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Single-stranded oligonucleotide ligation: the 3'-ends
of genomic DNA become complementary to a known
sequence
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PCR amplification with primers 1 and 2. } '1

Addition of primers 1 and 2 \

The product formed by primers 1 and 2 predominates over
the product formed by primers 1 and 1
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Aliquots transferred into PCR mix contalnlng
nested primers (primers 3 and 4)
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PCR amplification with primers 3 and 4 l .
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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
Mpunosxkenue 2. CxeMaTuyeckoe n3odpaxenme npuHumuna «Panhandle»-PCR (Ha ocHose D.H. Jones u coasr. [13]). CnnowwHas nuHus —
u3BecTHas nocneposatenbHocTb [HK; wrpuxoBas niMHMa — HeusBecTHbIM yyacTok [IHK; cTpenka — cait nocagkm npaiiMepa. Ha nepeom
3Tane npomcxoauT pectpukums reHoMHon [JHK ¢ obpa3oBaHmeM nunKmx KoHLOB. [lanee nurupyeTcs 04HOLENOYEYHbIN OIUIOHYKIIEOTUA.
B cneumanbHbIX ycnoBusx NpoBoAMUTCA AeHaTypaums AByxuenodedHbix dparMeHToB [HK 1 nocnenyiowwmin BHYTPULLENOYEUHBIA OTXHUT
0NMroHykneotTuaa Ha ydactok [JHK, copepalimii KoMnnemeHTapHylo obnactb. 06pasyeTcs KosbueBas CTPYKTYpa C YAJMHEHUEM
(«CKOBOpOZA C PYYKOIi»), B KOJIbLIe OKa3blBaeTCs HEM3BECTHbIA yyacToK. B mpouecce MLP npoucxoaut yanvHeHWe AMrupoBaHHOMO
OJIUrOHYK/Ie0TMAA BLONb BTOPOK Lenu. [anee npooautca MNLP ¢ npaiMepamm 1 1 2, TakuM 06pa3oM aMnaMULMpyeTcs HeU3BECTHBIA
odparment JHK. [na ysennyenns TouHoct amnaudmkaumm nposoautcs MNMUP ¢ BnoxeHHbIMu npaiMepamu 3 u 4. KoHeYHbIM NpoayKT
CEKBEHUpYyeTCs




