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ISSR Analysis on genetic rdationships of Erigeron breviscapus germplasm resources

YANG Sheng—chaol’z, WEN Gu(—)—songl, LIU Xue—ling1 , YANG Yong—jianl , LI Yuan',
MENG Zher-gui', YANG Jianr-wen’

(1 Institute of Chinese Medicinal M aterials of Yunnan Agricultural Univeristy/ Yunnan Provincial Center of Chinese Medicinal M ateriald
GAP Technology, Kunming 650201, China; 2 Institute of Herbal Erigerontis of Honghe Prefecture, Luxi 652400, China)
Abstract: Objective T o investigate the genetic relationships of Erigeron breviscapus at the molecular
biology level Methods Thirty six germplasm resources of E. breviscapus collected from Yunnan,
Sichuan, and Guizhou Provinces in 2005 were analyzed by intersimple sequence repeat (ISSR) and cluster
analysis based on NTSYS2. Results A total of 13 primers were screened and 125 bands were am plified,
among which 103 bands (82.40%) were found to be polymorphic Thirty six germplasm resources of E.
breviscapus were clustered into five groups at genetic distance 0. 54, the group I included five germ plasm
resources collected from Chuxiong, Zhaotong, and Diging of Yunnan Province; the group II included 25
germplasm resources collected from Guizhou, Sichuan, and Northwest of Yunnan Province; group Illin
cluded one germplasm resource collected from Wenshan of Yunnan Province; the group IV included one
germplasm resource collected from Qujing of Yunnan Province; the group V included two germplasm re-
sources collected from Diqing of Yunnan Province. Conclusion There is abundant genetic diversity in the
germplasm resources of E. breviscapus, and the genetic relationships are closely related to geographical
distance where they are collected.
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Table1 Germplasm resources and their original location of E  breviscapus
/m /m
D32 2 050 D61 2 500
D33 2300 D62 2300
D35 2200 D63 2 860
D36 2200 D65 3350
D37 2120 D66 2200
D38 1960 D75 2410
D40 ( ) 2 150 D76 3280
D42 ( ) 2 150 D77 3280
D43 2 100 D78 3280
D46 900 D79 1 850
D47 1 000 D80 2 100
D48 1 000 D81 1950
D49 1100 D82 1980
D50 1100 D83 2200
D51 1200 D84 1 800
D52 2320 D87 2 600
D59 2 600 D88 2 800
D60 2 700 D89 1900
1.2 DNA CTAB s 25 50 75 100 ng
DNA 1~ 12 ADNA DNA
, 1~ 2 , 10 ng/ L
s ; 1.3 ISSR-PCR : T-Gra
, 1 mL CT AB , dient PCR  ( Biometra, ) ,
, 62 C 1 h; 20 BL, 10 x Buffer 2 BL, 25 mmol/ L MgCl2 1.5
, 12000 r/ min 10 min, BL, 10 mmol/L dANT P( )1 RBL,
; 1/2 - DNA (10 ng/L)0.5 HL,Taq (1 U/L, Promega
(24 1), , 12 000 r/min 5 )0. 2 BL, ddH-0 14. 4 BL PCR
min, ; 1/ 10 94 C, 4 min; 94 C,1
7.5 mol/ L min; 50 C, 1 min; 72 C, 2 min; 2~ 4
(100%) , , - 20 C 30 min; 35 72 C, 10 min; 4 C
12 000 r/ min 15 min DNA , 10% 1.4 PCR : 2HL
, ; 60 HL TE , 10HL 1. 5%
DNA, 4C 2 DNA 0.8% , 0.5x TBE,
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Table 2 Screened primers and annealing temperature for PCR
(5-3) /C (5-3) /C
AW 52480 (AC)sTA 51.00 AW 52499 (AG)sCy 53.00
AW 52481 (TG)sGG 55.00 AW 52502 (GACA),4 51.55
AW 52482 (AG)sGT 53.00 AW 52507 (AG)sCG 55.00
AW 52486 (GAA)6 50. 00 AW 52508 (AG),T 48.10
AW 52493 (AC)sG 54.59 AW 52510 (AC)s(CT)G 54.00
AW 52495 (AC)YG 55.00 AWS52516 (GA)sC 54.59
AW 52496 (ATG)e 48.19
1.6 ISSR 36 2.1
, , 2
R ISSR 2.1 ISSR 13
DNA , “17, ISSR 36 , 3
« 07 - ( — . 125
)/ x 100% , AW 52516 AW 52510 R
L1l (Gs), :Gi= 13 2 9.6
2Ni(Ni+ N;), N rJ 125 103 R
,Ni i ,Nj (PPB)  82.4%
J 5 Gs 7.9,13 36
(unweighted pair group method , 66. 67% ~ 92. 31%,
with arithmetic means cluster analysis, UPGMA) AW 52516 ,
NTSYS 92.31% AW 52496 1
3 36
Table 3 Genetic diversity on 36 germplasm resources of E breviscapus
PB PPB/ % PB PPB/ %
AW 52480 11 9 81. 82 AW 52502 10 9 90. 00
AW 52481 9 7 77.78 AW 52507 9 8 88. 89
AW 52482 9 6 66. 67 AW 52508 8 6 75.00
AW 52486 7 5 71.43 AWS52510 12 11 91. 61
AW 52493 10 8 80. 00 AWS52516 13 12 92.31
AW 52495 9 7 77.78 125 103 82.40
AW 52496 9 8 88. 89 9.6 7.9 81. 54
AW 52499 9 7 77.78
M D32 D& D85 D36 D37 D38 D40 D42 D43 D46 D47 D48 D49 D50 D51 D52 D59 D60 2.2
NetLi (Gs)
, 36 G 0.339 8~
M D6l D62 D63 D65 D66 D75 D76 D77 D78 D79 D80 D81 D82 D83 D84 DS7 DS D&Y 0.796 1 36
D42 D50
D49 D50
1 AW52496 36 0.796 1, ’
DNA , D60 D78
Fig. 1 Amplified results on 36 germplasm resources , 0.3398, ,

of E. breviscapus by Primer AW52496
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Dynamic analysis of saikoside in test-tube plants of Bupleurum chinense
compared with seeding plants

HAO Jiarping', WANG Lirong', XU Xiae-fei', QIN Xue-mei’, ZHANG Lizeng’, ZHAO Y uchen’
( 1 School of Life Science, Shanxi University, Taiyuan 030006, China; 2 Modern Research Center for Traditional Chinese M edicine,

Shanxi University, T aiyuan 030006, China; 3 Cultivating H erbs Farm of Shanxi Province, Jiang County 043610, China)
Abstract: Objective To provide a scientific basis for breeding on Bupleurum chinense by rapid propa
gation method in vitro. Methods Pre-column derivatization HPLG-UV and visible-spectrophotometry
methods were used to determine the contents of saikosaponin a, saikosaponin d, and saikosaponins in the
root and aerial part of testtube plants of B. chinense in different growing periods, and compared with see
ding plants of same breeding and growing periods Results The contents of saikosaponins, saikosaponin
a, and saikosaponin d were minimum in roots, stems, and leaves of plantlets They were the uppermost in
annual testtube plants, and were the second at vegetative growth phase of biennial testtube plants The
contents were reduced ordinally at bud forming phase, seed ripening phase, and wilting phase of biennial
test-tube plants T he content in the root was much higher than that in aerial part of test-tube plants The
contents of test tube plants which were introduced from Shanxi Zuoquan were higher than which from
Shanxi Wanrong and Lingchuan The content in method of B. chinense breeding was an effective way to
maintain and improve the yield in roots, stems, and leaves of testtube plants were higher than those in
seeding plants. Conclusion The rapid propagation invitro is an effective method for purifying germ plasm

of B. chinense and ascending honew ort medicinal material quality and yield The genetic stability of rapid
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