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MNpepucnosue

Llenn, oCHOBHblE NMPUHLMMbLI U OCHOBHOW NOPSAO0K NPOBeAeHNs paboT Mo MEeXrocyAapCTBEHHOW CTaH-
fapTtusaumm yctaHosneHsl FOCT 1.0—92 «MexrocyfapcrBeHHas cuctema crtaHgaptusaumm. OCHOBHbIE MOo-
noxeHns» n FOCT 1.2—2009 «MexrocygapcTBeHHass cuctema craHgaptusauun. CtaHaapTbl MexXrocygap-
CTBEHHbIE. MpaBuaa W pekoMeHauuu Mo MEXrocyfapCTBEHHOl cTaHAapTu3auuu. paBuna pas3paboTtku,
NPUHATUSA, MPUMEHEHNS, OGHOBNEHNSA N OTMEHbI»

CBefieHusi 0 cTaHgapTe

1 NOArOTOBJ/IEH ®epepasnbHbiM rocyAapCTBEHHbIM YHUTAPHbIM NpeanpusaTuem «Bcepoccuiickunii Ha-
YUYHO-UCCNeAoBaTeNbCKUIA MHCTUTYT CTaHAapTM3auMm MaTepuanos 1 TexHonoruiny (eryrn «BHUM CMT») Ha
OCHOBE ayTEHTWYHOTrO NepeBofa Ha PYCCKUii A3blK AOKYMEHTA, YKa3aHHOro B NyHkTe 5

2 BHECEH degepanbHbiM areHTCTBOM MO TEXHUUYECKOMY perynvpoBaHuio nmetponorum (PocctaHgapT)

3 MPUHAT MexrocygapCcTBeHHbIM COBETOM MO CTaHAapTM3auum, MeTponorum n ceptudukauum (npo-
TOKON OT 27 okTA6psA 2015 r. No 81-MM)

3a npuHsATe CTaHAapTa NPorosiocoBasu:

KpaTKoe HanmMcHoOaunune cTpaHbl KOA cTpaHbl no MK Coxpau_leHHoe HanMeHOoBaHWe HaunoOHa/IbHOro opraHa
no MK1MCO 3166)004-97 <WCO 3166) 004-97 no ctaHgapTusayumm
ApmeHus AM MuH3koHOMUKN Pecny6nunkn ApmeHns
Benapycb BY lFocctaHgapT Pecny6nukn Benapycb
Kuprusus KG KblpreisctaHgapt
Poccus RU PocctaHpapt
TapKukmctaH TJ TagxukctaHgapt

4 Tpukaszom defepasbHOro areHTCTBa No TEXHUYECKOMY PEerynvpoBaHuio U MeTposiornm ot 13 Hos6ps
2015 r. No 1780-cT mexrocyaapcTBeHHblin ctaHaapT FTOCT 33638— 2015 BBeAeH B AelicTBUE B kKayecTBe Ha-
LUu1oHanbHoro ctaHgapTta Poccuiickoli depepaumm ¢ 1 ceHtabpa 2016 r.

5 HacToswwit ctaHgapT MOANGMLMPOBAH MO OTHOLLEHWIO K MeXAyHapogHoMmy fokymeHTy OECD, Test
No. 234:2011 Fish Sexual Development Test (O9CP. TecT No 234:2011 McnbiTaHusi no BO3AENCTBMUIO Ha no-
NOBO3PENOCTb Pbib) NyTEM N3MEHEHUS CTPYKTYPbI.

CpaBHeHWe CTPYKTYpPbl MEXAYHapPO4HOro AOKyMEeHTa CO CTPYKTYpPOI HACcTOSLLEero ctaHAapTa npusegeHo
B NpuioxexHun JA.

MepeBop Cc aHrMICcKoro s3bika (en).

CTteneHb cOOTBETCTBUS — MoandmumpoBaHHas (MOD)

6 BBEJEH BIEPBbIE
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WNHdopmaumsa 06 n3MeHeHaX K HacToswemMy cTaHgapTy Ny6nukyeTcs B eXerogHom nHdopmaum-
OHHOM Yyka3aTesnie «HauuoHasbHble cTaHAapTbi», a TEKCT U3MEHEeHW U NoNpPaBoOK — B €XEMeCAYHOM
MHhOpMaUVOHHOM yka3aTtene «HaunoHanbHble CTaHA4apThli». B cnyyaB nepecmoTtpa (3aMeHbl) M oT-
MeHbl HaCTOsILLero ctaHgapra CooOTBeTCTBYIO L ee yBefoMieHne 6yeT ony6/iMKoBaHO B eXXeMeCA4YHOM
MH(OPMaLMOHHOM YKa3aTeie «HaunoHasnbHble cTaHAapTbl». COOTBETCTBYIO LW as UHopMaLuus, yse0m-
NleHVe 1 TeKCTbl pasmelialnTca Takxe B MHhopmaymoHHoN cucteme obLiero nosb3oBaHus — Ha odu-
umnanbHoM caiiTe defepanbHOro areHTCTBa MO TEXHUYECKOMY PeryMpoBaHuio U1 MeTponorMu B CeTn
WHTepHeT (T vw.gost.ru).

© CtaHpapTuHdopm. 2016

B Poccuiickoli ®efepayny HaCTOSILLMIA CTaHAAPT HE MOXET ObITb MOIHOCTBIO U/IM YACTUYHO BOCMPOU3-
BEAEH. TUPAXMPOBaH M pacnpocTpaHeH B KauecTBe ouLMabHOIo n3gaHus 6e3 paspelleHns deaepasibHOro
areHTCTBa Mo TEXHUUYECKOMY PerynnpoBaHuio U MeTposiorum
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BBepeHne

HacTtoswwii ctaHgapT pa3paboTaH Ha OCHOBaHWUM pelleHus, NpuHAToro B 1998 r. o He06XxoAUMMOCTY pas-
paboTKM HOBOrO MM 0GHOBNEHMIO CYLLECTBYIOLLLEro PYKOBOACTBA MO UCNbITAHUIO 415 CKPUHWHTA M UCMbITaHNA
noTeHUMasbHbIX BELeCTB, OKa3blBaloLNX OTpULATENIbHOE BAVAHWE HA 3HAOKPUHHYO cuctemy. MeToA ucnbi-
TaHUA BO3eiCTBMA Ha NonoBo3penoctb pbli6 (FSDT) 6bl1 onpedeneH B kKayecTBe NepCcnekTUBHOTO MeToaa,
0XBaTbIBAIOLLEro YyBCTBUTE/bHYIO CTAANIO LMKNA PasBUTUS pblb. pearnpyoLyo Ha XMMUyeckne BellecTsa C
3CTPOreH- 1 aHaporeHnofobHbIM AelicTBueM. MeTo UCMbITaHUA NPOXOAN MexnabopaTopHyo NPoBepKy A,0-
CTOBEPHOCTY NpuMeHeHus ¢ 2006 no 2010 IT., B KOTOPOI 6bINU Ba/IMAMPOBaKbl B kayecTBe 06bEKTOB BO3Aei-
cTBUA AnoHckaa opususa (Oryzias latipes), gaHno-pepuo (Damo rerio) n Tpexurnasa konwwka (Gastcrosteus
aculeatus) n yacTMYHO BanMaMpoBaH YepHbIil Tonctoronos (Pimephales promelas) [1}-[3]. JaHHbI npoToKON
OCHOBaH Ha UCNO/Ib30BaHUN AMOHCKOW OPU3NN. TPEXMTNON KOMKOLLKKA U AaHNo-pepuno. o cyLiecTBy, NPOTOKON
ABNSETCA paclimpeHvem [4], B KOTOPOM BO3feiCcTBME NPOAO/MKAETCA [0 HacCTyn/IeHus MosoBO3penocTu y
pbl6. T. €. 0kos10 60 cyT nocne BbinynneHuns (dph) ANA ANOHCKON OPU3NN. TPEXUTION KOJTIOLWKN 1 AaHWO0-pepro
(nepuog Bo3aeicTBMA MOXET 6biTb KOpoye N AAMHHee ANs APYruX BUAOB, KOTOpble ByayT BanuampoBaTbCs
B AasibHelweM), 1 A06aBNAIOTCA KOHEYHbIe TOUKW, YyBCTBUTE/IbHbIE K BO3AENCTBUIO HAOKPUHHON CUCTEMBI.
C ucnonb3oBaHnem FSDT oueHnBaeTCa BAUAHME XUMUYECKUX BELLECTB HA PaHHen cTaAumn Lukna passutus
pbI6 C NpesnonaraeMbiM OTpULATENIbHLIM BO3AENCTBMEM HA 3HAO0KPUHHYIO CUCTEMY (Hanpumep, MHTIMGUTOPOB
acTporeHesa. aHAporeHesa ¥ cTepovgoreHesa). a UMEHHO Ha NosI0BO3PesniocTb. VcnbiTaHne BKIKYaeT cove-
TaHue BYX OCHOBHbIX 9HAOKPUHHBIX KOHEYHbIX TOUEK: KOHUeHTpauuio sutennorednHa (VTG) n dpeHoTunmye-
CKOe COOTHOLLEHMWE NOMOB, MO3BO/ALNX OO BACHNTL MEXAHU3M AECTBMA NCNbITYEMOro XMMUYECKOro Belle-
ctBa. FSDT mMoOryT ncnonb3oBaTtbCs A1 OLEHKM OMacHOCTU M pucKa 3a CYeT M3MeHeHUs heHOTUNNYECKOoro
COOTHOLLEHUS NOMOB B peneBaHTHOW nonynauun. OAHaKo ec/in MeTof NPUMEHAETCS /18 OLEHKN OMacHoOCTW
UNu pucka, To He cnefyeT UCNob30BaTh KOMOLWEK, MOCKONbKY MMEeLWMNecs faHHble Mo Banngaummn nokasbl-
BAlOT, YTO Y A@HHOro BuAa pbi6 peAko HabmogalTca 3MeHeHUs heHOTMNNYECKOro COOTHOLLEHWS NOM0B B
pesynbTare BO3AENCTBUA UCNbITYyEMbIX BELLLECTB.

MpoTokon ocHOBaH Ha pblbe, NoABEPrHYTOW BO3AENCTBMI0O XMMUYECKMX BELLECTB Yepe3 BOAy BO Bpe-
MS nepuoja MosioBOro Co3peBaHunsi, B KOTOPOM, Kak OXuAaeTcs, pblbbl MPOABNSAIOT Hanbosee BbICOKYHO YyB-
CTBUTENBHOCTb K B/NAHWIO XMMWYECKNX BELLEeCTB, OKa3blBatoLMX OTpuLaTe/ibHoe BAVSHNE HA IHAOKPUHHYIO
cUCTEMY M NPEensiITCTBYHOLLMX NOIOBOMY pa3BuTMIO. B kauecTBe nokasareneil cBA3aHHbIX C IHAOKPUHHOW cU-
CTEMOW HapyLleHWi pa3BUTUS M3MEPAIOTCH ABe OCHOBHblE KOHEYHble TOYKW: KOHUeHTpauus VTG 1 COOTHO-
LleHne NnosioB, YTO onpefenseTca uccrefoBaHNeM rMCTONIOTMN NOJOBLIX Xene3. MMCTonaTonornsa nosoBbIX
xenes (oLeHKa 1 onpegeneHne cTaguini passnTusa OOLMTOB U CNEPMATO30M0B) He ABNSieTCS 06A3aTeNbHON.
Kpome Toro, rae aTo BO3MOXHO, OnpefensieTca reHetmyeckuii non (Hanpyumep, Ha AMNOHCKON Opu3nn n Tpex-
Urnovi KonLLKe). Hannune mapkepa reHeTUYecKoro nosa gaeT CyLecTBeHHOe NPenMyLLecTBo, NOCKO/IbKY 3TO
NOBbILLIAET MOLLHOCTb CTATUCTUKM COOTHOLUEHUS MOJSIOB W MO3BOMAET ONpefenuTb UHAMBUAYabHYIO CMEHY
deHoTMNMYeckoro nona. [pyrme OCHOBHblE KOHEYHble TOYKW, KOTOpble credyeT U3MepsiTb, BKIKOYAOT CKO-
POCTb BbINYN/IEHUSA. BbDKMBaHWE, A/IMHY U Maccy Tena. MeTof UcnbiTaHna MOXeT 6bITb afanTypoBaH K Apyrum
BMAaM pbl6. NMOMUMO YNOMSAHYTbIX Bbille, NPV YCIOBUM NPOBEAEHUSA MpoLeypbl BaMaauum, aHanormyHoum
npofenaHHon ANna SNOHCKON OpU3nN. TPEXWUINOW KOMIOLWWKN U faHWO-PepUo. rae KOHTPO/IbHbIe PbiObl B KOHLIE
UCMbITaHUS NPOXOAAT nosiosoe andpepeHurposarmne, ypoBHn VTG 6bliv JOCTATOYHO BbICOKMMU ANS BbISB-
NEHNSI 3HAYNTENbHbIX U3MEHEHU, CBA3AHHBIX C XMMUYECKUM BELLECTBOM, U YyBCTBUTE/IbHOCTb TECT-CUCTEMbI
ycTaHaB/MBanacb C MOMOLLbIO CTAHAAPTHBLIX aKTUBHbIX AN 3HAOKPWHHOW CUCTEMbl XMMUYECKUX BELLECTB,
TaKUX Kak aHTU3CTPOreHbl, aHTUAHAPOreHbl, UHTMBUTOPBLI apoMaTtasbl U T. 4. Kpome Toro, otyeT(bl) No Banuja-
LMK CO cCblfKol Ha faHHble FSDT ¢ ucnonb3oBaHUeM ApPYrvux BUAOB pblb Ao/mkeH(Hbl) GbiTb paccMoTpeH(bl)
OQ3CP, a ntorn Banmaaummn Ao/MKHbI paccMaTpnBaThbCs B Ka4ecTBe YA0BMETBOPUTENbHbIX.
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M E X T OCUY A APCTUBETHH®bB W CTAHAAPT

METO/bl UCTILITAHUI XUMUUECKOM MPOAYKLMN,
NPEACTABSIOWEN OMACHOCTb 419 OKPY)KAIOLWEN CPEAbI

McnbiTaHns Mo BO3A4eliCTBUIO Ha NOMI0BO3PENOCTb Pbib

Testing of chemicals of environmental hazard.
Fish Sexual Development Test

fata eBefeHns — 2016—09—01

1 O6nacTtb NpUMEHEHUS

11 HacToswwii cTaHAapT ycTaHaBMMBAET METOA MUCMbITaHUsi BO3L4EWCTBMS BeLecTB Ha MosioBo3pe-
nocTb pbl6 FSDT in vivo, npefHasHaueHHblli ANs 06HAPYXEHNUs XUMUUECKUX BELLECTB C aHAPOreHHbLIMU 1
3CTPOrEHHbLIMI CBOMCTBAMU, @ TaKKe aHTUAHAPOreHHbIMW. aHTUICTPOTEHHLIMU U UHTMOMPYIOLLMMU CTEPOU-
foreves cBoiicTBamu. ®asbl Banmgauun FSDT (1 1 2) oxBaTbiBalOT 3CTPOreHbl, aHAPOrEHbI U XMMUYECKVE Be-
LecTBa. MHrMbupyoLe ctepongoreHes. APMeEKTbl aHTArOHUCTOB 3CTPOreHOB M aHaporeHoB B FSDT npea-
cTaBneHbl B Tabnmue 1

1.2 FSDT He pacnpocTpaHsieTcsi Ha PENPOAYKTVBHYI CTafu1I0 Pa3BUTUS pbi6. U. CefoBaTesbHO, B faH-
HOM MEeTOofie UCMbITaHWIo NOABEpraioTCs XMMUYECKUe BeLlecTBa, KOTopble, Kak npeanonaraeTcsl, BAUSIOT Ha
BOCNpOU3BEEeHNEe B 60/1ee HU3KUX KOHLEHTPaUMsX, YeM Ha MOSIOBOE pPa3BUTUE, U UX OLEHVBAIOT B METOAE,
KacatoLlemcsi BOCMpou3BeAeHust.

2 TepMUHbI 1 onpeaeneHus

B HacTosiLlem cTaHAapTe NPUMEHEHbI cliefyowme TEPMUHBI C COOTBETCTBYIOLUMW OnpeaeneHnaMu:

2.1 ocHOoBHas KoHeuHas Touka (apical endpoint): Bbi3biBatoLwas adypekT Ha ypoBHe Nonynsumm.

2.2 ASV: 3HayeHune HacblleHNs BO3ayxa.

2.3 6uomapkep (biomarker): Bbi3biBatowmii 3pheKT HA YPOBHE OTAENBHOMO OpraHu3mMa.

2.4 dph (days post hatch): JHn nocne BblNyAneHNUS.

2.5 DMY: Y-cuenneHHbli DM-goMeH reHa, HE06X0AVMbINA 471 pa3BUTUSA camua pbiGbl OpU3MS.

2.6 ELISA (enzyme-Linked Immunosorbent Assay): iIMMyHOdhepMeHTHbI TBepodasHbIii aHanms.

2.7 macca pbl6bl (fish weight): Cbipas macca pbl6bl (Macca, onpeenieHHas nocse NPoMakMBaHusi Hacyxo).

2.8 FSDT (Fish Sexual Development Test): TecT no oLeHKe BANSHWUA Ha NO0BO3PENOCTb pbib.

2.9 HPG ocb (HPG axis): N'mnotanamo-runogmnsapHo-roHagHas ocb.

2.10 pbibbi-repmadpoauTtsl (intersex fish): Pbiba ¢ 60nee yem oHO ALEKNETKOM B CEMEHHMKaxX Ha
6 npoaHann3MpoBaHHbIX CPE30B WM C/IEPMATOreHHbIMU KNeTkaMun B AndYHMKax (aa/Her).

2.11 ypoBeHb 3arpy3ku (loading rate): Cbipas macca pblbbl Ha efuMHULY 06bema BOAbI.

2.12 MOA (mode of action): MexaHu3m geicTeus.

2.13 RT-PCR (reverse Transcriptase Polymerase Chain-Reacti): NMonnvepasHas uenHas peakuusi ¢ 06-
paTtHoli TpaHCKpUNTasoii.

2.14 TG (test Guideline): PykoBoACTBO MO UCMbITAHUIO.

2.15 HeguddepeHympoBaHHaa pbiba (undifferentiated fish): Pbiba ¢ roHagamy ¢ HepasMyYMMbIMU
NosIoBbIMU KNeTkamu.

2.16 Vitellogenin (VTG): BUTeNnnorsHuH.

N3paHue oduynansHoe
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3 O6uwwme NonoxXeHus

3.1 VTG B HOpMe NpoAayKLupyeTcs neveHbio AiLeknagywmnx no3BOHOYHbIX CAMOK B OTBET Ha 3HAOreH-
HbIi acTporeH B kKpoBu [5]. MpoaykT ABNseTca npeAwecTBEHHUKOM 6e/KOB AMYHOMO XeNTKa U nocne cuHTesa
B NEYeHV TPaHCNOPTMPYETCS C KPOBOTOKOM B SAIMYHVKM, A€ OH 3axBaTbiBaeTCA M MOAUMUMPYeTCs noA Aeii-
cTBMEM pasBmBatoLnxca aml. CuHtes VTG npoucxoauT Ha OYeHb HU3KOM YPOBHE, XOTA AeTeKTupyeTcs y He-
nos0BO3pesbiX Pblb U B3POC/bIX CAMLUOB Pblb. MOCKO/bKY OHWM HE MMEIT AOCTATOYHOrO YPOBHA 3CTpOreHa B
KpoBW. OHaKO nevyeHb CnocobHa CUHTe3npoBaTh 1 cekpeTuposaTb VTG B OTBET Ha CTUMYALMIO 9K30T€HHbIM
acTporeHom [6]-{8].

3.2 N3mepeHne VTG cnyxuT AN o6HapyXeHUss XMMUYEeCKNX BELLECTB C 3CTPOreHHbIM, aHTUaCcTpore-
HbIM, aHAPOreHHbIM MEXaHU3MOM [eiCTBMSA N XMMUYECKVNX BeLLecTB, HapyLllalowmx cTeponaoreHes, Hanpu-
Mep. MHTMBUTOPOB apomMatasbl. O6HapYXEeHNE XUMUYECKUX BELLECTB C 3CTPOreHHbIM AeliCTBUEM MOXHO Npo-
BOAMTb NO M3MepeHuto nHaykumm VTG y camuoB pbibbl, U B CneunanbHol HayyHol nuTepatype umeeTcs
60/1bLLIOE KONMYEeCTBO COObLEeHNA no aTomy Bonpocy. VHaykumna VTG 6bina Takke NpogemMoHCTpupoBaHa no-
cne BO3AeicTBMA apoMaTn3npoBaHHbIX aHAporeHoB [9]. [10]. CHMXEeHME YPOBHS LMPKYIMPYIOLLMX 3CTPOreHoB
y CamMoK, Hanpumep B pe3yfbTaTe MHIMO6MPOBaHUS apomaTasbl, KaTam3npyioLleil npeBpaLleHne aHL0reHHoro
aHAporeHa B NPUPOAHbIN 3CTPOreH 17p-acTpagmnon. NpUBOAUT K CHMKEHWIO KOHLeHTpauun VTG, 4To ncnosb-
3yeTca A8 06HapPYXeHNS XMMUYeCcKNX BelecTs, 061aaalwmx MHIMOMpYoLWMMU CBOMCTBAMW B OTHOLUEHWUN
apomaTasbl. UM MHIMGMTOPOB cTepougoreHesa B 6osee WHUPOKOM CMbicne [11]. YcTaHOBNEHO M umeeTcs
MHOrO COOGLLEeHNI i 0 BMONOrMYECKOM 3HaUYeHUN n3MeHeHns ypoBHA VTG nocne MHrmbuposBaHus acTporeHos/
apomartasbl [12], [13]. OgHako, BO3MOXHO, 4TO Ha cuHTe3 VTG y camMoK Takke MOryT OkasbiBaTb BAUSIHUE
XMMUyeckue Bellectsa, ob6nagatoLme o6Leil TOKCUYHOCTBIO 1 adhekTamu, He CBA3AHHbIMU C 3HAOKPUHHOWA
CUCTEMOIA.

3.3 bblno ycnewHo pa3paboTaHo 1 CTaHAapPTU3NPOBAHO A5 LMPOKOTO NPUMEHEHUS HECKOMIbKO MEeTOo-
[10B KO/IMYECTBEHHO oueHkn VTG B npobax KpoBW, NeyeHn, BCEM Te/le U roMoreHaTe rosl0BHOr0'XBOCTOBO-
ro KOHL0B, 0TO6PaHHbIX OT OTAE/bHbIX Pbl6. 3TO OTHOCUTCA K AaHNO-PEepUo. TPEXWUIION KOMIOLKE 1 AMOHCKOM
opv3uK. a Takke YacTUYHO BaNNAMPOBAHHOMY BUAY TO/ICTOrO/1I0BA; UMEKTCSA METOAbl BUAOCNELMdUYECKOrO
UMMYyHODEepPMEHTHOro TBepaochasHoro aHanmsa (ELISA), B KOTOPbIX MCNOMb3yETCA UMMYHOXUMUSA 415 KONW-
YyecTBeHHOW oueHkn VTG [8]. [14]20]. Y SnOHCKOI Opu3nmn 1 4aHN0-pepmo CyLecTByeT BbICOKas Koppensyms
mMexay M3MepeHHbIMU ypoBHAMU VTG B nnasMe KpPoOBU, NEYEHW W roMoreHatax, XoTs aHann3 romoreHaToB
nokasblBaeT HECKO/IbKO 60/1ee HU3kMe 3HavyeHus, YyeM aHanus npob nnasmbl [21]-{23]. B npunoxexue I npu-
BefeHbl MeToAnkn oT6opa npob Ans aHanusa VTG.

3.4 MN3meHeHne (HEHOTUNMYECKOrO COOTHOLLEHMS NO0B (MPONOPLMM NOJOB) SBNAETCA KOHEYHOW TOou-
KOW, oTpaxkawouieli cmeHy nona. B mpuHuMne, aCTporeHbl, aHTUICTPOreHbl, aHAPOreHbl, aHTUaHAPOreHbl U
XMMUYEeCcKne BeLLecTBa, UHIMbupylolme ctepongoreHes. MOryT BAUATb Ha COOTHOLLEHWE MOJIOB Y pasBuBa-
fowmxca pol6 [24]. BblNo NokazaHo, YTO 3Ta CMeHa Mnona sIBASETCA YacTUYHO 06paTUMON y AaHWMO-pepuo
[25] nocne BoO3aeCTBMS XMMUYECKUX BELLLECTB C 3CTPOreHonoA06HbIM feiicTBreM, Torga kak cMeHa nona no-
cne BO3JeNCTBUSA XUMUYECKNX BELLEeCTB C aH4pOreHonogo6HbIM AeicTBMEM ABNSETCA MOCTOSHHON [26]. Mon
onpefensieTca kak camka, camel, repmadpoanT (0OUWTbI U CNepMaToreHHble KNeTKM B OfHOW roHage) uam
HeaudhepeHUMpoBaHHble, KOTOPble YCTaHaBAMBAIOTCA TMCTONOTMYECKM NCCeA0BaHNEM MOMOBbLIX Xenes3 y
oTAeNbHbIX pbl6. PyKoBOAALLME yKka3aHua npuBefeHbl B npunoxenun E n [27].

3.5 [eHeTUyeckWii Non onpeaensieTcst ¢ NOMOLLbI reHeTUYECKUX MapKepPOoB, KOTAa OHU UMEKTCS Y flaH-
HOro BuAa pbi6. Y camkm uam camua AMNOHCKON OpM3nnM COOTBETCTBEHHO reHbl XX 1 XY MOryT 6biTb 06Hapy-
XXEHbI C MOMOLLbI0 NoNNMepasHoii uenHoi peakunm (PCR). unm Y-cuenneHHolii DM-gomeH reHa (DMY) moxeT
6bITb onpeseneH (DMY oTpuuaTesnbHblil UM NONOXUTENbHbIN), Kak onucaHo B [28]. [29]. Ans Tpexurnon ko-
NIOLLKN CyLLecTBYeT aHanornyHblii metog PCR Ans onpegeneHusi reHeTUYeCcKoro nona, onucaHHbIi B NpuUIo-
xeHun K. Ecnun reHeTnyeckuii non MoXeT ObiTb MHAVBUAYANbHO CBA3AH C (PeHOTUNNYECKAM MOIOM, TO MOLL-
HOCTb UCMNbITAHWA MOBbLILIAETCS, U NO3TOMY reHeTuYeckuii Non cnepyeT onpesensite y BUA0B C yCTaB/IEHHbIMU
reHeT4YeckvMM NonoBbIMU Mapkepamu.

3.6 B COBOKYNHOCTM ABE OCHOBHbIE 3HAOKPWHHbIE KOHEYHble TOUkKU, VTG 1 COOTHOLLIEHME NOM0B, MO-
ryT CBUAETEeNbCTBOBATb 06 3HAOKPMHHOM MexaHudme aeictBusi (MOA) xumuuyeckoro Beuiectsa (CM. Ta-
6nvua 1). CooTHOLWEHNE NOMNOB ABNSAETCH BaXHLIM 6MOMapkepom Ha yposHe nonynauuu [30]. [31] n gna
HEKOTOPbIX YeTKO OnpejesieHHbIM MeXaHu3MoM aeicTBus, pesynbtatbl FSDT mMoryT 6biTb MCNOMb30BaHbI
AN OLEHKM ONacHOCTM W PUCKOB, ecnin 3To ByfeT COYTEHO LefnecoobpasHbiM peryivpyoLwmM opraHoMm.
B HacToslee BpeMa TakMMu MexaHW3mMaMu AelicTBua 06n1afaloT MHIMGUTOPbLI 3CTPOreHoB, aHAPOreHoB U
cTepouforeHesa.

2



FOCT 33638—2015

Ta6nuua 1— Peakuns aHAOKPUHHBIX KOHEUYHBIX TOUEK A1 XMMUYECKUX BELLECTB C Pa3/INYHbIM MEXaHU3MOM AelicTBUSA

MexaHu3m geiicteus (MOA) VTG * VTG . CooTHolLeHve rnosios Ccblku
Cnabblil aroHUCT 3CTPOreHoB ° T * « nnu “"HegudppepeHyMpoBaHHbie [32]. [42]
T* nnn
CWNbHBIA arOHUCT 3CTPOreHoB * T T HegudbhepeHUpoBaHHble, [33]. [42]
HeT '
AHTaroHMUCT 3CTPOreHoB - - f HeandhepeHLMpoBaHHbIE [34]
4 nnn 1 unn .
AroHUCT aHApOreHoB 1c\ HeT | [33]. 126]
AHTaroHUCT aHApPOreHoB - - * 1.t repmadpogut [35]
WHrnéutop apomarasbl . i 1A [11]

YcnoBHble 0603HaYeHus, npuHATble B Tabnuue: T — MoBblLIEHMKE;
4 — CHWXeHne He NpoBepsIoT.

NMpumeuvaHnune —  MOA BHacTosILLee BPEMS 330KYMEHTUPOBAHbI B MEHbLUEN Mepe.

4 [MpuHUMN mMeToda

4.1 B vcnblTaHUM BO34ENCTBUIO MOABEPratoT pbiGy OT TOMILKO YTO OMI0A0TBOPEHHON ANLEeKIeTkn 40 3a-
BepLUeHUs NosoBol AvdhepeHUmaLmn He MeHee YeM B TPEX KOHLLEHTPaLMSAX UCMbITYeMOro BeLlecTsa, pacTBo-
PEeHHOro B BOAE. YCNOBUA UCMbITaHWI AO/MKHbI ObITh NPOTOYHLIMU, 38 UCK/OYEHUEM C/ly4aeB OTCYTCTBUSA Mpw-
rofHOCTW W COOTBETCTBYIOLLMX CBOWCTB MCNLITYEMOrO BeLecTBa (HanpuMmep, orpaHnyeHHas pacTBOPUMOCTb).
McnbiTaHne HauMHaeTcs C MOMELLEHNs TOIbKO YTO OMJI040TBOPEHHbIX AALEKNETOK (40 paclienneHns 6nacTo-
[AVcKa) B UcnblTaTesbHble Kamepbl. 3arpyska kamep 415 Kaxgoro suga onvcaHa B 7.1.2. na sannanposaviHbiX
BMAOB Pbl6: ANOHCKOWN Opu3un, TPEXUTION KOMOLIKU U JaHNO-pPepuno, UcnbiTaHne 3aBepLuaeTcs Ha 60 cyT nocne
BblynieHus. Mo OKOHYaHWUW UCTbITaHKsA BCA pblba nogsepraeTcs ryMmaHHoi aBTaHasvun. bronormyeckyto npoby
(nnasmy KpoBM, NeYeHb UM roMoreHaT rofIoBHOT0/XBOCTOBOIO KOHLLOB) OT6MpatoT Ana aHanusa VTG oT Kaxzoi
pblObI, @ OCTaBLUYOCA YacTb (PUKCUPYHOT AJ151 TUCTONIOTMYECKON OLLEHKM TOHAa/ C Lesbio onpeaeneHust oeHoTu-
MMYeCcKoro nona: AOMOSIHUTENTbHO MOXET ObITb BbINO/IHEHA rMcTONaToNorus (Hanpuvep, onpegesexHve ctagui
roHag, ypoBeHb repmacpoanToB). Bruonornyeckaa npobda (aHasbHbIA UM CAMHHON NNABHKK) AN onpeaeneHns
reHeTu4eckoro rnosna otéupaeTcsa y BUA0B, 061a4atoLmx COOTBETCTBYOWMMY Mapkepamun (npunoxexHus W. K).

4.2 KpaTkoe onucaHve COOTBETCTBYHLUMX YCMOBUIA UCMbITAHWSA, CNeUUUYHbIX A8 BaMAMPOBanHbIX
BWAO0B: SANOHCKOW OPU3NW. TPEXWUIION KOMIOLWKM U AaHNO-PEPUO. NPUBOANTCS B MPUIOXKeEHUN A.

5 WHopmauusi 06 UcnbITYyeMOM BellecTBe

5.1 flomkHbI 6bITb B HANMYMN Pe3y/bTaTbl UCMbITAHWSA OCTPOW TOKCMYHOCTU UAN APYrOro MeToAa OLEeHKN
KpaTKoCpou4Holi TokcuyHocTh TG 215 (36] u TG 210 [4]. npegnoyTMTeiIbHO Ha BAax, BblOpaHHbIX 415 4aHHOTO
ucnbiTaHns. Kpome Toro, Ao/MKHbI 6bITb AaHHbIe N0 PACTBOPMMOCTY B BOAE U JaB/IeHUN NapoB ncciesyeMoro
BeLeCcTBa M HaAEeXHbIi METoA KOIMYECTBEHHOTO aHam3a XMMUYEeCKoro BelecTBa B UCMblTaTeslbHbIX Kame-
pax c U3BECTHON 1 NOATBEPXAEHHOV TOUHOCTbIO U NpeAenioM 06HapyXeHNS.

5.2 [ipyrasa nonesHas nHopmMauuns BKIHOYAET CTPYKTYPHYHO DOpMY Ty, YACTOTY XMMUYECKOTO BELLLECTBA,
cTabunbHOCTL B BOfE U Ha cBeTy. pKa, Pow 1 pe3ynbTaTtbl UCMbITaHUA No 6ruopasnoxerHuto TG 301 [37].

5.3 Kputepun npmemMieMocTu UCnbliTaHNs

[na nppuemnemMocTu pesynbTaToB UCMbITAHUS A0/DKHBI COBM0AaTLCA CreayloLme yCIoBus:

- KOHUEeHTpaLuuna pacTBOPEHHOr0 K1CIopoaa A0/HKHa COCTaB/IATbL He MeHee 60 % 3HauYeHUsA HacbIWweHus
Bo3ayxa (ASV) B TeueHve BCEro UCMbITaHUs:

- Temnepatypa Bofpbl He Jo/hKHA oTnvaTbes 6osiee YeM Ha + 1,5 °C mexay ucnoitatelbHbIMU Kamepa-
MU B Nt060 MOMEHT BPEMEHU B TeUYeHNe nepuoga BO34eNCTBMSA U AO/DKHA NOAAepXKMBaTbCA B Temneparyp-
HbIX AnanasoHax, ykasaHHbIX 18 TeCTOBbIX BUAOB (NpuaoxeHue A):
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- A0J/HKEeH MMeTbCA B Hainydnm Ba.I'II/I,EI,I/IDOBaMHbIVI MeTo[ aHanmsa UCcnblTyeMoro XMMmn4yeckoro setllectea
C Npeaeniom 06HapyXXeHUsA 3HAYUTENIbHO HUXE CaMoii HU3KOW HOMUHANBbHO KOHLEHTPaLUMKW, U AO/MKHbI ObITb
noslyYeHbl JaHHble, NOATBEpXAatoLline YA0BNETBOPUTEIbHOE COXPAaHEHWE KOHLEHTpauun UCNbITYeMOro Be-
LecTBa B pacteope B npegenax + 20 % cpeaHeit namepsiemoli BEIMYNHbI:

- 06Las BbHKMBAEMOCTb ONMOLOTBOPEHHbIX ALLEKNETOK B KOHTPO/E U B TEX CMlyYasX, Korga oH umeeTcs,
B KOHTPOJIe Ha pacTBOpUTENb AO/MKHA ObITb 60/1ee UK paBHa nNpegenam, onpeaeneHHbIM B MPUIoXeHun A;

- Kputepun npnemMmnemocTu, ceBA3aHHble C POCTOM U COOTHOLLUEHMEM NO/0B, NO OKOHYaHUW UCNbITaHNA
OCHOBbIBAIOTCA Ha AAHHbIX, NOMYYEHHbIX B KOHTPOJIbHbIX rpynnax (06beAnHEHHbIX KOHTPONAX HA pacTBOpU-
TENb W BOAY, EC/IM OHW 3HAUUTESIbHO OT/INYAKOTCS, TO TO/IbKO HA PacTBOPUTESb):

AnoHckasa opusmna [aHno-pepuno Tpexurnas KonwLka
Poct Cblpas macca pbitbl, > 150 mr > 75 mr > 120 mr
nocsie MPOMOKaHNA Hacyxo
[OnuHa (cTaHgapTHas) > 20 Mm > 14 MM >20 MM
S;:’;:ome””e (camupbl WM camkw) 30-70% 30-70 % 30-70 %

Mpn ncnonb3oBaHUM pPacTBOpUTE/IA OH HE [O0/DKEH OKasblBaTb CTATUCTUYECKM 3HAYMMOE BANAHUE Ha
BbDKMBAEMOCTb M HapyllaTb 3HAOKPUHHYIO beHKL[MPO nnn okKasblBaTb Apyrne otpuuatesibHble SQJCbeKTbI Ha
PaHHUX CTaaunsax pasBuTUA, YTO NOKasbiBaeT KOHTPO/Ib Ha PaCTBOPUTE/b.

Ecnn Ha6mo,qaeTc;| OTK/IOHEHME 0T Kputepues NpuemMaemMocTn UcnbiTaHUA, TO nocnencTteusa cnegyert
y4uTbiBaTb NMPUMEHUTENNbHO K AOCTOBEPHOCTW Pe3yNbTaTOB WUCMNbITaHUA U NpOoaHa/IM3npoBaHHbIE AaHHble
BK/IKOYAKT B OTYHET.

6 OnwucaHune metoga

6.1 McnblTaTeNnbHble KaMOpbI

MoryT 6bITb UCMOMb30BaHbI KamMepbl U3 CTekNa, HepXaBeloLlei cTanu uan Apyrux XUMU4Yecku UHepT-
HbIX MaTepuanoB. Pa3mepbl kaMep JOMKHbI ObITb AOCTATOYHO GOLIUMMMU, YTOBLI 06eCNeUYNBaINCh KPUTEPUN
YPOBHSI 3arpy3ku, NpUBEAEHHbIE HUXE. XKenaTeNlbHo, YToObl UCTbITaTe IbHbIE KAMEPbI pacnoaraimcb NpPous-
BOJIbHO B MECTe NPOBefeHNs1 UCTIbITaHUs. PaHAOMU3MPOBaHHbIV 6/104HbIA AU3aiiH € KaX4ol KOHLEHTpaumeil,
npucyTCTBYlOLLE B Kaxaom 6/10Ke, ABNsSieTcs NpeanoyThTelbHee NoMHOCTbLI0 PaHAOMU3MPOBaHHOMO An3alii-
Ha. VcnbiTaTeNibHble Kamepbl JO/KHbI ObITb 3aLLMLLEHBI OT HEXENaTeIbHOro HapyLUeHNs.

6.2 Bbi6bop TecToBbIX BUAOB

PekomeHzyeMble BUbl pbl6 NpuBeAeHbl B NpuUioxeHun A. MNpoleypbl BKIOUEHNS HOBbLIX BUAOB Mpu-
BeAeHbl BO BBEAEHWN.

6.3 CogepxaHue poauTenbCcKoro ctaga polo

MoApo6HY0 MHOPMAaLIMIO O COAepPXaHUN POANTENLCKOrO CTaga pbib B yA0BNETBOPUTENbHbIX YCIOBUAX
MOXHO HaiiT B TG 210 [4]. PognTenbckoe cTafo pblb KOPMAT OAMH UM fiBa pasa B eHb COOTBETCTBYOLLMM
KOPMOM.

6.4 Ob6paleHne c aM6pUoOHaMUN 1 INYUHKAMU

6.4.1 BHauyane amMOpPUOHbI 1 IMYNHKN NOABEPraloT BO3AENCTBUIO B OCHOBHOM kamepe, B KOTOPOI Haxo-
aatcsa 6onee ManeHbKMe Kamepbl U3 CTEKNA WU HepXaBerLeil cTann, CHabXeHHbIE ceTYaTbIMU CTOPOHaMU
Unu gHywamu, ans obecnevyeHns noToka MCMbITyemMoro BeliecTBa 4yepes kamepy. HeTypOyneHTHbI noTok
yepes 3TN ManeHbkue Kamepbl o6ecneynBaroT CycneHAnpoBaHMEM UX COAEPXMMOro NepeaBKEHNEM PYKOW
Kamepbl BBEPX U BHW3, HO BCETAa COXPaHsis OpraHn3Mbl, MOrPYXEHHbIMU B BOAY.

6.4.2 Ecnn KOHTelHepbI, peLwweTky UM CEeTKU C AliaMn NCNob30BanCh AN COAEePXaHUsa AnL, BHYTpY
OCHOBHOI UCNbITaTeIbHOW Kamepbl, TO 3TW OrpaHuyYuBatoLLMe YCTPOUCTBa YAaNA0T Noc/e BbINYNAEHUS NNYn-
HOK. 33 UCK/IOYEHNEM CETOK, KOTOPbIE OCTAKTCS A5 NPefynpexAeHUs UcCHe3HOBeHUs pbl6. Ecnu cylecTByeT
Heo6X04MMOCTb B NepeHoCce IMYMHOK, TO OHU HEe A0/MKHbI NOABEPraTbCsA BO3A4ECTBUIO BO3ayXa W He cneayeT
MCNoNb30BaThb CETKM AN BbICBOGOXAEHUS PblObl U3 KOHTEHEPOB ¢ AliLamn. Cpoku Takoro nepeHoca 3aBucaT
0T TECTOBOrO BuAa pblb. 1 NepeHoc He Bcerga TpebyeTcs.

4
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6.5 Boga

B kayecTBO MCNbITYyEMOI BOAbI NOAXOANT Ntobas BoAa, B KOTOPOI TECTOBbIE BUAbI B KOHTPO/IE BbDKMBA-
10T MO MeHbLUEl Mepe TakXXe. Kak B BOAe, ONMcaHHOoN B npuioxeHnn b. OHa fo/mkHa 6bITb MOCTOAHHOTO Kaye-
CTBa B TeyeHue BCero nepuoga UcnbiTaHus. B Lensax rapaHTum Toro, 4To Bofa ANA pa3BefieHnsa He okasbiBaeT
CYLLLECTBEHHOTO B/IMSHUA Ha pes3y/bTaTbl UCMbITAHUA (HanpuMep, 3a CYeT B3avMOAENCTBUA C UCMbITYEMbIM
BeLLeCTBOM) WM HeraTvBHO BO3[eliCTBYeT Ha NPOU3BOAUTENIbHOCTb POAWUTENBLCKOTO cTaja, Yepes onpefe-
NeHHble VHTepBasibl BPEMEHW OTOMpAlOT BoAy A5 aHanusa. Takue nokasaTtenun, Kak O6LMIA opraHnyeckumii
yrnepog, nposoAMMOoCTb. pH 1 cofepxaHue B3BeLLeHHbIX TBepAbIX YacTul, U3MepPSIOT, Hanpumep, pas B Tpu
mMecsua, Korga U3BecTHO, YTO BOAA A/1A pa3BefeHns OTHOCUTE/IbHO MOCTOsAHHA MO CBOEMY KauvecTsy. M3me-
peHus Tsxenbix metannos (Hanpumep. Cu. Pb. Zn, Hg. Cd. Ni). OCHOBHbIX aHVOHOB ¥ KaTMOHOB (Hanpumep,
Ca. Mg. Na, K. Cl, S04) n nectuumaoB Heo6xoaMMO NPOBOAUTL, €C/IN KaYeCTBO BOAbl Bbi3biBAET COMHEHME.
MoapobHas nHcopmaumsa 0 XMMUYeckoMm aHannse n otéope npob Boapl npveegeHa B 7.4.1.

6.6 NcnbiTyemble pacTBopbl

6.6.1 Ecnv 3TO BO3MOXHO C MPaKTUYECKO TOUKMN 3pEHUS], TO UCMOMb3YHT NPOTOYHYH cucTemy. Mpu npo-
BeZleHNN UCMbITAHWI C MPOTOYHbLIM AM3aiHOM AN LOCTAaBKU CEPUMN KOHLEHTpauuii B UcnbiTaTeNbHble Kamepbl
HeobxoAyMa cucTema, HenpepbIBHO J03upylowas U pa3basnsioLwas NCXO4HbIA CTOKOBbI pacTBOp UCMbITYe-
MOro BellecTBa (Hanpumep, A03MPYIOLLKIA HAcOC, MPONOPLMOHaNbHbIA pa3baButesb U caTypaLnoHHas cucTe-
Ma). CKOpOCTb NOTOKOB PacTBOPOB W BOAbl ANS1 pa3BefleHUss NpoBepsoT Yepes onpeesieHHble MHTepBasbl
BPEMEHV B XOAE VCMNbITAHUSA, 1 OHW He AO/DKHbI M3MEHATbLCA 6onee yem Ha 10 % B TeUYeHUe BCEero UCMbITaHus.
Moaxoasiias CKOPOCTb MOTOKA COCTaB/SET HE MeHee NATU 06BEMOB UCNbITaTENbHbLIX Kamep 3a 24 uy [4]. He
MCNONb3YIT NNACcTUKOBbIE TPYOKN UNu Apyrue matepuansl, cogepxaline 61onornyeckn akTuBHble XuMuye-
CKue BellecTBa WK BellecTBa, afcopbupyowme ucnbiTyeMoe BeLLecTBO.

6.6.2 CTOKOBbIli pacTBOp NPeANOYTUTE/IbHO FOTOBAT 6€3 NCMOo/b30BaHWs pacTBOPUTENE NPOCTbIM CMe-
LIMBaHMEM WX NepeMeLlLvBaHNEeM UCMbLITYeMOro BelecTBa B BOAe AN5 pa3BeeHUs C NOMOLLbI MexaHu4ye-
CKUX CpeACTB (Hanpumep, BCTPSXMBAHWEM WM YnbTpas3BykoM). Ecnv ucnbiTyemoe BeliecTBO TPyAHO pac-
TBOPUMO B BOZE, TO MCNOMb3YIOT Npoueaypbl, onucaHHble B PykoBogctee OOCP no paboTe ¢ BeliecTBamu,
C KOTOPbIMW TPYAHO MPOBOAUTbL MaHunynauuu (38]. MNpefnoyTutenlbHO pacTBOPUTESb HE UCMOSbL3YIOT, HO B
HEKOTOPbIX ClydasaX OH NPUMEHSIETCA A1 MOSYyYEHNUA AOCTATOYHO KOHLEHTPUPOBAHHOTO CTOKOBOIO pacTeopa.
Mpumepbl NoaxoAAWMX pacTBopuTenein npuBeaeHbl B cebinike (38].

6.6.3 CnepnyeT n3beratb 10/lyCTaTUUYECKUX YCIOBUIA UCNbITAHWIA, ECIN TOMIBLKO HA TO HE UMEKTCS BECKME
NPWYKHbI, CBA3aHHbIE C UCMbITYEMbIM BELLECTBOM (Hanpumep, ero ctabunbHOCTbH, OrpaHMYEHHOM AOCTYMNHO-
CTbl0. BbICOKOW CTOMMOCTbIO WU OMACHOCTbIO MPU NMpUMEHeHun). s NonycTaTuyeckoro MeToAa BbIMOHAKT
[Be pasnuyHble npoueaypbl BOCCTAHOB/EHUS. B nepBoM cfiyyae HOBble WCMbITyeMble PacTBOPbI FOTOBAT B
UYNCTbIX Kamepax, ¥ BbDKUBLUME ALA U IMYNUHKN OCTOPOXHO NEPEHOCAT B HOBbIE KaMepbl, BO BTOPOM TECTO-
Bble OpraHn3Mbl OCTalOTCA B UCMbITATeNbHbIX Kamepax, a 4yacTb (He MeHee ABYX TpeTeil) NCMbITyeMOoi BoAbl
MEHSETCH eXefHEBHO.

7 lMpoBegeHne ncnbiTaHnUA

7.1 Ycnosus Bo3geiicTBus

7.1.1 C60p any 1 NPOAO/DKUTENBHOCTb

Ons npefynpexaeHns reHeTUYECKoro CMeLLeHNs silua cobupaloT MUHUMYM OT Tpex map wiau rpynn,
npefHasHavyeHHbIX A5 pa3BefeHus, CMeLlnBaloT U NMPOM3BOJIbHO OTOMPAtOT A1 Havana ucnbiTaHusa. Onu-
CaHne UCKYCCTBEHHOrO OM/I040TBOPEHNS ANS TPEXWI/ION KOMIOWKM NPUBEAEHO B NpuioxeHun J1. VicnbitaHve
HauMHalOT Kak MOXHO paHblle nocsie Onao40TBOPEHUS AUL. NPeAnoYTUTE/IbHO 3MOPUOHBLI NOTPYXaKT B UC-
nbITyeMble pacTBOPbI, MPEXae YeM HauyHeTCsa pacluenneHve 6ractoancka, Wam cpasy Xe nocne aToii ctagun
1 He nosgHee 12 4 nocne onI040TBOPEHUS. VchbiTaHWe NpoAosXaeTcs A0 3aBepLieHus nonosoi gudde-
peHLMaLnMM B KOHTPO/LHOI rpynne (60 cyT nocne BblyNAEHUS A8 ANOHCKOV OpU3UN. TPEXMUTION KOMIOLKA 1
[aHno-pepuo).

7.1.2 3arpyska

B Hayane ncnbiTaHns YMc/io ONJI040TBOPEHHbIX ANL, AO/HKHO COCTaBNATL He MeHee 120 Ha KaxAyt KOH-
LeHTpaLmio. KoTopble pa3fenstT Mexay He MeHee 4eTblpbMsi MOBTOPHOCTAMM (4151 KOHTPONSA MPUHATO pac-
npegeneHne KBagpaTtHbIl KOpeHb). Alila Npon3BO/IbHO pacnpefenstoT (C MOMOLLbI0 CTaTUCTUYECKMX Tabauy,

5



FOCT 33638—2015

ONa paHgomu3auunun) mMexay o6paboTkamMu. YpOBeHb 3arpy3ku AO/MKEH ObiTb AOCTATOYHO HWU3KUM A5 NOA-
[epXaHusi KOHLEeHTpaLun pacTBOPEHHOIO KMCIopoaa Ha ypoBHe He meHee 60 % ASV 6e3 npsiMoil aspauumn
kamep. 4N ucnbiTaHii B NPOTOYHBIX YC/IOBUAX PEKOMEHAYeMbIli YPOBEHb 3arpy3ku coctaBnset He 6onee 0.5
r/n 3a 24 4 n He 6onee 5 r/n pacTBopa B N1060€e Bpems. He nosgHee 28 cyT nocne onioA0TBOPEHNS MMetoLe-
ecsl KO/IMYeCTBO Pblbbl B MOBTOPHOCTAX NepepacnpefensoT TakuMm ob6pas3omM, 4Tobbl MO BO3MOXHOCTU B Kax-
[0l NOBTOPHOCTUN HAX0A4MUI0Ch paBHOE KOMMYECTBO Pbibbl. ECIM Npy BO3AECTBUN UCTBITYEMOr0 XMMUYECKOro
BeLecTBa MMeeT MecTo rnbesb pbibbl, TO KOSIMYECTBO MNOBTOPHOCTEN CoKpalaloT TakuM 06pa3omM, YToobl Mo
BO3MOXHOCTW NJIOTHOCTb PblObl NOAAEPXMNBANACL PABHOW ANA OTAEMbHbLIX KOHLEHTpaLWii.

7.1.3 CBeT 1 Temnepartypa

CBeTOBOI Nepuoj 1 Temnepartypa BOAbl A0/MKHbI COOTBETCTBOBATb COAEPXaHNI0 TECTOBLIX BMAOB. YC-
nosua gna FSDT npueefeHbl B NPUIOXEHUN A.

7.1.4 KopmneHue

KopM 1 KopMnieHne ABASTCA KPUTUYECKUMN hakTopamu, 1 OYeHb BaXKHO, UTOObI HEOO6XOAMMOE KOMu-
4ecTBO KOpMa obecneymBanocb NS KaXAON CTaguu B COOTBETCTBYHOLME MHTEPBasibl BPEMEHN U Ha ypOB-
He. [,OCTaTOYHOM AN1A NoAAepPXaHUs HOpMasbHOro pocTa. Pbi6 KOPMAT BBOJIO C HE6OMbLUMM U36bITKOM. [Ana
nonyyYyeHnss JOCTATOYHON CKOPOCTU pocTa pbiby KOPMAT HE MeHee ABYX pa3 B fieHb (4onyckaeTca OAuH pas
B [leHb MO BbIXOAHbIM) C MHTEPBA/IOM HE MEHEee TPeX YacoB MexAy KaXAblM KopMaeHueMm. 3nuwku kopma
1 dekanun yaanaioT no Mepe Heo6XoAMMOCTY ANA NPeAynpexaeHus HakonieHWs OTXOA0B W BblAeNeHWUIA.
Kopma v pexumbl KOpMIIEHWA MOCTOAHHO KOPPEKTMPYIOTCA MO Mepe HaKOM/IeHUA onbiTa AN Y/YULEeHNs Bbl-
XMBAeMoCTN 1 onTumusauum pocta. CnegosaTesibHO, AO/MKHA OblTb NpoBeAeHa npeasaputesibHas paboTta
ANA NoATBEPXAEHNA NpeafaraeMoro pexviMma KopmaeHus npu3HaHHbIMU 3KcnepTamu B 3Toi o6nactu. Kopm-
JIeHne npekpawaiwT 3a 24 4 0 OKOHYaHUA UCMbITaHWA. MpuMepbl COOTBETCTBYIOLWErO KOPMa nepeyncrieHsbl B
npunoxexuun A un [39].

7.2 WcnblTyeMble KOHUEeHTpaLuum

7.2.1 VcnbiTyemMble BellecTBa pasmMeLLatoT COrflacHO NPUIoXeHNo B. MUHUMYM Tpy UCNbITYeMble KOHLEH-
Tpaumm UCNonb3yT He MeHee YeM B YeTbipex MOBTOPHOCTSX. Mpu Bbibope Anana3oHa UCNbITYeMbIX KOHLEeHTpa-
LWiA yunTbIBaOT pe3y bTaTbl OCTPOro ONbITa, B YaCTHOCTU, KPMBYH 3aBucMmMocT LCM oT neprosa BO3AeiCTBUS.
Ecnu pe3ynbTarbl 6yayT MCNo/b30BaTbCA 4151 OLEHKM pUcka, TO pEKOMEHAYETCS NATb UCMbITYEMbIX KOHLEHTpaLuii

7.2.2 He cnepyeT TecTMpoBaTb KOHLUEHTpauuu XmmMuyeckux seluecTs, Ha 10 % npesbiwatowme LC50,
YCTaHOBJ/IEHHYIO B OMbITE A1 B3POC/bIX 0C06el, unn meHee 10 mr/n. MakcMManbHas UCMbITyeMast KOHLEH-
Tpauusa gomkHa coctaBnaTe 10 % 3HauveHus 1 C50 Ans ocobeil, HaxoAsLLKXCA Ha IMUYMHOYHO/HENonoBo3pe-
NOW cTagun pasBuTUS.

7.3 KoHTpoO/b

7.3.1 [JONO/THUTENBHO K UCMbITYEMbIM KOHLEHTPaLUsiM CTaBAT KOHTPO/b Ha BOAy AN pa3BefeHus (He
MeHee 4yeTblpex NOBTOPHOCTEN) U NpU He06XOAMMOCTY KOHTPO/Ib Ha pacTBoOpuTENb (HE MeHee YeTbipex no-
BTOPHOCTEN). B UCMbITAHNM UCMOb3YOT TO/IbKO NMPOBEPEHHbIE PACTBOPUTENN A1 UCK/IOYEHUA CTaTUCTUYE-
CKV 3HAYMMOTO BANAHWA Ha NapaMeTpbl UCMbITAHUSA.

7.3.2 Ecnun ucnonb3yeTcs pacTBOpUTesb, TO €r0 KOHeYHas KOHUEeHTpauus He Ao/kHa npesbiwaTb 0.1
mn/n [38]. n oHa foMmKHa GblTb OAMHAKOBOWM BO BCEX UCMbITATEbHbIX KAMepax, 3a UCK/IIOUYEHNEM KOHTPO/S Ha
BOAY ANS pa3BefeHus. OQHaKo No BO3MOXHOCTY Takoii pacTBOPUTE b HE UCMO/b3YT UK UCNOJb3YIOT Ero B
MUHVMasIbHOM KOHLeHTpauum.

7.4 MepuogMUYHOCTL aHANUTUYECKUX ONpeaeneHnii u n3mMepeHuii

7.4.1 XUMWNYeCKUi aHann3 KOHLEHTpauuii NCMbITYemMOoro BeliecTBa MPOBOAAT A0 Havana UCMbITaHUs
AN NPOBEpPKN COOTBETCTBUSA KPUTEPUAM NMpUemMsieMoCTh. Bce NOBTOPHOCTU aHa/IM3NPYOT MO OTAE/IbHOCTU B
Hauasne n KoHue ucnbiTaHusa. Bo Bpems vcnbiTaHUsA ofHa NMOBTOPHOCTb Ha KaXAyl MCMbITYyEMYIO KOHLEHTpa-
LMo aHann3nmpyeTcsa He MeHee OAHOro pasa B Hefesto, U3MEHAACh CUCTEMATUYECKN MEXAY NMOBTOPHOCTAMU
(1.2.3.4.1.2,...). Ecnu npo6bl ocTaBNsaloT AN aHannsa Ha 6onee no3gHee Bpemsi, TO CNOCO6 xpaHeHnss Npob
[O/KeH 6bITb NpeaBapuTenbHO BanuavposaH. Mpobbl uabTpyOT (HanpuMep, ¢ ncnonb3osBaHuem unbTpa
¢ pasmepom nop 0.45 MKM) Un LEHTPUDYTMPYIOT 415 rapaHTuM Toro, YTO aHasin3 BbIMOMHAETCS Ha UCTUHHOM
pacTBOpe XMMNYECKOoro BeLlecTsa.

7.4.2 B xofe ucnblTaHNA BO BCEX UCMbITATE/IbHbIX Kamepax U3MepSAlT Takme nokasartesv, Kak cogep-
XaHue pacTBOPEHHOro kucopoga. pH. o6LLyto XeCTKOCTb, NPOBOAUMOCTb, CONEHOCTL (NPK HEO6XOANMOCTH)
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1 Temnepartypy. OAuH pa3 B HeAeso U3MePSAIT Kak MUHUMYM COZepXaHne pacTBOPEHHOrO K1CIopoaa, co-
NEeHOCTb (Npy HEO6X0AMMOCTHN) 1 TEMNepaTypy, B TO BpeMs kak pH. NpoBOAMMOCTb 1 XeCTKOCTb — B Havane

1 KOHLIe ucnbiTaHus. TemnepaTypy XenarenbHO KOHTPOMPOBaTb MOCTOSAHHO Kak MAHUMYM B O4HOW ucnbiTa-
TeNbHOW kamepe.

7.4.3 PesynbTathl AO/MKHbI OCHOBbLIBATLCS HA U3MEPEHHbLIX KOHLEeHTpaumsx. OfHAKO ecnu KOHUEeHTpa-

LMs NCMbITYyeMOro BeLecTBa B XOfe BCEro UCMbiTaHWs B pacTBOPE COXpaHsiach Ha YAOB/ETBOPUTENIbHOM
ypOBHe, Hanpumep B npegenax + 20 % HOMWHA/IbHOW KOHLEHTPaLum, To pe3y/bTaTbl MOryT OCHOBbLIBATLCS Ha
HOMWHANbHBIX UK HA U3MEPEHHBIX 3HAYEHUSIX KOHLLEHTPALMKN UCMbITYEMOTO BELLECTBA.

7.5 HabnwgeHusa n nmepeHus

7.5.1 Ctagus aM6puUOHaNbHOro pasBnTus

Bo3geiicTBre HaunHalOT cpasy xe nocse onJo40TBOPEHNA A0 paclienneHna 6nactogucka u He nosg-
Hee 12 4 nocne onN1o0A0TBOPEHWSA A4/15 TOr0, YTO6bI OXBATUTH CTAANWN PaHHEro 3MOPUMOHA/IBHOTO Pa3BUTUS.

7.5.2 BblnynneHune n BbIXXBaemoCTb

HabnogeHus 3a BbliNynieHVeM U BbDKMBAEMOCTbIO MPOBOAAT HE MeHee OfHOro pasa B CyTKW, U faH-
Hble perncTpupytot. MepTBble 3MOPUOHbI, IMYMHKM U MOSIOAM Pbibbl YAANAIOT cpasy Xe npu obHapyXeHuw,
NOCKO/bKY OHM ObICTPO pasnaralTcs ¥ OKasbiBalOT HeraTMBHOE AelCTBME Ha APYrux pbl6. OCobylo 0CTOPOX-
HOCTb criegyeT cobmogaTb Npu yaaneHnm MepTBbiX 0co6eit, 4Tobbl He yaapuTb 1 hu3nyeckn He NoBpeauTb
npunerawlme K HUM ARLa/NNYMHKN. KOTOpble SIBAAIOTCSH OYEHb XPYNKUMKU U YYBCTBUTE/IbHLIMU KO BCAKOMY
BO3felcTBnio. Kputepumn ruéenu pasnmyatoTcs B 3aBUCMMOCTU OT CTagun pasButus:

- ANA ANl 0COBEHHO Ha paHHWX CTaAWaX, UMeeT MecTo NoTeps NPO3payHOCTU U U3MEHEHME OKpacku,
Bbl3BaHHbIE CBEPTbIBAHWMEM W/MNKN OcaxAeHnem 6esnka, YTo NPUBOAUT K NOSIBAIEHNIO 6E10r0 MaToBOro BHELU-
Hero Buga:

- ANS IMYMHOK Y MOMOAMN Pbl6 HENOABUXHOCTb W/WAWM OTCYTCTBUE AbIXaTeNbHbIX ABWKEHWIA, n/unm oT-
CYTCTBME CepAeyHbIX COKpalleHuii, nyuwm 6enas maroBas okpacka LieHTPasibHOW HepBHOW cucTeMbl, u/uamn
OTCYTCTBME peakuun Ha MexaHudyeckue pasgpaxkuTesnu.

7.5.3 AHOManbHbIN BHELWHWIA BUA

Pernctpupylot Konn4ecTBO IMYMHOK WU Pbi6 C aHOMasbHOW (POpMOli Tena v ONUCLIBAKT BHELLHWIA
BWA, ¥ XapakTep aHoMannin. Heo6xo4MmMo OTMETUTb, YTO aHOMasibHble 3MOPUOHBI U IMYMHKN BCTPEYatTCa 1
B HOpME, U A1 HEKOTOPbIX BUAOB MOTYT COCTaBNATb NOPSAKA HECKONbKMX NPOLEHTOB B KOHTPOse(sX). AHO-
MasibHbIX 0C06€el yaanaT U3 ucnbiTaTeslbHbIX Kamep TO/bKO B ciyyae rmbenu. OgHako aTo MOXeT NpPoTUBO-
peynTb HEKOTOPbLIM MPUHATLIM SIOKa/IbHBIM Npasuiam, 1 ecan 0TMeyalTCa 3HaunTeNlbHble cTpagaHns (C yse-
PEHHOCTbI0 MOXHO MPOrHO3MPOBaTb OUYEHb TSAXKENbIA W NeTanbHbI UCX0A), TO Pbiby NOABEPralT aHeCTE3UUN 1
9BTaHa3nmn cornacHo 5.6.1 1 yunTbIBaKOT Kak rubesnb Npu aHanm3e gaHHbIX.

7.5.4 AHOManbHOe nosefeHne

Mo BHelWHeMy BUAY PErncTpUpyroT aHoOMasiun, Hanpumep runepBeHTUNALMNI0, HECKOOPAMHUPOBAHHOE
naasaHue, aHoMasibHy0 HEMOABMXKHOCTL U aTUNUYHOE MULLEBOE NoBefeHne.

7.5.5 Macca

B koHUe ucnblTaHUA BCEX BbDKMBLUMX PblO6 NoasepralT 3BTaHa3uy (aHecTesnto NpoBoAAT npu oTéope
npo6bl KPOBM) N U3MEPAIOT UHAMBUAYASIbHYIO Maccy Tena (nocne NpomMakMBaHns Hacyxo).

7.5.6 AnnHa

7.5.6.1 B kOHUE UCNbITaHWSA N3MEPSIOT ANNHY Tena y oTAeNbHbIX pbl6 (CTaHAAPTHYH ANMVHY).

7.5.6.2 Pe3ynbTatbl yka3aHHbIX V3MEPEHWU ABNSIOTCA OCHOBOW YacTU UM BCeX CNefylowwmnx AaHHbIX,
nNpvBOANMBIX B OTHETE:!

- o6uas rnéensb:

- 4MCI0 340POBOI PbiGbl B KOHLE UCMbITAHUS;

- BpeMs Hayasia 1 OKOHYaHUS BbLIYM/IEHNS;

- ANMHA 1 Macca BbDKMBLUVX 0COGEN;

- 4yncno AeopMUPOBAHHBIX IMUNHOK;

- 4ynco pblb. NPOABNAAIOLWMX aHOMa/IbHOE MoBefeHNe.

7.6 OT60p pbI6GLI

OT60p pbIGbl MPOBOAAT B KOHLUE UcnbiTaHWs. OTo6paHHYo pbiby NoABepralT aBTaHasum, Hanpumep c
mcnonb3oBaHnem MS-222 (100-500 mr Ha 1 n. 3abydepeHHom 200 mr NaHCOaHa n) unmn FA-100 (4-annun-
2-MeTOKCUEHON: 3BIEHO), Y N3MEPSAIOT CbIPYl0 Maccy Kaxkzoi pbibbl (MOC/e NpoMakmBaHWs Hacyxo) Uaun
NPOBOAAT aHecTesunto, ecnu TpebyeTca oTobpaTh NPo6bl KPOBU (CM. 7.7.2.3).
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7.7 OT6op npob ana aHanusa VTG v onpefeneHns nona
C NMOMOLbIO TMCTONOTMYECKOTO UccneoBaHus

7.7.1 Bclo pbiby 0TOMpalOT 1 NOAroTaBAMBAIOT 415 onpegenerHnsa nona u VTG. nsa onpegenexusa nona
NPOBOAAT MMCTOMOTMUYECKNIA aHAaNN3 Bcel pblbbl. AnA usmepeHusa VTG 6epyT noarpynny He MmeHee 13 16 pbi6
13 KaXkoi NOBTOPHOCTU. Ecnv nonyyeHHble pesynbTaTtbl N0 NOArpynne ABASAIOTCS HeonpeeneHHbIMU, TO aHa-
nun3 VTG npoBoAsT Ha 60/1bLUEM KONNYECTBE PblObl.

7.7.2 Mpouepypa oT60pa Npob ana aHanusa VTG v onpegeneHus noaa 3aBuUCUT OT MeToda aHanmsa
VTG.

7.7.2.1 MeTopg, ¢ roMoreHaToM ro/I0OBHOr0/XBOCTOBOrO KOHLOB A5 aHanunsa VTG

PbIby noggepratoT aBTaHa3vun. [010BYy U XBOCT KaXA0i pbibbl OTAENSIOT OT TeNa cpesamu, caenaHHbIMM
HenocpefCcTBEHHO C3a4W IPYAHLIX NMIABHUKOB U HEnocpeACcTBEHHO C3aAM CMUHHOTO MaBHUKA, C MOMOLLbHO
ckanbnens {cM. pucyHok 1). F0/10BHYI 1 XBOCTOBYH YacTb OT KaXXA0! pbiGbl 06bEAMHSAOT, B3BELUMBAIOT, UH-
ANBUAYaNbHO HYMEPYIOT, 3aMOpaXuBaloT B XUAKOM a3oTe U XpaHAT Ana aHanusa Ha VTG npu Temnepary-
pe - 70 °C v Huxe. YacTb TynoBuLa pPbibbl HYMEpPYIOT 1 hMKCMPYIOT B COOTBETCTBYIOLEM hukcaTope An1s
nocneayroLero ructonornyeckoro aHanmnsa [27]. C ncnonb3osaHnemM gaHHoro metoga aHanusa VTG u ructo-
naTosiorMu OLEHMBAIOT KaXaylo 0Co6b, . TakuM 06pa3oM, BO3MOXHOE U3MeHeHue ypoBHA VTG MOXeT 6bITb
CBSI3aHO C (DEHOTUMMYECKMM NOSIOM Pbibbl UM FTEHETUYECKUM MOIOM PbiObl (AMOHCKOV OpU3UK 1 TPEXUTIoW
Konowku). flononHutenbHas uHdopmauus npusegeHa B npunoxenusax v 4.

Cpes c3aau CNUHHOTO NnaBHUKa

PucyHok 1 — Cnoco6 nNpuroToB/ieHnsi CPe30B pbibbl AN u3meperus VTG
B rOMOreHarte ro/loBHOr0/XBOCTOBOrO KOHLIOB 1 FTUCTOIOTMYECKON OLEHKU CpefHeli yactu

7.7.2.2 MeTof c romoreHaTtoM neyexHu ans aHanusa VTG

Pbiby nogsepratoT aBTaHasuu. MNeyeHb n3BnekarT n XpaHAaT npu -70 °C unu Huxe. PekomeHayemble npo-
Leaypbl ANS U3BMIeYEHNs NeYeHn 1 NnpeaBapuTenbHoli 06paboTku npuseseHsl B TG 229 [40] nnm 230 [41]. 3a-
TeM MeyeHb OT KaXAol pblbbl TOMOrEeHU3MPYIT N0 OTAENbHOCTH, Kak onucaHo B TG 229 n 230. CobpaHHyto
HaJ0CaA0uHYI0 XNAKOCTb UCNOMb3YT ANns udmepeHus VTG ¢ ncnonb3oBaHnem ELISA (cm. gna npumepa Ko-
NINYECTBEHHON OLEHKM Mpunoxexve [ ana naHno-pepuo nnm TG 229 ansa snoHckoli opusun). Cneaysi faHHOMY
noaxogy, Takke MOXHO MMeTb COOTBETCTBYHOLLME AaHHbIe MO kaxk oW pbibe kak No VTG. Tak 1 rMCToN0rn roHag,

7.7.2.3 MeTog, ¢ nnasmoli kpoBu ans aHanmza VTG

OT6MpPaloT KPOBb OT aHECTE3MPOBAHHOI Pbibbl CepAeYHOl NyHKLMel, Cpe30M XBOCTOBOI BEHbI UM XBOCTA, U
LieHTpudbyrnpytoT npu Temneparype 4 "C gns nonyyeHns nnasmbl. 1o NCNoib30BaHNA Naasmy XpaHsaT npu Temne-
patype - 70 °C unm Huxe. Bcto pblby nogsepraioT 3BTaHa3nm U oMKCUPYIOT /15 TMCTOSI0MMYECKOro NCCef0BaHus.
[na cootBeTcTBUA VTG € N0M10M pbibbl NPO6LI MNa3Mbl KPOBU U Pbibbl HYMEPYIOT MO OTAE/IbHOCTY.

7.7.2.4 OnpepeneHve reHeTUYeCcKoro nona

Bronoruyeckyto npoby ANns onpefeneHns reHeTMYeckoro nosa oTéuparwT UHAMBUAYANTbHO OT Kax4oMl
pbIGbI, UMEetoLLLEeli COOTBETCTBYHOLLMI BUAOBOIN MapKep. Y SINOHCKON 0pu3nmn oTOMparoT aHasbHbIA AU CNMHHOM
nnasHVK. B npunoxexnun M npusefeHo nogpobHoe onucaHue, BkaoYas oT6op Npob TkaHel n onpegeneHve
nona c nomolbto PCR-mMeToAa. AHA/IOTMYHO A8 TPEXMIION KOMOLWKM B MPUIOXeHUW K npuBeAeHo onucaHue
oT60pa Npob TKaHu n onpegeneHne nona PCR-meTonoMm.

7.8 WN3mepeHne VTG

M3mepeHue VTG [0/1KHO OCHOBbIBATLCA Ha KOJIMYECTBEHHO N aHA/IMTUYECKN BaNUANPOBaHHOM MeToje.
[omxHa 6bITb NpeacTaBaeHa UHoOpPMaLMsa No BHYTPUIabopaTopHOi 1 MexiabopaTopHOI BapuabenbHoCcTH
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MeTofa, UCMONb3YyeMOro B flaHHol nabopatopuu. MpuunHoli Mex- 1 BHyTpni1abopaTopHOil BapuabenbHOCTH
(BepoATHee BCero) ABMSAIOTCA pas/MuyHble CTaguv passuTvsa B nonynsauum pbl6. C yyeTom BapuabenbHOCTW
onpegenenns VTG 3HaveHns NOEC. ocHOBaHHbIe TOIbKO Ha OfHOI KOHEYHOI TOYKe, criefyeT NHTepnpeTmpo-
BaTb C 6O/bLLOV OCTOPOXHOCTLIO. VIMEKTCA pa3/iMyHble aHaIMTUYecKne MeToabl OLEeHKM crHTe3a VTG Ha Bu-
fAax pblb. UCNOMb3yeMmblX B HAcTosALWeM MmeToge. OTHOCUTENbHO YYBCTBUTE/bHOM M CNeLMdUIYHON MeToLUKOM
npoBefeHNsa N3MepeHus SIBNIAETCA onpedeneHne KOHUeHTpauun 6eska C NoMOL b0 MMMYHOMEPMEHTHOTO
TBEpAodasHoro aHanunsa (ELISA). CnegyeT ncnosb3oBaTb rOMOIOMMYHbIE aHTUTENa (NPOAyLMpOBaHHbIE Ha
VTG y pbibbl TOro Xe Braa) 1 Hanbosnee WMPOKO NMPUMEHSIEMbIE FOMOJIOTMYHbIE CTaH4apTbI.

7.9 OnpepgeneHune nona

7.9.1 B 3aBMCMMOCTW OT npouedypbl oT6opa npob Ana aHanusa VTG uenyo pbiby uam octasLuytocs
CPeAHIo YacTb KaxAol pbibbl NOMeLLalT B NpeABapuTe/ibHO NPOMapKMpoBaHHble kacceTbl A1 TMCTON0r-
YyecKoli NPoBOAKM U (DUKCUPYIOT B COOTBETCTBYHOLLEM (UKCaTOPe A/1A TMCTONOrMYecKoro onpejaenexHus nona
(Npy Heo6Xxo0AMMOCTU TaKxe ANA onpefeneHus ctaguu roHas). PykoBoAacTBO No hukcauumn u 3anmeke npvse-
ZeHo B npunoxeHun E, a Takke B pykoBogctee O3CP no AnarHoCTUke rmcTonatoniorMm roHag, polb. cBA3aHHOM
C 9HJO0KPVHHOW cucTemoli [27]. Mocne npoBoakn o6pasLbl pbibbl 3anMBatoT B napadynuHoBble 6510kn. O6pasubl
pacnonaratT B NMPOJO0/IbHOM Hanpas/fieHun B napaduHoBoM 6so0ke. [lenalT He MeHee LIEeCTU NPOAOSIbHbIX
cpe30B (TOALWMHON 3-5 MKM) BO (DpOHTaNbHO NAOCKOCTU, BKIOYAsA TKaHb roHag U3 06enx roHag oT Kaxaoin
ocobu. MiHTepsan Mexay aTuMu cpesamu AOo/HKeH COCTaBNATb NpUMepHo 50 MkM Ans camuos 1 250 MkM Ans
camok. OiHaKO NOCKOJbKY Kaxablli 610K ByAeT 4acTo BKIOYATL M CaMLUoB 1 caMok (ecnin 6osee ofHol ocobu
3a/IMTO B KaxAbli 6/10K), TO MHTEpBan MeXAy cpe3amMmn B 3TUX 610Kax JO/MKeH paBHATLCS NPUMEPHO 50 MKM
[0 Tex nop, noka He 6yAeT Nony4yeHo He MeHee LIeCTV CPe30B roHaf OT Kaxaoro camua. Nocne aToro nHTep-
Ba/l MeX/y cpe3amu MOXHO YBENNUUTb NpubAn3nTensHo Ao 250 MKM Ans camok. Cpesbl OKpallmBaloT rema-
TOKCU/IMHOM W 303MHOM W MCCeAyloT C NOMOLLbI0 CBETOBOW MUKpockonuu, obpalas ocoboe BHUMaHWE Ha
non (cameu, camka, repmacpoant unu HeguddepeHupoBaHHbie). MepmacpoauT onpegenserca nNo Hanu-
yno 6osee Yyem OHOrO OOLMTa B CEMEHHUKE Ha LIEeCTb NpOaHa/IM3NPOBaHHbIX CPe30B WU cnepMaToreHHbIX
KNeToK (A4a'HeT) B AWYHMKaX. 'nctonaTonornsa n onpefenieHne ctagun sMdHUKa U CeMEeHHUKa He ABATCA
06s3aTesibHbIMU, HO €CNN Takne UCCNefoBaHusA NPOBOAATCSA, TO pe3ynbTaTbl NOABEprawT cTaTUCTUYECKOMY
aHanusy n peructpupytot. CnegyeT OTMETUTb, YTO Y HEKOTOPbIX BUAOB Pbl6 B HOPME OTCYTCTBYET MOSIHOCTHIO
pa3BuMBLUASCA Napa roHag, u MoXeT NpUCYTCTBOBaTb TONbKO OAHA roHaga (Hanpvmep, y SNOHCKON Opusun. a
uHorga vy AaHno-pepuro). Bee Takme HabniogeHNs fOMKHbI 6biTb 3aperncTpupoBaHsbi.

7.9.2 OnpepfenexHune reHeTUYECKOro nona y ocobei ANoHCKOW Opu3nn OCHOBAHO Ha NPUCYTCTBUU UK OT-
cyTcTBuu reHa DMY, onpegensioliero noa camuos, Haxogdlerocs B Y-xpomocome. 'eHOTUNMpoBaHue nosa
Oopu3MM MPOBOAAT CekBeHMpoBaHneM reHa DMY n3 HK. akcTparnpoBaHHOW, HanpuMmep, 13 4acTu aHalbHOro
UAW CNWHHOTO NnasBHUKa. MpucyTcTBue reHa DMY ykasbiBaeT Ha ocobb XY (camel) He3aBUCUMO OT heHOTU-
na. a otcytcteue DMY ykasbiBaeT Ha 0cobb XX (caMka) He3aBMCUMO OT heHoTuna [28]. PekomeHgaLumm Mo
noAroToBke TKaHei n nposegexnio PCR npuBeeHsbl B npunoxenun . OnpegeneHve reHeTMyeckoro nona y
ocobeil TpexMrnol KoMOLWKN Takke BbIMOMHAT ¢ NoMoLbio MeToga PCR. onncaHHOro B npuioxeHunmn K.

7.9.3 O Hanuuumn repmadpoamnToB (CM. pasgen 2) ykasblBalT B OTYeTe.

7.10 BTOpuWYHbIe NoJI0BblE NPU3HAKK

BTOpWYHbIE MNOI0BbIE NMPU3HAKN HAXOAATCS NOL KOHTPOMEM 3HLOKPUHHOW CUCTEMbI Y TakMX BUAOB, Kak
AMNOHCKas OpU3unsi, NO3TOMY HAGMIOAEHUA 32 BHELUHMM BUAOM PbiGbl, €C/IM 3TO BO3MOXHO, NPOMU3BOAAT MO
OKOHYaHUK BO3AECTBMS UCMbITYEMOro BelecTBa. Y camMmoK AMOHCKOV opusun nanuinsipHble 06pa3oBaHns Ha
3a/iHeli YacTy aHa/IbHOro MJIaBHKKA SIBMIATCS aHApPOreH3aBMCUMbIMU NPU3HaKaMu.

CooTBeTcTBYOLWME (hoTOrpaum BTOPUYHLIX NOMOBbLIX MPU3HAKOB y CaMLOB U aHAPOrOHU3UPOBAaHHbIX
camokK npvBegeHsbl B [41].

8 [aHHble 1 oT4eT 0 NPOBEAEHNN UCTNbITAHUSA

8.1 O6paboTka pe3ynbTaToB

BaxHO0, 4TO6bI camblli MOLLHbI/i 060CHOBAHHbI CTATUCTUYECKWIA KPUTEPUIA ONpeaensan KOHEUHYH TOUKY.
MOBTOPHOCTb ABNSETCS 3KCNEPUMEHTaIbHOI eAnHuLEei, HO BapnabebHOCTb BHYTPU NMOBTOPHOCTY BK/IKOYAKOT
B CTATUCTUYECKYI0 NPoBepKy. Biok-cxema ANna NpuHATUA pelleHuns Npu onpeseneHnn Hambonee NoaxoasALLNX
CTaTUCTUUYECKNX KPUTEPMEB NMPK 06paboTKe XapaKTepPUCTVK NOMYYEHHbIX IKCMEPUMEHTaSTIbHbLIX JaHHbIX Npea-
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cTaBneHa B npunoxeHun XX. Ctatuctuyecknii ypoBeHb 3HaunMocTu coctaBnsieT 0.05 AN BCex BKIOUYEHHbIX
KOHEYHbIX TOYeK.

8.2 COOTHOLLEHME MOJIOB U TeHeTUYeCcKuii non

Ecnn 3aBncMMOCTb «f03a — OTBET» MOHOTOHHA, TO COOTHOLUEHUS MOMI0B JO/MKHbI ObITb NpoaHannsu-
poBaHbl Ha 3HauMMocTb OT Bo3gelicTBusi (NOEC/LOEC noaxopn) ¢ Ucnosb3oBaHWeM KpuTepus [)KoHkxuepa —
TepncTpa (kputepus TpeHga). Ecnv BbisiBieHa HEMOHOTOHHOCTb, TO MPUMEHSAIT MeTO/ NapHbIX CPaBHEHWIA.
B cnyyae ecnu BbisiBfieHbl HOPMa/lbHOCTb U OLHOPOAHOCTb AWCMEPCUU, UCMONbL3YIT KpuTepuii JaHHeTa.
Ecnun reTeporeHHOCTb AUCNepcun He BbisIBAIEHa, TO UCNOMb3YIOT KpuTepuii TamxaHa — [aHHeTa. B npotms-
HOM Crly4yae MCMofb3ylT TOUHbIA KpuTepuit MaHHa — YWTHU € nonpaskoil BoHdeppoHn — Xonma. bnok-
CXeMbl. ONKCbIBAIOLLME CTATUCTUKY COOTHOLLEHUSA NOMOB, NPMUBEeAeHb! B NpunoxeHny XX. COOTHOLLIEHUS NOM0B
npeacTaBNaoT B Tabnnuax Kak OTHOLWEHWe KOHLUeHTpauuin = SD y camuoB, caMoK, repmMadpoanToB 1 He-
andbdbeperumnpoBaHHbIX. [lo/mkHa ObITh BblgenieHa cTatucTmyeckas 3HauumocTb. MNpumepsl nprBegeHs! B (2).
FeHeTMYeCKnin NoN Jo/KeH 6blTb NpeAcTaBNeH Kak NPOLEHT (DeHOTUMNMYECKO TpaHchopMauuy nosa caMmuos,
camMmok, repmadpoauToB 1 HeguepeHUNPOBaHHbIX.

8.3 KoHueHTpauun VTG

8.3.1 KoHueHTpauum VTG aHanM3npyT Ha NpeaMeT CTaTUCTUYECKM 3HAUMMOro adphekTa BO34eincTBUs
(NOEC/LOEC nogxog). KpuTepuii laHHeTa 6o/iee NpeAnovTUTeneH, Yem t-kputepuii ¢ nonpaskoii BoHdep-
poHu. Ecnun ncnonb3yeTcs nonpaBka BoHgepoHu. To XxenaTesibHO N0Mb30BaTbLCA Takxke nonpaskoii BoHde-
poHun — Xonma. Heob6xoaymMo BbINOMHUTL log-TpaHchopmauuio 3HadeHnii VTG Ans AOCTUKEHUA HOpMasb-
HOCTU 1 OAHOPOAHOCTU Aucnepcun. lanee, ecnv NoaTBEpPXAaeTCA MOHOTOHHOCTb «KOHLEHTpauus — OTBET»,
TO kpuTepwuit [KoHkxnepa — TepncTpa npeanoyTuTenbHee Nt060ro 13 BbillenepeyncrieHHblx. Ecav nenone-
3yl0TCA t-KpUTEPUU UK KpUTepuii JaHHeTa. TO OTCYTCTBYeT HEOGXOAMMOCTb B MCMONb30BaHUK F-kputepus
ANOVA. [lononHuTesnbHble CBeAEeHUs CM. B 6/10K-cxeme B npunoxeHun X. PesynbTatbl NpeacTaBasioT B Ta-
61vue B BUAe cpefHell KOHUeHTpauum + SD gna camuoB, camok, repMadpoanTos U HeguddepeHunpoBaH-
HbIX MO OTAENbHOCTU. [lo/kHa ObITb BblAeneHa ctaTucTuyeckas 3HauMMOoCTb A1 (DeHOTUNNYECKUX CaMOoK 1
heHoTunmMyecknx camuos. Mpumepsbl NpuBeaeHsb! B [2].

8.3.2 daKTuyeckmMe KoHLeHTpauuy UCnbITYeMOro BeLecTsa

PakTnyeckne KOHLUEeHTpauuuM UCNbITYEMOro BellecTBa B KamMepax aHanunsupylT C NepuoguyHOCTbIO,
ykasaHHol B 5.4.1. Pe3ynbTaTbl NpUBOAAT B TabnnLax B BUAE CPeAHUX KOHLUEeHTpauumii * SD ana 6a30BbiX 3Ha-
YeHWii NOBTOPHOCTEN, a Takke A1 6a30BbIX 3HAYEHWI KOHLLEHTPaLuii ¢ nHdhopmaLmeii o KomyecTse Npob u ¢
BbiNaAaloLWMMN 3HAYEHNAMMN N3 CPeAHMX KOHLEHTpauuii 06paboTkmn BbligensoT + 20 %. MprMepbl NpuBeAeHbI
B [2].

8.4 NIHTepnpeTauus pesynbTaTos

Pe3ynbTathl ncnblTaHWi NHTEepPNPeTUpPyrT C OCTOPOXHOCTbLIO, Korga uamMmepeHHble KOHLUeHTpauun ncnbl-
TyemMoro BellecTBa B UCMbITYEMbIX pacTBoOpaX HaxogATCA Ha YPOBHAX, 6/IM3KUX K npeaeny 4yBCTBUTE/IbHOCTU
aHamTn4yeckoro metoga.

8.5 OTueT 0 NnpoBeAeHUN UCMbITAHUA

OTyYeT 0 NPOBEAEHNN UCMBbITAHNA JO/KEH BKOYATb B Ce65 cnefytoLlyo MHdopmaLmio:

8.5.1 VcnbITyemoe BeLeCcTBO:

- coOoTBeTCTBYLME (PU3NKO-XMMUYECKNE CBOICTBA,;

- XYMuyeckas naeHtTuukaumus;

- [aHHble, BK/OYaloLe YNCTOTY Y aHa/IMTUYECKUt MeTO/ KO/IMYECTBEHHOIO OnpefesieHns ucnbitye-
MOro BellecTsa.

8.5.2 YcnoBusa ncnblTaHus:

- ucnonb3yemas MeToAMKa MUCMbITaHWA (Hanpumep, NpoToYHas nonycratuyeckas/ BoccTaHaB/MBae-
mas):

- AV3aiiH ucnbiTaHNs, BKKOYAA UCMbITYeMble KOHLEHTpaLMmn, cnocob NpMroToBeHNsA CTOKOBbIX PacTBo-
poB (B NPWIOXeHWUN), NEPUOLNYHOCTL BOCCTAHOBNEHNS (YKa3biBalOT COMOOUIN3NPYIOLLNIA areHT U ero KOH-
LeHTpaLmio. Npu UCNosb30BaHnm);

- HOMUHaJIbHble WUCMbITYEMbIE KOHLEHTpauuu, cpeiHme u3MepeHHble 3HaYeHUs U UX cTaHjapTHble OT-
KNOHEHWA B UCNbITATe/bHbIX Kamepax 1 MeTof, C MOMOLLbI0 KOTOPOro OHU 6bin onpeAeneHsb! (MCNoNb3yeMbli
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aHanuTuyeckuii MeTog AO/MKEH ObiTb NPeACTaBNeH B NpuUIoXeHun). [lokaszatenbCcTBa TOro, YTO U3MepeHus
OTHOCATCSA K KOHLeHTpaLuuy UCnbITyeMoro BeLectsa B UCTUHHOM pacTBope;

- KayecTBO BOfbl B UCMbITATE/IbHLIX KaMepax: pH, XecTKoCTb, TeMnepaTypa 1 KOHUeHTpauus pacTso-
peHHOro Ku1ciopoaa,

- noApo6Has nHdopMauus 0 KOpMIeHUM (Hanpumep, TUN KOpMa, UCTOYHWK, CKapMIMBaeMoe Konunye-
CTBO U NEpPUOAMNYHOCTb KOPM/IEHUS, pe3y/bTaTbl aHanm3a Ha npumecu (Hanpumep. MXA. MAY n xnopopraHu-
YeckMx NecTuumaos), Npy He06XoANMOCTH.

8.5.3 Pe3ynbTarhbl:

- [JoKasaTesfibCTBa TOro, YTO KOHTPO/Ib COOTBETCTBOBA/T KpUTEPUAM BasiMjauun: AaHHble Mo CKOPOCTU
BbINYNJIEHNSA NPeACTaBAAOT B Tabnmuax B BUAE NPOLEHTOB Ha KaXAylo NMOBTOPHOCTb M Ha KaxAyl KOHLEH-
Tpauuto. OTMeYaloT BbinagatoLne 3HayeHns U3 KpuTepnes NpUeMsieMocTu (Mpy NpoBeAeHNN KOHTPONS);

- BbDKMBaeMOCTb MpeACcTaBNAlT B BUAE MPOLEHTOB Ha KaxkAyt0 MOBTOPHOCTL U Ha KaXAylo KOHLEeHTpa-
umio. OTMevaloT BbinagatoLne 3Ha4YeHns U3 KpUTepues JOCTOBEPHOCTY (NPU NPOBEAEHUN KOHTPONSA);

- YeTKOe yKaszaHue pesy/nbTaroB, MOSIYYEHHbIX HA Pas/IMyHbIX HabMOAAEeMbIX KOHEYHBIX TOYKAX, BbIXK-
BaeMOCTb 3MOGPVOHOB 1 YCNELIHOE Bblaynaenve, BHELWHNEe aHoManun; AnvHa n macca; nsmepennsa VTG (Hr/r
romoreHara, Hr/Mn naasMmbl UAW HI/MP NeYeHn); AaHHble MO MMCTOMOMMW FoHaA, COOTHOLLIEHWE MOJIoB, reHeTu-
Yyeckuid non; cnyyav nobbiX HEOBbIYHBIX Peakuuii Co CTOPOHbI PbiBbl U KaKUX-TM60 BUAUMbIX 3¢hdeKToB, Bbl-
3BaHHbIX UCMbITYEMbIM BELLLECTBOM.

8.5.4 Pe3ynbTaTthl NPeACTaB/IAT B BUAE CPEAHUX 3HAYEHUIA + cTaHAAPTHOE OTKNOHeHMe (SD) nnm ctax-
fapTHasa owwnbka (SE). CtaTUCThKy ykasbliBalT kak MUHUMYM B Buge NOEC n LOEC u foBepuTeNbHbIX UH-
TepBanoB. PyKoBOACTBYIOTCSA CTaTUCTUYECKON 6M10K-cxemoli (npunoxeHue XX).
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MpunoxeHne A
(pekomeHpyemoe)

OKcnepumMmeHTanbHble ycnosusa gna FSOT (npecHOBOAHbIE BUAbI)

1 PekomeHayemble BUAbI

2 Tun nucnblTaHuii

3 Temnepartypa BoAbl

4 Ka4yecTBO OCBeLLEHNSA

5 NHTEeHCUBHOCTbL CBETA

6 CBeTOBOIi Nnepuog,

7 MUHMUMasbHbIi pasmep
Kamepbl

8 O6beM 1A 3aMeHbl nC-
NbITyeMbIX PpacTBOPOB

9 Bo3pacT TecToBbIX Op-
raHn3MoB B Havase BO3-
nelicteusa

10 Yucno auy B o6paboTke

11 Yncno obpaboTok

12 KofimyecTBO NOBTOPOB
Ha 06paboTky

13 Pexum KopmieHus

14 Aapauus

15 Bopga ana passefeHus

12

AnoHckas opususa (Oryzias
talipes)

MpOTOYHBIA nMAn nonycra-
TU4eckuii

(25 +2) *C

dnyopecueHTHbIe namnbl
(wupokuii cnekTp)

10-20 mxE/M2/c.
540-1080 nk nnun

50-100 dyT-Ka (BHELWHMe
nabopaTtopHble ypoBHM)

12-16 u cBerT.
8-12 y TemHoTa

OTaenbHble Kamepbl [OMX-
Hbl coAepXaTb MUHUMAaSb-
Hbli 06beMm, paBHbIA 7 N
BO/bI

MWHUMYM 5 06beMOoB exe-
[HEBHO

TONbKO YTO ONIOA0TBOPEH-
Hble siuekneTkn (cTagus
paHHeil 6nactynbl)

MuHumym 120

MuHumym 3 (nnwc cooT-
BETCTBYIOLLNE KOHTPON)

MuHumMyM 4 (ecnu pacnpe-
flefieHne KopeHb KBagpart-
Hblli B KOHTpPONN)

XXuBble apTemuu. 3amopo-
XEHHbIE B3POC/Ible CO/IOHO-
BOAHble (MOPCKME) KpeBeT-
KN. XNONbeBUAHbIA KOPM K
T. 4. PekomeHayetcsa Kop-
MUTb AiBa pasa B [leHb

He TpebyeTtcsi, ecnm KOH-
ueHTpauusa DO He cHuxa-
eTca Huxe 60 % Hacbiwe-
HUA

Xopowasa uanm BOCCTaHOB-
NleHHasa Boja € umcToit no-
BEPXHOCTbIO

[Oanno-pepuo (Danio rerto)

MpoTouHbIli nnu nonycra-
TUyeckuii

(27 £2) +C

dnyopecueHTHbIe namnbl
(wunpokuii cnekTp)

10-20 mxE/MA c,
540-1080 nk namn

50-100 dyT-Kg (BHELWHue
na6opaTopHble YPOBHW)

12-16 y cserT.
8-12 y TemHoTa

OTAenbHble Kamepbl [40X-
Hbl cofiepXaTb MUHUMalb-
Hbli 06bEeM, paBHbli 7 N
BOfbl

MWHUMYM 5 06BEMOB €Xe-
[HEBHO

TONbKO 4TO ONNOAOTBOPEH-
Hble sliuekneTkn (cTagmsa
paHHel 6nacTtynbl)

MwuHnmym 120

MuHuMym 3 (naC CoOT-
BETCTBYIOLME KOHTPONN)

MuHumym 4 (ecnu pacnpe-
f[eneHne KopeHb KBagpart-
HbIA B KOHTPO/IN)

CneuunanbHblil KOPM Masb-
KOB, XWBble apTemuun. 3a-
MOPOXEHHbIe B3pocC/ble
CO/IOHOBOHbIE (MOpCKMe)
KPEBETKN, X/I0NbeBUAHbIN
KOpM 1 T.4. PekomeHayeTca
KOpMUTb AiBa pasa B AeHb

He TpebyeTcs, ecnu KOH-
ueHTpauma DO He cHuxa-
etcsa Huxe 60 % Hacoblwe-
HUA

Xopowasa wiM BOCCTaHOB-
fleHHas Boja C YMCTOW mo-
BEPXHOCTbIO

Tpexurnasa KOJTHOLLIKa
(Gasterosteus aculealus)

MpoTouHbIli MAn nonycra-
TUYecknin

(20 £2) *C

dnyopecueHTHble namnbl
(wupokwuii cnekTp)

10-20 MKE/M2/c,
540-1080 nk nnn

50-100 dyT-K4 (BHeWwHune
nabopaTopHble YPOBHU)

16 4 cBer.
8 4y TemMHOTa

OTAefNbHble KaMmepbl JOX-
Hbl cogepxaTb MUHUMasb-
Hblli 06bem, paBHbIi 7 n
BOAbI

MWHUMYM 5 06beMOB exe-
[HEBHO

TONbLKO YTO ONIOA0TBOPEH-
Hble ALeKneTKn

MuHumym 120

MuHumym 3 (nac cooT-
BETCTBYIOLLME KOHTPO/IN)

MuHuMyM 4 (ecnu pacnpe-
[leneHne KopeHb KBagpat-
Hblli B KOHTPONN)

Xusble apTemun. 3amopo-
XEHHbIe B3POC/1ble CO/TIOHO-
BOAHbIE (MOPCKME) KpeBeT-
KN. XNONbeBUAHbIA KOPM 1
T. 4. PekomeHayeTcs Kop-
MUTbL ABa pasa B fIeHb

He TpebyeTcs, ecnu KOH-
ueHTpauna DO He cHuxa-
etca Huxe 70 % Hacoblwe-
HUA

Xopowasa unm BOCCTAHOB-
NeHHas Boja C YMCTO no-
BEPXHOCTbIO



16 MpoaoNXNTENLHOCTL
BO3/[e/ACTBNSA NCMbITYEMbIM
BelLecTBOM

17 brnonornyeckne KoHeu-
Hble TOuKM

18 KpuTepuu npuemnemo-
CTU UCMbITAHNS ANs 06b-
e[IMHEeHHbIX NOBTOPHOCTE
KOHTPO/IEH

60 cyT nocne BblynneHnsa

Pe3ynbTaT  BbIIynneHus.
Makpomopdhonorus Bbl-
XMBLIMX ocobeir. VTG ru-
CTOMOMNA roHaf, TreHeTu-
YecKunii Non. cooTHoWeHne
nosnos

PesynbTar BblnynneHns
6onee 80 %,;

BbDKWBaHWe nocne Bbly-
nneHus 6onee uan pasHO
70%;

pocT (cbipas macca pbibbl
nocne NpoMokKaHus)

6onee 150 wr.

AnvHa (cTaHgapTHas Anu-
Ha) 6onee 20 MMm.
CoOTHOLWWeHne nonos (cam-
LoB uam camok) 30-70 %

60 cyT nocne BblAynneHnsa

PesynbTar BbllyNnNeHns
Makpomopdonorus Bbl-
XuBLIMX ocobeli. VTG -
CTONOMMA TroHaf, TeHeTu-
Yeckuii Mon. cooTHoWeHne
nosnos

PesynbTar BbinynneHus
6ones 80 %:

BbKWBaHWe Mocne Bbly-
nneHus 6onee unnM pasHO
70%;

pocT (cbipas macca pbibbl
nocne nNpoMokaHus)

6onee 150 mr.

AnvHa (cTaHgapTHas Anu-
Ha) 6onee 20 mMm.
CooTHoLeHne nonoe (cam-
uoB vnun camok) 30-70 %
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60 cyT nocne BblNynaeHns

Pesynbtat  BblnynneHus.
Makpomopdonorus Bbl-
XuBLKX ocobeir. VTG ru-
CTONOrNSI roHaf, TreHEeTU-
Yeckuii nMon. CoOTHOLEeHne
nosnos

PesynbTar BblaynneHuns
6onee 80 %;

BbDKWBaHWE nocne BbIy-
nnexHnsa 6onee wnuM pasHO
70 %;

pocT (cbipas macca pblbbl
nocse NPoOMOKaHus)

6onee 150 mr.

AnvHa (cTaHgapTHasa gnu-
Ha) 6onee 20 MM.
CooTHOLWeHMe NonoB (cam-
LoB nnu camok) 30-70 %

13



FOCT 33638—2015

MpunoxeHne b
(pekomeHpyemoe)

XUMUUYecKkme xapakTepucTukn npuemMaemoii Boabl AN pa3BeaeHus

BeuiectBa KoHuenT pauusa
BelecTBo B Buje vacTuy, mr/n MeHee 20
O6Luii opraHuyecknii yrnepog, mr/n MeHee 2
HenoHn3npoBaHHbIA aMMuak, MKr/n MeHee 1
OCTaTOYHbIl X/10P, MKI/N MeHee 10
Obuwee KonmyecTBo hochopopraHMYecknx NecTUUNAoB, Hr/n MeHee 50

O6Lee KOIMUECTBO NECTULNAO0B XNOPOPraHnyecknx

MeHee 50
NA0C NONUXNOPUPOBaHHbIE GUAEHUNbI, HI/N

O6LWNii opraHnyecknin xnop, Hr/n MeHee 25

14
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Mpunoxexne B
(pekomeHayemoe)

PyKoBOACTBO NO UCMbITYEMbIM KOHUEHTpauuam no TG 215

KonuyecTBo KOHUeHTpaumnit ot 100 go 10. uau ot 10 go 1*

1 2 3 4 5 6 7

100 100 100 100 100 100 100
32 46 56 63 68 72 75
10 22 32 40 46 52 56
3.2 10 18 25 32 37 42
1.0 4.6 10 16 22 27 32
2.2 5.6 10 15 19 24
1.0 3.2 6.3 10 14 18
1.8 4.0 7.2 10 13
1.0 25 5.2 7.2 10
1.6 3.7 5.2 7.5
1.0 2.7 3.7 5.6
1.9 2.7 4.2
14 19 3.2
1.0 14 2.4
1.0 1.8
13
1.0

* Cepumn 13 Tpex (unu 6onee) nocnefoBaTefbHbIX KOHLEHTPaLMii MOryT 6biTb BbiGpaHbl M3 COOTBETCTBYIOLLEN
rpacbl. CpefiHMe TOUKM MeXAy KOHLEeHTpauusamu B rpade (X) MOXHO HaiTh B rpadpe (2x+1). MNpuBeAeHHblE 3HAUYEHUS
npeAcTaBnAoT KOHLEHTPaLun, BblpaXeHHble B NpoLeHTax Ha eAnHuly o6bema WA mMaccbl (MUAAUIpaMM Ha i uan
MUKpOrpamm Ha ). 3HauyeHunss MOryT 6bITb YMHOXEHbI UK pasfeneHbl Ha 10, rae kak noaxoamT. Mpada «1» moxeT 6bITb
MCnosb3oBaHa, ec/im NMeeTcs 3HauuTelbHas HeonpeaeneHHOCTb N0 YPOBHIO TOKCUYHOCTH.
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MpunoxeHune I
(pekomeHpyemoe)

PykoBOACTBO NO roMOreHn3aLmmn rolIoBHOM 1 XBOCTOBOW vacTel
OT HEMOJIOBO3PEesbIX faHN0-Pepuno, YepHOro TONCTOroN0Ba,
TPEXUTNOoi KOMKOLWKN 1 ANOHCKOW opu3nn

Lienbio aToro pasgena siBnseTca onucaHvwe npoueAypbl, BbIMOMHAEMOW nepes KONUYECTBEHHbIM OnpefAeneHnem
KOHUeHTpaumn VTG. MOXHO ncnonb3oBaTtb Apyrne npoueaypbl, KOTOpble NPMBOAAT K CONOCTaBUMOL KOMYECTBEHHON
oueHke VTG. HacTosiwumii BapuaHT npeAcTaBnsieT BOIMOXHbIA An3aiiH onpeAeneHus KoHueHTpauun VTG B nnasme Kposu
VAW NeYeHn BMECTO roMOreHara rosloBHOI0 U XBOCTOBOIO KOHL,OB.

Mpoueaypa

1 Pblby nojBepraioT aHecTe3nn 1 3BTaHa3nKM COrNacHO ONUCaHWI0 UCTbITaHNS.

2 OTpesaloT rofIoBy 1 XBOCT OT Ty/1I0BMLLA PbIObl COr/TACHO ONUCAHWIO UCMbITaHUA. B 06A3aTenbHOM nopsifke cnegy-
eT NPOMBbITb Y O4YNCTUTL HaAexalm 06pa3oM Bce MHCTPYMEHTbI, UCMNO/b3yeMble AN NpenapypoBaHuns, 1 pasaenoyHyio
[OCKy (Hanpumep. 96% aTaHONOM) Mexay 06paboTKON KaXAoi OTAENbHON pbibbl, YTOOLI NPefOTBPaTUTL «3arpsasHeHne
npo6 VTG» OoT camMOK UK OT MHAYLUUPOBAHHbLIX CAMLOB K HEUHAYLMPOBAHHbLIM caMuam.

3 OnpepensaT Maccy 06beANHEHHbIX FOJTOBHOW U XBOCTOBOW YacTei OT KaxkA0oW pblbbl C TOYHOCTbIO 40 M.

4 TMocne B3BelMBaHUA 06pas3Lbl NOMeLalT B COOTBETCTBYOWME NPO6UPKM (HanpuMep, Npobupkn AnneHpopda
emMKocTblo 1,5 M) n 3amopaxusaloT npu Temnepartype - 80 X nepeg romoreHusaumeid nam cpasy xe roMoreHusnpyoT Ha
NbAly C UCMO/Ib30BAHNEM [1BYX M1IACTUKOBbLIX NECTUKOB. (MOryT 6biTb MCNO/b30BaHbI ApYrne MeTOo/bl, €C/IN OHWU BbIMO/HSA-
10TCA Ha NbAy U B pe3ynbTarte noslyyaetcs roMmoreHHas macca.) B o6s3atenbHom nopsjake Nnpobypkn Ao/MKHbI 6bITb Npo-
HymepoBaHbl Hagnexalnm o6pa3om Tak. 4ToObl FO/10BHAsA 1 XBOCTOBASA 4acCTb Pbl6bl COOTBETCTBOBA/A NX OTCEYEHHOMY
Tynosuily, KoTopoe 6yaeT Ncnonb3oBaTbCsA ANA TMCTONOMMN FOHaA.

5 Korga romoreHHas macca gocturaeT 3HavyeHusi, B 4-10 pas npesbllLalLero maccy TkaHu, To gobasnstoT 6ydep
ANna romoreHunsauuun' (obpalyaloT BHUMaHWe Ha pasefeHune). MpogonkaoT NPpoBOANTL FOMOreHN3aunio necTukamm, noka
CMeCb He CTaHeT 0HOPOAHOIA.

n pnmedaHune: ﬂﬂﬂ Ka)K,qOVI pbl6b| cnepyet ncnosib3oBatb OTAE/IbHbIE NECTUKN.

6 Mpo6bl NomewaT Ha Nef A0 LeHTpudyrnposaHus, kKOTopoe NpoBoAAT npu Temnepatype 4 'C ¢ 4acToToii Bpa-
weHna 50000 g B TeyeHne 30 MUH.

7 C nomolublo nuneTku nopumm ot 20 go 50 Mk (0TMeYalT KONNYeCTBO) HAA0CAA0UYHOM XNAKOCTN BHOCAT HE Me-
Hee YeM B iB€ NPOGUPKM NyTEM MOrPYKEHUA HAKOHEUHMKA MUMNETKN HUKE XNPOBOro C/10S1 HA NOBEPXHOCTW U OCTOPOXHbLIM
BCacCblBaHMEM Haf0CcafouHOl XMAKOCTU 6e3 xunpa nnu dpakymmn ocagka.

8 TMpobupku xpaHAT npu TemnepaType - 80 'C A0 UCMNOMb30BaHUSA.

* Bydhep romoreHmsaunm:

50 MM Tpuc-HCI pH 7.4; 1% cmecb nHrnéutopoB npoTeas (Signra): 12 mn Tpuc-HCI pH 7.4 + 120 MK cMecu UHTU-
61TOpOB NpoTeas (MM IKBUBANEHTHbLIX CMeECell MHTIMGUTOPOB NpoTeas).

TPWUC: Tpuc-ULTRA PURE (ynbTpa umncTtbiii) (ICN).

KokTelnb MHrmbmuTopoB npoTeas: oT Sigma (49 TkaHeli MnekonuTawwmx). Homep ToBapa (npoaykra) P 8340.

NMpumeuyaHne — Bydep Agna romoreHnsaunm cnegyeT UCNonb3oBaTh B A€Hb €ro NpuroTosnexHuns. Bo spems
1cnosnb3oBaHusa bydep nomewaT Ha nea.
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Mpunoxexue [
(pekomeHayemoe)

PykoBOACTBO A1 KO/IMYECTBEHHOro onpeAesieHna BUTEN/IOTeEHNHA B romMoreHare rosloBHoro
N XBOCTOBOTO KOHLUOB Yy AiaHNO-pepuno

1 MukponnaHweTbl (MUKPOTUTPaALMOHHbIE NAaHLWeThl) (cepTuduunpoBaHHble Maxisorp F96, Nunc, Roskilde fa-
HWS). NpefBapuTeIbHO NOKPbITbIE 5 MKI/M/T @HTU-TMNOBUTENNNH-1AC-aHTUTENaMN AaHN0-PePUO. pa3MopaxnBaioT v nNpo-
MbIBaKOT Tpu pasa bydhepom gns NpombIBaHUS*.

2 [oToBAT cepuiiHble pa3BegeHnsa cTaHgapTa Battelle paHno-pepuno AP4.6.04 (1.18 mr/mn (AAA)) o 0.2; 0.5; 1; 2;
5; 10 n 20 Hr/mn B 6ychepe ana pasBefeHus” , a Npobbl pa3BoAsiT Mo MeHblled Mepe B 200 pas (gna npefoTBpalleHuns
B/IMAHMA MaTpuupbl) B 6ydepe AN5 pasBefeHUs ¥ BHOCAT B SIYHKM NnaHweToB. JTabopaTopHblii KOHTPO/b NPUMEHSAIOT B
[BYX NMOBTOPHOCTAX. 150 MK/ NPUMEHAIOT B KaX0i sivelike. CTaHAapTbl UCMONbL3YIOT B ABYX NOBTOPHOCTAX U NPO6LI —
B Tpex MOBTOPHOCTAX. VIHKy6UPYIOT B TeueHne Houn npu Temnepatype 4 *C Ha welikepe.

3 lMnaHweTbl NPOMbIBaOT NATL pa3 6ydrepom ANS NpPoMbIBaHUS.

4 HRP. KOHblOTMPOEaHHYI0 C AekcTpaHom (Hanpumep, AMDEX.'S, [laHusi) 1 KOHbIOrMPOBaHHbIE aHTUTeNa pasBoaaT
6ychepom Ans NnpombiBaHNA" *; hakTMueckoe pa3pBefeHne oTan4aeTca B 3aBUCMMOCTM OT NapTum 1 Bospacta. 150 Mkn BHO-
CAT B KaXAYI0 NyHKY, U NNaHLWeTbl MHKyOupyloT B TeyeHne 14 npu kKOMHaTHOM TemnepaType Ha Lwelikepe.

5 TMnaHwWweTbl NPOMbIBAOT NATL pa3 6ychepom ANS NPOMbIBAHWSA, U AHO MAaHWeTa TLWaTe/IbHO OYULL AT 3TaHO/IOM.

6 150 mkn TMB nntoc"" BHOCAT B KaXAylo NyHKY. MnaHwWeT nokpbiBaOT OT cBeTa Ponbroi n HabnwogaloT 3a passu-
TMeM LBeTa Ha welikepe.

7 Ecnu akTMBHOCTb (DepMeHTa MOSIHOCTbI0 COOTBETCTBYET CTaH4apTHONM KPpUBOI, TO peakuuio octaHaBnnsatT Ao-
6asnexnnem 150 mkn 0,2M HASO,, B KaXAyH0 NYHKY.

8 lMornowieHne namepsaoT npu 450 HM (Hanpumep, Ha pugepe Ana nnadHweToB Molecular Devices Thermomax).
[laHHble aHanM3npyT C NOMOLLbI COOTBETCTBYIOLLEro NPOrpaMMHOro obecneveHns (Hanpumep, SOFTmax).

Bydep Ans npomMbiBaHMS;

PBS-cToKOBbIi ***' 500.0 Mn

BSA 50r

TBUH 20 5.0mn

pH poBoaaT fo 7.3, ngosoasT H20 Millipore fo 5 n. XpaHat npu Temneparype 4 °C.
Bydep ans passeseHus;

PBS-cToKoBbIVi ®* 100.0 mn

BSA 30r

TBUH 20 1.0mn

pH poBogAaT fo 7.3, nposoaat H20 Millipore oo 5 n. XpaHAT npu Temnepatype 4 ®C.
TMB nntoc ssBNAeTcs «roToBbIM K UCMOb30BaHMI0» cybcTpaTtom nponssoactsa KemEnTec (JaHus). OH 4yBCTBU-

TefleH K BO3eiicTBMIO cBeTa. XpaHAT npu Temnepatype 4 °C.

PBS-cTOKOBBI;

NaCl 160.0r
KH2P 04 40r
Na2HPO04.2H20 26.6r
KCI 40r

pH noBoasAT fo 6.8. ngoBoasT H20 Millipore fo 2 n. XpaHAT Npy KOMHATHOW Temneparype.
17



FOCT 33638—2015

Mpunoxexne E
(pekomeHpyemoe)

PykoBOACTBO MO NOArOTOBKE TKAHEBbLIX CPe30B AN4 onpefeneHnsa nona v ctaguu roHag

Llenbio aToro pasgena siBnseTca onucaHve npoueaypbl, NPOBOAVMON nepep OLEHKON rMcToNorMyecknx cpesos.
MoryT 6bITb MUCNOMb30BaHbI APYr1e Npoueaypbl, KOTOPble AAT aHaNornyHble pesynbTaTbl NpU onpegeneHnn nona u cra-
AWK roHag,. 3a HeKOTOPbIM UCK/I0YEHUEM 3TU NpoLeAypbl aHaN0rMYHbI A5 ANOHCKOW opusun (JMD) n gaHno-pepwuo (ZF).

OBTaHas3us, BCKPbITUE U (hnkcaumnsa TkaHen

Llenu:

1 PbIby noAseprarT 3BTaHa3ny ryMmaHHbIM CNOCO60M.

2 TMpoBoasAT onpefesieHne Macchl Tena u gpyrue Heobxognumble N3MepeHus.

3 OueHnBalT BTOPUYHbIE NOJIOBbIE NPU3HAKN.

4 W3BnekalwT TKaHb Ana aHanusa VTG.

5 ®ukcauuna TkaHu roHag.

Mpoueaypsbl:

1 Pbiba ymepLBAsAOT HENOCPeACTBEHHO Nepej ayToncueid. Ecav B ucnbiTaHUM He yyacTByeT HECKO/IbKO NaTooro-
aHaTOMOB. TO HECKO/IbKO Pbi6 He [O/IKHO YMepLLBASATLCSA OAHOBPEMEHHO.

2 Mcnonb3ysa He6OMbLLO cavok, pbiby N3BNEKAKOT N3 IKCNEPUMEHTANbHOV Kamepbl N NepeHOCAT B TPAHCMOPTHOM
KOHTeliHepe B MeCTO NpPOBefEeHNs ayToncum.

3 PbIby nomewialoT B pacTBop A5 aBTaHasnun. Pbiby BbIHUMAIOT U3 pacTBOpa, Korga npoMcxofuT oCTaHOoBKa Ablxa-
HUA 1 pbiba He pearnpyeT Ha BHELLIHWe pasgpaxuTtesnu.

4 Pbl6y B3BELIVBAKOT BAXHONA.

5 [na npuroToBneHNs TkaHel Ana nposegeHusa aHanmsa VTG pbi6y nomelaoT Ha NPo6GKOBYIO AOCKY Ha NoAcTaBke
npenapoBasbHOW Nynbl.

a) y AaHno-pepuo rosioBy oTpesalT HenocpefCTBEHHO C3aAu rPyAHOro niaBHWKa, a XBOCT OTpes3alT Henocpej-
CTBEHHO €33/} CMNHHOTO NiaBHKKa:

6) y AMNOHCKO 0puU3NKM GPIOLLINHY BCKPbIBAIOT C MOMOLLbIO TLaTeNbHO CAENaHHOro paspesa, NPOXOoAALero no BeH-
TpanbHOW cpefAHell NMHUW GPIOLLINHBI OT TPYAHOro nosica 40 TOYKM HenocpefcTBEHHO K aHycy. Mcnonb3ys He6onblune
LWMNLBI ¥ MaZeHbKNe HOXHWLbl, OCTOPOXHO U3BEKAT NeYeHb.

6 O6pa3subl Ans aHanmsa VTG nomewatoT B npobupku dnneHgopda u HeMeaNeHHO 3aMOpPaXmMBaloT B XXMAKOM as3oTe.

7 TywKy, BKIOYAOLW Y0 roHabl, NOMelwaT B npeaBapuTe/ibHO MapkupoBaHHYo NIacTUKOBYIO KacceTy AN1S TKa-
Hell. KOTOpYI NepeHocsT B (ukcaTop [aBuacoHa unu boysaHa. O6bem ukcaTopa AO/KEH He MeHee yeM B 10 pas npe-
BbIlWaTb 06beM TKaHW. KoHTeliHep ¢ hnkcaTopom OCTOPOXHO NepeMellnBaloT B TeYeHWe NATU CeKyHA, 4Tobbl yaanuTb
ny3blpbKN BO3Jyxa U3 KacceTbl.

8 Bce TkaHu ocTaBnsoT B (hukcatope [13BNACOHA Ha HOYb, 3aTeM Ha CrieAyoLWwnii feHb X MepeHOoCAT B OTAe/IbHble
KOHTelHepbl ¢ 10 % HeliTpanbHbIM GydepHbIM pacTBopoM hopmanvHa. KoHTelHepbl C kacceTaMy OCTOPOXHO nepeme-
LwmnBatT B TeueHne 5 ¢ ana obecneveHuns afeKBaTHOro NPOHNKHOBEHUA (hopMasinHa B KacceTbl.

B) TkaHu ocTalTcsa B hukcatope boyaHa B TeueHue 24 4. a 3aTeM UX nepeHocsT B 70%-Hblii aTaHON.

O6paboTka TkaHel

Lienu:

TkaHN 06e3BOXMBAIOT AN af,eKBaTHOINo NPOHMKHOBEHUA napaduHa:

TkaHu nponuTbIBAOT NapadnHOM ANA NOAAEPXKAHNA LEeNIOCTHOCTM TKaHel 1 NosyyeHns NMPoYHOi MOBEPXHOCTH ANs
NPUroToB/IEHNA TUCTONIOIMYECKUX CPE30B.

Mpoueaypbl:

1 MapkmMpoBaHHble KacceTbl AN1A TkaHel yaansoT u3 cmecn hopMannH/aTaHoN. B KOTOPOI OHWM XpaHWUAWCh, U Kac-
ceTbl NOMeLLalT B KOP3nHY(bl) A4Nna NpoBoAKA. KOp3uHbI 4151 NPOBOAKN 3arpyxarT B ructonpoLeccop.

2 BblbupatoT rpadumk npoBoaku o6pasLos.

3 lMocne 3aBepLUeHNs LyKna NPOBOAKM B IMCTONPOLLECCOpPe KOP3KHY(bl) NEPEHOCAT Ha CTaHLMio napadViHOBOM 3a/IMBKN.

3anueka

Lienb:

MpaBnnbLHO pacnonoxuTe obpasel B 3aTBepAeBLLeM napadurHe 415 NPUrOTOB/IEHNS TMCTONOIMYECKUX CPE30B.

Mpouepypsbl:

1 Kop3uHy(bl) C KacceToi n3BnekalT U3 npoLeccopa u NorpyXatT B 3ano/IHEHHYO napaHOM nepeaHIol kamepy
TEPMOKOHCO/N CTaHL MK napatuHOBOI 3a/IMBKW, WAWN KacceTbl NEPEHOCAT B OTAe/bHbIV napaduHOBLI/ HarpesaTtesb.

2 TMepBylo KacceTy, NpegHasHauYeHHylo AN 3anuBKW, U3BMEKaloT U3 nepefHeli kamepbl TEPMOKOHCONN Unu napa-
dhmHoBoro HarpeBatens. KpbiliKy KacceTbl CHUMaIOT 1 0T6packiBatloT, a MapkMpOBKY kacceTbl MPOBEPSAOT HA COOTBETCTBME
no KaxAol pbibe ANa npeaynpexaeHns BO3MOXHbIX PACX0XAEHWA [0 3a/UBKH.
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3 BblbupatloT hopMy ANS 3a1UBKM COOTBETCTBYHOLLEro pasmepa.

4 dopmy gepxat nepef HOCUKOM A03MpPYHOLLEel KOHCONN W 3aMOIHAIT pacniaBneHHbIM napaguHoM.

5 O6pasel M3BNEKaT U3 KacceTbl U MOMELLAIT B pacniaBfieHHblil napaduH B popme. Takyo npoueaypy nosTo-
patoT ¢ 4-8 obpasuamu Ans Kaxao opmMbl AN5 3a1MBKM napadmHom. MonoxeHne Kaxaol pelobl 0OTMEYaoT pacnosoxe-
Hvem pbi6bbl Ne 1Ha 180' no oTHOLWeEHUIO K pbibam 2 — 4a.

6 [l06aBNAI0T 4ONONHUTENBHOE KOIMYeCTBO NapaduHa A NokpbiTUs obpasua.

7 ®opmy C KacceTamy NOMeELLAIOT Ha OXaXAaoLyt0 NI1acTUHY KPUOKOHCOMN.

8 lMocne 3atBepgeBaHus napaduHa 6710k (T. e. 3aTBepAeBLUnii napadviH, cofepxalluii TkaH 1 KacceTbl) U3Bne-
KaloT 13 hopmbl.

MpurotoBneHne rmcToNornyeckux cpesos

Liens:

Cpenatb U NPUroTOBUTbL TMCTONOTMYECKME CPe3bl A1 OKpallnBaHUs

Mpouenypsbl:

1 HauanbHyto pasy MMKPOTOMUU Ha3bIBAKOT «06/IMLOBKON» 1 NPOBOAAT CNefyolnM o6pa3om:

a) napaduHoBbIli 610K ycTaHaBAMBaOT B NATPOH MUKPOTOMA;

6) NaTpOH NPOABUraloT BpaLleHNeM Koneca MUKPOTOMa, U TO/ICTble Cpe3bl Bbipe3atoT ¢ napactHOBO NOBEPXHOCTH
6/10ka 40 TeX NOp, HOX He JOCTUTHET 3aUTbIX TKaHeil;

B) TO/ILLMHY CPe3a Ha MUKPOTOME yCTaHaBAMBaOT MexAay 3-5 MkM. MaTpoH NpoABUraloT v fenalT MHOTOUYUC/IEHHbIe
cpe3sbl ¢ 6510ka 415 yaaneHns nobbix apTeakTos, NOABUBLLMXCS HA MOBEPXHOCTY cpe3a TkaHW BO BpeMs rpy6oi o6pesku;

r) 610K yAansoT U3 naTpoHa 1 NoMeLLatT NULEeBOI CTOPOHOI Ha nej A/1a 3amMmadnBaHus TKaHew.

2 Cnepgylowum atTanoM MUKPOTOMUN ABNSETCS OKOHYaTelbHOEe NPUroTOB/EeHWEe CPe30B 1 NOMeLLeHne CPe30B TKaHu
Ha npegMeTHble cTekna. [laHHble npoueAypbl NPOBOAAT caeAylowmum ob6pasom:

a) ecnu 610K 6bln NOMeLLeH Ha Ned. To 610K yAanaoT co NbAa W NoMeLLaloT B NaTPOH MUKPOTOMa,;

6) ycTaHaBnMBalT TONLMHY CPE30B Ha MUKPOTOMe B 3-5 MKM. NaTpOH NpoABUraloT BpalleHneM Koseca MUKpPOTO-
Ma. cpe3bl cpe3atoT ¢ 6/10ka, Noka He NonyveHa «/1eHTa», cojepxallas He MeHee OfHOro NpuemseMoro cpesa, Bkiwva-
towero roHagpl. (Mpu Heo6xoAMMOCTY B MpoLiecce NPUroToBeHNA Cpe3oB 610K yAanaloT U3 NaTpoHa, NoMeLLalT Ha fej,
[ANA 3aMaymBaHuns TKaHel 1 3aMeHAT B NaTpoHe);

B) Cpe3bl MOMeLLalT Ha NJ0CKY0 NOBEPXHOCTb BOAbl B BOASHOWN 6aHe. MNpegnprHMMAalOT NONbITKY MNONYYATb XOTH
6bl. OUH Cpes, He cofepxallnii HepoBHOCTEN U Ny3bIPbKOB BO3AyXa NOJ HUM;

r) Ha nNpejMeTHOe CTeKN0 MWKpOCKona MoMelalT Hauayylunii cpes, KOTOpbI NOAHUMAKOT U3 BOAbI, UCMO/Mb3Ys
cTekn0. DTOT NPoLEece Ha3biBaeTCa «huKcaLmnein» cpesa Ha CTeKNe;

[l) TOTOBAT Tpu cpes3a AnA psaga pbi6. Bropoit u TpeTtuii cpesbl 0TOMPIOT C MHTepBanom B 50 MKM OT nepBoro
cpesa. Ecnn pbibbl He 3annTbl C UX FTOHAJaMu Ha TOM Xe caMOM YPOBHE NMpPUroTOB/IEHWA Cpe3oB, TO criegyeT npu-
roTOBUTb elie HeCKO/IbKO Cpe30B A/ NO/lyYeHWs He MeHee LecTW CPe30B, BKIYAOLWMNX FroHaAbl, NONYyYEHHbIe U3
KaxaoW pbi6bl;

€) mMapKkepoMm, A/18 CTEKON HAHOCAT HoMep 6/10Ka, U3 KOTOPOro 6GblN0 MOYYEHO CTEKO;

X) CTek/10 NoMeLLaloT B NOACTaBKY 418 OKpallMBaHWs;

1) 610K yaansaoT U3 natpoHa u nomeLLalT NNLEeBOi CTOPOHON BHWU3 Ha XpaHeHue.

OkpaluviBaHne, NOKPbITUE MOKPOBHBLIM CTEK/IOM U MapKMPOBKa CTEKON

Lienu:

1 Cpesbl oKpalwmvBatT /15 TMCTONOTMYECKOr0 NCCNeA0BaHUS.

2 ['epMeTWYHO 3aKpblBaKOT NOArOTOB/IEHHbIE W OKpPaLlEHHble TKaHW.

3 VigeHTnrumpyoT oKpalleHHble cpe3bl CNoco60M, o6ecneynBatoLLLM NOHY0 NPOC/IeXMBaeMOCTb 06pasLoB, Ha
ANUTeNbHbIA Nepuoj BpemMeHu.

Mpoueaypsbl:

1 OkpalumBaHue:

a) cTekna BbICYLIMBAIOT Ha BO3AyXxe nepef okpalumBaHUeM:

6) cpe3bl OKpalIMBalT reMaToKCUINH-303UHOM.

2 T1OKpbITVE NOKPOBHbLIM CTEK/IOM:

a) NOKPOBHbIE CTEKNA MOXHO HAHOCUTb BPYUYHYIO MW aBTOMAaTUYECKH;

6) cTekn0 norpyxatoT B kcunon unam TissueClear. n n36biTok kennonal TissueClear oCTOPOXHO yAansoT cO CTEKNa;

B) npn6an3nTensHo 0.1 MN UKCMpyroLwWwein cpesibl HAHOCAT 6IMXKE K KOHLY CTekna, NPOTUBOMOM0XHOMY 3aMOPOXEH-
HOMY KOHLlY WM Ha NOKPOBHOE CTeK/0;

r) NOKPOBHOE CTEK/I0 HAK/MOHSIIOT Mo HeGOMbLWMM YT/IOM NPU HAHeCEHUU Ha NpeaMEeTHOe CTEK/0.

3 MapkupoBka,

a) Mapk1poBKa KaxAoro crekna fo/kHa cogepxaTb ciedyoLlyto nHopmaumio:

- HaumeHoBaHue nabopaTtopuu;

- BUAbI;

- o6pasey Ne /CTekno N«

- XMMu4eckoe BelecTBo / obpaboTaHHas rpynna;

- para.
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Mpunoxexnune X
(pekomeHpyemoe)

Crtatuctuyeckas 670k-cxema ANA aHann3a BUTeN/IoreHnHa
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Mpunoxexne N
(pekomeHayemoe)

CtaTtuctunuyeckas 610k-cxema aona aHannu3a COOTHOLWEHUA NoMoB
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Mpunoxenne K
(pekomeHpyemoe)

PyKoBOACTBO Mo 0T60pPYy Npo6 TkaHell Ans onpefeneHns reHeTUYecKoro nona
M ANS onpefeseHns reHeTuYeckoro nona c nomouibio PCR-meToga

OT60p Npo6 TKaHel, NOATOTOBKA M XpaHeHWe nepej onpefeseHNeM reHeTn4yeckoro nona ¢ nomouibto PCR
y opu3umn (NoarotosneHo Jlabopatopueit BoAHbIX opraHusMmoB n3 Bayer CropScience AG)

1 AHanbHbIN UK CAUHHOW MNABHWUK CPE3aK0T TOHKUMU HOXHULAMU Y KaXAO0NA OTAENbHOI pbibbl 1 MOMeLLaloT B Npo6up-
Ky. 3anonHeHHyto 100 mkn 6ydepa ansa akcTpakuun 1 (nogpobHee o noarotoske 6ydhepa cM. HKe). HOXHMLbI XOPOLLO ounLa-
10T noc/ie 06paboTKM KauKO0W PblObl B XMMUYECKOM CTakaHe ¢ AUCTUANNPOBaHHOW H20 1 BbicylwinBaloT 6yMaXHOW candeTKoiA.

2 3aTeM TKaHW NaaBHUKA FOMOTreHWU3NpPyT C MOMOLL b0 Te(hIOHOBOrO NecTuka B MMKponpobupke ans nusuca kne-
TOK. NS KaxAol Npo6upKM MCMONb3yOT HOBbLIM NeCTUK AN NpeaynpexaeHns No6oro 3arpasHeHns. MNecTuku nomeluarT
Ha Houb B 0.5M NaOH, npombiBaloT B TeueHne 5 MUH B ANCTUNANNPOBAHHOK H20 1 XpaHAT [0 UCNONb30BaHWs B 3TaHoO/e
VAN CTEPUNbHLIMU NOCNE aBTOKNaBNPOBaHNUS.

3 Takxe TKaHU NNaBHUKA MOXHO XpaHuTb 6e3 Gydepa Ana akcTpakuuy 1 Ha cyxom ibAy ¥ 3aTem npu Temneparype
- 80 "C B xonoaunbHuke AN npegynpexaenns paspylwenns AHK. Ho akcTpakumsa npoxoauT nydlle, ecan 0AHOBPEMEHHO
akcTparupytoT AHK (06paboTka cm. Bbiwe: 06pasubl OTTauBaloT Ha /ibay Nocse xpaHeHus npu Temnepatype - 80 "C go 3a-
NosIHeHMA NPo6Kpok 6ydepom).

4 Tocne romoreHnsaunn Bce NPO6GUPKM NOMELLAIOT HA BOASAHYI0 6aHI0 1 KMUNATAT B TedyeHne 15 MuH npu Temnepa-
Type 100 "C.

5 3atem 1CO mkn 6ychepa ansa akcTpakumm 2 (noapobHee 0 NnoAroToBke bydiepa CM. HKE) BHOCAT MUMETKON B KaXayto
npo6upky. O6pasLibl XpaHAT NpU KOMHATHOI TeMnepaTtype B TedeHne 15 MUH 1 NepuoanYeckn OCTOPOXHO BCTPAXMBAIOT PYKOIA.

6 lMocne aToro Boe NPo6GMpPKM NOMeLLalT Ha BOASHYI0 6aHI0 U CHOBA KMMATAT B TeyeHue ewle 15 MuH npu Temne-
patype 100 “C.

7 Mpob6upkn 3amopaxusaloT npu Temnepartype - 20 'C Ao cnegytoLwero aHanmsa.

Mpurotosnexne 6ydepa:

1 PCR-6ydcpep 1:

a) 500 mr N-naypouncapko3uHa (Hanpumep. Merck KGaA. Darmstadt. GE);

6) 2 mn 5M NaCl;

B) A0 100 mMn guctunnmpoBaHHoii H20.

3aremM aBTOKNaBUPYIOT.

2 PCR-6ydep 2:

a) 20 r Knnekca (HanpumMep Biorad. Munich. GE):

6) JatT HabyxHyTb B 100 M1 guctunampoBaHHoi H20.

3aTem aBTOKNaBUPYIOT.

OnpepeneHue reHetnyeckoro nona (c ucnonb3osaHnem PCR) y opusuun (nogrotosneHo JSlabopartopuei
BO/AHbIX opraHnsmos n3 Bayer CropScience AG u Universitat Wurzburg Biozentrum)

MoAroToBneHHbIe N 3aMOPOXEeHHble NPO6MpPKK (OnucaHHble B NpeablaylieM pasfene) oTTamBaloT Ha nbay. Mocne
3TOr0 UX LeHTPUyrupyoT ¢ ncnonb3oBaHnem LeHTpudyrn dnneHgopda (30 ¢ npu MakCMMasnbHOWR CKOPOCTH, NPU KOM-
HaTHOW Temnepatype). Ana PCR ncnonb3yloT Npo3payHylo Hafo0CafouHyo XUAKOCTb, OTAENEeHHY OT ocafka. Heobxo-
AVMO MOMHOCTLIO M3beratb nepeHoca cnefos Kunekca (Haxogswmxcs B ocafke) B PCR-peakuuto, NOCKONbKY 3TO 6yaeT
okasblBaTb OTpuLUaTe/IbHOE BANSHUE HA aKTUBHOCTb Monnmepassbl Taq. HagocafouHylo XUAKOCTb NCNOMb3YOT cpasy Xe
WUN XpaHAT B 3aMOPOXEHHOM Buge (Mpu mMuHyc 20 \C), 1 3aTeM MOBTOPHO OTTaMBalOT B HECKO/IbKO LMKNOB 6e3 Heratus-
Horo Bo3gelicTeua Ha JHK ans nocnegytowmx aHanns3os.

1 TpuroToBreHne «peakunoHHol cmecu» (25 MK Ha Npoby):

O6bem KoHeuHast KoHLeHTpaLuus
AHK-matpuya 0.5 MKn-2 MKN
OxMLUP-6ydep ¢ MaC12 2.5 mMKn 1x
Hykneotugpl (kaxablii 3 pAT®O. aUTO. arTd. oTTO) 4 mkn (5 MM) 200 MkM
Mpsmoii npaiimep (10 MkM) (cMm. NyHKTbI 3-5) 0.5 mkn 200 Hm
O6partHblii npaiiMep (10 MxM) (CM. NyHKTbI 3-5) 0.5 mKkn 200 HM
AMCO 1.25mkn 5 %
Boga (MLP knacc) 80 25 MKn
Taqg E-nonumepasa 0.3 mkn 1.5 Ep.
IOxMLP-6ycep ¢ MgCI2: 670 mm Tpua'HC! (pH 8.8 npu 25 "C).

160mM(NH4)2S04.

25 MM MgC12. 0.1% TsuH 20.
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Ans kaxgoi peakuyun PCR (CM. NyHKTbl 3-5) TpebyeTcs cneyuasnbHblii npaiimep B kayecTBe HOBOW KOMGMHaLWK
TMNa «peakunoHHOW cMecu» 1 afekBaTtHoe Heobxoaumoe konnyectso JHK-matpubl 408 Kaxaoro o6pasua (CM. Bbille).
CooTBeTCTBYlOLME 06BEMbI NEPEHOCAT B HOBblEe MPOBGUPKK C MOMOLLbIO NUNeTkU. MNocne 3Toro Bce NPO6UPKN 3aKpbIBAIOT,
nepemelunBaT (NpubnusutensHo 10 c) u ueHTpudyrnpytoT (10 ¢ Npy KOMHATHO TemMnepaType). 3aTem 3anyckatoT Cco-
oTBeTcTBYyloWMe PCR-nporpammbl. Kpome Toro, NOMMMO OMbITHbIX 06pa3LoB B kax o PCR-nporpamMmMe ncnonb3yoT no-
NOXUTENbHbIA KOHTPONb (CTaHAapTHbI o6pasey AHK (koHTponbHas AHK-marpuua) ¢ N3BeCTHON aKTUBHOCTbLIO U YETKUMU
pesynbTaramun) U oTpuLaTesnbHbIi KOHTPOb (1 MK AUCTUANMPOBaHHOK H20).
2 MoproToBka arapo3Horo rens (1 %) Bo Bpems yukna PCR-nporpammsi:
- pacTBOp KMNSATAT B MUKPOBOJIHOBOW neyun (NpnbaunsnTenbHo 2-3 MUH);
- ropsiynii pacTBop NEPEHOCHT B CneyuanbHyl kamepy Ans ropu3oHTasIbHOro afiekTpodhopesa, HaxoAsALLyOCa Ha
NbAy;
- nNpuMepHO yepe3 20 MUH refib arapo3bl FOTOB K MPYIMEHEHUIO;
- araposHblii renb B 1XTAE-6ydepe xpaHAT 40 okoHYaHua PCR-nporpammbl.
3 PCR-nporpamma gnsa aktuHa
[laHHasa PCR-peakuus npegHasHavyeHa gns jemMoHcTpauum Toro, uto [AHK B npo6e He noBpexpaeHa.
- cneuuanbHblii npaiiMep:
- «M peiictBue 1 (BepxHuii/ npsMoii)» -» TTC AAC AGC CCT GCC ATG TA;
- «M peiicTBre 2 (HWKHWIA/o6paTHbI)» — GCA GCT CATAGC TCTTCT CCA GGG AG.
- Mporpamma:
- 5 MuH npu 95 "C;
- uukn (35 pas):
- feHaTypauus -* 45 ¢ npu 95 "C:
- oTKur -»45 c npu 56 "C;
- anoHrauus -4 1 MuH npu 68 “C;
- 15 muH npu 68 'C.
4 PCR-nporpamma Ans reHos X- n Y-XpoMOCOM
O6pasubl ¢ HenospexaeHHon AHK ncnonb3yoT B AgaHHOW PCR-nporpamme Ansa BbisiBneHnsa X- un Y-renos. AHK
caMLoB lo/KHA nokasaTb OAHY ABOIHYt0 nonocy, a fIHK camok gomkHa nokasaTb OAHY-eAVHCTBEHHYO nonocy (nocne
oKpalwunBaHus 1 renb-anektpodgopesa). B gaHHbIi aHann3 Heo6x0ANMO BKAOUYNTL OAUH NOMOXUTENbHbIA KOHTPONb ANA
camuoB (XY-o6pasel) n oaunH ana camok (XX-obpaseu).
- CneuuanbHblii npalimep:
- «PG 17.5» (BepxHuii/npamoil) - CCG GGT GCC CAAGTG CTC CCG CTG;
- «PG 17.6» (HWkHuiiobpaTHbIl) — GAT CGT CCC TCC ACA GAG AAG AGA.
- Mporpamma:
- 5 MuH npu 95 "C.
- uukn (40 pas):
- AeHatypauuma -* 45 ¢ npu 95 "C;
- omkur — 45 c npu 55 'C;
- anoHrauymsa -¢ 1 muH 30 ¢ npu 68 "C:
- 15 muH npu 68 *C.
5 PCR-nporpamma [fns reHa Y-XpOMOCOMblI B KauyecTBe «KOHTponsa» ana PCR-nporpammbl Ans reHoB X- u
Y-xpomocom:
[aHHasa PCR-nporpamma nposepsieT pe3ynbtaTbl «PCR-nporpaMmbl AN reHoB X- 1 Y-xpomocom». «O6pasLbl cam-
LIOB» A0JIKHbI NOKa3biBaTb OAHY MOJOCY, & «06paslbl CAMOK» He [O/IKHbI NoKa3blBaTb Kakoii-nn60o nonockl (nocne okpa-
LUMBaHUS 1 renb-anekTpodopesa).
- CneuuanbHsblii npalimep:
- «DMTYa (BepxHuit/npamolii)» -¢ GGC CGG GTC CCC GGG TG;
- «DMTYd (HwxHwuii/o6paTHbiii)» — TTT GGG TGAACT CACATG G.
- Mporpamma:
- 5 muH npu 95 "C.
- uukn (40 pa3s):
- AeHaTypauus -» 45 c npu 95 "C:
- oTXur — 45 c npu 56 *C;
- anoHraymsa -* 1 MuH npu 68 "C;
- 15 mMuH npu 68 'C.
6 OkpawmBaHue obpasuoB PCR:
- OkpawwvBatoLuii pactsop:
- 50 % rnnuepuH:
- IOOMMOBATA;
- 1% SOS;
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- 0.25 % 6pomdeHoN0BbI CUHUIA;
- 0.25 % KcuneHumaHon.
B kaxayto npobupky BHOCAT NMMNeTKoN 1 Mk OKpalluMBaloLero pacteopa.
7 CTtapT renb-anekrpocopesa;
- NPWUrOTOBMIEHHbIA 1 % arapo3Hblli reflb NEPEeHOCAT B Kamepy 47151 renb-3nekTpogopesa, 3anosiHeHHy 1xTAE-
GychBpom;
- 10-15 MKn KaXx[oro okpaweHHoro obpasua ans MNMLP BHOCAT NMNeTKON B IyHKYy arapo3HOro rens;
- Takke 5-15 MKN «anHelikn» pasmepoM 1T.n.H. (Invitrogen) BHOCAT NUNeTKOW B OTAENbHYIO NYHKY;
- HaumHalT anekTpodopes npu 200 V;
- yepe3 30-45 MWH OcCTaHaB/MBALOT.
8 WpeHTudmkauus nonoc;
- araposHblil reflb ounLaT B AUCTUNNNPOBAHHOK H20;
- 3aTeM arapo3Hblii refib NepeHOCAT B pacTBOp 6pOMUCTOro aTnana Ha 15-30 MuH;
- nocne 3TOr0 KapTWHY arapo3HOro refs nNpocMaTpuBalT B okHe Y®-cBeTa. HakoHel, o6pasibl aHanu3npyoT B
CpaBHEHWUYW C MOMOXNTENbHO KOHTPO/IbHOW NOMOCOW (MM NON0CaMM) U TUHERKOW».
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Mpunoxexwne 1
(pekomeHayemoe)

PykoBOACTBO Mo oT60py Npo6 TkaHel Ans onpefeneHus reHeTUYeckoro nona
c ucnonb3zoBaHneMm PCR y Tpexurnoii Kotowku

OT60p Npo6 TKaHei n akcTpakyna HK

AHK akcTparnpyoT ¢ MOMOLLbI Pas3/INyHbIX MPOMbILIMEHHO AOCTYMHbIX PEakTMBOB W PYYHbIX WUAN aBTOMaTU3npoO-
BaHHbIX CUCTEM 3KCTpakuuun. MpoTokon, ncnonbayemsblii B naéopatopun CEFAS Weymouth, onucaH Huxe n go6asneHs!
anbTepHaTNBHbIE METOAbI B Cly4yae Heo6Xxo4MMOCTK.

1 Heb6onbluoii kycouek TkaHu (10-20 mr) us gopconatepanbHoil o6nactu (Nocne yganeHus rofiosbl U XBocTa Ans
aHanusa VTG) cpe3atloT TOHKUMU HOXHULaMW Y KaXA0l OTAENbHON pbibbl. TKaHb BHOCAT B NPOGUPKY MW HenocpeAcTBeH-
HO NoMeLLalT BXUAKWIA a30T (AN XxpaHeHusi npu Temnepatype - 80 "C), unu 3anmeatT 70%-HbIM 3TaHO/IOM (AN5 TPaHC-
NOPTMPOBKM U MOC/eAyoLEero xpaHeHus npu temnepatype 4 'C). HOXHULbI O4YNLLAIOT NOCAe KaxAolh pbibbl B 70%-HOM
aTaHosne, 3aTeM B ANCTUNINPOBAHHOI BOAE W BbICYLIMBAIOT CanheTKON.

2 3taHon (ecnu NpucyTCTBYeT) yAansoT acnupauueli, a TkaHb NepeBapuBatloT B TEYEHME HOUM C UCMOJIb30BaHM-
em npotenHasbl K B 400 mkn 6ydepa ATL (Qiagen). ANMKBOTHYIO nopuuto nepesapa (200 Mk1) nepeHocAaT B 96-yHOU-
Hbll S-6n0k (Qiagen) n AHK akcTparupytoT B 96-nyHOYHOM dhopmaTte, MCNOMb3ys aBTOMaTU3NpPOBaHHbIV annapat Qiagen
Universal BioRobot n Ha6op peareHToB Qlamp Investigator BioRobot. AHK antonpytoT B Bogy ¢ 50 mkn IHKasbl 1 Heco-
Aepxauyto PHKasy. Mpu ncnonb3osaHun TBepAabiX TkaHei ana wssnedeHuns OHK (Hanpumep, o6paslibl NO3BOHOYHMKA
UN TPYAHOro njaBHMKa) MOXeT ObiTb HeobxoAuMma romoreHusauus obpasua B nnsupylouwem bydgepe ¢ npuMmeHeHnem
annapara 19 Nn3npoBaHnsa TkaHel FastPrep® unu akBMBaneHTHOW CUCTEMbI AN pa3pyLUeHNs TKaHW.

AnbTepHaTUBHO

a) TkaHb NepeBapuBalOT B TEYEHME HOUM C UCMOMb30BaHMEM npoTenHasbl K B 400 mkn nusmpyowero 6ydepa G2
(Qiagen) n AHK akcTparupytoT n3 200 Mkn nepesapa C NOMOLLbI0 Habopa ANns akcTpakunu AHK u3 TkaHei EZ-1 v aBTO-
MaTU3MpoBaHHOro annapara gna akctpakuyuu AHK EZ-1 unu ¢ nomoLybio MUHKU-Habopa ans akcTpakuum OHK n3 TkaHei.
OHK antounpytoT B 06beme 50 M.

6) TkaHn obpabaTtbiBalOT C Ucnonb3oBaHnem peareHta DNAzol ans akctpakumm OHK. BkpaTue, o6pasubl TkaHel
nn3npytoT B 1 mn peareHta DNAzol B TedeHne 10 MuH B Npoburpke 415 MUKPOLEHTPUMDYTU eMKOCTbI0 1,5 M v 3aTem LeH-
TpudpyrmpyoT npu 13000 06/MVH B TeYeHMe 5 MUH ANS yAaneHns Bcex TBepAblX YacTul. 3aTeM NM3MpoBaHHbI o6pasel,
nepeHoCsT B HOBYIO NPOBUPKY 4715 MUKPOLEHTpUdyrn emkocTblo 1.5 Mn. cogepxatyyto 500 mkn 100%-Horo aTaHona gns
paboT B MONEKYNAPHOI Guonorun, a 3atem LeHTpudyrupyoT npyn 13000 06/MUH B TeueHne 10 MyH Ans ocaxaeHus AHK.
3TaHon ygansaoT u 3amewiatoT 400 mkn 70%-Horo ataHona 4a paboT B MONEKYAPHON 6GMONorun, LeHTpudyrupyoT npm
13000 06/MUH B TeueHne 5 MuH 1 ocafok AHK pactBopsatoT B 50 Mk BoAbl ¢ MonekynsipHoii JHKa3oi n Hecogepxalleit
PHKasy. BHOBb Npu 1CNonb30BaHUM TBEPAbIX TKaHel (Hanpumep, rpyAHOro naaBHUKa) MOXeT noTpeboBaTbCs roMOreHu-
3auusi o6pasua B msvpylolieM Gydepe ¢ npMMeHeHMeM annapaTa Ans nm3npoBaHus TkaHeli lyser FastPrep® unm aksu-
Ba/IeHTHOW cMCTeMbl A5 pa3pyLueHns TkaHn nepeg akcTpakuuein AHK.

3 AHK xpaHaT npu Temnepatype - 20 'C 40 UCNoNb30BaHUA.

MpumevaHne — Bce maHUNynAuUY NPOBOAAT B nepyarkax.

AHanus nonuMmepasHoli uenHoi peakuun (PCR)

AmMnandukauuio NpoBoaAT ¢ ncnonb3osannem 2.5 mkn akctpakta IHK B o6beme peakuyun 50 MK ¢ UCNONb30BaHM-
em npaimepos gna nokyca ldh (kak onucaHo Peichel n gp.. 2004 Current Biology 1:1416-1424):

- npsmoii npaiimep -¢ 5° GGG ACG AGC AAG ATT TAT TGG 3;

- 06paTHbIi npaiimep -» 5' TATAGT TAG CCA GGA GAT GG 3.

CyuiecTByeT MHOXeCTBO MoCTaBLMKOB noaxoasawmx MNLP peakTnsos. MeTog, onucaHHbI HXe, B HacTosALLee Bpe-
Ms ncnonb3yetcs B nabopatopun Cefas Weymouth.

1 MpuroToBneHne «peakLymoHHoli cMecuB (50 MkN Ha obpaseL):

- PeakuuoHHyto cmecb Mastermix rotoBsiT creaylolum o6pa3om. Ee MOXHO NpuUrotoBuTb 3apaHee U XpaHuTb
3aMOpOXeHHOI npu TemnepaType - 20 'C [0 MCNONb30BaHWA. [OTOBAT AOCTATOYHOE KONNYECTBO peakLuOoHHOW cmecu
Mastermix gns oTpuyaTenbHOro KOHTPONs (TObKO BOAA A1 paboT B MONEKYNAPHON 6uonorun).

O6bem KoHeyHasi KoHUeHTpaLms
(cToKOBbIV KOHLEHTpPAT )/06paseLl,
PeakunoHHbI 6ydep 5xGoTaq® 10 mkn 1x
MgCl2 5 mkn (25 mm) 2.5 MM
Hykneotugbl (AT®. gUT®. ol TO, aTTP) 0.5 mkn (no 25MM kaxgoro) 250 MkM Kaxzaoro
Mpsamoli npaiimep 0.5 mkn (0.1 HMOnb/MKN) 2.0 MkM
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O6paTHbIil npalimep 0.5 mkn (0,1 mons/ mkn) 2.0 MkM
Boga ans paboT B MONeKynApHONR 6uonorumn 30.75 mkn
GoTag nonumepasa 0,25 mMKn 1.25 Eg.

- BHoOCAT 47,5 MKN B MapKMpoBaHHYt0 TOHKOCTEHHY nNpo6upky ans MLP BmecTumocTbio 0.5 mn.

- flo6asnsAwT 2.5 Mkn ounweHHoin AHK B MapknpoBaHHY0 Npo6upKy. YKasaHHble MaHunynsuMm noBTOPAT ANA
BCeX 06pas3LoB 1 OTpULATENbHbIX KOHTPONEN.

- MokpbiBalOT 2 KanAsAMU MUHepasbHOro Macna. AnbTepHaTUBHO UCMONb3YIOT aMmnandurkaTop ¢ nogorpesaemMoi
KPbILLIKOA.

- KpbILK/ 3aKpbIBAIOT.

- Ob6pasubl geHaTypupytoT B amnnudukatope Peltier PTC-225 npu (94 + 2) “C B Te4yeHne 5 MUH C nocneayoowmmm
39 yuknamu npu (94 £ 2)"C B Teuenune 1 MuH. npu (55 + 2) *C B TeueHne 1 MuH. npu (72 + 2) "C B TeyeHne 1 MVH. a OKOH-
yatenbHOe HapalieHue nposoauTca npu (72 + 2)"C B TeyeHme 10 MUH.

2 MpurotoBneHne arapo3Horo rens (2 %-Horo)

TpaguuunoHHo npoaykTbl PCR pa3fensitoT Ha 20 %-HOM arapo3HOM refe, cogepXallemMm 6poMUCTbIN 3TUAMIA. Takxe
MOTYT 6bITb MCMO/Ib30BAHbI CUCTEMbI KANUNIAAPHOTO 3neKTpodhopesa.

- BssewwusaloT 2 r arapo3sbl B 100 mn 1xTAE-6ycdepa.

- HarpesatoT B MMKPOBO/IHOBOW neun (0Kono 2-3 MWUH) AN pacTBOPEHUS araposbl.

- No6aBnsoT 2 kanam 6poOMUCTOro ATUANA [0 KOHEUYHOW KOHUeHTpauuu 0.5 Mkr/ma.

[opsAunii pacTBop NepeHoCAT B yCTPOCTBO ANA 3a/MBKV rens. Fenio faloT BO3MOXHOCTb 3aTBepAeTb.

3 lenb-anektpodopes:

- araposHblii renb NepeHoCcAT B kamepy 4N1a anekTpodopesa n norpyxatoT B IXTAE-6ydep:

- 20 MKN Kaxaoro obpasua BHOCAT B OTAENbHYIO0 /IYHKY, A006aBNSS Mapkep MonekynsapHoi maccel (AHK «anHelika»
100 n.H., Prornega) B 3anacHyto NyHky;

- anekTpodopes npoBoAAaT npu 120 V B TeueHne 30-45 MuH.

4 Bwusyanusauus NnpoAyKToB amnindukauum

Ecnun 6poMuCTbIli 3TMANIA GblN BKIOYEH B arapo3Hblil refb, kak OnMcaHo Bbile, TO NpoAykTbl AHK Bu3yanusnpytoT
nog WCTOYHUKOM Y®-cBeTa. AnbTepHaATWBHO arapo3Hblii renb okpallvBaloT, /I0XpbiBasi reflb pas6aB/ieHHbIM PacTBOPOM
6pomucToro atnaus (0.5 mkr/mn B BoAe) B TeyeHne 30 MMH nepep BU3yanusaumei.
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Mpunoxexnne M
(pekomeHgyemoe)

PyKOBOACTBO MO NMpoLejype UCKYCCTBEHHOTO ONMOAOTBOPEHUS AN1S TPEXUTION KOIOLWKN

Llenbto aToro pasgena ABAsSETCA onucaHne npoueypbl NOSyYeHUss ONJ0A0TBOPEHHBIX AL EKNeToK TPexXurion Ko-
JIIOLWKM C YY4ETOM MX nucnonb3osaHunsa B FSDT.

Mpouenypsl

MonyyeHne cnepmaTo3ongos OT caML,0B

1 Camua c XOpoLIMM OKpacom 13 TpebyeMoii nonynsuuy noABeprarT aBTaHasnn.

2 CeMEeHHWKMN N3BNeKarT C Kax 4ol CTOPOHbI pPblbbl. CEMEHHNKN 06bIYHO CUIbHO MUTMEHTUPOBAHbI, NPeACTaBAAT
opraHbl Naso4koo6pasHoii hopMbl, KOTOPbIE XOPOLLO BUAHbI HA laTepanbHoi cpeAHel NnHuK Tena. Vicnonb3yoT OAnH 13
crnefyLmnx MeToi0B:

a) C NOMOLLLI0 Napbl TOHKMX HOXHWL, HAUYMHasA C KNoaku, AenawT paspes AauHoi 1,0-1,5 ¢cM nog yrnom nprMepHo
B 45"

6) Ucnonb3ysa ckanbnens, AenanT He6OobLIOoI pa3pe3 B 60Ky pbibbl HEMHOTO €3a4M OT Ta3a U BeHTpasbHee 60KO-
BbIX MACTUH.

3 CeMEeHHMKN U3BJIeKalT C MOMOLLbIO TOHKMX LWKMNLOB 1 NOMELLAlT B Yallky MNetpu.

4 Kaxpbli ceMeHHUK nokpbiBatoT 100 MK/ CBEXENPUroTOB/IEHHOTO KOHEYHOro pacTBopa XaHkca*.

5 CeMeHHUKN MenKo M3MeNnbyatoT, UCMONb3ysA Ne3Bue 6pUTBbI MU cKanbnenb. Takas MaHunynaums npuBoanT K
0CBO6GOXAEHMNIO CEepPMbl, U pacTBOp X3HKCa CTAaHOBUTCA MOJIOYHOrO LBeTa.

' BythepHsblit conesoii pactBop XaHkca (BCPX)

BECPX Heob6xoAauM Ans COXpaHeHWs cnepmbl, nMoka WAeT NoAroToBka K ON040TBOPEHM0. BaxHoe npumevaxune:
XOTSt 6ONbLUIMHCTBO HEOGXOAUMbIX UCXOAHbLIX CTOKOBbIX PACTBOPOB MOXeT GbiTb MPUrOTOBNEHO 3apaHee, CTOKOBbIV pac-
TBOP 5 1 3aTeM KOHEeUHbIi pacTBOp J0/KeH ObiTb CBEXENPUrOTOB/IEHHBIM, T. €. TOTOBUTCA B IeHb NCMO/Ib30BaHUS.

CTOoKOBbIli pacTBop 1:

NaCl - 8.00r,
KCI - 0.40r,
AVCTUNNIMPOBaHHan Boja — 100mn

CTOKOBbIV pacTsop 2:

Na2H P04 (6e3B0oAHbIN) — 0.358;
KH2P 04 - 0.60r;
AuvctunnupoBaHHasa Boja — 100 mn

CTok@§blli pacTeop 3:
CaC ¢ 0.72r,
AvcTunnuposaHHasa Boga — 50 mn

CTOKOBbIli pacTBop 4:
MgS04.7H20 - 1.23r;

AvctunnuposaHHas soja — 50 mn

CTOKOBbIi pacTBOp 5 (CBEXENPUTOTOBEHHbINA):

NaHCO03- 0.35T;
AuncTunnvpoBaHHas Boja — 10 mn
NMpumeyaHue — ECAM MUMETCS B HA/IMYUM HEKOTOPbIE M3 BbllleyKa3aHHbIX CONell, HO C APYTUM COAepXaHuem

BOAbl (T. €. 2HrO BMecTo 6€3BOAHOr0), TO UX MOXHO MUCMNO/b30BaTh, HO CHayana Heo6X0AMMO CKOPPEKTUPOBATL Maccy
C YY4ETOM MONEKYNAPHOI Macchl.

[Na KOHEYHOTO pacTBOpa X3HKCa pacTBOPbl 06bEAVHSIOT B CIeAyOLWEM NOPSAKE:

1 CrokoBblli pacteop 1 1.0 mn
2 CTOKOBbIW pacTBop 2 0.1 wmn
3 CToKOBbIli pacTBop 3 0,1 mn
4 QucTunnumposaHHas Boja 8.6 mn
5 CTOKOBbI pacTBop 4 0,1mn
6 CToKOBbI/i pacTBOp 5 0,1 ™mn

Mepegs UCNONb30BAHMEM XOPOLLO NEepeMeLLBaloT.
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6 XXugkocTb, cogepxallyo cnepMmy, BHOCAT B NPOOMPKY, NbiTasACb UCKIOYNTL Kakne-nnbo parmeHTbl TkaHu ce-
MEHHMKOB.

7 800 MKN KOHEYHOro pacTBopa X3aHKca [06aBnal0T B NPO6GMPKY 1 XOPOLLO NepemeLlvBatoT.

8 Tpu Heob6xoAMMOCTM camel, MOXeT 6biTb 3akOHCepBUpoBaH ukcayuneii B 100 %-HOM aTaHoNe UK Apyrom Tpe-
6yemom cbukcatope. ITo nmeeT ocoboe 3HaueHue, ecnu nccnefoBaHne onpegenseT poauTenbCkoe NPOUCXOXAeHue no-
TOMKOB.

OnnopgoTeopeHune

1 KpynHbiXx 6epeMeHHbIX CamMOK UAEHTUULMPYIOT M3 Tpebyemoil nonynayuu, camku roToBbl K BblAaB/UBAHUIO
VKPbI, TONTbKO KOFAa MOXHO yBUAEeTb siiila, BbiCTynawwue 13 knoaku. FOTOBbIE CAMKU UMEKT XapakTepHy nosy ¢ «npu-
NOAHSATHIM TO/IOBHBIM KOHLLOM>.

2 AKKypaTHO NpoBOAAT yKasaTeslbHbIM MasibLeM WAN GONbLUMM NanbLeM BHWU3 K XBOCTY pbl6bl AN CTUMYNSLUN
BblENEHNA SALEBOrO MeLIKa B NPUrOTOBMEHHYH Yaluky MeTpu. MOBTOPAT C A4PYroil CTOPOHbI M pbby BO3BpallaloT B
pesepsyap.

3 dAilua pacnpegensoT (06pa3ysi MOHOC/ON) C NOMOLLbI0O TOHKOW KMCTOYKM. BaXHO noaBeprHyTb BO3AENCTBUIO
cnepmaTo30Ma0B Kak MOXHO 60/blie UL, NOCKObKY MakcuMu3aunua naowanm noBepxHoCTy suL nosesHa.

MpumeuyaHune — SAiya XpaHaT BNAXHbIMU, NONOXMUB BIAXHY TKaHb BOKPYT HUX (BaXHO YTOGbI AiiLa Heno-
CPeACTBEHHO He Kacanncb BOfbl, NOCKO/IbKY 3TO MOXET NnpexAeBpeMeHHO caenaTb TBepAbIM XOPUOH, 4TO NpeaoTBpaLla-
eT onnofoTeopeHune). CylecTBYOT 60/bLLOV pa3Gtpoc B KOMYECTBE WL, KOTOPOE MOXET NMPOU3BECTU Kaxaas camka, Ho
B CpPeiHEM NpUMepHO 150 AuL, MOXHO 1erKO NONYUYNUTb OT OHO GepeMeHHOI caMKu.

4 25 MKN CnepMbl B CMecK X3HKCa paBHOMEpHO pacrnpefensiioT No Bcelk NOBEPXHOCTH AN, C MOMOLLbIO KMCTOUKM.
Aiya 6bICTPO 3aTBEPAEBAIOT Y MEHAIOT LBET (B TEYEHME 04HON MUHYTbI), KaK TO/IbKO HAUMHAETCS ONI0A0TBOpeHue. Ecnu
pacueTHoe uMcno AuL cocTasnsieT 6onee 150. To Npouesypy NOBTOPSOT. AHANOIMYHO, €CK SiLa He 3aTBEpLEBaloT B
TeyeHue MUHYTHI, TO A06aBbTe HEMHOTO 60/blUe CnepMbl.

MpumevyaHne — ,Cl,oﬁaBneHme 6onblero konuyecTsa crnepmbl Heob6sA3aTeNbHO ynyqywuT nokasaTtesb
onao040TBOPEHUSA.

5 fAiya n cnepme A0/MKHbI 6bITb OCTaBEHbI 4719 B3aMOAENCTBUS HE MeHee YeM Ha 15 MVH. a onno40TBOPEHHbIE
Aiila nomeLLalT B akBapuyMbl, B KOTOPbIX NPOBOAMTCA UCNbITaHUe, B TedeHne 1.5 4 nocne onnofoTBOPEHUS.

6 MMpoueaypy NOBTOPAIOT C UCNONb30BaHWEM APYroil camku, noka He 6yaeT cobpaHo Heo6xoAMMOe KONNYecTBo auL,.

7 OT6UpaloT HeCKO/bKO ANL, U3 nocneAHel napTum u pukcmpytoT B 10%-HOW yKCycHOI kucnoTe.

MopAcyeT n pacnpegenexune AnL, B UCNbiTaTeNbHbIe akBapuyMmbl

1 fAiya Ao/MKHbI GbITb PABHOMEPHO pacnpefiefieHbl Mexay KaxbiM YypoBHEM 06paboTku, 4To6bl M3bexaTtb reHe-
TUYECKOro cmeLleHns. Kaxaylo napTuio oniof0TBOPEHHbIX ANL, pasaensioT Ha rpynnbl paBHOro pasmepa (Ha KonnyecTso
ypOBHeli 06paboTkM) C MOMOLLbI0 TYNOro MHCTPYMeHTa (Hanpumep, LUMPOKUM /1e3BMEM 3IHTOMOOTMYECKNX LUMLO0B NN
6akTepuonornyeckoii netnei). Ecnm B ucnbiTaHuy 4Na kaxaoli 06paboTku nmeeTca yeTbipe NOBTOPHOCTW NO 20 AWL, Kax-
fas. To HyXHO pacnpegenuTb 80 sl B akBapuyMbl, B KOTOPbIX MPOBOANUTCS WUCMbITAHUE.

MpumeyaHne — PekomeHayeTca gobasuTb ewe 20 % auy (To ecTb 96 AnL, B kKaxaylo 06paboTky), noka ecTb
rapaHTus Toro, 4To MOXHO nonyunTb 100%-Hblii NokasaTesnb ONA0A40TBOPEHNS.

2 fAiua KOMoLWKMN OYeHb NoABEePXEHbI TPMOKOBLIM MHDEKLMAM 3a npejenamMu rHesfa, koTopoe oxpaHseT camel,. B
CBA3M C 3TUM OYeHb BaxHa 06paboTka Bcex fnL, MeTUNEeHOBOI CUHbKOI B TeuyeHue nepBbix 5 CyTOK ucnbiTaHusi. CTOKOBBI
pacTBOp METW/IEHOBOW CUHbKM FOTOBAT B KOHLEHTpauun 1 mr/mn n 4o6aBnsoT B akBapuymbl, B KOTOPbIX MPOBOAUTCS UC-
nbiTaHne. YTo6bl NOAYYUTb MaKCMManbHYK KOHEYHYH KOHUeHTpauuto 2,125 mr/n.

MpumeuvuaHne — KOMWOLWKMA HE JO/MKHBI NoABEPraTbCA BOB,quZCTBMPO METWU/IEHOBOW CUHbKY, NOCKO/IbKY nocrne
BbiNynaeHNa ycnokamesawuine CUCTeMbl 4O/TKHbI 6bITb CBO60,CI|HbI OT METW/IEHOBOW CMHbKMN Ha LecTble CYTKWN.

3 Ailya exefHeBHO NPOBEPSIIOT N PETUCTPUPYIOT MEPTBbIE UM HEONTOAOTBOPEHHbIE AliLa.

MpumMmeyaHune — T[loKa OHW BbIYNASIOTCA, Aiilla HAKOTAA HE AO/DKHbI HAXOAUTLCS BHE BOAbl, AaXe Ha O4YeHb
KOPOTKWI Nepnoj BpeMeHMu.
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MpunoxexHune JA
(cnpaBoy4HOE)

CpaBHeHMEe CTPYKTYpPbl MEXAYHAPOAHOI0 AOKYMEHTA CO CTPYKTYPOI HaACTOALWEro ctaHgapTa
Ta6nuuya [OA1

CTpyKTypa HacTosILLero cTaHgapta CTpyKTypa MeXAyHapoAHOTO AOKYMeHTa
Paszpgen Moapasgen Mepeuncnenuns Paspgen Mepeuncnexus

BeepgeHve 1.2 —

1 11 — n —
1.2 — 9 _

2 — — 10 —
21 — Mpunoxexue 1 —

2.2 — Mpunoxexune 1 —

2.3 — MNpunoxeHue 1 —

2.4 — Mpunoxexune 1 —

2.5 — MpunoxeHue 1 —

2.6 — Mpunoxexue 1 —

2.7 — Mpunoxexve 1 —

2.8 — Mpunoxexne 1 —

2.9 — MpunoxeHune 1 —

2.10 — Mpunoxexve 1 —

2.11 — Mpunoxexve 1 —

2.12 — MpunoxeHune 1 —

2.13 — Mpunoxexve 1 —

2.14 — Mpunoxexue 1 —

2.15 — MpunoxeHve 1 _

2.16 — Mpunoxexve 1 —

3 31 — 3 —
3.2 _ 4 _

3.3 — 5 —

34 — 6 —

35 — 7 _

3.6 — 8 —

4 4.1 — 12 —
4.2 — 13 —

5 5.1 — 14 _
5.2 — 15 _

5.3 _ 16 —

6 6.1 — 17 _
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MpopookeHve Tabnmupl JA. 1

CTpyKTypa HacTosLelo cTaHgapTa
Paspen Moppasgen

6 6.2
6.3
6.4

6.4.1

6.4.2
6.5
6.6

6.6.1

6.6.2

6.6.3

7.1
7.1.1
7.1.2
7.1.3
7.1.4

7.2
721
7.2.2

7.3
7.3.1
7.3.2

7.4
7.4.1
7.4.2
7.4.3

7.5
75.1
7.5.2
7.5.3
75.4
755
7.5.6

7.5.6.1
7.5.6.2

7.6

30

Mepeuncnexmns

CTpYKTYpa MeXyHapoHOro AOKyMeHTa

Pa3spgen
18

19

20
21
22

23
24

25

26
27
28

29

30

31

32
33

34
35
36

37
38
39
40

41

42
43
44

Mepeuncnenus
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OkoHuaHVe Tabmmubl JA. 1

CTpyKTypa HacTosLLero ctaHaapTa CTpyKTypa MexAyHapoaHOro AoKyMeHTa

Pasgen Mogpasgen Mepeuncnexnns Paszgen Mepeuncnexuns

7 7.7 — — —
7.7.1 — 45 _

7.7.2 — 46 —

7721 — 47 —

7.72.2 — 48 —

7.722 —_ 49 —

7.72A — 50 —

7.8 — 51 —

7.9 — — —

7.9.1 — 52 _

7.9.2 — 53 —

7.9.3 — 54 _

7.10 — 55 _

8 8.1 — 56 —
8.2 — 57 _

8.3 — — —

8.3.1 — 58 —

8.3.2 — 59 —

8.4 — 60 —

8.5 — 61 —

85.1 — 61 —

8.5.2 — 61 _

8.5.3 — 61 —

8.5.4 — 62 —

Mpunoxexune A
MpunoxeHune b
Mpunoxexune B
Mpunoxexve I
MpunoxeHne [
Mpunoxexne E
MpunoxeHne X
Mpunoxenune N
Mpunoxenune K
MpunoxeHne N

Bubnuorpadus

MpunoxeHwne 2
Mpunoxexue 3
Mpunoxexwue 4
MpunoxexHue 5
MpunoxeHue 6
Mpunoxexue 7
Mpunoxexue 8
MpunoxexHue 9
Mpunoxexne 10
MpunoxeHne 11

NutepaTtypa
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