UHdopmaumsa o npoaykre
BuoMactep HS-qPCR (2x)

Habop BuoMactep HS-qPCR (2x) cogepxuT 2x peakumoHHyto cmecb BuoMacmep HS-

gPCR (2x) n cTepunbHylo BoAy. 2% peakumoHHas cmecb BuoMacmep HS-qPCR (2x)

npefHasHayeHa Ang npoBefeHus konunyectseHHoro MNLP B pexume peanbHOro BpeMeHu C

Mcnonb3oBaHMeM hryopecLieHTHO-MeueHbIX 30HA0B. B cocta BuoMacTtep HS-qPCR (2x)

BXOAAT BCe HeobxoamMble koMnoHeHTbl MNLUP (uckntovasa OHK-maTpuuy, npavimepbl 1 30HA):
e  BbICOKOMNpoOLeccuBHas pekoMbuHaHTHas HS-Taq OHK-nonumepasa;

CMeCb [1e30KCMHYKNeo3naTpmudgoctaTos;

MUP-6ydep;

o  Mg?.

Cmecb onTummanpoBaHa [Anis npoBedeHus addpekTnBHOM M Bocnpoussoammon TMLUP ¢
“ropgunm” cTapToM B pexume peanbHOro BpeMeHu ¢ obpasuamy reHOMHON, NnasMuaHon n
BupycHo [OHK. B coctaB cmecu BXoAsaT A00aBKM, MOBbILLAOLWME BPEMS MOMYXU3HU U
npoueccuBHoctb HS-Taq [OHK-nonumepasbl 3a cyeT MOBbIEHMSI €€ cTabunbHOCTU BO
Bpems MUP. BuoMacmep HS-qPCR (2x) peakuMOHHasi CMECb He COOEpPXWUT BeLLecTBa,
BMNMSIIOLLME HA TeMNepaTypbl OTXXUra NPaiMepoB U XapaKTEPUCTUKM NNaBNeHUss MaTpuLbl.

OHK-nonnmepasa, Bxoasawas B eé COCTaB, HeaKTMBHA MpU KOMHATHOW Temnepatype. OAns
eé akTMauum Heobxooum MPOrpeB peakumMoHHoW cmecu npu 95 °C B TeyeHue 5 MuH.
MpencrtaBneHHass dopma Habopa ana nposefdeHus TMLIP akoHOMWUT Bpems U cHuxaeT
BEPOSATHOCTb KOHTAMMHALMM 3a CHET Maroro Yncna waros NMneTupoBaHusI.

CocTaB Habopa

BuoMactep HS-gPCR Kon-Bo peakuuit no

Kar. # (2%) Bopa 25 mkn
MH020-400 4 x 1.25 mn 4 x 1.25 mn 400
MH020-2040 17 x 1.5 mn 3x1,8mn 2040

Cocmae buoMacmep HS-qPCR (2x)

100 mM Tpuc-HCI, pH 8.5, 100 mM KCI, 0.4 MM kaxpgoro Hykneoauatpudocgara, 10 mM
MgClz, 0.1 ea. akt./mkn HS-Taq JHK-nonumepassbl, 0,025% Tween 20, ctabunusaTopel Tag
OHK-nonnwvepassbl.

O6nacTb NnpUMeHeHUst
e T[IUP c “ropsunmm” ctapToM B pexume peanbHOro BpeMeHU C MpUMEHeHMeM
ryopecLeHTHO-MeYeHbIX 30HA0B;
e O6blyHas MUP;
e  BbicokoBocnpoussogumas MNLUP;
e  MynbtunnekcHas MNMUP;
e [eHoTMnNupoBaHwue.

CsowncTBa nonumepasbl

PekombuHaHTHass  HS-Taq  OHK-nonumepasa  obnagaetr 5°-3°  [OHK-3aBucumon
NoNIMMEPasHON aKTUBHOCTBbIO U 5°-3’ 3K30HYKINeasHOM aKTUBHOCTbLIO HaTuBHoW Taq OHK-
nonvMmMepasbl 13
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Thermus aquaticus. CkopocTb npoasuxeHusa Taq [AHK-nonumepasbl 3aBUCUT OT CMOXHOCTU
OHK-maTtpuubl 1 coctaenseT npumepHo 1 T.n.0./MUH. PekombuHaHTHas HS-Taq [OHK-
nonumepasa wugeanbHo noaxoaut Ans crtaHgaptHown [UP w TMUP B pexvnme peanbHoro
BpPEMEHM.

CBoncTBa peakLMOHHOW cMecH
e PeakunoHHasi cmecb HeakTMBHa NPV KOMHATHOW TemnepaTtype 6Gnarogaps TeXHONorum
“ropsunin” cTapT U akTuBmMpyeTcst nocne nHkybauum npy 95 °C B TedeHne 5 muH;
e Cwmecb ontMmMusvMpoBaHa Ans cneumdmyHon paboTtel HS-Taq [OHK-nonumepasbl,
AnuTensHoro xpaHeHus (xpaHeHne buoMacmep HS-qPCR (2x) B TedeHne mecsaua npu
KOMHaTHOW Temnepatype He cHwxkaeT adpdektusHocTb [1LIP), MHorokpatHoro

3aMOpaxnBaHUA-pasMopaKMBaHUA.

MpeumylecTBa UCNONbL30BaHUsA
e  depmMeHT C “ropsaunm” cTapToM NOBbILAET CNeUnPUIHOCTb, YYBCTBUTENBHOCTb U BbIXO4,
peakuuu;
e [Ins aktnBaumn HS-Tag OHK-nonnmepa3sel TpebyeTtcs He 6onee 5 MUH.
BbliCOKVe CenekTMBHOCTb U BbIXOA peakLumm.
CokpallaeTcs BpemMsl Ha NOAroTOBKY peakumu;
CHuxaeTcs BEPOATHOCTb KOHTAMUHALMM NPU CMeLIBaHUM KoMNoHeHToB [MLP;
CrtangapTusvpyloTCs  YCroOBMS  MOCT@HOBKM  OOHOTUMHBIX — peakumn  (CHMxaeTcs
NOrpeLHoOCTb NpY cMeLuMBaHUM KOMNoHeHTOB MLIP B pa3sHbix aKkcnepumeHTax);
e MuHummsupyloTca TpygosaTparThl.

OrpaHny4yeHns K MICNOJNIb30BaHUIO
e He pekomeHayeTcsa  ucnonb3oBaTb
WHTEPKanpyoLLUMU Kpacutensmu.
[nsa Taknx NnpunoxeHu cnegyet ncnonb3oBatb Habopsl BuoMactep qPCR ROX SYBR

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

ona  TIUP B peanbHOM BpemMeHM C

MpoTokon BbiNnonHeHust amnnudukauum

1. PaaMopo3nTb peakumoHHY CMeCh M TWaTenbHO nepemMeLlaThb.

2. B TOHKOCTEHHble npobupkn ana MUP nobaeuTb cneaylowme KOMMOHEHTbI M3 pacyeTa
ob6bema ofHOW peakUMOHHOW cMecu 25 MKN:

KoMmnoHeHT O6bem KoHeuHas KOHUeHTpauumsA
BuoMacmep HS-qPCR 12,5 1%

(2%)

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

3oHA nepemMeHHbIN 0,1 — 300 HM
OHK-maTtpuua nepeMeHHbIN 1 nr—1 mkr
CtepunbHasa Boga 0o 25 Mkn



3. OcTOpOoXHO NepemMellaTb 1 COPOCUTL Kanmnu, UCNonb3ysi LEHTPUAYTY.
4. Npoectu MNMUP, ncnonb3ysa pekomeHaoBaHHbIE HIbKE TeMnepaTypHble YCIOBUS:

58 -72 5-30 cek

Jn6o:

50 - 68 30-60 cek O

5.PesynbTat npoBeaeHus MNLP oTobpaxaeTcst B BUAE KpUBbIX amnnndukaumm.

XpaHeHue: B MeCTe, 3allULLEHHOM OT nonagdaHus ceeta: npu +25 °C — 7gHen; npu +4 °C —
4 wmecaua; npu -20°C — 18 mMecsueB; He 6Gonee 50 UMKIOB 3amopaXkvBaHWs-
pa3MopaxvBaHusi.

TpaHcnoptupoBka: npu 0 - +4 °C, gonyckaetcsi TpaHCMOPTUPOBKA MPW KOMHAaTHOM
Temnepartype A0 3-x AHEN.
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O6nacTtb nMHenHocTn cuctembl BuoMacTtep HS-qPCR (2x)
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Amnnugbukayus ppaesmerma kJHK eeHa 18S mPHK & cepuu 10 kpamHbix pa3sedeHuti om 10
e 0o 1 mke. [QnuHa amnnukoHa — 120 n.H. Peakyusi npogodunack Ha rpubope CFX96 Touch
(Bio-Rad).



PekomeHaauuu ans npegynpexaeHusa KoHTamumHauun npwm MLP.

Bo Bpems TLUP HapabatbiBaetca 6onee 10 munnuoHoB konuin OHK-matpuubl. Takum
obpasom, HeobxooumO crneguTb 3a BO3MOXHOCTbIO MNONagaHust Jpyrux matpuy w1
aMMNJIMKOHOB KOTOpbIE MOrYT MPUCYTCTBOBaTL B nabopatopun. Huxe npeacraeneHbl obuive
pekomMeHAaumMn AN CHUWKEHWUSI pycKa KOHTaMUHaLWK:

e [poueaypbl no nogrotoeke AHK obpa3supl, oTkpbiBaniTe 1 nunetupyte MNLP cmecs,
amnnudpukaumio M aHanus MLUP npogyktoB HeoGxoAMMO NPOBOAWUTL B pasHbIX
TeppuTOpUanbHbIX 30HaX.

e [logrotasnueante T[UP cmecn B [lUP-wkadax ¢ namMmHapHbiM MOTOKOM W
ocHalleHHbIX Y®-namno.

e /cnonb3ynte HoBble nepyaTkn ansa odnctkm OAHK n npurotosnenunsa MNLUP cmecen.

e Vcnonb3ymte peareHTbl, NnpegHasHaveHHble Ans MNLUP. Ncnonb3ynTe HakoHEYHUKU
ANs MUNeTOK CHabXXeHHble aapo3onbHbIM dunnbTpoM Ans nogrotoeku JHK obpazos
1 3amelumBaHung cmecen MNLP.

e Bcerga rotoBbTe cMecb 6e3 [OHK matpuubl (OTpuuaTenbHbI KOHTPONb) Ans
NPOBEPKM Ha KOHTaMUHaLMIO.

PexomeHaauum ans nog6opa npanmMepos

Ons nopgbGopa npaimepoB WM 30HOOB pekoMmeHayeTcs ucnonb3oBatb nporpammy Oligo
http://www.oligo.net/ wnu ananorn. [lpu oTOOpe ONUrOHYKNEOTMAOB cobnoaanTe
cnepytwolme TpeboBaHus:

npanmepbl
e [nuHa 18-22 n.o,;
e TeopeTtuyeckne Tm Mexay Napovi NpanMepoB He A0IMKHa oTnMYaTcs bonee 4yem Ha
2 °C;
Mpanmepsl ans nposegerHua TagMan MUP gomkHel umeTb Tm He meHee 60 °C;
GC cocrtaB npanmepos B rpaHuuax 40 — 60%;
OnuHa npoagykta 70 — 150 n.o;
MWHUMU3NPYITE BTOPUYHBIE CTPYKTYPHbI. Jlyylue nx nonHoe oTcyTcTBME.
e [lpoBepsiiTe cBOM NpariMepbl Npu nomowm BLAST.
30HAbI
e [lnuHa 22-26 n.o.;
e Temnepatypa nnasnexus: 68-70°C.
e  MuHMMYM OoaMHaKOBbIX HyKNeoTuaoB noapsaa (ocobeHHo G: He Bornee 4-x nogpsa).
e Bolbupante Ty uenb [HK, Ha koTopon B npobe byaeT yalle BcTpedatbed C, yem G.
e Ha 5'-koHLe He JomKHO ObITb G.
e |3beranTe obGpasoBaHne AMMEPOB 30HAA C NpanmMepammu 1
CaMOKOMMJIEMEHTAPHOCTU.

O6pasubl AHK
e Yucrota n uenoctHocTb AHK o4eHb BaxHa anga ycnewHoro nposeaexus MLUP.
Ona Bblgenennss obpasuoB [OHK, wucnonb3ynte craHgapTHble METOAMKM,
no3eonsioLme B AanbHeNLeM NPOBOANTL aMNInduKaumio;
B npouecce noarotoBku 1 paboThl ¢ 06pasLamMmn MakcmarbHO OrpaHu4nMBanTe
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ucnons3oBaHue MNUP uHrmbutopoB (cdbeHon, remmH n ap.). B cnyyae ounctkm
obpasuyoB B rene, MUHUMU3UPYWTe BoO3dencTBMe YO usydeHusi, Ans
npenoTBpaLleHnst NTMPUMUANHOBBLIX AUMEPOB;

e [loaroToBKy peakUMOHHOW CMecu MNpPOBOAMTE B YUCTOM 30HE, WCMONb3ynte
HaKOHEYHWKN [ANs MUNEeTOK C (WUNbTPOM ANs  YMEHbLUEHUS BEpOSTHOCTU
KOHTaMuHaLumu;

e  OntumanbHoe konuyecTtBo AHK, ncnonb3yemoe B peakuuu, 3aBucut Tvna obpasua u
ero yuctoTbl. Hanpumep, ana OHK dara nambga ~ 0,1 wHr; OHK E.Coli ~ 10 Hr; AHK
yenoseka ~10 — 50 Hr.

XapakTepucTMKM LMKNOB amnaudukaumum

HavanbHasi JHK deHamypauusi u akmueauusi pepmeHma

OuyeHb BaXKHO JOCTUrHYTb NoMHOM AeHaTypaummn OHK-matpuupbl B Havane MLP, uto o6ecneunt
eé apdeKkTMBHOE MCNONb30BaHNE BO BpeMs NeEpPBOro uukna amnnudumkauum. Ecnn GC coctas
mMaTpuubl 50% 1 MeHee JOCTaTOYHO 5 MWMH HavyanbHoM aeHaTypaumm npu 95 °C.

Henamypauyus
OO6LWenprHATEIM BpeMeHeH aeHaTypauum Ha umkn B cnyyae [LUP B peanbHOM BpemeHu
cuntaetcsa 15 - 30 cek npu 95 °C.

Omikue npatimepoe u 3510H2ayust

Ona TagMan ¢opmaTa poBegeHus MNLUP B peanbHOM BpemMeHu CTagusi OTXKura U droHraumm
Kak npaBuno obbeauHsaeTca B O4HY cTaguto ¢ Temnepatypon 58-60 °C u anutenbHocTbio 60
cexk.

Konuyecmeo yuknos

Ecnn umeetca meHee 10 konunm [OHK-maTpuubl Ha peakuuio, TO Ans 3ddeKTUBHOM
amnnudgpukaumm Heobxogmmo He meHee 40 uuknoB. [Ons Gonbliero KonvyecTBa maTpuubl
goctaToyHo 25 - 35 uumkrnos.

OK304e0KCUPUBOHYKIea3Hass akTUBHOCTb

[OHK 6bina ctabunbHa nocne nHkybauum 1 mkr pparmenta OHK dara nambaa B npucytctemm
25 mkn bBuoMacmep HS-qPCR (2%) B 50 Mkn peakumoHHOM cmecu B TedeHne 4 4. npy 37 °C u
70 °C.

PMGOHyKﬂeaSHaﬂ AKTUBHOCTb

OTtcyTcTBUE pUBOHYKINEa3HOW akTMBHOCTW ObiNO MOATBEpPXKAEeHO nocne uHkybaummn 1 mkr 5'-
[P32] meueHoro dpparmerTta PHK B npucytctBum 25 mkn BuoMacmep HS-qPCR (2x) B 50 mkn
peakuMoHHOW cMmecm B TeveHune 4 4. npu 37 °C.

000 «buonabmuke»
630090 r. HoBocubupck,
Yn., inxkeHepHas, 28
T/ (383) 363-51-91
http://www.biolabmix.ru




il

http://www.biolabmix.ru




