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Mpunoxxenne 5. Cxematuuyeckoe usobpaxweHue npuHumna MUP ¢ yanuHenuem caiita pectpukumm (Ha ocHose J. Ji u coasr., [17]).
CnnowwHas nuHKUA — n3BecTHas nocneposatensHocTb [IHK; wrpuxosas nuHua — HenssecTHbIi yyactok [JHK; ctpenka — cait nocagku
npaiMepa; YepHble NpsMoyronbHUkn — apantep. 0bpasey JHK paciiennseTcs oTaenbHO YeTbipbMs pa3fMuHbIMU 3HA0HYKIIEa3aMu.
Bo Bpems nepsuuHoii RSE-PCR Ha mepBoM umkne (5 ceK.) npou3BOAMTCS KOPOTKOe yanuHenue 3'-koHua ¢parmenToB [HK.
370 NPOMCXOANT C MOMOLLbIO aAaNTepPHOro npaiMepa, UMetoLLero KoMnneMeHTapHbii 3'-koHuy IHK yyactok, pasmepom 5 n. H. 3a Takou
KOPOTKMIA NEpUOS, He NPOMCXOANUT NOJIHOLLEHHOTO YAJMHEHWUS LiENH, HO CalT PECTPUKLIMM «pacLLMpAETCA» 3a CYET NOCNeA0BaTeNIbHOCTY
aflanTtepHoro npaitMepa. [lanee uget cneunduyeckas sKCNoHeHUMaNbHas aMnaMbuKaLums MULLEHN 3a CHET KOMOMHALMM PasnnyHbIX
nporpamm MLUP ¢ ucnonb3oBaHnem obpatHoro mpaiimMepa, KOMMJEMEHTapHOro M3BECTHOM mocnefoBaTtenbHocTW. BropuyHas MLP
MPOBOAMTCA C BNIOXKEHHBIMU MpaliMepaMu: OfIMH NpaiMep 0TXKUraeTcs Ha 0b1acTv ¢ yANMHEHUEM calTa PeCcTPUKLMM, ApYrod — Bbille
npeAblayLLero, KOMNIEMEHTapHOro U3BECTHOW NOC/e0BaTeNIbHOCTH

Appendix. 5. Schematic representation of the PCR principle with restriction site elongation (based on J. Ji et al., [17]). Solid line: known
DNA sequence; dashed line: unknown DNA region; arrow: primer binding site; black rectangles: adapter. DNA sample is cleaved separately
by four different endonucleases. During the initial RSE-PCR in the first cycle (5 sec.), there is a short elongation of the 3'-end of DNA
fragments. This is done using an adapter primer that has a complementary 3'-end to the DNA, sized 5 nucleotides. Such a short period
does not allow full chain elongation, but the restriction site is “expanded” due to the adapter primer sequence. This is followed by specific
exponential target amplification through a combination of various PCR programs using a reverse primer complementary to the known
sequence. Secondary PCR is performed with nested primers: one primer anneals at the site of restriction site elongation, the other above
the previous one, complementary to the known sequence




