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HasHaueHue

Ho6op npenHasHadYeH pgns MNPOBEeOeHUs PeakuuMm OBPATHOM  TPAHCKPMMALMK
BolgeneHHon PHK ¢ nocnegytowen amnamnéukaumen ydacTtka nonydeHHon k[OHK B
pexmMe PeanbHOro BpemMenn ¢ GyopecLeHTHbBIMM 30HAAOMM OOHOLLArOBLIM METOLOM.
Cocrtae Ha6opa

Cmech ana OT-TLP-PB (2x) 1x1,25mn
BruoMacTep-Mukc (25x) 1x 100 mkn
Ha6op npanmepos BPYV 1x165 mkn
CrepunbHas Boga 1x1,25mn
MO3UTUBHBIN KOHTPOMBHBIM 06pasel, (BPYV) 1x100 mkn
BHYTpPEHHM KOHTPObHBIN o6pasew, PHK 1x 550 mkn

Ha6op paccumtaH Ha npoeefeHme 100 aHANM30B B O6bEME 25 MKJT HO OOHY PEAKLMIO.
NPOBEAEHUE UCCJIEQOBAHUSA

Mpotokon nocraHoekn OT-MNUP
B kauecTBe MaTpuLbl ONg NPOBELEHUS Peakumm UcrnonbayeTcs oduwieHHas PHK un3
06pPA3LIOB.

A. NoproToBka npo6 ansa nposegenus OT-MNMLP

O6Lwmin o6beM peakUUMOHHOM cMecu — 25 Mk, BKItouas o6beM Npo6bl AHK— 5 Mk,

1. Pa3Mopo3nTb npoéupkn ¢ peareHTamm brnoMactep-muke, Cmech gnsg OT-TLP-PB,
CrepunbHyto Bofy, Haéop npanmepos BPYV 1 MO3UTUBHBIA KOHTPOMNBHBLIM O6pA3eL, -
KOXOYHO MPOBUMPKY TLLOTENbHO NepPeMELLATL HO BOPTEKCE.

2. OcagnTb KANaM XMOKOCTU CO CTEHOK U KpblLeK MPOBUPOK, KPOATKOBPEMEHHO
OTKPYTMB UX HO MUKPOLEeHTpudyre.

3. B oTpenbHom npoéupke MpuUroToBUTb PEOKLMOHHYKD CMeCb O6bEMOM AN
HEOBXoOMMoro komnudectsa oépasuos (N+1, roe N — KomMuecTBo MccremyeMmbix
OBPA3LIOB C YYETOM BCEX KOHTPOSEN).

Kontponu atana MLLP:
a) oTpuuaTenbHbiin KoHTPosb NUP (K=) — ctepunbHas Boaa;
6) NONOXMTENbHbIN KOHTPOb MLP (K+) — NO3UTUBHBIN KOHTPOMBHBLIN 06pasel, BPYV
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CocTaB pedkLMOoHHOM cMecU Ha 1 npo6upky:
KOMMOHeHT OébeM

Cwmecb ans OT-TLP-PB (2%) 12,5 mMkn
BroMacTep-Muke (25x) 1mKn
Ha6op npanmepos BPYV 1,5 Mkn
CrepunbHas BOAA 5 mKkn

4. TloMecTUTb TOHKOCTEHHbIE MPOBUMPKM HA LUTATMB «padoyee MecTo», OO060BUTb
OTOENbHbIM HOKOHEYHWKOM 20 MKJT PEOKLIMOHHOM CMeCK B KOXAYH0. [pOMAPKMPOBATL
NPOBUPKMU.

BAXHO! lMpu ncnonb3oBaHnmn Npréopo. Ansg aMnamdukaumm ¢ BEPTUKAbHEIM CbEMOM
LeTekumMn onTuyeckoro curHana (Hanpumep, QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad v op.) 3anpelueHo NpoBoanTb MAPKMPOBKY HO KPbILLKE MPOSUPOK.

5. Jo6aBnTb OTOENBHBIMWN HOKOHEYHUKAMM B MPOBUPKN C FOTOBOM PEAKLMOHHOM CMECHIO
no 5 mMkn o6pasud, B NPOSUPKM LN KOHTpONenm Mo 5 MK COOTBETCTBYIOLLMX
KOHTpONEN.

6. OCTOPOXHO NnepemMeLLaTb 6e3 06PA30BAHMS My3blpen U COPOCUTL KAMMN, UCMOMb3Ys
LueHTpudyry (MpmM 3TOM HEOBXOAMMO MCMOMb3OBATL CMELMASbHbLIA  POTOP AN
MUKPOMPOBMPOK).

B. Mposepenue OT-MLLP u geTekuum pnyopecueHTHOro curHana

1. BKNtounTb aMMAMPUKATOP C CUCTEMOM OETEKLMM B PEXMME «PEASIbHOrO BPEMEHN» U
3AMNyCTUTb MPOrPAMMY.

2. [loMecTuTb nNOQroToBNEeHHble ana npoeegeHua T[LUP npo6upkn B guenku
PEaKLMOHHOMO MOOYSIS NPUEoPA (NyHKM MPOHYMEPOBAHBI, 3TM HOMEPA UCTONb3YIOTCA
B OANbHEMLLEM AN MPOrPAMMUPOBAHKS MOMOXEHUS MPo6 B AMMANMGUKATOPE).

3. 3anporpaMMUPOBATL MPUEOP 4SS BbIMOAHEHUS MPOrPAMMbl AMAAIMGUKALMN U
getekummn  GnyopecueHTHOro  CUrHana  cregyss  OnroputMy  MPOTrPOMMHOrO
obecneyeHums.

Mcnonb3oBaTh KAHASLI C AMIMHOM BOSHLI CBETA (BO3ByxaeHne / netekums)

o  470+15 HM / 520+15 HM

e 580+10 HM / 623+14 UM

304aTb CrefyoLme NApaMeTpbl SKCNEePUMEHTA:

MNpotokon amMmnnndukaumm

War Temnepatypa, °C Bpems nHky6auum  Konnmuectso LUKoB
O6paTHAS TPAHCKPUALMS 45 15 MUH 1
MpenBapuTensbHAs eHaTypaums 95 5 MuH 1
HeHaTypauus 95 10 cek
Omxur/feTekuus 60 30 cek “

* - cMoTpwuTe MNpunoxerue 1 Tabnmua COOTHOLLEHWS KOHOMOB U KpacUTenem



Ta6nmua COOTHOLLEHUSI KOHAJIOB U KPACUTENEN

470+15 520+15 FAM, SYBR Green, Fluorescein, EvaGreen, AlexaFluor 488

520+10 558+11 JOE, VIC, HEX, TET, Yakima Yellow, CAL Fluor Gold 540
ROX, Cy3.5, CAL Fluor Red 610, Texas Red, Alexa Fluor 568

580+10 623+14

640+10 682+14 Cy5, Quasar 670, Alexa Fluor 633

662+10 7M+12 Quasar 705, Alexa Fluor 680

B. UHTepnpeTauus pesynbTaros

AHONMM3  PEe3ynbTATOB  MPOBOAST C  MOMOLLLIO  MPOMPAMMHOIO  o6ecrnedeHus
ncrnonb3lyemoro npuéopa ansg nposeneHus MNLP ¢ netekunen B pexmme «peasnbHOro
BPEMEHM.

AHQU3UPYIOT KPMBbLIE HOKOMNEHUS PSTYOPECLIEHTHOrO CUrHANA MO ABYM KAHANAM:

- NO KaHany gna ¢ayopodpopa FAM pernctpupyetcs CUrHan, CBUAETENbCTBYOWMA O
HAKOMMAEHUMN NPOJYKTA aMnndukaumnm pparmenta kIHK BPYV,

- no kaHany gna ¢nyopodopa ROX perncTpnpyeTcs CUrHan, CBUAETENbCTBYIOLWMA O
HakonneHnn NpoaykTa amnmnéukaumnm kHK BKO.

PesynbTaThl  MHTEPMPETUMPYIOTCH  HO  OCHOBAHWMM  HONMMUMS (MM OTCYTCTBMS)
nepeceyeHns Kpueon ¢ayopecueHLMn C YCTOHOBIIEHHOM HA COOTBETCTBYIOLLEM
YPOBHE MOPOroBOA NMHMEN (YCTAHABMMBAETCH B CepeduHe JIMHEMHOro Y4YacTKa
NPUPOCTA GIIyOPECLEHLMM MNONOXUTENBHOO KOHTPOMS B NOrApUdMUMUECKOn LLKAE),
yTO onpepenseT Hanmume (MIm oTCyTCTBME) AN OAHHOM MPO6bl 3HAYEHWS NMOPOroBOro
umkna Ct B COOTBETCTBYIOLLEN rpAde B TAGIMLE Pe3YSIbTATOB.

PesynbTaT amMnnnoukaummM No KAHAMY CUYATOETCS MOJSIOXUTESIbHBIM, €Cnu  KpuBeast
OOHOKPATHO MepecekaeTcs C NOPOroBoM JIMHUEN B O6/IACTU OCTOBEPHOrO NPMPOCTa
dnyopecueHLMM, OTPUUATENBHEIM B Cllydde OTCYTCTBUS MepecedeHus KPUBOM C
MopOroso NmHuen (HeT aHadeHmns Ct mnm Cg), COMHUTESbHBIM BO BCEX OPYITMX CIy4asX.

TecT cuntaeTcsd ycnewHbiM, ecnm 3¢pPEKTUBHO M KOPPEKTHO MPOoLLnM o6e CTOOouM:
Bblgenenms PHK n OT-TLP.

MNpuHUMN MHTEPNPEeTALMU pe3yNbTATOB CreayoLwmit:

— 06pa3eL, CYUMTAETCS NONOXUTESBHBIM No copepxanunto PHK BPYV, ecnn Ha kaHane
FAM nonyuyeHo 3HaueHwe noporosoro umkna Ct, He npesbillalolee rPAHUYHOE
3HAO4YeHue - 38.

— 06pa3el, CUMTAETCSH OTPULATENbHBEIM MO cogepxaHuio PHK BPYV, ecnv Ha kaHane
FAM otcyTcTByeT 3HaUeHne Ct nnm nonyyeHo 3HadyeHne Ct 6onee 38, a no kaHany
ROX He 6onee 38.

— 06pazeL, CYUTAETCH COMHUTESIbHBIM B C/Ty4de NOTy4YeHUsS COMHUTENBHOMO Pe3ys1bTaTa
no so6oMy M3  KOHanoB. PekomeHOyeTcs  MOBTOPHOE  MCCNEmOBAHME
COOTBETCTBYIOLLEro 06pa3La.

PesynbtaTthl [UP-nccnenoBaHns cunmtaloTCs  AJOCTOBEPHBIMKM, €CAM NOJSTyYEHb
NPABUIIbHBIE PE3YNBETATHl AJ1S KOHTPOJIbHBIX O6PA3LOB B COOTBETCTBUMM C TAGNMULIEN
OLLEHKM PEe3YIbTATOB KOHTPOSbHbIX PEAKLMA



TaénuLAa OLEeHKM Pe3ynbTATOB KOHTPOJSIbHBIX PeaKLni
3HayeHne rpaHnYHOro noporoeoro uukna Ct

KoHtponk KoHTponvpyembii sTan Mo KaHasny
FAM ROX
OKO OkeTpakums OHK HeT <38
K- rup HeT HeT
K+ MupP <38 HeT

DbdeKTUBHOCTb CTAOMM BbIOENEHNS OLLEHMBAETCS ANs KAXO0N NPo6bl MHOMBUOYASIbHO
Mo MPWUCYTCTBUIO B g4yerke curHana no kanany ROX. Ecnn curHan B kaHane ROX
OTCYTCTBYET UNM npeBbillaeT 3HadeHne Ct 6onee 38, cnepoBATENbHO, BbiOeNeHue
MPOLUSIO HEeyOA4yHO, M TECTUPOBAHME O6PA3LA HEOBXOOUMO MOBTOPWUTb, HOYMHAS CO
CTQQMM BblOENEeHms.

BHUMAHUE!

1. Ecnu ong nonoxutensHoro koHTpons atana OT-MUP (K+) no kanany FAM 3HaueHune
Ct OTCYTCTBYET UM NPEBLILLAET MPAHWYHOE 3HAYEHWE, HeoBXoaMMo NosTopPUTh MLIP-
nccnenoBaHMe O Bcex 06pasLIOB, B KOTOPbLIX He 06HapyxeHa PHK BPYV, HaumHas ¢
aTana akcTpakumm PHK.

2. Ecnv ong oTpuLaTensbHOro KoHTponsa aketpakumm PHK (OKO) u/wnmn oTpuuatensHoro
koHTponsa OT-MUP (K-) no kaHany FAM nonyyeHo 3HaueHue Ct, HeO6XomMMo
NMOBTOPUTb MCCNEOOBAHME L1 BCEX OOPA3LOB, B KOTOPbIX 06HapyxeHa PHK BPYV,
HAYMHAS C 3TANA 3KCTPAKLMM PHK.

Ycnosus XpaHeHus

Haéop ans noctanosku MLP XpaHWTbL B MECTe, 3aLLMLLEHHOM OT MONAAAHUS CBETA: NPW
+4 °C — 3 Hepernu; npu -20°C - 1 rop. [Jonyckoetca He 6onee 50 umkioB
30MOPAXMBAHNSA-PAIMOPAXMBAHMS.

Ycnosus TPAHCMOPTUPOBKU
Haéop ons noctaHoskm MLP nepesoants npu Temnepatype O - +4 °C.



