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Table 1 Nucleotide sequence comparing of CSFV 3'U TR used to select marker sequence (by DNA star)
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1 Continue table 1

E273 37UTR F£¥] Sequences of 3‘UTR

Strains 170 180 190 200 210 220 230 240 250
Majority TACCACACTA CACTCATTTT TAACAGCACT TTAGCTGGAA GGAAAATTCC TGACGTCCAC AGTTGGACTA AGGTAATTTC CTAACGGCCC -
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Table 2 PCR and nested-PCR primer
pairs (by GOLDkey)
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Primer N ucleotide sequence S0 bp
F 5'-CTGAACTGCAA GTGAAA CCA GGG-3' 200 b
F'  5-TCTGCCTACAA GGAA GTCA TCGG-3' . R
100 bp
R’ 5'-CCTTA GTCCAA CTGTGGA CGTCA GG-3'
R 5-GGGCCGTTA GAAATTACCTTA GTCC-3'
2 3 RT-PCR nested-PCR
1, ,
1 RT-PCR PCR
, M. DL 2000; 1 ;2 ;
3 ;4 C-
,C- Fig 1 Target fragments by RT-PCR and nested-PCR
2 4 M. DNA M arker DL 2000; 1 Suspicious ill pig;
2 Health vaccinated pig; 3 Control of health
DNA star , , unvaccinated pig; 4 Positive control of C-strain
3 c- (DNA star)
Table 3 Comparing of fragnentsof unknow n sample and C-strain (by DNA star)
MEEE BV AEITY)  tucleotide Sequence
st 10 20 o 40 50 60 70 80 90
5 1.5eq TCTGOCTACA AGGAAGTCAT CGGCCACAAT CTTTTIGATC TTAAGAGAAC AAGCTTTGAG AAGCTGGCCA AGTTAAATCT TAGCATGTCT
Dnknouwn.seq  coceenaees sss Tissses sessssesss ane B aeiey Ciiisisne wamnaais i ddiienies e i e A
S BCIFRRIEY]  Nucleotide Sequence
strains 100 110 120 130 140 150 160 170 180
C-ztrain.seg GTACTCGGGE CCTGGACTAG ACACACCAGT AAAAGACTAC TACAAGACTG TGTCAATATA GGTGTTAAAG AGGGCAACTG GCTTGTCAAT
UNKNOWR.SBE  civasaacas srsosvrrss ssssssssas sassssnses sesosdssss ssasassse B i sisas eevenee s dam AT,
(g8 EIFMRIEF]  Nucleotide Seguence
150 200 210 220 230 240 250 260 270
TAGTARGTAG CAAGACCGGG AATAGGTACA TACCCGGAGA GGGTCACACC CTGCAAGGRAA GACATTATGA AGAACTGGTG
.......................... Phss rodimrerarann aaaamsmme Wy Gy vl sonpacises sesesesens
HEAYARITY]  Nucleotide Sequence
280 290 300 310 320 330

C-strain.seq TTCECAAGAA AACAGATCAA CAACTTTCAM GGGACAGACA CGOTACAACCT AGGCCCAATA GICAAC
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3 Continue table 3

27 BEBFF] Nucleotide Sequence
strains 370 380 390 400 410 420 430 440 450
C-strain.seq ATGATGATGA CGCTGATAGG GAGAGGGGCA TGAGCGCGGG TAACCCGGGA TCTGAACCCG CCAGTAGGAC CCTATTGTAG ATAACACTAA
Unknown.seq  .......... . e eeeaeaaa o i it iaee et itiaaae iaasaaeee dacaaeaaae aeacaaaaea eameaaaaan

i3 BHFBF5) Nucleotide Sequence
strains 460 470 480 490 500 510 520 530 540
C-strain.seq TTTTCTTTTT TCTTTTTTAT TTATTTAGAT ATTATTATTT ATTTATTTAT TTATTTATTG AATGAGTAAG AACTGGTATA AACTACCTCA
Unknown.seq T e i i e G. .o.iCununn T ot eeaness soonnsnses eoscannnas sonnanunns sanaeneans
273 ZHEAFEF] Nucleotide Sequence
strains 550 560 570 580 590 600 610

C-strain.seq AGTTACCACA CTACACTCAT TTITAACAGC ACTTTAGCTG GAAGGAAAAT TCCTGACGTC CACAGTTGGA CTAAGG
UNKNOWN . S@Q ittt iin ettt ieanae mmeeetaaae mmeseeanne temaeaeaee tnininasee senesannnn
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M olecular cloning and sequence analysis of bovine
beta-casein gene %', 3' control region

L IU Jin-long, ZHENG Y ue-mao,W ANG Y u-j ie, ZHANG Y ong
(Institute of B io"Engineering,N orthw est Sci-Tech U niversity o A griculture and Forestry, Yangling, Shaanxi 712100, China)

Abstract: 5 and 3' control region of bovine CN 2 w ere partially cloned by normal and recombinant
PCR. The former consisted in all of the 5" upstrean sequence, the first exon and part of first intron,w hile
the later included the last exon and 3’ flanking fragment The purified PCR productsw ere sub-cloned to
pM D 18-T V ector, then sequenced correpondently and analysed by bio-20ft The results indicated that the
tw e cloned fragments have the homology of 99 0% and 98 0% regectively w ith the comparable region of
bovine CSN 2 M oreover, all the vital regulatory elenents and many factors binding sitesw ere found in the
two fragments The above suggested that the expressing vector, constructed by the two cloned fragnents
andwork under the control model of endogenous CSN 2, could direct the target gene to exp ress ecifically
and efficiently in manmary gland

Key words cow; CIN 2; control region; PCR; sequence analysis

A molecular biology method to differentiate C-strain
from other strainsof CSFV

HU Jian-he', CHEN Y ong-yao',W ei Gang-cai,
W ang San-hu!, ZHANG Y an-m ing’, X IE Qing-ge’
(LA nimal ScienceD eparment o H enan V ocational-technical Teacher's College, X inxiang, H enan 453003, Ching;
2 College d Animal Science and T echnology,N orttw estern Sci-T ech U niversity o A griculture and Forestry, Yangling, Shaanxi 712100, China;
3L anzhou V eterinary Research Institute, L anzhou, Gansu 730046, China)

Abstract: A difference marker sequence CTTTTTTCTTTT was selected from C-strain and other
strains of CSFV , and gecific PCR primer pair and nested-PCR primer pair w ere designed at the basis of
previously published sequences of CSFV. Total RNA was extracted from spleensor lymph nodes of sugi-
cious ill pigs Target fragnentsw ere amplified utilizing RT-PCR and nested-PCR techniques A fter purifi-
cation and recovery, the target fragnentswere cloned into pM D 18-T vectors and further sequenced A c-
cording to sequence analysis, sequence containing the marker sequence belongs to C-strain and others be-
longs to other strains of CSFV.

Key words classical s ine fever; RT -PCR; nested-PCR; marker sequence; differentiation diagnosis



