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Abstracl To explore an easy, rapid and economical approach for extracting rice (Oryza sativa L.) genomic DNA for SSR (Simple
Sequence Repeat) analysis, half—grain dry seed of rice Shennong265 is taken as tested material, just one step was used for cell lysis by
SDS buffer, and the operation of RNA digestion was integrated into protein extraction. During this process, the SDS conen was 0.5% (W/
V), water bath time was 10min, extraction with chloroform/isoamyl alcohol was used. High quality genomic DNA from rice seed was
obtained simply and quickly. In this paper, the results of agarose gel electrophoresis all showed that the purity and integrity of the isolated
DNA were satisfying; the amplified bands were clear as well as good in repeatability and stability, indicating that it can be used in SSR
marker analysis. This is a time—saving method for extraction of genomic DNA, and can be effectively applied in genetic diversity analysis
of rice seed and marker aided breeding activity.
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A 5% T 241t
1.2 DNA B 7%

(1) B 1R KRG TFp 7, 5 WA 2 R X055 1 i
oy, WUV FLEHE 43 iy A 5238 IR B30 43 7 =00 F s+ 08, vl
T RZE B HABSC R ), AT R S i i )5 R
F 1.5mL B 04 T, A ImL 60°C Hi #4 ) DNA $2 B
(200mmol/L. Tris —=HCI, pH7.5 ;288mmol/I.  NaCl ;25mmol/L
EDTA ;0.5% SDS(W/V) ;2% B-5i3 L BE(V/V ) ) IR 2] ,60°CK
¥ 10min, 48 % 2~3 K,

(2) K45 5, 120000 /min B5.L> Smin,

(3) HU800pL b W5 e AGHT B B8 0 A8 DA S5 AR AR &
SICEE(24:1) R4 457 ,12000r /min B0 Smine

(4) HL600pL |- 75 W% A BB O A 2 5 1R
—20°CH ¥ 1 Jo/K L BE,-20°CF ### 1h Lh L,

(5) FH KW T 2 PRUCEOR DNA UI0E 2 5 — B s 0 4
W R 759% BEDE S — X

(6) ¥ THESG L XTE, mA 200pnL TE (10mmol/L
Tris—HCl, pH7.5; 1mmol/L. EDTA [l % DN A,

(7) #1559 DNA ¥ % 12000e/min 5.0 Imin (i T 78
DNA PSR b B AT AT 70 5 B AR, B DN A UiE
TR RE S A L I AN BB R I, WOz S
DNA 4385 ), 13E W Bk DNA B, 4°CIA 7R H
1.3  TEfig #EE B EE k4 U DNA RE

W B 8l DNA U, I 2l b FEZE i, B3 K 5V/em,
TRAL 58 Yt |1 9o3nt s WHEE 1 F kK DU DNA it | HLjk 2550
FEBE RN R b AR E SR
1.4 SSR¥ HE MK FR

BRI 30 0 S HR O Y Y 2 A B AT A 4 X SSR B

SEIERCE & TECHRIILOGY AEYIER

Yy (R A TAE W TR AR 55 A BR A ®/l6 B T 474 .

RM19 (Forward: 5" —CAAAAACAGAGCAGATGAC -3,
Reverse: 5'—=CTCAAGATGGACGCCAAGA-3")

RM169 (Forward: 5'~-TGGCTG GCTCCGTG GGTAG CTG -3,
Reverse: 5'-TCCCGTTGCCGTTCATCCCTCC-3")

RM232 (Forward: 5°—CCGGTATCCTTCGATATTGC -3,
Reverse: 5'~-CCGACTTTTCCTCCTGACG-3")

RM289 (Forward: 5° —TTCCATGGCACACAAGCC -37,
Reverse: 5°~CTGTGCACGAA CTTCCAAAG-3"),

SSR ¥ #4 J2 W & 20pL, 2 45 :10xPCR buffer 2.0pL,
Mg *(25mmol/L )1 2uL, ANTP (2.5mmol/L)1.6uL, IiFE [ 54
(10 mol/L)1.0pL, JZ 18 51 4 (10wmol/.)1.0plL, TagDNA 3 &
fitf (SU/ML)02uL DNA # # (25ng/ul)2.0uL, K # ddH0
11.0uL,

PCR SR F2 5 :94°CT A8 M Smin ;94°CAS 74 30s ,55°CiE K
30s,72°CHEMH 1min,35 MG 5 ; 72°CHEMH Smin,4°CLR AT,

P17 WAE 6.00%7% P 5 TR M 0k Fcat e 1= v ik, 42 SR 8]
O AR Y JE I AR

2 HRERH
2.1 DNA 4 fik Bt 145 R

MIE T AT LA, SRR DNA RS HLK 5 2% 2006 I, 5
SERE I — A O R B AR, BT A R K A BT R
TR A 2H DN A i 800, 6 DNA B fi, T T JR%E SSR
3T o

Bl 1 DNA #F i BY 30 5 ¥ 5 R i ik 1 s R
Fig. 1 Agarose gel electrophoresis results of DNA samples
i KIE 1~4 AR 265 F# F1REUAK DNA; M 4 Marker DL2000,
Notes: Lane 1-4 are DNA extracted from the seeds of Shennong
265; M is Marker DL2000.
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Fig. 2 SSR amplified products from rice dry
seed using primer
7 :kiE 1~4 5 SSR 5|4 RM19,RM169,RM232, RM289 #) #1445
£;M 4 100~1000bp ladder DNA,
Notes: Lane 1—4 are amplified products from RM19, RM1 69,
RM232, RM289; M is 100—1000bp ladder DNA.
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LKA 2 B2 R0 7 b kL 54T DNA 4250, R SDS #
WORHEAT — A0 24 0% , 1% RNA Y 25 BR300 Bl A fl 42 5 e
SDS W R 0.5%(W/V) /K& 10min, 07 /5506 Bl £2 , A
A7 AL PR M3 A5 S KRR DR 4 DN A Bt AR JC Fi TS
M2k J W, IS DNA 4l 58 B vk . 55 4, SSR 43 ik
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