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UHdopmaumsa o npoaykre
BuoMacTtep UDG HS-qPCR (2x)

OnucaHue npodykma
Habop BuoMacTtep UDG HS-qPCR (2x) cogoepxut 2% peakumoHHyto cmecb BuoMacmep
UDG HS-qPCR (2x) n cTepunbHylo BoAy. 2% peakumoHHas cmecb BuoMacmep UDG HS-
gPCR (2x) npepHasHadyeHa Ans nposefdeHus konuyectseHHoro MNLIP B pexvme peansHoro
BpeMeHU C 1cnonb3oBaHMeM priyopecLeHTHO-MeYveHbIX 30HA0B. B coctaB BuoMacmep UDG
HS-gPCR (2x) BxogsaT Bce Heobxoaumble koMnoHeHTbl TMLP (ncknouas OHK-matpuuy,
npaviMepbl 1 30HA):

e  BbICOKOMNpoOLeccuBHas pekoMbuHaHTHas HS-Taq OHK-nonuvepasa;

e  N-ypauun-AHK-rnuko3aunnasa;

e  CMeCb Ae30KCMHYKkNeo3naTpudocdaTos;

e TUP-6ydep;

o  Mg?.
Cmecb onTuMu3aMpoBaHa Ans nposedeHus addekTuBHoM u Bocnpoussogumon [LP ¢
“ropsiuMm” CTapTOM B pexumMe pearibHOro BpemeHu ¢ obpasuamu reHOMHOW, NnasMuaHoOn u
BupycHo OHK. B coctaB cmecu BxogsT foGaBkv, MOBbILLAKOLME BPEMS MOMYXWU3HU U
npoueccuBHoctb HS-Taq [OHK-nonvmepasbl 3a cyeT noBbileHUs e€ cTabunbHOCTU B Xoae
MUP. BuoMacmep UDG HS-qPCR (2x) peakuuMOHHas CMeCb He COAEPXWUT BeLLecTBa,
BMMSAIOLLME HA TeMnepaTypbl OTXUra NpanMepoB 1 XapakTepuUCTUKV NNaBreHns MaTpuLbl.

N-ypauun-AHK-rnuko3nnasa (YOAI) n a¥YTO (B nponopuun ¢ aTTP) obecneumBaoT HageXHyH0
3aWuTy OT MepeHoca ammiuKoHa MeXAy PeakuMOHHbIMKW CMeCAMM (KPOCC-KOHTaMuHaumu).
[HK-nonnwvepasa, Bxogswas B eé coctas buoMacmep UDG HS-qPCR (2%), HeakTuBHa npu
KOMHaTHOW TemnepaTtype. [ina eé akTusaumm HeobxoOamm NporpesB peakuMOHHOW CMecu npu
95 °C B TeveHue 5 muH. MNpegcraBneHHas dopma Habopa ans nposeaeHust MLUP akoHoMuT
BPEMS! 1 CHWXXaeT BEPOATHOCTb KOHTaMMHALMK 3@ CHET Manoro Y1cna Laros nuneTMpoBaHus.

CocTaB Habopa

BuoMactep UDG HS- Kon-Bo peakuuit no

Kar. # qPCR (2x) Bopa 25 mkn
MHO021-400 4 x1.25 mn 4 x1.25 mn 400
MH021-2040 17 x 1.5 mn 3x1,8mn 2040

Cocmae buoMacmep UDG HS-qPCR (2x)

100 mM Tpuc-HCI, pH 8.5, 100 mM KCI, cmecb HykneosuaTpudocgaTtos (Bkntoyas aoYTd), 10
MM MgClz, 0.1 eq. akt./mkn HS-Taq OHK-nonnmepassbl, N-ypaunn-AHK-rnmukosunasa, 0.025%
Tween 20, ctabunusatopsl Taq OHK-nonuvepassbi.

O6nacTb NpUMeHeHUs:
e TIUP c “ropsumm” cTapToM B peXuMMe peanbHOro BPEMEHW C MPUMEHEHVUEM
nyopecLeHTHO-MeYEeHbIX 30HAOB;
O6bivHas MNUP;
BbicokoBocnpoussogumas MNLUP;
MynbTunnekcHas MNMUpP;
eHoTMNMpoOBaHMe.
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CBoucTBa nonumepasbl

PekombuHaHTHaa HS-Taq OHK-nonumepasa obnagaet 5°-3" [IHK-3aBncumon nonnmepasHom
aKTMBHOCTbIO M 5°-3’ 3K30HyKNeasHoM akTMBHOCTbK HatuBHon Taq [AHK-nonumepasbl n3
Thermus aquaticus. CkopocTb npoaswxkeHus Taq OHK-nonvmepasbl 3aBUCUT OT CHOXHOCTU
OHK-maTtpuubl 1 coctaensieT npuMepHo 1 T.n.0./MuvH. PekombuHaHTHaa HS-Taq [OHK-
nonmMmepasa wmugeanbHO nogxoaut gns cranHgaptHon [MUP w MUP B pexume peanbHOro
BPEMEHM.

CBoicTBa peakLMOHHOM CMecH

e PeakuMoHHasi CMeCcb HeakTMBHA NpU KOMHATHOW TemnepaType Gnarogapsi TeXHonornm
“ropsiumin” cTapT u akTUBMpYeTCs nocne MHKybaumm npu 95 °C B TeyeHne 5 MuH;

e [pucytctere oYT® rapaHTUpyeT BCTpaMBaHUE ypuauHa B KaXOyt CUHTE3UPOBaHHYO
uenb OHK, YOI cnocobHa ygansaTb ypauun u3 OAHO- U ABYX-LEenoYeYHbIX MOSEeKyn
OHK;

e Cwmecb ontummsMpoBaHa ansa cneuudmyHon pabotbl HS-Taq [OHK-nonvmepassl,
ONUTENbHOro XpaHeHus (xpaHenne buoMacmep UDG HS-qPCR (2x) B TeuyeHue 7
OHel Npu KOMHaTHOW TemnepaTtype He cHmxaeT addekTnHocTb MLIP), MHOrokpaTHOro
3aMOpaXuBaHUSI-pasMopaKUBaHMSL.

MpeunmylecTBa NCNoNb30BaHUA

e ®depmeHT C “ropsumm” cTapToM MOBbIWAET CNeundpUYHOCTb, YYBCTBUTENBHOCTL U
BbIXOJ peakuuu;

e [ns aktnBaumn HS-Tag OHK-nonnmepa3sel TpebyeTtcs He 6onee 5 MUH.

e  BbiCOKME CENEKTUBHOCTb U BbIXOA peakLuu.

e CokpalyaeTcs BpemMsi Ha NOArOTOBKY peakumu;

e [lpepoTBpawaetr MOBTOPHYHD amnnudmrkaumo
peakLMOHHYI0 CMeCb 13 ApYron cMech;

e CraHOapTu3VpyloTCS  YCMOBUSI  MOCTAHOBKM  OAHOTUMHBLIX peakuuin  (CHwxaeTcs
NOrpeLLHOCTb Npu cMeLlnBaHun kKoMnoHeHToB MNLIP B pa3Hbix akcnepumeHTax);

e MuHMMU3MpYLOTCA Tpydo3aTpaThl.

MUP-npogykToB, nonaBwux B

OrpaHny4yeHusi K ICNOJNb30BaH1IO0
He pekomeHayeTcsi ucnonb3oBatb Ans MNUP B peanbHOM BpeMeHW C MHTepKanvpyoLwmmm
KpacuTensmu. [ns Takux npunoxeHun crnegyet ucnonb3oBaTb Habopbl BuoMacrtep HS-

qPCR SYBR Blue (2X) unu BuoMactep UDG HS-qPCR SYBR Blue (2X%).

MpoTokon BbINONHeHUsA amnnudunkaunm

1. Pa3amopo3nTb peakuMoHHY CMeCh 1 TLaTenbHo nepemMeLlaTs.

2. B TOHKOCTEHHblE Mpobupkn ans MUP no6aButb crnepyrolime KOMMOHEHTbI M3 pacyeTa
ob6bema ofHOW peakUMOHHOW cMecu 25 MKN:

KomMnoHeHT O6bem KoHeuHasi koHLeHTpauumsa
BbuoMacmep UDG HS- 12,5 1x

qPCR (2x)

Mpsimon npanmep nepeMeHHbIN 0,1 —-600 HM
O6paTHbIN Npanmep nepeMeHHbIN 0,1 — 600 HM

3oHAa nepemMeHHbI’ 0,1 —-300 HM
OHK-maTtpuua NnepeMeHHbIN 1 nr—1 mkr
CrepunbHasa Boaa [0 25 MKn
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3. OcTOpOoXHO NepemMellaTb 1 COPOCUTL Kanmnu, UCNonb3ysi LEHTPUAYTY.
4. Npoectu MNMUP, ncnonb3ysa pekomeHaoBaHHbIE HIDKE TeMnepaTypHble YCIOBUS:

2 MWH
95 5 MuH 1
95 5-15 cek
50 - 68 5-15 cek 30-50
58 -72 5-30 cek

95
50 - 68

5-15 cek

30-60 cek Sl

5.PesynbTat npoBeaeHus MNLIP oTobpaxaeTcst B BUAe KpUBbIX amnnndukaumm.

XpaHeHue: B MeCTe, 3allULLEHHOM OT nonagaHus ceeta: npu +25 °C — 7gHei; npu +4 °C — 4
Mecsua; npu -20°C — 18 mecsaues; He 6onee 50 LUMKNOB 3aMOpaXXMBaAHUSA-PA3MOPAXKUBAHUS.

TpaHcnoptupoBka: npu 0 - +4 °C, pgonyckaeTcs TpaHCMOPTMPOBKA MPW KOMHAaTHOM
Temnepartype A0 3-x AHEN.
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O6nacTb nuHenHocTn cuctembl BuoMactep UDG HS-gqPCR (2x)

Nwaasvass

Amnnugbukayus ppaemenma kJHK eeHa 18S MPHK & cepuu 10 kpamHbix pasgedeHuli om 10
e do 1 mke. [nuHa amnnukoHa — 120 n.H. Peakyus nposodunack Ha npubope CFX96 Touch

(Bio-Rad).
Bopb6a ¢ Kpocc-kKOHTaMUHauuen
Amnaupurauma
OE® Y !m? - ! I
0] S e ]
0 10 20

4'0 ke
Amnnugukayus cepuu pazeedeHuli (om 10° do 107 pa3) peakyuoHHol cmecu nocne
MLP 8 npucymcmeuu 0YT®. 3eneHsbie nuHuu — buoMacmep HS-qMLUP (2x); cuHue
AUHUU - BuoMacmep UDG HS-qPCR (2x).
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PekomeHaaumu ans npegynpexaeHusa KoHTamumHauun npwm MLP.

Bo Bpems TMLUP HapabatbiBaetca 6Gonee 10 mwunnuoHoB konuid OHK-matpuupbl. Takum
06pas3om, HeobXoaAMMO CneauTb 3a BO3MOXHOCTbLIO NoNagaHusl Apyrx MaTpuL, U aMniIMkoHOB
KOTOpblE MOTYT NPUCYTCTBOBaTb B nabopaTtopun. Hnxe npeacraeneHsl oblime pekomeHaaumm
ONS CHXEHUSA pUCKa KOHTaMUHaUUn:

e [pouenypsl no nogrotoeke [AHK obpasubl, oTkpbiBanTe u nunetupyte MNLP cmecs,
amnnudpukaumio 1 aHarmms [MLUP npogyktoB HeobxoAMMo MpoOBOAWUTL B pasHbIX
TeppUTOpUanbHbIX 30HaX.

e [logrotaenueante [MUP cmecn B T[UP-wkadax ¢ namMmHapHbIM NOTOKOM U
OocHaLlleHHbIX Y®-namnon.

e  [cnonbayiTe HoBbIe NepyaTkm Ang ounctkn OHK v npurotoenenus MNMLUP cmecen.

e /cnonb3ynte peareHTbl, NnpeaHasHadveHHble ong lMUP. Ncnonb3ynTe HakoOHEYHWKM
ONS NUNeToK cHabXeHHble aapo30rbHbLIM unbTpom Ansd nogrotoskm [HK obpasos u
3ameLumBaHusa cmecen MLUP.

e Bcerga rotoBbTe cmecb 6e3 [OHK matpuubl (OTpuUaTenbHLIA KOHTPONb) Ans
NPOBEPKM Ha KOHTaMMHaLMIO.

PexomeHnaaumm ans nop6opa npanmepos

Ona nopbopa npanMepoB M 30HAOB pekoMeHAyeTcs ucnonb3oBaTte nporpammy Oligo
http://www.oligo.net/ unn aHanoru. MNMpu oT6ope onuroHykneoTMaoB cobnopanTe cneayowme
TpeboBaHus:

npanmepsbl
e [nuHa 18-22 n.o.;

e TeopeTudeckne Tm mexay napov NpaimMepoB He OOMKHa oTnv4yaTca Gonee Yem Ha
2 °C;

e T[lparimepsbl ans npoenennst TagMan MNUP gomkHbl nmeTs Tm He meHee 60 °C;
e GC cocrtas npanmepos B rpaHuuax 40 — 60%;
e [nuHa npoagykta 70 — 150 n.o.;
e MWHMMMN3MPYINTE BTOPUYHBIE CTPYKTYPHI. Jlyylle nx nonHoe oTCyTCTBUE.
e [lpoBepsiTe cBoM nNpariMepsbl npu nomown BLAST.
30HAbI

e [nuHa 22-26 n.o.;

e Temnepartypa nnasnexus: 68-70°C.

e  MuHMMYM OOMHAKOBLIX HYKNeOoTUAoB noapsa (ocobeHHo G: He bornee 4-x noapsa).

e Bolbupante Ty uenb [HK, Ha koTopon B npobe byaeT yalle BcTpedatbed C, yem G.

e Ha 5'-koHLUe He formkHo bbITh G.

e 3beravite obpasoBaHne oUMEPOB 30HAA C NMpariMepamMu un
CaMOKOMMIEMEHTaPHOCTU.

O6pasubl AHK
e Yucrtota u uenoctHocTb OHK oveHb BaxHa Anga ycnewHoro nposegeHus MLP.
Ons  Bbigenenuss obpasuos [OHK, wucnonb3ynte cranHOapTHble METOAMKMU,
no3BonsioLLme B AanbHenLweM NpoBoAMTb aMnNnndgurKaLmio;
e B npouecce nogrotoBku 1 paboTbl ¢ 06pasyamm MakCMManbHO orpaHuynBanTe
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ucnons3oBaHue MUP nHrmbutopoB (deHon, remmH 1 ap.). B cnyyae ounctku
obpasuoB B rene, MUHUMWU3MPYWTE Bo3gencTBue Y& wusyyeHud, ans
npenoTBpaLleHUst NTMPUMUANHOBBLIX AUMEPOB;

e [loaroToBKY peakUMOHHOW CMecu MNpPOBOAMTE B YUCTOM 30HE, MWCMOMb3yWTe
HaKOHEYHUKN AONs NUNETOK C (PUNbTPOM Ansi YMEHbLUEHUST BEpOSITHOCTU
KOHTaMUHaLUuu;

e  OnTtumansHoe konuyectso [HK, ncnonb3yemoe B peakuun, 3aBucuT tuna obpasua u
ero unctotbl. Hanpumep, ans OHK dara nambaa ~ 0,1 Hr; AHK E.Coli ~ 10 Hr; OHK
yenoBeka ~10 — 50 Hr.

XapakTepuCTUKM LMKIOB amnnudmkaumum

HayanbHast QHK deHamypauusi u akmueauusi pepmeHma

OyeHb BaXHO [OOCTUrHYTb MonHow pAeHatypaumn [OHK-matpuubl B Havane [LUP, 4Tto
obecneunT eé achdekTMBHOE NCNOMNb30BaHNe BO BpeMsi NepBoro Luukna amnnudukauumn. Ecnm
GC coctaB maTpuupbl 50% 1 MeHee goctaTtovHo 5 MUH HavanbHon AeHaTypauuy npu 95 °C.

Hdenamypauyus
OGLLEenprHATLIM BpeMeHeH AeHaTypaumu Ha umkn B cnydae [MLP B peanbHOM BpemeHwu
cuutaetcs 15 - 30 cek npu 95 °C.

Omikue npatiMmepoe u 3510H2ayusi

Ons TagMan cdopmata poegenus MNLP B peanbHOM BpeMeHU CTagusa omxura n anoHraumm
Kak npaBuio obbeauHsieTcs B O4Hy cTaguio ¢ TeMmnepartypor 58-60 °C u anutensHocTbio 60
cexk.

Konuyecmeo yuknoe

Ecnn wnmeetcs meHee 10 konmi [OHK-maTtpuubl Ha peakumio, To Anst 3pOEKTUBHOMN
amnnudpukaumm Heobxoaumo He mMeHee 40 umknos. [Ons Gonbllero konMyectTsa MaTpuubl
goctaToyHo 25 - 35 umkros.

OK30€0KCMpPUOOHYKNea3Has akTUBHOCTb

IHK 6bina ctabunbHa nocne uHkybaumm 1 mkr poparmerta OHK dara nsmbaa B npucyTcTeum
25 mkn BuoMacmep UDG HS-qPCR (2x) B 50 MKkn peakuMOHHOW cMecun B TedeHune 4 4. npu
37°Cn70°C.

PM60HyKﬂea3Haﬂ AKTUBHOCTb

OTcyTCcTBUE PUOOHYKIEa3HOW akTMBHOCTM BbINo noaTBepXaeHo nocre MHkyGaumm 1 mkr 5’-
[P32] meyeHoro dpparmeHta PHK B npucytcteum 25 mkn BuoMacmep UDG HS-qPCR (2x) B
50 MK peakumoHHoM cmecu B TeveHue 4 4. npu 37 °C.
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