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SCoT-PCR Primer Selection and Reaction System Optimization of DNA of Marchantia convoluta in

Guangxi
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ABSTRACT OBJECTIVE: To establish PCR reaction system of

Guangxi University of TCM, Nanning 530200,
Biotechnology Laboratory, Nanning 530007, China)

polymorphism marker technique by screening primer and optl
used to extract DNA of M. convolute from Guangx1,
concentration of DNA. Using sample NA
were screened after electrophoresigs @g

conducted by 5 main_fagto as oncentration, Mg""

Vement and

convolum in Guangxi marked with SCoT
nd1t1on METHODS: Modified CTAB method was
s and UV spectrophotometry were used to investigate purity and

p fication of 36 SCoT primers was conducted, and suitable primers
imaging of products The orthogonal experiment of 5 factors and 4 levels was
concentration, dNTP concentration, primer concentration, Taq DNA
cdhdition of SCoT-PCR reaction system was optimized. RESULTS: Extracted sample DNA bands were

60 nm and 280 nm; purity and concentration of DNA were both suitable for follow-up test. PCR results of 36 primers

showed that product band of No. 4 primer was neat without diffuse fluorescence but with best luminance, so No. 4 primer was used
for PCR reaction. The optimal SCoT-PCR reaction system contained 30.00 pg/mL DNA, 2.00 mmol/L Mg’", 0.20 mmol/L dNTP,
0.40 pmol/L primer, 0.50 U/mL Taq DNA polymerase (total reaction volume of 20 uL). CONCLUSIONS: Suitable SCoT-PCR
primer of DNA is screened, and reaction system is optimized. It provides technologic basis for variety identification and genetic

relationship analysis of M. convoluta in Guangxi.
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Tab 1 Sequences of 36 SCoT primers

=5
Jio

JFF(5'55-3 ) BoEH || 4 JFF(5'5-3 i) HEH

1 CAACAATGGCTACCACCA 19 19 ACCATGGCTACCACCGGC 18
2 CAACAATGGCTACCACCC 18 20 ACCATGGCTACCACCGCG 18
3 CAACAATGGCTACCACCG 18 21 ACGACATGGCGACCCACA 18
4 CAACAATGGCTACCACCT 18 22 AACCATGGCTACCACCAC 18
5 CAACAATGGCTACCACGA 18 23 CACCATGGCTACCACCAG 18
6 CAACAATGGCTACCACGC 18 24 CACCATGGCTACCACCAT 19
7 CAACAATGGCTACCACGG 18 25 ACCATGGCTACCACCGGG 18
8 CAACAATGGCTACCACGT 18 26 ACCATGGCTACCACCGTC 18
9 CAACAATGGCTACCAGCA 18 27 ACCATGGCTACCACCGTG 18
0 CAACAATGGCTACCAGCC 18 2§ CCATGGCTACCACCGCCA 18
1 AAGCAATGGCTACCACCA 19 29 CCATGGCTACCACCGGCC 18
ACGACATGGCGACCAACG 18 30 CCATGGCTACCACCGGCG 18
13 ACGACATGGCGACCATCG 18 31 CCATGGCTACCACCGCCT 19
14 ACGACATGGCGACCACGC 19 32 CCATGGCTACCACCGCAC 18
15 ACGACATGGCGACCGCGA 19 33 CCATGGCTACCACCGCAG 18

ACCATGGCTACCACCGAC 19 34 ACCATGGCTACCACCGCA 18
17 ACCATGGCTACCACCGAG 19 35 CATGGCTACCACCGGCCC 18
18 ACCATGGCTACCACCGCC 18 36 GCAACAATGGCTACCACC 18
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| 30.00 100 RJv o 050
2 %20 040 1.00
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4 030 080 200
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Tab 3 Orthogonal design and result

RS WEA, pgml FEBmmol/L  WEC,mmol/L  FHED, pmol/L HEE,UmL #4
1 30.00 1.00 0.15 0.20 0.50 9
2 30.00 120 0.20 040 1.00 14
3 30.00 1.50 025 0.60 1.50 7
4 30.00 200 030 0.80 2.00 10
5 40.00 1.00 0.20 0.60 2.00 2
6 40.00 120 0.15 0.80 1.50 6
7 40.00 1.50 0.30 0.20 1.00 11
8 40.00 2.00 025 040 0.50 16
9 50.00 1.00 025 0.80 1.00 3

10 50.00 120 0.30 0.60 0.50 $

1l 50.00 150 0.15 040 2.00 4

12 50.00 200 0.20 0.20 1.50 15

13 60.00 1.00 0.30 0.40 1.50 5

14 60.00 120 025 0.20 2.00 1

15 60.00 1.50 0.20 0.80 0.50 12

16 60.00 2.00 0.15 0.60 1.00 13

T 1000 475 8.00 9.00 11.25

T2 875 125 10.75 9.75 1025

T3 750 8.50 6.75 750 825

4 775 13.50 8.50 175 425

fER) 250 875 400 225 7.00
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