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Haéop ans onpepenexus Bupyca kaprodens Y (PVY)

Kat. Homep TFRO15

Hasnauenue

Ho6op npemHasHAYeH [Ons MNpoBefeHUs Peakumm OBPATHOM  TPAHCKPUMLMK
BolpeneHHon PHK ¢ nocnepgytowen amnaméukaumen ydacTtka nonydeHHon kOHK B
pexrme PeanbHOro BpemMeHn ¢ GryopecLLeHTHbIMU 30HAAMU OOHOLLArOBbIM METOLOM.
Cocrtae Ha6opa

Cmech ana OT-TLP-PB (2x) 1x1,25mn
BruoMacTep-Mukc (25x) 1x 100 mkn
Haéop npainmepos PVY 1% 165 Mkn
CrepunbHas Boga 1x1,25mn
MO3UTUBHBIN KOHTPOMBHBIN 06paseL, (PVY) 1% 100 mkn
BHYTpPEHHM KOHTPOMbHBIN o6pasew, PHK 1x 550 mkn

Ha6op paccumtan Ha nposefeHue 100 AHANM30B B O6BEME 25 MKIT HO OOHY PEAKLMIO.
NPOBEAEHUE UCCJIEAOBAHUSA

Mpotokon nocraHoekn OT-MNUP
B kauecTBe MaTpuLbl ONg MNPOBELEHUS Peakumm UcrnonblyeTcs oduwieHHas PHK un3
06pPA3LLOB.

A. NoproToBka npo6 gnsa nposegenus OT-MNMLLP

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

1. Pa3Mopo3nTb Npoéupkn ¢ peareHTamm brnoMactep-muke, Cmech gnsg OT-TLP-PB,
CrepunbHyto Bogy, Haéop nparnmepos PVY 1 MNo3nTUBHBIM KOHTPOMbHLIM 06pa3el, -
KOXOYHO MPOBUPKY TLLOTENbHO NepeMELLATL HO BOPTEKCE.

2. OcagnTb KANaM XMOKOCTU CO CTEHOK U KpblLeK MPOBUPOK, KPOATKOBPEMEHHO
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).

Kontponu atana MLLP:
a) oTpuuaTenbHblin koHTponb MUP (K-) — ctepunsHas Boag;
6) NONOXMTENbHbIN KOHTPOSb MLP (K+) — No3uTUBHbIN KOHTPOMBHLIN o6pased, (PVY)
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CocTaB peaKUMOHHOM cMecH Ha 1 NpoBupKy:

KoMnoHeHT O6bem
Cwmecb gns OT-TLP-PB (2%) 12,5 mMkn
BroMacTep-Mukce (25x) 1MmKn
Ha6op npanvepos PVY 1,5 Mkn
CrepunbHas Boaa 5mkn

4. TIOMeCTUTb TOHKOCTEHHblE MPOBUPKM HA LWTATUB «padodyee MecTo», OOBABUTb
OTAENbHBIM HOKOHEYHMKOM 20 MK PeaKLMOHHOM CMeCcH B KaXAyo. [TpOMapKMpPOoBAThL
NPOBMPKMN.

BAXHO! Mpwn ncnonb3oBaHUM NPUGOPOB Ans AMIIMGUKALMM C BEPTUKOSbHBIM CbEMOM
OeTeKUMn onTuyeckoro curHana (Hanpumep QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad v ap.) 3anpelueHo npoBoanTb MAPKMPOBKY HA KPbILLKE MPOSUPOK.

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

6. OCTOPOXHO NnepemMeLLaTb 6e3 06PA30BAHMS My3blpen U COPOCUTL KAMMN, UCMOMb3Ys
LueHTpudyry (MpyM 3TOM HEOBXOAMMO MCMOMb30OBATL CMELMASbHbLIA  POTOP AN
MUKPOMPOBMPOK).

B. Mposepexnue OT-MLLP u peTekuum pnyopecueHTHOro curHana

1. BkniounTb aMnnndmKaTop € CUCTEMON AETEKLUU B PEXUME «PECIbHOrO BPEMEHU» U
3aMyCTUTb MPOrPAMMY.

2. [oMecTuTb NOAroToBfEHHbE Ans nposefenns TUP  npobupkn B g4eiku
PEAKLMOHHOrO MOAYSIS MPMB0PA (MyHKW MPOHYMEPOBAHLI, STW HOMEPA UCTONbL3YKOTCS
B AANbHENLIEM NS MPOrPAMMUPOBAHMS MOMOXEHWS MPO6 B AMMAndUKATOpPE).

3. 3anporpaMMUPOBATE NPUMBOP O BbIMOSHEHUS MNPOrPAMMbI OMMMPUKALMM 1
getekummn  GryopecLEeHTHOro  CUrHONa  Crnegys  QaroputMy  NPOrpPAaMMHOMO
o6ecneyeHus.

Mcnonb3oBaTh KAHASLI C OMIMHOM BOSHBI CBETA (BO3ByxaeHne / netekums)
o  470+15 HM / 520+15 HM
o 580+10 HM / 623+14 HM

304aTb CrefyoLme NApaMeTpbl SKCNEePUMEHTA:

MNpotokon amMmnnndukaumm

LWar TemnepaTtypa, °C Bpemsi naky6auum KonunuecTeo uuknos
O6paTHas TpAHCKPUNLMS 45 15 MUH 1
MpensapuUTenbHAS AeHaTypaumus 95 5 MUH 1
[eHaTypaums 95 10 cek
Omxur/Oetekums 60 30 cek “

* - cmoTpwuTe lMNpunoxerne 1 Tabnmua COOTHOLLEHNS KOHOOB U KpacuTenemn



Ta6nmua COOTHOLIEHUS KOHASIOB 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 711412 Quasar 705, Alexa Fluor 680

B. UHTepnpeTauus pesynbTaros

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

AHQNU3NPYIOT KPMBLIE HAKOMNEHUS GSTYOPECLIEHTHOrO CUrHAA MO ABYM KAHANAM:

- No KaHany gns ¢nyopodopa FAM pernctpupyetcs CUrHAmM, CBUAETENbCTBYOWMA O
HAKOMAEHUM NPOJYKTA aMnneumkaumnmn parmenHta kAHK PVY,

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

PesynbTaTbl  MHTEPMPETUPYIOTCH  HO  OCHOBAHWMM — HONMMUMS (MM OTCYTCTBMS)
nepeceyYeHns Kpueon ¢ayopecueHLMn C YCTOHOBIEHHOM HA COOTBETCTBYIOLLEM
YPOBHE MOPOroBOA JMHMEN (YCTAHABMMBAETCH B cCepeduHe NMHEMHOro y4dacTka
NPUPOCTA GIyOpPEeCLEHUMM MNONIOXUTENBHOMO KOHTPOMA B NIOrApUdMUUECKON LLIKASE),
yTO onpepenseT Hanmume (Mn oTCyTCTBME) AN LAHHOM MPO6bl 3HAYEHWS NMOPOroBOro
umkna Ct B COOTBETCTBYIOLLEN MpAde B TAGIMLE Pe3YSIbTATOB.

PesynbTaT amMnnnoukaummM No KAHAMY CUYATOETCS MOJSIOXUTESIbHBIM, €Cnu  KpuBast
OLHOKPATHO NepecekaeTcs C MOPOroBoM IMHWEN B 06/1A0CTU OCTOBEPHOMO NPMPOCTA
dnyopecueHLMM, OTPUUATENBHBEIM B Cllydde OTCYTCTBUS MepecedeHus KPUBOM C
Moporoso nmHuen (HeT aHadeHms Ct mnm Cg), COMHUTESbHBIM BO BCEX OPYIMX Cy4asX.

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

MNpuHUMN MHTEPNPEeTALMU pe3yNbTATOB CreayoLwmit:

— 06pa3eL, CUMTaETCS NONOXUTESBbHBIM No copepxanumo PHK PVY, ecnun Ha kaHane FAM
nony4YeHo 3HaYeHme Noporosoro Lmkia Ct, He NpeBbiLlaloLLEee MNPAHUYHOE 3HAYEHMEe
- 38.

— 06pa3zeL, CUNTaeTCS OTPULATENBHBIM Mo cogepxaHuio PHK PVY, ecnn Ha kaHane FAM
OTCyTCTBYET 3HAYeHne Ct nnm nonyyeHo 3HauveHne Ct 6onee 38, a no kaHany ROX He
6onee 38.

— 06pazeL, CYUTAETCH COMHUTESbHBIM B C/Ty4de NOTy4YeHUs COMHUTENBHOMO Pe3ynbTaTa
no smo6oMy M3  KOHanoB. PekomeHOyeTcs  MOBTOPHOE  MCCNEmOBAHME
COOTBETCTBYIOLLEro 06pa3La.

PesynetaTthl [UP-nccnenoBaHns cuntaloTCs  AJOCTOBEPHBIMKM, €CM NOJSTyYEHb
NPABUIIbHBIE PE3YNLTATH AJ1S KOHTPOJIbHBIX 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 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-
nccnenoBaHWe Ong BCcex 06pa3LoB, B KOTOPLIX He o6HapyxeHa PHK PVY, HaumMHas ¢
aTana akcTpakumm PHK.

2. Ecnv ong oTpuLaTensHOro KoHTponsa aketpakumm PHK (OKO) u/vunmn otpuuatensHoro
koHTpona OT-MUP (K-) no kaHany FAM nonydeHo 3HaueHue Ct, HEOBXOOMMO
NMOBTOPUTb UCCNELOBAHME OIS BCeX O6PA3LIOB, B KOTOPbLIX O6HapyxeHa PHK PVY,
HAYMHAS C 3TANA 3KCTPAKLMM PHK.

YcnoBus XpaHeHust

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

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



