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LG001 ARt LGO13 0,
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LG007 AR LGO19 0
LG008 A, LG020 {ECh
LG009 HEfE LG021 {e2E)
LG010 A LG022 #H
LGO11 AR LG023 - {=ReA
LGO12 HEfE

1.2 ik

L2.1 FEEEmAE & & miaE

AR R s T i VR i i bl 3 A
2 23 (PRI G & & 1

Rt & & 1=

EEHER R 100y
Hor W H i 3T o () i 2 A/ N T 58 S 1 G IR
ORFHIT90 JaFRE s 5 B () 52 FH 65
P B AR (a4 3 2 E4C, S P E D)5 .
ks 8 () i L HEPREEAG
1.2.2 DNA AJ$EI

A HEEAT R 30 RL, 28 45 d B R RV 10
em ZE AT S FREL 2. 0 g S B 8 20 R R R T
J& R SR 1 CTAB 329 $2H DNA, H 65°C4#2
HITER A CTAD WAL 48 i (NaClL i Ik B2 700
mMD) , G477 5 SRRl 4 IR ETE) . 22 RNA g1k
—20°C i F N EEDTTE DNAGRPK_EUTEE 20 min) ,
702 LFER G - ddH O % . irs DNA FEA
22 Nano Drop2000 Il 5 ¥ & . 1. 5 %0 Bt iR b e I H
VKRG I B PR A o & 5 A% JE . T ddHL O #i BEE) 10
ng/pl, —20 CHEAE A5
1.2.3 RAPD ¥4 Hiyk M EB 4ufn

RAPD 5|4 8 BV R/ IMEY) . 7E NCBI £ 72
A B R AL AT A5 B AR K /hEE K
TS GRS ENRG R, [/ ARAED I i
[ 256 4~ RAPD 5#yh L gt th 34 918 2620 1
W7 E 1 RAPD 514, i B TA (R 2)

X2 RAPDS|¥IFFIER

RAPD 5|9 JFHIfE R 1Bkl B2/ C RAPD 5|4 FPoifE R B KGRE/C
RAPDO02 AGTCAGCCAC 31 S28 GTGACGTAGG 31
RAPDO03 GGGCCACTCA 33 S32 TCGGCGATAG 32
RAPDO04 AATCGGGCTG 32 S39 CAAACGTCGG 32
RAPDO5 AACGGTGACC 33 S43 GTCGCCGTCA 34
RAPDO06 AAGCGACCTG 32 S44 TCTGGTGAGG 33
RAPDO7 GGTGACGCAG 32 S55 CATCCGTGCT 32
RAPDO08 GGAGGGTGTT 32 S71 AAAGCTGCGG 34

S1 GTTTCGCTCC 33 S78 TGAGTGGGTG 31
S2 TGATCCCTGG 31 S86 GTGCCTAACC 32
S3 CATCCCCCTG 32 S91 TGCCCGTCGT 34
S8 GTCCACACGG 32 S93 CTCTCCGCCA 33
S10 CTGCTGGGAC 32 S94 GGATGAGACC 31
S267 CTGGACGTCA 32 S99 GTCAGGGCAA 32
S18 CCACAGCAGT 32 S111 CTTCCGCAGT 32
S20 GGACCCTTAC 32 S112 ACGCGCATGT 34
S22 TGCCGAGCTG 33 S135 CCAGTACTCC 31
S27 SAAACGGGTG 32 5263 GTCCGGAGTG 32

PCR . W #& & . fii § BIO-RAD S1000™

Thermal 344, 10 pL. AWK F : 30 ng DNA 4
M, 1. 0 pl 10 X Taq Buffer ( Takara, Dalian,

China), 0. 8 uL. ANTP 2. 5 mM (Takara, Dalian,
China), 0. 4 pL. Mg”" 25 mM ( Takara, Dalian,
China), 0. 1 pL. RAPD primer 20 uM (Sangon,
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Shanghai, China), 0. 1 plL rTaq enzyme 5 U/pL
(Takara, Dalian,China) , # ddH.O % 10 uL., PCR
SRR ¥ 2 (94°C, 3 min) AR PE, [(94°C, 30 $) 4%
PEs (¢ °CL45 IRk, BiA TS 2, RAPD 519
TME; (72°C, 2 min) ZE{# ]34 IR, 4k 25 4iE i
(72°C,10 min), 4°C, £ 4¢. ¥k X EB e fa. &
L. 5 0B IRMBEIRC FBL VK - 15 min EB e, RS 5
HMT IR G5 IR B Fr 0 s A5 B
1.2.4 RAPD BAE0Hr

RAPD RHE3 2L 23 4y B0 RAPD #r
CE R ECIRTE Gt a5 RIE b BT A 33 250, R LA
ISy, Microsoft Excel B 5 . 25 Ziiic o 1.3%
A MNIE N 0, 4% UPGMA R 53 #1 1 Ntedit
FAKE NTSYSpe2. 10e F2 734 44 73 i £x
i R R R R EE.
L2.5 wabe. glYiit K

TR FF T2 A (1050 bp H i B DNA/#
fk PMD-18T) 5 Al 7 DH5a B 25 40 g of
3878 LB R (& 100 pg/ml Amp) b Hk3EFH
PERL e RE TR VR s 28 PCR(MI13 + /M13-5 | 1) K
WG A% IS 2% b AR T e . ARy &5 2R L A ]
Primer5. 0 # 4, % i1 51 ¥ F. TCTGGTGAGG
GGAGTCACA, R: TCTGGTGAGGCATGGTGT,
K] TD PCR 2 7 %) 5 B0 i & & hn id i 47
YIE

2 ERE5HM

2.1 BRI AE & BT

PG & R AR HPLC 3 %
AP RN X B Tk A AU R R R IR
WA, H AT = (8 5E A 800 A6 I 8 B T s
TENTB . MY EER 2. D, @A
(DRI 3) 23 fr I SO i & 2 a4t
) HLfRT B AR RS . 38 3 AT, 23 iR
PR IR IS & B 7E 1. 728% ~8. 994 % Z [H]
LGO13 J2ixX 23 i {12 35 20 o s il g 5 o fe e 119
fi R, IR 8. 994 %6, 23 ATl B VR 1 SF- Y (E AN R
3. 47%, H o, LG013, LG010, LGOO1, LG023,
LG005,L.G015, LG007, LG017, LG006 3% 9 A4~ fit
T R RV R B R s O 3. 47
Al BES B S0P T R UE A G, 23 bR
B4 IV TR e R T 235 R Sy VR b B S R e
VR AR 5T, SR R A 3 R T S A B
i

®3 HAERMEHESEFSL

%5 Jii g 7 i/ o Gi's MRS/ %
LGO13 8. 994 LG009 3.279
LGO010 4. 693 L.G008 3.106
LG001 4. 444 LGO11 2. 946
LG023 4. 154 LG002 2.910
LGO005 3. 885 LG022 2.730
LGO15 3. 865 LG021 2.610
LG007 3.777 LGO18 2. 504
LG017 3.766 LG004 2.425
L.G006 3. 569 LGO19 2.243
L.G020 3.316 LGO16 2.241
LG003 3.295 LGO012 1. 728
L.G014 3.279

2.2 RAPD AREAT

o EER/IMEY) 75 NCBI $508 2 i Icf 8 02
A RS B MK N KRS GRS B 1%
GERAT L RARAED ML IEF Y 256 4~ RAPD 5|4+
e 34 N HE A FRE Y RAPD 54517
RAPD 7p#r. FIH] 34 D285 B RAPD 43 Fhr
10 GG 405 280 R B F3 R RAPD 43
Fhricy s 11 M8 B, Hp 78 S 51410
AN LS S L A 1 s, BB 400 2SR
Bt Ay 292R 1050 bp, LGO13(23 AN WG &
i 8 99V TEMAM A FE AT e 22 My
AESA) A A A 2. (8 0 o1 i ) & Takara
MiniBEST Agarose Gel DNA Extraction Kit Ver, 4. 0(Cat
£ 9762) Rty BB TEIAC, H Tl I ARSI 7 45 5 1%
it 8] ¥ F. TCTGGTGAGGGGAGTCACA. R:
TCTGGTGAGGCATGGTGT RIRAE R4 B Mg
PRI FARIC.

B 1 S44 515%F 23 s BibRie 45 5%

2. 3 FhST [ SR S o0Hr

RAPD frid R 45 L K b . RAPD & A L &R
B, HARE Ry 0. 55~0. 96, Hod LG019/1.G020 #
BUR AN AR, SR B R - 15 8 0. 96, SR A UPGMA
(Unweighted Pair Group Method With Arithmetic
Means) B2EHrE . L 0. 75 AL AHAL 2R 500 bR 1
¥ 23 PR B IR 0 5 KGR D HF TR
45 LGO12(H [ €8) . LG004 (B8 5 5 11 2K a5
LGO13(# [ 1), LG015 (B3 1), LG023 (i [
) LGO07 (A 1), LG009 (¥ [ 8) . LG014 (i
), LG002 (% [ £4) , LG022 (# [ £4) . LG005
CGE# ). LG003 (¥ [ t8) . LGO16 (TR % ) .
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2.4 Sy FhRic S g R T

FIFH F F #5149 F/R (F: TCTGGTGAGG
GGAGTCACA, R: TCTGGTGAGGCATGGTG),
fifi F§ Touchdown PCR X % B I i A 25 MR 9 43
FHRICHF T 4, 25 L £ W] LGO13 44 600 bp F 57
PESRAT HE 22 (B A S 4 (B 3) . X
Al g 5 G & % VAR OC , I AT AR i A R S
PSR, F/R AT % 5 Pl 45 5 & R IS e
R EHR 0 2 TR E

Kl 3 F/REIWEE 23 il e )

3 & it

-~

ARWFFEFI A 34 4~ RAPD 5147, %t 23 £y ik
SR ST 8 L Z A5 BT R AT UPGMA 2843
B, LA 0. 75 8L AR R EOh bR R 23 P
UK A 5 K XAEE R 23 )y Bk
U0 T 3R T A — B, A 35 BRI T 5 A DG 5 B
Fomt. LGO13 JRylfig & & i ik 8. 992,k 23 ik
TR SR N B e s 1 R CE3{EACR 3. 47 0)
Hor 7% e 45 R LGO13 4 600 bp 574 4%
o AT R & R R R R A e R R
RG> F Y0 o AHICEE BRI AR TR 1) 27 4 47
e F2 AR SR Y i — 25 S, A B L E i
F/R 514Y1E J A 58 S R g MR 1 4 F 255
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Abstract: Job’s-tears, which are the honored as the “king of grass family of the world”, can be used as
medical and edible plants. Especially, the neutral grease, major effective component in coix, can be used
as auxiliary anticancer medicine and has been approved for phase-11I clinic by FDA of America. Here, this
paper analyzed the genetic diversity of 23 coix germplasms from varied geographic sources by using 34
RAPD molecular markers with rich polymorphism and obtained 405 polymorphic segments; according to
the UPGMA clustering methodology, 23 coix sources for experiment were divided into 5 categories and the
classification result was consistent with the geographic sources and germplasm genealogy. According to the
identification the coix embryo grease molecular marker, it is found in the detection of embryo grease
content that the average of 23 germplasms is merely 3. 47% but the embryo grease content in 1.G013
reaches up to 8. 99%; meanwhile, the fragment with a length of about 1050 bp is the excusive strip of
LGO13. After identification of clone and specific primer, the result shows that 1.LGO13 has a specific
representative strip in 600 bp and this can be used as an important basis for the variety identification and
intellectual property protection.

Key words: coix; embryo grease; molecular marker ; RAPD; genetic diversity
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