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Primary PCR with SP1 and FAD
Repetition of high and low temperature
annealing cycles three—six times (two cycles with
high temperature + 1 with low temperature)
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Secondary PCR with primers SP2 and FSP1
(30 cycles with high annealing temperature)
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Appendix. 9. Schematic representation of the FPNI-PCR method principle (based on Z. Wang et al. [25]). Solid line, known DNA sequence;
dashed line, unknown DNA region; arrow, primer binding site; SP, gene-specific primers; FSP, fusion primers. In the first stage of PCR,
single-stranded copies of the target matrix are generated in cycles with high annealing temperatures, while double-stranded products are
formed in a cycle of low temperature (only 3-5 repeat PCR cycles); at this stage, the amplification of target products is likely accompanied
by the formation of non-specific products. During the secondary and tertiary nested PCR, the DNA target is exponentially amplified using
gene-specific and adapter-specific primers, while non-target fragments are not amplified due to the lack of a corresponding specific primer
(and/or amplification is suppressed by the DNA structure in the form of a rod-loop)

Mpunoxenue 9. CxeMatnueckoe nsobpaxenue npuHumna Metopa FPNI-PCR (Ha ocHose Z. Wang v coasr. [25]). CnnowwHas nmHus —
u3secTHas nocnegosatenbHocTb [HK; wrpuxoBas nuHua — HensBecTHbI yyactok [HK; ctpenka — cailt nocagkv npaiMepa;
SP — reHcneunduyeckue npaiMepbl; FSP — dbtoxH-npaiMepsl. Ha nepeoM atane MNLUP ogHoLenoyeyHble KONUM LeneBon MaTpuubl
reHepupyHTCs B LMKIIAX C BbICOKON TeMMepaTypol 0TKWra, a ABYXLenoyeyHble NpoLyKTl — B LMKIIe HU3KOW TeMnepaTtypoii (Bcero
3-5 nosTopHbix uuknoB MLP); Ha 3ToM 3Tane aMnanduUKaums LieneBbIX NPOAYKTOB, BePOATHO, byaeT conpoBoxAaThcs 06pasoBaHmeM
HecnevunduUyecknx NpoayKToB. Bo Bpems BTopuuHOI 1 TpeTuuHol BaoxeHHo# MLP JHK-MuweHb 3KcnoHeHUmManbHo aMnanguumpyeTcs
C MOMOLLbI0 reHcneunuduyeckux 1 cneumduyeckux ans agantepa npaiMepos. B To BpeMs Kak HeueneBble $parMeHTbl He aMnu-
bunupytoTcs M3-3a OTCYTCTBUS COOTBETCTBYHOLLErO cnelmduyeckoro npaiMepa (M/unm amnamdukaums nogaensetcs ctpykrypoit JHK
B hopMe CTepxKeHb-NeTns)




