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Comparison of Three Optimized Method for Isolating Total RNA from Grapevine Tissues

SONG Yang-bo,LIU Yan-lin, GENG Wan-gang
(College of Enology,Northwest Agricultural and Forestry University, Yangling Shaanxi 712100)

Abstract:In order to choose the best optimized method for isolating total RNA from grapevine tissues, the effects of

optimized SDS-phenol method, optimized CTAB method and optimized Trizol method were compared by isolating total

RNA from the grapevine buds,leaves and ripe berry skins. The results showed that quality and high cencentrition RNA

were harvested by the optimized SDS-phenol method and the optimized CTAB method and the two methods are more

suitable for RNA isolation from leaves and buds. At the same time,quality but less cencentrition RNA were gotten by the

optimized Trizol method,while the total RNA was still enough for further research.

Key words: grapevine; total RNA; isolation; optimized SDS-phenol method; optimized CTAB method; optimized Trizol

method
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pH 5.8) , A REZF i F 85 55 2 MSB B INA [R) ¥R B 19
6-BA(0,0.1.0.2.0.5.1.0.1.5 F1 2.0 mg/L) 5 NAA
(0.5.1.0 #1 1.5 mg/L),i% 21 MAE .3 WEH ;K15
FEHEH MSBH0. 1 mg/L 6-BA+0.1 mg/L GA, ; R 15
FREN AR IR A MSB #5555,
L2 R®rk
L21 ¥BEXEE MFER.70% BRI 30 s,2%
WEBRN 0. 1Y% TR AN 15 %63 S Ak & 40 3 b P 3% 1 K
P 10 min, TERK Wk 4~5 K, THEIEAM TR ImK 5,
R TI R REFIE(MS B35 3L, R AR, 54
R QTEDC,RHBEREE 3 000 1x, Y6 W] 16 h/8h, 4
AAbER 40 RiFPF,3 IREH .
1.2.2 BSAEHFMME B 3~5 d HIRM L EEE
MER, TG TAE G R BRICHE W 7, B e &
T TRABFIEE, A —  BAFFEIRERE LiF
SREFMME., EHWIEIMER, G A E LR,
1.2.3 BERAEHFMEMAER KIMEE AL
BAREFY T, BMEIRNEF MK EEFE F4kse s
., FLEEEEE 3~5 cm Bf, B HERY T 83804
WRIEFREE b LS EAM R QTEDC, BB 3 000 1x,
JEE 16 h/8h, 2 AJE Gt AR .
L2.4 FAMEKNIEEBER FAERLE—EK
BAKEE, s 0, BUR AR B RKER B
BRI T E, BT HRAKFEESR 3~5 . BHRAR
JERE IS H B 3 L(V/VIRSHFE P, FHE
BFEEEHERENHEETHBHRERH, FIH IBM
SPSS statistics 19. 0 # 4, 3% F Duncan F1 LSD X FF15
BRHANETHS 4R H17 1 E 7 2508 (ANOVA) ,
EZR B EKFEH 0.05,
2 HRESW
2.1 FFiEdE

M 1 AT, 3 FHEEFIALTE T M SME R TC5 L .
Her 15% HO 4B 5 FPF R ZEFR N 92.26% ;2% Na-
ClO kbHJ5 % 2E %R K 91. 77%;0. 1% HgCl, Xt # F ) 45
FIGK, RHRRAR, F 90. 21% , 7114 35 500 % & I b

FRHBHURFAEESR, HP,15% H O 43 2%
NaClO 4bFE 2 B8 B 250, 1% HeCLANE 15% H, O,
W3 2% NaClO b E R B ¥, EHBLEF LN,
15% H, O, T4 73 Ff I Fh 7 152 75 2 W 85 77 32 1 , AN 45
8k B 2% NaClO 1E R IH F R, BRI & &R
70% B 30 s+2% NaClO 10 min+ TG B 7K Wk 4~

SR/
*1 3 MEFIAF N ER"#F
HERRALLE
Table 1 Comparison of seed sterilization of melon cultival
‘Queen’ by three kinds of reagents
A RER EHR
Reagent Germination percentage/ % Pollute rate/ %

0.1% HgCly 90. 2140. 62b 0
2% NaClO 91. 7740. 80a 0
15% HaO2 92. 26+0. 82a 0

HARRFRFRE SYHKF 2R, T,

Note: Different letter indicated significant difference at 5% level. The same below.

2.2 4R E 6BAXAETHFHEM

BRF R KB, T SME KR 9~10 d J5 , ¥ E b FF
WA A R/NERBUNE, 20 d 2 A TE ALK H A
AZFE 1B, B3R 2 ATHL IR FEIVEEE 6-BA, TR
FEFIFEFRTE P<0.05 KF EER7BE AREE 6-BA
R EAREF B F. BL MSB+1 mg/L
6-BASEFRENA ZFFE R, 35 8600 . FEANENINAEAT
W MSB 55 37 Z v, F I SIME A 7 52 S0 R b — i AT
IR HIFZR, 3 HEARAE KK, 2 AR, TR EH
A X R 6-BA X5 3 MM AL TR E 2 L B LT
9, {524 6-BA VB R AT , SR BB AL LG ™ 5, P2 A AR
FE B R AN, A A LU 2 I B R REAIR .

T oA S o AR B B AR B4, 7t Sb
FEAR I BRE b CRE L AR ) U] A AL B S KRB R A |
R B RE L B —HR AR TR RE 2 1) SN 1A 35 76 3 4
Ui AN 2R A THE A AR D BULP A A A H 4

MAEZ .
*2 6-BA Xt 8 KA F“ £ R 1 F it
AEFFHEFHHIT
Tuble 2 Effect of inducing buds by 6-BA from
cotyledon of melon cultival ‘Queen’
— 6-BA REFFERE PR EFRYSMER

6-Benzylaminopurine Percentage of Average number of

Number of medium

/mge+ L1 shoot induction/ %  shoots/explants/ %

1 0.0 0. 00+0. 00e 0. 00+0. 00g

2 0.1 35. 00+4. 08¢ 42.9242. 13e

3 0.2 41. 67+1. 89b 51. 98+1. 84d

4 0.5 75. 00+4. 08b 88.14=+2. 15b

5 1.0 86. 00+5. 35a 106. 01+3. 43a

6 1.5 68. 00+2. 16b 78.03=+4. 78¢

7 2.0 25.00+4. 08d 33. 33+2. 90f
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f# 3 Al A, NAA {2 & H LU TE B, (HBE &
NAA ¥ B F38 0, B B AL B 5 = 5, H- 9 A 2 2R i 7
A, XA 6-BA Fil NAA BE 317 07 224047, 45 5
EW R HEAEFAAREZ,P>0.05, BN NAA 5§, NEH
HIESEHREL. TR NAA 57,1 mg/L 6-BA 15
IR FAREZENR AR R 15 0%, X NAA WRE R
0.5 mg/L B, RN & 3 1% 5 3 % J& K, 76 3.00%~
5.67%.,

x3 6-BA 5 NAA HEXMHR“ER"FMH
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Table 3 Effect of inducing buds by the combination of 6-BA and
NAA from cotyledon of melon cultival ‘Queen’

RS o A AR
6-Benzylaminopurine  1-naphthlcetic acid Rate of inducing
Number of medium
/mg e+ L1 /mg e L1 buds/ %
1 0.5 0 76.67+7. 64b
2 0.5 0.01 66. 6742 89bcde
3 0.5 0.02 70. 00=45. 00bed
4 0.5 0. 05 60. 00=45. 00def
5 0.5 0.1 40. 00=4-10. 00hi
6 0.5 0.2 48. 33+17. 561gh
7 0.5 0.5 5. 0045. 00j
8 1.0 0 90. 674+5. 13a
9 1.0 0.01 76.33+5.51b
10 1.0 0.02 76.00+1. 73b
11 1.0 0. 05 73.00+3. 46bc
12 1.0 0.1 66. 67+5. 77bcde
13 1.0 0.2 60. 00=410. 00def
14 1.0 0.5 5. 6745. 13j
15 1.5 0 67. 6744. 04bcde
16 1.5 0.01 63. 33=+5. 57cde
17 1.5 0. 02 61. 00+ 3. 61cde
18 1.5 0.05 56. 67+2. 89efg
19 1.5 0.1 46. 67+5. 77gh
20 1.5 0.2 34.3345. 131
21 1.5 0.5 3.00+2. 65§

AL, NAA i &IOR8 28 404 2L A BR 8 A 9 il 4
JE It Rty 2 i 8 T A O S T A I
“BIFFHES AR FRIRGE IR 6-BA JREBWEE N
1 mg/L, R¥HN NAA,
2.4 REZFMMMEMAR
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HEEFFE 1 ORBEERHE 1 H,
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Fig. 1 Regenerative process of cotyledon of C. melo L. cv. *Queen’
Note: A. seeds in the 1/2MS medium;B. Regenerated shoots after 3
to 4 weeks in regeneration medium;C. Elongated shoots after 1 week in e-
longate medium;D and E. rooted shoots after 2 weeks in rooting medium;
F and G. regenerated plants transferred to perlite and vermiculite or soil;

H. regenerated plants transferred to field.
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Establishment of Regeneration System for Cucumis melo L. cv. ‘Queen’ of Xinjiang Melon

ZHANG Tie-gang,NING Xue-fei, WANG Xian-lei, LI Guan
(College of Life Science and Technology , Xinjiang University, Urumgqi, Xinjiang 830046)

Abstract: An efficient and rapid regeneration system of thick-skinned muskmelon had been set up using cultivars ‘Queen’
cultured in the mediums with different hormone combination of 6-BA and NAA,GA; or only 6-BA. The results showed

that the MSB medium containing 1 mg/L 6-BA was the most suitable for inducing adventitious buds with a average rate

of 86%. The medium containing NAA was not favorable for the induction of adventitious bus. Adventitious buds were
able to enlongate on MSB medium with 0.1 mg/L 6-BA and 0.1 mg/L GA;. Regenerated shoots were rooted on MS

medium without plant grows regulators with 99% success rate.

Key words: Cucumis melo L. cv. ‘Queen’ ;cotyledonary; adventitious buds;regeneration system
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