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; 4% B- ),
1 min;4 G 12 000 rpm 20 min. @ .
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20 min. @ . 0% 2,
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10 min 2 mL RNase , 10M
LiCl 3M,4C 547G 12 000 pm
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1.4.1 ¢DNA 50 11
RNA ) ThermoScriptTM
RT-PCR Systems . —20C
1.4.2 PCR 2 ML
. 50 ML , Cim-
ETR1 ( 5'-CTACTCTAGATT-
GCCATGGAGAACTGTT -3, . 5“TGACG -
G ATCCG ATATCTCTCTGTCTACT -3) PCR
. PCR T 2min %C 05
50C 405,68 °C 2 min, 35 ,68°C
10 min. PCR 1.0%
2
2.1 RNA
RNA OD26/ ODeso 2. 0,
OD2xo
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2.2, 1 , RNA  OD:o/ ODm
1.9 . ;
KAc RNA,  ODzso/ OD23o
2.0617, RNA
. RNA, 64.48 g/ g.
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Table 1 Spectrophotometer analysis of melon total o , 2.3 kb
RNA by different methods cDNA ( 2, RNA
ODxso/ 0D/ Yield
Method o
OD20 ODx3 Ity gl
1 1. 8964 1. 0163 67.75
Guanidinum  isothiocyanate
method
Il 1. 9405 2. 0617 64. 48 23 130 bp
Guanidinum  isothiocyanate 91 16 bp
method 6 557 bp
CTAB 1 CTAB methodl 1. 9864 1. 1307 15. 90 1 361 bp
CTAB [T CTAB method IT 1. 9450 1. 5328 19. 87
SDS I SDS methodl 1. 8357 1. 3914 17. 36
SDS  11SDS methodll 1.8319 1. 4065 21. 84 2322 bp
2 027 bp
2.2 RNA
RNA RNA
) 18S 28 rRNA
RNA ,
DNA o 1 RNA RNA 2 Cm— ETR1 RT-PCR
, Fig. 2 Agawse gel electrophoretic amlysis of RT-PCR
lified cDNA of melon Comr ETRI
RNase .SDS I I RNA AP eTE o e
: 1.ADNA/ HindIII 32 RT-PCR
DNA . CTAB I N II I N II Note: 1. ADNA/ Hind [IImarker; 2. RT-PCR amplified products of melon G- ETR 1.
RNA s DNA , 3
’
RNA .
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. LCl  RNA .
s RNA
(19
’
RNA .
RNA ) KAc NaAc
KAc 2 ’ ’
0 1 M KAC
, LiCl
RNA, RNA )
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» RNA
Fig.1 Agarose gel electrophoress of melon total
RNA by different methods ’ ’ ’
. 1. ;2 CTAB °
;3. SDS ;4 SDS KAc ;5.
CTAB KAc ; 6 KAec [ 1 s RNA [

Note: 1. RNA extracted by guanidinium sothiocyanate method with low ethanol con-

centration; 2. RNA extracted by CTAB method with low ethanol concentration; 3.

RNA extraded by SDS method with ow ethanol concent ration; 4. RNA extracted by
SDS nethod with Kac; 5. RNA extracted by CTAB method with Kag 6. RNA ex-

tracted by guanidinium isothiocyanate method with Kac.
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Comparative Test of Methods of Extracting Total RNA
from Melon (Cucumis melo) Rich in Polysaccharides

HAO Jinfeng HASI Agula
(Biotechnology Center, College of Life Sciences, Inner Mongolia University, Inner Mongolia Key Laboratory of Heibage and Endemic Crop
Biotechnology: Hohhots Inner Mongolia 010021)

Abstract. Took melon fruit as experimental material, three extraction methods of total RNA including guanidinium iso-
thiocyanate extraction, CTAB extraction and SDS extraction were compared, combining two methods of eliminating poly-
saccharide by KAc or low concentration ethanol, respectively. The results showed that guanidinium isothiocyanate with
KAc extraction method was more capable of efficiently eliminating polysaccharide compared with the others. For this
method, the brightness of 28S rRNA of obtained RNA was two times as much as that of 185 rRN A, OD:eo/ ODsso value
was above 1.8, and the RNA productivities were 64.48 f*g/g. The obtained RNA was suceessfully used to amplify a
specific 2.3 kb ¢cDNA fragment of melon Cm-ETR 1 gene by RT-PCR. These results showed that guanidinium isothiocy-
anate with KAc extraction method was an effective RNA extraction method for those materials affluent in poly saccharide
content, and the integrity and purity of extracted total RNA could meet the demand of molecular biology experiments.
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