DIALAT Ltd.

Undopmaumsa o npoaykre

2,5X Mas?MIX -3015

Ansa nccnepoBaTtenbCkux pabor in vitro

MactepMUKCP? pna NUP OHK pactutenbHbix o6pa3uos, 6e3 BbiaenenHna QHK

KaTt.N° Konnuecrtso
MDP-50 50 peakuyui
MDP-100 100 peakuui

KauvectBo MactepMukca rapaHTupyetcs
Ha MpoTsHXeHUN He MeHee 1 roga, npwu

XpaHeHun Bcex peakTmsos npu -20°C
BHuMaHue!
Mepen wvcnonb3oBaHneM HeobxoaMMo

BblaepxaTb MactepMuKC nNpy KOMHaTHOWM
Temnepatype (~15 MuH.).

MacrepMukcP?

1X:

iQSTaq nonmmepasa

dA,dT,dC,dG -200uM kaxkgoro
KOMMNOHeHTbl peakumMoHHoro 6ydepa
MgCl;

Crabunusatop/aHxaHcep

Kpacku pansa anektpodopesa (Xylene
Cyanol+OrangeG)

Lysis 6ydep -5mn

(cuHAA KpbiwKa)

MactepMUKCPP copep>XMT BbICOKOKaueCTBEHHble
peaKkTUBbI ana nupe aMmnndpmkaummn AHK
HernocpeacTBeHHO U3 pacTutTenbHbIX o6pasuos.

OnucaHwme:

MacrepMunkcP?P pekoMeHAayeTcs ANs npoBeAeHus
amnandpukauun [OHK, nm3 ob6pasuoB pacTUTENIbHO TKaHMU
6e3 npeaBaputenbHoro Bbigenenums AHK.

MacrepMukcP? - cmecb [UP peareHTtoB, coaepxallas
ctabmunusaTtop/aHXaHcep, YycuauBawwmii TepMocTabunusaumio
depMeHTa nNpu NOBbIWEHHbIX TeMnepaTypax, Y/jydlatooLwuin
cneunduUyHOCTb N YyBCTBUTENBHOCTD [LP.

OcHoBot MactepMMKCa ABNseTca TepMocTabunbHas
xumepHass iQSTaq nonuMmepasa, obnagawowas BbICOKOM
NpoOLECCUBHOCTLIO, nossonstoLas amnanouumnpoBaTb
HM3KoKoNuHble OHK MaTpuubl, CNoXHble nocnenoBaTesibHOCTU
OHK, ¢ coaepxaHuem GC-nap no 80%.

iQSTaq nonumepasa mMoanduuMpoBaHa MNyTeM BHECEHUS
MyTauuMni Ans NOBbIWEHUS TepMOyCTOMUYMBOCTM PepMeHTa U

pPe3nNCTEHTHOCTU K pasfinyHbIM WHrMébuTopam nup ,
COAEPXALMMXCS B PaCTUTENbHbIN TKaHSX.

Mcnonb3oBaHne MactepMukca rnossonser
amnanduumposaTb nocnegosatenbHoctn AHK - go 1,2-1,5Kb

Ansa reHomMHon JHK HenocpeacTtBeHHO M3 o6pasua pacTUTENbHOMN
TKaHu, 6e3 npeasapuTenbHoro soiaeneHns AHK.
Ona  amnnndukauumm ueneson [OHK MOXHO KcCnonb3oBaTtb
pasnuyHble o6pasubl TKAHEN pPacTUTENIbHOMO MPOUCXOXAEHMUS, a
TaKXe CeMeHa, oAbl pacTeHUI 1 Apyrmne ob6bLeKThbI.

Bbicokas npoueccMBHOCTbL M TepMocTabunbHocTb IQSTaq

nosiuMepasbl MO03BOJISAIOT 3HAUUTENbHO YMEHbLWUTbL BpeMs
amnandukaummn, COKpaTme ero npakTnyecku B 2 pasa.
MacrepMukcP? COAEPXKUT ONTUMU3NPOBAHHYIO

KoHueHTpaunto MgClz, KoTopas goctatoyHa Ans 3d@eKTUBHOMN
amnnundukaumm OHK HernocpeacTBeEHHO n3 obpasua
pacTUTENbHOM TKAHW N SKCTPAKTOB U3 PaCTUTESIbHbIX TKAHEN.

PeakunmoHHass cMecb, coaepxallas MacrepMukcPP,
rnocrne npoBeaeHus amnamdukaumm MoxeT 6bITb HaHeceHa
HenocpeacTBeHHO Ha renb, 6e3 npoBeaeHWs AOMNOSHUTENbHbIX
MaHunynauun (gobasneHms cooTBeTCcTBYHOWEro 6ydepa), 4Tto
3HAUMTENIbHO COKpalwaeT BpPeMsa W 3KOHOMWUT pacxofHble
MaTepuansbl.
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Mporokon amnandukaumm AHK n3 pacrutenbHbix 06pasyos,
6e3 BbiaeneHnsa AHK

CobupaTtb MUP peakuutio MOXHO Npu KOMHATHOM TeMnepaType —T.K pepMeHT He obnagaeT aKTUBHOCTbIO Npu
KOMHaTHOW TeMmnepaType.

MpurotoBbTe MacTepMuKC AN COOTBETCTBYHOLLEr0 Konuyectsa obpasuoB, UCXOAS U3 MPUBEAEHHbIX HUXe
nponopuunii. MactepMunKc roToBUTCS M3 paccyeTa —KOMYECTBO aHan3mpyeMbix obpasuos+2.

Mpu npoBeaeHnn nccnenoBaHusa obsasatensHo amnanduumpymnte K- (oTpuuaTesnbHbI KOHTPOSb), UCMOb3ys B
KayecTse MaTpuubl BoAy, Aob6aBnasa ee B TOM xe obbeme, uto n IHK maTtpuuy ans uccnenosaHus.

CMmelwaiTe cneaywouime KOMNOHEHThI

KoMnoHeHT 50uL 25uL KoHeuHble 1X
peakuus peakuus KOHLEeHTpauuu
Bopa ansa MNUP ( 6e3 [1HKas) no 50uL no 25ul
2.5x MactepMukcPP 20uL 10uL 1X
Mpaiimepbl X X 0.3-0.5 uM kaxpgoro
O6paseul pacTUTesibHOW 1-1,5MMm2 0.5-1MM2
TKaHu* (gna npaMon
aMnnamncpukaumm)
O6paseL 3KCTpaKTa us
pacTUTeNbHOW TKaHU 0,5-2 MKn 0,25-1 Mkn

PekoMmeHAaoBaHbl 06beM npoBeaeHus MLUP peakuun — 50 MkJ.
B cnyyae ucnonb3oBaHus aMnandukaummn B Apyrom KOHe4YHoM obbeme, HeobX0AMMO U3MEHUTL
nponopunoHanbHO 06beMbl BCEX peakTUBOB, A0b6aBnseMbIX B peakumio.

PekoMeHayeMblie ycnoBus amnandukaumm

2-x ctTaguiHbin MUP 3-x ctaguiHbii MUP Kon-Bo
T°C BpeMs T°C BpeMs LUMKIOB
HauyanbHas 1) 98°C 5 MUH 98°C 5 MUH 1
AeHaTypauus
OeHaTtypauus 98°C 5-10 cek 98°C 5-10 cek
omxuUr - - 55-722) 10-15 cek 35-40
dnoHraumsa 69-72°C3) 15 cex/Kb 72°C 15-30 cek/Kb?2)
®duHanbHas 72°C 1-2 MuH 72°C 1 MuH 1
3JI0Hraumsa 4°C hold 4°C hold

1.06paTute BHMMaHue

- He06X0AMMO NCMNOMb30BaTh TWATENbHO NOAFOTOB/EHHbIA (YMUTbIA UAN O4HOPA30BbIA) MHCTPYMEHT AN
nony4veHuns Kaxaoro obpasua pacTMTeNbHON TKaHW;

- pobasnsanTe obpasey TKaHN B peakLUMOHHY CMeCb, BHeceHHYto B MUP npobupky, a He HaobopoT;

- 4N CNOXHbIX 06pasuoB MCMNONb3ynTe BapuaHT C akcTpakumen [OHK um3 obpasua. DTOT noaxon
npeanoyTuTesnieH ansa amnandukauum anvHHelx AHK matpuy n ana mynbtunaekcHonm MUP;

- ANa NepBMYHOW AeHaTypauum ucnonb3dyrhte 98°C — He CHuXkanTe TemnepaTypy M He yMeHbluanTe
BpEMS — 3TO MOXEeT NnpmuBecTu K npobnemMam B amnnndukaumm nccnegyemoro obpasua;

- TeMmnepaTtypa OTXura npanmepoB npu amnandukaumm ¢ iQSTaq nonumepason oTnmMyaeTcs oT
TemMnepaTyp, Ucrnosb3yembl Ansa amnandukaumm ¢ Taq nonmmepason nnm epMeHToOB Ha ee OCHOBE.

2. AMnandumkauma pacTutesnbHbixX 06pa3uos
2.1. «Mpsamas amnandunkauma>» o6pasLoB INCTbEB pacTeHUMn

[ns npoBeaeHns aMmnandukaumm Bo3bMuTE obpasel, pacTUTeNbHOW TKaHW pa3MepoM B 1-1,5MM2,
Ncnonb3yiiTe ANng 3TOro ckanbnenb.

Jlyywine pesynbtatbl MOXHO MOSY4YUTb MCMAONbL3YHO CBexue obpasubl pacTUTENIbHOMW TKaHu. BO3MOXHO
MCMNOJIb30BaHME CYXMX M 3aMOPOXEHHbIX 06pa3LoB.

PekomeHpyeTcsa, npu noarotoBke obpasua, NosyuYnTb €ro M3 LEeHTPasbHOM 4acTu Nncta, ANs nyduen
skcTpakumm AHK 13 obpasua npu npoBeaeHnn amnandurkaumm.

O6patnte BHUMaHue, 4TObbI MCXOAHbIN Obpasel He cogepxXan AOMONHWUTENbHbIX MPUMECcen ApPYrux
06BEKTOB M NOYBHI.

NMomecTnte noaroToBneHHbln Bam o6paseu HenocpeaCTBEHHO B nNpobupky Aans amnandukauuu.
Y6eantecb, 4To nccneayembli obpasel, NOMHOCTbIO HAaXoAUTCA B pacTeope. B cnyyae HeobxoaumocTu
ueHTpudyrmpynte, Ansa ocaxaeHus obpasua B peakuMOHHYH CMeCh.

MNpoeeauTe amnamndukauuio B BbiIbpaHHOM Bam pexume.

MNocne npoBeaeHus aMmnandurKaunm NnpoaHannM3npyimnTe NoayyeHbl pesynbTaT, BHecs 1/5 peakunoHHOM
CMeCK HernocpeACcTBEHHO B JIYHKY MOAroTOB/IEHHOINO arapo3Horo rens.
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2.2 «Jinsanc-amnnandukauma» o6pasyoB INCTbEB pacTeHUM

Ons npoBeaeHuns skctpakumm OHK mn3 obpasua pactuTtenbHoOM TKaHW BO3bMUTE obpasel pa3mepoM 1-
1,5MM2,

BHecuTe obpasey B umcnyw npobumpky u pgobaBbTe 25 Mkn «Lysis 6ydepa». ObpaTtute BHMMaHue,
yTO6bLI 06pasel, 6bI1 MOMHOCTL MOTPyXeH B pacTBop. B cnyyae mcnonb3oBaHua 6Gonblero obpasua,
yBenunybTe Konmn4yectso 6ydepa NnponopunoHanbHo.

UeHTpudyrupyiite obpasew B TeyeHMe 5 MMH. Npu KOMHATHOM TeMnepaTtype Ha ckopoctu 13000 06.
BpeMs npoBefeHMs 3KCTpaKUMM MOXET 6biTb yBennyeHo Ao 10-15 MuHyT. Mpu 3TOM crneayeTt NOMHUTb,
yto 60nee nNpoAo/KUTENbHAA 3SKCTPAKUMA MOXeT TMPUBECTU K KO-3KCTPaKUMM 3HAYUTENbHOro
KoNimyecTBa COMyTCTBYHOLWMX BeLWeCcTB, KOTopble MOryT uHrmébuposats MLP.

Mocne npoBeneHUs ULeHTpUdyrMpoBaHus oTbepmuTe pacTBop B obbeMe 10-15 MKA M nepeHecuTe B
yncTyto npobupky. Ons amnandukaumm mcnonb3ynte 0,5-2 MK 3KCTpakTa B KOHEYHOM obbeme [LP
peakumn 50 mkn.

Job6aBbTe 06pa3zel B Npobupky 1 npoBeamte aMnandukaumo B BbiIbpaHHOM pexunme.

MNocne npoBedeHus aMnaMduUKaunmM NpoaHannu3npymTe nNoayyeHbl pesynbTaT, BHecs 1/5 peakunoHHOM
CMeCH HernocpeACTBEHHO B TYHKY MOArOTOB/IEHHOIO arapo3HOro rens.

3. AMmimdpukaumsa o6pasuLoB CeMAH U MNJIOJ0B.
3.1. «MpamMmasa amnanpukaums » obpasLoB ceMaH

Mpwn noarotoBke nccnepayemoro obpasua ceMaH HeO6X0ANMO OUYNCTUTL CEMS OT 060/104KM N CKanbnenem
oTpesaTtb obpasey pasmepoMm 1MM (fydwe BcCero mcnosb3oBaTb obpasey B Buae Kybumka pasmepom
CTOPOHbI 1MM).

MomectnTe obpa3sey B Npobupky ans amnandukauumn. Obpatnte BHUMaHue, 4Tobbl 06pasel NOJHOCTbLIO
6b1n1 NOrpy>xeH B peakUMOHHYI cMecCb. [1pn HeobXxoaMMOCTN LEHTPUDYIrMpYyTE KOPOTKO.

MpoBeaute aMmnamdurkaunto B BbibpaHHOM Bam pexunme.

MNMocne nposeaeHns aMnaMduUKaLnm NpoaHannsMpymnTe pesynbTaTt, Kak ykasaHo B n.n.2.1 u 2.2.

3.2 «Jinsnc-amnnanduvkaumsa» obpasLos ceMsiH

Onsa aHanusa obpa3uyoB ceMsH C ucnosb3oBaHueM «Lysis bydepa» nomectute obpasen B npobukpy,
pobasbTe 25 Mkn 6ydepa n npoBeanTe 3KCTPaAKLUMIO KaK yKasaHo B n.2.2.

Mocne npoBepeHus 3KkcTpakuum aobaBbTe obpasey 3KCTpakTa K peakuMOHHOW CMecuM W npoBeauTe
amnandukaumio.

4. icnonb3oBaHWe ApYyrux pactutenbHbiX o6pasuyos

B kayectBe 06BHEKTOB MCCNeAOBaHUS MOFyT 6blITb MCMOSb30BaHbl U Apyrue pactutesnbHble obpa3ubl —
naoAbl pacTeHun, ctebnm u T.4.

Mpu aTOM cneayeT o6paTUTb BHUMaHME Ha KayecTBO obpa3ua, OTCyTCTBME NpUMecel Apyrnx o6bekTos,
UYTO MOXET MPUBECTU K HEemnpaBWU/IbHON WHTEpPNpUTaUMM pe3enbTaTOB 3@ CYET KOHTaMMHauum obpasua
OHK apyrnx o6bekToB.

5.KOMMOHEHTbI peakuum

5.1 ®epMeHT

iQSTaq nonumepasa, katanusunpyet cute3 uenn AHK B HanpasneHun 5’-> 3’ nmeer cnabywo 3'-> 5’
3K30HYK/€a3HYI0 aKTUBHOCTb. MNpoAyKTbl aMnnmnduKaunm MMET CMECb «JTUMKUX» N «TYMbIX» KOHLOB.
depMeHT B 3HaYUTENbHOM CTENEHU Pe3NCTEHTEH K pa3sinydHblii MUP nHrnbutopam.

5.2. KOMNOHEeHTbl peakyMoHHOro 6ydepa

PeakunoHHbIN 6ydep onTuMmamMpoBaH pnas paboTel C pacTuTenbHbiMM obpasuamMm M CoAepXUT
onTUMabHble KOANYECTBa AOMOAHUTENbHbIX KOMMNOHEHTOB, NO3BOASIOWMX NpeoaosieTb MHIMbupyowmin
addeKT coeanHEHUI, CopepXaluMxcsa B pacTuTenbHbix obpasuax. KoHueHTpaumsa MgCl; nomobpaHa
ontumanbHo ang MUP ¢ pactuteneHbiMn obpasuamu.

B peakuMOHHON CMeCcK MCMNoNb30BaHbl BbICOKO 4ucTble dNTP’s, 4uTo Mo3BoNseT Nony4daTb CTabuibHble
aMnanduKaumMoHHble pe3ynbTaThl.

5.3. NHepTHbIE KpacuTenm

Hanuume B peakUMOHHOW CMeCcu ABYX KpacuTenen He BauseT Ha kadvectso [MLUP. JononHuTenbHbIM
ynoo6CTBOM SBNASIETCS BO3MOXHOCTb HAHeceHus aHanm3upyemoro obpasua nocne amnaudukaumm
HEenoCcpeaCTBEHHO Ha renb, 6e3 BHeceHMs gononHuTenbHoro 6ydepa ans anektpodopesa.

5.4 «Lysis 6ycdep»

«Lysis 6ydep», npuMeHsaeMmbli Ansa 3kcTpakuMm AOHK  onTuMm3mMpoBaH Ans WCNOMb30BaHUA C
pa3nMyHbIMU pacTUTENbHbIMK 06pa3uamMn U NO3BONSET B KOPOTKMI CpoK ( A0 10 MUH ), NpM KOMHATHOWN
TeMnepaTtype noayumTb KonuvvecTBOo pactutenbHon [OHK, pgoctratoyHoW ans  npoBedeHus
amnandunkaummn. «Lysis 6ydep» MOXET MCMNOAb30BaTbCA A/ AOJITOBPEMEHHOIO XpPaHEHNE BblAESTIEHHbIX
obpasuos AHK npu -20°C, ana ux ganbHenwero ncnonb3osaHunsa. 5mn «Lysis 6ydepa» gocratouHo ans
nposeaeHns 200 BblaeneHUn.
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6. Moa6op npaiimepos ana MNUP

6.1. TeMmnepaTtypa «0T)XXura» npammepos

PekoMeHaoOBaHasa KOHUeHTpauusa npamvMepoB B KOHeYHOM obbeme [MUP peakuum - 15nMonb Kaxaoro
nparmepa. [Mpu npoBegeHMn MynbTUnekcHon [P MoxeT noTpeboBaTtbCca AOMNOSHUTENbHASA
ONTMMM3auUUsa KOHLEHTpauum BCceX NpaniMepos.

[Ons npaliMepoB C pacyeTHoM TM go 62°C, pekoMeHAOBaHO npoBeaeHue 3-x ctaguiHoi MLUP. Mpwu
3TOM, A1 NpanMepoB, AJIMHOMW >20H.N. pekoMeHayeTcsa ucnosnb3oBatb TM+(3-5°C). Ona nony4veHus
Hauny4dwnx pesynbTatoB Heob6xoaMMO npoBecT amnandukaumio B rpagmeHTe Tm, ana 6onee To4YHOro
onpeaesieHns onNnTUMasbHOM TEMMNEpPAaTypbl «OTXUIa».

[ns npaiMepoB C BbICOKOM pacyeTHor TM oT 64°C, peKkoMeHAOBAHO NpoBeaeHue 2-x ctaguiiHon MLUP.
Ona nposegeHnsa amnandukaumn c nparviMepamu, YKasaHHbIMM Bbllle BO3MOXHO WCMOJSIb30BaHue
coBMelwleHHoM T omx/enoHraumm ot 69 po 72°C. TemnepaTtypa 72°C onTuMasbHa ANs NpaniMeEpoB C
TM>66°C.

6.2.YcnoBusa 3510Hrauum

Ona amnnnduumpyembix @parmMeHToB AnnHHOM Ao 500H.n. pekoMeHayemoe BpeMs 3/0HraumMm He
[O/KHO npeBbiwaTth 15 cekyHa. Ans dparmeHtoB go 1200 H.N. pekoMeHAyeMoOe BpeMsi 3M0Hraumu
cocTtasnset 20 cek.
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