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[Abstract]
establishing and optimizing the inter-simple sequence repeat PCR (ISSR-PCR) reaction system of Graphalium affine. Methods The

Objective To provide the experimental basis for the subsequent genetic diversity research through

single-factor experimental method and full experimental method were used to optimize the ISSR-PCR reaction system of
Gnaphalium affine. Under the optimal system, after screening primers and corresponding annealing temperatures, the systematic
feasibility was verified. Results The optimal ISSR-PCR reaction system was consisted of 10 ul Premix 7ag DNA polymerase,
0.3 pmol/L primer, 10 ng DNA template, and sterilized water added to 20 pl. Finally, 10 primers were screened from 100 universal
primers, and verification results indicated the system had high stability, good reproducibility, and the selected primers had good
polymorphism. Conclusion The ISSR-PCR amplification system of Gnaphalium affine was established for the first time and the
primers with appropriate annealing temperatures were filtered out, which provided a reference for the subsequent genetic diversity
research of Gnaphalium affine.
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7K 523 >R ] Premix Tag DNA %4 B, A 7
dNTPs Fil Mg™, X 7F — B b @ik 7 S8 20
B, IFINT SRR 2

®2 TURBSRERMIRE

TR L HOHZ
TaKaRa Taq 1.25 U725 ul
dNTPs 0.4 mmol/L
Tris-HCIL, pH8.9 20 mmol/L
KC1 100 mmol/L

MgCl, 3 mmol/L

46 A JESCERN ) B B BT ISSR-PCR 4
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%= 3 S|4%0 DNA iR £ msLig2E 5

T DNARH & (ng) 5143 (umol/L) ' DNAH i (ng) 5 Y0 (umol/L)
1 10 0.25 9 20 0.25
2 10 0.275 10 20 0.275
3 10 0.30 11 20 0.30
10 0.375 12 20 0.375
5 15 0.25 13 25 0.25
6 15 0.275 14 25 0.275
7 15 0.30 15 25 0.30
8 15 0.375 16 25 0.375

M1 2 345 6 78

9 1011 1213141516

2000 bp
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E1LY| JFE1(5°—3) EAIRE(T) ELY) JFH1(5°—3) BAJREE(CC)
810 (GA)§T 52.0 848 (CA)RG 56.0

816 (CA)qT 48.0 855 (AC)YT 54.0

818 (CA)G 54.0 856 (AC)sYA 50.0

825 (AC)§T 50.0 857 (AC)YG 56.0

826 (AC)sC 54.0 861 (ACC), 58.0

834 (AG)gYT 50.0 863 (AGT), 46.0

842 (GA)YG 54.0 878 (GGAT), 50.0

846 (CA)RT 50.0 891 HVH(TG), 46.0

847 (CA)4RC 56.0

H:: R=(A/G); Y =(C/T); H=(A/C/T); V =(A/C/G)
M S1 S2 S3 S4 S5 S6 S7 S8 [ %308k )
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