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HasHaueHue

Ho6op npegHasHAYeH O NPOBEAEHUS pPeakuum OBPATHOM  TPOHCKPUMLMK
BoloeneHHon PHK ¢ nocnegytowen amnaméukaumen ydacTtka nonydeHHon kOHK B
pexunme peasnbHOro BpeMeHu ¢ GyopecL,eHTHbIMU 30HAAMM OAHOLLArOBbLIM METOLOM.
CocraB Ha6opa

Cmecsb gns OT-TLP-PB (2%) 1x1,25mMn
BuoMacTep-Mukc (25x) 1x100 mkn
Ha6op npanmepos TSV 1x165 mkn
CrepunbHas Boga 1x1,25mn
MO3UTUBHLIN KOHTPOSMBHBIN 06paszel (TSV) 1x100 mkn
BHYTPEHHNA KOHTPONMBHBIN 06pa3el, PHK 1% 550 mkn

Ha6op paccuntaH Ha npoBeeHne 100 aHANM30B B 06bEMe 25 MKIT HO OOHY PEaKLMIO.
NPOBEAEHUE UCCJIEQOBAHUSA

MNpotokon nocranoekmn OT-MNUP
B kauecTBe MaTpMLbl O NpOBeneHus peakumm Mcrnonbalyetcs ouvileHHas PHK u3
06pPA3LL0B.

A. NMoproToBka npo6 ans nposepexus OT-MLLP

O6Lwmin 06beEM PEAKLMOHHOM cMecH — 25 MK, BKIto4asi o6beM npoébl OHK— 5 min.

1. PaamMopoaunTb npobupkn ¢ peareHTamm buoMactep-muke, Cmech gng OT-TMUP-PB,
CrepunbHyto Boay, Haéop npainmepoB TSV 1 [O3UTUBHBIM KOHTPOSMBbHbIN O6pa3el), -
KQXOYIO MPOBUPKY TLLATENBHO NepeMeLLaTh HO BOPTEKCe.

2. OcopguTb KAMM XWOKOCTU CO CTEHOK M KpbIeK MpPOBUMPOK, KPOTKOBPEMEHHO
OTKPYTUB UX HO MUKpPOLEeHTpudyre.

3. B oTtmenbHom npoéupke MpUroTOBUTb PEAKLUMOHHYID CMeCb O6beMOM  Ans
HEOB6XOOMMOro kKomnunyectsa oépasuos (N+1, roe N — KomMuecTsBo MccremyeMmbix
OBPA3LIOB C YYETOM BCEX KOHTPOSEN).

KouTponu atana MNLUP:

a) oTpuuaTenbHbiin kKoHTposb NUP (K=) — ctepunbHas Boaa;

6) NONOXMTENbHbIN KOHTPOb MLP (K+) — NO3UTUBHBIN KOHTPOMLHBIN 06pasel, TSV
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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 TSV 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
metekumn ontudeckoro 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. 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



Taénuua cCOoOTHOLLEHUS KOHAJIOB U KpacuTeneun

470+15 520+15 FAM, SYBR Green, Fluorescein, EvaGreen, AlexaFluor 488
520+10 558411 JOE, VIC, HEX, TET, Yakima Yellow, CAL Fluor Gold 540
580410 623414 ROX, Cy3.5, CAL Fluor Red 610, Texas Red, Alexa Fluor 568
640+10 682+14 Cy5, Quasar 670, Alexa Fluor 633

662+10 711+12 Quasar 705, Alexa Fluor 680

B. UHTepnpeTauus pesynbTaros

AHONMM3  PEe3yNbTATOB  MPOBOAST C  MOMOLLLIO  MPOMPAMMHOIO  O6ecneyeHust
MCNOMb3yeMoro npuéopa ans npoeenenus MNLP ¢ neTekumen B pexmme «peasbHOro
BPEMEHM.

AHOAM3MPYIOT KpMBbIE HAKOMIEHNS GSTYOPECLIEHTHOrO CUrHANA MO ABYM KAHOIAM:

- no kaHany gns enyopodopa FAM pernctpmpyetcs CUrHasn, CBMAETENbCTBYIOLLMIA O
HOKOMMNEHMUN NPOJYKTA aMnnndukaumm dpparmeHTa kOHK TSV,

- no kaHany gna ¢ayopodopa ROX pernctpmpyercs CUrHas, CBMAETENbCTBYIOLLMNA O
HakonneHun npoaykTa amnnndmkaumm kHK BKO.

Pe3ynbTaThl  MHTEPNPETUPYIOTCS  HA  OCHOBAHWMM  HOMMYMS (MM OTCYTCTBMUS)
nepeceyeHns Kpueor GIyopecUeHUmMM C  YCTOHOBIEHHOM HO  COOTBETCTBYIOLLEM
YPOBHE MOPOroBoi JIMHMEN (YCTOHABAMBOETCH B CepeduHe JUHEMHOro Y4yacTka
MPUPOCTA GIIyOPECLEHUMM MNOSNTOXUTENBHOMO KOHTPOSA B JIOrApUdMUUYECKON LIKASE),
yTO onpegnenseT Hannume (Mn oTCyTCTBKE) NS OAHHOM NPOGkl 3HAYEHKS NOPOrOBOro
umkna Ct B cooTBeTCTBYIOLLEN rpade B TAGNMLE PE3YSIbTATOB.

PesynbTaT amMmaneukaummM Mo KAHAMy CYATAETCS MONOXWUTENbHbIM, €Criv  Kpueas
OOHOKPATHO MEepPeceKaeTcs C NOPOroBom NMHMEN B 0610CTU OCTOBEPHOrO MPUPOCTA
byopecueHumMM, OTPULATENBHBIM B Cllydde OTCYTCTBMS MepeceyeHus KPWBOM C
MOPOroBon fMHWen (HeT 3HaueHms Ct unm Cq), COMHUTESBHBIM BO BCEX APYTMX CIyYdsiX.

TecT cuuToeTca ycrnelHbM, ecnn 3GPeKTUBHO M KOPPEKTHO MPOLIM obe CTanuu:
Bblgenenms PHK n OT-TMLP.

NpuHUMN MHTEPNPETALMU PE3YNbTATOB CNeAYOLLMIA:

— 06pa3zeL, CYMTAETCS NONOXUTENbHBIM Mo cofepxanunto PHK TSV, ecnm Ha kaHane FAM
NoJTy4YeHO 3HaYeHme Noporoeoro umkia Ct, He NpeBbILAtoLLEe MNPAHUYHOE 3HAYEHWE
- 38.

— 06pa3eL, CYNTAETCS OTPULATENbHBIM No conepxaHuto PHK TSV, ecnn Ha kaHane FAM
oTcyTcTBYeT 3HadYeHne Ct nnm nonydeHo 3HadveHne Ct 6onee 38, a no kaHany ROX He
6onee 38.

— 06pAazeL, CYUTAETCH COMHUTESIbHBIM B CITy4de NoslyYeHUs COMHUTENBHOMO Pe3ynbTaTa
no so6oMy M3  KOHANoB. PekoMeHOyeTcss  MOBTOPHOE — UCCNemoBAHME
COOTBETCTBYIOLLLErO 06pa3La.

Pesynetathl MUP-nccneposanmns  cuntaiotcs  [OCTOBEPHBIMKM, €CNM - MOJyYEHb

npaBuUIibHble PEe3YyNbTATbl A1 KOHTPOJIbHbIX 06p03LI,OB B COOTBETCTBUMU C TAGIMULEN
OLEHKU pe3yNbTATOB KOHTPOSbHbIX PeaKLn



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 Ons BCex 06pdasLLOB, B KOTOPbIX He o6HapyxeHa PHK TSV, HaumHas ¢
aTana akcTpakumm PHK.

2. Ecnv ong oTpuLaTensbHOro KoHTponsa aketpakumm PHK (OKO) u/wnmn oTpuuatensHoro
koHTpona OT-MUP (K-) no kaHany FAM nonyyeHo 3HaueHue Ct, HEOBXOOMMO
NMOBTOPUTb UCCNEOOBAHME OJ1 BCEX OB6PA3L0B, B KOTOPbIX 0BHApYyxeHa PHK TSV,
HAYMHAS C 3TANA 3KCTPAKLMM PHK.

Ycnosua xpaHeHus

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.



