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TepmunHaTOp - HYKNeotTnagHaA nocnegoBatenbHOCTb [AHK, oTBeTCTBEHHaA 3a NpeKpalleHue

TPaHCKPUNLUMW. YOUBUTENBHO, HO reHbl, UCKYCCTBEHHO BCTPOEHHbIE B reHoMHYto [IHK apo3odusbl © terminator
(Drosophila melanogaster), UMeloT MOBbILLIEHHYIO SKCMPECCUIO €CSIN OHW PACMONOXKMUNCH B O RNA pol
NpocTpaHCcTBe BN3KO K CalTy TepMUHATOPa TPAHCKPUMLMMN.

[unoTesbl: DNA

1. TepMMHATOPbI TPAHCKPUNLUN - 0COOble NOCNeoBaTeNIbHOCTN, KOTOPbIE aKTUBUPYIOT TPAHCKPUMNLNIO
6nn3nexxawlmx reHoB NOJOOHO SHXaHCepPaM.

2. TpaHCKpUNUMA reHa yBennunBaeTcA, ec/iny NpoMoTOpa eCTb BO3MO>KHOCTb MCMNOJ1b30BaTb
BbICBOOOXKAAOLWMINCA annapaT TPAHCKPUML MM PAaCNONOKEHHOTO pAaoOM TEPMUHATOPA.

JKCMEepPUMEHT:

YTo6bl NpoBepuTb rmnoTte3y N21, Mbl KNOHMPOBAaNW NOCNeg0oBaTeNIbHOCTN TEPMUHATOPOB B Mjla3Mupb,
copgepkawme GFP, n oueHnnm pasnnuma B SKCNPECCUM 3TOro reHa B IMHUKW KNEeTOK Apo30dusbl.
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Gibson cloning

PCR amplicons (x20) < 500 bp
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PncyHok 1. AMnnndukauma TepMrMHaTOPHbIX NOC/ieqoBaTeibHOCTEN U3

A

. , reHoma D. melanogaster ¢ nomouubto MNUP. TpoaykTbl peakymm
bpPaKLUMOHNPOBANM C MOMOLLbIO SNeKTpodope3a B arapoO3HOM refe.
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TpaHCPOPMUPOBAHHbIX NPOAYKTaMK peakuum [(MbcoHa

Jnekmponopauus (A) n nuHenHom nna3muaown, kogupytowen GFP (B).
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PncyHok 2. KonoHun knetok E. coli,
GFP npa3

PrcyHoK 3. PeCTpuUKLUMOHHbBIVN aHaNMn3 CKOHCTPYUPOBAHHbIX Maa3sMung,.
[MpoayKTbl pecTpuKkumn GpakuoHNpPOBanmM C MOMOLLbIO dN1eKTpodopesa B
arapo3Hom refie. Pacwennenune nnasmmabl 6€3 BCTaBKU (KKOHTPOJbY)
NPUBENO K NOABNEHUIO TPEX GPArMEHTOB C AJIMHON NPUOIN3NTENbHO 3, 1.2
n 1.2 K6. PacuienneHnune nna3mui co BCTaBKOW («0bpa3Lbl») NPMUBENO K
Y nosBneHnto pparMeHToB C ANMHON NpubnmnsntensHo 3, 1.5 n 1.2 K6.
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Onyopecyetimas — ol o e PncyHok 4. YpoBeHb ¢pnyopecueHumn GFP B KneTkax gpo3opusbi.
npomotiHaA yumomempua l:l‘ KneTku 6611 ogHOBPEMEeHHO TpaHCOULIMPOBaHbl ABYMSA nnasmugamu: GFP
9 n RFP. CooTHoweHne ypoBHA dnyopecueHumn >3Tux 6enkoB Obifo

NCTOJZIb30BaAHO AJ1A N3SMePEHNA SKCTPeCCUN.
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» [focnegoBaTeNbHOCTM TEPMUHATOPOB HE UIPAIOT 3HAYUTENIbHOW PONK B PErYNSALUN TPAHCKPUNLUN,

« YTOObI N3MepUTb KoNebaHNs YPOBHSA SKCMPECCUN 1 CAeNaTb CTaTUCTUYECKU TOYHOE CPpaBHEHNE, HaM HeEOOXo4MMO NPOBECTX 6OoJsbLue MOBTOPOB 3TOrO
SKCMNepuMeHTa.

° nOﬂyl—IeHHble AadHHblE HE NAaOT OQHO3HAYHOIO OTBETA, HO NMO3BOJIAIOT NMPeAno/IOKNTb, YHTO TEPMUHATOPDbI HE NMOBbLIWAKT YPOBEHDb TPAHCKPUNMUUNWN FrEHOB.
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