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lepeHeceHHble anukBoTbl B cMeck MLUP, conepxaluyto
BJIO}KEHHbIe MpaiiMepbl (npaiiMepbl 3 v 4)
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Mpunoxenue 2. CxeMatnueckoe u3obpaxerue npuHumna «Panhandle»-PCR (Ha ocHose D.H. Jones v coasr., [13]). CnnowHas nuHus —
u3BecTHas nocnegosatenbHocTb [IHK; wrpnxosas nuHus — HensBecTHbIW yyacTok [IHK; ctpenka — cant nocagku npaitMepa. Ha nepsoM
3Tane npoucxoaut pectpukums reHoMHol [IHK ¢ obpasoBaHneM nmnkux KoHLoB. [lanee nurupyeTcs 0AHOLENOYEYHbIN OIUTOHYKIE0TUL.
B cneumanbHbIX ycnoBusx NpoBOAMUTCA feHaTypaumus AByLienodeyHbix dparmeqTos [HK v nocnepyowmini BHYTpULENOYEYUHBIA OTXUT
ONIUrOHyKNeoTUaa Ha ydactok [HK, copmepiawumii KoMnneMeHTapHyto obnactb. 0bpasyeTcs KosbueBasi CTPYKTypa C YAJMHEHWEM
(«CKOBOpOJA C PYYKOii»), B KOMbLIE OKa3blBAETCA HEW3BECTHbINA yuacTok. B npouecce MUP npoucxomut yonuHeHne NUrMpoBaHHOMO
ONIUrOHYK/Ie0TMAA BLONb BTOPOM Lenu. Janee npooautca MNLP ¢ npaitMepamu 1 1 2, TakuM 06pa3oM aMnaMbULMPYeTCs HEU3BECTHBI
odparment JHK. [na yBennyenns TouHoct amnaudmkaumm nposoamutcs MNUP ¢ BnoxeHHbIMM npaiMepamu 3 u 4. KoHeUHbIA NpoayKT
CeKBeHupyeTcs

Appendix. 2. Schematic representation of the “Panhandle”-PCR method principle (based on D.H. Jones et al., [13]). Solid line: known
DNA sequence; dashed line: unknown DNA segment; arrow: primer annealing site. The first step involves restriction of genomic DNA with
formation of sticky ends. Next, a single-stranded oligonucleotide is ligated. Under specific conditions, denaturation of double-stranded
DNA fragments and subsequent intra-strand annealing of the oligonucleotide to the DNA region containing a complementary region occur.
A loop structure is formed with elongation (“panhandle”), with the unknown segment within the loop. During PCR, elongation of ligated
oligonucleotide along the second strand occurs. Subsequently, PCR is conducted with primers 1 and 2, thus amplifying the unknown DNA
fragment. For increased amplification accuracy, PCR is performed with nested primers 3 and 4. The final product is sequenced




