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Appendix. 12. Schematic representation of the SLRA-PCR method principle (based on F. Li et al. [29]). Solid line, known DNA sequence;
dashed line, unknown DNA region; arrow, primer binding site; SLP, single long primer; GSP (1-3), gene-specific primers; RAPD, primer
for random amplification of polymorphic DNA (RAPD). Each arrow indicates a specific hybridization of the primer with the nucleotide
sequence. SLRA-PCR consists of two stages. The first stage is carried out with a single long primer (SLP PCR). SLP must meet the fol-
lowing requirements: length 30-35 nucleotides, GC content 40—-60%, annealing and elongation temperature 68°C. The last six positions at
the 3'-end of the primer should have no more than three G and C letters. The second stage is a three-step nested PCR. Each GSP should
be 26—28 nucleotides long to ensure high annealing and elongation temperatures. The GC content in the GSP is the same as in the SLP.
RAPD primers are chosen at random. Considering the characteristics of the RAPD primer (10 nucleotides), a low annealing temperature
of 40°C is applied. The annealing and elongation temperature of 68°C is used for the effective binding of GSP primers

Mpunoxenune 12. Cxematnyeckoe nzobpaxenue npuHumna Metoga SLRA-PCR (Ha ocHoBe F. Li v coasT. [29]). CnnowHas nmHua —
n3BecTHas nocnepoBatesbHocTb [HK; wrpuxoBas nuHua — HensBecTHbI yyactok [HK; ctpenka — cait nocagkv npaiMepa;
SLP — oMHOYHBIN AAMHHBIN npaiiMep; GSP (1-3) — reHcneumnduyeckve npaiiMepsl; RAPD — npaiiMep co cydaiiHoii aMnindukavmeii
nonumopdHon [IHK (RAPD). Kaxpaas cTpenka 0603HauaeT KOHKPETHY rubpuamn3aLyio npaiMepa ¢ HyKneoTUAHOM NocneA0BaTeNbHOCTbO.
SLRA-TLP coctout n3 aByx 3tanoB. Ha nepoM 3tane npoBoautcst MLP ¢ 0aMHOYHBIM AnnHHBIM npaiiMepoM (SLP PCR). SLP gonxeH
COOTBETCTBOBATL C/ieAytoLLMM TpeboBaHuaM: AnnHa 30—35 Hykneotnaos, coaepxkanue GC 40-60 %, TeMnepaTypa oTura v anoHrauum 68 °C.
B mocnegHux wectv no3uumsax Ha 3'-KoHue npaiiMepa LOMKHO ObiTb He bonee Tpex bykB G u C. Bropoi 3tan npencraBnset coboit
TpexatanHyio BnoxeHHyto MUP. Kaxaein GSP pomkeH uMeTb anuHy 26-28 HykneoTuoB Ans obecreyeHns BbICOKOW TeMnepaTypbl
omxura v anoHrauuu. Copepxkanune GC B GSP Takoe e, Kak 1 B SLP. lpaiiMepbl RAPD nogbupatotcs cnyyaiiHbiM 0bpa3oM. YunTtbiBas
xapakTtepucTuku npaiimepa RAPD (10 n. 0.), npuMeHsieTcs HU3Kas TeMnepatypa oTxura 40 °C. TeMnepaTtypa oTxura 1 anoHraumm 68 °C

Wcnosb3yeTcs Ais NOCaAKM U 3G HEKTUBHOMO CBA3bIBaHNA NpaiiMepoB GSP




