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Isolation of Bovine Rotavirus and Identification by Using RT-PCR

JIANG Xiang-yang, DENG Xiao-min, WANG Jing-yu* , WANG Xue-yan and LUO Yan

(College of Animal Science and Technology, Northwest A & F University, Yangling Shaanxi 712100, China)

Abstract: One strain of bovine rotavirus was isolated from excrement of calf by using MA104 cell, and

produced obvious cytopathic effects after fostering 4 times. RNA of isolated virus was analysed by

PAGE and was type of 4:2:3:2 ,which belonged to rotavirus A type. A pair of primers were designed

to clone VP1 gene according to sequences of bovine rotavirus in NCBI. The results showed that nucle~
otides sequence of VP1 shared 98. 9% with RF isolated strain , 91.5% with UK.
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%Ks4C FLLT7 400 r/min B> 5 min; I L, B
HEOCRFEFRAGERTREIRE RNA,IN
A30 pL DEPC 4B 1 L RNA B i 5] 52
T RERLE-20CHFEA.
1.7 mEEEAMN PAGE Bk
 BUEERRES 20 uL 530 L LR MBIRES
JEETF 90 CKEF, M 2 min, BiJG S HE, B

Pke B 300 V, i3k 1 h &, Al 10% Z#%,0.5% Z
FREE 15 min, SEHKBESR 2 W0, 10 MR
& 20 min, A KB 2 K 2. O K BT
W50, 5% B 7 v B £ VR 22, BB O LU AR A K
#HIE.

1.8 RV VPl ZE ) RT-PCR

1.8.1 314+ K4 NCBI B i RV i
VP1 #EBRFREHTI Y, LW H:5,
AGAATTTCCGTTTGGCTAS; Fi#5|4:5CG-
GTCACATCATACAACTCTS, ;3 FiEA T &
B

1.8.2 VPIAHMAMHZAPCRFH K1
pL B M RNA, M 1 wL FH519 65CHEMA 10
min, K& 5 min, B M A 5X AMV Buffer 4 y4L,
AMYV 1 pL,Ribonuclease inhibitor 1 xI.,dNTPs
2 uL,iB% 42 C 1 h,95 'C 10 min 783 cDNA,
LA cDNA % PCR  # #E4R, [ Btk & B 50
pL:cDNA 1R 4 uL,ExTaq 10X ZE ¥ 5 ul,
dNTP 4 uL, E F#EI& 1 uL,ExTag DNA %
A8 1 pL AXEBAKFNZE 50 pL, ¥R
PIEH B HK 95 C 5 min,94 C 60 5,52 'C 60
5,72 'C 80 5,34 MMEHF ;72 ‘CEAP 10 min,
1.8.3 RT-PCR ##Hejsitmi ¥ RT-PCR
FEYIEE 10 g/L AR SR PR, RS TR
S DL-2000, 41 H B9 24 » F 58 B2 1B1 i a4k 18 70
&E B K, —20 CREEM.

1.8.4 RT-PCR *#5 T &4kt BEKMH
RT-PCR /=47 4 uL,pMDI8-T # 4k 1 pL, Liga-
tion Solution] 5 yuL F PCR H#Hi845,16 CK
R .

1.8.5 #EgEHuHEEMFEHEET B
HEHEEY 10 L 46 DHSe BE S, Pk Q
ERELEE ESHEAFN LBERERER, R
FWNBmENBEBRFER,  BamH 1 M Hind
7 B % 5E .

1.8.6 AFlml& 05k A FH M R BRI % b
BEIERAFAFGTEF.

2 BREAH

2.1 FENHEER

B R MALO4 UM, B s 4 R HBLAM
#45 (CPE),CPE R 3 0 4 M A B . b 5 45/ 48
i 5 R S 3% B, 4K T 40 AR OK BB VR FE T (] 1D,
ME#BRERBFLEHN . E=AF BAEF



44 EZMHE -4 RRFEFNSTEEIL RT-PCR £ + 193

HEF(E 2),

S

K SRR AR M3 mELREASRBREREKX
M1 HEHAMRE( 100X) Fig. 3 Polyacrylamide gel electrophoresis of viral nucleic acid
Fig. 1 Cytopathic effect on MA104 cell{ 100X )

1 2 3

: 1. J DL-2000 marker; 2. Ky ¥ 1#7=# Amplification prod-
2 E%MH (100X) ucts 3. JyBA#E: %t 8 Negative control

Fig. 2 Normal MA104 cell (100X ) . BE4 FHRHRXE
2.2 BREBBREREXER Fig. 4 Electropherogram of amplification part
RAABRERAOKERETREAMyL 3 RIPRER
R A B RBEEBREKM (4 2:3:2), 8 L 0D B g RE BRI s YK B W - 3 =4y, K 4
A 3, B 950 bp, 5HH L RAF(E 4,

AGAATTTCCGTTTGGCTAAAATATATTCGTGGTCATTTCACGTCGGATT
CAGGAAACAGAAAATGTTGGACGCCGCACTAGATCAATTGAAAACTG
AGTATACAGAAGATGTAGATGACGAAATGTATCGAGAATACACAATGC
TAATAAGAGATGAAGTTGTGAAAATGCTTGAGGAACCAGTAAAGCATG
ATGACCATTTGTTACAGGATTCTGAATTGGCTGGTTTACTATCGATGTC
ATCAGCGTCGAATGGTGAATCAAGACAACTAAAATTTGGTAGAAAGAC
AATTTTTTCGACTAAAAAGAATATGCATGTAATGGATGACATGGCTAAT
GGAAGATACACACCAGGCATAATACCACCAGTGAATGTCGATAAACCG
ATACCATTAGGAAGGAGAGATGTACCAGGAAGACGGACTAGAATAATA
TTTATCTTACCATATGAATATTTCATAGCACAACATGCTGTAGTTGAAAA
AATGCTAATTTACGCGAAACATACTAGAGAATATGCTGAATTCTACTCA
CAGTCAAATCAGTTATTGTCTTATGGCGATGTTACACGCTTTTTATCTAA
TAACTCTATGGTACTATATACAGACGTGTCCCAGTGGGACTCATCTCAA
CACAATACGCAGCCATTTAGGAAAGGGATAATTATGGGATTGGACATGC
TAGCCAATATGACTAATGATGCTAGAGTTATCCAGACGCTGAACTTATAT
AAACAGACGCAAATTAATCTAATGGATTCATACGTTCAAATACCAGATG
GTAATGTTATTAAGAAGATACAATATGGGGCTGTAGCGTCAGGAGAGA
AGCAGACGAAAGCAGCGAATTCAATAGCAAATTTAGCACTGATTAAAA
CGGTTTTATCACGCATTTCTAACAAATATTCATTCGCGACGAAGATAATA
AGAGTTGTATGATGTGACCG
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