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Abstract

Ls(4°) orthogonal design was used to identify the optimum Mg>* concentration, dNTPs concentration, Taq concentration, primers concentra-

[ Objective ] To establish and optimize the cpSSR-PCR reaction system and amplification condition of Tamarix chinensis. [ Method ]

tion, and DNA concentration for cpSSR-PCR amplification of T. chinensis , and gradient annealing temperature test was also conducted. [ Re-
sult] The optimized system was as follows: a 10 ul reaction volume including 2. 0 mmol/L Mg*, 0. 125 mmol/L dNTPs, 0.25 U Taq ,
0.25 pmol/L primers, 20 ng DNA. The suitable procedure was 4 min denaturation at 94 °C, followed by 30 cycles of 30 s denaturation at
94 °C, 30 s annealing step at 56.5 °C , 30s elongation at 72 C , and a final extension step at 72 °C for 10 min. [ Conclusion] The optimized
cpSSR-PCR system successfully amplified the 23 individuas from a natural 7. chinensis population and could be applied to study on population

dispersal of T. chinensis.
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Table 1 Orthogonal design of cpSSR-PCR (L,(4°)) for T. chinensis

DNABEHE Sl (Loa 15
4% (10uL)  Primer  dNTPs Mg Tag
No.  DNA template concentration ~ mmol/L mmol/L polymerase
ng pmol/LL
1 15 0.25 0. 100 1.0 0.10
2 15 0.30 0.125 1.5 0.15
3 15 0.35 0. 150 2.0 0.20
4 15 0.40 0.175 2.5 0.25
5 20 0.25 0.125 2.0 0.25
6 20 0.30 0. 100 2.5 0.20
7 20 0.35 0.175 1.0 0.15
8 20 0.40 0. 150 1.5. 0.10
9 25 0.25 0. 150 2.5 0.15
10 25 0.30 0.750 2.0 0.10
11 25 0.35 0. 100 1.5 0.25
12 25 0.40 0.125 1.0 0.20
13 30 0.25 0.175 1.5 0.20
14 30 0.30 0. 150 1.0 0.25
15 30 0.35 0.125 2.5 0.10
16 30 0.40 0. 100 2.0 0.15
8 9 10 M
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4 361 bp
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2 027 bp

1 HRHK CTAB JE#RENZEHI DNA
Fig.1 DNA extracted by the modified CTAB method
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Fig.2 The results of cpSSR-PCR system with orthogonal design
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Note ;M. 50 bp ladder; A—H represents the primer annealing temperature 50.0,51.5,53.0,54.5,56.0,57.5,59.0,60.5 C
3 #%4 cpSSR-PCR iB N B EE ik
Fig.3 Gradient annealing temperature test of 7. chinensis cpSSR-PCR amplification
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Fig.4 cpSSR-PCR amplification of T. chinensis population from Changyi
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