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Mpeancnosue

Llenn, OCHOBHble NPUHUMNbLI U OCHOBHOW NOPSAOK MNpoBedeHMA paboT No MEeXrocygapCTBEHHOM
ctaHgaptu3aumm yctaHoeneHol B [OCT 1.0-92 «MexrocygapcTBeHHas CUCTEMa CTaHAapTu3auuu.
OcHoBHble nonoxeHusi» n FTOCT 1.2-2009 «MexrocyaapcrBeHHas cucrema cradgaptusauun. CtaHgapTol
MEXToCyapCTBEHHbIe, MpaBwuna, pekoMeHAauuu Mo MEXrocyaapCTBEHHOW craHaapTusauuu. [Npasuna
pa3paboTku, NPUHATUSI, OOHOBNEHNSA U OTMEHbI»

CBeneHus o0 cTaHgapre

1 NOANOTOBNEH ®deaepantHbiM rocyaapCTBEHHbIM YHUTaPHBIM Npeanpuatnem «Bcepoccuiickuin
Hay4yHO-MCCNeaoBaTENbCKUM LEHTP CTaHaapTusauuu, nHdopmauun u ceptudukauumn Cbipbs, MatepuanoB
n Bewecte» (Pryr «BHALCMB»);

TexHn4yeckuM KOMUTETOM Mo cTaHgapTtusauum Ne 339 «be3onacHOCTb Cbipbd, MaTepuanoB U
BeLlecTB» PeaepanbHOro areHTCTBa No TEXHUYECKOMY PerynMpoBaHuio U METPONOTUN

2 BHECEH ®degepanbHbiM areHTCTBOM MO0 TEXHUYECKOMY PEryNIMPOBaHMIO U METPONOTUN

3 MPUHAT MexrocyaapCTBEHHbIM COBETOM MO CTaHZapTu3auuu, METponoruM u ceptudukayuun
(npotokon ot 30 mag 2014 r. Ne 67-I)

3a nNpuHATHE cTaHgapTa nNporonocoBary:

Kpatkoe Koa ctpaHnbl no MK CokpalleHHOe HauMeHOBaHne
HauMeHoBaHue (NCO 3166) 004 — HaLMOHamnbLHOro opraHa no
cTpaHbl no MK 97 craHgaprtusayum

(NCO 3166) 004 — 97
AsepbanigxaH AZ AsctaHgapTt
ApmeHunsa AM MwuHakoHOMUKM Pecnybnuku ApmeHus
Benapycb BY loccraHpapt Pecnybnukn Benapycb
KasaxcraH KZ Foccrangapt Pecnybnuku KasaxcraH
Kuprusus KG KbipreiactaHgapt
MonaoBa MD Mongosa-CtaHgapt
Poccusa RU Poccrangapt
TagxukncrTaH TJ TamxukctaHgapt
TypKMEHUCTaH ™ TypKmeHcTaHgapTnapsi
Y3bekucraH uz Y3craHgapt
YKkpauHa UA [enapTamMeHT TEXHUYECKOTO PerynmpoBaHuns
MWH3KOHOMTOPT

4 Hacroswui ctaHgapT uaeHTuueH mexayHapoaHoMmy AokymeHTy OECD Test Ne 487:2010 In Vitro
Mammalian Cell Micronucleus Test (O3CP, Tect Ne 487:2010 «MukposgepHbii TECT Ha KneTkax
MnekonuTalwmx in vitro»).

[NepeBog ¢ aHrMMINCKOro A3blka (en).

CteneHb cOOTBETCTBUA — nageHTuyHas (IDT)

5 lMpukazom degepanbHOr0 areHTCTBa MO TEXHUYECKOMY PErynMpoBaHUIO U MeTpornorMn ot 29
ceHTa0pa 2014 r. Ne 1233-CT mexrocyaapCTBeHHbln ctaHgapt FTOCT 32635—2014 BBeaeH B 4ENCTBUE B
KayecTBe HauMoHanbHoro craHgapta Poccurickon Pegepauyun ¢ 1 noHa 2015 .

6 BBEJEH BIEPBbIE
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VIngbopmayusi 06 usMeHeHUSX K Hacmoswemy cmaHOapmy ny6nukyemcs 6 exe200HOM UHGOPMayLOHHOM
yKkasamene «HayuoHanbHble cmaHOapmbl», & meKkcm U3MeHeHUl U NOoNpasoK — 8 eXeMeCaYHOM UHGOPMaULOHHOM
yKasamene «HayuoHanbHble cmaHOapmbi». B cny4ae nepecmompa (3ameHbl) unu ommeHbl Hacmosaweao cmaHdapma
coomeemcmsylowee ysedomneHue 6ydem onybnukogaHoO 8 eXeMeCcsYyHOM UHGopMauUOHHOM yKazamene
«HauuoHanbHble cmaHOapmbly. Coomeemcemeytowas uHgpopmarus, yeedomneHue U meKkcmbl pasmewjaromes makxe
8 UHGopMalyUOHHOU cucmeme obuweso nonb3osaHus — Ha ogpuyuanbHoMm calime ®edepanbHo2o0 azeHmcemea no
MexXHUYEeCKOMY peaynuposaHuio U Memponoauu & cemu ViIHmepHem

© CtanaaptuHdopm, 2015

B Poccuiickon depepauuu HacToAWMiA CTaHAApT HE MOXET OblTb MOMHOCTBIO MAWM YaCTUYHO
BOCNPOU3BEEH, TUPAXXUPOBAH M PacnpoCTpaHEH B KayecTtBe oduumanbHOro usgaHusa 6e3 paspelueHus
denepanbHOro areHTCTBa Mo TEXHUYECKOMY PErYNMPOBAHUIO U METPONOTUM
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BBepenne

MukposigepHelin Tect in vitro (MAT) — MeTOa OLEHKU F€HOTOKCUYHOCTU MO BbISIBIEHWIO MUKPOsiaep B
uuTonnasme WHTepdasHbix knetok. Mukposgpa moryT 06pasoBbiBaTb aLEHTPUYECKUE parMeHTbl
XPOMOCOM (T.€. C OTCYTCTBMEM LIEHTPOMEPbI) UNKN LiENbIE XPOMOCOMBI, KOTOPLIE HE CMOCOGHLI MUTPUPOBATL
K nomocaMm Ha cragum aHadpasbl KNETOYHOro AeneHus. MeToa OUEHWBAET KIAaCTOreHHy0 U aHeyreHHyto
aKTUBHOCTb XMMMYECKMX BELLECTB [2, 3] B KNeTKax, KOTOpble MPOXOAAT KNETOYHOEe AeneHne BO BPeMSA UNu
nocrne 3Kcnosuuyun uccnegyemoro sellectsa. [JaHHOe PyKOBOACTBO KacaeTCA MCMONbL30BaHWUSA MPOTOKOMOB
6e3 unu ¢ NnpuMeHeHneM MHrMBKUTOpa akTMH Nnonumepasbl uutoxonasuHa B (LUXB). Jo6asnenue LUXB nepen
n3y4yaemblM MUTO30M MO3BONSET MAESHTUPMUUPOBATL U NPOBOAUTL aHANMU3 YacTOTbl MUKPOSIAEP B KNeTKax,
KOTOpPbIE MPOLUNU OAUH MUTO3, T.K. TAKME KNETKW ABYyAAepHbl [4, 5]. 3TO pyKOBOACTBO TaKKe AaeT onucaHue
npoTokona 6e3 Onoka UWTOKMHE3a NpU YCNOBWUU HaNMUUMA AAHHLIX, YTO aHanuauMpyemasi KreTtouyHas
nonynsuMsa MUTOTUYECKN aKTUBHA.

B pomonHHeHun K wucnonb3oBaHuio  MAT anAa waeHTUdMKaUUM  UHAYUMPYIOLMX MUKPOsigpa
XUMWNYECKNX BELLECTB, LUTOKMHESHBIA BMOK, UIMMYHOXUMUYECKOE MEYEHNE KMHETOXOPOB Unu rubpugmsaums
C LEHTPOMEPHbIMU/TENOMEPHBIMU 30HAaMK (cbnyopecueHTHas rubpuausauus in situ (FISH)) nossonsior
nony4uTb MHAOPMALUIO MO MEXaHU3MaM XPOMOCOMHbIX HApPYLLEHUI u 06pa3oBaHua Mukposigep [6, 7, 8. 9,
10, 11, 12, 13, 14, 15, 16, 17]. MNpoueaypbl MeyeHus u Mbpugnu3auuu MOXHO MCMONL30BATL B Cry4vaskx,
KOrga umeeTcs noBbilleHWe obpaszoBaHuss MUKPOAAEP U UCCNEAOBaTENb XOYET BbIACHUTb, SIBNSIETCA NN 9TO
BO3pacTaHue pe3ynbTaToOM KIaCcTOTE€HHbIX /UMW aHeYreHHbIX COBbITUIA.

Mukposapa npeactaBnsioT coboi HapyLeHUss XPOMOCOM, KOTOPbIE NMePeaalTcs AOYEPHUM KINETKaM,
Torga kak abeppauuMm XpPOMOCOM, aHanmuaupyemble B MeTadasHbIX KreTkax, MOryT He nepeaasartbCs.
MMOCKONbKY BbIABMEHUE MWUKPOSIAEP B MHTEPMA3HbIX KMeTkax [AOCTAaTOMHO OOBLEKTUBHO, COTPYAHUKAM
nabopaTtopuin Heob6xo0AMMO ONpPeaenuTb NPOLUMAa UMM HE NpoLUMa KMNeTka KNeToyHoe AenieHne U Kak MHOro
KNEeTOK coaepxuT mMukposiapa. B pesynbrate aHanu3 npenapatoB NPOBOAUTCA OTHOCUTESNIbHO ObICTPO M
MOXeT ObiTb aBTOMATM3MPOBAH. Ha npakTuke 3TO NO3BONSET aHANU3MPOBATb ThICAYU, & HE COTHU, KNETOK
Ha 9KCMepMMEHTamnbHYK TOYKY, yBenuuuBas cuny metoga. HakoHeu, MOCKONMbKY MMKposgpa MOryT
o6pa30BbiBaTb OTCTaBLUME XPOMOCOMbI, BO3HWKAET BO3MOXHOCTb BbISIBNSITb areHTbl, WHAYLUUpYOLIME
aHeynnouamto, YTo TPYAHO OLEHMBATL B CTaHAAPTHOM TECTE Ha XPOMOCOMHblE abeppauuu, (Hanpumep,
Pykosogcteo OECD 473 [18]). OgHako MAT He no3BonsAeT BbLIABNATL BeWECTBa, WHAYUUPYOLWMe
noNMNIoNANto, OT BELLECTB, KOTOPbIE MHAYLMPYIOT KNACTOrEHHOCTb, 63 cneuumanbHbiX METOAUK, TaKMX Kak
FISH.

MAT - asngetca MeToAOM in Vitro, KOTOPbLIA NPOBOAUTCA HA KYNbTUBUPYEMDLIX KeTKax 4Yenoseka u
rpbi3yHOB. TecT AaeT MOMHOEe OCHOBAHUE WCCReAoBaTb XPOMOCOMHbIE HAPYLIEHUS in Vvitro, NMOCKONbKY
BbISIBNAET KaK aHEYreHbl, TaK U KNacTOreHs.l.

MAT HagexeH u 3(pPeKTUBEH B Pa3fMYHbIX TUNAX KNETOK KakK B NPUCYTCTBUKU, Tak un oTcyTcTBuu LIXB.
MmeeTcs BonbLioe KONMMYECTBO AaHHbIX, NOKasbiBawwmx npuemneMocte MAT npu ucnonb3osaHuu
pasnUYHbIX NMHKUIA KNeTok rpbidyHoB (CHO, V79, CHL/AU u L5178Y) u numdouutos yenoseka [19, 20, 21,
22,23, 24, 25, 26, 27, 28, 29, 30, 31, 32]. Onu BkmovaoT MexayHapogHoe uccnegosaHue no sanuaauumn
TecTa, koopauHupyemoe the Société Francaise de Toxicologie Génétique (SFTG) [19, 20, 21, 22, 23] u
aoknagbl MexayHapoaHbIX COBELUaHM MO reHeTu4eckomy Tectuposanuio [5, 17]. Bce npuemnembie
AaHHble OblnM Takke MNOBTOPHO OueHeHbl B weight-of-evidence peTpocnekTMBHOM BanuAauMOHHOM
uccrneaosaHun EBponeiickoro LeHTpa no sanuausauuu anbTepHaTuBHbIX MeToaoB (ECVAM) Esponerickoi
Komuccum (EC). MeTop TecTupoBaHusa Obln peKOMEHAOBAH Kak Hay4yHo oBocHoBaHHbli ECVAM Scientific
Advisory Committee (ESAC) [33, 34, 35]. WmeloTrcA AaHHbIE NO WCMOMb3OBAHWUIO KIETOYHOW FUHUM
numdobnacTHeIX KneTok yenoseka TKB [36], HepG2 kneTok [37, 38] n nepBUYHbIX 3MOPUOHANBHBIX KIETOK
CUPUIACKOTO XOoMs4YKa [39], XOTS OHM HE NPOXoAuNKM Banuau3auMoHHOe UccrnenoBaHme.
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M EXTIOCYAAPCTBEUHUHUB 1 CTAHODAPT

METO[bI UICMbITAHWSA MO BO3AENCTBUIO XUMUYECKOW NPOAYKLIMK
HA OPFAHW3M YENOBEKA

MukposiaepHbINA TeCT HA KIeTKax MneKonuTarowmx in vitro

OECD guidelines for the testing of chemicals.
In Vitro Mammalian Cell Micronucleus Test

Dara BBeaeHunn — 2015-06-01

1 ObnacTb NnpUMeHeHus1

TecTbl in vitro 06bIMHO TPEBYIOT UCNONbL30BAHMS 9K30FEHHOrO UCTOYHMKA METaboNNYECKON akTuBauumu, 3a
UCKITIOYEHUEM KIIETOK, KOTOpble MEeTabonuMyecku KOMMETEHTHbl B OTHOLUEHUM UCCEeAyeMblX COEAUHEHWN.
Cucrema MeTabonMueckon akTMBaLUM HE MOXET MOJHOCTLIO BOCMPOM3BOAUTL YCIOBUS,, NPUCYTCTBYIOLLME Y
MITeKONUTAaIoOLMX in vivo. CneayeT TwartensHo u3beratb yCroBui, KOTOpbIE MOTYT NPUBECTU K pe3ynbTaraMm,
He OTBeYaloLuM peanbHOW MyTareHHOCTW. [lo3WTuBHbIE pesynbTaThl, HE OTBEYalolme peanbHOW
MyTareHHOCTU, MOTyT BO3HMKaTb BCMEACTBUE U3MEHEHUs pH, 0CMOTUYECKOW KOHLIEHTPALIMK, BbICOKOTO YPOBHS
TOKCMYHOCTU [41, 42]. Ecnn uccnegyemoe BELLECTBO Bbi3biBAET 3aMeHeHue pH cpeabl BO BpeMsA BBEAEHUS B
KyneTypy, pH BOmKHO ObITb CKOPPEKTUPOBAHA, MPEeAnoYTUTENBLHO 3abydepuB UCXOAHBLIM pacTeop. Takum
00pa3om, Bce 06 beMbI NpU BCEX KOHLIEHTPALUMAX U BCe KOHTpONu ByayT MMeTb 0agMHaKoByIo pH.

Ona aHanu3a uMHAYKUMM MUKposiaep HeobXxoaumo, 4TOObl MUTO3bl ObIMM KAk B ONbITHLIX, TaK W
KOHTPOMbHBIX KynbTypax. Ons ananu3a mukposigep Haubonee uHGOPMAaTUBHA SABNSAETCA CTaaus, npu
KOTOPOW KNeTKU NPOLLIn OAMH MMTO3 BO BPEMS UMK NOCNEe BO3AENCTBUA MCCNeQyeMOro BeLecTBa.

2 TepMUHbI 1 onpeaerneHns

2.1 aHeyreH (Aneugen): noboe CcoeauHEHME UMM NPOLIECC, KOTOpble, B3aUMOAENCTBYS C
KOMMNOHEHTamMu uuKna AeneHuss MUTOTUYECKUX U MEHOTHYECKUX KIETOK, NPUBOAAT K aHeYynnouaumn B Knetkax
Unu opraHuaMax.

2.2 aHeynnouagusa (Aneuploidy): nioboe OTKNOHEHME OT HOPMAanbHOrO AuNAOUMAHOro (Mnu
ranfouaHoro) 4uMcrna XpomMoCOM Ha OAHY unu 6onee XpOMOCOM, HO HE HAa MOSHbIN HaGop XPOMOCOM
(nonmnnonaus).

2.3 anonTo3 (Apoptosis): 3anporpammupoBaHHasi KNeTovyHas rmbenb, XapakTepusylowasacsa cepuen
3TanoB, BeAywMX K AEe3uHTEerpauuu Knetok B MemOpaHHO-CBA3AHHLIE YaCTULbl, KOTOpble 3aTem
3NMMUHUPYIOTCA 3aTem paroLMTo30M Unm BbIBPOCOM.

2.4 reHoTokcumueckui (Genotoxic): oOLMI TePMMH, OXBaTbIBAOLWLMIA BCE TUMbl nospexaeHun OHK
UMM XPOMOCOM, BKIHOMAOLLMI paspbiBbl, aaayKTbl, NEPECTPONKM, MyTauun, XPOMOCOMHbIE abGeppauuu u
aHeynnouauio. He Bce Tunbl rEHOTOKCHYECKMX 9(PEKTOB MPUBOAAT K MyTaUMsSM WUNU CTAOWUMbHBLIM
XPOMOCOMHbBIM HaPYLUEHUSIM.

2.5 unpekc nponudepauumn npu uutokuHetnyeckom 6noke (CBPI) (Cytokinesis-Block Proliferation
index (CBPI)): gonst kneTok BTOPOro aeneHusi B 06paboTaHHOI MONynsuMu OTHOCUTENbHO KOHTpOmnsA 0es
06paboTku (cM. hopmynbl B MpunoxeHun A).

2.6 unpekc pennukaumm (RI) (Replication Index (RI)): aons 3aBepLUeHHbIX LIMKMOB KMNETOYHOro
AeneHusi B 06paboTaHHbIX KynbTypax Mo OTHOLUEHUIO K KynbTypam 6e3 obpaboTku B TedeHue nepuoaa
9KCMO3WLMM U BOCCTAHOBNEHUS (CM. hopmMynbl B [punoxerun A).

2.7 untepdasuble kneTku (Interphase cells): kneTkn He B cTagnu Muto3a.

2.8 kuHetoxop (Kinetochore): 6enok cogepxaiyas CTPYKTypa, KOTopas pacriofioXxeHa B LeHTpomepe
XPOMOCOMbI, C KOTOPOW BO BPEMS KNETOYHOro AeneHus CBA3aHbl BOSIOKHA BEpPEeTEeHa, N03BONAIOLWME TOHHO
pacxoauTbCA AOYEPHUM XPOMOCOMAaM K MONI0CaM AO4EPHUX KNETOK.

2.9 knetouyHaa nponudepauma (Cell proliferation): ysenuyeHue uucna kneTtok B pesynbrare
MUTOTUYECKOrO AENEHUS KNETOK.

2.10 knacrtoreH (Clastogen): nioboe coenHeHWe MNU NPOLECC, KOTOpble BbI3bIBAKOT CTPYKTYPHbIE
XPOMOCOMHbIE abeppauunmn B NONyNSLUN KIETOK UM OPraHUu3mMoB.

M3paHue ocuumnanbHoe
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2.11 mukposaapa (Micronuclei): HeGonblume saepHble 06pa3oBaHusA, OTAENEHHbIE OT OCHOBHOIO siapa
knetku, obpasoBaBLumecs BO BpeMa Tenodasbl MUTO3a WM Meno3a B pesynbTare OTCTaBaHUA
XPOMOCOMHBIX (PPaArMEeHTOB UK LIENbIX XPOMOCOM.

2.12 muto3 (Mitosis): aeneHue KNETOYHOro sapa, OObLIMHO noapasgensoweecs Ha npodasy,
npomeTtadasy, metadasy, aHadgasy u tenodasy.

2.13 mutoTnyeckui uHaekc (Mitotic index): oTHoWweHUe uncna kneTok B metadase K obuiemy uucny
KNeTok B Habnogaemon KNeTOYHOW NOoNynAuuu; nokasaTenb KIeTo4HoW nponudepauum B AaHHOW
nonynsauuu.

2.14 mytarennbi (Mutagenic): o6pasoBaHne HacnegyembiX M3MEHEeHWIn NocneAoBaTenbLHOCTU nap
ocHoBaHuin B JHK nnu cTpykTypbl XpOMOCOM (XPOMOCOMHbIE abeppauun).

2.15 HepacxoxpaeHue (Non-disjunction): HapyLLeHUe pacxoXAeHUs NapHbIX XpoMaTua 1 nNpaBUNbLHOM
cerperauMm npu 00pa3oBaHMM AOYEPHUX KNETOK, NPMBOAsSLLUEE K aHOManbHOMY 4MCIly XPOMOCOM B
[OYEpHUX KreTkax.

2.16 oTtHocuTenbHoe Bo3pactaHue konuuyectea knetok (RICC) (Relative Increase in Cell Count
(RICC)): meToa M3MepeHus UMTOTOKCUYHOCTU B MeToAukax, Nnpu KOTOpbIX He ucnonb3yetrca LIXB (cm.
dopmynbl B MpunoxeHuu A).

2.17 otHocuTenbHoe yaBoeHue nonynauuu (RPD) (Relative Population Doubling (RPD)): meTtoq
U3MEepeHus LUTOTOKCUMYHOCTM B METOAMKAX, NPU KOTOpbIX He wucnonb3yerca LIXB (cMm. ¢dopmynel B
MpunoxeHuun A).

2.18 nonunnougusa (Polyploidy): u4ucneHHble HapylleHMs XPOMOCOM B KrleTKax UMM OpraHusmMax,
3aTparuBalowe nosnHbii Habop(bl) XPOMOCOM, B NPOTUBOMOJIOXHOCTb HAPYLUEHUSIM NO OAHOW WIM
HEeCKONbKUM XpOMOCOMaM (aHeynnonaus).

2.19 nponudepaTuBHbii nugekc (Pl) (Proliferation Index (Pl)): meToa uaMmepeHusi LUTOTOKCUYHOCTH
B METOAMKaXx, NPy KOTOPbIX HE ucnonb3yetcs LIXB (cM. chopmynbl B Npunoxxkenun A).

2.20 ueHtpomepa (Centromere): yvyactok OHK xpomocombl, rae aBe XpomaTuibl COEAUHSAIOTCH
BMECTE U B KOTOPOM 00a KMHETOXOpA COEAUHSIIOTCA APYT C APYrOM.

2.21 umtokuHes (Cytokinesis): npouecc KNeToyHoro AeneHus cpasy nocmne mutosa, hopmMupyloLmn
JOYepHUE KNeTKU, Kaxaasa u3 KOTOPbIX COAEPXUT OAHO AAPO.

2.22 untoctatTMyHOCTb (Cytostasis): uHrnbuposaHue pocra knetok (cMm. popmynel B Mpunoxxenum A).

2.23 uMToTOKCUYHOCTL (Cytotoxicity): BpeaHble a(pdeKkTbl HA CTPYKTYPY WM (DYHKUMIO KNETOK, B
KOHEYHOM cyeTe npuBoasaLLmMe K rubenu KneTku.

3 MpuHUMn nccnepoBaHuns

KynbTypbl KNeToK 4enoBe4YecKoro Wim XMBOTHOTO NPOMCXOXAeHus obpabaTbiBalOT UCCneayembim
BELLECTBOM Kak 6e3, Tak M B MNPUCYTCTBUW 3K3OTE€HHOrO WCTOMHMKA MeTabonMuyeckon akTusauumn 3a
UCKITIOMEHWEM KNETOK C aAeKBaTHbIMU 0CODEHHOCTAMMU MeTabonuama. Bo BCce TeCTbl BKMIOYAIOT KOHTPOMMN C
pactBoputenem/pasbaButenem u NO3UTUBHLIE KOHTPONK.

Bo Bpemsa u nocne Bo3aenCTBMS uccneayeMbiM BELLECTBOM  KNETKM AOMKHLI pacTWU Takow nepuoa
BPEMEHMU, KOTOPbIN AOCTaTOMEH ANA hOPMUPOBAHUA U3 XPOMOCOMHbLIX HAPYLUEHUIA U HapYLLUEHWU BepeTeHa
AeneHus Mukposiaep B MHTepdasHbiX knetkax. Ana uHAYKUUW aHeynnouauu BELEeCTBO AOIMKHO OObIMHO
NpUCYTCTBOBaTb BO BpeMa MUTO3a. Mukposapa aHanu3upyloT B (PUKCMPOBAHHBLIX W  OKPALLEHHbIX
UHTepdasHbIX KreTkax. MaeanbHo, MUKposapa cneayeT aHanu3upoBaThb TOJIbKO B TeX Knetkax, KoTopble
328KOHYMIIM MUTO3 BO BPEMS 3KCMO3MLMKM UCCNEAYeMOro BeLlecTBa UNW B T€YEHUE MOCTIKCNOSULUOHHOrO
nepuoaa, ecrnu TakoBoW ucnonb3yetca. B kynbTypax, kotopble oGpabaTbiBaloTr 650kaTopoM LMTOKEHe3a,
3TO AoCTUraeTcs Npyu aHanu3e ABYSAEpHbIX KNneTok. B oTcyTcTBuM 6noka LMTOKMHE3a BaXKHO NokasaTtb, YTO
aHanuaupyemble KNneTku NPOLUNKU KNEeTOYHOE AEeneHWe BO BpPeMsa WNKU nocne BO3AEWCTBUSI UCCNeayemMbiM
BELLeCTBOM. [nsi BCexX NPOTOKOSIOB BAXKHO NOKasaTtb, 4YTO nponudepaumsa knetok Obina kak B KOHTPOMbHBLIX,
TaK M OMbITHbIX KynbTypax. CTeneHb MHAYLMPOBAHHLIX MCCNEAYEeMbIM BELLECTBOM LUTOTOKCMYHOCTU W
LMTOCTATMYHOCTU AOSDKHbI ObITh OnNpedeneHa B KynbTypax (Mnu napannenbHbiX KynbTypax), B KOTOPbIX
aHanusupylotT Mukposaapa.

4 OnucaHue metopa

4.1 Matepumansbl

Mcnonb3yloT nepBUYHbIE KYNbTYpbl NMMAGOUUTOB nepudepnyeckon Kposu yenoseka [6, 20, 43, 44] n
pA4 KNeTOYHbIX NMMHUIA TPbI3YHOB, Takux kak CHO, V79, CHL/IU u L5178Y [19, 20, 21, 22, 23, 26, 27, 28, 29,
31]. Vicnonb3oBaHue ApYrux KNETOYHbIX NMUHUA M TUNOB AOIHKHO ObiTb HAY4HO OBOCHOBAHO MO KPUTEPUAM,
onucaHHelM B pasgene «Kputepuu npueMnemocTuy». Tak Kak CMOHTAHHAA 4acTtoTa MUKPOSAEp BAUSET Ha
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YyBCTBUTENBLHOCTb METOAA, PEKOMEHAYIOTCA UCMOSb30BATh TUMbI KIIETOK C HU3KOM, CTabuUnbHON CNOHTaHHON
yacToToi 06pazoBaHNsA MUKPOAAED.

Numdpoumntel Yenoseka cneagyer oToupatb y Monoabix (so3pact npubnusautenbHo 18-35 ner),
300pOBbLIX, HEKYPALWMX WHAWUBMAOB, KOTOPbIE HE WMENU HEJABHEr0 KOHTAKTa C TeHOTOKCUMYECKUMM
XUMUYECKUMU BelecTBaMu U paauaumen. Ecnu knetku Gonee yeMm OAHOTO AOHOpa 00BLEAMHAIOT ANA
MCNONb30BaHUA, YUCNO AOHOPOB AOMKHO ObITb ykazaHo. Yactota MuKposiaep Bo3pacTaeT C BO3pacToM
MHAUBUAOB U ITOT TpeHa Gonee 3ameTeH Yy KEHLUMH, YeM Yy MyX>MuH [45]. 310 cneagyer npuHUMaThb BO
BHUMaHUe npu oT6ope AOHOPOB ANA 00bEAUHEHUS.

4.2 Cpeabl U yCnosusl KyNbTUBUPOBAHUA

Heo6xoauMO MCNONbL30BaTb COOTBETCTBYIOLLUYIO KyNbTypanbHYl0 Cpeay W yCroBuS MHKyOauum
(kynbTypanbHas nocyaa, Temneparypa, koHueHTpauua CO, u BnaxHocTtb). NNepeBuBaemble KNETOYHbIE
NMHUA U WTaMMbl AOMKHbI OObLIMHO NPOBEPATLCA HA CTAaOMNBHOCTL MOAAMLHOIO 4ucna XPOMOCOM M
OTCYTCTBME KOHTaMuHaUMM MuKonnasmoi. He cnegyer ucnonb3oBaTb KynbTypbl, €CINU  BbiSIBAIEHA
KOHTaMUHaUMA MUKONNAsMOW WMNM MOAANbHOE YUCNO XPOMOCOM M3MeHeHO. [omkHa ObiTb U3BECTHA
HOpManbHasA NPOAOMKUTENBHOCTb KNEeTOYHOro uukna ansa ycn0|3m71 KynbTUBUPOBAHUA, UCNONb3yeMblX B
nabopartopuu. Ecnm ucnonb3yercss MeToa LMTOKMHETUYECKOro 65ioka, TO KOHLUEHTpauusa uHrubutopa
LUNTOKMHE3a AO0JDKHA 6bITb ONTUMU3UPOBAHA ANA KaXaoro tuna KNeTok u AO0IMKHO ObITb NOKa3aHo, 4To
UMEETCS XOPOLUNIA A aHanu3a BbIX04 ABYSAEPHbIX KNETOK.

4.3 MopgroTtoBkKa KynbTyp

4.3.1 NMepeBuBaeMble KIeTOYHbIE JIMHUM U WTAMMbI

Knetkn otbupaloT u3 ncxoaHbix (CTOK) KynbTyp, BbICEBAKOT B KyNbTypanbHylO Cpefly B MIOTHOCTH,
TaKoi, 4ToObl KyNnbTypa He AOCTUIMA CMMUSIHUSA B MOHOCHOE, @ CYCMEH3UOHHbIE KyNnbTypbl HE AOCTUIMK
N30bITOYHON NNOTHOCTK, Nepes BpemMeHeM ukcauuu. Knetku nikybupyiot npu 37 C.

4.3.2 llumdountol

LlenbHyto kpoBb, 00paboTaHHYl0 aHTUKOAarynsHTOM (Hanpumep, renapuHoM), UMW BblAENEHHbIe
NUMAOUMTBI KyNbTUBUPYIOT B MPUCYTCTBUMM MUTOreHa doutoremarrniotuHuHa (®rA) nepes BO3aewWCTBUMEM
uccnegyemoro sewlecrtsa u LIXB.

4.4 MeTtabonuyeckas aktuBauust

Mpu paboTe ¢ kneTkamu, y KOTOPbIX OTCYTCTBYET afeKkBaTHasi dHAOreHHasa metabonuyeckasi cucTema,
cneayeT MCnonb30BaTb CUCTEMY 9K30TEHHON MeTabonuyeckoii aktusaumun. Hambonee yacto ucnonb3yemas
cucTema BKIoYaeT KohakTopbl U NOCTMUTOXOHAPUANbLHYIO chpakumio (S9) neyeHu rpobi3yHoB, 06paboTaHHbIX
UHAYKTOpamMu epMeHTOB Takumm Kak Arochlor 1254 [46, 47] unn kombuHauuio deHobapbutana wu
R-HadhTopnasoHa [47, 48, 49, 50]. MocnegHas komMOMHaUMA HE NPOTUBOPEUNT CTOKFONbMCKOW KOHBEHLMK
NnO CTOMKMM OpraHM4eckuMm 3arpasHeHuaMm [51] u, Kak Obino nokasaHo, Tak xe addpektusHa kak Arochlor
1254 no MHAYKUMW OKCUreHas CMEeLLaHHOM oyHKUmK [47, 48, 49, 50]. O6bl4HO S9 bpakuuio UCNONbL3YIOT B
KOHUeHTpauuu B pAauanasoHe 1 % — 10 % OT KOHeyHoro obbema cpeabl. YCNoBuA CUCTEMDI
MeTabonnyYeckon akTuBauMu 3aBUCAT OT Kracca TeCTUPYEMOro XMMWYECKOTO COeAuHEeHUs. B HekoTopbix
cnyyasx BO3MOXHO MpoBeAeHWe onbiTa C Boree, YeM OAHOWM KOHUEeHTpauuelh NOCTMUTOXOHAPWUASIbHOM
dhpakumm.

FeHeTUYEeCKN WMHXXEHEpHbIE KIIETOYHbIE NUHWU, 3KCTMpeccupylolme chneumduyeckne akTuBupylowme
hepMeHTbI YenoBeKa UMW rPbISYHOB, MOTYT OFPaAHUYUTL HEOOXOAUMOCTL NPUMEHEHUS] 3K3OTE€HHBLIX CUCTEM
MeTabonn4eckoi aktmpaumm n MoryT ObiTb MCNONbL30OBAaHbLI B AAHHOW TECT cucteme. B atom cny4vae BbiGop
KNeTOYHbIX TNUHWI AOMmkeH ObiTb Hay4yHO OOOCHOBAH, HanMpuUMEpP, NPUIrOAHOCTb OKCUAA3 CMELUAHHOW
yHKUMKM ana MmetabonmsaMa uccnegyemoro Bewectsa [52] M no OTBETY Npu TECTUPOBAHUM U3BECTHLIX
KnactoreHoB W aHeyreHoB (cmoTpu pasgen «Kputepum npuemnemoctu»). Cneayetr NOMHUTb, YTO
TECTUPYEMOE BELLECTBO MOXET He MeTabonmanpoBaTbCA IKCMPECCUPYEMbIMU OKCMAA3aMU CMELLAHHOM
dyHKUMKU. B 9TOM cnyyae oTpuuaTeneHblil pesynbTaT He yKasbliBAET Ha TO, YTO BELUECTBO HE UHAYLMPYET
MUKpOSZpa.

4.4.1 MoaroToBKa UccreayemMoro BellecTsa

TeepAable BeLecTsa He06XoANMO PaCTBOPATE B COOTBETCTBYIOLLMX paCTBOPUTENAX UK pa3baBuTensix
u pa3soanTb neped o6paboTkoi kneTok. MaszoobpasHbie u neTydyme coeauHeHusi crieqyeT TeCTupoBaTh Npu
COOTBETCTBYIOLLMX MOAUdUKALUAX CTAHAAPTHOrO NPOTOKONa, Takux kak obpaboTka B 3aKynOPEHHbIX
cocypax [53, 54]. Ceexue npenapartbl OOMKHbI MCMONb30OBATLCA A0 TEX NOpP, Noka He GyayT nonyyeHsbl
JAaHHble 06 ux cTabunbHOCTU NPU COOTBETCTBYIOLLMX YCIIOBUSAX XPAHEHUSI.

4.5 YcnoBus TeCTUPOBaHUA

4.5.1 PactBoputenb/pasbaBurenb

Pacteoputenb/pa3baBuTenb HE JOMMKEH XUMNYECKU B3aMMOAECTBOBaTb C UCCIeAyeMbIM BELLECTBOM
M He [JOIDKEH BMUATb HAa BbDKMBAEMOCTb KMETOK UM aKTUBHOCTL S9 CUCTEMBI B  UCMONb3yEMbIX
KOHUeHTpauuax. Ecnu, nomMumo XOpowo wu3yvyeHHblX (Hanpumep, BoAa, KynbTypanbHasi cpeja,
AUMeTncynbdOKCHA), UCMONb3YeTCs APYrol pacTBoputens/pa3baButenb, ero NpUMEHEHUE AOIMKHO ObiTb
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060CHOBaHO JaHHbIMW, NOKAa3bIBAOLWMUMN Er0 COBMECTUMOCTb C UCCNEeAYyeMbIM BELLECTBOM U OTCYTCTBUE Y
Hero reHeTMYecKkon akTUBHOCTU. PekomeHayeTcs, ecnu BO3MOXHO, WUCMONb30BaTb B MEpPBYIO ovepedb
BOAHbIE PaCTBOPbI/CYCNEH3UN.

4.5.2 cnonb3oBaHue LIXB kak 6yiokaTopa LIMTOKMHEe3a

OOHUM U3 BaKHENLLMX MOMEHTOB nposeaeHus MAT ABnsieTca rapaHTus TOro, YTO aHanuM3upyemble
KNneTku npownu mMuto3 BO Bpemsi o6paboTkn mnu B nepuoa uHkybauum nocne o6paboTku, ecnu ero
ucnone3osanu B mMetoauke. LUIXB - BelwecTBo, KoTopoe Hambonee LWMPOKO WCMONMb3yeTca Ans
ONOKMPOBaHWA LUWTOKMHE3a, Tak Kak OH noaaenseT cOOpKy akTuHa M Takum o0Opa3oM npensTcTByeTt
pasaeneHvio JoYepHUX KNeTok nocne MuTosa, npueoasa K hOpMMPOBAHUIO ABYAAEPHbIX KNEToK [6, 55, 56].
MoaTomy, NoaACYET MUKPOSAEP MOXET OblTb OrpaHUYeH KneTkamu, KOTopble MpoLunM MUTO3 BO BPeMsi Unu
nocrne Bo3aencTsus. OQHOBPEMEHHO MOXHO OLEHUTb AEWNCTBME BELUEeCTBa Ha KMHETUKYy nponudepauuu.
LIXB crneagyeT ucnonb3oBaTb Kak GnokaTop UMTOKMHE3a B OMbITax ¢ numdoumtamu 4enoBeka, Tak Kak
ANUTENBHOCTL KIMETOYHOTO LMKIa MOXET BapbuMpOBaTh MEXAY KyNbTypaMu U Mexay AOHOpaMu U He BCe
numadoumnTel 6yayT oteeyatb Ha ®rA. Korga TeCTUPYIOT KNETOUHbIE NIMHUMW, ApYrMe METOAMUKU UCTONb3YeET,
yTOObI ONPEAenuUTb, MPOLLN M YYUTbIBAEMbIE KIETKM AeneHne. 3T0 pacCMOTPEHO HUXKE.

Heobxoanmble koHUeHTpauuu LUXB cnenyeT onpeaenutb B nabopartopumn Ans KaKAOro TUNa KNeTok,
yTOObl  AOCTMYb  ONTUMANbHOW  YacToTbl  ABYSAEPHbIX KNETOK B  KOHTPOMbHBIX KynbTypax ¢
pacteoputenem/pasbasutenem. O6bIMHO Npuemnemasi KoHueHTpauua LIXB Haxoautcs B guanasoHe Mexay
3 1 6 MKr/mn.

4.5.3 MiamepeHue KNeTovyHOM nponucepaumm U LMTOTOKCUYHOCTU U BbIGOP 3KCMO3ULIMOHHBbIX
KOHLUEeHTpauumn

Mpn onpegeneHnn MakcMmanbHOW uCCneayeMon KOHUEHTpauuu Bewlectsa crneayetr usberatb
KOHLIEHTpaLmii, KOTOPbl€ MOTYT BbI3BaTb MWCKYCCTBEHHbLIN MNOMOXUTEMbHLIA OTBET, BbI3LIBASA CUMbHYIO
UMTOTOKCUYHOCTb, MpeuunuTauuio B KynbTypanbHOW cpeae U 3aMeTHoe usmeHeHue pH u ocmotuyeckomn
KOHUeHTpauuu [40, 41, 42].

AHanua kneToyHoun nponudepauun NPoBOAUTCA ANS TOr0, YTOObI YCTAHOBUTL, YTO KNETKU HAXOAUNUCH
B MUTO3€ BO Bpemsi 0O6paboTkM u 4TO BO3AEHCTBUE NPUBENO K NPUEMIEMOMY YPOBHIO LIMTOTOKCUHHOCTH.
LINTOTOKCUYHOCTb crieayeT oueHuBaTb B BapuaHtax ¢ u 6e3 metaGonuyeckonm akTupauuu B KneTkax,
KOTOpble He TpebyloT MeTabonuueckol akTUBaLMW, UCNOMb3YA OTHOCUTENbHOE BO3pPACTaHME KOMMYEeCTBa
knetok (RICC) n oTHocutenbHoe yasoeHue nonynsuun (RPD) (cM. Mpunoxexnue 1 ana copmyn), koraa He
ucnons3yetrca LUXB. Korga ucnonb3dyetrca LUXB, UMTOTOKCMYHOCTbL MOXET ObiTb onpeaeneHa ucnonb3ys
nngekc pennukayum (RI) (cm. MNMpunoxxenue A ana cdopmyn).

O6paboTtka kynbTyp LIXB M onpeaeneHue OTHOCUTENbHBLIX YACTOT OAHOSAEPHbLIX, ABYSAEPHLIX W
MHOrosiiEPHbIX KNETOK B KyNbType, SIBNSIETCS TOYHbIM METOAOM YCTAHOBIEHUSI KONMMYECTBEHHOTO addpekTa
BO3AENCTBUA HA KMETOYHYI0 nponudepauuio, LUTOCTaTUYECKYl0 M LUMTOTOKCUMYECKYID aKTUBHOCTbL [6] M
MO3BONAET aHANU3MPOBAaThb TOSbKO KNETKU, KOTOPbIE AENUAUCH BO BPEMS UMK NOCIE BO3AENCTBUS.

B uccnepoBaHusix ¢ LUXB uMTOTOCTAaTMYHOCTL/LIMTOTOKCUMHOCTb MOXHO KOJIMYECTBEHHO OLIEHUTL
WHAEKCOM nponudepaumm npu LMToKMHEe3HOM 6noke (CBPI) [6, 27, 57] unu BbiBecTM M3 Rl npu aHanuse
500 KkneTtok Ha KynbTypy. OTM napaMmeTpbl, Hapsay C APYITMMU, MOXXHO MCNONb30BaTb MPU OLEHKe
LUMTOTOKCUYHOCTU, CPABHUBASI BENWUUHBI B 9KCNIEPUMEHTANbHBIX U KOHTPONbHbIX KynbTypax. OueHka apyrux
nokasarenen LMTOTOKCMYHOCTM (CrUSAAHME, YMCNO KIETOK, anonTo3, HEKpO3, noacyeT metadas) Takke gaer
MonesHy MHAOPMAaLMIO.

B skcnepumentax 6e3 LIXB He06X0AMMO NOKa3aTh, YTO aHANU3upyeMblie KIeTKu NpoLunu geneHune Bo
BPEMS UMM Nocne BO3AEeNHCTBUSA uccreayemblM BellecTBOM. Ecnu 910 He caenartb, TO MOTyT GbITb NOYY€EHbI
NOXHOOTpULATENbHbIE pesynbTaTbl. MeToAbl, KOTOPbIE UCMONL3YIOTCA AN YCTAHOBIMEHUS TOro, YTO Obinn
NpoaHanuM3upoBaHbl AENsALMEcs KINETKM, BKMOYAIOT WHKOPNOpauuid M NOCneayloLwee BbIABNEHUE
6pomaesokcuypuauda (BAY), Ans naeHTudukaumMm KneTok, KoTopble pennuuupoBanuck [58], obpasosaHue
KNOHOB, KOraa obpabarbiBalOTCs KNETKM NepeBUBAEMbIX KNETOYHbLIX JIMHUIA U NOACUYUTLIBAETCA in Situ noj
MUKPOCKOMNOM CTekno (MHaekc nponudpepauyuu (Pl)) [26, 27, 28, 29] unu onpegensieTca OTHOCUTENbHOE
yasoeHue nonynsuyuu (RPD) unu oTHocuTenbHOe BO3pacTaHue konuyectea knetok (RICC) wnu apyrumu
ob6ocHoBaHHbIMM MeTogamu [17, 57, 59, 60] (cm. MMpunoxenne A pana dopmyn). OueHka Apyrux
nokasaTenen LUMTOTOKCUYHOCTU (CIIMSIHME, YMCTIO KNETOK, anonTos3, HeKpPOo3, noacyeT meTtadas) Taike aaer
MonesHy MHAOPMAaLMIO.

[omkHbl ObITb OLlEHEHbI MO KpaWHEN Mepe 3 KOHUEHTpauuu, KOTOpble MO3BONSIIOT NPOBECTU aHanus.
Onsi AOCTWXKEHMA 3TOT0 BO3MOXHO HEODXO0AUMO NPOBECTU AKCMEPUMEHT, CNONb3ysi 6onbLuoe Yncno 6nmsko
PaH>XMPOBAHHbIX  KOHLEHTpauuW, M aHanu3upoBaTb MMKPOSApPA NPU KOHLUEHTpauuAX, NPOSABUBLUUX
noaxXoAsLLUA YPOBEHb LMTOTOKCUMYHOCTM. ANbTEPHATUBHAA CTpaTerna — npoBeAeHue NpeaBapuUTENbHOro
9KCNEepUMEHTA MO OLEHKE LMTOTOKCMYHOCTM, YTOObI OrpaHMyYMTb AMANA3OH KOHLEHTpauun Ans OCHOBHOFO
TecTa.
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HauBbICLWwaa KOHUEHTpauua AOSHKHA Bbi3blBaTb LIMTOTOKCUYHOCTb Ha ypoBHe 55 £ 5 %. Bbicokue
KOHLIEHTPaLUM MOTYT UHAYLMPOBATh XPOMOCOMHbIE HAPYLUEHUS, KOTOPbIE ABNAIOTCA BTOPUYHBIM 3dhdheKTOM
LUUTOTOKCUYHOCTKM [61]. Mpu BbISBNEHUN LUMTOTOKCUYHOCTU, MCCNeayemMble KOHUEHTpauuu AOMKHbl ObiTh B
AnanasoHe OT KOHUEHTpauuu, BbI3blBAKOWEN LMTOTOKCUYHOCTE 55 + 5 %, [0 KOHUEeHTpauuen ¢
MWUHUMAanNbHOW LMTOTOKCUYHOCTbLIO UM OTCYTCTBUEM LIUTOTOKCUYHOCTM.

Ecnu He HabnogaeTcs LMTOTOKCUYHOCTD UMM NpeuunuTaums, MakcumarnbHble KOHUEHTpauun cneayet
6patb 0,01M, 5 mr/mn unu 5 mkn/mn, BbiGMpas M3 HUX HauMeHbLUYO. MHTepBan Mexay BbliGpaHHbIMU
KOHLeHTpauusaMu cregyeT 6paTth He Bonee ¥10. [N BELECTB, y KOTOPLIX BLISIBNAETCA KPYTas 3aBUCUMOCTb
KOHUEeHTpauua-adekT, BOIMOXHO MUCMONb30BaHWEe Oonee y3kOro MHTEpBana Mexagy KOHUEHTpauusiMu,
aHanM3upys KynbTypbl CO CPEAHUM U HU3KUM YPOBHEM TOKCUYHOCTMU.

Koraa orpaHuyuBalolmmM akTopoM SBMSETCH pacTBOPUMOCTb, MakCUManbHas KOHUEHTpauus, ecnu
He OorpaHM4MBaeT LUUTOTOKCUYHOCTb, DepeTcsi Ha YpPOBHE HaMMEHbLUEN KOHUEHTpauuu, npu KOTOpPOW B
KynbType OTMe4YaeTCsl MWHMMArnbHasi npeuunuTauusi, He Mewatwowasa adanu3y npenapata. OueHka
npeuunuTaLMn NPOBOAUTCA METOAaMW CBETOBOM MUKPOCKOMUU, NPU BbISABAEHUU Mpeunmnutauuu, Kotopas
NepcUCTUPYET, UK NOABNEHUIO NPULMIUTALUN BO BPEMS KyNbTUBUPOBAHUSA (B KOHLE BO3AENCTBUSA).

4.6 KoHTponu

B kaxabll onbIiT Ans BapuaHToB € U 6e3 MeTabonMyeckoin akTuBauumum AONXKHbl ObiTb BKMKOYEHDI
MO3UTUBHbIE KOHTPONMW U KOHTPOMKM C pacTeBoputenem/pasbasurenem.

Mo3nTuBHbIE KOHTPONA Heobxoaumbl, YTOGbLI NOKasaTb CNOCOOHOCTb WCMNOMb30BAHHBLIX KNETOK W
nNpoTOKONa TEeCTUPOBAHUS BbLIABMATH KMACTOreHbl W aHeyreHbl W MNOATBEPAUTL MeTabonU4eckylo
cnocoBHocTh npenapata S9. [No3nTUBHbLIE KOHTPOMU BLIOMPAKOTCA M3 U3BECTHBLIX BELUECTB, UHAYLMPYIOLLUX
o6pasoBaHMe MUKPOSAEP B KOHLUEHTPAUMSIX, KOTOpble BbI3bIBAOT HEOOMbLUOE, HO BOCMNPOU3BOAUMOE
noBblLleHue agpdekta Hag KOHTPONEM U AEMOHCTPUPYIOT YYBCTBUTENbHOCTL TECT-CUCTEMbI. KOHUEeHTpauuu
MO3UTUBHBLIX KOHTPONEN noadbupaioT Tak, YTobbl ahdekT Obln YETKMM, HO HE MO3BOMAN UCCneaoBaTenio
cpasy uaeHTudMUMpoBaTh 3aluMgpPOoBaHHbIM Npenapar.

KnacroreHbl, koTopbiM Heobxoguma MeTabonuueckas akruauusi (Hanpumep, uuknodoccamua,
OeH3(a)nupeH), cneagyet uCMonb3oBaTb, YTOObI MOKasaTb Kak MeTabonmMueckyld KOMNETEHTHOCTb, TaK M
CcnocoBHOCTb TecTa uAeHTUdUUMPOBaTL KnacToreHbl. [pu 06OCHOBaHWM MOXHO WCNONbL3OBaThL ApYyrue
BELUECTBA ANS MO3UTMBHOrO KOHTPONS. MOCKONBKY HEKOTOPbIE NO3UTUBHLIE KOHTPOMU, KOTOPLIE HY>XAAKOTCA
B MeTabonuuyeckoi aktupauuu, MOryT BbiTb akTUBHbI G€3 3K30reHHoW MeTabonuuyeckow akTUBauuu npu
OnpeaerneHHbIX YCNOBUAX BO3AEWCTBUA WM B ONpPeAENneHHbIX KMETOYHbIX MWUHUSAX, HEeoBXO0AUMOCTb
MeTabonnyYecKon akTMBaLuM U akTMBHOCTL S9 npenapaToB crefyeT UCCrea0BaTh B BbIOPAHHbIX KNETOUHbIX
NUHUAX W NPU 0TOBPAHHBIX KOHLEHTPALUSAX.

B Hacrosee Bpems He M3BECTHbl aHeyreHbl, KOTopble TpebyloT meTabonuyeckon akTusauumn ans
NpOSABNEHNS FEHOTOKCUYECKOW akTUBHOCTM [17]. K BelluecTBam, NPUHATLIM KaK NO3UTUBHLIW KOHTPONb Ansi
OLIEHKW aHEeyreHHOM aKTUBHOCTW, OTHOCATCH, HaNpUMep, KOMNXMLUWUH U BUHONAcTUH. MOXHO ucnonb3osaTb
Apyrue BELECTBa, €CNM OHWU MHAYLMPYIOT MUKpPOSIAPA UCKIMIOYMTENBHO UMW B OCHOBHOM Yepe3 aHEYreHHyIo
aKTUBHOCTb. YTO6bI N36exaTh HEOBXOAUMOCTU ABYX KOHTPONEi (NS KNACTOreHHOCTU U aHeyreHHocTH) 6e3
MeTabonNnyYeckoi akTuBaLUmmn, aHeyreHHblM KOHTPOSb MOXET NPUMEHATLCS KakK NO3UTMBHbLIN B BapuaHTax 6e3
S9, a KOHTPOMnb KMacTOr€HHOCTU MOXET WCNONb30BaTbCA ANsl OLEHKM afAeKBaTHOCTU UCMOMNb3yemon
cucTeMbl MeTabonuyeckoli akTueaumn. Mo3uTUBHbLIE KOHTPONU HA KNACTOFEHHOCTb U aHEYTEeHHOCTL cneayet
MCNonb30BaThb Ha KreTkax, kotopble He TpebyioT S9. MpeanonaraeMmble NO3UTUBHBLIE KOHTPONU NPUBEAEHLI B
MpunoxeHun b.

MoxxeT AaomyckaTbCA WCMOMb30OBAaHUE BELUECTB XUMUYECKM CBSA3AHHOTO Knacca € W3BECTHbIMM
NO3WTUBHLIMW  KOHTponsiMu. Bce ucnonb3yemble BelleCTBA MNO3UTUBHOTO  KOHTPOMA  AOSKHbI
COOTBETCTBOBATb TUMY KMETOK U YCNIOBUSIM aKkTUBaLUM.

KoHTpone ¢ pacTtBopuTenem/pasbaBuTeneM [AOMMKEH NPUCYTCTBOBATb ANA KaX@Oro BpeMEeHu
dukcaumn. [OOMNONHUTENbHO, HEraTuBHbIA KOHTPONb 6e3 06paboTku Takke MOXET CTaBUTbCA, MOKa
OnyOnUKOBAHHbIE AAHHbIE UMW UCTOPUYECKMIA KOHTPONb NabopaTopuM He NOKAXET, YTO pPacTBOPUTENDL B
MCNOMb30BaHHbIX KOHLEHTPaUUAX HE UHAYLIMPYET reHOTOKCMYECKME U Apyrue BpeaHble dPdeKTbl.

5 NpoBegeHue Tecta

5.1 Cxema o6paboTku

[na Toro, 4ToGbl MAKCUMU3UPOBATL BEPOSITHOCTL BbISIBIIEHUS aHEYTEeHa WNWU KNacToreHa, akTUBHbIX B
cneynnyecknux CTagusax KNEeTOYHOro LMKna, HeobXxoaumo, 4ToObl JOCTAaTOMHOE 4YUCNO KNeTok Obino
0bpaboTaHo nccnegyemMbiM BELLECTBOM B TEYEHME BCEX CTAAMN KNETOYHOro uukna. Cxembl 06paboTtku ans
KNeTOYHbIX NMMHWUIA N NEPBUYHBLIX KINETOYHbIX KyMbTyp MOTYT OTNM4YaTbCsi OT TakoBOWM ANA NMMAOLMTOB,
KOTOpble TPEOYIOT CTUMYMALMUU MUTOrEHOM, AJI1 HAYana KneTo4Horo uukna [17].
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TeopeTuyeckue noaxoabl BMECTE ¢ ony6nMKOBaHHLIMM AaHHbIMK [19] NoKa3bIBaIOT, YTO OOMbLLUMHCTBO
AHEYreHOB W KNnacTtoreHoB OyayT BbiSiBNEHbI Npu KOPOTKOM nepuoae obpabotku, ot 3 Ao 6 vacos, B
NPUCYTCTBUM U OTCYTCTBMMU S9, nocneaylowem yaaneHmm UccneayemMoro CoeMHeHust u nepuoje pocra B
TeyeHune 1,5 — 2,0 kneTouHblx yuknos [7]. Mocne Havyana unu OKOHYaHUs 06paboTku KneTkn PUKCUPYIOT
yepes MPOMEXYTOK BPEMEHM, IKBMBANEHTHbI npubnusutenbHo 1,5-2,0-kpaTHOW NPOAOIMKUTENBHOCTH
HopmanbHoOro (t.e. 6e3 oOpa6GoTku) knetouHoro uukna, (cm. Tabnuuy 1). Bpemsa dwukcaumm wunm
BOCCTAHOBMIEHUA MOXET ObITb YBENWUYEHO, €Cnyu M3BECTHO WNM OXWUAAETCH, YTO BELUECTBO Hapyluaet
NPOAOMKUTENBHOCTL KIETOYHOIO Lukna (Hanpumep, Npu UCCNEA0BaHUKN aHarNoroB HyKNeo3uaoBs).

MN3-3a noTeHUnanbHOW LMUTOTOKCUYMHOCTM npenapatoB S9 OnA  KyNbTUBUPYEMbIX  KIETOK
MAEKONUTAIOWUX ANUTENBHOCTL 3KCno3uumu 1,5-2,0 HOPMaNbHOTO KNETOYHOTO LMKIA UCMONb3yeTCA TONbKO
B BapuaHTax ¢ otcytcrBueM S9. CywecTByeT MHEHUE, YTO NPU ANUTENBHON SKCNO3ULIUM MOXKHO NPOBOAUTD
006paboTKy KNeTok XMMMYECKMM BELLECTBOM NPU OTCYTCTBUM M B NpUcyTCTBUM LIXB. 3T0 MHEHUe oTHOCUTCA
K CUTyauusm, KOraa npeanonaraetcs BO3MOXHOE B3aUMOAEWCTBME MEXAY WCCreyeMbiM BELUECTBOM M

B

Mpeanaraemas cxema o6paboTku KNETOK NpeacTasneHa B Tabnuue 1. 3tn obume cxembl 0O6paboTKH
MOXHO MoanduuMpoBaTb B 3aBUCUMOCTU OT CTaBUNBLHOCTU M PEaKUMOHHON CNOCOBHOCTM UCCreayemoro
BELUEeCTBAa MNM 0COObIX XapaKTepUCTUK POCTa MCNONb3YEMbIX KMETOYHbIX NuHuI. Bce Buabl 06paboTku
KyNbTYPbl JOJDKHbI HAUMHATBLCS U 3aKAHYUBATLCA B NEPUOA, KOTAA KNETKU PacTyT SKCNOHEHUMANBHO.

Tabnuya 1 Bpemsa obpabotku knetok u domkcaumu B MAT Tecre.

NumdouuTtel, nepsuyHbie | +S9 OnutenbHOCTL 06paboTku 3-6 yaca B npucyTcTBUU S9;
KMETOYHbIE KYNbTYpbl U yaaneHue S9 u cpeabl C BELWECTBOM;
KNETOYHbIe  fIMHUM  C Aobasnenue ceexein cpeabl U LIXB;
BBegeHuem LIXB dukcauma uyepes npoMexytok Bpemenum 1,5-2,0
HOPManbLHOro KNETOYHOTO LMKNA.
-89, OnutenbHocTe 06paboTku 3-6 vaca;
KpaTKOBpeMEHHasA | yaaneHue cpeabl C BELECTBOM;
aKCNo3nymua nobaenenune ceexel cpeabl u LUXB;

dukcaumsa 4epes nNPOMexyTok Bpemenu 1,5-2,0
HOPMANbHOTO KNETOYHOTO LIMKNA.

-89, Bapuanm A: O6pabotka 1,5-2,0 HOpManbLHOro
anutenoHas KIETOYHOro Lukna B npucytcreuu LIXB;
3KCNo3muus dukcauus B KOHLE Nepuoaa IKCMo3uLun.

Bapuanm b: O6pabotka 1,5-2,0 HOpPManbLHOrO
KIIETOYHOrO LIMKNA;

yAarneHue uccneaoBaHHOIO BELLECTBA;

nobaeneHue ceexen cpeabl u LUXB;

dukcaums 4epes nNpoMexyTok Bpemenu 1,5-2.0
HOPMarnbHOro KNeTO4YHOTO LMKIa.

KneTtouHble nuHumn o6pabarbiBatoTcs 6e3 LIXB
(Cxembl BBEOEHMA WAEHTUYHbI MpPEeACTaBMEHHbIM Bbille, 3a WCKMoYeHuem Toro, 4to LIXB He
nobasnsiercs).

5.2 JlumcdouUTbl, NepBUYHBbIE KITEeTKW U KNeTOYHbIe nuHum ¢ LIXB.

Ana numdounToB Hanbonee aMEKTUBHBIN NOAXOA — HAYaTb KCNO3ULIMIO UCCNEayeMbIM BELLECTBOM
yepes 44-48 yacos nocne ctumynauMm PrA, korga McyesaetT CUHXPOHMU3AUMA KNETOYHOro umukna [6]. B
HayanbHOM SKCNEepUMEHTE kneTkn obpabaTbiBalOT UCCNeayeMbiM BELLECTBOM OT 3 40 6 4acoB B OTCYTCTBUM
unu npucytcTeunm S9. 3aTem cpeay € BELLUECTBOM yAansloT M 3aMeLLaloT CBEXEeW Cpeaow, coaepkallen
LIXB. KneTku uKCupyroT yepes npoMexxyTok Bpemenu 1,5-2,0 HopMarnbHOro KneTouHoro yukna.

Ecnu HavanbHble TecTbl ¢ KOPOTKMM (3-6 yacos) nepuogom o6paboTku nokazanu oTpULATENbHbIA UMK
COMHUTENbHLIA  PesynbTaT, WCMONb3YIOT MNPOTOKON C ANMTENbHOW 3Kcnosuuuen 6e3 S9. OanHakoBo
npueMnemel 2 BapuaHta o6paboTku. OgHako, BO3MOXHO AN CTUMYNMPOBAHHLIX nuMdoOUUTOB Bonee
noaxoauT BapuaHT A, koraa 3KCNOHEHUManbHbIA POCT MOXET CHUXKaTLCA K 96 yacy nocne ctumynsaumu. Takke
B KyNnbTypax KNeToK He crieAyeT AOCTUraTb CriMnaHusa npu Bbibope BpemeHun ukcaummn B Bapuante B.

- BapuanTt A. Knetku obpabaTbiBalOT uccneayeMmbiM BELLECTBOM B TeyeHue 1,5—2,0 HOpMansHoro
KMETOYHOrO LMKna 1 UKCUPYIOT B KOHLIE Nepuoaa aKCnosnuLum.

- BapuanT B. Knetku obpabaTbiBaloT uccrnegyeMmbliM BELLECTBOM B TeyeHue 1,5—2,0 HopManbHOro
KneTtoy4Horo uukna. Cpeay € BELLECTBOM YAANsAOT U 3aMELLaloT CBEXeil cpeaon. Knetkn ukcupyiot yepes
OONOSHUTENbHbIA NPOMEXYTOK BpemeHun 1,5 — 2,0 HOpManbHOTrO KNETOYHOIO LMKna.

6
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lMepBUYHbIE KNETKU U KNETOYHbIE NUHUM 06pabaTbiBalOT CXOAHLIM CMOCOOOM, YTO U NMUMAOUMTSI, 32
UCKITIOYEHNEM TOTO, YTO HET HEeobXoAUMOCTU cTumynsaumn ux ®rA u obpabaTbiBaTh Yepe3 44—48 yacos.
KneTtku, kpome numdouutos, cnegyetr obpabaTbiBaTb B TakOM pexume, 4ToObl BO BpeMA OKOHYaHMSA
06paboTku KNETKU eLe HaXOAMNUCL B norapudmuyeckon dase pocra.

5.3 KnetouHble nuHum 6e3 LIXB

KneTtku cneayet oBpabatbiBath 3-6 4acoB B nNpucyTcTBuM U oTcyTcTBuM LIXB. Cpeay ¢ BewecTBOM
yaansoT 1 3aMeLLaloT CBeXen cpeaon, cogepxawien LUXB. Knetku ukcupyloT Yepes NpoMeXyToK BpeMEHU
1,5—2,0 HOpManbHOro KNETOYHOro UMKna.

Ecnu HauyanbHble TECTbI C KOPOTKUM (3-6 YacoB) nepnoaomMm 0GpaboTKM Nokasanu oTpuLaTenbHbIN UNK
COMHUTENbHbIA pe3ynbTaT, WCMONb3YIT NPOTOKON C ANUTENbHOM aJkcnoduuyuen 6e3 S9. Moaxoaar 2
BapuaHTa 06paboTku. Oba BapuaHTa 0AUHAKOBO NPUEMIEMBI.

- Bapuant A. KneTtku obpabatbiBaloT uccneayembiM BEWECTBOM B TeveHue 1,5—2,0 HoOpManbHOro
KIIETOYHOrO LMKNa u (PMKCUPYIOT B KOHLIE NEpUOaA 3KCNO3ULIUMK.

- BapuanT B. KneTtku obpabaTbiBaloT uccneayemoiM BeWECTBOM B TeyeHue 1,5—2,0 HoOpManbHOro
KnetoyHoro uukrna. Cpeay € BELWECTBOM yAanaloT U 3ameLlaloT ceexen cpeaon. Knetku ukcupyiot yepes
JOMONHUTENbHBIA NPOMEXYTOK BpemeHu 1,5—2,0 HOpManbHOro KNeTOYHOro Lukna.

B mMoHOCnoe wmuTOTMYECKME KNETKU (MAEHTUDUUMPYIOTCA Kak wapoobpasHble oOpas3oBaHua wu
oTAensALmMecs OT MOBEPXHOCTU) MOrYT NOABAATLCA B KOHUe 3—6 4acoson 006pabotku. Tak Kak aTu
MUTOTUYECKME KMETKU NEerko OTAEnAlTCA, UX MOXHO NOTEepATb, NPU yAaneHuM cpefbl, coaepxaiuen
uccnegyemoe Belectso. CrnegyeT TwarenbHo cobpaTb MX NPU OTMbIBAHUM KYNbTYpbl MU BEPHYTb UX B
KynbTypy, 4TOObI M30€xaTb NOTEPb KMNETOK, HAXOASALWMXCA B MUTO3e, KOTOpble KO BpemeHu dukcauum
ABNAIOTCA KNETKaMu pucka Ans Mukposaep.

5.4 Yucno kynbTyp

Mo aBe KynbTypbl CeAyeT UCNONb30BaTh ANA KAXA0N KOHLUEHTpauuu nccneayemoro BewwecTsa u ans
KOHTPOMbHBIX KyNbTyp C pacTtBoputTenem/pasbasuteniem M HeratuBHOro KoHTpona. Korga npeabigyuiue
JaHHble nabopaTopuM MOKa3blBAIOT MUHUMANbHbLIE BapuauMm Mexay ABYMSA KynbTypamu, MOXHO
MCnomnb30BaTb B OMbITE OAHY KynbTypy. Mpn ucnonbL3oBaHuu B ONbITE€ OAHOW KYNbTypbl pEKOMEHAYyeTca
YBENUYUTb YNCIO aHaNM3npPyeMbIX KOHUEHTpaUMN.

5.5 dukcauuma KNeTok u NPUroToBneHne npenaparoes

Kaxaylo KyneTypy dUKCUpYIOT oTAaenbHO. [lpurotoBneHue npenapaTtoB MOXET  BKNOYaTh
rMNOTOHUYECKYl0 06paboTky. OfHAKO STOT 3Tan He obsA3aTeneH, ecnu AOCTUraeTcs ajekBaTHbI pa3bpoc
KneTok. MOXHO MCMOMbL30BaTh pPa3NUYHbIe METOAMKM NMPUIOTOBIIEHMS NPEnapaTtoB, KOTOPbIE MO3BONSIOT
nonyyarb npenapartbi BbLICOKOrO KayecTBa Ang aHanu3a. JJormkHa COXPaHATLCS LMTONNa3ma Knetok, 4Ytoobl
onpeaensaTb MUKposigpa M (npu metode Onoka LMTOKMHE3a) peanbHO uaeHTUuduumMpoBaTh ABySAEpHbIe
KNETKM.

MoxHO wucnonb3oBaTb pa3nuuHble METoAbl OKpackM npenapaTtoB, TakMe Kak [uM3a wunu
cneuyndgmyeckue Kk AHK dnyopecueHTHble kpacutenu [60]. Ucnonb3oBaHue cneyndMyHbIX Kpacutenen K
OHK (Hanpumep, akpuauH opawx [62] unm Hoechst 33258 nnioc nuponuH-Y [63]) moxet ybpatb psg
apTedakToB, CBA3aHHLIX C NMPUMEHeHWeM He cneunduyHbix Kk OHK kpacutenam. AHTM-KUHETOXOpPHblE
antutena, FISH c¢ naHuyeHTpomepHbiMu [JHK 3oHgamu wmm in situ mMevyeHMe C nNaHUEHTPOMEPDI
cneuupuyeckumm nNpanMepamu, B COYETaHUM C COOTBETCTBYIOLUMMMU KpacutensMum MOryT ObiTb
MCNOMNb30BaHbl AN uaeHTUdUKaLMn coaepxaHna (XxpomocomMa/pparMeHTbl XPOMOCOMBI) MUKPOSiAEpP, €CIn
uHTepecyeT UHGopMauua nNo mexaHusmy ux gopmumpoBanus [16, 17]. BoamoxHO ucnonb3oBaHue apyrux
MeToA0B AnddepeHLMPOBKU MEXAY KNacTOreHaMm U aHeyreHamu, ecnu nokasaHa ux apeKkruBHOCTb.

5.6 Ananus

Mepea MUKpOCKONMMYECKMM aHANU3OM BCe Mpenaparthbl, BKIOYasi ¢ pacrBopuTenemM/pasbasutenem u
KOHTPONU, AOMMKHbI ObITb HE3aBUCMMO 3almpoBaHbl. ANbTEPHATUBHO, LWMEPYIOTCA NPoObl, KOTOpbIE
aHanuM3upyloTcsl afekBaTHbIMM CUCTEMaMM NMPOTOYHOW LIUTOMETPUM UMK aHanu3a n3odpakeHus.

B kynbTypax ¢ LUXB AnA OueHKM 4YacToThl MMKposAep cneayet aHanusumpoBaTb MuHumym 2000
ABYSAEPHbIX KNETOK HA KOHLEHTpaumio (MuHumymMm 1000 aBysaepHbIX KNETOK HA KyNbTypy Mpu NOCTAHOBKE
ABYX KynbTyp Ha KOHUeHTpaumio). B onbitax ¢ ogHOM KynbTypou mMuHumym 2000 aABysaepHbIX KNETOK Ha
KOHLEHTpaLMIO criefiyeT aHanusvMpoBaTtb B 3TOW KynbType. ECnn Ha Kaxaylo KOHLEHTpaLuMio y4uTbiBaeTCA
CYLLECTBEHHO MeHblue, yeM 1000 aBysaaepHbIX KIEeTOK Ha KynbTypy wnu meHee 2000, npu nNOCTaHOBKE
OAHOW KymNbTYpbl, U €CNU HE BbISBIIEHO 3HAYMMOTO MOBLILLEHUA YACTOTbl MUKPOSIAEP, ONbIT AOIDKEH ObITh
NOBTOPEH, UCMONb3ys Oonblue KNETOK ANS aHanuM3a UM MeHee TOKCUYHbIE KOoHueHTpauuu. He cnepyer
YUUTbIBaTb KIETKM HENpaBuUibHOW (POPMbI MNM C ABYMS SiAPaMu, 3HAYUTENbHO pa3NMUaloLMMUCH B
pasmepax. He cneayert nytatb ABysiA€pHbIE KIETKM C MIOX0 pa3GpOoCaHHbIMU MHOFOSIAEPHBIMU KIETKaMM.
KneTku, cogepxawyue 6onee yeM ABa sapa He AOIMKHBI aHANM3UPOBATLCA HA MUKPOSIAPA, TaK KAk UCXOAHAA
(CnoHTaHHasA) 4yacToTa MUKposiAep B 9TUX KneTkax MoxeT ObiTb Bbiwe [64, 65]. BoamoxeH noacyet
OHOSIAEPHbIX KIETOK, €CIU MOKa3aHo, YTo UcCcreayemMoe BeLEeCTBO BNUAET Ha akTMBHOCTL LIXB.
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B onbiTax ¢ kNeTo4HbiMK nuHUAMK 6e3 LUIXB, mukpoaapa aHanusmpyloT MuHumyM B 2000 kneTkax Ha
KOHLeHTpaumto (MMHUMYM 1000 KNETOK Ha KynbTypy Npu NMOCTAHOBKE ABYX KyNbTYp Ha KOHUEHTpauui). B
onbiTax C MOCTaHOBKOM OAHOM KyfbTypbl HA KOHUEHTpauu aHanusupyroT MuHumyM 2000 knetok Ha
KyNbTYpY.

Mpu ucnonesosaHun LUXB cneayet onpeaenate CBPIl unu Rl 4ng oueHKu KneToyHow nponudepayuu
(cm. Mpunoxenune A), aHanuanpys MuHUMyM 500 kneTok Ha KynbTypy. Mpu Bo3aenicTeun B otcytcTeun LIXB,
cneayer MoNnyyuTb AaHHbIE, YTO KNETKW, KOTOPbIE aHANM3UPYIOT, MMenu nponudepauumio.

5.7 Kputepuu npuemnemMmoctu

OnucaHHble B 4aHHOM pPyKOBOACTBE nabopatopHble npaBuna ucnonb3osanua MAT Tecta nokasbiBatot
ero BO3MOXHOCTb peanbHO U TOYHO BLISBMATb BELIECTBA C WM3BECTHOW AHEYreHHOW W KNacTOreHHOn
AKTUBHOCTBLIO B YCNOBUAX C U 6e3 MeTaboNMYECKon akTUBALMK, a TaKkke U3BECTHbIE HEraTUBHbIE BELLECTBA,
UCnomnb3yemMble B Ka4yeCTBE KOHTPOMbHbIX coeamHeHun (Mpunoxenue B). Korga nomnyyeHbl gaHHble nNO
BO3MOXHOCTU KOPPEKTHO BbIMOMHATL AAHHbIA TECT, nabopartopusi AOIDKHA NOoKasaTb, YTO aHanManpyemMble
Ha MUKPOSAPa KNETKM NPOLLNKU OAHO KNETOYHOE AeNeHne, ecnu TECT NpoBoauTca 6e3 ucnonb3osaHus LIXB.

BewecrtBa, npeacraBneHHble B [lpunoxeHun B, pekomeHAyloTCsi UCMONb30BaTb B Ka4YeCTBE
KOHTPONbHBIX CoeAnHEHUI. MOXeT ObiTb NPOBEAEHA 3aMEHA UMW AOMNOMHEHUE, €CNU U3BECTHA aKTUBHOCTb
3TUX BELLECTB, €CNIN Y HUX CXOAHbIA MEXaHW3M AENCTBMSA U eCRu OHU OTHOCATCH K BeLUecTBam, KOTopble
OyayT TecTupoBaHbl, ucnonb3ys metoauky MAT. OBGOCHOBaAHME MOXET BKMOYATbL BanuaauUMOHHOE
nccneaoBaHue, BKMIOYAaoLEee LUIMPOKUA CNeKTp BELLECTB, UMM CPOKYCUPOBAHHOE HA CY>XEHME CnekTpa,
OCHOBAHHOE Ha XMMWUYECKOM Knacce UCCrneoBaHHOMo BELECTBA UK U3YYEHHOM MEXaHU3Me HapYLLEHWUA.

KoHTponb ¢ pactBoputenem/pasbaButeneM U KOHTponb 6e3 06paboTkum [omkHbl AaBaTb
BOCMPOM3BOAMMO HU3KWUM M NOCTOSIHHLIA YPOBEHb 4acTOTbl MUKposAep (TUNMYHO 5-25 Mukposgep Ha 1000
KNETOK AN KNeTOYHbIX TUNOB). Opyrue Tumnbl KNETOK MOryT UMETb pas3Hble YPOBHM OTBETOB, KOTOPbIE
cneayet onpeaenvTb, Koraa 0H60CHOBbLIBAETCA BO3MOXHOCTb MCMONb3oBaHMs ux B MAT Tecte. [daHHble
KOHTpONel MNO3UTMBHOrO, HEeraTMBHO W C pacTBOpPUTENEM CcreayeT UCNofb30BaTb ANS YCTaHOBMEHUSA
npeaenos konebaHWn UCTOPUYECKOTO KOHTPONS. OTM OLEHKM HeoOXOAMMO UCMOMb30BaTb MPU PeLLeHuU
BOMpOCca 00 aleKBaTHOCTU COOTBETCTBYIOLLMX HEFATUBHBIX/MO3UTUBHBIX KOHTPOMEW B 3KCMEPUMEHTE.

Ecnu npeanonaraloTci MMWHOPHbIE M3MEHEHUS MPOTOKONAa 9KCMepuMeHTa (HanpuMmep, MeTOAMKW
aBTOMAaTWUYECKOTO aHanu3a, UCnornbL30BaHWe HOBOTO TUMA KIETOK), TO, eCru Ux 3PEKTMBHOCTL NOKa3aHa Ao
MoaudukaLmm nNpoToKona, OHW MOTYT CYUTaTLCA MNPUEMMEMbIMU ANSA MCNOoMb3oBaHUSA. [emMoHCTpauus
3P(PeKTMBHOCTU BKMIOYAET NOKa3 TOrO, YTO MaBHbIE MEXaHW3Mbl, XPOMOCOMHbIE Pa3pbiBbl U OTCTABaHUA U
noTepu MOryT ObiTb ONPEeAeneHbl, U YTO COOTBETCTBYIOLLME NO3UTUBHBLIE U HEraTUBHbLIE PEe3ynbTaTbl MOTYT
ObITb MONYYEHBI ANA TECTUPYEMOTO KNacca OTAENbHbIX BELLECTB UIU LUMPOKOTO PSAa BELLECTB.

6 PesynbTatbl U OTUeT

6.1 O6paboTka pe3ynbLTaToOB

Ecnu ucnonb3yetcs MeToAMKA LUTOKMHE3HOrOo Onoka, TO Ans OUeHKU WHAYKUMM MUKposaep
MCMONb3YEeTCH TOMbKO YacToTa ABYSAAEPHbIX KNETOK ¢ MUKposapaMu (He3aBUCUMO OT yucra Mukposaep Ha
KMneTKy). YueT uyucna Knetok ¢ 0O4HUM, ABYMA U Bonee MuMKposgpaMu MOXET AaTb NOMe3Hyo nHdopMaumio,
HO He obAasaTerneH.

MapannenbHo cneayet nNpPOBOAMTL OLUEHKY LWTOTOKCUMYHOCTM W/MMW LMTOCTaTUYHOCTM BO BCEX
06paboTaHHbIX U KOHTPONbHLIX C pacTBopuTenem/pasbasutenem kynbtypax [59]. Heobxoaumo paccuntatb
CBPI nnn Rl ana Bcex 06paboTaHHbIX U KOHTPOJSbHbIX KYNbTYp, KaK MEpY 3a4ep>XkU KNETOYHOro Lukna npu
MCNoNbL30BaHMM MeToAa LUMTOKMHEeTuYeckoro 6noka. B otcytcteum LUXB, cnegyet ucnonb3osatb RPD unun
RICC nnu PI (cm. Mpunoxexune 1).

JaHHble NPUBOASAT MO OTAEMbHBIM KynbTypam. [JONONHUTENBHO, BCE AaHHbIE cneayet o0beauHuTb
(cymmmnposartb) B TabnuyHomn ropme.

BewyectBa, koTOpbIE MHAYUUPYIOT Mukposapa B MAT, nHAyLUMPYIOT XPOMOCOMHbIE Pa3pbiBbl, NOTEPU
XPOMOCOM UMM KOMOUHaUUKO 3TUX COObITUIA. [anbHenwuit aHanua ¢ NPUMEHEHUEM aHTU-KUHETOXOPHbIX
aHTuTen, cneuuduiecknx LEHTPOMEPHbIX 30HAO0B in Situ UNWM ApyrMx METOA0B MOXET MCNOMNb30BaTLCA ANA
YCTAHOBMEHUSA MEXaHU3Ma WHAYKUUM MUKpOsiAep, BCMNEACTBME KIACTOTEHHOTO0 W/UIMU - aHEYreHHOro
ahheKTOoB.

6.2 OueHKa U MHTepnpeTauua pe3ynbTaToB

Het TpeGoBaHuii N0 AOMOSNHUTENBHOMY TECTUPOBAHWIO ANA BEPUPUKALIMKU YETKO NOMOXMTENMBHOrO
unu  oTpUUaTENbLHOro otBeta. [lpoTuBOpeuMBbIE pe3ynbTaTbl CreayetT MpPOsiCHUTb, NPOBOASA
AONONHUTENbHLIM aHanua 1000 KNeTok u3 BCeX KynbTyp, YTOObI n3bexaTb NoTepu Cnenoro TeCTUPOBaHUS.
Ecnn 910 He paspeluaeT cutyauuio crieayeTt NpoBECTUM AarnbHellee TecTupoBaHue. B nocneayowmx
3KCNepuMeHTax crnegyet moavduuMpoBaTh napameTpbl UCCNeAOBaHWUA, paclUMpasa UK cyxaa konebaHus
ycnosuii. MapaMeTpbl uccnenoBaHusl, KOTOpPble MOTyT ObiTb MOAWMUUMPOBAHBLI BKMOYAOT AManasoH
8



rocT 32635-2014

u3yyaemblX KOHUEHTpauun, BpeMs o0pabGoTkm u ukcauum KneTok w/vnu ycnosua metadonuyeckoi
aKkTMBaLMM.

CyliectByeT psa KpUTEpUEB AnNa OnNpeAesieHUs MONOXMUTENbHOIO pesynbraTta: 3aBMCUMOCTb OT
KOHLEHTpauum unu BOCNPOU3BOAUMOE MOBLILLIEHWE 4acToTbl MyTauuin. Ha nepBoMm mecre aorkHa ObiTb
BGuonornyeckan 060CHOBAHHOCTb PE3ynbTaToB. PacCMOTPEHue TOro, HaxXoAUTCA N OLEHKa B Npeaenax unum
3a npegenamMmu konebaHuii MCTOPUYECKOrO KOHTPONS MOXET AaTb WHpopMaUMIo NO oueHke BGUonoruieckomn
3HauMMocTn otBeTa. COOTBETCTBYKOLUME CTATUCTUYECKME METOAbl  AONOSMHUTENbHO MOTyT  ObiTh
MCMOMNb30BaHbl MpPKU OuUEHKe pe3ynbTatoB [66). OaHako, nNpU OUEHKE 3aBUCUMOCTU A03a-3chdekT
cratuctuyeckas obpabotka Heobxoguma. CneayeT NpuHUMATb BO BHMMaHWe BOCNPOWU3BOAUMOCTL M
MCTOPUYECKME AaHHbBIE.

XotAa B 6GONbLIMHCTBE WCCREAOBaHMM MNOMYYAIOT YETKME MONOXUTENbHbIE WK OTpULAaTeNbHblE
pesynbTaThbl, B PEAKNX CnyyYasx AaHHble He MO3BONAIOT cAenaTb 3aknioyYeHue 06 aKTMBHOCTU BeLUecTBa.
PesynbTatbl MOryT 0CTaBaTbCs MPOTUBOPEYMBBIMU MU  COMHUTESIbHBIMW, HECMOTPA Ha TO, u4TO
9KCNEPUMEHTLI HECKOJIbKO pa3 NOBTOPEHbI.

MonoxuTenbHble pesynbratbl B MAT Tecte nokasbiBaeT, YTO BEWECTBO MHAYLUUPYET XPOMOCOMHbIE
pa3spbiBel M NOTEPUM B KYNbTUBMPYEMBbIX KNeTkax Mnekonutaowmx. OTpuuatenbHble pesynbTaThbl
NoKa3bIBaIOT, YTO NPU AaHHbIX YCMOBMAX UCCNeAyeMoe BELLECTBO HE MHAYLUUPYET XPOMOCOMHLIE Pa3pbiBbl
n/unu oTCTaBaHue unm NOTEPU XPOMOCOM B KYNbTUBMPYEMbIX KNETKAX MIIEKONUTAIOLLMX.

6.3 OTvet

OTYeT OOMKEH BKOYATL CREAYIoLWYo UHGOPMALMIO.

Wcenegyemoe coegmHeHue:

- MAEHTUPUKaLNOHHbIE AaHHble U Homep CAS;

- PU3NYECKYI0 MPUpPoaY M YUCTOTY;

- PUNKO-XUMUYECKME NapaMeTpbl, UMEIOLIME 3HAYUMOCTb ANSA AAHHOIO UCCIEA0BaHMS,

- B3aMMOAENCTBNE MUCCeayemMoro Bewectsa C  pacrtBoputenem/pasbasutenem umm C
KynbTypanbHOW cpeaon.

Pacteoputens/pasbasutens:

- o6ocHoBaHuMe BbIOOpa pacTBoputens/pasbasurens;

- pacTBOPMMOCTb U CTAabUNbHOCTL UCCNEAYEMOTO BELLECTBA B pacTBOpuTene/pasbasuTene.

KneTku:

- TUM U UCTOYHUK KIETOK;

- NPUrogHOCTb UCMONb3YEeMOro TUNa KneTok;

- OTCYTCTBME MUKOMMA3Mbl, €CNM OLIEHUBANM;

- MHGOPMaUMs O  MNPOAOIDKUTENBLHOCTM  KMETOYHOTO  LMKNA, BPEMEHW YABOEHUS UMK
nponudepaTUBHbIA UHAEKC;

- npu pabote ¢ nuMmdouuTamu, Nor, BO3pacT U YUCIO AOHOPOB KPOBMU;

- npu pabote ¢ numdouuTamMm, UCNOMb30BaNM LIENbHYIO KDOBb UK BblAeNeHHble NMMGOUUTSI;

- YKUCMO NACCAXEN, €CNN UCNONb3YIOTCH;

- METOZbI NOAAEPXKAHUA KNETOUHLIX KyNbTYp, €CIIU UCMIONb3YETCS;;

- MoZarnbHOe YUCIO XPOMOCOM,;

- HOPMAarnbHOE (HEeraTUBHbLIN KOHTPOJIb) BPEMsi KNETOYHOrO LiMKNa.

YcnoBus aKkcnepuMeHTa:

- BELLECTBO, NpuMEHsieMoe Ansi 6noka uuTtokuHe3a (Hanpumep, LIXB), ero koHUeHTpauuio u
ANUTENBLHOCTL 9KCMO3MLIMK B KYTbTYpE;

- 060CHOBaHME BbIOOpA KOHLEHTpALMiA WM YMCNa KNETOYHLIX KYNbTyp, BKIIOYAlOLIEEe [aHHble No
LIUTOTOKCUMHOCTM U OTPaHMYEHUS NO PACTBOPUMOCTHU, ECIIU UMEIOTCS;

- cocTaB cpeabl, KoHUeHTpaumio COy;

- KOHLIEHTPaLun Uccrneayemoro BeLecTBa;

- KOHUEHTpauun (u/mnn obbem) pacrBopuTenss U KONUYECTBO A0OABMEHHONO UMCCNeAyemoro
BELLECTBA;

- TeMneparypa u Bpemsa uHkybauuu;

- ANUTEnNbHOCTL 00pabOTKU KyNbTYpY;

- Bpems nocne o6pabotku 4o dukcauuu;

- KIIETOYHYIO NMOTHOCTb NP NOCEBE, €CAM NPUMEHANN;

- TWUM U COCTaB CUCTEMBbI METAbONMUYECKON akTUBaLUM, BKAIOYAA KPUTEPUU NPUEMITEMOCTH;

- NMO3UTUBHBIE U HEFATUBHLIE KOHTPOIH;

- METOZbI MPUrOTOBIEHUA NPENapaToB U METOAMKA OKPACKM;

- KPUTEPUM YYETA MUKPOAAED;

- YMCNO NPOaHaNU3MPOBAHHBIX KNETOK;

- METOZbl OL€HKM LIUTOTOKCUMHOCTH;
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- nobasa AononHUTenbHas UHopMaLus B OTHOLLEHUU LUTOTOKCUYHOCTMU;

- KpuTepun ydeTa pesynbTaTa Kak MNONOXUTENbHbIA, OTPULATENbHbLI UKW MPOTUBOPEYUMBBIN
(COMHUTENBHBLIN);

- MEeTOAbl CTaTUCTMYECKON 06paboTky;

- METOAbl, TaKue Kak MCNOoMb30BaHME aHTUTEN K KUHETOXOPY, AN XapakTepPUCTUKN COAEMKaHUS B
MUKpPOSiAPe LenblX XPOMOCOM UMK hparMeHTOB XPOMOCOMbI.

PesynbTarthl:

- OLEHKa LMUTOTOKCMYHOCTU, Hanpumep, CBPl unu Rl npu ucnonb3oBaHua MeToaoB € GROKOM
umTokmHesa, RICC, RPD wunu PIl, korga OnoK UMTOKMHE3a HE WUCMOMb3YeTCd, APYrMe nNpusHaku, ecnu
UMEIOTCS, TaKMe KakK KNeToYHOe CriunaHue, anonTo3, noacyeT metadas, 4actoTa ABYSAEepPHbIX KINETOK;

- NpU3HaKu npeuunuTauum;

- AaHHble pH 1 0OCMOTUYECKON KOHUEHTpauun BO BpemMsi 06paboTku nccrnegyeMbiM BELLECTBOM,
ecrnv onpeaensinu,

- onpeaeneHne NpUemMnemMocTu KrneTok Ans aHanusa;

- pacrnpegeneHue OAHO-, ABYX- W MHOTOSIAEPHbIX KINETOK, Mpu nNpuMeHeHun metoga Onoka
LUMTOKMHE3a, ecnv NPOBOAUNN;

- YUCMO KIETOK C MUKPOSApPaMM, NPUBEAEHHOE OTAENbHO AN Kaxaon o6paboTaHHOW u
KOHTPONbLHOW KYMNbTYPbl, U OTAENbLHO BbIAENEHHOE B ABYSAEPHbIX UMM MOHOSAEPHbIX KINeTkax, ecnu
NPUMEHANN;

- OUEeHKa 3aBMCUMOCTM adppekTa OT A03bl, FAe 3TO BO3MOXHO;

- OaHHble HeraTuBHOMY (pacTBopuTenb/pa3baBuTenb) U NO3UTUBHOIO KOHTPONST (KOHUEHTpaLun u
pacTBOpUTEND);

- UCTOPUYECKME JaHHbIE MO HeratuBHoMy (pactBopuTenb/pa3baBuTenb) UM NO3UTUBHOMY
KOHTPOMNSAM C yKasaHuem npeaenos konebaHuii, cpeaHer U CTaHAAPTHOTO OTKIIOHEHUS U [OBEPUTENbHbIX
nHTEepBanoB (95%);

- CTaTUCTUYECKUIA aHanu3, 3HadeHus P.

OBcyxaeHne pesynbLTaTos.

3aknioyeHue.

10
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Mpunoxenne A
(pexomenayemoe)

®OPMYIbl AHAJIIM3A ULUTOTOKCUMYHOCTHU

1. Npu ncnonbsoBanum LIXB oueHka LUTOTOKCMYHOCTU OCHOBAHA Ha MHaekce nponudepauun npu
uuTokuHesHoM-6noke (Cytokinesis-Block Proliferation Index (CBPI)) u ungekce pennukauum (Replicative
Index (RI)) [17, 59]. CBPI nokasbiBaeT cpefHee YUCO KNETOUHLIX LMKIIOB HA KNETKY, B TEYEHWE nepuojga
akcnosnuuu LIXB. OH MOxeT ObiTb UCMONb30BaH ANA NOACHETa KneTo4How nponudpepaumn. Rl nokasbiBaet
OTHOCUTENMBHOE YnCcno saep B 06paboTaHHON KyNbType MO CPABHEHUIO C KOHTPONbHOW KyNbTYPOW U MOXET
MCnomnbL30BaThCA Npu pacyeTe % LUMTOCTaTUYHOCTU:

LutoctatuuHoctb (%) = 100 - 100{(CBPI; — 1)/(CBPI— 1)}

CBPI = ((wucno oonosdeprvix kiemox) + (2 x qucno 08ysi0epHvix k1emox) + (3 X Hucro MHO2I0ePHbIX KIeMOK))

(00wyee wucno knemox)

Takum obpasom, npu CBPI = 1 (BCe KNeTku ¢ 0AHUM SIAPOM) LIUTOCTATUYHOCTL Y 100% KneTok.
LutoctatnuHocte = 100 — RI

((quwzo 08YA0ePHLIXKNIEMOK) ; + (2 X 4UCII0 MHOSOS0EPHbIX KIIEMOK) ;) + (00uyee yucio Kemox) <100

((q UCTI0 08YSA0CPHUIXKNEMOK) ; + (2 X HUCTO MHO20510ePHbIX KIIEMOK) , ) + (00uee i cno kiemor) ;

rae T — KynbTypa ¢ BBEAEHUEM UCCIeayEMOr0 BELLECTBA;
K — KOHTpOnbHasA KynbTypa ¢ pacTBOpUTENEM.

2. Takum obpasom, Rl 53% o3HayaeT, YTo MO CPABHEHUIO C YUCIIOM KNETOK, KOTOpble AensTcs,
obpasys ABysAepHble U MHOTOSAEPHbIE KIETKM B KOHTPONbLHON KynbType, Tonbko 53% OT 3TOro uucna
aenstcsa B 06paboTaHHONW KynbType, T. UMTOCTaTUIHOCTb B 47%.

3. OkcnepumeHTbl 6e3 ucnonb3oBaHuA LIXB. OueHKYy UMTOTOKCUYHOCTM peKkoMeHayeTcs
npeacTaBnATb B BUAE NokasaTeneil OTHOCUTENbHOro BO3pacTaHus konuyectea knetok (Relative Increase in
Cell Count) (RICC) nnu otHocuTenbHoro yasoenus nonynsumu (Relative Population Doubling) (RPD) [59].
O6a nokasaTtensi NPUHMMALOT BO BHUMaHWE AOMIO KNEeTOK B MONYNALUU, KOTOPbIE AENSTCS.

(ysenuuenue wucia K1emox 8 ONLIMHLIX Ky1omypax (Hauauo — Koney)

RICC = x100
(yeenuuenue wuciq Knemok 8 KOHMPOAbHBIX KYAsmypax (HAuano — KOHey)
RPD = (yosoenue nonynayuu 6 ONLIMHBIX Ky16mMypax) <100
(y0soenue nonynsyuu 8 KOHMPONLHOU Ky1bmype)
roe:

Yosoenue nonynayuu = [log(uuwzo Kkremox nocie obpadomiu) = (Havansnoe ucno rc/zemox)] +log2

4. Takum obpasom, RICC unn RPD 53% noka3sbiBaeT 47% LUUTOTOKCUMHOCTH/UMTOCTAaTUYHOCTMU.

5. Wcnonb3yss uHgekc nponudpepauum (Proliferatin Index) (Pl), LWUTOTOKCMYHOCTL MOXET ObITb
paccyuTaHa Yepes noACHET YMcna KNoHoB, coctosimx us 1 knetku (c11), 2 knetok (c12), 3-4 knetok (c14) n
5-8 knetok (c18)

Pl = (1xc11)+(2xc12)+(3xc14)+ (4 x c18))

(c11+cl2+cl4+c18)

6. Pl wucnonb3yetrca Kak peanbHbil napameTp LWUTOTOKCUMYHOCTM ANA  KMETOYHbIX  JIMHUM,
KynbTUBUPYEMbIX in situ B oTcyTcTeumn LUXB [26, 27, 28, 29].

11
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MpunoxeHue b
(pekomeHayemoe)

CraHpapTHble (ped)epeHCHbIe) BelecTBa, PEKOMEHA0BaHHbIE

OISl OLleHKU KayecTBa

KaTeropus | BewectBO [ Homep CAS

1. KnactoreHbl, akTUBHblI€ 6€3 MeTaboNMMYeCcKon aKkTuBaL UK.
LIntosmH apabuHosng 147-94-4
Mutomuumu C 50-07-7

2. KnacToreHbl, Tpebyrwmue MeTabonmyecKkyro akTuBaLuio.
BeHs(a)nupeH 50-32-8
Lnknodocdamug 50-18-0

3. AHeyreHsbl.
KonxuumH 64-86-8
BuHbnactuH 143-67-9

4. HeraTuBHbIE€ KOHTPOJSIbHbIE BEWECTBA.
On(2-atunrekcun)pranar 117-81-7
HanugukcoBasa kucnora 389-08-2
MupeH 129-00-0
Xnopug HaTpus 7647-17647-14-5

! CraHpapTHble (pedbepeHCHbIe) BELLECTBA — PEKOMEHAOBAHHbLIE K UCMONb30BAHMUIO BELeCcTBa. 3aMeHa Unm
JoGaBrieHne XMMUYECKOTO BELLUECTBa K MEPEYUCIIEHHBbIM BbIlle MOXET ObiTb caenaHa, ecnu U3BecTHa Ux
aKTUBHOCTb, €CMM OHWM WHAYUMPYIOT MUKPOsiApa N0 TOMY e MeXaHu3My AeNCTBUS U ecnu Bbino nokasaHo,
YTO OHM OTHOCATCH K BellecTBaMm, KOTopble OyayT oueHeHbl B metoge MAT. B 3aBucumoctu ot uenu
obocHOBaHME MOXET BKNOYaTb BanuaauuMoHHOe (NPOBEPOYHOE) UCCredoBaHMe, BKMNIOYaloWee LUMPOKUIA
CMNEeKTp BeLUecTB, WNU CHPOKYCUPOBAHHOE HA CYXEHME CreKkTpa, OCHOBAHHOE Ha XMMWYECKOM Kracce
MCCNEAOBAHHOIO BELLECTBA N U3YYEHHOM MEXaHU3ME HapYLUEHUNA.

12
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