O6LLEeCTBO C OMPAHUYEHHON OTBETCTBEHHOCTbBIO

«Buonaémmkc»

"f\ v MHH 5408278957 KIM 540801001
] 630090, HoBocum6upckas o611., . HoBocméupck,
yn. IHxeHepHas, oom N2 28

Tel/Fax: +7(383)363-51-91, Tel: +7(383)363-22-40

BiOlabmiXQ E-mail: sales@biolabmix.ru

Ha6op ans onpepenexnus 6axrepuin popa Pseudomonas

KaT. Homep TFDO0O6
HasHaueHue

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

CocraB Ha6opa

BuoMacTep UDG HS-gPCR (2x) 1x1,25mn
Ha6op npanmepos Pseud.spp. 1% 165 Mkn
CrepunbHas Boga 1x1,25mn
MO3UTUBHBIA KOHTPOMbHLIM 06pa3eL, Pseud.spp. 1x100 mkn
BHYTpEeHHWI KOHTPONbHbIN o6pazel, HK 1x 550 mkn

Ha6op paccuntaH Ha npoBefeHne 100 aHANM30B B 06bEMe 25 MK HO OHY PeaKLumIo.
NPOBEAEHUE UCCJIEAOBAHUSA

MNpotokon noctaHoekwm MLUP
B kayecTBe MATpUUbl ONS NPOBEOEHUS PEeaKLUMU UCMosbayeTcs oudueHHas OHK ms
06pPA3LLOB.

A. NoproToBka npo6 ansa nposenexHus MLP

O6Lwmin 06beM peakLUUMOoHHOM cMecu — 25 Mk, BKItouas o6beM Npo6bl AIHK— 5 M.

1. PaamoposnTb npoéupkn ¢ peareHtamm bnoMactep UDG HS-gPCR, CtepunbHyto
Bogy, Ha6op npanmepoB Pseud.spp. © [lO3NTUBHBIA KOHTPOSbHBLI OBPA3EL,
Pseud.spp. - kaxgyto NpoSupKy TLLOTENBHO NepeMeLLaTh HO BOpTEKCe.

2. OcoguTb KAmM XMOKOCTU CO CTEHOK M Kpbilek MpOoBMPOK, KPOTKOBPEMEHHO
OTKPYTUB X HO MUKPOLEHTpubyre.

3. B oTmenbHom Mpoéupke MpUroTOBUTb PEAKLMOHHYID CMeCb O6beMOM  Ans
HeOoBXoOMMoro komnudectsa oépasuos (N+1, roe N — KomMuecTBo MccremyeMmbix
OBPA3LIOB C YYETOM BCEX KOHTPOSEN).

KouTponu atana MNLUP:

a) oTpuuaTensHblin koHTponb MUP (K-) — ctepunsHas Boag;

6) nonoxutenbHblA KOHTPONb MLP (K+) — NO3UTMBHBIN KOHTPOSLHLI 06pA3eL
Pseud.spp.
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CocTaB pedkLMOoHHOM cMecU Ha 1 npo6upky:
KOMMOHeHT OébeM

BuoMactep UDG HS-gPCR 12,5 mkn
Ha6op npanmepos Pseud.spp. 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
metekumMm ontudeckoro curHana (Hanpumep QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad v gp.) 3anpelueHo npoBoanTb MAPKMPOBKY HA KPbILLKE MPOGSUPOK.

5. Jo6aBuTb OTAEMBHBIMU HOKOHEYHUKAMU B MPOBUPKM C FTOTOBON PEAKLNOHHON CMECHIO
no 5 Mkn 06pasLd, B MNPOOBUPKM O KOHTPONEeMm no 5 MK COOTBETCTBYHOLLMX
KOHTpONnen.

6. OCTOPOXHO NepeMeLLaTb 6e3 06PA30BAHMS MY3blPen M COPOCUTL KAMMKM, NCMOMb3ys
BOPTEKC MM LieHTprbYry (Mpm 3TOM HEO6XOAMMO UCMONBb30BATL CMELMANbHbIA POTOP
LN MUKPOMPOBGUPOK).

B. Mposepexue MNLUP n petexuun ¢pnyopecueHTHOro curHana

1. BKNtounTb aMMAMPUKATOP C CUCTEMOM OETEKLMM B PEXMME «PEASIbHOrO BPEMEHN» U
3AMNyCTUTb MPOrPAMMY.

2. [loMecTuTb nNoQroToBNeHHble ana nposegeHua T[LUP  npo6upkn B aueinku
PEaKLMOHHOMO MOOYSIS NPUEoPa (NyHKM MPOHYMEPOBAHBI, 3TM HOMEPA MCMOSb3YIOTCA
B OANbHENMLLEM A7 MPOrPAMMUPOBAHMS MOMOXEHUS NPo6 B AMMANMGUKATOPE).

3. 3anporpaMMUPOBATL MPUEOP 4SS BbIMOAHEHUS MPOrPAMMbl AMAIMGUKALMN U
getekumm  GnyopecueHTHOro  CUrHana  cregyss  OnroputMy  MPOTrpPOMMHOrO
obecneyeHms.

Mcnonb3oBaTh KAHASLI C AMIMHOM BOSHBI CBETA (BO36YyXaeHWe / oeTekums)
o  470+15 HM / 520+15 HM
o 580+10 HM / 623+14 HM

304aTb CrefyoLme NapaMeTpbl SKCNePUMEHTA:

MNpotokon amMmnnndukaumm

War Temnepatypa, °C Bpems nHky6auum  Konnmuectso LUKoB
AHTUKOHTAMUHALMOH-HAS 06pa60TKA 50 2 MUH 1
MpenBapuTensHAs feHaTypaums 95 5 MuH 1
HeHaTypauus 95 10 cek
Omxur/JeTekuus 60 30 cek “

* - cMoTpwuTe MNpunoxerue 1 Tabnmua COOTHOLLEHWS KOHOOB U KpacuUTenem



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
£80+10 623114 ROX, Cy3.5, CAL Fluor Red 610, Texas Red, Alexa Fluor 568
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 ¢ayopodpopa FAM pernctpupyetcs CUrHan, CBUAETENbCTBYOWMA O
HaKoMNAeHUn NpoJykTa amnimeumkaumnm dparmenta OHK Pseudomonas spp.,

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

PesynbTaTbl  MHTEPMPETUPYIOTCH  HO  OCHOBAHWMM — HONWUMS (MM OTCYTCTBMS)
nepeceyeHns Kpueon ¢ayopecueHLMn C YCTOHOBIIEHHOM HA COOTBETCTBYIOLLEM
YPOBHE MOPOroBOA NMHMEN (yCTAHABMMBAETCHS B cepeamHe JMHeMHOro y4dacTka
MPUPOCTA GIyopPEeCcLEHUMM MNONIOXUTENBHOMO KOHTPOMA B NIOrApUdMUUECKON LLIKASE),
yTO onpepenseT Hanmume (Mm oTCyTCTBME) AN OAHHOM MPOGbl 3HAYEHUS NMOPOroBOro
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, OTPULUATENBHBIM 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 MPOoLLKM o6e CTOOoMM:
Bblgenenus OHK n MLP.

MNpuHUMN MHTEPNPEeTALMU pe3ybTATOB CreayoLwmit:

— 06pA3EL, cuMTaeTCa NONOXUTESbHBIM Mo cogepxanuo OHK Pseudomonas spp., ecnn
Ha kaHane FAM nonyyeHo 3HaueHue noporosoro umkna Ct, He npesbilwatoLlee
rMPOHWYHOE 3HAYEHMEe - 38.

— 06paseL, cunMTaeTCa OTPULATENbHBIM Mo copepxanuto OHK Pseudomonas spp., ecnv
Ha KaHane FAM otcyTcTtByeT 3HaYeHne Ct unm nonyyeHo 3HadyeHne Ct 6onee 38, a no
kaHany ROX He 6onee 38.

— 06pa3zeL, CYUTAETCH COMHUTESbHBIM B C/Ty4de NOTy4YEHUS COMHUTENBHOMO Pe3ynbTaTa
no so6oMy M3  KOHanoB. PekomeHOyeTcs  MOBTOPHOE  MCCNEmOBAHME
COOTBETCTBYIOLLEro 06pa3La.

PesynbtaTthl [UP-nccnepoBaHns cunmtalotcs  AJOCTOBEPHBIMKM, €CAU  MONyYeHbl
NPABUIIbHBIE PE3YNBETATHl AJ1S KOHTPOJIbHBIX O6PA3LOB B COOTBETCTBUMM C TAGNMULIEN
OLLEHKM PE3YIbTATOB KOHTPOSbHbBIX PEAKLIMIA.



Taénuua oLeHKU PesynbTATOB KOHTPOSIbHbIX PEaKLIUMA

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 O BCex OB6pa3L0oB, B KOTOPLIX He O6HapyxeHa OHK Pseudomonas
SppP., HOYNHAS € aTana akcTpakummn JHK.

2. Ecnv ong oTpuuaTenbHoro KoHTpons akeTpakummn OHK (OKO) n/unm oTpuuaTensHoro
koHTpona MUP (K-) no kaHany FAM nonyyeHo 3HauveHne Ct, Heo6xoamMMo NMoBTOPUTL
nccnenoBaHWe aNns BCcex 06pasLoB, B KOTOpbIX o6HapyxeHa OHK Pseuadomonas spp.,
HAYMHAS € 3TANA 3KCTPOaKLMM 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.



