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Appendix. 4. Schematic representation of the PCR principle with adapter ligation (based on 0'Malley et al. [16]). Solid line, known DNA
sequence; dashed line, unknown DNA region; dotted line, amplification product; arrow, primer binding site; black rectangles, adapter.
Genomic DNA is cleaved by a restriction enzyme. At the cut sites, a double-stranded adapter with a long and short arm is ligated.
The 3'-end of the short arm is blocked by an amino group to prevent DNA chain elongation during PCR. The PCR reaction is carried out
using a primer specific to the known sequence and a primer specific to the adapter. The short arm of the adapter does not have a binding
site for the adapter primer. The long arm contains a sequence of 22 nucleotides that matches exactly. The known sequence region has
a binding site for the second primer. From it, a complementary chain is synthesized during PCR, creating a binding site for the primer
specific to the adapter. Thus, fragments with the two necessary primer binding sites are formed. This molecule is amplified using PCR,
capturing the region at the boundary of known and unknown DNA

Mpunoxenue 4. Cxematnyeckoe u3obpaxenue npuHumna MLUP ¢ nurupoBanneM apantepa (Ha ocHoe O'Malley u coasT. [16]).
CnnowHas nuHna — u3BecTHas nocnefoatenbHocTb JHK; wrpuxoBas nuHus — HeusBecTHbIN yyacTok [JAHK; nyHKTMpHas nuuma —
MPOAYKT aMnInduKaLmu; CTpesika — calT nocafKu npaiMepa; YepHble NpsMoyronbHukun — apantep. leHomuas [JHK paciiennsercs
pecTpuKTasoi. Ha MecTa paspe3oB MrupyeTcs ABYXLENOYEYHbIA afanTep ¢ AMMHHBIM U KOPOTKUM NJIeYOM. 3'-KOHEL, KOPOTKOro nieya
3abn0KvMpoBaH aMUHOrpynnoi, 4Tobel npeoTepatTh yanuHenue Lenu JHK Bo Bpems MLP. Peakuwuio MNLP npoBoasT ¢ ucnonb3oBaHueM
npaiMepa, cneunduUyHoro Ans W3BECTHOW MOCnef0BaTeNbHOCTM W NpaiMepa, cneunduyHoro s ajantepa. locnefoBaTenbHOCTb
KOpOTKOro Nnjeya ajanTepa He WMeeT caliTa OTHWra ajanTepHoro npammepa. [InvMHHOe MNeYo COAEPXWUT NOCiefoBaTeNlbHOCTb
13 22 . H., KOTOPasi TOYHO COOTBETCTBYET eMy. Y4acTOK M3BECTHOW NOCNE0BaTeNbHOCTY UMEET CalT OTXKMra BToporo npanMepa. C Hero
B pesynbTare [1LIP cuHTe3MpyeTca KoMnneMeHTapHas Lienb, CO3AaloLLan CaliT CBA3bIBaHUA A8 NpaiiMepa, cneunduyHoro Ans agantepa.
Takum obpasoM o0bpasylotca pparMeHThl € ABYMA HEODXOAMMbIMM cailTaMi OTXWra mpaiiMepoB. 3Ta Moniekyna amnanduumpyertcs
¢ noMowbio MNP, 3axBaTbiBas 0bnacTb ¢ rpaHMUen M3BecTHoi U HemsBecTHoW JHK




