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Mpunoxenune 14. Cxematnyeckoe nsobpaxweHue npuHumna Metoga wristwatch PCR (Ha ocHose L. Wang u coasr., [30]). CnnowwHas
nuMHUA — u3BecTHas nocnegosatenbHocTe [OHK; wrpuxoBas nuuus — HemsBecTHbli yyactok OHK; ctpenka — caiit nocagku
npanimMepa. WWP 1-3 — npaiiMepbl wristwatch, umetotr 5'- 1 3'-nepekpbiBatowmecs ydactku (15 n 3 n. 0. cOOTBETCTBEHHO)
u reteponormyHbii MHTepBan (10 u. 0.); GSP 1-3 — BnoXeHHble reHcnenuduyeckne npamMepbl AN NEpPBUYHON, BTOPUYHOM
u TpetnyHon MNLUP cootseTcTBEHHO. WWP npoun3BoibHO 0TXMUraeTcs rae-To B reHOMe B0 BPeMS LMKIIa C HU3KOM CTPOroCTbio MepPBUYHON
MUP nnmn HanpaBneHHo Ha npeapiayuiem caite nocagku WWP B 0HOM LiMKe ¢ MOHMMEHHON CTPOroCTbio BTOPUYHOM TpeTuyHom MLP,
co3pasas nyn ogHouenoyeyHbix AHK (ouJHK). OuHK-MuweHb BKntoyaeT reHcneumduyeckuit npaitMep (GSP), KoMnneMeHTapHbIN
Ha 3'-koHue n WWP Ha 5'-KoHUe 1, TakuM 06pa3oM, MOXET 3KCMOHEHLManbHO aMnIuGuLMpoBaTbCs B CEeAYIOLMX LIMKIaX BbICOKON
cTporocTu. TeM He MeHee, HeleneBas opHouenoyeyHas [OHK He MoxeT BbiTb aMniuduumMpoBaHa, MOCKOMbKY Y Hee OTCYTCTBYeT
nieanbHbI CalT CBA3bIBAHNA NS KaKUX-11bo npaiimepos

Appendix. 14. Schematic representation of the wristwatch PCR method principle (based on L. Wang et al., [30]). Solid line: known DNA
sequence; dashed line: unknown DNA region; arrow: primer binding site. WWP 1-3: wristwatch primers, have 5'- and 3'-overlapping
regions (15 and 3 nucleotides, respectively) and a heterologous interval (10 nt); GSP 1-3: nested gene-specific primers for primary,
secondary, and tertiary PCR respectively. WWP randomly anneals somewhere in the genome during the low-stringency cycle of primary
PCR or is directed to the previous WWP binding site in one cycle with reduced stringency in secondary and tertiary PCR, creating a pool
of single-stranded DNA (ssDNA). The ssDNA target includes a gene-specific primer (GSP), complementary at the 3'-end, and WWP at the
5'-end and thus can be exponentially amplified in the subsequent high-stringency cycles. However, non-target single-stranded DNA cannot
be amplified since it lacks a perfect hinding site for any primers




