46 2 46 2 328 ~330
2006 4 4 Acta Microbiologica Sinica 4 April 2006
NASBA

123 1 * 1
! 510070
z 430071
3 100049
RNA
vp7 NASBA Northern
NASBA 392bp 1pg/pll
RT-PCR
50pg 3h NASBA
NASBA RT-PCR
Q939.4 A 0001-6209 2006 02-0328-03
Digoxigenin-AP CDP-Star Roche TRIzol
10 GBICOL
e 1.2
TRIzol E. coli RNA
RNA
’ E.cli  RNA NASBA
Nucleic acid sequence based 1.3
amplification NASBA * VP7
RNA HCVHIV Pl 5'-GGCTTTAAAAGAGAGAA
RI-PCR TTTCCGTCTGG-3' P2 5'-AATTCTAATACGA
CTCACTATAGGGAGAGATC CTGTTGGCCATCC-3’ 5'-
GTATGGTATTG AATATACCAC-3’
1-28 376-392 51-71 5 T7
1
. 1.4 NASBA ¢
1.1.1 :
pH7.4  PBS 25pL 1.5ml.  Eppendorf
10% 4C 10000x/min RNA 2pl. 40mmol/L Tris-HCl pH8.5  50mmol/L
0.22um KCl 12mmol/L. MgCl, 1mmol/L. dNTP 2mmol/L. NTP
FLISA _ 20C Spmol 68°C Smin 42°C
Escherichia coli ATCC-25922 Smin 40U T7 RNase 8U AMV
1.1.2 AMV RNasin Promega 0.2U RNaseH 20U RNasin 42°C
T7 RNA dNTP NTP Sangon 2h -20%C
RNase-H RNA Marker TaKaRa 1.5
Anti- 1.2% 10pL 10 NASBA
200283100103
" Tel/Fax 86-20-87688132 E-mail wuqp@ gdas. ac.cn
1979 - E-mail kou_ er@163.com
2005-05-23 2005-06-10 2005-10-24

© PERZFRMEDHRATIKESHEE http://journals. im ac. cn



NASBA ¥ 2006 46 2 329
5uL RNA Marker 20 x MOPS: 1:2:10
2:1 65°C 3h
20min Smin 5uL  0.5uL EB 2
120V Smin RNA Marker 3h
75V 1h 2.4 NASBA RT-PCR
Northern ’ NASBA T7
50nmol/L 1:10000
» RT-PCR NASBA
S50pg RT-PCR 100pg RT-
2.1 NASBA PCR 10pg
1-A RNA E. coli
RNA RNA E.cli 3
RNA NASBA RT-PCR
RNA NASBA
Marker 392bp RT-PCR
E. coli RNA RNA E. coli RNA
NASBA NASBA Northern
NASBA NASBA NASBA
E . coli RNA 7
I-B 30 RT-PCR
lpg/pl. NASBA
NASBA RT-PCR ' NASBA
2.2 NASBA S0pg RT-PCR
RNA 100pg RT-PCR
RNA 10 2l 10pg RT-
NABSA NASBA Northern PCR NASBA
3h  NASBA
NASBA RT-PCR 6h
1077 RNA 50pg NASBA RT-PCR RT-
2 PCR PCR
A NASBA

M | 2

1000 — !
300 =392 hp—=

1 NASBA A
Fig. 1

Northern B

The speciality of NASBA reaction A and Northern blot B . M.
RNA marker 1 ~2.RNA of rotavirus and E. coli as template 3. Rotavirus
RNA as template 4. E. coli RNA as template.

I(IJ(Jng Tng Tng T00pg
NASBA
Fig.2 The sensitivity was testified by Northern hybridization.
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Study on Rotavirus detection by nucleic acid sequence based amplification
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Abstract Rotavirus is one of the major cause of the viral gastroenteritis throughout the world. A nucleic acid sequence-based
amplification NASBA technique for the detection of rotavirus in faecal specimens was developed and compared to the RT-PCR
technique. Primers were designed according to the high conserved region of VP7 gene. Amplicons were detected by denaturating
agarose gel and then demonstrated by Northern hybridization with digoxigenin-labeled oligonucleotide probe. The anticipative
specific amplification product is 392bp and no nonspecific products appear even the concentration of nontarget nucleic acid as high
as lug/tlL. A detection limit of 50pg target RNA/mL is obtained when the optimal amplification time of 3h used. The NASBA assay
will be a favourable alternative to RT-PCR for the investigation of rotavirus outbreaks as a routine diagnostic test in the near future
because it is shown to be highly sensitive specific and do not require specialized equipment.
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