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Ha6op pns onpepenenus Fusarium oxysporum

KaT. Homep TFDOO1
Hasnauenue

Hao6op npepHO3Ha4YeH gns npoBefeHus amMnaMdUKaumm cneumeuyeckoro y4acTka
reHoMa naTtoreHa B o6pasuox BbliageneHHon [OHK u3 ¢utomaTepuana B pexume
PEeanbHOro BODEMEHN C MCMOMb30BAHNEM GITyOPECLEHTHbIX 30HO0B.

CoctaB Ha6opa

BuoMacTep UDG HS-gPCR (2x) 1x1,25mn
Ha6op npanmepos Fus.ox 1% 165 Mkn
CrepunbHas Boga 1x1,25mn
MO3UTUBHBIN KOHTPOSBHEIR 06pa3el, Fus.ox 1x100 mMkn
BHYTpPEeHHWI KOHTPOMbHbIN o6pasel, AHK 1x 550 mkn

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

Mpotokon nocraHoekn OT-MNUP
B kauyecTBe MOTpUUbl Ons NPOBEAEHUS PeaKUMM McronblyeTcs odulleHHas OHK un3
06pPA3LIOB.

A. NoproroBka npo6 ans nposenexHus MLP

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

1. PaamopoanTb npoéupkn ¢ peareHtamm bnoMactep UDG HS-gPCR, CtepunbHyto
Boay, Hadop npanmepoB Fus.ox n [MO3UTUBHBLIN KOHTPOMbHLIM 06pa3el, Fus.ox -
KOXOYHO MPOBUPKY TLLOTENbHO 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 MNLUP:
a) oTpuuaTtensHblin koHTponb MUP (K-) — ctepunsHas Boag;
6) NonoXuTenbHbIA KOHTPOSb MLP (K+) — Mo3UTMBHBLIN KOHTPOSLHLIR 06pa3eL, Fus.ox
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CocTaB pedkLMOoHHOM cMecU Ha 1 npo6upky:
KOMMOHeHT OébeM

BuoMactep UDG HS-gPCR 12,5 mkn
Ha6op npanmepos Fus.ox 1,5 Mkn
CrepwnbHas Boga 6 MK

4. TloMecTuTb TOHKOCTEHHbIE MPOBUMPKM HA LUTATMB «padoyee MecTo», OO60BUTb
OTOENbHbIM HOKOHEYHUKOM 20 MKJT PEOKLIMOHHOM CMeCK B KOXAYH0. [pOMAPKMPOBATL
NPOBUPKMU.

BAXHO! lMpwn ncnonb3oBaHnmM Npréopo. Ansg aMnamduKaumm ¢ BEPTUKAbHEIM CbEMOM
LeTekumMn onTuyeckoro curHana (Hanpumep, QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad v p.) 3anpelueHo NpoBoanTb MAPKMPOBKY HO KPbILLKE MPOSUPOK.

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

6. OCTOPOXHO NnepemMeLLaTb 6e3 06PA30BAHMS MY3bIPEN U COPOCUTbL KAMMN, UCMOMb3Ys
BOPTEKC MM LeHTPUYTY (Mpr 3TOM HEO6XOAMMO UCTIOb30BATL CMIELIMANBHbIA POTOP
L9 MUKPOMPOBUPOK).

B. MpoBepexue MLP u geTexumm ¢pnyopecueHTHOro curHana

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

2. [oMecTuTb NOAroToBfEHHbE pAns nposedenns TUP  npobupkn B g4eiku
PEAKLMOHHOMO MOAYSIA MPUEoPA (MyHKM NPOHYMEPOBAHDI, 3T HOMEPA UCTIONb3YIOTCS
B OANbHENLIEM ANS MPOrPAMMUPOBAHMSA MOMOXEHWS NPOS B AMMIMdUKaTope).

3. 3anporpaMMMPOBATE NPUBOP 019 BbIMOSHEHUS MNPOrPAMMbl OMMIMPUKALMM 1
netekummn  GIyopecLEHTHOrO  CUrHanNa  cnefyst  QnroputMy  MPOrPOMMHOro
obecneyeHus.

Mcnonb3oBaTh KAHASLI C ANIMHOM BOSHBI CBETA (BO36YXOeHWe / oeTekums)
o  470+15 HM / 520+15 HM
o 580+10 HM / 623+14 UM

304aTb CriefyoLme NApaMeTPbl SKCNepUMEHTA:

MNpotokon amMmnnndukaumm

War Temnepatypa, °C Bpems nHky6auum  Konnmuectso LUKoB
AHTUKOHTAMUHALMOH-HAS 06pa6oTKA 50 2 MUH 1
MpenBapuTenbHAsS feHATYpPALms 95 5 MUH 1
HeHaTypauus 95 10 cek
Omxur/feTekuus 60 30 cek “

* - cMoTpwuTe MNpunoxerue 1 Tabnmua COOTHOLLEHWS KOHOOB 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 ¢ayopodopa FAM pernctpupyeTcs CUrHas, CBUAETENLCTBYIOLWMA O
HaKoMNeHnn NpoaykTa amnnmneukaunmn parmenta OHK Fusarium oxysporum,

- no kaHany gna ¢nyopodopa ROX perncTpnpyeTcs CUrHan, CBUAETENbCTBYIOLWMA O
HakonneHnn NpogykTa amnanéumkaummn OHK BKO.

PesynbTaTbl  MHTEPMPETUPYIOTCH  HO  OCHOBAHWMM  HAmMumg (MM OTCyTCTBMSA)
nepeceyeHns Kpueon ¢ayopecueHLMn C YCTOHOBIIEHHOM HA COOTBETCTBYIOLLEM
YPOBHE MOPOroBOA NMHMEN (YCTAHABMMBAETCH B CepeduHe JIMHEMHOro Y4YacTKa
MPUPOCTA GIyopPEeCcLEHUMM MNONIOXUTENBHOMO KOHTPOMA B NIOrApUdMUUECKON LLIKASE),
yTO onpepenseT Hanvume (MIn oTCyTCTBMUE) 4N OAHHOM MPO6bl 3HAYEHUS MOPOrOBOro
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 3pPEKTUBHO M KOPPEKTHO MPOoLLnnM o6e CTOOuM:
Bblgenenus OHK n MLP.

MNpuHUMN MHTEPNPEeTALMU pe3yNbTATOB CreayoLwmit:

— 06pa3eL, CYNTAEeTCa NOMOXUTENbHBIM No conepxanuo OHK Fusarium oxysporum,
ecnu Ha kaHane FAM nony4eHo 3HayeHe noporosoro uukna Ct, He npeBsbiluatoLLee
rMPOHWYHOE 3HAYEHMEe - 38.

— 06pasel, CUYMTAETCs OTPULATENbHBIM Mo copepxanuo OHK Fusarium oxysporum,
ecnu Ha kaHane FAM otcytcTtyeT 3HaveHue Ct nnm nonyyeHo 3HadeHne Ct 6onee 38,
a no kaHany ROX He 6onee 38.

— 06pazeL, CYUTAETCH COMHUTESIbHBIM B C/Ty4de NOly4YeHUs 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 PE3YNIbTATOB KOHTPOSBHbBIX PEAKLIMIA.



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. Ecnm gna nonoxutensHoro koHTpons atana MUP (K+) no kanany FAM sHauenne Ct
OTCYTCTBYET UMW MPEBLILLAET MPAHUYHOE 3HAYEeHWe, Heoéxoaumo nosTopuTs [MLIP-
nccnenoBaHWe Ons BCEX O06pA3LOB, B KOTOPbIX He ob6HapyxeHa LOHK Fusarium
OXYSpPOrum, HA4YMHAS C 3TaNA akCcTpakumm OHK.

2. Ecnv ong oTpuuaTenbHoro KoHTpons akeTpakumm OHK (OKO) n/unm oTpuuaTensHoro
koHTpona MUP (K-) no kaHany FAM nonyyeHo 3HauveHne Ct, Heo6xoamMMo NMoBTOPUTL
nccnenoBaHWe LN BCex OBpas3uoB, B KOTOpbIX oBHapyxeHa [OHK  Fusarium
OXYSpOrum, HAYMHAS € 3TANA aKcTPakumm OHK.

Ycnosust XpaHeHus

Haéop ans noctanoskm MNLP xpaHWTL B MECTe, 3aLMLLIEHHOM OT NONAAAHMS CBETA: NPK
+25 °C - 7gHein; npu +4 °C — 4 mecaua; npu -20°C - 18 mecaues. JonyckaeTca He 6ornee
50 LMKNOB 30MOPAXMBAHUS-PA3ZMOPOXUBAHMS.

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



