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Hasnauenue

Ho6op npenHasHadYeH p[as MNPOBEeOAEeHUs PeakuuMM OBPATHOM  TPAHCKPMMALMK
BolgeneHHon PHK ¢ nocnegytowen amnamnéukaumen yyacTtka nonydeHHon k[OHK B
pexunMe peasnbHOro BpeMeHn ¢ GyopecLeHTHbIMMU 30HAAMM OAHOLLArOBbIM METOLOM.
Cocrae Ha6opa

Cmecs ans OT-MLUP-PB (2x) 1x1,25mn
BruoMacTep-Mukc (25x) 1% 100 mMkn
Haéop npanmepos ORF 1x165 mMkn
CrepunbHas Boga 1x1,25mn
MO3WUTUBHLIA KOHTPOMBHBIM 06pasel, (ORF) 1x100 mkn
BHYTpPEHHM KOHTPOMbHBIN o6pasew, PHK 1x 550 mkn

Ha6op paccumtaH Ha npoeefeHme 100 aHANM30B B 0O6bEME 25 MKJT HO OOHY PEAKLMIO.
NPOBEAEHUE UCCJIEAOBAHUSA

Mpotokon nocraHoekn OT-MNUP
B kauecTBe MaTpuLUbl ONS NPOBEAEHUS PeakLMM UcnonblyeTcs ouneHHas PHK ua
06pPA3LIOB.

A. NoproToBka npo6 ansa nposegenus OT-MNLP

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

1. Pa3Mopo3nTb npoéupkn ¢ peareHTamm brnoMactep-muke, Cmech gnsg OT-TLP-PB,
CrepunbHyto Bogy, Haéop npanmepos ORF n [O3UTUBHBLIA KOHTPOSBHLIN 06pa3eL,
ORF - kaxayto NpodupKy TLLATENBHO NEPEMELLATL HO BOPTEKCE.

2. OcapguTb KAMAM XMAOKOCTM CO CTEHOK U KPbIWEK MPOBUPOK, KPATKOBPEMEHHO
OTKPYTWB 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).

KouTponu atana MLP:

a) oTpuuaTtensHblin koHTponb MUP (K-) — ctepunsHas Boag;

6) NONOXMTENbHbIN KOHTPOSb MLP (K+) — MoanTuBHBbIN KOHTPOMbHLIM 06pasel, ORF
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CoCTOB PeaKLMOHHOM cMecH HA 1 Npo6UpKy:

Cwmecb ans OT-TLP-PB (2%) 12,5 mMkn
BroMacTtep-mukc (25x) 1MKn
Haéop npanmepos ORF 1,5 Mkn
CrepunbHas Boad 5mkn

4. TloMecTUTb TOHKOCTEHHble MPOBUPKM HA LUTATUB «padodyee MecTo», LOBABUTb
OTHENbHBIM HOKOHEYHNKOM 20 MK/ PEeAKLIMOHHOM CMeCK B KOXAYHO. [MpOMAPKMPOBATL
NPOBUPKMU.

BAXHO! lMpu ncnonb3oBaHnmn Npréopo. Ansg aMnamdukaumm ¢ BEPTUKAbHEIM CbEMOM
LeTekumMn onTuyeckoro curHana (Hanpumep, QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad 1 ap.) 3anpeLyeHo MpoBOAUTL MAPKMPOBKY HA KPbILLKE MPOGSUPOK.

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

6. OCTOPOXHO NepeMeLLaTb 6e3 06PA30BAHMUS My3blPen 1 COPOCUTb KAMU, MCMOSb3Ys
LeHTpMdyry (MpM 3TOM HEeo6XOOMMO MCMOSb30OBATb CMELMAsbHbIA  POTOP 4
MUKPOMPOBMPOK).

B. MposepeHue OT-MNLP u geTekuun $nyopecueHTHOro curHana

1. BkitounTb aMnanemKaTop € CUCTEMON AETEKLUM B PEXUME «PECsIbHOrO BPEMEHU» U
3aMyCTUTb MPOrPAMMY.

2. [oMecTuTb NOAroToBfEHHbE Ans nposedenns TUP  npobupkn B g4eiku
PEAKLMOHHOrO MOAYSIS MPMBE0PA (NyHKW MPOHYMEPOBAHLI, 3TW HOMEPA WUCTONbL3YIOTCS
B AANbHENLIEM NS MPOrPAMMUPOBAHMS MOMOXEHMS MPO6 B AMMAnbUKATOPE).

3. 3anporpaMMMPOBATL MPUBOP A9 BLIMOMHEHUS MPOrPAMMBl AMIIMPUKALMN 1
aetekummn  GryopecLEeHTHOro  CUrHONa  Crnegys  QaroputMy  NPOrpAaMMHOrO
o6ecrneyeHums.

Mcnonb30BaTh KAHASBI C ANMHOR BOMHBI CBETA (BO36YXaeHWe / aeTekums)
o  470+15 HM / 520+15 HM
e 580+10 1M / 623+14 1M

30007 cregyowme NapaMeTPbl SKCNEPUMEHTA:
MNpotokon amMmnnndukaumm

O6paTHas TPAHCKPUNLMS 45 15 MuH 1
MNpepBapuTensHAs AeHATYypALMS 95 S MUH 1
HeHaTypauus 95 10 cek

Orxur/OeTekums 60 30 cek “

* - cmoTpwuTe MNpurnoxeHne 1 Tabnmua COOTHOLLEHNS KOHOMNOB 1 KpacuTenemn



Ta6nmua COOTHOLLEHUS1 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
80+10 623114 ROX, Cy3.5, CAL Fluor Red 610, Texas Red, Alexa Fluor 568
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.

AHQU3NPYIOT KPMBbLIE HOKOMNEHUS $STYOPECLIEHTHOrO CUrHAA MO ABYM KAHANAM:

- No KaHany gna ¢ayopodpopa FAM pernctpupyetcs CUrHam, CBUAETENbCTBYOWMA O
HAKOMAEHUM NPOoJYKTA amMninoukaunmn parmenHtTa kK AHK TSWV,

- no kaHany gna ¢nyopodopa ROX perncTpnpyeTcs CUrHAn, CBUAETENbCTBYIOLWLMA O
HakonneHnn NpoaykTa amnimnéukaumnm kHK BKO.

PesynbTaTbl  MHTEPMPETUPYIOTCH  HO  OCHOBAHWMM — HONMWYMS (MM OTCYTCTBMS)
nepeceyeHns Kpueon ¢ayopecueHLMn C YCTOHOBIIEHHOM HA COOTBETCTBYIOLLEM
YPOBHE MOPOroBOA NMHMEN (yCTAHABMAMBAETCHS B cepeaMHe JUHEeRHOro y4dacTka
MPUPOCTA GIyopPEeCLEHUMM MONIOXUTENBHOMO KOHTPONA B NIOrApUGMUUECKON LLIKASE),
yTO onpepenseT Hanmure (MIm oTCyTCTBME) AN OAHHOM MPOGhl 3HAYEHUS NMOPOroBOro
umkna Ct B COOTBETCTBYIOLLEN IMpAde B TAGIMLE Pe3YSIbTATOB.

PesynbTaT amMnanoukaumMmM Mo KAHASY CUMTOETCS MOJSIOXUTESIbHBIM, €Cnu  KpuBast
OOHOKPATHO MepecekaeTcs C NOPOroBoOM JIMHUEN B O6/IACTN OCTOBEPHOrO NPMPOCTa
dnyopecueHLMM, OTPUUATENbHEIM B Cllydde OTCYTCTBUS MepecedeHus KPUBOM C
MopOroson NmHuen (HeT aHadermrs Ct mnm Cg), COMHUTESbHBIM BO BCEX OPYITMX Cy4asX.

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

MNpuHUMN MHTEPNPEeTALMU pe3ybTATOB CreayoLwmit:

— 06pa3eL, cuMTaeTCs NOAOXUTENbHBLIM Mo copepxanunto PHK ORF, ecnu Ha kaHane FAM
nony4YeHo 3HaYeHme Noporosoro Lmkia Ct, He NpeBbiLlaloLLEee MNPAHUYHOE 3HAYEeHMEe
- 38.

— 06pa3zeL, cunTaeTcsa oTpUUaTenbHbIM No cogepxanmtio PHK ORF, ecnv Ha kaHane FAM
OoTCyTCTBYET 3HAYeHne Ct nnm nonyyeHo 3HauveHue Ct 6onee 38, a no kaHany ROX He
6onee 38.

— 06pa3zeL, CYUTAETCH COMHUTESbHBIM B C/Ty4de NOTy4YEeHUS COMHUTENBHOMO Pe3ynbTaTa
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 PEe3YSIbTATOB KOHTPOMbHbIX 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 nosTopuTs MLIP-
nccnenoBaHWe 4ng BCex 06pA3LOoB, B KOTOPbLIX He 06HapyxeHa PHK ORF, HaunHas c
aTana akcTpakumm PHK.

2. Ecnu ong oTpuLaTensHoro KoHTpons aketpakumm PHK (OKO) u/unm oTpuuaTensHoro
koHTpona OT-MUP (K-) no kaHany FAM nonydeHo 3HaueHue Ct, HEO6XOOMMO
NMOBTOPUTb MCCNEefOBAHME ONF BCEX OBPA3LOB, B KOTOPbIX 06HapyxeHa PHK ORF,
HAYMHAS C 3TANA 3KCTPAKLMM PHK.

Ycnosusa xpaHeHust

Ha6op ana noctaHoBku MNLP xpaHWTL B MeCTe, 3aLLMLLIEHHOM OT MONOAAHMS CBETA: NPU
+4 °C — 3 Hemeru; npu -20°C - 1 rom. [Honyckoetcs He 6onee 50 umkios
30MOPAXNBAHMA-PA3SMOPAXMBAHMS.

Ycnosus TPAHCNOPTUPOBKU
Haéop ons noctanosku MNLUP nepesoants npu Temnepatype O - +4 °C.



