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Mpunoxxenune 8. CxeMatnueckoe nsobpaxenue npuHumna MLP caiita pecTpukumm (Ha ocHose G. Sarkar u coasr., [11]). CnnowHas
NMHUS — n3BecTHas nocnepoBatenbHocTb [HK; wrpmxoBas nuHus — HeusBecTHbI yyacTok [JHK; ctpenka — cait nocagku npanMmepa;
RS01-RS04 — onuroHyKkneotmapl, YCNOBHO COOTBETCTBYIOLLME CaiiTaM pecTpukumm BamHI, EcoRl, Sau3A u Taqgl, pacnonoxeHsi
CnyyaiiHbIM obpasoM; SP1-SP3 — cneumnduyeckue npanMepbl, CO3LaHHbIE HA OCHOBE M3BECTHOM YaCTU MHTEPECYIOLLEro CerMeHTa.
Mepsas MNLP npoBoautcs ¢ BHeLWHUMM cneuuduyeckumm npaimepamn SP3 u RSO Ha reHoMHon [IHK. 3ateM HebonbLuylo anuKeoTy
npoaykTa nepBoii [MLLP ncnonb3ytot B Kauectse MaTpuLbl A5 BnoxeHHon MLP ¢ npaiMepom SP2 n Temm xe RSO. HebonbLuyto anukeoTy
amMnmouumpoBanHon IHK nocne BnoxenHoi MNLUP TpaHckpubupytoT cootetctBytowein PHK-nonumepason u npaMo cekBeHUpytoT
¢ noMmowybto GAWTS ¢ ucnonb3oBaHueM cneunduyeckoro npaiimepa SP1 ¢ KoHLeBoW MeTKOM. HuKakas o4McTKa He UCMoNb3yeTcs Hu
Ha O[LHOM 13 3TanoB [JaHHOr0 MeToAa

Appendix. 8. Schematic representation of the PCR principle with a restriction site (based on G. Sarkar et al., [11]). Solid line: known DNA
sequence; dashed line: unknown DNA region; arrow: primer binding site; RS01-RS04: oligonucleotides corresponding to the restriction
sites BamHlI, EcoRI, Sau3A, and Tagl, arranged randomly; SP1-SP3: specific primers created based on the known part of the segment
of interest. The first PCR is carried out with the outer specific primers SP3 and RSO on genomic DNA. Then a small aliquot of the first
PCR product is used as a template for nested PCR with primer SP2 and the same RSOs. A small aliquot of the amplified DNA after
nested PCR is transcribed by the corresponding RNA polymerase and directly sequenced using GAWTS with the specific primer SP1 with
an end label. No purification is used at any stage of this method




