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1
1.1
1.2 RNA
1.2.1 2 )
UNIQ-10  RNA
RNA
1.2.2 2~3¢
Rnase-free ,
DEPC Rnase-free 2 mL Eppendorf
, 200 mg 500 mL Rna
, . 50 mL 10 M NaAc.
500 mL 100 mL , 15 s.
4C 10 min, DEPC
Rnase-free 2 mL Eppendorf ) 500 mL
100 mL , 15 s, 15 min
10 min, . —20C
20 min. 15 min . 70% 1 mL
2 . 30 L
Rnase-free
1.2.3 RNA 0.15¢ )
. 1 mL. RNA
8 L B ’
s . I mL ,1 mL
(49 1), , 10 min,
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2~3 15 min , 0.1
NaAc(3 M, pH=5.2) , 2.1 RNA N
—20C 3h. 20 min 4~5 1L, RNA 15¢/ L
600 L 70% 2 , RNA . 28 S.18S
, 15 min, S50~L RNA. 5S 3 , ’ RNA .
1.3 RT-PCR 3 1~24“L RNA 1 mL s D
RT-PCR Do/ Doso . 1.8~2.0
Bionmetra UNOII PCR RNA, 1.8, RNA
0.5Mg/mLEB 1.5% . Uvi . , UNIQ-10 RN A
. Marker 100 ~ RNA 2 RNA ODx0/ OD=xo
600 bp. RT-PCR CMV, LSV, LMoV 3 2.0, RNA .
1. : RNA ODxer/ ODowo 1.6, 2
TCCGTAGGTGACCTGCGG, Tm = 60; CCTC- RNA RNA , 1~3.

CGCTTATTGATATGCT , Tm=60.

1 RT-PCR CMV, ISV, LMoV 3
/bp /bp / bp
Upstream 5'— ACCCT(A/ GYAA(A/G)CC(A/ G)CC
CMV . . . ' 23 220~ 243 409
(T/A/G)(A/G)AAAT (T/ ADGA—3
dow nstream 5'— CG(T/ CITG(A/ GITGCT/ CITC(A/ GIA
, 23 626~ 605
(T/OGTCA/ GOACA/ GITG—3
Upstream 5—GA(T/ OGA(A/G)(C/ TT (T/ C)TT
LSV , 23 280~ 303 483
(T/CHOAA(A/ G)ATGAA (A/GGT—3
dow nstream 5—A(G/ AT/ OTG(T/OTTA/ G)TG
/ 20 716~ 743
(T/OGCA/GTT(A/G)TG—3
Upstream 5'— CA(A/ GTT (T/ C)GA(A/ GAC
LMoV , 23 817~ 840 513
(T/ OTGGTACT/ COAA(T/C)GC—3
dow nstream 5'—TGC AT (A/ G)TT (T/ COTT(A/ G) TT
, 23 1328~ 1307
(A/GYAC(A/ G)TC(A/G)TC—3
2.2 RT-PCR s .
2+
RT-PCR . ANTPs. ( Mg M-MLV TagDNA
2+
Mg~ .M-MLVRT.Taq poly . RNA . ,
PCR ) s RT-PCR
’ ’ ’ 4,
1 1-2 UNIQ-10 RNA 2 RNA RNA

RNA; 3 RNA RNA
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B00bp
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(PVP)
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CTAB

pH

UNIQ-10 RNA RNA
»55.18 5. 28 S ) ,» DNA
; RNA RNA 55.185.28S
; , DNA ;
RNA »5S5.185.28S ) ,
DNA ; RNA RNA
» 5S.185.28S ) »  DNA
; UNIQ-10 RNA
RNA ) ,
RNA RNA

RNA » OD260 /0 Deso 1. 6,

RNA . UNIQ-10 RNA

RNA 2 RNA ODzeo/ OD=zo
2.0 RNA )
RT-PCR . RNA )
EDPC , s )
RNA .
3.2 CMV.LSV.LMoV 3 RT-PCR

3.2.1 M-MLV RT-PCR
M-MLV : 10.20.30.
40.50 U/ 4L : M-MLV 10 U/H#L
PCR ,  M-MLV 20~50 U/*L
RT-PCR, M-M LV ,
PCR . PCR
sM-MLV 20 U/ L.
3.2.2 dNTPs RT-PCR dNTPs
:0.1.0.2.0.3.0.4.0.5.0.6 mmol/ L.
:dNTPs 0.2~0.6 mmol/ L
RT-PCR, s RT-PCR
» ANTPs 0.2
mmol/ L.
3.2.3 RT-PCR
5 , :1.2.3.4.5 pmol/ L,
2~5 pmol/L RT-PCR,
s RCR ;
2 pmol/L RT-PCR ,
2 pmol/ L.
3.2.4 RNA RT-PCR
:0.2.0.3.0.4.0.5.0.6 1/ L.
0.3~0.6 /L. RT-PCR

RT-PCR , RT-PCR
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symptomless virus in lily bubs by ELISA, DBIA and tissue blotting method
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o q lic), 1995 36; 560-566.
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and cucumber mosaic vives(CM V) in Lilium spp. grown in the field J|. J Jpn
Soc Hort Sd, 1999 68: 176-183.

[4 Niimi Y; Han D S, Makoto F. Production of virus-free plantlets by an-
ther culture of Lilium[ ] .S dentia Horticulturae 2001, 90(16). 325-334.

0.4 ML RNA , (1 ’ Ce RNA L.
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Comparison and Optimization of the Methods on RNA Extraction of
Three Viruses and RT-PCR in Siberia Liliumn

ZHAO Qing fang, HAN Jing M A Ping-xia DING Wenr long, LI Qiao-xia
(College of Life Sciences Northwest Normal Universitys Lanzhow Gansu 730070 China)

Abstract: CmV.LSV and LMoV are three viruses that damage lily seriously. The application of molecular biology method
of RT-PCR technology was to exam the virus of Siberia Lilium. The methods of RNA extraction and RT-PCR were
compared and optimized in Siberia Lilium. In this research, the improved method of RNA extraction that had the follow-
ing merits: it neither needs to dry the household utensils with the DEPC water treatment and high temperature, nor
needs the fluid nitrogen to grind the material which save a lot of preparatory work. The application of this method to
extract RNA from the lily leaves without using RNasin in the whole process and its successive reaction could reduce the
cost, save resources and time, and w as more suitable for the extraction of the young tender lily leaves and test tube seed-
ling RNA. Whats more, the extracted RNA was suitable for the later RT-PCR examination. The optimization of the
RT-PCR examination system of ecmV, LSV, and LmoV were established by using the one-stage process of RT-PCR . The
optimized reacting system was M-MLV 5 Reaction Buffer 1 #L.10X PCR buffer 0.5 *L.2.5 mM dNTPs(each)0.8 L.
10 pmol/*L. Down primer 0.2 #L.10 pmol/#*L Up primer 0.2 *L.M-MLVRT 200 U/#L 0.1 #L.2.5 U/*L Taq poly-
merase 0.1 #1; 0.4 L Infected materials such as extracted liquid RNA. Surplus part can be supplemented by aseptic
double steam w ater to enables the reacting system to reach 10 L.
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