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Abstract Objective

infection in dainrrhea children. Methods

Dongguan  Municipal Center for Disease Control and Prevention Dongguan 523129

To determine the nenome sequence of astrovirus nucleic acid for rapid diagnosis of astrovirus

The stool samples were collected from diarrhea children and the sequnce of

astrovirus nucleic acids was determined by using RT- PCR method. Results The astrovirus was detected and the 409bp

sequnce belonged to part of ORF2 gene was detected after amplification by RT- PCR and identified to be type
and similar to the virus isolated from Beijing GenBank number FJ775403.1

difference
astrovirus infection and genotyping of this virus.
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astrovirus

by Blast. There was only one nucleotide

C—T without difference at amino acid level. Conclusions PCR technology can be used for rapid detection of
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Astroviridae 2.45]
Mamastrovirus RNA HAstV Mon340/Mon348.
1975 Appleton  Higgins n Mon343/ 344
o ORF2 14 6]
23 HAstV Mon269/
- 1~3d Mon270.prBEG/Mon2 .
N N o B AST- S1~AST- S8 RT- PCR
HAstV 6400~7300 nt R
5 80~85nt . ORFla. Mon269/ Mon270 ORF2 5!
ORF1b.ORF2, 3’ 80~85nt 3
30nt - ORFla R
ORF1b RNA 1
ORF2 o HAstV 8 1.1 °
. HAstV QIAamp ViralRNAMiniKit RT- PCR
8 ° QIAGEN®OneStep RT- PCR Kit,
RT- PCR HAstV Mon269 5' - CAACTCAGGAAACAGGGTGT-
o o 3" Mon270 TCAGATGCATTGTCATTG GT-3'
523129

1975~



- 672 - CHINA TROPICAL MEDICINE Vol. 12 No.6 June 2012 2012 12 6

449bp,
1.2
1.2.1 Iml 2mM  L-
5% MEM  7.5%NaHCO3
PH 7.0 0.1g  100ul 3
10s, 10min 8 000 rpm

Smin 3 000 rpm 30min

1.2.2 RNA QIAamp Viral RNA Mini
Kit RNA.
1.2.3 RT-PCRRT-PCR 5x QTAGENOneStep
RT-PCR Buffer 10y 1 dNTP Mix containing 10mM of
each dNTP 2p | QIAGEN OneStep RT-PCR Enzyme
Mix 24 1 Mon269 10 M 2u 1 Mon270 10
MM2ul S5ul 27u 1 501 o
RT-PCR 50°C 30min 95°C 15min
94°C 30s 55°C 30s 72°C 60s 35

72°C 10 min 4°C o
1.2.4 PCR DNA

1.5% SYBR safe DNA gel
stain 100V 1h o

1.2.5 PCR
Qiagen MinElute PCR
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Terminatorcycle sequencing kit V3.1
ABI Xterminator ABI
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° Lasergene7
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2.1 RT-PCR
449bp 1o
22 ORF2 o
PCR 409bp
CACAG

GACCAAAACCTGCGATATGTCAGAGAGCAACAGCA
ACCCTTGGAACGGTCGGGTCAAACACCAGTGGCAC
TACCGAGATTGAGGCGTGTATTCTCCTCAACCCTGT
CCTTGTTAAGGACGCTACTGGGAGCACTCAGTTTGG
CCCTGTGCAGGCGCTAGGTGCTCAGTAT TCCATGTG
GAAACTGAAGTATCTGAATGTCAAACTGACTTCTAT
GGTTGGTGCGTCTGCCGTCAATGGCACTGTCCTTAG

AGTTTCACTTAACCCTACATCTACACCGTCATCCACT
AGTTGGTCAGGGTTGGGTGCACGTAAGCACCTTGAT
GTTACAGTGGGTAAAAATGCAACATTTAAATTGAAA
CCCTCTGACCTCGGTGGGCCTAGAGATGGCTGGTGG

CTCACAAAC
2 408 136
ORF2 75-210 o
Blast 1
GenBank  FJ755403.1 Human astrovirus

1 Beijing/176/2006/CHN

C—-T ORF2 187
GGC 113
GGT GGC  GGT

Gly .

500bp

100bp

Marker

Note The lanes from left to right are negative control specimen marker
1 RT-PCR
Fig 1 The RT-PCR result of HAstV
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