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Ha6op pna onpepenenuus Leptosphaeria maculans

KaT. Homep TFDOO7
HasHaueHue

Ho6op npepHO3HaYeH Ons NpoBefeHWs AaMnnduKkaumMm cneumdnyeckoro ydyacTtka
reHoMa naTtoreHa B o6pa3uax BbigeneHHon [[OHK mn3 dutomatepmana B pexume
peasnbHOro BPEMEeHU C NCMNOSb30BAHUEM GnyOpeCLIEeHTHbBIX 30HA0B.

Cocrtae Ha6opa

BuoMacTep UDG HS-gPCR (2x) 1x1,25mn
Haéop npainmepos LMB 1x165 mMkn
CrepunbHas Boga 1x1,25mn
MO3UTUBHBIA KOHTPOMNbBHBLIM O6pa3eL, LMB 1x100 mkn
BHYTPEeHHWI KOHTPOMbHLIN o6pazel, IHK 1x 550 mkn

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

MNpotokon noctaHoekwm MLUP
B kauecTtBe MaTpuUbl ONs NPOBEeOeHUs PeaKUMM Mcrnosb3yeTcs odnlleHHas OHK mn3
06pPA3LL0B.

A. NopgroToeka npo6 ans nposepeHus MLP

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

1. PaamoposuTtb npobupkn ¢ peareHtamm broMactep UDG HS-gPCR, CrepunbHyto
Boay, Haéop npanmepos LMB m [M03UTUBHEIA KOHTPOMBHLIM o6pasel, LMB - kaxayto
NPOBUPKY TLLOTENBHO NEPEMELLATL HO BOPTEKCE.

2. Ocoputb KaMaM XWAKOCTU CO CTEHOK U KPbILWEK MPOBGMPOK, KPOTKOBOEMEHHO
OTKPYTUB UX HO MUKPOLEHTpUbYre.

3. B oTtpenbHoM npo6upKe MNPUroTOBUTb PEAKUMOHHYIO CMeCb OGbEMOM  Ans
HEeo6xoaMMoro Konuyectea o6pasuos (N+1, rae N — KoOmMYecTBo uvccnepyeMmbix
OB6PA3LIOB C YYETOM BCEX KOHTPOSEN).

KouTponu atana MLP:
a) oTpuuaTtensHblin koHTponb MUP (K-) — ctepunsHas Boag;
6) NONOXMTENbHbIN KOHTPOSb MLP (K+) — Mo3anTUBHBIA KOHTPOMLHLIM 06pasel, LMB

CocCTaB peaKUMOHHOM cMecH Ha 1 NpoBupKy:

BuoMactep UDG HS-gPCR 12,5 mkn

Haéop npanmepos LMB 1,5 Mkn

CrepunbHas Boga 6 MKN
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4. ToMeCcTUTb TOHKOCTEHHble MPOBUPKM HA LUTATUB «padodyee MecTo», LO6ABUTb
OTAENbHBIM HOKOHEUYHNKOM 20 MK/ PEeaKLIMOHHOM CMeCK B KOXAYIO. [pOMAPKMPOBATL
NPOBUPKMU.

BAXHO! lMpwn ncnonb3oBaHnm Npréopo. Ansg aMrnamdukaumm ¢ BEPTUKAbHEIM CbEMOM
LeTekumMn onTuyeckoro curHana (Hanpumep, QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad 1 ap.) 3anpeLieHo MpoBOAUTL MOPKMPOBKY HA KPbILLKE MPOGSUPOK.

5. Jo6aBnTb OTOENBHBIMWN HOKOHEYHUKAMM B MPOBMPKM C FOTOBOM PEAKLNMOHHOM CMECHIO
no 5 Mk o6pasLd, B NPOSUMPKM LN KOHTpONenm Mo 5 MK COOTBETCTBYIOLLMX
KOHTpONEN.

6. OCTOPOXHO NepeMeLLaTh 6e3 O6PA30BAHUS My3blipen U COPOCUTL KAMU, UCMOSb3Ys
BOPTEKC MM LeHTPUYry (Mpr 3TOM HEO6XOAMMO UCTIONb30BATL CMIELIMANBbHbIA POTOP
L9 MUKPOMPOBUPOK).

B. MposepeHue MNLP 1 peTekuun ¢pnyopecueHTHOro curHana

1. BknounTb aMnnndrKaTop C CUCTEMON AETEKLMM B PEXUME «PEASIbHOrO BPEMEHMY 1
3anyCTUTb MPOrPAMMY.

2. [oMecTuTb NOAroToBfEHHbE Ans nposedenns TUP  npobupkn B - g4eiku
PEaKLMOHHOMO MOAYSIA MPUEoPA (NMyHKM NPOHYMEPOBAHDI, 3T HOMEPA UCTIONb3YIOTCS
B OANbHENLIEM ANS MPOrPAMMUPOBAHMSA MOMOXEHMS NMPOS B AMMIMGUKATOPE).

3. 3anporpaMMMPOBATE NPUBOP 019 BbIMOSHEHUS MNPOrPAMMbl  OMMIMPUKALMM 1
netekummn  GNyopecLEeHTHOro  CUrHana  cnegys  anroputMy  MPOrPOMMHOro
o6ecneyeHums.

Mcnonb3oBaTh KAHASLI C ANIMHOM BOSHBI CBETA (BO36YyXOeHWe / oeTekums)
o  470+15 HM / 520+15 HM
o  580+10 HM / 623+14 UM

300aTb cnegytowme NapaMeTPbl SKCNEPUMEHTA:
MNpotokon amMmnnndukaumm

AHTUKOHTAMUHALMOH-HAs 06pa60TKA 50 2 MUH 1
MpenBapuTenbHAs eHaTypaLms 95 5 MUH 1
[eHaTypauus 95 10 cek

Orxur/OeTekums 60 30 cek “

* - cmoTpwuTe MNpunoxeHne 1 TabnmLa COOTHOLLEHNS KOHANOB 1 Kpacutenemn

Ta6nMLQ COOTHOLLEHUS KQHAIOB 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 CyS, Quasar 670, Alexa Fluor 633

662+10 7M+12 Quasar 705, Alexa Fluor 680

B. UnTepnpeTauusa pesynbTaTros
AHOMM3  Pe3yNnbTATOB MPOBOASAT C  MOMOLLBKD  MPOrPAMMHOrO  o6ecnedeHus
MCNOMb3yeMoro npuéopa ans nposenenus MNLP ¢ geTekumen B pexmme «peasbHOro
BPEMEHMUD.
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AHQIM3MPYIOT KPMBLIE HAKOMNEHUS GTYyOPECLIEHTHOrO CUrHANA MO ABYM KAHANAM:

- no kaHany ana enyopodopa FAM pernctpupyetcs CUrHasn, CBUAETENbCTBYIOLLMIA O
HaKonneHun NpoaykTa amnandukaumm dparmenHta OHK Leptosphaeria maculans,

- no kaHany gna ¢ayopodopa ROX pernctpmpyetcs CUrHas, CBUAETENbCTBYIOLLMA O
HakonneHun npoaykTa amnnndmkaumm OHK BKO.

PesynbTaThl  MHTEPNPETUPYIOTCS  HO  OCHOBAHWMM — HOMMUMS (MM OTCYTCTBMS)
nepeceyeHns Kpueor GIyopecUeHUmMM € YCTOHOBIEHHOM HO  COOTBETCTBYIOLLEM
YPOBHE MOPOroBoi SIMHMEN (YyCTOHABMAMBOETCH B CepeduHe JNUHEMHOro Y4yacTka
MPUPOCTA GITYOPECLEHUMN MNOSNOXMUTENBHOTO KOHTPOJA B JIOrAPUOMUUECKO LKase),
yTO onpegenseT Hannume (Mn oTCyTCTBME) N OAHHOM NPOGkl 3HAYEHUS NOPOroBOro
umkna Ct B cooTBeTCTBYIOLLEN rpade B TA6NMLE Pe3Y/IbTATOB.

PesynbtaT amMnamoukaumm MNoO KAHAY CUYMTAETCS MONOXUTENbHBIM, €CNn  KPUBAS
OHOKPATHO NepecekaeTcs C NOPOroBor NMNMHMEN B O6/10CTU AOCTOBEPHOMO NPUPOCTA
dnyopecueHumMY, OTPUUATENbHBIM B CNydYae OTCYTCTBUSI MepeceyeHust KPWBOM C
Moporosoi nMHuen (HeT aHaueHms Ct nnm Cg), COMHUTESbHBIM BO BCEX OPYIrMX ClyyasX.

TecT cunMTOeTca ycrnelHbM, ecnn aGPeKTUBHO M KOPPEKTHO MPOLIM o6e CTanuu:
Bblgenenus OHK v MLUP.

MNpuHUMN UHTEPNPETALUU PEe3YNbTATOB CReayoLmnit:

— o6pasel, CUMTaeTCs NMONOXUTENbHEIM No copepxanunio OHK Leptosphaeria maculans,
€ecnn Ha kaHane FAM nonyyeHo 3HauyeHue noporoeoro umkia Ct, He npesbiLatoLee
rMPOHWMYHOE 3HAYEHMe - 38.

— o6paszeL, cYMTaeTCs OTpULaTeNbHBIM No copepxanuto OHK Leptosphaeria maculans,
ecnu Ha kaHane FAM oTcyTcTByeT 3HadYeHne Ct unun nonydeHo 3HayeHme Ct 6onee 38,
a no kaHany ROX He 6onee 38.

— 06pAazeL, CYUTAETCSH COMHUTESIbHBIM B ClTy4de NoslydYeHUs COMHUTENBHOMO Pe3ybTaTa
no so6oMy M3  KOHArNoB. PekoMeHOyeTcs  MOBTOPHOE  UCCNepoBAHME
COOTBETCTBYIOLLEro 06pa3Ld.

Pesynetathl MUP-nccneposanms  cuntaiotCs  [OCTOBEPHBIMKM, €CNM - MOJTyYEHD
NPABWSIbHbIE PE3YSIbTATH AJ1 KOHTPOSIbHBIX O6PA3LOB B COOTBETCTBUWM C TABAMLEN
OLeHKM Pe3YNbTATOB KOHTPOSBHBIX PEAKLMIA.

Taénmua oueHKU PEe3YNbTATOB KOHTPOSbHBIX PEaKLMA

OKO OkcTpakums AHK HeT <38
K- nup HeT HeT
K+ MupP <38 HeT

ObbeKTMBHOCTb CTOOMM BbIOENEHNS OLLEHMBAETCS AN KAXO0N NPo6bl MHOMBUOYASbHO
no MPWUCYTCTBUIO B guerke curHana no kanany ROX. Ecnn curHan B kaHane ROX
OTCYTCTBYEeT MNW NpeBbillaeT 3HadeHne Ct 6onee 38, cnepoBATENbHO, BblOeNIeHME
MNPOLLNO HEeYOOAYHO, U TECTUPOBAHWE OB6PA3LA HEOBXOOAMMO MOBTOPWUTL, HOUYMHAS CO
CTQOMM BblOENEHUS.



BHUMAHUE!

1. Ecnn ang nonoxurensHoro koHtponsa atana MUP (K+) no kaHany FAM 3Hauenune Ct
OTCYTCTBYET WU MPEBLILLAET MPAHUYHOE 3HAYEHMe, HeoBxoanMo noBTopUTb [LIP-
nccnenoBaHWe ONs BCex 06pa3LoB, B KOTOPLIX He obHapyxeHa OHK Leptosphaeria
maculans, HaYMHAS C aTaNaA akcTpakumm JHK.

2. Ecnv mna oTpuLaTenbHoro KoHTpons akcTpakumm OHK (OKO) n/unm oTpuuaTtensHoro
koHTponsa MUP (K-) no kaHany FAM nonyyeHo 3HauveHne Ct, Heo6xoamMMo NOBTOPUTb

nccnenoBaHWe Of1s BCex O6pas3uLoB, B KOTOpbIX obHapyxeHa OHK Leptosphaeria
maculans, HaYMHAS C aTaNA akcTpakumm JHK.

Ycnosus xpaHeHus

Ha6op ona noctaHoBkw lMLP xpaHUTL B MECTe, 3aLLMLLEHHOM OT NONAAOHUS CBETA:
npw +25 °C — 7aHei; npu +4 °C — 4 mecaua; npu -20°C — 18 mMecsues. [JonyckaeTtcs He
6onee 50 LUMKIOB 30MOPAXKMBAHNS ~PA3MOPCXKMBAHWS.

Ycnosus TPAHCNOPTUPOBKU

Ha6op ons noctanosku MUP nepesosnts npun Temnepatype 0 - +4 °C.



