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Appendix. 15. Schematic representation of the restriction-independent method for cloning genomic DNA segments beyond known se-
guences (based on K. Rudi et al. [33]). Solid line, known DNA sequence; dashed line, unknown DNA region; arrow, primer binding site.
A library of single-stranded fragments covering the unknown area is created by linear amplification with a primer to the known area.
Using a reaction catalyzed by terminal transferase, a homopolymeric cytosine tail is added. The elongated fragments are amplified with
a polyguanine primer, complementary to the cytosine tail in the unknown area and a nested primer in the known area. The resulting
fragments are cloned using TA cloning and sequenced

Mpunoxenue 15. Cxematuueckoe u30bpaxeHWe NPUHLMNA HE33aBUCUMOrO OT PECTPUKLIMM MeTOfia KIOHUPOBAHWA CErMeHTOB
reHoMHoit [IHK 3a npenenamu nssecTHbIx nocnefoBatensHocTel (Ha ocHose K. Rudi u coasr. [33]). CnnoluHas nMHus — u3BecTHas
nocneposatenbHocts [HK; wrpuxoBas nuuna — HemssecTHbIM yyacTok [HK; cTpenka — caiiT nocagku npaiimepa. bubnmoteka
O[LHOLLeNoYeyHbIX (parMeHTOB, MOKPbIBAKOLLMX HEM3BECTHYI0 00/1acTb, CO3[LaeTcs MyTeM NIMHEHOW aMnauduKaumm ¢ npaiMepoM
K m3BecTHoM obnactu. C NoMoLiblo peakumu, KaTanusmpyeMon TepMUHaNbHOM TpaHcdepasoil, A0baBnAeTCS FOMOOSMIOMepHbI
LMTO3MHOBBIN XBOCT. Y ANIMHEHHbIE TakUM 06pa3oM dparMeHTbl aMNAMGULMPYHOTCA C MOAMIYaHUHOBBIM NMpaiMepoM, KOMMIEMEHTapHbIM
LMTO3MHOBOMY XBOCTY B HEM3BECTHOW 06/1aCTM U BNOXEHHOMY NpaiiMepy B M3BeCTHOW 0bnacTu. [lonyyeHHble GparMeHTbl KITOHUPYOTCS
¢ noMolLbio TA KIOHUPOBaHUSA U CEKBEHUPYHOTCA




