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Study on a Rapid Extraction Method of RNA from Apple Bud for RT-PCR

ZHANG Li-sha et al  (College of Horticulture, Agricultural University of Hebei, Baoding, Hebei 071001 )

Abstract [ Objective ] The study aimed to establish an effective and rapid protocol for RNA extraction from single apple bud, which was be-
nificial to subsequent molecular biological research. [Method ] RNA from apple cultivars ‘Starkrimson’ , ‘Gala’ and ‘Fuji’ buds was extrac-
ted by modified-SDS method, and RNA was detected by formaldehyde denaturing agarose gel electrophoresis and RT-PCR. [Result ] An effec-
tive and rapid RNA extraction protocol was established, which could be completed in 2.5 h. RNA extracted through this protocol was detected
by RT-PCR and an ideal target fragment was obtained. [ Conclusion ] The method is stable and reliable, and suitable for RNA extraction from

single apple bud.
Key words Apple bud; RNA extraction; RT-PCR

HHHLUS RNA FIRIEH T FAEDFHRNEER
B2, BE AT I ESAR YRS L 2 F PR ST R B
A SERAEN BB RRR, X AL L 3 FOLE RS
WHTHEIT . X TRF RSP RNA RBO07 2t A RAH
[, YR RNase B 2RAL B W) E R BRI EREEREF
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1 FREFE

L1 #8 S5REEFMMOEFLE B EL 34
I (Malus domestica Borh. ) ShFb I ZE, BLBAZE SR E,
BEAWG -70 CREEH.

1.2 RNARRFGZE BASREENATFETIRAN
ZBerh, RS, TOEREA 1.5 ml B0, A ERT N 65
CHIFL 10 min B 0. 6 ml IFELFE ¥ (150 mmol/L Tris-bo-
rate,50 mmol/L EDTA,2% SDS,2% %3 Z. B8 K 53 M
FR#y PVPP, FAFRIZIES), /MRS F 65 C/KH 10 min;
BEMA1/11 KFH 5 mol/L CH,COOK (pH {E 5 6.0) .1/4
AR -20 CHERSHITTK Z B BRRIR S, BEMASF AR
15/ RUREE Q4: D) , IRREERES), 4 C4&4TF 12 000 r/min,
BYL 10 min; R EEFHEOE D EEME K. LF
BHIMASHEBR YRR, ZIR T IR 10 min, 4 CHHET
12 000 r/min B0 10 min. JIEAEE DEPC /K&, TIA
1/3 f&FH LiCl (8 mol/L) , fiff LiCl £k B~ 2 mol/L, —20 C

ESWA
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e B KA F A 4R B (C2007000448)
REF (1984 - ), ThBFZA AEHREL HRF &:
RRR B TAEDE. «BiRAE.

I EE 2009-04-28

YLIE 20 min,4 C&HETF 12 000 v/min, B0 20 min; F_FE,
70% Z.BEEYRDIE  THBE TAER BT in 10 pl DEPC /K58
LVER -

1.3 Ek#EN RNA JFE SRA RNA ZEHR Ik
RNA &, OREBHI%. FRELO0.4 ¢ BiIERE, AA37.6 ml 1
£ MOPS 2B ISR EREIRE] 60 °C, A 2.4 ml 37%
MHER IRE395), BIABIKE P HE . @RNA RS .
I FREGE YR (10 45 MOPS ¥k 0. 1 wl/pl, BV BERKO. 68
b/l FEE0.22 pl/pl, BB EB) , B 1 wl RNA 13 pl HA¥
S IRATE 65 CHngh 10 min, KEREF A SRS #E 5
V/em BUHLETT Bk 40 min, £55R BT -

1.4 RT-PCR BUI pl RNA, BJ oligo dT (15) 5| ¥)3fT
S, 1B AMV R (promega) BB BT IR
HSRAFEIN cDNA JgBEIAR, $EFT AFL2 ZER B B ke D™
3™, PCR P4 HEAT 1. 2% SIS RHEE R P vk A

2 4REHW

2.1 FERFY RNA fREVRER&ET ARk R A SDS
PR 3 NSESR AP ERZE RNALHU 1 pl BRREU RNA 34T
1% BEAEEACHEEE e H Ik SR 1 iR, i FEZEZ RIR/)

285 i
~ 185 rilh

e 1.2 ABA R34 AEH,5.6 AEL. FH-.

Note:1,2: Starkrimson; 3,4:Gala; 5,6:Fuji. The same as below.
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The agarose gel electrophoresis results of RNA
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Note:1 -6 are potato samples.
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Fig.6 SRAP amplification bands of EM4 and ME4 primers

FIEREIER R A=Y, SRR B R Mg SR
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BREY WAL R LR, N SB G BT » T
N5 RS Y SER M SR R R X, R E %
FEOR
BB I B4 K 78 ¥ SRAP-PCR R RLAA R 2
B DNA 1.0 pl (50 ng/pb) S LaqBE1.7 pl ATOREIE /b
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&5 FBRNA WA PORE . ABE BRI B RNA
ZOHTTEIN N R BUA 2 T5 S, 28S rRNA B ZJJR18S
rRNA f2 £, RNA SEABA R MMREA 2R SX
TTEE AR RNA IR .

2.2 RT-PCR FIFIFHEH RNA SpBAR#AT RT ~RCR
BRL P 1. 2% DRAEMIEE B P ok BEATAGIN S5 SR ] 2 BT
e LRI EE TR AT RNA SO LAG B cDNA SR
FRE3 B 25 700 bp By AFL2 BRI Re 54570 Ui B BT R B
RNA 8B /£ RT - PCR RE.

L 1 i 3 1 ] b

1 000 bp
I b
750 bp
S0 bp
250 bp
10D bp

¥:: M 25 DI12000 Makero
Note: M stands for DI2000 Marker.
2 RT-PCR F=#I3RE MR IR 4R
Fig.2 The agarose gel electrophoresis results of RT-PCR prod-

ucts

1.5 wl (1 wmol/L) x2,MgClL, 2.4 pl 25 mmol/L) , NTPs 0. 6
ul (10 mmol/L) , 10 x Buffer 3.0 pl, ddH, 0 18.3 pl, SAELN
30 pl.
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