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OépatHas TpaHckpuntaza M-MuLV-RH
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Onucanue:

M-MuLV-RH - reHeTnyeckn MOaMPULMPOBAHHAS OBPATHAS TPOHCKPUNTA3A
(peBepTaza) Bupyca neikemum Meien (M-MulLV). OHa otnndaeTcs ot M-MulV gukoro
TUNA CTPYKTYPOW, KATANMUTUYECKMMN CBOMCTBAMUM W TEMMEPATYPHbLIM OMTUMYMOM
OKTMBHOCTU. ®depmeHT npossnsetr PHK- wn  [OHK-30BUCKMMYyIO NOAMMEPA3HYIO
OKTMBHOCTb, HO NnLEeH akTuBHOCTM PHKasbl H. M-MuLV —RH nposengeT onTMMAnbHyo
AKTMBHOCTb Mpu 42°C (akTrBHA 0o 50°C). DepMeHT CNoco6eH CUHTE3UPOBATL MEePBYIO
uens kKAHK gnvHon o 7 T.0. 1 BKIUYATL MOANPULIMPOBAHHBLIE OCHOBAHMS.

B Ha6op Takxe BxoguT 5 x OT-6ydep-mix KOTOPbIA COOEPXUT BCe HEOBXOOMMbIE
KOMMOHEHTbI 415 PABOoThl PeEBEPTA3bI, KpoMe npanmepor M PHK-matpuubl. Coctos
6ydepa ONTUMU3MPOBOH AN NpoBedeHUs 3PPeKTUBHOM pPEeaKLUMM OBPATHOM
TPAHCKPUALMK C LULMPOKOro Hatopa PHK-maTtpuL,.

CocrtaB Ha6opa

M-MuLV —-RH peBepTtazq, 100 eg. 1x%100 mMkn 2 x 250 mMkn
QKT./ MK (10000 ep.akT.) (50000 ep.akT.)
5x OT-6ydep-mix Tx1mn 4x1,25mMn

*3a enHnLYy OKTUBHOCTU NPUHUMAIIN KOJTMYEeCTBO d)epMeHTO, KaTanmsmpyrouee BKJtoYeHue 1
HMonb dTMP B KUCIOTOHEPACTBOPUMBIA MPOAYKT 3a 10 MuH npu 37 °C.

MNpumeHeHue

e CuHtes nepson uenm kAHK gna OT-MLUP n OT-TLP B pexnme peanbHOro BpeMeHu;
o CuHtes K[HK ang knoHMpoBaHUS;

e T[lonyyeHne MedeHbix kOHK 30HO0B Ang Mukpounnos (microarray);

o Meuenue [JHK;

Ceoiictea M-MuLV -RH peBepTassi

e OcyulecTBnsgeT cuHTe3 komrneMeHtapHon uerv OHK Ha PHK-matpuuae (PHK
saucumas OHK nonumepasa);
He o6napaet aktmBHOCTbIO PHKQ3bI H;
MNo3songeT cuHTe3npoBaTh pparmenTsbl KOHK anmHom po 7 T.0.;
O6ecneumBaeT BbICOKM Boixon, KAHK: npun ncnonszosanunm 100 en. akT. depMeHTa
Ha 1 mkr PHK Beixog peakummn coctasnseT He MeHee 100 Hr nepeon Lenn kOHK;
O6énagoeT NoBbILLEHHON TEPMOCTAOUIBHOCTbLIO;
Copepxut nHrmuéumtop PHKas.
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UcTouHuk
depMeHT MNoflydYeH M3 PEKOMBMHOHTHOrO LWTAMMA £ COJ/j 3KCNpPeCcCupyowero
AeneunoHHbI BOPUAHT reHa, kogupytoLlero M-MulV pesepTaay.

Bydep xpaHeHus:
50 MM Tpuc-HCI, pH 8.0 (npwu 25 °C), 100 MM NaCl, 1 MM 3[TA, 5 MM gutnotpenton,
50% (v/v) ramuepuH n 0.1 % (v/v) NP-40.

5% OT-6y¢dep-mix:
250 MM Tpuc-HCI, pH 8.3 (npu 25 °C), 250 MM KCI, 20 MM MgCly, 2.5 MM kaxgoro
ne3okcuHykneosngTpudpocdata, 50 MM gUTUOTPUSTON, CTABUNN3ATOPBI U YCUNUTENN.

MpoTokon

PekoMeHoyeM nepen  HAYANOM  PAGOT  O3HAKOMWUTLCS C  MPABUAGMM U
PEKOMEHOAUMAMY,  MPUBELEHHBIMM B OMWCAHUM K HABOPY HA  canTe
http://biolabmix.ru

O6paATHAS TPAHCKPUMNUMS — NOIMMEPA3sHas LenHas peakuus (OT-TLP)

| O6paTHas TpaHckpunums (cuHTes nepeon Lenuy kOHK)

MNocne pPA3MOPAXMBAHMS KOMMOHEHTOB HABOPA MepeMeLlaTb CMecu U COPOCUTb
KOMM CO CTEHOK Ha MuKpoueHTpudyre. Bo BpeMs pa6oTbl XPAHWUTE MPOBUPKN BO
nboy.

MpumMeuanue: ecnn B 5% OT-6ydep-mix HaBNOAOeTCs BoINOAeHWe OCAOKA HArpeTb
pacteop Ao 45-50 °C u nepemewaTts OO ero pacTteopeHus. He ponyckanTe
OMTENbHOM  MHKY6aUMM 6ydepd MNpu KOMHATHOM TemnepaTtype W Bbile 6e3
HEOBXOOMMOCTN. DTO MOXET MPUBECTU K CHUXEHMIO KOHUeHTpauun OTT 1 nogeHmo
2bOEKTUBHOCTU PEAKLMM.

1. [o6aBUTb Crepylolme pPeareHTbl B CTEPUNbHYIO, CBOBOLHYIO OT Hykneas
NPOBWPKY BO fibAy B Clefyolwem nopsaKe:

PHK maTtpuua cymmapHas PHK O,1Hr = 5 ™mkr
nm nonn(A) MPHK 10 nr — 0.5 mkr
unu cneumduyeckas PHK 0.01nr — 0.5 mkr

onmro(dThe 1-3Mkn
MNpanmep WKW CIYYAnHBIM rekcanpanmep 1-3MKn

VW reH-cneumndudeckuin 15-20 nMonb
Bopna, o6pasotaHHas O3MNK [o 12 Mkn

CyMMOpPHBbI 06beM 12 Mkn

2. AKKYPATHO NepeMeLLdaTh U COPOCUTL KAMN LIEHTPUDYMMPOBAHUEM.

MporpeTts cMechb 2-3 MuH mpu 70 °C ang pAcnidaBieHUs BTOPUYHBIX CTPYKTYP M
NMOMECTUTb NPOGUPKY B NEM.

MNpuMeuaHue: [OHHOS Mpouenypa  MNPEUMYLLECTBEHHO  Heo6xoouma  Mpwu
MCMOSIb30BAHWM CITYYARHOrO reKCaAnPanMepa U/ unm CUbHO CTPYKTYPUPOBAHHbBIX UK
GC-60raTbix MATPULL,.



3. Ho6asutb npeaBapuTesibHO NPUroTOBNEHHYIO CMeCb crefytouero CoCtaBa:

5% OT-6ydep-mix 4 MKn
M-MuLV —RH pesepTasa (100 en./mkn) 1MKN
Bopa, o6padotarHaa A3MNK 3 MK

CyMMAOpPHbI 0O6bEM 8 MK

4. AKKYPOTHO nepemeLlaTb U COPOCUTb KAMN LEHTPUPYTMPOBAHMEM.

Mpn mcrnonb3oeaHum onuro(dThs WM reH-creumdmnyeckoro npanMepa  aJs
cuHTe3a KAHK MHKYBUPOBATL PeaKLMOHHYIO cMeck 60 MuH. npu 42 °C. B cnydae
NCMOMNb30BAHUS CIYYAMHOro rekcanpanmMepa MHKyénposats 10 MuH. nipu 25 °C 1
3aTem 60 MUH. npwu 42 °C.

MNpuMeuanue: ecnn matpuua PHK GC-6orata nnm CTPyKTYPUPOBAHA, PEAKLMIO
MOXHO MPOBOAMTL MPW Boree BLICOKON TemnepaType (45-50°C).

6. Peakuma OCTAHOBIMBOETCS HArPEBOM PEaKLMOHHON cmecn Ao 70 °C B Teuerun 10
MUH.  [pOOYKT pPeakuMm OBPATHOM  TPAHCKPUMLMM  MOXET  HAMPSMYo
ncnonb3osatecs B MUP-aminmndukaumm mnm xparutecs npu -20°C He MeHee
ofHoM Hepenu. [Ang 6onee OONroro XpaHeHns pekomenayetcs -70°C.

II. NUP-amnnneukaums nepeon uenu kOAHK

MponoykT cuHTe3a nepBon uenu kOHK MoxeT HanpsMmyto MCNOnb30oBATLCS B
ctaHgapTHon MNUP mnnan MLP B pexunme peansHOro BpeMeHn. Heob6xoanmsln o6bem
PEAKLMOHHOM CMECK Mocre O6PATHOM TPAHCKPUMLIMK COCTABNSET He 6onee 1/10 ot
CYMMOPHOro o6beMa pedakumoHHor cmecu [MUP. B HopMe wucnonbayetcs 2 MKN
peakumoHHomn cmecn OT B kayecTBe MOTpULUbl ang nocnegytowen MNUP B o6veme 50
mMkn. Ong amnaméukaumm éparmMeHtTa go S T.0. B ctaHgapTHom [UP  MoxHO
ncronb3oeats bruoMactep HS-Tag MUP - Color (2x) (MHC10-200, MHC10-1020),
BuoMactep HS-Tag MUP (2x) (MH10-200, MH10-1020). [ins ¢pparmeHTos 6onee 5 T. H.
pekoMeHayeM MCnonb3osaTh BuoMactep LR HS-Tagq MLP-Color (2x) (MHC040-100,
MHCO040-400) nnn BuoMacTtep LR HS-Taqg MNUP (2x) (MHO40-100, MHO40-400). Ons
MNUP-amnnanévkaumm B pexmme peasbHOro BPEMEHW PEeKOMEHOYEM WCMOMb30BATb
Haéopsl BrioMacTtep HS-gPCR (2x) (MHO20-400, MH020-2040), BuuioMacTtep HS-
gPCR SYBR Blue (2x) (MHC030-400, MHC030-2040).

OnTMMM3ALUS YCNOBUIM PEAKLIMU
1. B caydyae Heo6xoanMMocTn 06BbEM PEAKLMN MOXHO BApbUpoBaTh oT 10 go SO mkn,

NnEOoNopPUMOHASIbBHO N3MeHAs KOJTMYeCTBO BCeX KOMMNOHEHTOB.

2. Yem kopoue ¢parmeHT k[AHK, TeM MeHblle depMeHTa HeO6XOANMMO OO6ABNSATL B
peakuumio.


http://biosan-nsk.ru/files/catalogue_amplification_5.pdf

PekomeHgyemoe konnyectso M-MuLV —RH pesepTassl Ha peakumio 06bemMoM 20 MKIT:

Konnuecteo PHK MmaTtpuubl

[nmHa cuHTesnpyemon kHK

<500 Hr 500 Hr — 2 mMxr
50 - 2000 n.o. 25-100 en.akt. 50 — 100 epn. akT. 200 - 300 ef. akT.
Bonee 2000 n.o. 50 -100 epq. okT. 100 epn. akT. 200 - 300 eqn. akT.

YBenuyeHne KoHueHTpaumm PHK maTpuubl B PEAKUMOHHOM CMEeCcK NpuBOOMT K
YBESTMYEHMIO CYMMOPHOMO BbIXOOA CMEeCcK

MNpuMeuaHue: ecnv konnyecteo PHK MaTpuubl B peaKUMOHHOM cMeck 6onee 2 MKI Ha
20 MKN peakumn, Ons yBenMYeHUs BbIXOLA PEeaKLMM PEKOMEHOYETCS YBEUUYNTL He
TONbKO KOHUeHTpaumo M-MuLV —RH peBepTasbl, HO U KOHLEHTRALMIO NpanMepa B 1,5
- 2 pasa.

3. [ng oénerdeHuns NPOXOXOeHWs YYOCTKOB MATpPULbI, copepxallen GC-6oraTtble
YYOCTKM U YYOCTKM CO CJIOXHOWM BTOPUYHOM CTPYKTYPOW, peKkoMeHayeTcq
MCMOMb30BATH CAYYaHbIN rekcanpanmep (Random (dN)s).

MpuMeuaHUe: B Cyyae COXHbLIX MATPUL, TEMMNEPATYPY MOXHO NOOHATL 00 45-47 °C

(nosbiwerre TemnepaTtypsbl 40 50 °C NpuBEOET K CHUXEHMIO BbIXOOO PEeaKLUMM, HO

CNOCOBCTBYET NMPEOHAONEHMIO CTRYKTYPMPOBAHHbBIX YYACTKOB).

YcnoBus XpaHeHus:
XpaHuTb npu -20°C - 1ropg; He 6onee 30 LUMKIIOB 3aMOPAXMBAHNSA-PA3MOPAXNBAHMS.

YcnoBus TPAHCNOPTUPOBKM:

TpaHCnopTUPYEeTCS B TEPMOKOHTEMHEPOAX C  OXJIOXACIOLLMMW  31eMEHTAMM,
LOMYCKOETCs MOBbILLEHWE TEMNEPATYPI 0O TEMNEPATYPbl OKPYXAIOLLEN CPefbl Npu
TPAHCMOPTUPOBKE L0 7 AHEN.



