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(Flaviridae) (Pestivirus), ,- 76
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CSFV 12 5 kb, CSFV ,
(ORF), 3 898 , 3 (
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CSkY 1 PCR
ORF , Table 1 PCR and half-nested PCR primers
RNA NP°, C, E™
Primer N ucleotide sequence Position
(E0), E1, E2, P7, NS2-3, NS4AA, NS48, NS, Pl 5- GTATACGAGGTTAGTTCATTCTCG- 3 124
NSB™M cspy 5- 3- N1  5- TTTACTCCTTCCACCACGATC- 3 997 1017
poly (A) 2 ORF 5. (5- N1 5- AGGTACATAGCATGCTGGATACC- 3 1217 1239
untranslated region, 5-UTR) 3'- (3- PINT PIN1
UTR), 360 226 bp, 5UTR
3] 13 RNA
5UTR , GewoBRL TR 201" Reagent Total
CSRV RNA Iolation Reagent,
RN ase 50 mg , 750 L
, TR I1z01* Reagent, , 5min 4
11 500% ¢ 15min, , Q@5mL
1 , , 10 min, - 20 4
11 11 500x% ¢ 10 min, , 1mL
CSEV C- 75% 1 , , 37
( 5 10min RN ase-free
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RN asin ,- 20
14 RT-PCR

RNA 1140, (Q2ug/u) 1
u, 65 10min, 5min 5% RT-
buffer 4 i, NTP 2 uL,AMV (Takara) 2 (_,
42 60 min, dDNA

10 4L, 10x PCR buffer M g** -free) 5
e Mg” 3, INTP 4L,

1, 49 5 1L ,
GeneAmp® PCR Systen 2400 PCR :
50 wl 980 ,8min;95 0
505548 0 Imin, 72 0 100 s ,
3B , 72 0 ,
Taq (Takara) Q 5 720 10
min
15 Half-nested PCR ( PCR)
2 RT-PCR )
, 98 0 ,8min;
98 0 105,55 0 30s,72 0 100 s
, , 72 Taq
Q5u; 720 10min PCR
H alf-nested PCR
16 PCR
1x TAE Q 8%
(T akara), Q 5 ug/MmL,
, , Roche A garose
Gel DNA Extraction Kit,
M 1 2
2 000
g
500
250 b
100
1 RT-PCR PCR
M. DL 2 000; 1 RT-PCR; 2 PCR

Fig 1 RT and half-nested PCR
M. Standard molecular massDL 2 000;
1 RT-PCR; 2 Half-nested PCR
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DNA 4 W, pMD-18T
(Takara) 1L, olution | (Takara) 5 i
) 16 1 3h,4
) M 109,
, Amp+ LB , 37 ,
220 r/min :
) Xbal | Sal [
( ) PCR el
18
« )
: ABI PRIV ™ 377XL DNA
Sequencer DNA star RNA draw
Shimen ALD
GPE- Holland C- Russian C-
2
21 CSFY C- 5UTR
P1N 1 5UTR
PIN 1’
1017 bp ( ,
5UTR ) 1), PCR
pM D -18T ( 2),
« )
2 000 bp
o6 52
2
M. DL 2000; 1 02 '3 ;4 PCR

Fig 2 Restriction and PCR analysisof recombinant plasnids
M. Standard molecular massDL 2 000;
1 pMD18-T; 2 Recombinant plamids
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22 CSFV Chinese C- 5-UTR Shmen
5UTR ALD ,GPE ,Holland- ,Russian C-
2 , 83 96 2%, 95 7%, 96 0%, 98 7%
bp ,Chinese C- Holland C- 95 4%, CSKFV 5UTR
1 A; 246 bp ,Holland C-
1 G 30 50 bp 2
2 5UTR

Table 2 Sequencing result of 5'-U TR of Chinese lgpnized attenuative strain of CSFV

1 gtatacgagg ttagttcatt ctcgtataca cgattggaca aatcaaaatt
51 ataatttggt tcagggcctc cctccagega cggecgaact gggcetageca
101 tgcccatagt aggactagca aaacggaggg actagccata gtggcgagct
151 ccectgggtgg tctaagtect gagtacagga cagtcgtcag tagttcgacg
201 tgagcagaag cccacctcga gatgcetacgt ggacgagggce atgcccaaga
251 cacaccttaa ccctagcggg ggtcgetagg gtgaaatcac accacgtgat
301 gggagtacga cctgataggg cgctgcagag gcccactatt aggctagtat
351 aaaaatctct gctgtacatg gcac
23 8 )
( 3 , ChinessC- ALD GPE- 120 , Shimen
Russian C- 26 Holland C- 119 , RussianC- 117
27 5UTR AUG , ,G-C,AU GU
, Chinese C- Hooland C-
Russian C- 5 ,Shimen ALD GPE
3 5UTR (RNA rrav V1 1)
Table 3 Secondary structure comparing of 5-U TR (RNA drav V 1 1)
AUG
Strains Bases Stem-loops CA SC-< Base pairs G-C AU Gu
Chinese C 374 27 5 120 69 40 1
Shimen 373 27 8 119 70 36 13
ALD 373 27 8 120 68 40 12
GPE 373 27 8 120 69 37 14
Holland C 373 27 5 119 68 40 14
Russian C 372 26 5 117 69 35 13
3 CSkv
ORF
1) CSkFV 5UTR ,
: 5UTR 3) 5UTR
, B row n, ;
Deng Brock 7 ,
2) CSFV 5UTR , RNA 5'-
, 5UTR 5 8 ,
AUG , AUG 5UTR

1 ORF, 1 5 57 ,
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Cloning and secondary structure analysis of genomic 5'-U TR of
Chinese lapnized attenuative strain (derived from spleen) of CSFV

HU Jian-he"?, ZHANG Y an-m ing', ZHANG X ian-sheng’,L IU Zai-xing’,
HAN Xue-qing’, J1 Jian-1i,L IU Xiang-tao’, X IE Qing-ge’
(1 College d Animal Science and T echnology,N orthw est Sci-T ech U niversity o A griculture and Forestry, Yangling, Shaanxi 712100, China;
2D earment o A nimal Sciences, H enan V ocational and Technical Teacher's College, X inxiang, H enan 453003, Ching;
3 Institute of L anzhou V eterinary Research,L anzhou 730046, China)

Abstract: Based on published sequences of strain-C of CSFV , a gecific PCR primer pair PIN 1 and a

half-nested PCR reverse primer N 1' were designed U tilizing RT-PCR and half-nested PCR techniques,
genomic 5-U TR of strain-C was successfully anplified after the total RNA had been extracted from
Pleens of experimentally infected rabbits The target fragnent was further sequenced after being cloned
into pM D 18-T vector plasnid Sequence comparion w ith corregponding regions of other strains revealed
that the nucleotide sequence homologiesof 5'-U TR of strain-C are 96 2% w ith Shimen-strain, 95 7% w ith
ALD-strain, 96 0% w ith GPE-strain, 98 7% w ith Holland C-strain, and 95 4% w ith Russian C-strain

Several cryptic AU G start codons (CA SCs) and stam-loop secondary structures in the 5'-U TR perhaps
play an mportant role in the process of pre-polyprotein translation and viral replication

Key words classical svine fever virus Chinese lapnized attenuative strain of CSFV ; 5'-U TR; cloning;

sequence and secondary structure analysis



