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1 HABHAYEHUE U OBJIACTSH IPUMEHEHUSA
1.1 ITotHOE HA3BaHUE

HabGop pearentoB mns BeisiBienusi JJHK Pseudomonas fuscovaginae Bo3Oymutens GakTepuaibHOU

THWIM BIIATaJIMINa JIUCTA TMIICHUIBI METOJOM IOJMMEPa3HOW IICMHONH peakIud B PEaTbHOM BpPEMEHHU
«Pseudomonas fuscovaginae-PB»
1.2 O6aacTh NpUMEHEeHUA

HabGop pearentoB «Pseudomonas fuscovaginae-PB» mnpennasHauen is oOHapyxenus JIHK
Pseudomonas fuscovaginae. /lannas OakTepus NOMHMO IIICHHIIBI MOPa)KaeT PUC, M MPU HCKYCCTBEHHOM
3apaKCHUU STYMEHD.

HaGop MoxeT ObITh HCIONB30BaH B JIA0OPATOPHBIX IEHTPAX M MHCTUTYTAX, MPOBOJISAIINX KOHTPOIb
(UTOCAHUTAPHOTO COCTOSIHUSA PACTEHH, B TOM 4YHCJIE MOCAJOYHOro MaTepuana B ueisx obHapyxenus JJHK
Pseudomonas fuscovaginae. HaGop mo3BosissieT KayeCTBEHHO ONPEAEIHTh, COACPXHUTCA au B obpasume JIHK
Pseudomonas fuscovaginae.

JluarHocTrka pacteHui kaprodens ¢ momolnpo Habopa «Pseudomonas fuscovaginae-PB» Bo3moxkHa

Ha BCEX ATAaIlaX €ro BEreTalimoOHHOI O pa3BI/ITI/I$I METOAOM HOJIPIMCpa?;HOfI I_IGHHOI\/JI peaKL{I/II/I B peaJIBHOM BpeMeHI/I
(TTLP-PB).

2 XAPAKTEPUCTUKA HABOPA

KoMmoHeHTbI Habopa SBISIFOTCS 0JTHOPA30BBIMH.

HaGop pearenroB «Pseudomonas fuscovaginae-PB» He TpeOyeT TEXHHYECKOTO OOCTY)KUBAaHHS U
KaJITUOPOBKH.

2.1 CocraB Habopa

HaGop peareHToB cOCTOUT U3 4 KOMIIOHEHTOB.

Ne CocTaB KOMIJIEKTA Onucanue O0beMm Koa-Bo

IIpo3paunas )KUAKOCTh

1 | Peaktmonnas cmech «PS.fus-BITK»
CBETIIO-CHPEHEBOIO LIBETA

1,10 mn | 2 mpoGupku

IIpo3pavHasi 66CI.IB€THa$[

2 | SynTaq AHK-nosmmepa3sa T+, 5 exq/mxin 0,05mn | 1 mpobupka

KHUJIKOCTh
[TonoxuTenbHbIN KOHTPOJIBHBIN 00pasell,
coaepskammii pparment JJTHK Pseudomonas npo3pavHast OecrBeTHast

3 JlepKall p A posp 1 0,10 mn | 1 mpobupka
fuscovaginae, KHUJKOCTh

«IMKO Ps.fus»

IIpo3pavyHas 6eCHBeTHa}I

4 | OrpunarenbHbli KOHTpONIbHBIN 00pasen, OKO
KHUJIKOCTh

0,20 M | 1 mpobupka

2.2 KotnyecTBO aHAJIM3UPYEMbIX POO
HaGop paccuntan Ha nposenenue 100 peakiuii, BKIro4as KOHTPOJIbHbBIE 00pa3Ibl.

2.3 llpuHuun meroaa.
Oobnapyxenne crenuduueckux ¢parmentoB JIHK Pseudomonas fuscovaginae ocHoBaHo Ha

UCIOJIb30BAHUU METO/1a MYJIbTUILIEKCHON MOJMMEPA3HON LIEMHON PeaklMy ¢ MOJyYEHUEM pe3ysIbTara B PeKUME
peansHOro Bpemenu — [11{P-PB.

B ocnoBe meroma III[P-PB nexuT u3MeHeHue curHaiga (QIyopecUEHIMH B XOJ€ peakiuH. ITO
U3MEHEHHE  TPOMCXOAUT  Onarojapst  HCHosib30BaHMIO  crneuupuyeckoro  ans  uckomort  JIHK
OJIMTOHYKJIEOTHIHOTO 30H]1a, KOTOPBIH, MO00HO MpaiiMepy, B XOA€ PEaKIUU CBSI3bIBAECTCS C OJHOW M3 Ienen
ammuinkoHa. K 5 w3’ koHumam 30HAa mpucoeAuHeHbl Guyopodop U TacuTenb (PIyopecleHlnd
cooTBeTCTBeHHO. [Ipu BO30YykaeHUM MOJeKyJbl (iayopodopa cBeToM oIpeneaeHHON MJIMHBI BOJHBI JaHHAs
MoOJIeKyJla HCITyCKaeT CBET APYrod UIMHBI BOJHBL. 3a cueT OJIM30CTH MoJieKyn Quyopodopa M TacuTes
¢bayopecueHIMN, HAXOMAUIMXCAd Ha OJHOM 30HJE, MOCIENHUN MOTIOIAeT (UIyOpPECHEHINI0, U H3MEHEHHs
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AHATMTUYECKOTO CUTHAIA HE MPOUCXOaUT. B pesynbrate pacmenienus crnenududeckoro mis nckomoi JJHK
OJINTOHYKJICOTHUTHOTO 30HJa Tag-moauMepa3oi Ha dTare JIOHTalliU MPU TeMIiepaTypax okosio 60°C, racurens
IpeKpalaeT morjomars GIyopecleHINIo JaHHOM MoneKybl ¢uryopodopa (Texnonorust TagMan). C kaxapim
ruksioM TP grcno ocBo60XIEHHBIX MOJIEKYT (Giryopodopa SKCIIOHEHIIHATLHO BO3pacTaeT (pUCYHOK 1).

4 uuka DKCNOHEHUHANAbHASA
aMnaupuKanus
2 HuKa _<—{‘$‘V} npu MNP

3 umka

Fen-mumensn

1 umuka

Ik
N
JHK —

e o

1
2= —

2 KOnHH —

16 xonuii 35
2 = 34 mMuaaMapaa Konuii

PI/ICYHOK 1- HpI/IHI_II/Il'I AHAJIIMTUYCCKOI'O ITpo1ecca

[TocranoBka III[P-PB ocymiecTBisieTcss B CHeNHAIbHBIX NMPUOOpax - aMIUTH(PHUKATOpaxX, HAMPUMED,
«AHK-32 (32M, 48)» (MAIl PAH, r. Cankr-IlerepOypr, Poccus), «CFX-96» («BioRad», CIIA), «Rotor
Gene» (Qiagen), «DT» («JIHK-texnomorusi», Poccus), QuantStudio5 (Thermofisher, CIIA) wu
HKBUBAJICHTHBIX 10 XapaKTEepUCTHKaM (CM. 1. 5.1 HacTOsIIEH HHCTPYKIMHN).

[Tpu ammudukanuu merogom [11IP-PB B Habope MCHONB3YIOTCS JBa OJMTOHYKICOTUIHBIX Mpaiimepa,
¢dnankupyronmx cneuuduueckuii pparment JHK Pseudomonas fuscovaginae, u jiBa ONHMTOHYKICOTHIHBIX
npaiimepa, ¢mankupyromux JHK BHyTpenHero mnomnoxutenbHoro koutposns IILP-PB, a takxke naBa
¢yopecuenTHpIXx  30HAa. Ilpomecc ammumdukanum —cnenuuYHBIX  (pparMeHTOB  3aKiOyaeTcs B
MTOBTOPSIIOIIMXCS LUKIJIAX TemneparypHod neHarypauuu JIHK, orxura mpaiiMepoB ¢ KOMIUIEMEHTAPHBIMU
ITOCJIEIOBATEILHOCTIMI M IOCIEAYIOIIEH JOCTPOUWKE IMOJMHYKICOTHIHBIX Lened ¢ 3tux npaiimepos JIHK-
MTOJIMMEPA30M € IETEKIMEN pe3yJIbTaTOB B PEKUME PEaIbHOTO BPEMEHU.

Ha6op pearentoB «Pseudomonas fuscovaginae-PB» mo3BomsieT OJHOBPEMEHHO BBISBIATH B OTHOI
peakiMOHHON cMmecu crenubuunbii aust Pseudomonas fuscovaginae ¢parment rena gyrB (mo kanamy
¢dyopecuenu FAM/Green, a Takke BHYTPEHHHUH MOJIOKHUTEIBHBIN KOHTPOJIb — IO KaHATY (QIIyopecleHIINN
R6G/HEX/Yellow/VIC. Ilpaiimepsl, mpuMeHsieMble B TaHHOW CHCTEME, CKOHCTPYHPOBAHBI TAKMM 00pazoM,
4yT00BI 00HapyxuBaTh 100% Bcex mITaMMOB 1€1€BOM OaKTEPUU MOCIEA0BATENbHOCTH, KOTOPHIX HAXOIUINCh B
0aze mannbix NCBI Nucleotide na 17.01.2019 (www.ncbi.nlm.nih.gov). Bropas peakuus — BIIK

(Buyrpennero IlonoxwurenbHoro KoHTponss) — HeoOXonumma JUisi HUCKIIIOYEHHS JIOXKHOOTPULIATENIBbHBIX
pe3yJIbTaTOB.

2.4 OrpanuveHust MeTOIAa

B uccnenyemom marepuane JIHK Pseudomonas fuscovaginae mosxet ObITh He OOHapyKeHa IO IIPHYUHE
unru6uposanus [1LP-PB u/unu nenocrarounoit apdexruBroctu Boinenenus JHK.

[TpyunHON NOTY4YEHUS JIOXKHOIOJIOKUTEIBHOIO pE3yJibTaTa SBISAETCS KOHTAMHMHALMSA Ha JTare
Beiienieanst HK 6o mpoenenus peakmuu TIHP-PB. JloxHOMOMOXUTENBHBIA PE3ybTaT BBISBISETCS C
MTOMOIIIBIO OTPUIIATETLHBIX KOHTPOJIBHBIX 00pa31ioB Beiaenenus u [11{P-PB.



3 AHAJIMTUYECKHUE XAPAKTEPUCTUKHA
3.1 UyBCTBHUTEJIBHOCTH

YyscreurenabHocTh TP npu ucmons3oBanuu Habopa pearentoB «Pseudomonas fuscovaginae-PB»
ne menee 9,0%10° konmit JJHK B MUZIIUANTpE TIPOOHL.

3.2 Cneuu(pu4HOCTH

Crenu@uuHOCTh — J0XKHOOTPULIATENIbHBIE PE3YJIbTAThI IIPU aHAIKU3e 00pa3lioB pacTEeHU, CoAepIKaIUX
JHK neneBoil GakTepuu, OTCYTCTBOBAJIM, JIOKHOIOJIOKHUTEIBHBIC Pe3yJbTaThl Mpu aHaimu3e oodpasnos [IHK
pacrennii m JIHK Oakrepmii, He conep)Kamiux BbIIICTIEPEYUCICHHBIE cHenuduyeckne QparMeHTHl,
OTCYTCTBOBAJIU.

4 MEPBI ITPEJOCTOPOXKHOCTHU ITPU PABOTE C HABOPOM

Paboty npoBozsT B coorBeTcTBHU ¢ TpeboBaHusIME MY 1.3.2569-09 «Opranuzamnus paboTsl 1a00paTopuii, NCIIOIB3YIOMINX
METOABl aMIUIM(UKAINN HYKICHHOBBIX KHCJIOT MpH paboTe C MaTepHalioM, COAEPKalldM MHKpoopranu3Mel -1V rpymm
MTATOTCHHOCTH».

4.1 Heo0xoauMocTh 00yueHHsI IEPCOHAJIA

Jyis paboThl ¢ TaHHBIM HAOOPOM pPEarcHTOB HEOOXOMUMO YYACTHE CIICI[HATUCTA C BBICIIMM HJIH CPCIHUM MEAUIUHCKHIM,
OMOJIOTNYECKUM (BETEPHHAPHBIM) WIIM arpOHOMHYECKUM 00pa30BaHKEM, MOJYYHBIIETO JOMOIHHUTEIFHOE ClelHalbHOe 00pa3oBaHue
Ha KypcCax IMOBBIIICHUA KBaJ'II/I(bI/IKaHI/II/I 1o MOJ'IeKyJ'IHpHO-6I/IOJ'IOFI/I‘IGCKI/IM METOAAM JUArHOCTHKH. HepCOHaﬂ JOJIDKCH UMCTh HAaBBIKH
paboThl C OMOXMMHUYECKHMHU PEaKTUBAMU M COBPEMEHHBIM JIa00PATOPHBIM 000y I0BaHHEM.

4.2 Mepbl 6€3011aCHOCTH, NO3BOJIAIONINE NPEAOXPAHATH OllepaTopa

Bce koMIIOHEHTHBI Ha6opa B HUCIIOJB3YEMbBIX KOHICHTpalUAX ABJIAIOTCA HECTOKCHUYHBIMH, BPCIHOT'O BJIHAHHWA Ha OPraHU3M
oriepaTopa He OKa3bIBaloT. [Ipu paboTe ¢ HabopoM cienyeT coOmoaTh OOBIIHBIC MEPHI IPETOCTOPOXKHOCTH IS Ta0OPaTOPHi:

- II0JIb30BATHCS TA00OPATOPHBIMH NIEpYATKAMHU M HaJIeBaTh 1a0OPAaTOPHBIE XaNIaThl;

- HE IPUHUMATH IHIIy, TUTh WM KypPHUTh B Ta00PAaTOPHBIX OMEIICHUSIX;

- ocJie paboThI ¢ MPo0aMy M PeaKTHBAMH CJIEAYET TIIATEIHHO BEIMBITH PYKH BOAOH C MBIJIOM.

N36erath KOHTAKTa C KOXKEH, TI1a3aMH U CIIM3UCTBIMU 000JI0UKaMH, TIPH MONIaIaHAN Ha HUX KOMIIOHEHTOB HA0Opa MPOMBIThH
OOJIBIIMM KOJIMYECTBOM BOJbl. [IpM mnpueMe BHYTpPh KOMIIOHEHTOB HaOopa peareHTOB 3a MEIAMIMHCKOW IIOMOIIBIO CIEIyeT
00paTUTHCSI HEMEJICHHO.

Crerdukanuu mo 6€30MacHOCTH MPEIOCTABIISIOTCS 110 3a1pocy.

4.3 Heodxoaumbie Mepbl NPeA0CTOPOKHOCTH B OTHOLIEHNH BJMSIHUS (PU3HYECKHX (haKTOpOB

[Tpu ucnonp3oBaHuu Habopa peareHTOB HET HEOOXOIUMOCTH NPUHUMATh MEPBI MPEJOCTOPOIKHOCTH B OTHOLICHUU BIHSHUS
MAarHuTHBIX HOJ'ICI71, BHCIIHUX JJICKTPUYCCKUX BO3}1€I710TBI/II>1, QJICKTPOCTATUYCCKUX paspdaa0B, AABJICHUA WKW MEPCHaaoB JaBJICHUA,
neperpy3Kd, HCTOYHUKOB TEPMHYECKOTO BOCIUIAMEHEHHSI.

4.4 HeoO6xonumble Mepbl PEAOCTOPOKHOCTH NPOTHB CHEeLUAJLHBIX PUCKOB

IIpn wcnone3oBaHuMM HAaOOpa peareHTOB HET HEOOXOJMMOCTH IIPUHMMAaTh MEPHl INPEIOCTOPOXKHOCTH IPOTUB JIHOOBIX
CHeHaIbHBIX PUCKOB IIPU MCIIOJIB30BAHUH WM PEAIN3alliH, TIOCKOJIBKY B COCTAB M3/EIHS HE BXOJT BELIECTBA YEJIOBEYECKOTO MITH
KHMBOTHOTO NPOMCXOXKICHUS C YIETOM MX MOTEHIINATbHONW HH(EKIIMOHHON TIPUPOBI.

5 OBOPYAOBAHUE U MATEPHUAJIbI, HEOBXOAUMBIE IIPU PABOTE C HABOPOM

5.1 PekomeHayeMoe H3MEPUTEIBLHOE 000Py10BaHHE

[pubop mms IMLP-PB — 3aperucrpupoBanHbiii B PO u uMerommuil KaHaIBl AETEKIHH, COOTBETCTBYIOIIUE KPACHTEISIM
FAM/Green, R6G/HEX/Yellow/VIC, ROX/Orange, Cy5/Red (iu60 uX CHEKTpalIbHBIM aHAJOraM) CO CIEAYIOIIUMHE
XaPAKTEPUCTUKAMU — Awaxc.5036./ Avaccom. (Nl — 485HM/520mHM, No2 — 530HM/560HM, Ne3 — 580um/620HM, Ned — 630uM/670HM),
Hanpumep, «AHK-32 (32M, 48)», «CFX-96».

5.2 Yka3aHusi 0 He0GX0MMOCTH MCIIOJIB30BAHHUS CNIENHATBLHOT0 060PY/1I0BaHUS

PaboTy ¢ HabOpoM ciieayeT MPOBOIUTh B HACTOJIBHOM OOKCe ¢ OakTepuIaHON Jammoi (Hanpumep, BAB-IIIP-«Jlamunap-
C», 3A0 «JlamuHapHbIe CHCTEMBI», T. Muacc, Poccust), ycraHoBIIEHHOM B pabouyeii 3oue 3 (MY 1.3.2569-09).

5.3 Jlo3upyommue ycTpoiicTBa

ABTOMaTHuecKHil (MEXaHUYECKHiT) 103aTop nepemeHHoro oobema Ha 10-100 mku;

ABTOMaTHuecKHi (MEXaHWYECKHi) 1o3aTop nepeMeHHoro oobema Ha 100-1000 mxi;

ABTOMaTHUeCKHH (MEXaHWYECKHIT) 103aTOp MepeMeHHoro oobema Ha 2-20 MKI;

LITaTHB JUIS JaHHBIX JI03aTOPOB.

5.4 JIpyroe ucnosab3zyemMoe 000py/10BaHue

MukpoueHTpudyra-BCTpIXUBaTeNb A1 MUKporpoOupok (Hampumep, «{uknotemn-901»);

MHUKpOIeHTpHu(yTa 17151 MUKpOIIpooupok (ctpumoB) 0,2 M (Hanpumep, «Luxmoremn-903»);

MITaTUBHI IJIs HAKOHEYHUKOB, MUKpOIIpoOupok Ha 0,5 u 1,5 mur;



IITaTUB JUI1 MUKponpooupok 0,2 mit (Hanpumep, «PM-2x48x0,2» (Cunron);
XONOIWIbHUK Ha 2-8 °C (ms xpaHeHus 00pasIoB).

5.5 JIaGopaTtopHas nmocyaa

EmkocTu 11t cOpoca HAKOHEYHUKOB M MHKPOIIPOOHPOK.

5.6 MaTepuaJibl M peareHThl, He BXOAsIlIMe B COCTaB Ha0opa
OpxHOpa30BBIe HAKOHEYHUKH I J03aTOPOB MIEPEMEHHOTO 00beMa ¢ a3pO30IbHEIM OaphepoM;
MuKponpoOupkw (ctpumsl) 0,2 Mi1 ¢ po3payHoit kpeimrkoi st [T1P-PB;
Habop peareHToB st BbiesieHus: HK;

OTZAEJBHBIN XajaT ¥ 0JTHOPa30BbIe MEIUIIMHCKHE ITEPUYaTKH;

KOMIUIEKT CPEZCTB Uit 00paboTku pabodero Mecra;

0JTHOPA30BbIe MEIULIMHCKUE XaJIaThl M OJTHOPA30BbIC METULIMHCKHE MTEPYATKH;
KOMIUIEKT CPEJCTB It 00paboTKK paboyero Mecra.

6 AHAJIMBUPYEMBIE ITPOBbI

6.1 OT6op ¥ TPaHCHIOPTHPOBKA 00pPa3L 0B
Ot0op 00pa3ioB, TPaHCIOPTUPOBKY U XxpaHeHue mpoBoasaT B coorBerctBun ¢ ['OCT 13586.3-83
MEXTOCYyIapCTBEHHBIN cTaHAapT 3epHO [IpaBuia mpueMku U MeTo 16l 0TOOpa Mpoo.

6.2 Beigenenne HK
Beigenenne JIHK mpoBomsar copbenTHbiM — MeromoMm  (Hampumep, «Cytosorb/Ilutocop6y,
«®Durocopd» («Cuntom», Poccusi) WM JApYyrMMH yTBEpXKISHHbIMH Metonamu. Jliis ompeneneHus
BO3MOXXHOM KOHTaMHMHaluuM Ha dTane BbyaeneHus HK B kaxayro nmapTUiO BBIIENEHUS Hapsay cC
HCCIIEAYEMbIM MAaTEpUaliOM BKJIIOYAIOT OTpHUIATENIbHBIA KOHTpoib BbiaeneHus (OKO-B), koropsrit
aHanu3upyrot naiee B [1L[P-PB.
PactBop JIHK MoxkeT XxpaHuThCs MpH Temneparype ot mitoc 2 1o mioc 8°C B TeueHHe 5 CyTOK U Ipu
TeMIeparype He Bollie MuHyc 16°C B Teuenue roja.

7 MIPOBEJAEHUE AHAJIU3A
7.1 IloaroToBka k nmpoBenenuto [N P-PB
1. Pa3Mopo3uTh HEOOXOAMMOE KOJIMYECTBO MPOOHMPOK ¢ peakiuoHHOW cMmechbio «PS.fus-BITK» (kaxmast
mpoOupKa paccuuTaHa Ha MOCTaHOBKY 50 peakimii), Beiepk aTh 15 MUHYT MPU KOMHATHOW TeMIIepaType,
nepeMeniaTh Ha MUKPOIICHTPU(YTe-BCTPIXUBATENIC U IEHTPUPYTUPOBATH B TEUCHHE HECKOIBKUX CEKYH]T
Ut cOpoca Kareb.
2. B oraenbHOI yncTON MPOOHPKE MOAXOASIIEIO pa3Mepa CMEIAaTh:
21*(N+2) Mk peakirorHoi cmecu «Ps.fus-BITK»
0,5*(N+2) mxa SynTaq (JIHK-monumepasa),
rie N — konuuecTBO HMcciaeayeMbix o0pa3uoB, BkIw4yasgs OKO-B, 2 — koin4ecTBO KOHTpOJIeii
(ITKO, OKO).
Ilpumeuanue. Ompuyamenvhvie xoumpoau evioenenuss (OKO-B) ananuzupyrom kax ucciedyemvie
obpazywl, coxpanss npu IIL[P-PB nopsaook obpasyos u OKO-B, komopwiii b1 npu evidenenuu HK.

Jlst ynoGcTBa pacueTa BOCIIOJIb3yUTECh TaOIUIIEH.

N 1 2 3 4 5 6 7 8 9 10 11 12
PC 63 84 | 105 | 126 | 147 | 168 | 189 | 210 | 231 | 252 273 294
SynTaqg 15 2 25 3 3,5 4 45 5 55 6 6,5 7
N 13 14 15 16 17 18 19 20 21 22 23 24
PC 315 336 | 357 | 378 | 399 | 420 | 441 | 462 | 483 | 504 525 546
SynTag 75 8 85 9 9,5 10 | 105 | 11 | 115 12 12,5 13
N 25 26 27 28 29 30 31 32 33 34 35 36
PC 567 588 | 609 | 630 | 651 | 672 | 693 | 714 | 735 | 756 777 798
SynTag 13,5 14 | 145 | 15 | 155 | 16 | 165 | 17 | 175 18 18,5 19
N 37 38 39 40 41 42 43 44 45 46 47 48
PC 819 840 | 861 | 882 | 903 | 924 | 945 | 966 | 987 | 1008 | 1029 | 1050
SynTag 19,5 20 | 205 | 21 | 215 | 22 | 225 | 23 | 235 24 24,5 25
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7.
8.

[TomyuyeHHyt0 cMech IepemMelIaTbh Ha MUKPOLEHTPU(Yre-BCTpAXUBATeIe U HEHTPUPYTUpOBATh B TEUCHHE
HECKOJIbKUX CeKyH[. Pa3nuTh nmomyueHHyio cmech 1o 20 Mxi1 B ipoOupku Ha 0,2 ML
KO, OKO u uccnexgyemsle 00pa3iibl pa3MOpPO3HUTh, IepeMeliaTh Ha MUKPOLIEHTpU(YTe-BCTPSIXUBATENE U

HEHTPUPYTHPOBATb.
Ipumeuanue. Ecmn obpazen JJHK comeput copOeHT (MarHUTHBIA COpOCHT), HEOOXOAMMO IEHTPU(YTHPOBATH 00pasIml |
MuHYTY Tpu 10-14 TBIC. 00/MHH. ISl TOJHOTO OCaKAEHHs copOeHTa. [Ipy MCIoIp30BaHUM MarHUTHOTO COPOEHTa MPOOHUPKH C
JHK nocne neHTpudyrupoBaHus yCTaHOBUTh B MarHUTHBIM INTaTUB W J00aBieHHE OOpa3lOB NPOU3BOIUTH, HE BBIHMMAs
NpOoOUPKH U3 IITATUBA.

Buectu B moarorosienusie 0,2 M mpooupku mo 5 mra OKO, ucciemnyeMbix 00pas3IioB U, B OCIIEIHIOK
ouepenp, KO, wucmonp3ys HAKOHEYHUKH C a’3pO30JIbHBIM OapbhepoM, IUIOTHO 3aKPBITh KPBIIIKH,
nepeMeniaTh Ha MUKPOIICHTPU(yTe-BCTPSIXUBATENe U IEHTPpUPYrHpoBaTh MPOOUPKH AJIs COpOca Karelb.
[TomecTuTh POOUPKHU B aMIUTU(PUKATOP B PEKOMEHLyEMOM IOPSIKE:

Ne ayeiiku Oopasey
1 KO «Ps.fusy
2 OKO
3 uccnedyemwlii oopazey 1
4 ucciedyemvlil 0opasey 2

7.2 IlpoBenenue I P-PB

7.2.1 lIposeaenue IIIP-PB past npudopos RotorGene 6000/RotorGene Q
Bxuttounts npu6op B COOTBETCTBUU C MHCTPYKIMEHN MO 3KCILTyaTaluu.
3amyctuth mporpammy «Rotor-Geney.
B okne «New Run / HoBblii TecT» BoIOpath BIIaAKy «Advanced / leranbHblii MacTepy», 3aTeM OIIIUIO
«Empty Run / Ilycroii ma6aon» u Haxxats «New / HoBb1ib».
B orkpeiBmiemMcsi okHe BbIOpath T potopa «36-Well Rotor / 36-1yHouHBIl poTOpP» U MOCTaBHUTH
rajouky B okHe «Locking Ring Attached / Kosibiio 3akpenJieHo», HaxaTb «Next / Jasee».
B otkpeiBIIeMcs OkHE ycTaHOBHTH «Reaction Volume / O6bem peaknum» 25 MKk, yopaTh rajaouky «15
pL oil layer volume / O6bem maciia / Bocka» 1 Haxxath «Next / laseex.
B otkpsiBmiemcst okHe Haxath kHONKY «Edit Profile / Penakrop npoguis», Haxars «New / HoBblit» u
BeiOpath «Cycling (default) / IluxknupoBanue (Mo ymoud.)». 3aaath MporpamMmy aMiuTH(GHUKAIAA CO
CJIEYIOIIUMHU NTapaMeTpamu:

[Tar Tewm., °C Bpewms Herexuus Kpacurenu IToBTOpOB
1 94 3 mins No acquiring 1
94 15 secs No acquiring
Cycling . FAM/Green 50
60 40 secs Acquiring JOE/ Yellow

B oxne «Edit Profile / Pemakrop npoduisi» Haxars kHONKY «OK».
VY CTaHOBUTh 4yBCTBUTEIBHOCTH MprOOpa B obmactu Hactpoek «Chanel Setup / YcranoBka kanamay,
ucnone3ys kinapuiry «Edit Gain / YpoBens curnanay:

Green-5

Yellow -6

Ipumeyanue. npu 603HUKHOGCHUU NPOOAEM (CEA3AHHBIX C 0CODEHHOCMbIO Padomuvl npudopa, a
UMEHHO C YCHAHOGICHHBIM ONMUMAIbHBIM OUANA30HOM VYDOEHA YCUICHUA CUZHANA (hayopecuenyuu
HO Ue1e8biM KAHAIAM) Heo0X00umo npu nocaedyiouiux zanyckax npuoopa oasa INIIP-PB RotorGene
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10.
11.

12.

no

6000/RotorGene Q ua smane 8 nynkma 7.2.1 nposecmu_asmomamuyeckyio ORmMuMu3ayuio yposHeil
CUZHAIA_ CO2IIACHO C1eOVIOuLell UHCIMPYKUUUL:

B oxne «New Run Wizard / Macmep noeozo mecma» naxcams «Gain Optimization /
Onmumu3zauus ypoeHsa CUZHAIA).

B omxpuwiswemcs oxne naumu u Haxcamsy Ha exiaoky «Channel Settings / Yemanoexu kananoey.

B nosisuswemcs cnucke xananos sviopame «All Channels / Bce kananvyy u nascamo «Add /
Jobasumbv.

B noseuswemcs oxne «Auto-Gain Optimization Channel Settings / Ycmanosku Aemo-
onmumuzauuu ypoeus cuznana» naxcamo «OK /IA» ona kasxcooeo kanana.

Ilocne 3akpuimus oxna «Auto-Gain Optimization Channel Settings / Ycmanoexu Aemo-
onmumusauuu ypoeHs cuznanay nocmasums 2anouxy «Perform Optimization Before 1 st Acquisition /
Botnoanumes onmumuzayuio npu 1-w waze oemexyuu» u nasxcamo «Close / 3axpvimoy.

Haxars xiaBuiry «Next / laaee».

3anyctuth amrumdukanuio knonkou Start run / Crapr.

B mosBuBmIEMcst mocnie Hadajga paboThl mMpubopa OKHE cO CBeACHHSAMH 00 oOpas3lax BHECTH Ha3BaHUS
obpasios, B cromdue «Type / Tum» ykasare «Unknown / O6paseu» mis obpasios, «Positive /
Monoxurteabubliin» 11t [IKO u «Negative / Orpunarensnbiiiy 11 OKO. Haxars kinaBuiry «Finish /
3aKOHYHUTDHY.

I[To 3aBepmenun I11[P-PB orpaboTannbie mpoOUPKH YTHIM3UPOBATh B COOTBETCTBHH C PEKOMEHIAIMSMA
o opranu3anuu [1[P maboparopun, cormacao MY 1.3.2569-09 «Opranmszanus paboTel 1a00paTOpui,
UCIIONIB3YIONINX METOABl aMIUTU(UKAIMN HYKJICHHOBBIX KHUCJIOT TP paboTe ¢ MaTepuaioM,
coJiepKaluM MUKpoopranu3Mel [-1V rpynn naToreHHOCTHY.

7.2.2 llposenenne IIP-PB nias npu6opa CFX96

Bxirounts npuOop B COOTBETCTBUU C UHCTPYKIMEN 110 SKCILTyaTalllu.
3amyctuth nporpammy «Bio-Rad CFX Manager».
B wmento File BeiOpath New—Protocol. B mosiBuBIIeMcs: OKHE 3a/1aTh IUKJIOTPAMMY CO CIIEIYFOIMMHA
napaMeTpamu:
Sample Volume 25 pl
1. 95,0 C for 5:00
2. 95,0 C for 0:15
3. 60,0 C for 0:40
+Plate read
4. GOTO 2,49
END
Haxxats OK 1 coxpaHUTh IPOTOKOJI HAa KOMIIbIOTEPE B y100HOM paboueil mamnke.
Buectu cBenenust 00 oOpasiax u kpacurensx. s atoro Bo Briaake Plate Beiopars onmuto Create New.
Haxarp kHonky Select Fluorophores. B nosiBusiemcst okne BbiOpath kpacutenu FAM, HEX. Haxarp
OK.
O0603HaYUTH Ha IJIAIIKE MECTOPACIIONIOKEHNE 00Pa3IOB:
- Ilepas nynka — IIKO. [lns 3TOro0 BRIIENIUTH JYHKY, B KOTOpoi Haxoautcs npobupka ¢ [IKO, u B rpade
Sample Type BeiOpaTh cTpouky Positive Control.
- Bropas nynka — OKO. [lyis 3TOT0 BRIIECTUTH JYHKY, B KOTOpOi HaxoauTcs npooupka ¢ OKO, u B rpade
Sample Type BriOpath ctpouky Negative Control.



10.

11.
12.

no

o N o o

- Cnenyromas JyHKa - HCCIIETyeMBbIi oOpaseln 1, 3aTeM — HcclieyeMblil oOpaselr 2 U T.J. B COOTBETCTBUU C

. [lopsiaok cienoBanusi 00pa3uoB. [l 3TOT0 BBIIEIUTH BCE OCTABIIUECS TYHKH, B KOTOPBIX HaXOATCS
npoOupku ¢ obpaszuamu, u B rpade Sample Type BeiOpats ctpouky Unknown.
3amaTh M3MEpPEHUE CHUTHaja BO BCEX NMPOOMPKAX MO BBHIOPAHHBIM KpacHTelIsiM. i 3TOrO BBIIEIHTH Ha
TUTAIIKe JIYHKH CO BCceMH uccienyeMbiMu npoodupkamu (Bkimodas [IKO u OKO) u moctaBUTh rajouku B
kosioHke Load HarmpoTHB Ha3BaHUI BCEX BHIOPAHHBIX B I1.5 KpacHUTEIICH.
3anaTh Ha3BaHUSA BCEX HCCIEAyeMbIX 00pa3loB. J[s 3TOro BBIIEIUTH JTYHKH, B KOTOPBIX HaXOIATCS
npobupku ¢ obo3HauaecMbIM oOpasiiom. B rpade Sample Name BBectn (wiu BbIOpaTh M3 yiKe
HUMEIOIIMXCS) MMS COOTBETCTBYIOIIEro 0Opasiia. 3areM IMOCTaBUTh Tajlouky B coceaneil rpade Load.
[ToBTOPUTH TO K€ cCaMoe sl OCTaBIIMXCS 0OPA3IOB.
Haxares OK. JlaTh uMs miamike ¢ yKa3zaHHEM JaThl SKCIIEPUMEHTa U COXPAaHUTh MOJyYeHHBIH (ailn Ha
KOMIIbIOTEpE B y100HO paboueil mamnke.
Hauatp paboty mpubopa. [[nst aToro BeiOpats 3akmanky Start Run, B xotopoil HaxkaTh knaBumry Start
Run. 3agate ums Oyaymiero ¢aiina ¢ ykazaHuem JaThl IpoBeneHus skcriepuMenTa. Coxpanuts ¢aiin Ha
KOMIThIOTEPE B YI0OHOM paboueii mamnke.
3adukcupoBath B paboueM xypHalie Ha3BaHue ¢aiina.
ITo 3aBepuienuu I[1L[P-PB oTpaGoTtannbie mpoOUpPKU yTHIN3UPOBATh B COOTBETCTBHH C PEKOMEHAALUSIMU
no opranuzanuu [IP naboparopuu, cornacio MY 1.3.2569-09 «Opranuzanus paboTsl JadopaTopui,
WCHOJB3YIONIMX METOAbl aMIUIM(UKAIMKA HYKJIEWHOBBIX KHCIOT TMpH paboTe ¢ MaTepuaiom,
coaepx’almum MUKpoopranusmel [-1V rpynmn natoreHHoCTHY.

7.2.3 Ilposenenue I P-PB nns npudopos AHK-32 (32M, 48).

Bxuttounts npubop B COOTBETCTBUU C HHCTPYKIMEH MO 3KCILTyaTalluu.

3anyctuth nporpammy ANK Shell.

BriOpats Brimagky «bBblcTpblii crapT». B mosiBuBmemcst okae BeiOpath kKpacutenu FAM, R6G. 3anate
ums Oynymiero Qaiina, a Takke BpIOpaTh T npudopa (32 npoOupku niu 48 mpoOupoK).

B oxHEe « AMIUIM(PMKATOP» 3a/1aTh IPOTPaMMy aMILTH(PHKAIAH.

Tun Temmneparypa, | Bpewms,t, | HaGmronenue | Pacuer
T, C CEK.
H3otepMma
1 95 300 Bkiroueno
[Muxnorpamma
(50)
1 95 15 BxiroueHo
2 60 40 Bxutoueno Brutoueno

Bo Bkiaake «O0pa3ub» BHECTH ONKCAHUE HCCIEAYEMBIX 00Pa3I[0B U pacCTaBUTh 00pa3Lbl 110 TUIAHIIETY.
3anecTH B pabouuii )xypHaI Ha3BaHUE (pailia MTaHHBIX, COOTBETCTBYIOIIEE HCCIICIOBAHUIO.

Jlnis 3amycka uccienoBanust HaxaTh CTapr.

ITo 3aBepmienun I11[P-PB orpaGoTanHbie mpoOUPKH YTHIM3UPOBATh B COOTBETCTBHM C PEKOMEHIALUSAMHU
no opranuzamuu [P naGopatopuu, cormacio MY 1.3.2569-09 «Opranuzanust paboTsl J1abopaTopHid,
HCHOJB3YIOUIMX METOAbl AaMIUIM(UKAKUKM HYKJIEMHOBBIX KHCIOT TpH paboTe ¢ MaTepualiom,
coJiepKalluM MUKpoopranusmel [-IV rpynn natoreHHOCTHY.

7.2.4. Ilposenenue INIP-PB nis npudopos Dtprime / Dtlite.

BkittounTh pubOp B COOTBETCTBHM C MHCTPYKIIUEH 110 SKCILTyaTallly.
3anyctuth nporpammy «RealTime_PCR».



Ilepen mnpoBeneHuem amruMpUKAIUK HEOOXOAUMO 3arllOJHUTH MPOTOKOJ HCCIAEAOBaHUS (BKIIaIKa
«IIpoTokos»). B xaxmoil cTpoke HEOOXOAMMO OTPETAKTUPOBATH CIICTYIONTNE JaHHBIC:

- Ne (HoMep mpobupKn)

- R (mo6aBnenue ny0meir)

- Tun npooupku (00paserr, MoJIOKUTEIbHBIA KOHTPOJIb, OTPUIIATSILHBIA KOHTPOJIb U T.1.)

- bayopodopsl (FAM — cnennuka, HEX — BIIK.)

4. Tlocne 3anmonHeHus: TaOIUIBI C TaHHBIMHU O MPOOUpPKaX HEOOXOIMMO yKa3aTh PacHoJiOKeHHE POOUPOK B
osioke amrmupukaTopa. Pacnonoskenue npoobupox B 0J0ke aMIumMPUKaTOpa CXeMaTHIHO OTOOpaKaeTCs B
MPaBO HUKHEW YaCTHU OKHA.

5. 3amyck mporpamMmbl  aMIUIMGUKALKUKA  OCYLIECTBISETCS BO  BKIaAKe «3amycK MNPOrpaMmbl
aMILUTH pUKAT I .

6. Ilepen 3amyckoM HEOOXOAMMO BBIOpaTh 3apaHee CO3JAHHYI0 MNPOrpaMMy aMIJIH(UKAIUH,
OTPEIaKTHPOBATH 00BEM paboueli cMmecHu B mpodupke (25 Mx).

[MapameTpsl aMITHQUKAITIN:
Hukn IToroper | Ilar Bpemsi | Temnepatypa | Jerekius
1 1 1 05:00 95,0
2 50 1 00:15 95,0
2 00:40 60,0 Bxiroyena
7. Haxarp KHONKY «3alyCTUTh IPOrPaMMY».
8. Ilo 3aBepmenun [11IP-PB oTpabGoTranHbie MPOOUPKU YTUIH3UPOBATH B COOTBETCTBUU C PEKOMEHIAIMSIMHU

no opranuzauuu [P nabGopatopuu, cormacno MY 1.3.2569-09 «Opranuzanust padoTsl nabopaTtopuii,

HUCIOJIB3YIOIHUX METOIbI aMl'IJ'II/I(bI/IKaI_II/II/I HYKJICMHOBBIX KHUCJIOT IIpH pa60Te C MaTrepuajioM, COACPKAIIUM

MHKpoopranusmsl [-IV rpynn nmaroreHHocT».

7.2.5 llposenenue IIP-PB nis mpudopa QuantStudiob.

1. BxitounTh nmpubOp B COOTBETCTBUU C MHCTPYKIIMEH MO SKCILTyaTaIUH.

2. 3anyctuth nporpammy «QuantStudio Designs & Analysis Software.
3. Haxxats kHonky OTKpBITH 3kcniepumenT (Open Existing Experiment). B oTkpsiBiemMcst OkHE BHIOPAThH
npotokoi «Phyto DNA» u HaxxaTh kHOTIKy OTKpBITH (Open).

Ipumeuanue: Ilopsidok camocmosmenvho2o cozoanus npomorxona «Phyto DNA»
A. Bxniouums npubop 6 coomeemcmauu ¢ UHCmpyKyuel no dKCniyamayuu.
b. 3anycmums npoepavmy «QuantStudio Designs & Analysis Softwarey.

B. Haocamw knonky Cozoame 3xcnepumenm (Create New Experiments) IESTEZEE 5,
sxknaoxe Ceoiicmea (Properties) ¢ cmpoxe Hazeanue (Name) saoamo ums (nazeanue) Phyto DNA
akcnepumenmy. Hasxcamo enusy oxna xknonky /Janee (Next).



2 QuantStudio™ Design & Analysis Softuare v1 43 - o x

File Edt Analysis Tools  Help

Method Plate Run Results Export

Experiment Properties O; save v
[ o |

Barcode

User name

Instrument type QuantStudio™ 5 System v

Block type 96-Well 0.2-mL Block v

Experiment type Standard Curve v

Chemistry TagMan® Reagents v

Runmode Standard v

Manage chemistry details
[ et |

I'. Bo exnaoke Ipomokon (Method) sadame yuxknoepammy co credyiowumu napamempamu.
Ob6vem (Volume) 25 ul

Bpewi Peaucmpayus YHucno
Hlae Cmaous Temnepamypa Bpems U3MeHeHUs pay
cueHana YUKI08
memnepamypol
1 Yoepoicanue 95°C 05:00 3,18°C/s -
1 P 95°C 00:15 3,18°C/s 5o
2 4 60°C 00:40 2,44°C/5 =
Haowcamo knonky /lanee (Next).
Ofoeém mymss | 250 ul Teuneparypa sarpesa kprmmee | 105.0 i b
Viepaxaune/nurydauns amnp
95°C 95°C
3.18°C/S
00:05:00 00:00:15 9.44°C/S
3.18°C/S
00:00:40
30
50x

. B omxpwieuwumcsi okne 6o exnaoxe bvicmpas Hacmpouxa (Quick Setup) 6 epaghe Iaccuenuti
pegpepencuniit kpacumenw (Passive Reference) sviopame HET (NONe), nasicas na cmpeixy.
Plate Attributes

Passive Reference Mone v
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E. Bo eéxnaoke Pacmupennsie nacmpouxu (Advanced Setup) ¢ 6noxe Muwmenu (Targets) oooasumo
Kanawl 0Jis1 cuumsléanus ayopecyenyuu. /[ns 3mozo HeobXo0umo 8blNOIHUMb CledViowue 0eticCmaeus.

- B nepeoii cmpoxe 6 epagpe Hazeanue (Name) emecmo Target I nanucamo FAM. B epagpe
Penopmep (Reporter) sviopame FAM. B epaghe I'acumens (Quencher) sviopams NONe, nasicas na sueiixy.

- Haoicamo na xknonky lobasums (Add). B nossuswetics cmpoxe 6 epape Penopmep (Reporter)
sviopams VIC. B epappe Hazeanue (Name) nanucame HEX. B epagpe Facumens (Quencher) ssiopams None,
HAdHCas HA AYEUK).

Quick Setup Advanced Setup

— Targets Add [# Action v
Name Reporter Quencher Comments Task Quantity

O M Fam FAM None v X

O HEX vIC MNone v X

O Save w
JK. [l coxpanenusi npomoxona nadxcamv knonky Coxpanume (Save) _

Coxpanums npomoxon «Phyto_DNA» 6 yoobuyio nanky.

4. Tlepeiitu Bo Bkiaaky Ilmanmer (Plate) u naxxats Ha Bkiaaky Pacmupennnie Hactpoiiku
(Advances Setup).

5. BBoja o6pasuoB mpousBoautcs B Tabnuie Excel (mocrynen Ha caiite OOO «CuHTOM)
http://www.syntol.ru/) mu6o B nporpammax Design and Analysis niau QuantStudio™ Design & Analysis
Software

6. CxomupoBarth noJry4yuBIinytocs tadiauiy Excel B nporpammy npubopa. Beiaenuts Bce 00pasiibl 1 B

Ta0JIMIIe TOCTAaBUTh TAIOYKHU BO3JIe (IIyOpeCcIieHTHBIX kpacuteneil. Haxxate kHonky Jasee (Next).
7. Hagatp paboty npubopa. J{ist aToro Haxxmure Ha kHonky HauaTes mporon (Start Run) u BeiOpats
HY>KHBI CcepuilHbIi HoMmep mpuOopa. 3amaTh MM Oyaymiero ¢ailla ¢ yka3aHHeM JaTbl NPOBEICHHS
skcnepuMenTa. CoxpaHuTh (hailn Ha KOMIIBIOTEpE B YA00HOH paboueii namnke.
8. Ilo 3aBepmienun IILIP-PB otpaGoTanHble NpOOMpPKH YTUIU3UPOBaTb B COOTBETCTBUU C
pexoMenaauusamMu no opranuzanuu [1LP naGoparopuu, cormacno MY 1.3.2569-09 «Opranu3zanus paOoTbl
nabopaTopuii, UCHOJIb3YIOMIMX METO/Abl aMIUIM(PUKALUKA HYKJIEUHOBBIX KHUCIOT MpU paboTe C MaTepUalOM,
coJiepKalnuM MUKpoopranusMsl [-1V rpynn natoreHHOCTHY.
7.2.6 Ilposenenue I P-PB nis npudopa Gentier 96E/R

1. BxurounTh nprOOp B COOTBETCTBHH C HHCTPYKITUEH MO IKCILTyaTaIliH.
2. 3amycruth nporpammy Real-time PCR System
3. Haxars New Experiment
4. B oTKpbIBLIEMCS OKHE 33/1aTh UMs 3kcriepuMenTa (Experiment Name) u BeiOpath manky st
coxpanenus (Save Path)
5. Haxartp New
6. Bo Briaake Run Setting 3agate nporpaMMy amMIHQUKaIUK CO CIETYONIMMH ITapaMeTpam
Stage Stage Type | Cycle | Time | Temperature | Fluorescence
1 Preincubation 1 05:00 95,0 None
5 2 _S'Fep _ 50 00:15 95,0 Nor!e
Amplification 00:40 60,0 Reading

7. Bo Bkianke Experiment BeictaBuTh 00beM peakiionHon cmecu 25 Mk (Reaction Volume 25uL)
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8. Tlepeiitu BO BKIIaaKy Sample Setting

9. OO603HAYMTP HA IIJIAIIKE MECTOPACIIOIOKEHUE 00Pa3IIOB:

- [TepBas nmynka — IIKO. [l 3TOr0 BBIACTUTH JYHKY, B KOTOpoil Haxoautces npodupka ¢ I1KO, u B rpade
Sample Type BeiOpath ctpouky Positive.
- Bropas nmynka — OKO. J{nst 3TOro BBIISIUTE TYHKY, B KOTOpoW HaxoauTcs npooupka ¢ OKO, u B rpade

Sample Type BoiOpaTh cTpouky Negative.

- Cnenyromast JIyHKa - HCCIIeyeMblid oOpaserr 1, 3aTeM — uccaeayeMplid 00paser] 2 U T.JI. B COOTBETCTBUH C

.4 [lomecTUTh MPOOMPKHU B aMILIM(PUKATOP B PeKOMEHIyeMOM NopsijaKe. /(s 3TOro BIICTUTH BCE

OCTaBIIKECS JYHKH, B KOTOPBIX HAXOIATCS MPOOHMpKU ¢ obpasumamu, u B rpade Sample Type BeiOpath

crpouky Unknown.

10. 3amaTe U3MepeHne CUrHaga BO BCEX NMPOOMPKAX MO BHIOPAHHBIM KpacuTeNsM. J{Jis 3TOro BBIACIUTH HA
TUTAIIKE JIYHKH CO BCeMH uccieayemMbiMu podupkamu (Bkiatouas [IKO u OKO) u mocTaBUTh rajouky B
kosioHke Dye na kpacurenax FAM u HEX.

11. Mpeiitu BO BKIagKy Run Monitoring u B OTKpbIBIIEMCS] OKHE HaXkaTh Run.

ITo 3aBepmenuu I11[P-PB oTpaGoTanHbie mpoOHpPKH YTUIU3HUPOBATH B COOTBETCTBUHU C PEKOMEHIAITUSAMU T10
opraam3anuu [11[P naboparopun, cormacao MY 1.3.2569-09 «Opranuzaius paboTsl 1abopaTopuid,
UCIIOJIB3YIOUIMX METObI aMILTU(UKAIINN HYKIEMHOBBIX KUCJIOT MPHU paboTe ¢ MaTepruagoM, CoOAepKaliuM
MHKpoopranusmsl [-IV rpynn nmaroreHHocTn».

7.3 IIpoueaypa usmepenus pe3yJbTaTOB aHAJIN3A

Oruenky pe3ynbTatoB mpoBo T ¢ momotibio [10 nmpudopos ans ILIP-PB, nanpumep, «AHK-32 (32M,
48)», «CFX-96» unu 3kBUBaNICHTHBIX UM (CM. 1. 5.1 HacTosei nuuctpykuun). Kpurepuem peructpanuu pocra
cUTHaja QuIyopecieHIy (HaJudue KHHeTHISCKOW KpUBOH pocta curHana ¢uyopecuennun) B [10 mpudopos
SBJIICTCS BeMUYHMHA rmoporoBoro nukia Ct, xoropas o3HauaeT 0Oy BenuumHy MeHee 50. OtcyrcrBHe
perucTpanum pocta curraiga npudopom onwuceBaercs [10 mpubopa, Hampumep, Kak HpeAesbHas BEITUYMHA
noporoBoro mukia (Ct > 50 B mpubopax «AHK»), nubo kak ee orcyrctBue (N/A B mpubopax (upmbl
«BioRad») u 1.. [ogpoOHas wmH(DOpManus NpHBEICHA B PYKOBOJICTBE IO JKCIUTyaTallMd KOHKPETHOTO
npuoopa.

7.4 OopadoTka pesyabtartos IIIP-PB
7.4.1 Tlopsinok ouenku pesyanbraroB [ILP-PB nis npudopos RotorGene6000/RotorGene
1. Tlocne 3aBepmieHus aMIUTH(PHUKAINN OTKPBITH HYKHBIN (haitn B mporpamme «Rotor-Geney.
2. Haxare B wMeHwo mnporpammbl «Rotor-Gene» wiaBumry «AnalysisS/AHanm3», BbIOpaTh 3aKIalKy
«Quantitation/KoJinuecTBeHHbIii».
3. BwiOpath cTpoky ¢ kpacutenem Green u Haxkarh kimaBuinry «Show/IMokazatb». B OTKphIBIIEMCS OKHE
MOSIBATCSA KHHETUYECKHE KPUBBIE B JIOrapu(hMUUECKOH IIKae.
4. B menro okHa «Quantitation Analysis/KoJinuecTBeHHBII aHAIN3)» aKTUBHPOBATH:
«Linear Scale/JInneiinas mxaa»
«Dynamic Tube/Iunamu4. pou»
«Outlier Removal/¥crpanenue BoiopocoBy» - 10%

«Slope Co rrect/KoppexT. YRIAOHA» [Ipu svinoanenuu onepayuu «Koppexyus ykiona» neobxooumo cieduns, umobwl ne
NPOUCXOOUTO KAPOUHATbHBIX USMEHEHULL 8 PUCYHKE KUHEMUYeCKUX Kpuevlx (Hanpumep, Kpusvlie 6e€3 noovema uyopecyenyuu
nocie «KOppexyuu YKIOHa» npeobpasyiomes 8 JUHUL ¢ NOJTOACUMETbHOU OUHAMUKOU (yopecyeHyuu u yerom Hakioua). Eciu 6
pesyrvmame NposeoeHusi OAHHOU ONepayuu Npoucxoosim KAPOUHATbHbIE USMEHEHUs 8 PUCYHKE KUHEeMUYeCKUX KpUeblX, mo
onepayuio «Koppexyus ykionay mooicno nposooums TOJIBKO 0131 006pasyos ¢ noovemom ¢ayopecyenyuu 8 0anHOM Kaudae,
m.e. IOJIOKHTEJIbHBIX no oanunomy xanany!
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B wmenio «CT Calculation/Beruuciaenne CT» ycTaHOBHTH 3HAYE€HHE JJIS IOPOTOBOM  JIMHHU

«Threshold/ITepor» - 0,05 u «Eliminate cycles before/Mckiawounts uukabl 10» - 10. Hpumeuanue. Ecnu ne
yoaemcs ycmanosums 3uayenue nopoza na ypoeue 0,05 uz-3a ¢onoswvix gaykmayuii gayopecyenyuu 0moerbHbix KPUewlx, mo
MOJCHO ROOHAMb 3HAHEHUe NOPO208ol Tunuu 0o Juanaszona 0,05-0,1.

IIpoBecTu MHTEPIIPETALINIO PE3YIHTATOB, KAK OMMCAHO B I1.7.6 HACTOALIEH UHCTPYKIIUH.

7.4.2 O6padorka pesyabtaToB IILI[P-PB nias npu6opa CFX96
OtkpeiTh (aiin B mporpamme «Bio-Rad CFX Manager». [{ns storo B menio File Beiopats Open—Data
File, naiitu oOpabaTeiBaeMbIii (haiiil ¥ OTKPBITH €TO.
VY CTaHOBUTH pacyeT pe3ysibTaToB aHaau3a MetozoM Regression. Jlns storo B MeHio Settings Beiopars Cq
Determination Mode—Regression.
IIpoBecTu MHTEPIIPETALINIO PE3YIHTATOB, KAK OMMCAHO B I1.7.6 HACTOALIEH UHCTPYKIIUH.

7.4.3 O6pad6oTka pesyabtaToB IIIIP-PB nist mpudopos Dtprime/Dtlite
[Toce 3aBepineHus aMiuTM(pHUKALUK OTKPBITh HYKHBIH (haiin B mporpamme «RealTime PCRy.
[lepen olieHKOM pe3yabTaTOB HEOOXOIMMO YCTAaHOBUTD CJIEAYIOUINE HACTPOHUKHU:
— Tun ananuza: MyJabTHILIEKC
— Merton: I'eomerpuyeckuii

o PR .. v
— BriOparh onTHYeckHii KaHa

— B mnpaBom HmKHEM yriay OTKpbITh «PeXMMBI NmpocMOTpa JaHHBIX»; BbIOpaTh «Pemxum
Fam/Hex/Rox/Cy5»

— Ilpu HeoOXxogumocTH, BbIOpaTh «A3MEeHUTh MacIITad OJHOr0 W3 KaHAJI0B». BBICTaBUTH 1Is
FAM macmitad ot 30 10 50%

Auto
— Tloa rpadukamu HaKaTh ABTOMIKAJTY |~ ‘%» On | s BBIPaBHUBAHUSA

— B Tabnuie cripaBa BeIOpath B 3aknaake «Pe3yabrarbdy « MyabTHILIEKC)
[IpoBecTu MHTEpHpPETALNIO PE3YJIHTATOB, KAK OMKMCAHO B I1. 7.6 HACTOSIIEH HHCTPYKLIMH.

7.4.4 Oopadorka pesyastaroB OT-IIIP-PB nus npudopos AHK-32 (32M, 48)
ITo oxOHYaHMH 3aBEPLINTH UCCIIEOBAHHE B COOTBETCTBUM C HHCTPYKLIMEH K PUOODY.
B mporpamme «ANK Shell» naxars «IIpocMmoTp ¢aiijioB JaHHBIX» U OTKPBIThH Qailsl ¢ pe3yabTaTaMu
UCCIIeIOBaHMsI, BEIOPAB €ro B MaIllKe COOTBETCTBYIOLIETO MpHOOpa.
[IpoBecTu MHTEpIIpETALINIO PE3YIHTATOB, KaK ONMKUCAHO B I1.7.6 HACTOAIIEH HHCTPYKIIHH.

7.4.5 O6padorka pesyabraTo IIIP-PB niast npuéopa QuantStudios.
1. Tlocne 3aBepiieHust aMIUTU(UKAIIMKA OTKPBITh HYXHBIN (aitn B mporpamme «QuantStudio Designs &
Analysis Software» nian «Design and Analysis».

2. [IpeoOpa3oBaTh KWHETUYECKUE KPUBBIC B TMHEHHYIO MIKaTy. J{JIst 3TOr0 Ha)kaTh Ha HKOHKY IMoka3aTn
HacTpoiiku ¢aiina (Show Plot Settings). B mosBuBmemcs oxHe BbiOparh Tun rpaduxa — JIuneinsbrit
(Graph Type — Linear).

3.

[TpeoOpa3oBath MoyYeHHBIC TaHHBIC B HEOOXOAUMBIN (opMaT ¢ MOMOIIBIO CrielaIbHOro radbmona Excel
s QuantStudiob, akryaneH B ciiydae 00pabOTKH pe3ysapTaToB B mporpamme «QuantStudio™ Design &
Analysis  Software» (moctymen Ha caiite OOO «Cuntonm», maposs mus .rar  Syntol42!
http://www.syntol.ru/).

[IpoBecTH MHTEPIIPETAIMIO PE3YIBTATOB, KaK OMHCAHO B I1.7.6 HACTOSIICH HHCTPYKIIUH.
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7.4.6 Oopadorka pesyabraroB IILIP-PB nis npu6opa Gentier 96E/R.

1. Tlocne 3aBepuicHus aMIUTH(DUKAIIMK OTKPBITh HYKHBIH (aiin B mporpamme Real-time PCR System.

2. Tlepetitn Bo ckianky AnalysiS ¥ TpoOBECTH HMHTEPIPETAILUIO PE3yJIbTaTOB, KaK OMUCAHO B I1.7.6
HACTOALLIEH UHCTPYKLIHH.

7.5 Yuer pe3yjibTaTOB aHAJIM3a

Pe3ynbraThl aHamM3a He MOIeKAT yUeTy:

- B cltydae oTcyTcTBHs peructpanuu pocta curaia OKO u OKO-B no kanany R6G/HEX/Yellow/VIC
(FTO’KHOOTPHUIIATEIBbHBIN PE3yJIbTAT BCETO IKCIIEPHUMEHTA);

- B cinywyae peructpaumu pocta curHaa OKO (OKO-B) mno xkamanmy FAM/Green
(JIO’)KHOTIONIOKUTENBHBIN pPE3yNbTaT BCETrO SKcIepuMeHTa). Benmumna moporooro mnukiaa Ct mpu stom He
MMeeT 3HAYCHUsI.

- B CJIy4ae OTCYTCTBHS PETHCTPALlMU POCTa CUTHAIA B MIPOOHUPKE C MCCIIEyeMbIM 00pa3oM MO KaHaTy
R6G/HEX/Yellow/VIC  ogHOBpeMeHHO ¢  OTCYTCTBMEM  curHama 1o  kananry FAM/Green
(JIO’)KHOOTPUIIATEIIBHBIN PE3YIbTAT B KOHKPETHOM MPOOHPKE);

- B ChOy4ae OTCYTCTBHA peructpaumu pocra curHana [IKO mno xamamy FAM/Green
(JIOX)KHOOTPUIIATEIIBHBIN PE3YJIbTAT BCETO SKCIIEPUMEHTA).

Pe3ynbTaThl aHaNM3a MOJIEKAT YUCTY:

- B ciydae oTcyTcTBHs pocta curHana ¢uyopectieHiimn OKO (OKO-B) mo kanmamam FAM/Green
OJIHOBPEMEHHO C perucrpanueil pocra curuaia no kanary R6G/HEX/Yellow/VIC;

- B Cly4ae pErHCTpallid pOCTa CUTHajJa B MPOOUPKE C HCCIEIyeMbIM O00pa3loM 10 KaHay
R6G/HEX/Yellow/VIC ogHoBpeMEeHHO ¢ OTCYTCTBHEM curHana 1o kanary FAM/Green;

- B ciryuae peructpanuu pocta curaaia [IKO no kananam FAM/Green.

Peructparus pocrta curnana (GiayopeciieHIIMd B MUKPOIIPOOUPKE ¢ UCCIEAYEMBIM 00pa3IioM Mo KaHaly
FAM/Green cBuzmeTelabCcTByeT O Hauuuuu B obOpasiie cremupuueckoro ¢parmenra JJHK Pseudomonas
fuscovaginae. Bennunna moporosoro mnukia Ct mpu 5TOM He UMEET 3HAUYCHHSI.

WHTepnpeTannio pe3yibTaToB aHAIM3a IPOBOJISAT COTIIACHO TaOJIHIIe.
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HNuTepniperanus pe3yjbTaTOB AHAJIM3A ¢ UCNOJIb30BAHUEM HA0Opa peareHToB
«Pseudomonas fuscovaginae-PB »

Kunerndeckast KpuBasi pocta CHTHaa
GryopecueHINH 10 KaHATy

FAM/ R6G/HEX/

Green Yellow/VIC
Pseudomonas BIIK
fuscovaginae

O6pa3ernt

Hurepnperanus

P€3y.HBTaTBI BCCT'0 aHAJIM3a HE ITOAJICKAT

yu€Ty B 1I000M U3 CIEYIOIINX CIIyJacB

JloskHOOTpHULIATENIBHBIN PE3YJILTAT,

a mobok KO unrubuposanue [11{P-PB
_ _ OKO, |/lo)xHOOTpULIATENBHBIN pE3yJIbTAT,
OKO-B |uarubuporanue [11{P-PB
JI0’KHOIIONOKUTENBHBIN PE3YIIbTAT,
OKO-B
. KOHTaMHUHalus B rnpouecce Boiaenenus HK
+ 000 =
OKO |JI0o)KHOIOJIO0XUTENBHBIN pe3ybTaT,

KOHTaMUHalus B xoae nocrtaHoBku [111P-PB

PGSYJ'IBTB.TBI aHaJIM3a HC IIO0JJICXKAaT y‘léTy JJIA KOHerTHOﬁ Hp06bl

npooa

JIO)KHOOTpHLIATENIBHBIA PE3yJIbTAT,
unaruouposanue [111P-PB

Pe3ynbrarsl aHanu3a noanexar y4éTy MpH MOIYYEHUN CIEAYIOMNX PEe3yJIbTaTOB

HaGop pearentoB cnienuduueH B OTHOIICHUN

+ II000H INKO .
Pseudomonas fuscovaginae

OKO-B

- + Kont aMHWHaluA U UHT I/I6I/IpOBaHI/Ie OTCYTCTBYIOT

OKO

_ + B pobe HE oOHapyKEHbI JTHK

npoGa Pseudomonas fuscovaginae
<40 ct ioGoi B npobe o6uapyxena JIHK Pseudomonas

fuscovaginae
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8 YCJIOBUSA XPAHEHUSA, TPAHCIIOPTUPOBAHUA U OKCIUVIYATAIIUU

8.1 YcioBusi xpanenust

Hab6op pearentoB «Pseudomonas fuscovaginae-PB» cienyer XpaHuTh B CyXOM, 3alIHIICHHOM OT CBETa
MecTe npu temieparype oT MuHyc 18°C no munyc 20°C. CyMMapHbIi CPOK XpaHEHMs IpU TEMIEpAType OT
wtroc 2 a0 wiroc 8°C He JOMKEH MPEBBINIATh 5 CYyTOK B TEYCHHE CPOKA TOJTHOCTH HaOopa peareHToB.

8.2 Yc10BuSl TPAHCIIOPTHPOBAHUSA

TpancnoptupoBanue Habopa peareHToB «Pseudomonas fuscovaginae-PB» m0kHO HpOHM3BOAUTHCS
KPBITHIM TPAHCIIOPTOM (aBTOMOOMIIBHBIM, KeJIe3HOAOPOKHBIM JINOO BO3AYLIHBIM) MIPHU TEMIIEpaType OT MUHYC
18°C no munyc 20°C. JlomyckaeTcsi TpaHCIIOPTUPOBAHKE JI0 S CYyTOK IpH Temiiepatype 1o mitoc 8°C.

8.3 Cpok rognocTu

Cpox roxnocti Habopa «Pseudomonas fuscovaginae-PB» cocraBnsier 12 MecslieB ¢ JaThl BBITyCKa
[PEANPUATHEM-H3TOTOBUTEIIEM.

Cepun HaOOPOB PEAreHTOB C MCTEKIIUM CPOKOM TOJHOCTH MPUMEHEHUIO He moziexar. CpoK ToJHOCTH
BCKPBITBIX PEareHTOB COOTBETCTBYET CPOKY T'OJHOCTH, YKa3aHHOMY Ha 3THUKETKAxX Ul HEBCKPBITHIX PEareHTOB,
€CII B UHCTPYKIMH HE YKa3aHO WHOE.

8.4 Undopmanus no 6e30nacHON yTHIM3ALNH

Hcnonp30BaHHBIE TPOOMPKH C aMIUIMKOHAMH, HAKOHCYHHWKH, TEPYaTKH, BETOIIb I O0OpabdOTKH
noBepxHocrter B [1L[P-6okce, coOMparOT B MJIACTUKOBBIE 3aKPHIBAIOIINECS EMKOCTH, BEIHOCAT B Pa00O4yI0 30HY
4-1 (mbo creuManbHO TMPEJHA3HAYCHHOE BCIOMOTATEIbHOE IIOMENIEHUE) C IEeNbl0 MOCIETYyIOIIeH
uHaktuBaimu (MY 1.3.2569-09).

Habops! ¢ UCTEKIIUM CPOKOM T'OJTHOCTH, a TAKXKE B CIydae MOBPEXKICHUS YIAKOBKH, YTUIU3UPYIOT O
KJaccy A, Kak SIUIEMHUOJIOTHYECKH Oe30macHble OTXO0AbI, Mo coctaBy mnpubmmkenHeie k TBO (CaunlluH
2.1.7.2790-10).

8.5 I'apaHTuiiHbIe 00513aTEJILCTBA NPOU3BOAUTES

[IpennpusTHe-IPOU3BOIUTENb TApPAaHTUPYET COOTBETCTBUE (YHKIMOHAIBHBIX XapaKTEPUCTHK Habopa
TpeOOBAaHUAM, YKAa3aHHBIM B TEXHUYECKON M HKCIUTyaTallMOHHOW JOKYMEHTAIlMH, B TEYEHUE YCTAaHOBJIEHHOTO
cpoka rogHocTH (12 mecsiieB) npu coOII0AEHNN BCEX YCIOBUM TPaHCIOPTUPOBAHHUS, XPAHEHUS U IPUMEHEHHUS.

Pexnmamanmu Ha kadectBo «Pseudomonas fuscovaginae-PB» wHampaBiasTh Ha MpeanpusTHE-
m3roroButenb OO0 «HII® Cunrtom» (125499, Mocka, Kponmraarckuit 6ynsBap, a. 39, k.1., mom 1 kowm.
43/PM 12-3, Ten. (495)984-69-93, tdhaxkc. (499)977-74-55, E. mail: syntol@syntol.ru).

[Ipu BbISIBJICHHMM MOOOYHBIX JEHCTBUM, HE YKa3aHHBIX B HWHCTPYKIMU TIO TPUMEHEHUI0 Habopa
peareHToB, HeXeNaTeIbHBIX PEaKIUi MPU €ro MCIOIb30BaHUH, (DaKTOB U OOCTOSTENHCTB, CO3AAMIINX YIPO3y
KU3HH W 370pPOBBIO TpaXJaH © MEIUIUHCKAX paOOTHUKOB TMPH TPUMEHEHWHW Ha0opa peareHToB,
PEKOMEHIyeTCsl HAMpaBUTh cooOIieHrne Ha mpennpustue-usroroputens OO0 «HII® Cunton» mo aapecy,
yYKa3aHHOMY BBIIIIE, U B YIIOJIHOMOYEHHYIO TOCYAPCTBEHHYIO PETYJIHUPYIOIIYI0 OPTraHU3AIMI0 B COOTBETCTBHUH C
JEHCTBYIOLMM 3aKOHO/IATEIbCTBOM.

Jara nmocneaneii penakmun: 05.12.2025.
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