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Haé6op ans onpepnenenus Bupyca moszauku nenuno (PepMV)

KaT. Homep TFROOS
HasHaueHue

Ho6op npegHasHAYeH O NPOBEAEHUS Peakuum OBPATHOM  TPOHCKPUMLMK
BoloeneHHon PHK ¢ nocnegytowen amnaméukaumen ydacTtka nonydeHHon kOHK B
pexunme peasnbHOro BpeMeHu ¢ GyopecleHTHbIMU 30HAAMM OAHOLLArOBbLIM METOLOM.

Cocrtae Ha6opa

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

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

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

A. NoproToBka npo6 gnsa nposegenus OT-MNMLP

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

1. Pa3Mopo3nTb Npoéupkm ¢ peareHTamm brnoMactep-muke, Cmech gnsg OT-TLP-PB,
CrepunbHyto Boay, Haéop npanmepos PepMV r [Mo3UTUBHBI KOHTPOMBHBI 06pa3eL,
- KOXAYIO NPOBUPKY TLLOTENbHO NepeMeLLaTb 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 MNLUP:
a) oTpuuaTenbHbiin kKoHTposb NUP (K=) — ctepunbHas Boaa;
6) NONOXMTENbHbIA KOHTPOMb MLP (K+) — NO3UTUBHBIN KOHTPOBHBLIN 06pa3seL, PepMV
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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 npanvepos PepMV 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 mkn o6pasud, B NPOSUPKM LN KOHTpONen 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. MpoBepexnune OT-MNLLP n npeTekuun ¢pnyopecueHTHOro curHana

1. BkntounTs aMnnnduKaTop C CUCTEMON OETEKLMN B PEXMME «PEASIBHOrO BPEMEHU» U
3aMnyCTUTb MPOrPAMMY.

2. [oMecTuTb NOAroToBfEHHbE Ans nposedenns TUP  npobupkn B g4eiku
PEAKUMOHHOMO MOAYSIA MPUEoPA (MyHKM MPOHYMEPOBAHDI, 3TV HOMEPA UCTIONb3YIOTCA
B AANbHENLIEM NS MPOrPAMMUPOBAHMS MOMOXEHMS MPO6 B AMMAnbUKATOPE).

3. 3anporpaMMMPOBATE NPUMBOP OIS BbIMOSHEHUS MNPOrPAMMbI OMMIMPUKALMM 1
netekummn  GIyopecLEHTHOrO  CUrHaNa  cnefys  QnroputMy  MPOrPOMMHOro
obecneyeHus.

Mcnonb3oBaTh KAHASLI C ANIMHOM BOSHBI CBETA (BO36YyXaeHWe / oeTekums)
o  470+15 HM / 520+15 HM
o 580+10 HM / 623+14 HM

304aTb CriefyoLme NapaMeTpbl SKCNEePUMEHTA:

MNpotokon amMmnnndukaumm

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

* - cMoTpwuTe MNpunoxenue 1 Tabnmua COOTHOLLEHUS 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
£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
HAKOMMAEHUN NPOJYKTA aMnandmkaumm pparmenta kOHK PepMV,

- no kaHany gns ¢nyopodopa ROX perncTpnpyeTcs CUrHasn, CBUAETENLCTBYIOLWMA O
HakonneHnn NpoaykTa amnimnéukaumnm kHK BKO.

PesynbTaTbl  MHTEPMPETUPYIOTCH  HO  OCHOBAHWMM — HONMWYMS (MM OTCYTCTBMS)
nepeceyeHns Kpueon ¢ayopecueHLMn C YCTOHOBIIEHHOM HA COOTBETCTBYIOLLEM
YPOBHE MOPOroBOA NMHMEN (YCTAHABMMBAETCH B cCepeduHe NMHEMHOro 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 amMnanoukaummM No KAHAMY CUYATOETCS MOJSIOXUTESIbHBIM, €Cniv  KpuBast
OOHOKPATHO MepecekaeTcs C NOPOroBoOM JIMHUEN B O6/IACTN OCTOBEPHOrO NPMPOCTa
dnyopecueHLMM, OTPUUATENbHEIM B Cllydde OTCYTCTBUS MepecedeHus KPUBOM C
MopOroson NMHuen (HeT aHadermns Ct nnm Cg), COMHUTESbHBIM BO BCEX OPYMMX CIy4asX.

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

MNpuHUMN MHTEPNPEeTALMU pe3ybTATOB CreayoLwmit:

— 06pa3eL, CYUNTAETCS NOSIOXUTESNbHBIM MO copgepxanmio PHK PepMV, ecin Ha kKaHane
FAM nonyuyeHo 3HaueHWe noporosoro umkna Ct, He MNpeBbIAloLEee MPAHUYHOE
3HAO4YeHue - 38.

— 06pa3eL, CYUTAETCS OTPULIATESBHBIM MO copepxaHuto PHK PepMV, ecnn Ha kaHane
FAM otcyTcTByeT 3HaUeHne Ct unm nonyyeHo 3HadyeHne Ct 6onee 38, a no kaHany
ROX He 6onee 38.

— 06pa3zeL, CYUTAETCH COMHUTESbHBIM B C/Ty4de NOSTy4YEHUS COMHUTENBHOMO Pe3ynbTaTa
no so6oMy M3  KOHanoB. PekomeHOyeTcs  MOBTOPHOE  MCCNEmOBAHME
COOTBETCTBYIOLLEro 06pa3La.

PesynbtaTthl [UP-nccnenoBaHns cunmtaloTCs  AJOCTOBEPHBIMKM, €CAM NOJSTyYEHb
NPABUIIbHBIE PE3YNBETATE AJIS KOHTPOJbHLIX O6PA3LOB B COOTBETCTBUMM C TAGNMLIEN
OLLEHKM PEe3YSIbTATOB KOHTPOMbHbIX PEAKLMA



TaénuLAa OLEeHKM Pe3ynbTATOB KOHTPOJSIbHBIX PeaKLni
3HayeHne rpaHnYHOro noporoeoro uukna Ct

KoHtponk KoHTponvpyembii sTan Mo KaHasny
FAM ROX
OKO OkeTpakums AHK 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 06pa3LLoB, B KOTOPLIX He o6HApyxeHa PHK PepMV, HaumHas
¢ aTana akeTpakumm PHK.

2. Ecnv ong oTpuLaTensbHOro KoHTponsa aketpakumm PHK (OKO) u/wnmn oTpuuatensHoro
koHTponsa OT-MUP (K-) no kaHany FAM nonyyeHo 3HaueHue Ct, HEO6XOOMMO
NMOBTOPUTb MCCNEOOBAHME OJ19 BCEX OB6PA3LOB, B KOTOPLIX 06HApPYxeHa PHK PepMV,
HAYMHAS C 3TANA 3KCTPAKLMM PHK.

Ycnosust XpaHeHus

Haéop ans noctanoskm MNLP xpaHWTL B MECTe, 3aLMLLIEHHOM OT NONAAAHMS CBETA: NPK
+4 °C — 3 Hepernu; npu -20°C - 1 rop. [Jonyckoetca He 6onee 50 umkioB
30MOPAXMNBAHNSA-PAZMOPAXMBAHMS.

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



