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1 MEEFE
L1 Rk
eSS A AR A9 A R aRE TR EEE
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RNaseA.dNTPs & F R R LB A RAF. 519
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Sy e .
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L2.1 PR W RERN AR H FZRIEK ik
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FAFAREGE 20 DNA; Kb HE 2. 0 F 4355 24 8 B K
TRVKFE N —T0°CLRTE 6 N H 403 3.0t R4 21 R4S
BUKFE N ACREERAT 5 40T 4.0 5 8RB B
VKA —20°C A AR AR AE, 1 A 5 SR U R 41 DNA; 4b 3
5. e BI VR B VKA N —20°C R R IRFF. 2 G
RBGEH 2 DNA; 43 6. IR TR W BMAE 5 M A
PREUEEH 4 DNA,
L2.2 AT HFZERH DNARROIE— 2
MREE RS W R CTAB ¥, 3ExF iy AT T34
PR, BT RN - (DB 0. 25 g Z2 45 i A AR e il
BHBEER R, N 2% PVP B BE B 40 K % & 10 mL TG EH
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BDEF L IMA TR 2 X CTAB 2% ¥ 3 mL, Il F it
2% pEiFk ., FFEENRSIB0K,65°CAKHE 1 h, 3]
R AIHOR; (OB B AR N E R INA SRR
S/ FIREER4 : D, B ETFEEES 1 min, 8
5 min; (3)ZEE T 5 000 r/min B> 30 min; K .0 f13ik
ANE B LEHEE IR E DG a IR
RIBRSR, 7E W B E S AT R i B I R B & 6 ) TR .
WF EBEREEN T —B OSSP, ISR E/ 5 EE
(24 = 1, EifENEAS,5 000 r/min B.> 30 min; (5) biEH
AFB—B0 I 1/2 RFH 5 mol/L NaCl, iR 4], &k
A RN, RS, ZEFE 15 min; (6)5 000 r/min
B0 15 min, # B (1D 70% Z BB ULIE 2 W VI HR
% 1.5 mL EP 4%,12 000 r/min &.0» 5 min, H/& FiE, %
TR s @R UITER T RNase A10 mg/ml) Y 100 pL
TE i 37°CAKIE 1 h; (DB B #0578 TE 3
T E AR 500 pL, 8850 50 pL f&FE CTAB/NaCl 1
500 pL MOBp = S04 ¢+ FER(25 ¢ 24+ D), EiENRS,E
JE#E 5 min; (10)12 000 r/min 0> 10 min, B_F & F
Ji—X EP &, ISR &5 ¢ BB 24+ D B
BAL,ZETEE 5 min;(11)12 000 r/min B> 10 min;
AW FEF 5 —3 EP &, A 1/10 &1 3 mol/L
NaAc(pH 5. 2)Fll 2 f5 R ) ToK 2.8, BiER A,
—20CH#E 1 h(w i REEK, AT R%); (13)
12 000 r/min& > 10 min, F FiE; (14 H 70% 2.1
VEULYTE 2 ¥K,12 000 r/min B.L> 5 min, R _FF, EE
T ADVLIEE T 100 pL TE, —20°CIRFE.

1.2.3 {4k CTAB 3L #2BUA M BKRS T i 56 41 DNA
Oris=)  WmTFAHE 6 FRES R —R 12 H3] DNA,
WO — AT A, AR R . (DEL 0. 06 g A£G
BT A R B CRrEE R Fr 0. 11 g Z246) FRAH O
4% PVP,0. 02 g HLYR IR B BE L Am A% . B 2 2 mL o
EP &+, A 1.5 mL i 2 X CTAB 2% wh i Cifs Fi st
2% B3Ik _FTEIERRA,65°CoK¥E 45 min, ]
RSB (O BU EP B I E %R, 12 000 r/min
B0 10 min; K FIERE A —3Z 2 mL EP 48, in%#{k
S « BB : D, BRE FTEFRS . FE3~
5 min; () ZE T 12 000 r/min B> 10 min; (5) k&5
AF—3% 2 mL EP 4,70 1/10 /& #f CTAB/NaCl } %
RGN : BREECL : D, ETFEHIENRES 1 min, HE
5 min, 12 000 r/min B> 10 min; (6)¥% FFE A B —F
EP &, IA 1/2 f&F 5 mol/L NaCl {847, Fn A &k
TR W) 5 B, BENR A, Z 1R T # & 15 min; (7)
12 000 r/ming.(> 10 min, 3 b (U0 52 68 F 25 3L g 3 4
BUEAE T5 — X B0 LD ; (8)70% LBk %
ULVE 2 W H B U T & RNase A (10 mg/mL) [
100 pL TE Zwpi H 37°C K% 1 hQE . L B TE
AJLLE RN E 200 pL, EVIER 2% F TE 5, F F

RNase A MFEMHE) . RTFAHS 1.2.2 R A
], FURTEA TR (10) (11 22 6] P38 fin— 25 B b 35, i 45
TRERROEY + &4 ¢ RIREEC2S ¢ 24+ DR, ®E—4
Vs R UTVE S, DR 7 B T 08 DR A7 5 B2 A £ [ 40 DNA
VR BERAR B UTIEUA T 30 uL TE, —20°CHRFF,
1.2.4 FEPN4H DNA M4 R ERN HAEREA
T S S0 S 5 B Ay 256 P 4 DNA ZE 5 4 260 nm FIJE £
280 nm Ak F) W WL, AR 3B ODygo / ODigo B 6 465 0 A 5
DNA F & B Fnik B[R A, R 0. 8 %0 1A B g i o B
(% 0.5 pg/mL [ Goldview ) #A7HLIK , TEREIR R G
RAR A M A F BEAR , B0 UE Fr 3 DNA (40 BF Kook B
1.2.5 SRAP-PCR=Ikill IR FRTE L RFH
FHEM R BB A S P 4 DNA AR, % A REAS 3
P2 DNA FIXUZE K H# B 2 2 50 ng/pL, LA SRAP #Ric
2147 (IE 5 5| ¥ Me7: TGAGTCCAAACCGGACG; &
M54 Eml0: GACTGCGTACGAATTCAT ) 41 & # 47
PHE, PIIRR NI R SRR 25 pL, & DNA 75~
100 ng,dNTPs 0. 5 mmol/L,Mg*" 2 mmol/L, . Fi#5]
¥14% 0.4 pmol/L, Tag DNA polymerase 2 U, 10 X PCR
buffer 2.5 pL,#MERAIKE 25 L. S8 LI E® K-
W . 94°C T AS P4 5 min; 94°C 28 ¥ 1 min; 35°C & #
1 min, 72°C #E4# 1 min,5 MEFF;94°C A5 1 min,50°CHE
P 1 min,72°C#E{# 1 min, 35 MEIF; 72°C #E/# 10 min,
LCHRFF. B PCR /=4 8 pL jil A 6 X Loading buffer
3 LT 890 FARAE 1 SR PR M T M e R DK ARSI
2 HRE5SW
2.1 SHMIL ORI 3 P 40 DNA F) 4 B

DNA IRz e H &R A 80 XU, X6 F i
FUR IR MSCAE F » ek BE A4 B AT L@ A I i ODsso / ODigo
Rl AT 1.6 DUIUERA Bri AR 5 A R R B AR N o
FIETTRER G T 1 o WEHIRE S A RNA, |
2 WAL AT 2.3 MRt R 5 e T i 3L 40 DNA ik
B 14 B T B 025 5 A0 B 4.5 SRt B 3L P 40 DNA
HHELAEE 2 R AR AR ERK. AH 6 fagrt i H
Tk — 3R P 20 DNA ¥ B 4l B 30 ARG , %o vk —
HATPRASE Orids =) W] 32 BUR 401 B 45 o (L iR B WG 1)
FEPI4H DNA,

x1 AEREHERNA DNA =Y 4 EiRE

Table 1 Concentration and purity of different DNA products

DNA T3S W sl

ey
Appearance of DNA

Concentration Purity

Sample
precipitation /(ng+ pL™1) (ODz60 / OD2s0)
1 TotiE 651 1.82
2 TotiE 617 1.86
3 T 6,33 623 1.78
4 TotiE 567 1.73
5 TotiE 532 1.77
6(HE—) IR EUIRE 29 1. 46
6(HET) A HAYIRE 356 1.64
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2.2 B HEOHGEE A LK E LR 4 DNA Fvk B

P 1R A R R UK T BT, A — A
SE) DNA 4574 , H TG B 3 M SRR FL S g Uil
PRI FL I 4 DNA 45 Rk BE R0 » 22 T /D s Ab 3 2,
3 HyE R BOGE N 20 DNA () B 3K i 5 22 B 5 et vt e
FIAEML, AR SR ER (L P 40 DNA 25 FIvR B B , 24
B AP 4.5 BT BB L I 2H DNA LUK 52
FEARER TR 688 0 i B IR U B SR U 5L [ 4 DNA 4 B
BRERERMK. A6 Kt —R B E
£ DNA 7 H 3K H R AS 21 588 55 B 52 1) 25707, Wk 4 5 %
J& AT LIS B ABOR F) 2571 » 1 B SR B 36 [ 40 DNA ¥
JE RNl R ARAR ARG . o P O ks T R B ) A B A e (L Mk
BERBAR AR 20 DNA,

¥ :M,DL 2 000 DNA marker;1~6:ZbBH 1~6 B .
Note: M,DL 2 000 DNA marker;1—6: Treatment 1—6 samples.

1 AHWEREZADNAKRNLER
Fig. 1 Test result of genomic DNA of pomegranate

2.3 SRAP-PCR ¥ #5 0

DL 1.5 pL ZEH4 DNA VBB 1T SARP ¥,
B 8 1L PCR P24 T 8 %% it A A5 1 38 7 4 Mok e ik FEL 3K
1 2 AT, O[] Ah 3 vk Y AT A5 B 3 1 MR 45
AR ERAR  IESC IR B FE P 4] DNA JRE T,
3 itig
3.1 BEAEEM A DNA 2Bk

ARG X E & AR B O ML (E IR T &R R
5000 r/min) K EHR B K 4 DNA J7 i (OF ¥ —) #47
THR, GER T, R 8 K 55O ML R R T %
BRAETTIESN e R ik S nT R B gl B R R i R 2
DNA, R CTAB %Rl B LHTFHEKEER
B URES.OML, IR &M A& B 5, — i@ B r LR E
FHARRS XA 7k — & SR B LML, BRI T
FEHH DNA RERBHAR A ZK

RERS T8 5 M B F 7 ik — 1R B 4 DNA ¥R B
A%, HAREUAEE I ZH DNA F 0. 8 %6 35 5 W5 1 H Tk
REASIN H ok , ¥4 5 RE R AT B BIBERI AW . I THR®
RERS T8 5 A R RK A T i ZE PR 20 DNA B $2 BT 2
W R TE ik — R BT TR O D,
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2000 bp
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#:M,DL 2 000 DNA Marker;1~6, 403 1~6 B .
Note: M, DL 2 000 DNA Marker;1—6: Treatment 1—6 samples.
E 2 7% DNA #) SRAP-PCR ¥ 1 E it

Fig. 2 SRAP results of genomic DNA of pomegranate
FEMALFEAEZFETNT . £— RAREAH#TE
SIBIFEE (L2 TE TR I B0 T X R i AT I ) o B b
TR TR F 5 B ¥ 40 /N A AR B T 4 e 0
HAEEHERTINA 4%/ PVP F10. 02 g HLIR M ER , & PVP
FRRT ANSFEEYRBEEL & KRR O
W LR SEERY, % b SRR, % PVP
ERENEMAG R LB . EFALBRAMNEN
R R RS 2 65 C AR IR vl b, JF L 2 5 2%
MRFESHRA) , FTA BB IR R Y LRI 4 DNA %
RN ) o R AR AR AR 5 56 =, 38 Y I RAR IR Wik &,
PRI B T 48 i e IR K 1R 58, 5 DL O A8 DU B 45 AL HUIR
0 65°CKIEAYED 10 min AZREERG 1~2 min 242 E T
BIRA), 2 J5 8 5~10 min F FEUERES) ., B 1k DTTES,
JRBOIRANT T 40 J 1) 24 5 56 0 , 76 TLv8 14 5 TR U O
J& » ULVER )5 , TE ¥l 2 n— 28, a2 250 pL, 3
VESE ARG A RNaseA, A FIl T2 41 DNA H
RNA JHAb58 45 56 1, 5 N BRULIE S5 3 — Ky = &
f5 ¢ S IREEAR 5N, PR Y TEK SR DLYE S , 1 T
FERSTHRAORAE I Fr 4R MR ZE R 20 DNA ¥R B2 B d0RE
ULVEW T 30 puL TE YW —20°CHRFF
3.2 JHTHEA DNA $2EUH) AR B RAF T %

RERS TR R Y AR T2 N 41 DNA $2 B2
BRATHY R R R M FEZE . SHAFET RS R
R IR A THRE R TR 2 it i DNA & Sl
TR, FHEAS AR THRE AR B RB1R
2 EFEBARA DNA, B L ER Y 1, A EEk#E RAPD
PG AR SN R AR TR IS R AR A,
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PR 40 1Ry L TC AR A 10 3 [N 4 DNA, {H 75 3R 24 Oy i it
B 1/3. BARZED ZEFE G BT ERNFRE
B R TR AR A A BB $ B 28 i B A R S fep
YA DNA, iR 45 R R, 53 etnt 5 A b, R
TFRARFER A A R84 DNA $2EU L8 R e, X
SREBO B RS » BT AR EC3 4 3 e v L 45 SR A A1 ) 32
20 DNA, T H 2Lt DNA 8 AR, 7T 35k 45 38 B
SRAP-PCR J"$8 &%,

ZARIEH 6 A AR I R 2 R B BRI 4 R R Y
FEPLH DNA, B 53t i 32 B0 4 DNA F ¥ FE A
tdg, —70°C 5 ACRAFA RN IR 3 41 DNA 6
BB 25, —20°CARFAE 7.14 d A B 3L 40 DNA & &
TR, BERR TR AR A 40 DNA ¥ B
ik HILA EGE AT 25 4 Feil st it ACARAE 5 d
FI—T70°CRAF 6 > H# R LB i a8t AR T ik
WA AR IR, —20°C R MR AR 14 d,
B SRAE I, VRS 4 7 R FE VR AR AR R O 8 L K
TR IR th s DA Aot (R4 BT AR T MR R A7 AR i th
AIATHY (I BB 3 [ 24 DNA R B B4 , SRAE i
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Effect of Different Preservation Methods on Genomic DNA Extraction of Pomegranate

CHEN Yun'? ,GAO Yuanging' , WANG Jilian'? ,MA Liufeng"?
(1. College of Biology and Geography Science,Kashgar University,Kashgar, Xinjiang 844006 ;2. The Key Laboratory of Ecology and Biological
Resource in Yarkant Oasis at Colleges and Universities Under the Department of Education of Xinjiang Uygur Autonomous Region,Kashgar,
Xinjiang 844006)

Abstract; Taking leaves of Punica granatum L. as materials, six methods of preserving fresh leaves were designed,
genomic DNA was extracted by improved CTAB method, the effect of different preserving methods on genomic DNA
extraction was studied. The results showed that the DNA extracted from leaves stored about 6 months at the —70°C and
5 days at 4°C could get the same high quality comparing with the fresh leaves. Genomic DNA also could be extracted from
sample stored 7 and 14 days at —20°C,but the concentration was slightly lower than that extracted from fresh leaves.
However,DNA from silica gel-dried sample was not obtained by the same way. After optimization of the DNA extraction
method, the high-purity DNA from silica gel-dried sample was got, but the concentration of DNA were about 50%
comparing with fresh leaves. Genomic DNA extracted from samples preserved as the above-mentioned six methods could
meet the demands for SRAP amplification. Clear and perfect SRAP amplification patterns were obtained.
Keywords : Punica granatum L. ;preserved methods; DNA extraction
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