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Hasnauenue

Ho6op npepHo3HauyeH Ons npoBefeHWs AaMnnnMduKkaumMm cneumdnyeckoro ydyacTtka
reHomMa natoreHa B o6pa3uax BbigeneHHon OHK mn3 dutomatepuana B pexunme
peasnbHOro BPEMEHU C NCMNOSIb30BAHUEM GryOpeCLIEeHTHbBIX 30HO0B.

CoctaB Ha6opa

BuoMacTep UDG HS-gPCR (2x) 1x1,25mn
Ha6op npanmepos Pyt.sp 1% 165 mkn
CrepunbHas Bogd 1x1,25mn
MO3UTUBHBIA KOHTPOMBHBLI O6pa3eL, Pyt.sp 1x100 mkn
BHYTpEeHHWI KOHTPONbHLIN o6pazel, HK 1x 550 mkn

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

Mpotokon nocranosku MLUP
B kauecTtBe MaTpuLbl A1 NPOBeOeHMS PeakLmm ncrnosnblyeTcs oumieHHasa OHK n3
06pPA3LIOB.

A. NoproToBka npo6 ans nposenexHus MNLUP

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

1. PaamopoanTb npoéupkn ¢ peareHtamm bnoMactep UDG HS-gPCR, CtepunbHyto
Boay, Ha6op npanmepos Pyt.sp u [MO3UTUBHBIN KOHTPOSBHBLIM O6pa3el, Pyt.sp -
KQXIYHO MPOBUPKY TLLATENbHO NepeMeLlaTb HO BOPTEKCE.

2. OcapguTb KAMAM XMAOKOCTM CO CTEHOK U KPbIWEK MPOBUPOK, KPATKOBPEMEHHO
OTKPYTUB X HO MUKpPOLEHTpubyre.

3. B oTmenbHOM Npob6upke MPUroTOBUTL PEAKLMOHHYKD CMeCb O6beMOM [Ans
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 KOHTPOIb MLP (K+) — No3UTMBHBIN KOHTPOSBHLIR 06pa3eL, Pyt.sp

CocraB peakumoHHON cMecu Ha 1 MPo6UpPKy:

BuoMactep UDG HS-gPCR 12,5 Mkn

Haéop npaimepos Pyt.sp 1,5 Mkn

CrepuansHas Boaa 6 MKn
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4. TloMecTnTb TOHKOCTEHHbIE MPOBUMPKM HA LUTATUB «padoyee MecTo», AO60BUTb
OTAEeNbHbIM HOKOHEYHUKOM 20 MKJT PEOKLIMOHHOM CMeCK B KOXAYHO. [pOMAPKMPOBATL
NPOGUPKM.

BAXHO! Mpwn ncnonb3oBaHMM NPUEOPOB Ans AMIMGUKALMM C BEPTUKOSbHBIM CbEMOM
OeTeKkumMmn ontnyeckoro curHana (Hanpumep, QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad v gp.) 3anpelueHo NpoBoanTs MAPKMPOBKY HO KPbILLKE MPOSUPOK.

5. Jo6aBnTb OTOENBHBIMWN HOKOHEYHUKAMM B MPOBUPKM C FOTOBOM PEAKLMOHHOM CMECHIO
no S Mkn o6pasLd, B NPOSUPKM LN KOHTpONenm Mo 5 MK COOTBETCTBYIOLLMX
KOHTpOnen.

6. OCTOPOXHO NnepemMeLLaTb 6e3 06PA30BAHMS My3blpen U COPOCUTL KAMMK, UCMOMb3Ys
BOPTEKC MM LieHTPrbYry (Mpm 3TOM HEOBXOAMMO UCMOMBb30BATL CMELMANbHbIA POTOP
0719 MUKPOMPOBUPOK.

B. Mposepexue MNLUP u peTexuun ¢pnyopecueHTHOro curHana

1. BktounTb aMnnanduKaTop € CUCTEMON OETEKLUM B PEXUME «PEasIbHOrO BPEMEHU» U
3aMyCTUTb MPOrPAMMY.

2. ToMecTuTb NOAroToBfEHHbE Ans nposedenns TUP  npobupkn B - g4eiku
PEAKLMOHHOrO MOAYSIS NPME0PA (NyHKM MPOHYMEPOBAHLI, 3TY HOMEPA UCTONbL3YIOTCS
B OONbHENLIEM NS MPOrPAMMUPOBAHMS MOMOXEHWS MPO6 B AMMAMbUKATOPE).

3. 3anporpaMMMPOBATE NPUBOP LIS BbINOSIHEHUS MPOrPAMMbl  AMMIMPUKALMM 1
aetekummn  GryopecLEeHTHOro  CUrHONa  Crnegys  QaroputMy  NPOrpAaMMHOrO
o6ecneyeHus.

Mcnonb3oBaTh KAHASbI C ONIMHOM BOMHLI CBETA (BO36YyxaeHWe / aeTekums)
e  470+15 HM / 520+15 HMm
e 580+10 HM / 623+14 HM

3apaTh crepytoLLmMe NapaMETPbl SKCNEPUMEHTA:

MpoTtokon amnnmdunkaumm

War TeMgeEg vP BpeMs uHky6auum  KonudecTso LMKIoB
AHTUKOHTOMUHALMOHHAS 06PABOTKa 50 2 MUH 1
MpenBapuTensbHas oeHaTypaums 95 5 MUH 1
[eHaTtypauus 95 10 cek

45
Omxur/Oetekums 60 30 cek
* - cmoTpwuTe lMNpunoxeHue 1 TabnmLa COOTHOLLEHWUS KOHOMOB U Kpacutenemn
Taénmua COOTHOLLEHUSI KOHASIOB M KPACUTENEN
Bos6yxpeHne HeTekumns Kpacutenu
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 71+12 Quasar 705, Alexa Fluor 680



B. UHTepnpeTauusa pesynbTaros

AHOM3  Pe3ynbTATOB MPOBOAST C  MOMOLLBD  MPOrPAMMHOrO  o6ecnedeHus
MCNOMb3yeMoro npuéopa ans nposenenus MNLP ¢ geTekumen B pexmme «peasbHOro
BPEMEHM.

AHOAM3MPYIOT KpMBbIE HAKOMIEHNS $STYOPECLIEHTHOrO CUrHANA MO ABYM KAHOIAM:

- no kaHany ans enyopodpopa FAM pernctpmpyetcs CUrHasn, CBUAETENbCTBYIOLLMIA O
HaKoMnNeHun NpoaykTa amnaneukaumm ¢parmenta AHK Pythium spp.,

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

PesynbTaThl  MHTEPNPETUPYIOTCS  HO  OCHOBAHWMM  HOMMUMS (MM OTCYTCTBMS)
nepeceyeHns Kpueor GbIyopecUeHUMM € YCTOHOBIEHHOM HO  COOTBETCTBYIOLLEM
YPOBHE MOPOroBoi SIMHMEN (YCTAHABMAMBOETCH B CepeduHe JMHEMHOro Y4yacTka
MPUPOCTA GITyOPECLEHUMM MNOSNIOXMUTENBHOTO KOHTPOJA B JIOrAPUOMUUECKON LKase),
yTO onpegenseT HanMume (Mn oTCyTCTBKE) N OAHHOM NPOGkl 3HAYEHUS NOPOrOBOro
umkna Ct B cooTBeTCTBYOLLEN rpade B TAGNMLE PE3YSIbTATOB.

PesynbTaT amMnavoukaumm NO KAHAY CUYMTAETCS MONOXUTENbHBIM, €Cnn  KPUBAS
OOHOKPATHO NepecekaeTcs C NOPOroBon IMHWEN B O61ACTM LOCTOBEPHOMO NPUPOCTA
dnyopecueHuMY, OTPULUATENLHBIM B Cydae OTCYTCTBUSI MepeceyeHust KPWBOM C
Moporoso NMHuen (HeT aHadeHms Ct nnm Cg), COMHUTESbHBIM BO BCEX OPYrMX ClyyasX.
TecT cuntaeTcsd ycnewHbiM, ecnm 3GPEKTUBHO M KOPPEKTHO MPOoLLnM o6e CTOLMM:
Bblgenenus OHK n MLP.

MpuHUMN MHTEePNpPEeTaLMM pPe3ySIbTATOB ClIeRYIOLLUA:

— 06pa3eL, CHUTAETCS MOSIOXUTENbHBEIM No copgepxanuio OHK Pythium spp., ecnv HA
kaHane FAM nonydeHo 3HadeHwe noporoBoro uukna Ct, He npesblLAtoLee
rMPOHWMYHOE 3HAYEHMEe - 38.

— 06pa3sel, cuMTaeTCs OoTpuUdTeNbHbIM Mo cogepxanuio OHK Pythium spp., ecnv Ha
kaHane FAM otcytctByeT 3HaueHne Ct nnm nosaydeHo 3HadeHne Ct 6onee 38, a no
kaHany ROX He 6onee 38.

— 06pazeL, CYUTAETCH COMHUTESbHBIM B C/Ty4de NOSTy4YEHUS COMHUTENBHOMO Pe3yIbTaTa
no smo6oMy M3  KOHanoB. PekomeHOyeTcs  MOBTOPHOE  MCCNEOOBAHME
COOTBETCTBYIOLLEro 06pa3La.

Pesynetathl MUP-nccneposanms  cuntaiotCs  [OCTOBEPHBIMKM, €CNM - MOJTyYEHD
NPABUIIbHBIE PE3YNETATHI A1l KOHTPOSIbHBIX O6PA3LIOB B COOTBETCTBUM C TABIMULEN
OLLEHKM PE3YIbTATOB KOHTPOSBHbBIX PEAKLIMIA.

Taénmua oueHKU PEe3YNbTATOB KOHTPOSbHBIX PEaKLMA

OKO OkeTpakums OHK HeT <38
K- nup HeT HeT
K+ MupP <38 HeT

ObbeKTUBHOCTb CTAOMM BbIOENEHNS OLLEHMBAETCS AN KAXO0N NPo6bl MHOUBUOYASBHO
no MPWUCYTCTBUIO B guyerke curHana no kanany ROX. Ecnn curHan B kaHane ROX
OTCYTCTBYET MNM NpeBbillaeT 3HadeHne Ct 6onee 38, cnepoBATENbHO, BblOeNIeHME



NPEOLLNO HEYOOYHO, U TECTUPOBAHME OB6PA3LA HEOBXOAMMO MOBTOPUTb, HAUYMHAS CO
CTAOMM BblOeNeHms.

BHUMAHWE!

1. Ecnu ong nonoxurensHoro koHtpons atana MUP (K+) no kaHany FAM sHavexve Ct
OTCYTCTBYET WM MPEBLILLIOET MPAHUYHOE 3HAYEHME, HEOBXOANMMO MoBTOPUTL [LIP-
nccnenoBaHWe Ang BCex 06pa3uLoB, B KOTOPLIX HE ob6HapyxeHa OHK Pythium spp.,
HAYMHAS C 3TANA 3KCTPAKLMM OHK.

2. Ecriv ons oTpruLaTensHOro KoHTponsa aketpakumm JHK (OKO) n/unm oTpruatensHoro
koHTpona MLP (K-) no kaHany FAM nonyyeHo sHadveHre Ct, HeO6X0OMMO MOBTOPUTD
nccnenoBaHWe Ong Bcex 06pasLoB, B KOTOpbIX o6HapyxeHa OHK Pythium spp.,
HAYMHAS C 3TANA 3KCTPAKLMM OHK.

Ycnosus xpaHeHus

Ha6op ana noctaHoBku MNLUP xpaHWTL B MECTE, 3ALLMLLIEHHOM OT MONOAAHUS CBETA: NPU
+25 °C - 7gHein; npu +4 °C — 4 mecaua; npu -20°C - 18 Mmecaues. JonyckaeTca He 6onee
50 UMKNOB 30MOPAXMBAHUA-PA3IMOPAKNBAHKS.

Ycnosus TPOHCMOPTUPOBKU
Ha6op ons noctanosku MUP nepesoants npun TemnepaTtype 0 - +4 °C.



