¢ %% Chinese Traditional and Herbal Drugs 3£ 42 % 25 9 ¥ 2011 £ 9 H * 1817«

TR BENFGEXRATITREVL REITFN

ek, kmE L, REF FaE Hmm’
1. R R T =/ 53T, = st 666100
2. hEBE R LR RIES 2 5 2 IR AT ST, JEat 100193

W E: BE o T EmEYmREEg R, TS VI, AR R S s . sk N ISSR
SFTFRRCHEAR, X 14 BT TR ERYEATRG RN [N, REKIMOOEEENIL S ERTE. R M 60 4 ISSR
UL 30 ST TG, LY 367 N4, 2N 363 &, JLH 4 4%, ML (PPB)
N 98.91%, BHEAHBIREL (GS) 7F 0.566 8~0.833 8, KILH L& NBHEZFEM:; SRERREIENN A/ T M7
W, AR B I K 4 T R R SR T ks RO o sh#E T ik, FUChEMET Rk, ~m T s i &
W . it TTREMYEA T8t 2 it, SoT TRE B2 R BT TR g ) .

KEIR: TTHIE; ISSR; BHL 2R ZM T B3

RESES: R282.2 XERFRERS: A XE/HES: 0253 -2670(2011)09 - 1817 - 05

Analysis of genetic relationship and quality assessment on plants in Flemingia Roxb.
ex Ait. et Ait. f.
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Abstract: Objective To analyze the genetic relationship of the plants in Flemingia Roxb. ex Ait. et Ait. f. and make preliminary
quality accessment, in order to provide the theoretical basis for screening the new medicinal resource. Methods Inter-simple
sequence repeats (ISSR) markers were used to analyze the genetic relationship of 14 species in Flemingia Roxb. ex Ait. et Ait. f..
Meanwhile, spectrophotometry was used to measure total flavones. Results Thirty primers were screened out of 60 ISSR random
primers and produced 367 bands totally. Among them 363 bands (98.91%) were polymorphic, four bands were owned by all; The
genetic similarity (GS) was 0.566 8 —0.833 8, showing abundant genetic diversity; F. wallichii and F. philippinensis have the closest
genetic relationship, £ lineate and F. chappar have the largest genetic distance; The highest content of total flavones is in F.
mengpengensis and secondary is in F. philippinensis, total content of flavones in F wallichii is above average. Conclusion The plants
in Flemingia Roxb. ex Ait. et Ait. f. have the abundant genetic diversity. As medicinal plants, F. wallichii has the potential for replacing
F. philippinensis.
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Table 1 Fourteen materials used for test

U EAA T4 U5 % W h T4

HB AT ik E fluminalis MP BT TR F. mengpengensis
DY KT ik E macrophylla CYy KT T4k F stricta

7X HEFE T Tk F. paniculata YN nM Tk £ wallichii

GZ HNT ik E kweichowensis XY ATk F lineate

RM KET ik F. grahamiana MJ BYLT Tk F. chappar

XM BT TR F. glutinosia KY BT TR F latifolia

MX BT TR F. philippinensis Al BTk E procumbens

1.2 XE5IRF

144 (Biometra professional standard), H
VKA (Biometra A ), BB NGE R (Uvitec 2
F]D, TU—1901 BUOGH S A ] WOt 430 B vt (b
FOEHTIE D, DP3111 %Y DNA $2BGR 7 & (bt
HRAEMFERFER A, 519 (L#EET),
TaqgDNA 4§ (Takara Z2v7 DRO0IB), DNA
Marker (Takara), ZeRIA T (2w i)
Y TREAW], JE4=99.9%).
1.3 ISSR-PCR K[
1.3.1 K41 DNA [WEREC  AORHE KR 7K S
TIa, WERRIUIEE, % DNA PUgiiut &
FIR At 7 LR FE K2 DNA . DNA £ 548 0.8%E%
JUE B F LR, 5 A% R R (1 0 AT AN AL i
JRHRE, AR E-20 COATE& .
132 PCR N ISSR KNk FH: Mg™ 1.5
mmol/L. dNTP 0.2 mmol/L. 5|#J 0.5 umol/L. Tagq
DNA 41 1.25 Uy 2 2 pL AR DNA 20~
50 ng, I ddH,0 % 20 uL.

PCR ¥ #iF2)%: 94 CTAZ M 4 min; 30 MG

94 ‘CAEME 45 s, 50~55 C (K5 IHFEHIA R K
EREARRD Bk 45s, 72 CIHEMH 2 min; JEIRLE R
Ji 72 “CHEA 10 mino =) ] 2% B Iihi e e f
vk, HLJE 100 V, Hijk 90 min, £ EB 4e(f )57kt
IR ABAX b EZ I BEAHAC 5%

1.3.3  SIM0iE M 60 A ISSR BENLS 14 b ik
FHa4ArEm . 2R, ER ST ISSR 514
FTFE S g AL Z R0, ANk g 15 b
HEEY R 2 IR W55 WIR JOR B SEAT B,
i 2 I8 B R UF i BRI

134 Skt 5EdEAFE  ISSR 4 Bidrid, [
— 5|y G KT R R BRSO R
AWM, F—0 Bl A <17 FJE 07
O IR ACHT, 930 04 1R, X TRIg4H, W
HAAESMAE P B, WE 1. H NTSYSpe
21-2 BRAFIEAT HCHE 23 B, ) D4 G
SimQual F£/73K DICE AHMLRZERE, HILH
SHAN F£ /51 UPGMA J5 {3047 B0 M7 o
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YORIARHEHE] 10 mg, & T 10 mL I+, 0 F s
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R T 20, BRRE, 1 40 HIF, T 60 CHE
Fh T 6h, WHEE T TIRAETEH . REHI
Feah 1 g, BT 150 mL =i, I 85% HEE 40 mL
B PEEN 40 min 1 %, 381, A S 100 mL S,
5.

143 EVERRFES 7l BOs U 0.00,
0.005. 0.01. 0.02. 0.03. 0.04 mL T* 10 mL &,
IR0, 74, 258 nm ARMIHBOGLE (4).
DUTHEREE (XD BARER, A1H (V) AR,
FruE gk ¥Y=0.021 9X—0.014 1, »=0.999 1, 7E
0.5~4 ng/mL WM R T

1.4.4 R BRI R — X R, 7E
Pk 258 nm AbIELEME 5 K A {H, 459 A RSD
1 0.32%, VLUK R AF

1.4.5 FEIMERE  REEARI MP FEG 3 4, il
PR T, WE R, SRR BN
3.683%. 3.701%. 3.659%, RSD Jj 0.5%, #*HIHE
M R

1.4.6 FaEPEREE  HMP PR ANRIE, B
PERRAE, 2350 F 04 4. 8. 12, 24, 48 h WIllE 4
i 45 4 {H1Y RSD 4 0.32%, KA
48 h WARsEME R 4F.

1.4.7  IOFERICERRLS RS ARI E A R S
B3, A3 BN BER O 1 mg/mL RIS B AR 1
mL, 258 nm AL EFRE S 4 85, TS S E R MR

RSD 4 1.12%.
1.4.8 e BAEAM 1 mL, #10 mL &
AR 2%, 258 nm AL A L, BEMESCTAT
W 3 W, WP, V5 Sl R o A
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V&AL, ATEW . 2SERGMEIMAT
ISSR-PCR 73#r, BEAKGIMAHR. 741 e AR KR
PEWER 2, HTREH S I2% 14 M EHEAT PCR
o8, IR A BT T, SRR, B
197 R BRHEHE 100~2 000 bp.30 A5 3L 1
367 M AL, AT IR R AL AR 5~24,
SERIEEA I AT 122 4440, Hoh 2 A4
M 363 4%, LA 4 4%, 2R INE (PPB)
H 98.91%. Frifiikit) 30 45142 AR
SRFRM51Y, Hd (AG) , 1 7%, (AC),
H 104, (GT), A 104, (TC) ,H 3 4%, WUt
TR B R A P A E K= AG. AC. GT —
MR EZ A E 1 4549 UBC825 [ 14 153
2.2 BEERIES

A NTSYS &AFvH5H 14 40T Tk 8@ sk
B A LR AL (GS), £3 BIERA R K B
(£ 3). MR GS {H7E 0.566 8~0.833 8, &
P E sk 2 A . AR LR BOE R T DL
L, ZEFTE R R, XY 5 MT RE S R B
B, BREE A AYEBRAG: YN 5 MX st fh i gy
/b, B SRS ok Rl .

23 BESR

R . S5 5 G RE R PR IR 99.64%, A UPGMA 3200 T 7 45 J A ) 1A T 22673
£2 HEHAY 30 N ISSR 3IHFTI R IR AGRE
Table 2 Thirty ISSR primer sequences and their annealing temperature
i 5 5198 BRI/ C G5 SIS B/ C G SIS BRI/ C
UBC808  (AG)sC 54 UBC809  (AG)G 54 UBCS810  (GA)sT 52
UBCS821  (CA)T 52 UBCS823  (TC)C 54 UBC825  (AC)T 52
UBCS829 (TG)sC 54 UBCS830 (TG)sG 54 UBC831  (AC)KYA 53
UBCS834  (AG)YT 53 UBC841 (AG))YC 55 UBC843  (CT)sRA 53
UBC844  (CT)sRC 55 UBC846  (CA)sRT 53 UBC847 (CA)RC 55
UBC848  (CA)RG 55 UBC849  (GT)sYA 53 UBC850  (GT)sYC 55
UBC851  (GT)YG 55 UBCS855  (AC)YT 53 UBC856  (AC)YA 53
UBCS858  (TG)sRG 55 UBC859  (TG)sRC 55 UBC860 (TG)sRA 53
UBC807  (AG)T 52 UBCS816 (GA)sG 52 UBC817  (CA)A 52
UBC819  (GT)A 52 UBC826  (GT)sC 54 UBC857 (AC)YG 55

R=G/A,Y=C/T
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Fig.1 Amplification result of ISSR-PCR with Primer UBC825
% 3 ISSR-PCREENMHT ik BHEMABEEHEIANRLER
Table 3 Genetic similarity matrix among plants in Flemingia Roxb. ex Ait. et Ait. f. based on ISSR-PCR
R HB MP DY CY YN GZ XY RM MJ XM KY MX Al Y
HB 1.000 0
MP 0.7956 1.0000
DY 0.667 6 0.6703 1.000 0
CY 0.6839 0.7139 0.678 5 1.000 0
YN 0.776 2 0.8174 0.6948 0.727 5 1.000 0
GZ 0.700 3 0.724 8 0.673 0 0.6894 0.7602 1.000 0
XY 0.7057 0.6866 0.6131 0.5803 0.6676 0.5749 1.000 0
RM 0.6376 0.6730 0.6485 0.6322 0.7411 0.7357 0.588 6 1.000 0
MJ 0.6431 0.6621 0.6049 0.5777 0.6649 0.6104 0.5668 0.5749 1.000 0
XM 0.801 1 0.7820 0.6594 0.6649 0.7629 0.6703 0.7902 0.618 5 0.6403 1.000 0
KY 0.727 5 0.7520 0.6567 0.716 6 0.7493 0.7112 0.6131 0.6866 0.6213 0.686 6 1.000 0
MX 0.7629 0.7929 0.6920 0.7302 0.8338 0.746 6 0.6594 0.694 8 0.6676 0.7657 0.7629 1.000 0
Al 0.7357 0.7657 0.6649 0.6921 0.7684 0.6975 0.6267 0.678 5 0.613 1 0.7221 0.708 5 0.756 7 1.000 0
7Y 0.7302 0.7221 0.5995 0.6376 0.6812 0.6485 0.6322 0.5913 0.6294 0.7112 0.6322 0.662 1 0.6512 1.0000
HB
Br, G5SR LI 20 ST, SRGOLR UMY YN __{{E_%ﬁ¥
15 MX FEdh, GS 3% 0.833 8; K24 HB 55 XM X
at, GS 4 0.801 1; 703755 MP ZBAE— RN al
e S - \ (SN — CY
MOTH—3, ARG HIAFE R IR —R, Bor Gz
g P st # s o, GZ FES RMFE DY
a LAty SO, R 37, GS 4 0.7357; XY
ML PR B e i) XY 5 MY FESG, GS H 0.566 8, 0.62 0.67 073 078 0.83

SR T TR B R R s L 2 AR
24 SEMRNELZSR

DRIAE it R AT PR, ASHIEURE 12 Tk A
YIIEAT S e, ME SR 40 Hrp, SR

B EET R (3.685%), Mk ENT AR 3

(3.136%), HAKFIAMEET TR (1.379%), M5

N

ST TR G R R BE I 2w T 308 P

e (2.148%).

Bl 2 LU Nei’'s iEEEBEHENT TIKEEY ISSR BXE

Fig.2 ISSR dendrogram of plants in Flemingia Roxb. ex Ait.

et Ait. f. based on Nei’s genetic distance
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R4 BEENEER
Table 4 Determination of total flavonoids
FEdh BSEAE/% | FEGD R/ % | AR R %
MP 3.685 MX 3.136 DY 2.880
KY 2.834 MJ 2.461 YN 2.148
CYy 2.142 ZX 1.955 XY 1.939
HB 1.769 GZ 1.573 XM 1.379
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1/3 Fi, Fop AR ie s i FEAR AR BE AR, 3E A
SRR BT, AR ARSI R L
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