NPONOPLUA ANsi PacTBOPOB pPeakTUBOB. [JoKa3aHO NOSyYeHUe KOPPEKTHbIX pe3ynbTaToB
NpY UCNOJIb30BAHUM KOHEYHbIX KOHLEHTPaLUA peakTMBOB, NepeymncneHHbIx B Tabnuue C.2.

Ta6nuua C.2 — [lo6aBneHne peakTUBOB

PeaktuB KoHeuHasi KOHUeHTpauus O61em Ha oGpaseu, MK

OHK u3 obpasua O110 po 50 Hr 1
Bopa 15,9
10 x 6ycbep ans MNLP (6e3 MgCl,) 1x 2,5
Pacteop MgCl, 2, 25 mmornb/n 1,5 mmonb/n 1,5
Pacteop dNTP, 10 mmonb/n 0,8 mmonb/n 2
Mpaimep 35s-f2, 5 mkmonb/n 0,2 mkmonb/n 1
Mpaimep petu-r1, 5 mkmons/n 0,2 mkmonb/n 1
OHK-nonumepasa Taq, 5 IlU/mkn 051U 0,1

2Ecnu 6ycdepHbiii pacteop ans MLP yxe cogepxut MgClz, koHeuHyio KoHLeHTpaLmio MgClz B peakLMoHHON cmecu
goBoaaT ao 1,5 mmone/n.

C.1.7.2 KonTponu NuUP

B kauyecTBe NOSIOKUTESIbHBIX KOHTPOSIEA MOXHO WUCMOSb30BaTh CEpTUGULUPOBaHHbIE 06pa3subl CTaH-
papTtHoro coctaBa GTS 40-3-2 (matepuan, cogepxawmii 0,1 % KOMNOHEHTOB reHeTU4Yecku Moauculmpo-
BaHHbIX PacTeHWi), Npou3BoguMble VHCTUTYTOM pedepeHCHbIX matepuanos u uamepeHuin (IRMM), Munb,
Benbrus (IRMM-410).

Kpome TOro, cnefyert Ucnosnb3oBaTb U Apyrue COOTBETCTBYIOLLME UCCNEO0BAHUIO KOHTPOSIM COrnacHoO
onucaHuio B 1ISO 24276.

C.1.7.3 MNporpamma «Temnepartypa — Bpems»

Mporpamma «TemnepaTypa — Bpemsi», onucaHHasi B Tabnuue C.3, ucnons3aosanacb B UCCNegoBaHUM no
METPOSIONMYECKON aTTecTalum MeToda, NPOBOAMBLUEMCS C UCTIONB30OBaHUEM amMNUUKaTopoB GeneAmpTM 2400
unm Gene Amp® 9600 u [IHK-nonumepassl AmpliTag Gold® '®. Ucnonb3osanne apyrux amnnmdukatopos,
BO3MOXHO, NOTpebyeT agantaumy nporpaMmbl. Bpems aktmBaumn/HauvanbHOW geHaTypauum 3aBUCUT OT UCMONb-
3yemoi nonMmMepassl. [pyM UCNONL30BaHUMKN NONMUMEpPAa3sbl C «TOPSYMM CTapTOM» HEOGXOOUMO CKPYMyJe3HO
cnefoeaTtb peKOMeHOaUUAM NMPoU3BOAUTENA, €CNIU 3TO HE NPOTUBOPEUUT NMPUMEHAEMOMY NPOTOKONY.

8 AmnnucukaTopsbl GeneAmp® 2400 v 9600 v nonumepasa AmpliTaq Gold® - ato npuMep KOMMepYecKkM JOCTYMHbLIX
NpoaykTos, NpPou3BoauMbIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHpopMaums NpMBOAWUTCH UCKITIOYATENBLHO ANA O3HAKOMISIEHWS NoSib3oBaTeNiell HacTosLWero craHgapTa M HU npu
KaKWX YCNOBUSX HE MOXET CIYWUTb pekomeHgaumein unu ogobpeHnem aTux NpogyKToB opraHusaumen 1ISO. [lonyckaetcs
UCMonb3oBaHWe aHaNorM4YHbIX NPOAYKTOB, €CNN NOKA3aHO, YTO OHWU MO3BONIAIOT NOMyYaTh Takue Xe pesynbTarhl.
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Ta6nuua C.3 — NMporpamma «TemnepaTtypa — BpeMa»

AkTuBauus/HauanebHas geHatypauvs 10 muH/95 °C
Amnnucukaums 30 c/95 °C
30 c/60 °C
25¢f72°C
KonuuecTtBO LUMKNOB O1 350040
3aBepLiawas nonumepusauus 3 MUH/72 °C

C.1.8 CneumcmunocTL npoaykra MNLUP

Mposepka cneumndnyHOCTM aMNIMULNPOBAHHOIO NPOOYKTAa MOXET ObITh BbINOMHEHA C NMOMOLWBIO MBpU-
ausauum no CaysepHy ¢ UCMONb3OBaHMEM MeYeHHoro dnyopecuerMHom 3oHga H-35s-ar1 (C.1.5.7 — C.1.5.9).
HemopguduumpoBaHHbie 06pasubl AOMMKHBI AaTh OTpULATENbHbIE pe3yrnbTaThl B TAKOM rubpuansaumoHHOM
aHanuse [8].

C.1.9 O6WMM KOHTPONL Ka4eCTBa U MHTeprpeTauus pe3ynLTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW pnvHe ueneBor nocneposatensHocTu [OHK, onpepeneHHoil nytem cpaBHeHUs €
NpoAyKTamMun peakuuu, Nnofy4yeHHbIMU U3 cepTUhuLMpoBaHHbIX 06pa3LoB CTaHOAPTHOIO COCTaBa CoU JIMHUK
GTS 40-3-2 (Hanpumep, U3 cepun ctaHgapToB IRMM-410 npouasogctea IRMM, MNunb, Benbrus).

Mpoeepka cneuncmyHocTn npopykra MNLP onucaHa B C.1.8.

O6HapyxeHue bparmMeHToB ¢ pasmepom 172 n. H. nokasbiBaeT, 4YTo pacteop OHK obpa3sua cogepxut
amnnuncpmuympyemyto OHK ns com nunum GTS 40-3-2 B npegenax ycTaHOBNEHHbIX NapamMeTpoB cneuucuy-
HocTn, onmcaHHbix B C.1.2.2. lMopgpobHas wuHcpopmaums o6 aTanax anekTpocopesa npuBOAUTCA B
ISO 21571:2005, B.2.

C.2 Cneun@UYHBLIA K FreHETUYECKON KOHCTPYKLMM METO OOGHapyXeHUsi Moaup1LMpOBaHHbIX
nocnepoBaTtensHocTel [1HK u3 reHeTu4ecku MogudmumpoBaHHbIX TOMaToB (Zeneca® 282F)

C.2.1 O6wme NonoXxeHnNA

JTOT MeToA npegHasHayveH Ans obHapyXXeHUsi reHeTUYeckU MoaudULMPOBaHHbLIX TOMaToOB C 3ames-
JIEHHbIM CO3PEBaHMEM B Cbipbe NnyTemM amnnucukauumn obnactu cTbika Mexay dneMeHTamu nocneposa-
TENbHOCTEN OQHOKOMUIHOIO reHa us Agrobacterium tumefaciens (tepmuHatop NOS) u reHa nonuranakry-
poHasbl (PG) ua Lycopersicon esculentum Mill, coeguHeHHbIX nyTem pekombuHaumm in vitro.

3Ta KOHCTPYKUMA MOXET ObiTh B OyayLiem ncnons3oBaHa u B gpyrux rMO.

3TOT METoA, HEBO3MOXHO UCNONbL30BaTh Ofis pasgeneHus TomaToB Zeneca 282F n cenekuuoHHbIX COPTOB
CO CITOXHbIM FeHOMOM, NOJSTyYeHHbIX NpuU cKpelumnBaHumM Zeneca 282F u gpyrux MoguuLMpoBaHHbIX JIMHUIA
TOMAaToB, 3a UCKITIOUYEHUEM NPUMEHEHUSA METOAA Ha OTAENBHbIX 3ePHAX U Ha PaCTEHUSIX, ANA KOTOPbIX MOXHO
NoATBEPAUTL HaNMUME/OTCYTCTBUE MOCNEA0BaTESNIbHOCTEN, NPOUCXOQALWMX OT APYrUX cobbituii TpaHchop-
Maumu.

C.2.2 MeTponornyeckas aTrectalma U KpMTepUn BbINONTHEHUA

C.2.2.1 CoBMeCTHbIe CUYMTeNbHbIe UCTbITAHUA

310T MeTop, ObI1 METPONIOrMYECKN aTTeCToBaH B COBMECTHOM CIIMMUTENBHOM UCNbiTaHuK [15], npoBse-
OEHHOM nog pyKoBOACTBOM paboueit rpynnbl «Paspabotka MeTogoB uaeHTUuKaumMm nuLLEeBOn NpoayKuuu,
npousBefeHHON ¢ UCNIONB30BAHUEM TEXHOSIOMMIA FTEHHOW UHXeHepuu» Hemeukoro heaepanbHOro UHCTUTYTa
3aWmThl 300pOBbS NOTpebuTenei U BeTepuHapHo MeauuuHbl (BgVV). KonuuecTBo yvyacTHUKOB, a Takke
KONMYecTBo 06pasUoB yCTaHABNUBaNM B COOTBETCTBUM ¢ KpuTepusimu ISO §725-2. Ons Bbigenenns OHK
ucnons3oBanu metog, LUITAB, onucaHHbii B 1ISO 21571:2005, A.3 (ogHako BeC aHanuaupyemoi yactu obpasua
cocrasnsn 100 mr).

HaHHble COBMECTHbIX CIIMYUTENbHbBIX UCTbITaHUIA NPUBOAATCS B Tabnuue C.4.
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Ta6nuua C.4 — Pe3ynbTatbl COBMECTHbLIX CIIMMUTENbHbLIX UCMbITAHUMA

Nog npoBegeHusa UcnbiTaHWUiA 1999
KonuuectBo nabopatopuii 18
KonuuectBo nabopatopuid, NpeacTaBUBLLMX Pe3ynbTaTthbl 18
KonuuectBo 06pasyoB Ha nabopaTtopuio 5
KonuuecTtBo NpuHATLIX pesynbTaTos 90
KonuuectBo 06pasuoB, copepXKaluux reHeTuyYecku moancuumpoBaHHbIe TOMaThI 43
(Zeneca 282F)

KonuuectBo 06pa3suos, cogepxawmx HemoguduumMpoBaHHble ToMaThbl (Zeneca 47
282C)

JloxHOnonoXuTernbHble peaynbTaTbl 0(0 %)
JloxHoOTpUUaTesnbHble pe3ynbTaTbl 0 (0 %)

C.2.2.2 MonekynsipHasa cneunpn4HoOCTb

C.2.2.2.1 O6wme NONOKEHUA

310 NpunoxeHue yaoeneTeopsieT TpeboBaHUsIM, U3NOXKEHHBLIM B pasgene 7.

MeTopg onucaH B ccbiikax [15] u [16]. MHdopmaumna 0 reHeTUYecko KOHCTPYKLUUKU, BHECEHHOW B reHOM
TOMaToB, NPUBOAUTCS B CCbinke [18].

C.2.2.2.2 TeopeTnyeckas 4acTb

Mouck no 6asam gaHHbIX (basa gaHHbIX GenBank®, BlastN® 2.2.1, no cocrosiHuio Ha 1 utons 2001 r.) He
oGHapyXun CylleCTBEHHON romMonoruuM ueneBor nocnepgoBatenbHoctu OHK ¢ HemopuuumMpoBaHHbIMK
TOMaTamu, a Takke C APYrMMU CeNbCKOXO3SIACTBEHHBIMU pacTeHusimu. bonee Toro, Habop npakmepoB 6bin
nogobpaH ans amnnucpukayumn cneuncpudeckon nocnepoBatensHoctn OHK, npucyTcTByOWERn TONbKO B
MCKYCCTBEHHOW, HE BCTPEeYaloLLencs B npupoge obnactu crbika.

C.2.2.2.3 dkcnepumeHTanbHasa 4actb

Mpu npoesegeHum MUP ¢ ucnonssosaHuem OHK, BbigeneHHo M3 HeMoaupuuMpoOBaHHbLIX TOMAToOB CO
cxogHbiMu cbeHoTUnamm: Tomatbl Long-Life Tuna Selfesta F1, Seduro F1, Lioba F1 v Harzglut F1 (npoua-
BOACTBO cemeHHoro matepuana Quedlinburg, Mepmanus) [15], He Habnoganu amnnucpukaumio.

C.2.2.3 MNpenen obHapyxeHun

Mpu onpepeneHu abconoTHOrO Npegena obHapyXeHUst OCHOBLIBANUCH Ha CreayoLMX NPeanonoXeHUsX:
MMEeTCH TONbKO OfHAa KOMUS FeHeTUYECKON KOHCTPYKLMM Ha rannougHblil reHoM (6a3sa paHHbix AGBIOS:
http://www.agbios.com), a paamep rannonaHoro reHoma Tomara coctaensieT 1,0 x 10° n. H. (cm. [5]). 3HaueHue
abconioTHOro npegena obHapyXeHus B Tomarax onpegenunu kak 10 sKBMBanNeHTOB ransiongHoro reHoma
[19] ¢ 10 nr AHK u3 TomaTtoB ¢ OTHOCUTENEBHBLIM cogepxaHuem TMO no maccosoit ¢hpakumum 100 % B Cbipbix
TOMaTax.

C.2.3 ApanTauun

Ons obHapyxeHus reHeTuyeckon MmogucukaLmum B TOMaTHOW Nacte peKOMEHAYeTCA BblAENATb HyKneu-
HOBYIO KUCNOTY M3 ob6bema obpasua, B NsTb pa3 NPeBbILLAOWEro KonuyecTso, onpegensiemoe 1SO 21571.
Mocne obvepguHeHns OHK Bcex BblqeneHuﬁ UCMONb3yinTe AOMOMHUTENBHBIA 3Tan OYUCTKM C MOMOLLLIO
Habopa QIAquick PCR Purification Kit **, yto noasonut nonyunTts gocratouHoe konuuectso OHK ans npose-
AeHus MNLP.

C.2.4 NpuHumn

OcobeHHOCTBI0 reHeTuYeckn moaucuumpoBaHHbIX ToMaToB (Lycopersicon esculentum Mill), paapa6o-
TaHHbIX KOMMaHuen Zeneca, ABNSETCS 3aMepfieHHOe Co3peBaHue noga, o6ycnoBneHHoe UHMGUpoBaHMEM
npoayKuumn nonuranakrypoHassl (PG).

9 QlAquick PCR Purification Kit— 310 TOproBas Mapka kKOMMep4eckoro npogykra, NOCTaBJISEMOro KOMNaHuewn
QIAGEN, lnbaeH, MNepmaHus. Ota nHpopMaums npMBoaMTCH A1 O3HAKOMIIEHWS NONb3oBaTefieil HacTOSALero cTaH-
AapTa MU HU NPU KaKUX YCIOBUSX HE MOXET CIyXWTb pekoMeHgauver unum ogobpeHnem aTux npoaykToB opraHusauuven
ISO. donyckaetcs ucnosis3oBaHWe aHanorMyHbIX NPOAYKTOB, ECNN NOKasaHo, MTO OHW MO3BOJIAIT MOSlyYaTh Takue Xe
pe3ynbsTarhl.
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leHeTUyeckas Mogucmkauma B 9TUX TOMaTax 3akmnoyaeTcs BO BHEAPEHUA B FEHOM JOMOSTHUTENLHOro
HEeMnoNHOro reHa nonuranakrypoHasbel (PG) B kavectBe k[HK. Hanuumne 3T1Oro reHa npuMBoguT K peskomy
CHWXEHUID KONMUYECTBA 3JHOOrEHHOro (hpepmeHTa nonuranakTypoHasbl TOMartoB. 3TOT (hepMeHT urpaet
NPUHUMNMAanbLHY posib B co3peBaHumn TomaTos [17].

MpuHUMN MeToaa 3akniovaeTcs B amnnucpukauyum nytem MNLUP ¢pparmerTa OHK gnuHoid 350 n. H., oxBa-
ThIBAKLLErO UCKYCCTBEHHbIA CThIK Mexay cermeHTom dparmenta Kk [JHK reHa PG mn cocepHei nocnepoBa-
TeNbHOCTLIO TepmuHaTopa NOS. Takas komMbuMHaUMsA NPUCYTCTBYET TOSIbKO B FEHETUYECKU Mopucuumpo-
BaHHbIX TOmatax. MNMonyyeHHsm npogykt MLP moxeT 6biTe 06HapyeH ¢ nomMoLbio anekTpocopesa B arapos-
HoM rene. MNMposepka cneunduyHocTn npopykTa MNMLUP MoxeT ObiTb BbINOSIHEHA C MOMOLLBIO ONUCAHHOIO garnee
cneundUyHOro rmbpnansaLmMoHHOro 3oHaa.

C.2.5 PeaktmBbl
WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

C.2.5.1 Boaa

C.2.5.2 Bycpep ans NLUP (6e3 MgCly), 10 x.

C.2.5.3 PactBop MgCl,, koHueHTpauus MgCl, = 25 mmonb/n.

C.2.5.4 PactBop dANTP, koHueHTpauus dNTP = 2,5 mmonb/n (kaxkgoro).

C.2.5.5 OnuroHykneoTuabl

C.2.5.5.1 Npsamoun npaimep

PG34L: 5'-ggA TCC TTA gAAgCA TCT AgT-3'.

Moauuma Ne X04583.

C.2.5.5.2 O6paTtHbIX Nnpaimep

t-NOS: 5’-CAT CgC AAg ACC ggC AAC Ag-3'.

Moanums Ne NC002147.

C.2.5.6 TepmocrabunbHasa [IHK-nonumepasa (ons MNMLP ¢ «ropsuum craptom»), 5 1U/Mkn.

C.2.5.7 3oHp ana rm6puamsauum, Tomate-2

MeueHHbIn gurokeureHnHom OHK 3oHp (Tomate-2) nmeet cnegyowyto nocnegoBaTenbHOCTb:

5'-Dig-CCT CTA gAg Tcg ACC TgC Agg TCg -3'.

C.2.5.8 Npermbpuan3aLmMOHHLIA pacTBOp, cogepxawwmin 5 x SSC, 0,1 % (no macce) N-naypuncapkosuHa,
0,02 % (no macce) gogeuun cynbdara Hatpusi (SDS) n 1 % bnokupytowwero peakrtuea Blocking Reagent [15].

C.2.5.9 PactBop ana mbpuvamsaumm, cogepxawmin 10 nmvonb 3oHga gns mbpuauaauum B 2,5 mn npernd-
puamnsaumoHHoro pacteopa (C.2.5.8).

Temnepatypa rmbpugusaumm — 60 °C. JononHuTenbHas uHbOpMaumMsa no ycnosusam rmbpupusauuu
npuBOAUTCS B cebinke [12].

C.2.5.10 PecTpukrasa: Eae | unu Mwo .

C.2.6 O6opynoBaHue
B cootBeTcTBUM ¢ C.1.6.

C.2.7 Npouenypa aHanusa

C.2.7.1 NpoeeneHne MNLUP

OnucaHHbIN METOR paccumTaH Ha 06wWwmin o6bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NepevnchneHsl B Tabnuue C.5. MNMLP moxHo npoeoguTb U B 6onbLumnx o6bemax npu ycnosum cobniogeHns
COOTBETCTBYIOLMX NPOMNOpLUUA ONA pacTBOPOB PEaKTUBOB. [JOKasaHO MOSTyYeHWE KOPPEKTHbIX PesyrnbTaToB
Npy1 UCNOSIb30BAHMU KOHEYHbIX KOHLIEHTPaLUiA peakTMBOB, NepeyncieHHbix B Tabnuue C.5.

Ta6nuua C.5 — [lo6aBneHne peakTBOB

PeaktuB KoHeuHasi KOHUeHTpauus O61em Ha oGpaseu, MK
OHK u3 obpasua OT110 go 50 Hr 0,5
Bopa 17,3
10 x 6ycbep ans MNLP (6e3 MgCl,) 1x 2,5
Pacteop MgCl, ?, 25 mmonb/n 1,5 mmonb/n 1,5
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OxoH4aHue Tabnuubl C.5

PeaktuB KoHeuHasi KOHUeHTpauus O61em Ha oGpaseu, MK
Pacteop dNTP, 10 mmonb/n 0,4 mmonb/n 1,0
Mpaimep PG34L, 10 mkmonb/n 0,4 mkmonb/n 1,0
Mpaimep t-NOS, 10 mkmonb/n 0,4 mkmonb/n 1,0
OHK-nonumepasa Taq, 5 IU/Mkn 11U 0,2
2Ecnu 6ydepHslin pacteop ans MLP yxe cogepxut MgCla, koHeuHyto koHLeHTpaLuio MgClz B peakLMoHHO cmeck
goBogart ao 1,5 mmone/n.

C.2.7.2 KonTtponu NUP

K HacToslLIeMy MOMEHTY Ha PhiHKE OTCYTCTBYKOT OCTYMHBIE DEhePEHCHbIE MaTepuarbl, KOTOPLIE MOXHO
6bIN10 Gkl MCMIOMNBL30BAThL B KAYECTBE NONOKUTENLHOTO KOHTpONS. 2

Kpome Toro, criefyeT UCnonk30BaTh U ApyrYe COOTBETCTBYIOLME UCCNIELOBAHMIO KOHTPOMM COMMacHo
onucaHuio B 1ISO 24276.

C.2.7.3 MNporpamma «TeMmnepartypa — Bpems»

Mporpamma «Temnepatypa — Bpemsi», onucaHHasi B Tabnuue C.6, ucnonb3aosanacb B UCCNegoBaHuM no
METPOJIONMYECKON aTTecTaumMm MeToa, NPOBOAMBLLEMCS C UCTIONL30BaHUEM aMnMUKaTopoB GeneAmp® 2400
unm Gene Amp® 9600 n [IHK-nonumepassl AmpliTag Gold® 2". Ucnonb3osanue apyrux amnnmdukaTopos,
BO3MOXHO, NOTpebyeT agantaumy nporpaMmbl. Bpems aktvBaumn/HauvanbHOW geHaTypauum 3aBUCUT OT UCMONb-
3yemoi nonvMmMepassbl. [pu UCnonb3OBaHUM NONMMEPasbl C «ropsYMM CTapTOM» HEOBXOOUMO CredoBaTh PeKo-
MEeHOaUMsIM NpoOU3BOAMUTENS, €CNU 3TO HE NPOTUBOPEYUT NPUMEHSEMOMY NMPOTOKOIY.

Ta6nuua C.6 — NMporpamma «TemnepaTtypa — BpeMsa»

AkTuBauus/HauanebHas geHatypauvs 10 muH/95 °C
Amnnucukaums 30 ¢c/94 °C
60 c/60 °C
60 c/72 °C
KonuyectBo LUUKNOB 35
3aBepLuaLas nonumMepusauus 6 MuH/72 °C

C.2.8 CneumcmuHocTb npoaykra MNLUP

Mpoeepka cneuymcuyHOCTU aMNIMULIMPOBAHHOMO NPOAYKTa MOXET ObiThb BbIMOMHEHA C NOMOLLBIO MGpU-
avsauum no CayaepHy ¢ UCMONb3OBAHMEM MEYEHHOro AUroKCUreHMHoM 3oHga Tomate-2 (C.2.5.7 — C.2.5.9).
HemoguduumpoBaHHble 06pasubl OMKHbI faTh OTpUUATENbHbIE pe3ynbTaTthl B TAKOM rmbpuan3aLmoHHOM
aHanuse.

CneunduyHOCTb aMnnMpULPOBAHHOIO NPOAYKTa MOXET ObiTb NPOBEPEHa C NOMOLLLIO PECTPUKLMOH-
HOro aHanusa ¢ ucnosnb3oBaHuem tepmeHToB Eae | unu Mwo |. Pectpukuus depmeHTom Eae | gaet gsa
parmeHTa gnvHon 126 u 224 n. H. cooTBeTCTBEHHO. PecTpukums cbepmeHtom Mwo | gaet Tpu dparmeHTa
OnuvHoii 8, 164 n 178 n. H. COOTBETCTBEHHO.

C.2.9 O6WMM KOHTPONbL Ka4eCTBa U MHTeprpeTauus pe3ynLTaTtoB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW pfvHe ueneBor nocneposatensHocTu [OHK, onpepeneHHoil nytem cpaBHeHUs €
NpoOAyKTamMun peakumm, Nosy4yeHHbIMU U3 COOTBETCTBYIOLUMX pehepeHCHbIX MaTepuanos.

MpoBepka cneuncpmyHocTn npopykra MNLP onucaHa B C.2.8.

20 MncbopmaLs © HaNVUUK COOTBETCTBYIOLLIMX CTaHAAPTHLIX 0GPa3LIoB TpeGyeT YTOUHEHNS.

oL Awmnnudcpukatopsl GeneAmp® 2400 n 9600 n nonumepasa AmpliTaq Gold® — 310 npyMep KOMMepYeckn JOCTYMHbIX
NpoayKkTos, NPou3BOoAUMBIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHpopMaums NpMBOAWUTCH UCKITIOUATENBLHO ANA O3HAKOMIIEHWS NoSib3oBaTeNniell HacTosLWero craHgapTa M HU npu
KaKMX YCIOBUSAX HE MOXET CIYWUTb pekomeHgaumein unu ogobpeHnem aTux NpogyKToB opraHusaumen 1ISO. [lonyckaetcs
UCronb3oBaHWe aHanorM4YHbIX NPogyKTOB, €CNIN NOKAa3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTarhl.
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O6HapyxeHue dparMeHToB ¢ pasmepom 350 n.H. nokasbiBaeT, yTo pacreop OHK obpasua copgepxut
amnnucpuumpyemyto [IHK ns reHetuvecku mogucpuumMpoBaHHbLIX TOMaToB Zeneca B npefenax yCTaHOBMEHHbIX
napamMeTpoB cneumMpuyHocTH, onucaHHbix B C.2.2.2. MNopgpobHas uHhopmauus 06 atanax anekrpodopesa
npusoguTcs B 1ISO 21571:2005, B.2.

C.3 Cneun@pUYHBLIA K FreHETUYECKON KOHCTPYKLMU METo OOHapyXeHUsi MoauprLMpOBaHHbIX
nocnegosartensHocTten [1HK n3 reHeTuuecku mogudmumposaHHon Kykypy3sbl Bt 11

C.3.1 O6wme nonoxeHmn

JTOT MeTOA NpegHa3HaueH gns 0bHapyXeHUs reHeTuyeckn mogudULMpoBaHHOM Kykypy3abl Bt 11, npousso-
Aswen TokewH Bacillus thuringiensis (komnaHus Syngenta, paHee Novartis), B cbipbe nyteM amnaucbukaumm
obnactu cTbika MeXay dNeMeHTamMu NocneoBaTeNnbHOCTe OgHOKONMIHOrO reHa ua adh 18-Intron2 (1VS2)
KyKYpy3bl U reHa pat us Streptomyces viridochromogenes.

3Ta KOHCTPYKUMA MOXeT ObiTb B ByayLiem ucnonb3osaHa v B gpyrux MMO.

STOT MeTo HEBO3MOXHO MCMONb30BaTh OIS pasgeneHnst Kykypyabl Bt 11 U ceneKkuMoHHbIX COPTOB CO
CINOXHbIM FEHOMOM, MOJTyYEHHbIX NPU CKPEeLLMBaHUM KyKypy3sbl Bt 11 n gpyrux moguvumpoBaHHbIX JIMHUKA
KYKYPy3bl, 32 UCKIMIOYEHUEM MPUMEHEHUS MEeTOAAa Ha OTAESIbHbIX 3epHaxX U Ha pacTeHUsX, ANs KOTOpbIX
MOXHO NOATBEPAUTbL HaNM4YMe/OTCYTCTBUE MNOCNEOOBaTESNIbHOCTEN, NPOMCXOASLWMX OT ApYrux CoObiTuin
TpaHccopmaLmu.

C.3.2 MeTponornyeckas aTrectalma U KpMTEpUMU BbINONHEHUA

C.3.2.1 CoBMeCTHbIe CNUYMTeNbHbIe UCTbITAHUA

310T MeTop, Obl1 METPONIOrMYECKN aTTeCToBaH B COBMECTHOM CIIUMMUTENBHOM ucnbiTaHuu [20], npoBse-
OEHHOM nog pyKkoBOACTBOM paboueit rpynnbl «PaspaboTka MeTogoB uaeHTUuKaumMm nuLLEeBOn NpoayKLuuu,
npousBefeHHON ¢ UCNIONB30BAHUEM TEXHOSIOMMIA FrEHHOW UHXeHepuu» Hemeukoro heaepanbHOro UHCTUTYTa
3aWmThl 300pOBbS NOTpebuTenei U BeTepuHapHoA MeauuuHbl (BgVV). KonuuecTBo yvyacTHUKOB, a Takke
KOnM4YecTBo 06pa3suUoB yCTaHABNUBaNM B COOTBETCTBUM ¢ KpuTepusimu ISO §725-2. Ons Bbigenenns OHK
NofioBMHA YYaCTHUKOB Ucnosb3osana metop LITAB, onucaHHbid B 1ISO 21571:2005, A.3, a gpyrasa nono-
BMHa — cucTemy Boigenenus [IHK Wizard® DNA-Clean-Up-System 22

[aHHble COBMECTHbIX CITMYUTENbHbBIX UCTbITaHUIA NPUBOAATCS B Tabnuue C.7.

Ta6nuua C.7 — Pe3ynbTaTbl COBMECTHbLIX CIIMMUTENbHbLIX UCMbITAHUMA

"og npoBegeHusa UcnbiTaHWUiA 2000
KonuuectBo nabopatopuii 18
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 16
KonuuecTtBo 06pasyoB Ha nabopatopuio 6
KonuuecTtBo NpuHATLIX pesynbTaTos 96
KonuuecTtBo 06pasLoB, cogepkawmx Kykypy3ay Bt 11 32
KonuuecTtBo 06pa3LoB, cogepawmx Kykypyay Event 176 32
KonuuecTtBo 06pasyoB, cogepxalmx HemoanuunpoBaHHYH KyKypy3y 32
JloxHononoxuTternbHble peaynbTaTbl 3(5%)
JloxHOOTpULUATENbHbIE pe3ynbTaThl 3(10%)

Kpome Toro, 14 naGopartopuit [ononHuTensHO nony4yunu obpasubl JHK, BbigeneHHble U3 reHeTUYeCcKn
MogucuuMpoBaHHOM KyKypy3bl Bt 11 u cogepxawume 50; 5; 0,5 u 0,05 Hr. PesynsTaThl UCCneaoBaHus NpuBo-
astca B Tabnuue B8 [20].

2) wizard® DNA-Clean-Up-System — 310 npumep KOMMep4ecku OOCTYMHOro npogykra. dta MHpopMauus npuBo-
OUTCA UCKITIOMUTENBLHO ANSA O3HAKOMSIEHUS Nofb3oBaTesiel HaCTOAWEero cTaHaapTa U HU NPU Kakux YCNOBUSAX HE MOXET
CNYXWUTb pekoMeHaauuvein um ogobpeHneM sTUX NPOAYKTOB opraHuaauuer 1SO.
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Ta6nuua C.8 — Pe3synbTatbl COBMECTHbLIX CIIMMUTENbHbLIX UCMbITAHUMA

Konunyecrso [JHK PesynkTathl MpumevaHve
MpaBuneHO HenpasunbHo
50 Hr 14 -
S5Hr 14 -
0.5 Hr 12 1 JloxkHOOTpULATENbHbIA
1 CnopHbii
0,05 Hr 7 5 JloxxHOOTpULATENbHbIA
2 CnopHbIi

C.3.2.2 MonekynsipHasa cneunpn4HoOCTb

C.3.2.2.1 O6wme nonoxeHus

3710 NpunoxeHue yaosneTBopseT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.

MHdopmaumsa 0 reHeTUYeCKO KOHCTPYKLIMKU, BHECEHHOIM B FEHOM KyKypYy3bl, MPUBOAUTCS B CCbinke [34].
KoHctpykuus HK — 310 KOHCTpYKUMS, onucaHHas B goctyne Ne AR110602 6a3bl gaHHbix EMBL/GenBank
(KOHCTPYKUMS 3anaTeHTOBaHa) U COAEPKallas Te e INEMEHTbl U B TOM Xe Nopsfke, YTO U KOHCTPYKUMSA
ona Bt 11.

C.3.2.2.2 TeopeTnyeckas 4acTb

Mouck no 6asam gaHHbIX (basa gaHHbIX GenBank®, BlastN® 2.2.1, no cocrosiHuio Ha 1 utons 2001 r.) He
oGHapyxun romonorumn Lenesoi nocnegosatensHocty OHK ¢ HemoguhumMpoBaHHO! KyKypy30i, a Takke ¢
OPYTMMU CENbCKOXO3ANCTBEHHbIMU pacTeHusiMu. bonee Toro, Habop npaimepoe 6bin nogobpaH ans amnnudu-
Kauumu cneuucpudeckoin nocnegosatensHocTu OHK, npucyTCcTBYIOWENH TONBKO B UCKYCCTBEHHOW, HE BCTpe-
vawencst B npupoge o6nacrtu crbika.

C.3.2.2.3 dkcnepuMeHTanbHan 4acTb

Mpu nposepeHuu MNLP ¢ ucnonssosaHnem AHK, BbigeneHHON M3 HeMoguMLMPOBaHHON KyKYpPY3bl UK
reHeTUYeckn MogucuLmpoBaHHoi cou GTS 40-3-2 (cos RoundUp Ready®) unu kykypyssl nunmii Event 176
(Bt 176), T 25 n MON 810, He Habnwgany amnnucukaumm.

KonnuyecTBO LieneBbix NOCNeaoBaTeslbHOCTER PAaBHO OOHOMY.

C.3.2.3 MNpenen obHapyxeHun

Mpu onpepeneHun abcontoTHOro npefgena obHapyXeHUA OCHOBbLIBANUCH HAa CREayLWUX Npeanonoxe-
HUSIX: UMMEETCS TONMBbKO OfHA KOMUSI FeHEeTUYECKON KOHCTPYKUMM Ha reHom (6asa paHHbix AGBIOS:
http://www.agbios.com), a paamep reHoma KyKypy3bl coctaBnsieT 2,65 x 10° n. H. (cm. [5]). 3HaueHue abco-
JIIOTHOIO npegena obHapyXeHUs B NepemMoioThiX 3epHax onpegenunu kak 20 SKBUBaneHTOB rannougHoro
reHoma [34] ¢ 50 Hr OHK 13 KyKypy3bl ¢ OTHOCUTENBHBIM cogepxanHnem MO no maccoBon dpakuum 0,1 % B
nepemMosoTomn Kykypyae. OTHOCUTENbHLIN npeaen obHapyxeHus 6bin nyuwe umm paseH 0,1 % B nepemonoTbix
3epHax Kykypyabl [34].

C.3.3 ApanTauun
OTCyTCTBYET KOHKpeTHasi MHcopmMauums.

C.3.4 NpvHumn

leH Bt npucytcTByeT B nouBeHHon 6aktepum Bacillus thuringiensis; 6enok, CUHTE3UPyeMbIiA B reHETUMECKU
MoaupULMPOBAHHOM pacTeHUUM C BHECEHHbIM reHoMm Bt, sawmiiaeT pacTteHue OT NopaXceHus fUYUHKaMu
€BpOoneincKoro 3epHOBOro cBepnunbluuMka. benok Bt aktuBusupyeTcs B KULLEYHUKE 9TUX HACEKOMbIX, NPUBOAS
K 06pasoBaHuIo Nop B MEMOpaHE KIeTKM, UTO Bbi3bIBAET HApYLLEHME OCMOTUYECKOro BanaHca 1 IM3UC KINeTOoK.

leH pat npucyTcTByeT B nouBeHHon HakTtepun Streptomyces viridochromogenes v kogupyet hepmeHT
cocuHoTpuumH-N-aueTunTpaHctepasy, kotopas obecneunmBaeT yCTOMYMBOCTL pacTeHusi K repbuuupny
(k rmrochocnHaTty ammonus). MnococMHaT aMMOHUS HapyLlaeT CUHTE3 IMKTaMuHa B pacteHusix. MNpuHumn
MeToda 3aknovaetca B amnnucpukauum nytem MNLUP dparmeHta OHK anuHoit 189 n. H., oxBaTbIBaIOLWErO
CcTbik Mexgy adh uHTpoHom IVS2 u nocnepoBaTenbHOCTLIO reHa pat. MNonydveHHblt npogykT MUP moxer
ObiTb OGHapyXeH ¢ nomowpblo anekTpocopesa B araposHom rene. lNpoBepka cneuuuyHOCTU npoaykTa
MLP moxeT GbITh BbINOMHEHA C MOMOLLLIO ONMUCAHHOTO ganee cneuncuyHoro 3oHga ans mépuausaumn.
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C.3.5 PeaktmBbl
WHdopmaums no KavecTBy UCNONb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

C.3.5.1 Bona

C.3.5.2 bydep ann NUP (6e3 MgCl,), 10 x.

C.3.5.3 Pacteop MgCl,, koHueHTpauus MgCl, = 25 mmonb/n.

C.3.5.4 Pacteop dANTP, koHueHTpauus dNTP = 2,5 mmonb/n (kaxkgoro).

C.3.5.5 Onuronykneotmgbl
C.3.5.5.1 Npsamoi npanimep

UHTpoH IVS2-2: 5'-CTg ggA ggC CAA ggT ATC TAA T-3'.
Moauuma Ne AR110602.

C.3.5.5.2 O6paTtHbIN Nnpaimep

Kopupyowumin yuactok 6enka PAT, PAT-B: 5'-gCT gCT gTA gCT ggC CTA ATC T-3".
Moauuma Ne AR110602.

C.3.5.6 TepmocTtabunwhaa OQHK-nonumepasa (ans MNMUP ¢ «ropsuum ctaptom»), 5 IU/mkn.

C.3.5.7 3oua ana rmopmamsaumm, 5'-meueHblil (Hanpumep, gurokcureHmHom) 3oHg Bt: 5'-TAT CTg
TCT CAg ggg CAg ACT C-3’, koHueHTpaums = 20 Mkmonb/n.

C.3.5.8 Nperm6bpuan3aumMoHHLIA pacTBOp, cogepxawwmin 5 x SSC, 0,1 % (no macce) N-naypuncapkoavHa,
0,02 % (no macce) pogeumn cynbcarta Hatpus (SDS) n 1 % bnokupyowero peaktusa Blocking Reagent.

C.3.5.9 Pacteop aAnsa m6puvaunsaumm, cogepxawmin 10 nvonb 3oHga ons mbpuausaumum B 2,5 mn npervb-
puamsauunoHHoro pacteopa (C.3.5.7). Temnepatypa rmbpugusaumu — 60 °C. JononHutenbHas uHopmaums
no ycrnoBusiM rubpugnsanum npuBoOgUTCS B cCbiike [12].

C.3.5.10 PecTtpukrasa
Hinf 1.

C.3.6 O6opynoBaHue
B cooteetcTBum ¢ C.1.6.

C.3.7 Npouenypa aHanusa

C.3.7.1 Nposenenne MNLP

OnucaHHbIN METOR paccuMTaH Ha o6wmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NepevnchnieHsl B Tabnuue C.9. MNMLP moxHo npoeoguTb U B 6onbLumnx o6bemax npu ycnosum cobniogeHns
COOTBETCTBYIOLMX NPOMNOPLUUA ONA pacTBOPOB PEaKTUBOB. [JoKasaHO MOSTyYeHUe KOPPEKTHbIX PesyrnbTaToB
Npy1 UCNOSIb30BAHUU KOHEYHbIX KOHLIEHTPaLUiA peaKkTMBOB, NepeyncrieHHbIx B Tabnuue C.9.

Ta6nuua C.9 — [lo6aBneHne peakTUBOB

PeakTtuB KoHeuHasi KOHUeHTpauus O6bem Ha oGpaseu, MKN

OHK u3 obpasua O110 po 50 Hr 1

Bopa 15,8

10 x 6ycbep ans MNLP (6e3 MgCl,) 1x 25

Pacteop MgCl; ?, 25 mmonb/n 2 mmonb/n 2,0

Pacteop dNTP, 10 mmonb/n 0,4 mmons/n 1,0
Mpaimep IVS2-2, 10 mkmonb/n 0,5 mkmonb/n 1,25
Mpaimep PAT-B, 10 mkmonb/n 0,5 mkmonb/n 1,25
OHK-nonumepasa Taq, 5 IlU/mkn 11U 0,2

2Ecnu 6ydepHslin pacteop ans MLP yxe cogepxut MgCla, koHeuHyto koHLeHTpaLuio MgClz B peakLMoHHO cmeck

JOBOAAT A0 2 MMOb/N.

C.3.7.2 KonTtponu NuP

B kayecTBe MONOXMUTESbHbLIX KOHTPOSIEA MOXHO MCNOMb30BaTh CepTUULMpOBaHHbIE 06pasLbl CTaH-
JapTHOro cocTaea, Hanpumep Matepuarn, cogepxawmii 1 % reHeTuyeckn MoguULIMPOBaHHOM KyKypy3bl Bt 11,
npoussogcTea MHcTutyTa pechepeHcHbix matepuanos u uamepeHuin (IRMM), M'unb, Benbrua (IRMM-412).
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Kpome TOro, cnegyet ucnonbL3oBatbh M Apyrve COOTBETCTBYHLUNE UCCIEeLOBaHUKD KOHTPOMU COMMacHo
onucaHuio B ISO 24276.

C.3.7.3 MNporpamma «Temnepartypa — Bpems»

MporpaMma «TemMnepaTypa — BpeMsi», onucaHHas B Tabnuue C.10, ucrnonb3oBanach B UCCNeOBaHUM
Mo MEeTPONOrMUECKOi aTTecTaluu MeTofa, NPOBOAMBLUEMCS C WCTONB30OBAHWMEM aMnnvduKaTopoB
GeneAmp® 2400 unn GeneAmp® 9600 n [IHK-nonumepassl AmpliTaq Gold® 2. cnonb3aosanue apyrvx amnnm-
¢hUKaTopOB, BO3MOXHO, NOTpeGyeT ajanTauuu nporpamMmbl. Bpemsi akTUBaLMWU/HAuYanbHON eHaTypauum
3aBUCUT OT UCTIOMNbL3YEMO# NONMMEpasbl.

Ta6nuua C.10 — MNporpaMma «TeMmnepaTtypa — BpeMs»

AkTuBauus/HauanebHas geHatypauvs 12 muH/95 °C
Amnnucukaums 30c/95°C
30 c/64 °C
30c/72°C
KonuuyectBo LUUKNOB 38
3aBepLuaLas nonumMepusauus 10 MuH/72 °C

C.3.8 CneuncpmuHoctb npogykra MNLP

Mposepka cneuncUYHOCT aMnNAUMULIMPOBAHHOIO MNPOAYKTa MOXET ObiTb BbIMNOMHEHA C MOMOLLbIO
mbpuansaumm no CayaepHy C UCMONb30OBaHMEM MEYEHHOro aurokcureHuHom 3oHga Bt (C.3.5.7 — C.3.5.9).
HemoauduumpoBaHHble 06pasLbl OMKHbI faTh OTpUUaTesibHble pesyrbTaTthl B TAKOM rmbGpuan3aumoHHOM
aHanuse [20].

CneunduyHOCTb aMnMpULUUPOBaHHOIO NPOAYKTa MOXET OblTe NPOBEPEHa C NOMOLLLIO PECTPUKLMOH-
HOrO aHanusa ¢ ucnonb3oBaHuem depmenTa Hinf |. Pectpukums atum cbepMeHTOM paet gBa pparmeHTa
AnuHoin 116 u 73 n. H. cooTBeTCTBEHHO [20].

C.3.9 O6wwmi1 KOHTPONb KayeCcTBa U UHTEPNpPeTauus pe3ynbLTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW pnvHe ueneBor nocneposatensHoctu [OHK, onpepeneHHoil nyTem cpaBHeHUs €
NpoQyKTamMu peakuun, noryyYeHHbIMU U3 cepTUhULNPOBaHHBIX pedepeHCHbIX MaTepuaroB, NPUIOTOBNEHHbIX
13 Kykypy3sbl Bt 11 (Hanpumep, cepus IRMM-412, npoussogctea IRMM, Munb, Benbrus).

MpoBepka cneyucmuHocTn npopykra MNLP onucaHa B C.3.8.

O6HapyxeHue parmeHToB ¢ pasmepom 118 n. H. nokasbiBaeT, uto pacteop OHK obpasua cogepxur
amnnuuumpyemyto IHK u3 reHeTuveckn mogucbuumMpoBaHHoi Kykypyasl Bt 11 B npegenax ycTaHOBMEHHbIX
napamMeTpoB crneuudUuyHOCTU, onucaHHbIx B C.3.2.2.

MoppobHas uHopmaums 06 atanax anekrpocopesa npusogutcs B ISO 21571:2005, npunoxeHue B.2.

%) Amnnucukaropbl GeneAmp® 2400 v 9600 v nonumepasa AmpliTaq Gold® - ato npuMep KOMMEPYECKUA AOCTYMHbLIX
Npoaykros, NpPou3BoauMbIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHhopMaums NpMBOAWUTCH UCKITIOMATENBLHO ANA O3HAKOMISIEHWS MoSib3oBaTeNniell HacTosiero craHgapTa M HU npu
KaKux YCIioBUSIX HE MOXET CNyXuTb pekoMeHaauuel unu ogobpeHreM aTX NpPoayKToB opraHusaumein 1ISO. [lonyckaetcs
UCMonL30BaHWe aHaNoOrMYHbIX NPOAYKTOB, €CNN NOKA3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTaThl.
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C.4 Cneun@UYHBLIA K FrEHETUYECKON KOHCTPYKLMM METO OOGHapyXeHUsi MoaupMLMpOBaHHbIX
nocnegosatensHocten [IHK u3 reHetnueckm moguduumpoBaHHOW KyKypy3bl Event 176
(kykypy3a Bt 176)

C.4.1 O6wme NnonoxeHmn

JTOT MeTOopA, NpeaHa3HaveH ans obHapyXEeHUsA reHeTuYecku MoaudULMpoBaHHON Kykypy3abl Event 176
(npoussoactBa Syngenta) B chipbe UM nepepaboTaHHbIX NPoAyKTax NyTeM amnauuKkauum UCKYCCTBEHHOM
obrnactu cTbika MeXay ABYMS KOMUSIMU FEHETUYECKON KOHCTPYKUMW, NEPEHECEHHOW B reHOM pacTeHust. Lienbto
mopucpukaumm Kykypysbl Obin cuHTes TokcuHa Bt (Tuna crylA(b)) ws Bacillus thuringiensis nytem BcTaBku
cuHTEeTUYeckoro reHa Bt, perynupyemoro npomotopom CPDK u3 Zea mays.

JTa KOHCTPYKUMA MOXET ObiTh B OyayLiem ncnone3osaHa u B gpyrux MMO.

JTOT MeTOA He NO3BONIAET Pacno3HaBaTb CENEKUMOHHBIE COPTAa CO CIIOXKHBLIM FEHOMOM, 3a UCKITIOUYEHUEM
NPUMEHEHUA METOAA Ha OTAENbHbIX 3€pHax U PaCTEHUsX.

C.4.2 MeTponornyeckas aTrectalma U KpMTepun BbINONTHEHUA

C.4.2.1 CoBMeCTHbIe CNUYMTeNbHbIe UCTbITAHUA

310T MeTop, Obl1 METPONIOrMYECKU aTTeCToBaH B COBMECTHOM CIIUMMUTENBHOM UcnbiTaHuu [20], npoBse-
OEHHOM nog pyKoBOACTBOM paboueit rpynnbl «PaspaboTka MeTogoB uaeHTUukaumMm nuLLEeBoOn NpoayKuuu,
npousBefeHHON ¢ UCMIONB30BAHUEM TEXHOSIOMMIA FEHHOW UHXeHepuu» Hemeukoro heaepanbHOro MHCTUTYTa
3aWmThl 300pOBbS NOTpebuTenei U BeTepuHapHoA MeauuuHbl (BgVV). KonuuecTBo yvyacTHUKOB, a Takke
KONMYecTBo 06pa3suUoB yCTaHABNUBaNM B COOTBETCTBUM ¢ KpuTepusimu ISO §725-2. Ons Bbigenenns OHK
NofioBMHA YYaCTHUKOB Ucnosb3osana metop LITAB, onucaHHbid B 1ISO 21571:2005, A.3, a gpyrasa nono-
BMHa — cucTemy Boigenenus [IHK Wizard® DNA-Clean-Up-System 2%

HaHHbIe COBMECTHBIX CNUUMUTENBHBLIX UCTIBITAHUI NpuBoasTes B Tabnuue C.11.

Ta6nuua C.11 — Pe3ynbTaTbhl COBMECTHbLIX CIMYMTESIbHLIX MCNbITAHUA

Nog npoBegeHusa UcnbiTaHWUiA 2000
KonuuectBo nabopatopuii 18
KonuuecTtBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaThbl 16
KonuuecTtBo 06pasyoB Ha nabopatopuio 6
KonuuecTtBo NpuHATLIX pesynbTaTos 96
KonuuecTtBo 06pa3sLoB, cogepkawymx Kykypy3ay Bt 11 32
KonuuecTtBo 06pa3LoB, cogepawmx Kykypyay Event 176 32
KonuuecTtBo 06pasyoB, cogepxalmx HemoanuunpoBaHHYH KyKypy3y 32
JloxHononoxuTernbHble peaynbTaTbl 0(0 %)
JloxHooTpuuaTesnbHble pe3ynbTaTbl 0(0 %)

Kpome Toro, 13 naGopartopuit [ononHuTensHo nony4yunu obpasubl JHK, BbigeneHHble U3 reHeTUYeCcKu
MoaucmumMpoBaHHOI KyKypy3abl Event 176 (kykypysa Bt 176) ¢ maccosoi ¢hpakumeit 0,1 % 'MO B Buge cyxom
KYKYPY3HOI MyKu (CepTuthuumMpoBaHHbIe pedepeHCHble 06pasLibl CTaHAAPTHOrO COCTaBa, NPUrOTOBIIEHHBIE
IRMM, lunb, Benbrus). [BeHaguaTe nabopartopuii NPEACcTaBUM NOSNOXUTENbHbIE NO copepxaHuio Event 176
(Bt 176) peaynbTaTthl, a ogHa nabopatopusi NpegcraBuna pesynbTaTthl Kak CropHble (onpegeneHo B OByX
nostopax) [20].

C.4.2.2 MonekynsipHasa cneunpn4HoOCTb

C.4.2.2.1 O6wme nonoxeHus

310 NpunoxeHue yaosneTBopseT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.

Mertog 6bin onucaH B ccbinkax [20] u [35].

MHdbopMaums 0 reHeTUMEeCKO KOHCTPYKUUK, NePeHECEeHHOW B reHOM KyKypY3bl, NPUBOAUTCA B CCbKe [35].

29 wizard® DNA-Clean-Up-System — 310 npumep KOMMep4ecku OOCTYMHOro npogykra. dta MHpopMauus npuBo-
OUTCA UCKITIOMUTENBLHO ANSA O3HAKOMSIEHUS Nofb3oBaTesiel HaCTOAWEero cTaHaapTa U HU NPU Kakux YCNOBUSAX HE MOXET
CNYXWUTb pekoMeHaauuvein um ogobpeHneM sTUX NPOAYKTOB opraHuaauuer 1SO.
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C.4.2.2.2 TeopeTnyeckan 4acTb

Mouck no 6asam gaHHbIX (6asa AaHHbIX GenBank®, BlastN® 2.2.1, no coctosiHuio Ha 1 utons 2001 r.) He
oGHapyxun romonorum Leneson nocnegosatensHoctu OHK ¢ HemoguhumMpoBaHHOK KyKypy30i, a Takke ¢
OPYTUMU CENbCKOXO3ANCTBEHHbIMU pacTeHusiMu. bonee Toro, Habop npaivepoe 6bin NnogobpaH ans amnnudu-
Kauumu cneuucpudeckoin nocnegosatensHocTu OHK, npucyTCcTBYIOWENH TONBKO B UCKYCCTBEHHOW, HE BCTpe-
vawencst B npupoge o6nacrtu crbika.

C.4.2.2.3 dxcnepuMeHTanbHan 4acTb

Mpu nposegeHum MNLP ¢ ucnonssosaHuem OHK, BbigeneHHOM U3 reHETUYECKU MOAUPULMPOBAHHON COU
(GTS 40-3-2) u kykypy3bl nuHuia Bt 11, T 25 n MON 810 [11] unu HemogucuLMpOBaHHON KyKypy3bl [11],
[20], He Habnoganu amnnucpukaumn.

KonuuecTBO KOMMIiA NOCNeA0BaTENLHOCTEN PABHO OBYM.

C.4.2.3 MNpenen obHapyxeHun

Mpu onpepeneHun abconmoTHOrO Npeaena obHapyXeHUs1 OCHOBLIBASIUCH HAa CrEyHOLMX NPEanONOXEHUAX:
MMEKTCH OBe KONMUM reHETUYEeCKON KOHCTPYKUMM Ha reHoM (6a3a gaHHbix AGBIOS: hitp://www.agbios.com),
a pasamep reHoma KyKypysbl coctasnsieT 2,65 x 10° n. H. (cm. [5]). 3HaueHue abconioTHoro npegdena obHa-
pyXeHus1 B NepemMosioThiX 3epHax onpegenunu kak 20 sKBMBaneHToB rannougHoro reHoma [34] ¢ 50 vr AHK
M3 KyKypy3bl C OTHOCUTENBLHBLIM copepxxaHuem MO no maccoBon dpakuum 0,1 % B NnepemonoTon Kykypyase.
OtHocuTenbHbIN Npegen obHapyxeHusi 6bin Boiwe unu paseH 0,1 % B nepeMonoTbIX 3epHax KyKypys3bl [34].

C.4.3 ApanTauun
OTcyTCTBYET KOHKpPETHas MHOpMaLms.

C.4.4 NpuHumn

TokewH Bt Bacillus thuringiensis — 310 nHcekTULMA, 6aKTepUanbHOro NPOUCXOXKAEHUs. TeHEeTUYEeCkn Moau-
huumporaHHbIe pacTeHus, cogepxawme reH Bt, npogyumpyloT npoayKT reHa Kak 3HOOoreHHblin nectuumg. Kyky-
py3a Event 176 (kykypy3aa Bt 176) cogepxut cuHteTudeckuin red Bt Tuna CrylA(b) nog koHTponem npomoTopa
CPDKB®. MpuHuun meTtoga 3akntovaetcs B amnnucdukauumn metogom MUP dparmenta OHK gnvHoi 211 n. H.,
OXBaTbIBAKLLErO CThIK Mexay npomoTopom CPDKB n nocnegoBaTenbHOCTLIO reHa Bt. MonyyeHHbIin npogykT
MLUP moxeTt 6biTb 0GHapyXeH ¢ NOMOLLLIO anekTpocdopesa B arapo3HoM rene. lNposepka cneuncuyHoOCTU
npogykTa MNLP moxeT 6biTb BbINOSIHEHA C MOMOLLBI ONUCAHHOIO panee cneuncuyHoro 3oHga ans rmbpu-
ausauuu.

C.4.5 PeaktmBbl
WHdopmaums no KauecTBy UCNONb3yeMbIX PpeakTUBOB nNpuBoguTes B 1SO 24276.

C.4.5.1 Bopa

C.4.5.2 bBydep ann NUP (6e3 MgCly), 10 x.

C.4.5.3 Pacteop MgCl,, koHueHTpauus MgCl, = 25 mmonb/n.

C.4.5.4 PactBop dANTP, koHueHTpauus dNTP = 2,5 mmonb/n (kaxkgoro).

C.4.5.5 Onuronykneotmgbl

C.4.5.5.1 Npsamoun npainmep

Cry03: 5°-CTC TCg CCg TTC ATg TCC gT-3'.

Homep nosvuumn B 6a3e gaHHbIX oTcyTCTBYET. [Npaiimep nokanusosaH Ha npomoTtope CPDKG. MNpaiimep
Ha 100 % cooTtBeTcTBYeT CPDK KYKYpy3bl, No3uuusa Ne L27484.1.

C.4.5.5.2 O6paTtHbIN Nnpaimep

Cry04: 5’-ggT CAg gCT Cag gCT gAT gT-3".

Mosuuus Ne 41419 (cornacHo cceinke [36]). MNpaimep nokanM3oBaH Ha cuHTeTudYeckom reHe CrylA(b).

C.4.5.6 TepmoctabunbHasa [IHK-nonumepas3a (ans MNMLP ¢ «ropsunm craptom»), 5 1U/Mkn.

C.4.5.7 3oHp ana rmépuamsauum (Cry01)

5°-ATg gAC AAC AAC CCC AAC ATC-3.

C.4.5.8 Npervbpuan3aumMoHHLIA pacTBOp, cogepxawmin 5 x SSC, 0,1 % (no macce) N-naypuncapkosuHa,
0,02 % (no macce) gpogeumn cynbcarta HaTpus (SDS) n 1 % Gnokupyowero peaktusa Blocking Reagent.

C.4.5.9 Pacteop ana m6puvamsaumm, cogepxawumin 10 nvonb 3oHga ons mbpuausaumum B 2,5 mn npernb-
pvaun3aumoHHoro pacteopa (C.4.5.8).
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Temnepartypa rmbpugusauum — 50 °C. JononHutensHasa MHGOPMaLMs Mo YCHoBMAM mbpugusauum npueo-
autcs B [12].

C.4.6 O6opynoBaHue

B cooTtBeTcTBUM C onucaHuem B C.1.6.

C.4.7 Npouenypa aHanusa

C.4.7.1 Npoeenexne MNLUP

OnucaHHbIN METOR paccuMTaH Ha o6wmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NepeuncrneHsl B Tabnuue C.12. MNMUP moxHO npoBoguTh M B Bonblunx o6bemax npu ycnosuu coobnio-
OEHUs1 COOTBETCTBYIOLMX NPOMNOPLUIA A1 pacTBOPOB peakTMBOB. [JOKa3aHO NoslyYeHUe KOPPEKTHbIX pesyrib-
TaTroB NpPY UCMONb30BAHUN KOHEYHbIX KOHLIEHTpaLMii peakTUBOB, NepeYncrieHHbIX B Tabnuue C.12.

Ta6nuua C.12 — [lo6aBneHne peakTUBOB

PeakTtuB KoHeuHasi KOHLieHTpauus 0O61em Ha o6pasel, MK

OHK u3 obpasua OT1 10 po 50 Hr 2

Boga 15,4

10 x 6ychep ans MNLP (6e3 MgCl,) 1% 2,5

Pacteop MgCl, ?, 25 mmonb/n 1,5 Mmonb/n 1,5

Pacteop dNTP, 10 mmonb/n 0,4 mmonb/n 1,0
Mpaimep Cry03, 5 mkmonb/n 0,25 mkmonb/n 1,25
Mpaimep Cry04, 5 mkmonb/n 0,25 mkmonb/n 1,25
OHK-nonumepasa Taq, 5 IlU/Mkn 051U 0,1

8Ecnn 6ycepHbii pacteop ans MLUP yxe cogepxut MgCl,, koHeuHylo koHLieHTpaLmio MgCl, B peakLMOHHOR cMecu

goBoaar ao 1,5 mmone/n.

C.4.7.2 KonTtponmu NUP

B kauyecTBe NOSNIOXUTESbHBIX KOHTPOSNEA MOXHO WUCMOSb30BaTb CEpTUdULUPOBaHHbIE 06pa3subl CTaH-
AapTHoro coctaBsa (matepuwan, copepxawmin 0,1 % reHeTuyeckn mogucmUMpoBaHHON KyKypy3bl Event 176
(Bt 176), Hanpumep, npouaBogcTBa WHcTUTYTa pedepeHcHbIXx matepuanoB u usmepenuin (IRMM), Munb,
Benbrms (IRMM-411, MZ-0,1).

Kpome TOro, cnegyert Ucnosnb3oBaTb U Apyrue COOTBETCTBYIOLLUE UCCNEOOBAHUIO KOHTPOSIM COrnacHoO
onucaHuio B 1ISO 24276.

C.4.7.3 Nporpamma «TemMnepartypa — Bpema»

Mporpamma «Temnepatypa — BpeMsi», onucaHHasl B Tabnuue C.13, Ucnonb3oBanach B UCCNEA0BaHUM
MO METPONOrMYEecKol arTecTauMm MeTOAa, NPOBOAMBLUEMCS C WCMONb3OBaHUEM aMMIUcUKaTOpPOB
GeneAmp® 2400, 9600 u [IHK-nonumepasabl AmpliTaq Gold® %). cnonb3aoBaHue opyrux aMmnnmcuKkaTopos,
BO3MOXHO, NoTpebyeT afjanTauuu nporpammbl. Bpemsi akTUBaLMu/HauanbHON AeHaTypauuu 3aBuUCHT OT
MCTIOMNb3yeMOoi NoNMMepasbl. [pu UCNONb30BaHUM NOSIMMEpPa3bl C KTOPSIYUM CTAapTOM» HEOBX0AUMO Creao-
BaTb PEKOMEHAALMSAM MPOM3BOAUTENS, ECIIU 3TO HE NPOTUBOPEYUUT MPUMEHSIEMOMY NPOTOKONY.

Ta6nuua C.13 — MNporpaMma «TeMmnepaTtypa — BpeMsi»

AkTuBauus/HavansHas geHarypauvs 12 muH/95 °C
Amnnucukaums 30 c/95 °C
30c¢/63 °C
30c/72°C
KonuuecTtBo Luknos 38
3aBepLiawas nonumepusauvs 6 MuH/72 °C

%) AmMnnudcpukaroph! GeneAmp® 2400 vn 9600 n nonumepasa AmpliTaq Gold® - ato npvMep KOMMEepPYeCKN OOCTYMHbIX
NpoayKkTos, NPou3BoAUMBIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHdopMaums NpMBOAWUTCH UCKITIOUATENBLHO ANA O3HAKOMISIEHWS NOSib30BaTeNieil HacTosLWero ctaHaapTa M HU npu
KaKuX YCIioBUSIX HE MOXET CNyXuTb pekoMeHaauuel unu ogobpeHreM aTX NpPoayKToB opraHusaumen 1ISO. [lonyckaetcs
UCMonb3oBaHWe aHaNorM4YHbIX NPOAYKTOB, €CNN NOKA3aHO, YTO OHWU MO3BONAIOT NOMyYaTh Takue Xe pesynbTaThl.
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C.4.8 CneumncmuHoctb npoaykra MNLUP

Mpoeepka cneuymcuyHOCTU aMnNIMULIMPOBAHHOMO NPOAYKTa MOXET ObiTh BbINOSHEHA C NOMOLLBIO MGpU-
Av3aummn no CaysepHy C UCNOSIb30OBAHUEM MEYEHHOro pgurokcureHmHoM 3oHpa Cry01 (C.4.5.7 — C.4.5.9).
HemoguduumpoBaHHble 06pasubl OMKHbI faTh OTpUUaTesibHble pesynbTaTthl B TAKOM rmbpuan3aumoHHOM
aHanuse [20].

CneunduyHOCTb aMnMpULUPOBaHHOIO NPOAYKTa MOXET ObiTe NPOBEPEHa C NOMOLLLIO PECTPUKLMOH-
HOro aHanusa c ucnons3osaHuem cepmeHToB Hae lll, Taq | unu Dde 1. Pectpukuus pepmeHTom Hae Il paet
ABa dparmeHTa gnvHon 162 u 49 n. H. cooTBeTCTBEHHO. PecTpukuus chepmeHToM Taq | faet Tpu cparmeHTa
anuHoi 168, 22 u 21 n. H. cooTBeTCcTBEHHO [20]. PecTpukumnsa cepmeHTtom Dde | paet Tpu pparmeHTa
anuHoin 128, 72 u 11 n. H. cooTBeTCTBEHHO [20].

C.4.9 O6WMM KOHTPONbL Ka4eCcTBa U MHTeprpeTauus pe3ynLTaTtoB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykrta MNLUP coot-
BETCTBYET OXUAAEeMOW pfvHe ueneBor nocneposatensHoctu [OHK, onpepeneHHoil nytem cpaBHeHUs €
NpoAYyKTaMu peakuum, NoyYeHHbIMA U3 CepTUULMPOBAHHBLIX pedepeHCHbIX MaTepuarnos, MPUrOTOBNEHHbIX U3
KyKypy3bl Event 176 (Bt 176) (Hanpumep, cepusi IRMM-411 npouasogctea IRMM, N'anb, Benbrus).

Mpoeepka cneuncpuyHocTn npopykra MNLP onucaHa B C.4.8.

O6HapyxeHue bparmeHToB ¢ pasmepom 211 n. H. nokasbiBaeT, uto pacteop OHK obpa3sua cogepxut
amnnuncpmuympyemyto OHK u3 kykypyabl Event 176 (Bt 176) B npegenax ycTtaHOBNEHHbIX NapamMeTpoB crneum-
huyHoCTH, oNucaHHbIx B C.4.2.2.

MoppobHas nHpopmauums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.

C.5 Cneun@UYHbLIA K FreHETUYECKON KOHCTPYKLMM METof OOHapyXeHUsi Moaup1LMpOBaHHbIX
nocnepoBarensHocten [1HK n3 reHeTuuecku mogudmumposaHHomn Kykypy3sbl T 25

C.5.1 O6wme nonoxeHmn

JTOT MeToA, NpegHasHaueH afisi OGHapYXeHUs reHeTuYeckn MoaucuumposaHHo Kykypy3sbl T 25/«Liberty-
Link» B cbipbe nyTem amnnucukaumm OgHOKONUMMHOW 0Bnactu cTbika Mmexgy nocnegosartensHocTamu OHK
13 npomoTopa 35S BMpyca MO3auku LIBETHOW KanyCTbl U reHa pat, COeAMHEHHbIX NyTeM pekombuHaumu in vitro.

3Ta KOHCTPYKUMA MOXET ObiTh B OyayLiem ncnonb3osaHa u B gpyrux rMO.

3TOT MeTOA He NO3BONSET Pacno3HaBaTb CENEKUMOHHbIE COPTa CO CIIOKHBLIM FEHOMOM, 3a UCKITIOUYEHUEM
NPUMEHEHUS MeTOAA Ha OTAENbHbIX 3€pHax U PaCTEHUSX.

C.5.2 MeTponornyeckas aTrectalma U KpMTEpPUMU BbINONHEHUA

C.5.2.1 CoBMeCTHbIe CNUYMTeNbHbIe UCTbITAHUA

310T MeTop, Obl1 METPONIOrMYECKM aTTeCToBaH B COBMECTHOM CIIUMUTENBHOM ucnbiTaHuu [20], npoBe-
OEHHOM nop, pyKoBOACTBOM paboueit rpynnbl «PaspaboTka MeTogoB uaeHTUukaumMm nuLLEeBon NpoayKuum,
npousBefeHHON ¢ UCTMIONB30BAHUEM TEXHOSIOMUIA FTEHHOW UHXeHepuu» Hemeukoro heaepanbHOro UHCTUTYTa
3aWmThl 300pOBbS NOTpebuTenei U BeTepuHapHoA MeauuuHbl (BgVV). KonuuecTBo yvyacTHUKOB, a Takke
KOnMYecTBo 06pa3suUoB yCTaHABNUBANM B COOTBETCTBUM ¢ KpuTepusimu ISO §725-2. Ons Bbigenenns OHK
ucnons3osanu metog LITAB, onucaHHbii B 1SO 21571:2005, A.3.

Ona COBMECTHbIX CIMYMTENbHBIX UCTIbITaHWIA Bblu NOAroToBNEHbI 06pa3sUbl Myku (NEpemMonoThie 3epHa)
13 Kykypy3bl auHuin T 25 (0,1 %, 1 %), MON 810 (0,1 %, 1 %) u u3 HemogUULMPOBAHHOMN KYKypY3bl.

HaHHbIe COBMECTHBIX CIUYUTENBHBIX UCTIBITAHWUIA NpuBoasTes B Tabnuuax C.14 u C.15.

Ta6nuua C.14 — Pe3ynbTaThl COBMECTHbLIX CIMYMTESIbHLIX MCNbITAHUA

lop npoBefeHust UCNbITaHUI 2001
KonuuyectBo nabopatopui 16
KonuuyectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 16
KonuuyectBo 06pasyoB Ha nabopaTtopuio 5
KonuyecTBO NPUHATBLIX pe3ysbTaToB 75
KonuuyectBo 06pasLoB, cogepkalmx Kykypyay T25 33
KonuuyectBo 06pas3LoB, cogepxawmx Kykypyay MON 810 3
KonuuyectBo 06pasyoB, cogepXawmx HemognuunpoBaHHYK KyKypy3y 11
JIoXHONONOXUTENbHbIE pe3ynbTaThbl 0(0%)
JIoKHOOTpULATENBHBIE PE3ynbTaThl 4 (12 %)
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Ta6nuua C.15 — MNogpo6Hbie pe3ynbTaTbl COBMECTHbLIX CIIMYMUTENIbHbIX UCNbLITAHUA

Twn obpasua | Konuuecrteo o6pasuos MpaBunsHO | HenpaBunbHO
O6pasubl, He cogepxatume T25
0 % Mo 11 11 0
0,1 % MON 810 13 13 0
1 % MON 810 18 18 0
O6pasubl, cogepxawme T25
0,1%T25 18 15 3 (otpu.) ®
1% T25 15 14 1 (oTpuu.)
?Bce Tpyu oTpulaTenbHLIX pesynsTaTa 6biny NofydeHs B 0AHON nabopaTopuu.

C.5.2.2 MonekynsipHasa cneunpn4HoOCTb

C.5.2.2.1 O6wme nonoxeHus

3710 NpunoxeHue yaosneTBopseT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.
MeTop, onucaH B cebinke [20].

Mpumeuanne — UHpopMauua o nocnegoBatenbHOCTU OnA paspaboTku aToro Metoga Gbina npegocTaBneHa KoMmna-
Hueir Bayer Crop Science (paHee Aventis Crop Science).

MHdopmaLus 0 reHeTUYeCKOn KOHCTPYKLUK, NEPEHECEHHO B FrEHOM KyKypys3bl, MPUBOAUTCS B cCbike [37].

C.5.2.2.2 TeopeTnyeckas YacTb

Mownck no 6asam gaHHbIX (6asa AaHHbIX GenBank®, BlastN® 2.2.1, no coctosiHuio Ha 1 utons 2001 r.) He
oGHapyxun romonorum Leneson nocnegosatensHocty OHK ¢ HemoguhumMpoBaHHOK KyKypy30i, a Takke ¢
APYrMMU CEenbCKOXO3ARCTBEHHbIMU pacTeHusimu. bonee Toro, Habop npaimepos 6bin NogobpaH Ana amnnu-
¢hukauuu cneumduyeckoir nocneposatensHocTM OHK, npucyTCTBYIOWENA TONBLKO B UCKYCCTBEHHOMU, HE BCTpE-
vawlueincs B npupoge obnactu crbika.

C.5.2.2.3 dkcnepumeHTanbHas 4acTtb

Mpu nposepeHum MNLP ¢ ucnonssosaHmem [HK, BbigeneHHON M3 HeMoguhMLMPOBaHHON KyKYpPY3bl UK
reHeTUYeckn MoaMcMLMpoBaHHbIX cou GTS 40-3-2 (cost RoundUp Ready®) unu kykypyasl niunmin Event 176
(Bt 176), Bt 11 1 MON 810, He Habnoganu amnaudUkalmn.

KonuuecTtBO KONUil NocneaoBaTenbHOCTEN PpaBHO OOHOMY.

C.5.2.3 MNpenen obHapyxeHun

Mpu onpepeneHun abcontoTHOro nNpefgena obHapyXeHUA OCHOBbLIBANUCH HAa CREayLWUX Npeanonoxe-
HUSIX: UMMEETCS TONMBbKO OfHA KOMUSI FeHEeTUYECKON KOHCTPYKUMM Ha reHom (6asa paHHbix AGBIOS:
http://www.agbios.com), a paamep reHoma KyKypyabl coctaBnsiet 2,65 x 10° n. H. (cm. [5]). 3HaueHue abco-
JIOTHOIO npegena obHapyXeHUs B NepeMosioThiX 3epHax onpenenunu kak 20 sKBMBasIEeHTOB rannougHoro
reHoma [34] ¢ 50 Hr OHK 13 kykypy3bl ¢ OTHOCUTENbHBIM cogepxaHuem MO no maccoeon dpakumm 0,1 %
B NepemonoTon Kykypyse. OTHOcuTenbHbI npegen obHapyxeHust 6bin Bbiwe unu paseH 0,1 % B nepemo-
NOTBIX 3epHaXxX KyKypy3bl [34].

C.5.3 ApanTauun
OTCyTCTBYET KOHKpeTHas MHopmMauums.

C.5.4 NpvHUMN

l'eH pat npucyTcTBYyeT B nouBeHHOW Gaktepum Streptomyces viridochromogenes n kogupyeTt ¢epMeHT
cocmHoTpULmMH-N-aueTunTpaHctepasy, koTopas obecneunmBaeT yCTOMYMBOCTbL pacTeHusi K repbuuupny
(k rniocpocuHaTy ammoHust). MM ocuHaT aMmMOHUS HapyLIaeT CUHTE3 MMIuTaMUHa B PacTeHUsIX.

MpuHUMN meToda 3aknovaeTca B amnnucukaumum metogom MNLUP cdparmenTa AHK gnuHoit 209 n. H.,
OXBaTbIBAKLLErO CTbIK MeXay npomoTtopomM 35S Bupyca MO3aMku LIBETHOW KanycTbl U MOCNeaoBaTenbHO-
CTbIO reHa pat. MNonyyeHHbId npogykT MNLUP moxeT 6biTb 0BHapykeH ¢ NOMOLLBIO anekTpocopesa B arapo3HOM
rene. NpoBepka cneyucdpuyHocT npogykTa MNMLP MoxeT 6biTb BLINONMHEHA ¢ NMOMOLLBK ONUCAHHOMO Aanee
PEeCTPUKLUUOHHOrO aHanu3aa.

C.5.5 PeaktmBbl
WHdopmaums no KavecTBy UCNONb3yeMbIX PpeakTUBOB NpuBoguTes B 1SO 24276.
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C.5.5.1 Bona

C.5.5.2 bydep ann NUP (6e3 MgCly), 10 x.

C.5.5.3 Pacteop MgCI,, koHueHTpauus MgCl, = 25 mmonb/n.

C.5.5.4 Pacteop dNTP, koHueHTpauus dNTP = 2,5 mmonb/n (kaxkgoro).

C.5.5.5 OnuroHykneoTuabl

C.5.5.5.1 Npsamoun npainmep

T25-F7: 5'-ATg gTg gAT ggC ATg ATg TTg-3'.

Moanuus (8 6a3e gaHHLIX GenBank®) Ne NC001497. Mpaitmep nokanu3oBaH Ha npomoTtope 35S Bupyca
MO3auKM1 LIBETHOW KanycTbl.

C.5.5.5.2 O6paTtHbIN Nnpaimep

T25-R3: 5-TgA gCg AAA CCC TAT AAg AAC CC-3'.

Mosuuus B 6ase paHHbIX OTCyTCTBYET. [paimep NOKanM3oBaH Ha Kogupylollem yyacTtke 6enka PAT.

C.5.5.6 TepmocTtabunwhan OQHK-nonumepasa (gns MNMUP ¢ «ropsuum ctaptom»), 5 IU/mkn.

C.5.5.7 Pectpukrasa: Hinf 1l n Mwo |.

C.5.6 O6opynoBaHue
B cootBeTcTBMM ¢ onucaHuem B C.1.6.1 n C.1.6.2.

C.5.7 Npouenypa aHanusa

C.5.7.1 Nposepenne MNLP

OnucaHHbIN METOR paccuMTaH Ha o6wwmin 06bem cmecu MNMLP 25 Mkn Ha peakuuio; UCnonb3yemble peak-
TUBbI NepeyncrneHsl B Tabnuue C.16. MNMLUP moxHO npoBoguTh M B 6onblunx obbemax npu ycnosuu coobnio-
OEHUs1 COOTBETCTBYIOLLMX NPOMNOPLUIA A1 pacTBOPOB peakTMBOB. [JOKa3aHO NoslyYyeHUe KOPPEKTHbIX pesyrib-
TaTroB NPY UCMONb30BaHUN KOHEYHbIX KOHLIEHTpaLMii peakTUBOB, NepeYncrieHHbIx B Tabnuue C.16.

Ta6nuua C.16 — [lo6aBneHne peakTUBOB

PeakTtuB KoHeuHasi KoHUeHTpauus O6bem Ha oGpaseu, MKN

OHK u3 obpasua OT1 10 po 50 Hr 2

Bopa 14,8
10 x 6ycbep ans MNLP (6e3 MgCl,) 1x 25
Pacteop MgCl; ?, 25 mmonb/n 2 mmonb/n 2,0
Pacteop dNTP, 10 mmonb/n 0,4 mmonb/n 1,0
Mpaimep T25-F7, 10 mkmonb/n 0,5 mkmonb/n 1,25
Mpaimep T25-R3, 10 mkmonb/n 0,5 mkmonb/n 1,25
OHK-nonumepa3sa Taq, 5 IU/mMkn 11U 0,2

2Ecnu 6ydepHslin pacteop ans MLP yxe cogepxut MgCla, koHeuHyto koHLeHTpaLwuio MgClz B peakLMoHHO cmeck
JOBOAAT A0 2 MMONb/N.

C.5.7.2 KonTponu NuUP

B HacTosiLiEe BPeMsi Ha PbIHKE OTCYTCTBYIOT CTaHAapTHble 06pasLibl Ans koHTpons 22,
KpoMme Toro, criesyeT UCMONb30BaTh U OPYTME COOTBETCTBYIOLLME UCCIIELOBaHUIO KOHTPOMU COMAcHO
onucaHuio B ISO 24276.

) I/IHq)opmauvm O Hann4inn COOTBETCTBYIOLLUX CTAaHOAPTHbLIX oGpasuoa Tpe6yeT YTOYHEHMUA.
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C.5.7.3 MNporpamma «Temnepartypa — Bpems»

MporpaMma «TemnepaTypa — BpemMsi», onucaHHasi B Tabnuue C.17, ucnonk3oBanack B UCCHENOBaHNM
Mo MeTpOsiorMueckoi aTTecTauMu MeTofa, NpOBOAMBLIEMCS C WUCMONL30BAHMEM aMMnUGUKaTopoB
GeneAmp® 2400, 9600 n OHK-nonumepassi AmpliTaq Gold® 2", Wcnonb3oBaHue apyrux aMnnMchuUKaTopos,
BO3MOXHO, NOTpebyeT afanTaLum NporpamMMbl. Bpemst akTMRaLMM/HauanHoM JeHaTypaLmm 3aBUCHT OT UCTOb-
3yemoil nonumepasbl. [py UCTIONb3OBaHUM MONUMEpaskl C «rOPSIYMM CTapTOM» HEeoGXOOMMO CnefoBaTh
PEeKOMEHALMSM NPOU3BOMMTENS, ECIU STO HE NMPOTUBOPEUUT NMPUMEHSIEMOMY NPOTOKONY.

Ta6nuua C.17 — MNporpaMma «TeMnepaTtypa — BpeMsi»

AkTuBauus/HauanebHas geHatypauvs 12 muH/95 °C
Amnnucukaums 30c/95 °C
30 c/64 °C
30c/72°C
KonuuectBo Uuknos 40
3aBepLiawas nonumepusauus 10 MuH/72 °C

C.5.8 Cneuncpnunoctb npogykra MLUP

Mposepka cneuucUYHOCT aMnNAUMULIMPOBAHHOIO MNPOAYKTa MOXET ObiTb BbIMNOMHEHA C MOMOLLbIO
PECTPUMKLUMOHHOIO aHanu3a ¢ ucnosnb3aoBaHuem cepmeHToB Hinf | unu Mwo |. Pectpukums cbepmenTom Hinf |
AaeT OBa pparmeHTa onuHoin 121 n 88 n. H. cOOTBeTCTBEHHO. PecTpukuusa epmeHtoMm Mwo | gaet gpa
parmeHTa anuHoin 141 n 68 n. H. cooTBeTCTBEHHO [20].

C.5.9 O6wwmi1 KOHTPONb KayecTBa U UHTEPNpPeTauusa pe3ynLTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykrta MNLUP coot-
BETCTBYET OXMAAEMOW pfvHe ueneBor nocneposatensHocTu [OHK, onpepeneHHoil nytem cpaBHeHUs €
NpoOAyKTaMu peakuuu, NOJSTyYEeHHbIMA U3 COOTBETCTBYIOLMX pethepeHCHbIX MaTepuarnoB, NMPUroTOBNEHHbIX
13 Kykypy3bl T 25.

Mpoeepka cneuncpuuHocTn npopykra MNLP onucaHa B C.5.8.

O6HapyxeHue parmeHToB ¢ pasmepom 209 n. H. nokasbiBaeT, 4YTo pacteop OHK obpa3sua cogepxur
amnnuduumpyemyro OHK us reHetuyecku mogucpmumpoBaHHoin Kykypyabl T 25 B npegenax yCTaHOBEHHbIX
napamMeTpoB cneuuduyHOCTU, onucaHHbix B C.5.2.2.

MoppobHas nHopmaums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.

m Amnnucukatopbl GeneAmp® 2400 v 9600 v nonumepa3sa AmpliTaq Gold® - ato npuMep KOMMEPYECKU AOCTYMHbIX
NpoayKkTos, NPou3BoAUMBIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHpopMaums NpMBOAWUTCH UCKITIOMATENBLHO ANS O3HaAKOMISIEHWSA NoSib3oBaTeniell HacTosLWero craHgapTa M HU npu
KaKuX YCIIOBUSIX HE MOXET CNyXuTb pekoMeHaauuel unv ogobpeHremM aTX NpoaykToB opraHusaumen 1ISO. [lonyckaetcs
UCMONL30BaHWe aHaNoOrMYHbIX NPOAYKTOB, €CNN NOKA3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTaThl.
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MpunoxeHue D
(cnpaBouHoe)

MeTopabl, cneundpuyHbie K TpaHCPOPMaALUOHHBLIM COBLITUAM

D.1 CneuudpuuHbin K TpaHCHOPMALMOHHOMY COObLITUIO MeTOA OOHapyXeHus
moaucpuumupoBaHHbiX nocnegosatensHocTten [HK u3 reHetuueckm mogucpmuupoBaHHOM
Kykypy3sl MON 810

D.1.1 O6wme NonoxeHmsa

JTOT MeToA npegHasHaueH Ans oBHapyXeHUs reHeTUYECKU MOAUULIMPOBAHHOW, 3aLLMLLEHHONW OT Hace-
KOMbIX-BpeguTenein kykypysol MON 810 B cbipbe nyTem amnnucukauum OQHOKONUAHOW 06NacTu rpaHuLb!
MHTerpaLum nocnenoBaTenLHOCTM reHOMa M NocnefoBaTeNbHOCTU BCTaBKW, BKIOYaloLLen B cebs npomoTop
358 Bupyca MO3auku LIBETHOW KanycCTbl, COEAUHEHHbIX NyTeM pekomBuHauum in vitro.

3TOT MeToA He NO3BONSET pacno3HaBaTh CENEKLMOHHbLIE COPTa CO CMOXHBIM FEHOMOM, 3a UCKIMIoYEeHUeM
NPUMeHEeHUs1 MeTofa Ha OTAEerbHbIX 3epHax U pacTEeHUSsIX.

D.1.2 MeTponornyeckan aTrectauus U KpMTepum BbINONMHEHUS

D.1.2.1 CoBMecCTHbIe CruuuTernbHbIe UCNbITAHUA

310T MeTop, ObI1 METPONIOrMYECKM aTTeCToBaH B COBMECTHOM CIUMMUTENBHOM UcnbiTaHuu [20], npose-
AEHHOM nop, pyKoBOACTBOM paboueit rpynnbl «PaspaboTka MeTogoB uaeHTUcukaumMm nuLLEeBon NpoayKuum,
npousBefeHHON ¢ UCTMIONB30BAHUEM TEXHOSIOMMIA FTEHHOW UHXeHepuu» Hemeukoro heaepanbHOro UHCTUTYTa
3aWmThl 300pOBbS NOTpebuTenei U BeTepuHapHoA MeauuuHbl (BgVV). KonuuecTBo yvyacTHUKOB, a Takke
KONnM4ecTBo 06pa3sUoB yCTaHABNUBaNM B COOTBETCTBUM ¢ KpuTepusimu ISO §725-2. Ons Bbigenenns OHK
ucnons3osanu metog LITAB, onucaHHbii B 1SO 21571:2005, A.3.

Ona COBMECTHbIX C/IMYMTENbHBIX UCTIbITaHWA Bblu NOAroTOBNEHbI 06pa3sUbl Myku (NEpemMonoThie 3epHa)
13 kykypy3bl MON 810 DK 513/59179 (0,1 %, 1 %), T25 (0,1 %, 1 %) 1 n3 HemoaUdULMPOBAHHON KyKypY3bl.
HaHHble COBMECTHBIX CITMYUTENBbHBIX UCMBITAHUIA NpuBoaaTes B Tabnuuyax D.1 m D.2.

Ta6nuua D.1 — Pe3ynbTaTbl COBMECTHbIX CIMMUTESIbHbIX UCTbITaHUA

"og npoBegeHusa UcnbiTaHWUin 2001
KonuuectBo nabopatopuii 16
KonuuectBo nabopatopuid, NpeacTaBUBLLMX pe3ynbTaTthbl 16
KonuuecTtBo 06pasyoB Ha nabopaTtopuio 5
KonuuecTBO NPUHATBLIX pe3ybTaToB 75
KonuuectBo 06pasLoB, cogepxawymx Kykypysy MON 810 31
KonuuecTtBo 06pasLoB, cogepkawmx Kykypyay T25 33
KonuuecTtBo 06pasyoB, cogepxalmx HemoanuuupoBaHHYH KyKypy3y 1
JlIoxHOnonoXuTernbHble peaynbTaTbl 0(0%)
JloxHoOTpUuUaTesnbHble pe3ynbTaThbl 0(0 %)

Ta6nuua D.2 — Mogpo6Hble pe3ynbTaThl COBMECTHLIX CIMYUTENbHbLIX UCTIBITAHUNA

Tun obpasua | Konunuectso obpa3suos MpaBunLHO | HenpaBunbHO

O6pasupbl, He cogepxawme MON 810

0% 'MO 1 1 0

0,1 % T25 18 18 0

1% T25 15 15 0
O6pasubl, cogepxawue MON 810

0,1 % MON 810 13 13 0

1 % MON 810 18 18 0
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D.1.2.2 MonekynsipHasa cneunduyHOCTb

D.1.2.2.1 O6wwume NonoxKeHUn

310 NpUnoxeHue yaosneTBopsAeT TpeboBaHUsM, U3NOXEHHbIM B pasgene 7.
MeTop onucaH B cebinke [20].

Mpumeyanve — UHdopMaumss o nocriegoBaTtesi-HOCTU Anst pa3paboTku 3Toro Metoga Obina npegocTaBneHa Komna-
Huelr Monsanto.

WHdbopmMaLms 0 reHeTUMECKOM KOHCTPYKLUUK, NePEeHECEHHOW B FreHOM KYKypY3bl, NPUBOAUTCA B CCbike [38].

D.1.2.2.2 TeopeTnyeckas 4acTb

Mouck no 6asam gaHHbIX (basa gaHHbIX GenBank®, BlastN® 2.2.1, no cocrosiHuio Ha 1 utons 2001 r.) He
oGHapyxun romonorum Lenesoi nocnegosatensHocty OHK ¢ HemoguhumMpoBaHHOK KyKypy30i, a Takke ¢
OPYIMMU CeNnbCKOX03AINCTBEHHbIMU pacTeHusimu. bonee Toro, Habop npakmMepoB 6bin nogobpaH ans amnnudu-
Kauuu crneuududeckoi nocnegoearensHocTM JHK, npucyTCTBYIOLWEA TONBLKO B UCKYCCTBEHHOW U He BCTpe-
vawlleincs B npupoge ob6nactu Crbika (Y4aCToK rpaHuLbl BCTaBKW).

D.1.2.2.3 OxcnepyMeHTanbLHas 4acTb

Mpu npoeegeHun NMUP ¢ ucnonesosaHuem OHK, BbigeneHHoOn us HemoguuLMpOBaHHON KyKypy3bl, reHe-
TMYecku mogucuumposaHHon com GTS 40-3-2 (cos RoundUp Ready®) UM KyKypyabl nuHuin Event 176 (Bt 176),
Bt 11 u T 25, He Habnoganu amnnudukauun.

KonuuecTBo KOnuil NnocneaoBaTenbHOCTEN PpaBHO OQHOMY.

D.1.2.3 Npegen o6HapyxeHus

Mpu onpepeneHun abcontoTHOroO npefena obHapy>XeHUA OCHOBbLIBANUCH HAa CREayLWUX Npeanonoxe-
HUSIX: MMEETCS TONMBbKO OfHAa KOMUSI FeHEeTUYECKON KOHCTPYKUMM Ha reHom (6asa paHHbix AGBIOS:
http://www.agbios.com), a paamep reHoma Kykypyabl coctasnsieT 2,65 x 10° n. H. (cm. [5]). 3HaueHue abco-
JIIOTHOIO npegena obHapyXeHUs B NepeMosioThiX 3epHax onpenenunu kak 20 sKBMBasIEHTOB rannougHoro
reHoma [34] ¢ 50 Hr OHK 13 kykypy3bl ¢ OTHOCUTENbHBIM cogepxaHuem MO no maccoeon dpakumm 0,1 %
B NepemonoTon Kykypyse. OTHOCUTENbHbIA npegen obHapyxeHus 6bin Beilwe unun paeeH 0,1 % B nepemo-
NOTBLIX 3epHaXx KyKypy3bl [34].

D.1.3 AganTaumsa
OTcyTCTBYET KOHKpPETHas MHOpMaLms.

D.1.4 NpuvHuun

len Bt npucyTcTByeT B nouBeHHOW Gakrepuu Bacillus thuringiensis nopsug kurstaki. Benok, cCUHTE3m-
pPyeMbIA B TKaHSAX reHeTM4yeckn MoaudULIMPOBAHHOTO pacTEeHUs C MEepeHeceHHbIM reHom Bt, sawmwaer
pacTeHue OT NopaXeHUsa JIMYUHKaMU EBPOMNENCKOro 3epHOBOro ceepnunblumka. benok Bt aktueusupyetcs B
KMLLEYHUKE STUX HACEKOMbIX, MPUBOAA K 06pa3oBaHuio Nop B MeMbpaHe KIeTKW, YTO Bbi3biBAET HapyLUEHUe
OCMOTUYECKOro HanaHca 1 NIN3UC KIETOK.

MpuHUMN meToda 3aknovaeTca B amnnucukauum metogom MUP cdparmeHta AHK gnuHoit 170 n. H.,
OXBaTbIBAKLLErO CTbIK MexXAy NpoMoTopoMm 35S Bupyca MO3auKu LIBETHOW KanycTbl U MOCNefoBaTesibHO-
CTbIO reHoOMa KyKypy3bl. [MonyueHHbiid npoaykT MNLP moxeT 6biTb 06HapyxeH ¢ nomoLblo anekTpodopesa B
araposHom rene. lNpoeepka crneuucudHocTu npogykra MNMUP gomkHa BbINOAHATLCA ¢ MOMOLLbID ONUCAHHOMO
Aanee pecTpuKUMOHHOro aHanusa (cM. D.1.8).

D.1.5 PeaKktuBbI
WHdopmaums no KavecTBy UCNOSb3yeMbIX peakTUBOB NpuBoguTes B 1SO 24276.

D.1.5.1 Boaa

D.1.5.2 Bydep ansa MNMLUP (6e3 MgCl,), 10 x.

D.1.5.3 PactBop MgCl,, koHueHTpauus MgCl, = 25 mmone/n.

D.1.5.4 PacTtBop ANTP, koHueHTpauust dNTP = 2,5 mmone/n (kaxgoro).
D.1.5.5 OnuroHykneotmabl

MHdopmaums no y4yacTKy rpaHuubl BCTaBku Obina onybnukoBaHa [38] B noavumm 6a3bl gaHHbIX
Ne AF434709.
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D.1.5.5.1 NMpsamoi npanmep

VWO01: 5-TCg AAg gAC gAA ggA CTC TAA Cg-3'.

Mo3auuus Ne AF434709. lMNpaiimep nokanu3aoBaH Ha reHOMe KyKypya3bl.

D.1.5.5.2 O6patHbIn npaiimep

VWO03: 5’-TCC ATC TTT ggg ACC ACT gTC g-3..

Mosuuuvn (B 6a3e gaHHbIX GenBank®) Ne V00141, J02048. MNpaimep nokanuiaoBaH Ha npomotope 35S
BUpYyCa MO3auKU LIBETHOW KanycCThbl.

D.1.5.6 TepmoctabunbHana [IHK-nonumepasa (gns MNMUP ¢ «ropsuum ctaptom»), 5 IU/mkn.
D.1.5.7 PecTtpukTasa: Mwo | n Hae lll.

D.1.6 O6opyaoBaHue

D.1.6.1 AMnnudukatop

D.1.6.2 Kamepa ana anektpodopesa, ¢ UCTOYHUKOM NUTaHUS.

D.1.7 Npouenypa aHanusa

D.1.7.1 NpoeeaeHue MNMUP

OnucaHHbIn MeToh paccumTaH Ha obwmin 06bem MLUP 25 Mkn Ha peakumio; UCTONb3YEMbIE pPeaKTUBbI
nepeuncnedsl B Tabnuue D.3. NLUP mMoxHO npoBoguth M B 6onbwiunx obbemax npu ycnosum cobniogeHus
COOTBETCTBYIOLUMX NPONOPLUIA Ans pacTBOPOB peakTUBOB. [JokasaHO NoslydeHUe KOPPEKTHbIX Pe3ysbTaToB
Np1 UCMOMNb30BAHMMN KOHEYHbIX KOHLIEHTPaLUiA peakTMBOB, NepeYncrieHHbix B Tabnuue D.3.

Ta6nuua D.3 — [lo6aBneHne peakTUBOB

PeakTtus KoHeuHasi KOHUeHTpauus O6bem Ha obpasel, MK

OHK u3 obpasua OT1 10 po 50 Hr 2

Bopa 14,8

10 x 6ycbep ans MNLP (6e3 MgCl,) 1x% 2,5

Pacteop MgCl; ?, 25 mmonb/n 2 mmonb/n 2,0

Pacteop dNTP, 10 mmonb/n 0,4 mmonb/n 1,0
Mpaimep VW01, 10 Mmkmonb/n 0,5 mkmonb/n 1,25
Mpaimep VW03, 10 Mmkmonb/n 0,5 mkmonb/n 1,25
OHK-nonumepa3sa Taq, 5 IU/mMkn 11U 0,2

2Ecnu 6ycdepHbiin pacteop aAns MLP yxe cogepxut MgCla, koHeuHylo KoHLeHTpauuio MgClz B peakLMoHHO cmecK

JOBOAAT A0 2 MMOb/N.

D.1.7.2 Koutponwu MNUP

B kauyecTBe NONIOXKUTENBHOrO KOHTPOSIS MOXHO WCNOJb30BaTb CEpTUULUPOBaHHbIE pedepeHCHbIe
matepuansl IRMM-413 (npoussogctea IRMM).

Kpome TOro, cnefyert Mcnosnb3oBaTb U Apyrue COOTBETCTBYIOLLME UCCNEOOBAHUIO KOHTPOSIM COrnacHoO
onucaHuio B 1ISO 24276.

D.1.7.3 Nporpamma «Temnepatypa — BpeMms»

MporpamMma «TemnepaTypa — Bpemsi», onucaHHas B Tabnuue D.4, ucnonb3oBanack B MCCREOOBaHUM MO
MeTpONOrM4Yeckoi  aTTecTauuM MeTofa, NPOBOOMBLIEMCS C  WUCMONL30OBaHWEM  aMMnUUKaTOPOB
GeneAmp® 2400, 9600 n [IHK-ronumepassl AmpliTaq Gold® 2. Mcnonk3aosaHue gpyrux amnnmdukaTopos,
BO3MOXHO, NOTpeByeT afanTauum nporpamMmbl. Bpems aktusaLmu/HauansHoM aeHaTypaLmUy 3aBUCUT OT MCTIONb-
3yemoil nonumepasbl. [pu UCMOMNb30BaHUM MONUMEpa3bl C «TOPSIYMM CTapTOM» HeoBGXOAMMO CreaoBaTh
peKoMeHAaLMUsIM NPOU3BOAMTENS, €CIIN 3TO HE NPOTUBOPEYUNT NPUMEHSEMOMY NPOTOKOTY.

) AmnnucukaTopbl GeneAmp® 2400 v 9600 v nonumepasa AmpliTaq Gold® - ato npuMep KOMMEPYECKUA AOCTYMHbLIX
NpoayKkros, NPou3BoauMbIX koMnaHuel Applied Biosystems, paHee usBectHol kak Perkin Elmer/Applied Biosystems.
Ota nHhopMaums NpMBOAWUTCH UCKITIOMATENBLHO ANA O3HAKOMISIEHWS MoSib3oBaTeNniell HacTosiero craHgapTa M HU npu
KaKux YCIioBUSIX HE MOXET CNyXuTb pekoMeHaauuel unu ogobpeHreM aTX NpPoayKToB opraHusaumein 1ISO. [lonyckaetcs
UCMonL30BaHWe aHaNoOrMYHbIX NPOAYKTOB, €CNN NOKA3aHO, YTO OHWU MO3BOSIAIOT NOMyYaTh Takue Xe pesynbTaThl.
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Ta6nuua D.4 — NMporpamMma «TemnepaTypa — BpeMa»

AkTuBauus/HauanebHas geHatypauvs 12 muH/95 °C
Amnnucukaums 30 c/95 °C
30 c/64 °C
30c/72°C
KonuuectBo Umknos 40
3aBepLiawas nonumepusauus 10 MuH/72 °C

D.1.8 CneuwndmuHocTb npoayxkra MLP

Mpoeepka cneundMYHOCTM amMMUULIMPOBAHHOIO NPOAYKTA MOXET ObiTb BbINOSIHEHA C MOMOLLBIO PECT-
PUKLIMOHHOIO aHanusa ¢ Ucnonb3oBaHnem depmeHToB Hae Il unu Mwo |. Pectpukuus epmeHTom Hae I
AaeT ABa dparMeHTa gnuHoi 126 u 44 n. H. cOOTBETCTBEHHO. PecTpukuua depmeHtom Mwo | paet aBa
¢hparmeHTa gnuHoin 109 1 61 n. H. COOTBETCTBEHHO.

D.1.9 O6wWwmi KOHTPONb Ka4yeCTBa U UHTepNpeTauMa pe3ynbTaToB

Mpepnonaraetcs, 4TO LeneBas nocnegoBaTeNibHOCTL 0GHapyxXeHa, ecnv pasmep npogykra MNLUP coot-
BETCTBYET OXMAAEMOW pnvHe ueneBor nocneposatensHocTu [OHK, onpepeneHHoil nytem cpaBHeHUs €
NpooyKTamMu peakuum, NoryyYeHHbIMU U3 cepTUULMPOBaHHBIX pedepeHCHbIX MaTepuaroB, NPUIOTOBNEHHbIX
13 kykypy3sbl MON 810 (Hanpumep, cepus IRMM-413 npoussogctea IRMM, Munb, Benbrus).

MpoBepka cneuncpuyHocTu npoaykra MNLP onucaHa B D.1.8.

O6HapyxeHue bparmeHToB ¢ pasmepom 170 n. H. nokasbiBaeT, uto pacteop OHK obpa3sua cogepxur
amnnuncpmuympyemyto HK 13 reHetuueckun mogudmumpoBaHHoi Kykypyssl MON 810 B npegenax yctaHoOB-
NeHHbIX NapameTpoB cneLnryYHOCTH, onucaHHbix B D.1.2.2.

MoppobHas nHpopmaums 06 atanax anekrpocopesa npusogutces B ISO 21571:2005, B.2.
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MpunoxeHue O.A

(cnpaBouHoe)

CBefjleHMA 0 COOTBETCTBUU MEXroCyQapCTBEHHOro cTaHaapTa
CCbIIOYHOMY MeXAyHapoOoHOMYy CTaHOapTy

Tabnuua [1.A1
CreneHb
Obo3HayeHne 1 HaumeHoBaHWe COOTBETCT- O6o3HauyeHne 1 HaumeHoBaHWe
MeXyHapoAHOro cTaHdapTa BT MeXrocyapCTBeHHOro craHgapTa
ISO 21571:2005 Mpopyktbl nuweBbie. Me- IDT rOCT ISO 21571-2009 * MNpopyKTbl NULLEBLIE.

TOObl aHanu3a ans obHapy)XeHuUsi reHeTudYe-
CKM MOOUDULMPOBAHHBIX OPraHU3MOB U UX
npou3BoAHbIX. WM3BneueHue HyKNEeUHOBOW
KUCINOTbI

MeToppbl aHanu3a ans obHapyXeHuUsi reHeTu-
YeckM MOpUPULMPOBAHHBLIX OPraHU3MOB U
NPOU3BOAHLIX NPOAYKTOB. JKCTparmpoBaHue
HYKNEUHOBBIX KUCNOT

* Ha Tepputopumn Pecnybnuku Benapych geiicteyet CTb 1ISO 21571-2008.
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