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Estadishnent o I1SSR PCR Readion Systemfor Qurcuma wenyyin and Its Conditions Opti niization

TANG Xaochuarg et d (Parnacy Qllege, Werzhou Medcd Qllege, Werzhou, Zhgiang 325035)

Abstract [ Ggective ] The research a ned to seek the opti numISSR PCR andification readion syse mfor Qurcuma wenyygin . [ Method] The geno niic
DNA wes extracted by CATB nethod . And the reaction condtiors sich as i ners , tenpate DNA, My>* ,dNTP, Taq polynerase were opti nized by using
PCR anification techrology and nethod . [ Resut] The opti numconditiors of the reaction systemwere as fdlove : the totd valuneof 25 4 ,2.2 pl 25
ml/L M>",04 5 UW Tag polynersse , 1.5 pl 20 pnol/ L priner , 1.5l 5 ny/ d tenpate DNAand2 2 d 2.5 mil/ LANTP, 2 5 d 10 x PCR
bufer . PCR anplification procedure wes & follovs :ore cycle of pre-deratuinga 94  for 5 nin; 36 cycles of deratwing at 4 for 35 s, areding
a the priner’ s aeding te nperature for 1 minandrerguinga 72 for 1 .5 nin; Bdendnga 72 for 10 ninfirdly . [ Concludon] Th's systemis
the opti rumsystemfor | SSR PCR reaction of C. wenyyin. It hes the characteristics such as being fast , ecornoniic and si mde and having clear and stakle
bands . THs research laid the foundation for studying the genetic dversity of C. wenyyin infuture .
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5-3 ISSR Tm
R ners N.d eati &k sequence fromS3 endto 3 end ISSR narker numer  Nundoer o ic mfakars  Tmvdue i nrumanneding te dure
809 AGAGAGAGAGAGAGAGG 14 6 52 60
862 ACACACACACACACACC 16 10 52 63
861 AQCAQCAQCACCACCACC 8 8 60 63
868 GAAGAAGAAGAAGAAGAA D 9 43 3
873 GACAGACAGACAGACA 7 3 48 5

025U; O0O5U; 1U; 15U; 2U; 25U; 3U
MNte: 025U; O0O5U; 1U; 15U; 2U; 25U; 3 U.
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FAg.3 ISSR anflificaion readts d Tag pdynerase cocertraion
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:My2*(25 mmol/ L) 1d; 15d; 1.8d; 2.0d;

22d; 25d; 2.8d; 3d; 3.3d

Nite :My2*(25 mmol/ L) corcertraion: 1d; 15d; 184;
20d; 22d; 25d; 28d; 3u; 33d.
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g2 ISSRangificationresutsd My~* conertration graderts
24 Taq ISSR- PCR Taq
PCR
1 ; : 1.05,05;2.05,1.0;3.1.0,
, [13] 3 Taq 10:4.10,105.1.015:6.151.07.1.5158.152.0;
,25H| , Taq 025 15U 9.1525;10.20,10;11.20,15;12.2.0,20;13.20,2.5
, : Taq 2 3U , Note :The concertrations of teplates and pri mers ware as follons: 1. 0.5
Taq and0.5;2.05and1.0;3.10and10;4.10ad1.05.1.0
o U and1.5;6.15and10;7.15and15;8.15ad2.09.1.5
and2.5;10.20ad10;11.2.0and15;12.2.0and 2.0;13.
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