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EHFMA TNE(0.imol/L Tris-HC1, pH3 0, D.15mol/L NaCl, 0.00imol/L EDTA ) ¥mES
MSDSFEAKRE N0 . 4%, WEABEI0. {5ng/m], FITCHL AR FEASERB H—X,
REEASHHEBE/AG (1 1))P—K, BERESH—XR, AEm3S&RZBE 200K
B 058, 240 { 120008 ) 20554k, WEATERRE B

DNASERMIE#RIC 29 2502 { 25pg Y 4 CAV—1 DNA 42 207 5 a9 Pot T ik 2 hBFE 0
25ul ( 25ug ) A BHT RS ETIC, BEFELIRI).

RARNOBBEMIE FsesfCAV-IFEDNARIO - aftPer T3Sk 1 A, FHinlo
fiz Pov Tt ifib & AR, IMEHRE /BB 1+ 1) E—K AFM 1710 h8p 3mol /L B
F(pH4.8) R2BEARZE, £-20CHE058EE LRI ( 12000xe. 1048 ), kTR
FiniEs TE 82, W HONAKNE S Pt Y B4l S BEAAAD pBlueserip! SK( 2 &+ 1 ) RA
RESSCI 10 5%, AREZRGHBER, INEERHE( S ATP YR 2—3 fxfipy T-4
DNAE A TISCHE s, HERRAFARFELIAXETBDH 2], RSRESX gl RAmp
HWILB T L, ASAFNWANEERAAEE, SEBARNNEERAEAEE,. fhaE B
T RRIINNL SR IR A ERTERE L, AXEY RHFICHCAV-1 DNAKH S
@k, REXRBAFELI&R,

@R 5 g

—, CAV-1 iR b R ¥HDPNA B DLW

PRAEH) CAV-1 Sz mEE DNA 5 RIH B #4085 EcoRI, BamHI, PstI, Nsi
I, Sphl fnHind MR &M AR SR LRk K, £ RIFHE CAV-1R %
#FHRML L s BRI TEER. AFBRFMHE—F5H, THRECHEBIGRERE

Z R, B PrRiyiE CAV-193: DNA MBI, SWRGES FE&SSNH TED
1. CAY-1 AR DNANYKRNA TR

Table 1. Mol, Wet_ of Modified CA¥-]1 DNA Fragmenls
HE " HBES TR (KD)
Fregments Sizes of restriclion enayme fragment (kb))
EcoR 1 BemH 1 Pat 1 Nai 1 Sph I HindIll

A 17.0 13.0 5.5% 12.0 8.5* 8.4
B 3.6 11,8 3.5 6.1 6.4 B.0
c 2,8 5,7 2.B5 4.2 3.1 6.0
b 2.4 1,2 1.6 2.9 2.1
E 1.8 0.32 2.5 1.5 2.2
¥ 1.7 a.28 1,08 1.0 2.0
G 0.8 0.8 0.75 1.9
H Q.7 1.2
1 0.7
I 0.5

H3f Fotal 30.82 30,5 13,6 30,85 22.25 ia.z2
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which 3re hypermolar Fragments
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1 CAV-1 BEDNAMBEHERSGT, CAV-1 DNASREAIENEECCRT, Band I, Pat],

Neif, Sph]f7Hind ¥ Z4 ML REL sHBOBINERER ERkS®, ZNRFES FRES
(1kb ladder, BRLY, 5{iE) DNApHind W B (5,

Fig, ] . Restriction Enzyme Anelysis of Modified CAV-] DNA, CAV-] DNA was digested
eompletely with restrietion engymes s jndioated, end electropharesed oo 8 (,8%
egerase gal, Mol Wet, standards wore plsced st left ( lkb lsdder, BRL Jand right
(lembde DNA HindIil fragments ) sidaa,

AAMEBTHENS TR (R ). FERWHEEHRITH LR, XRFRE
LTI RE B B F i BIAR L, R B

. CAV-1 B#H#DNA Pt I HEM B REF

CAV-1 DNA | Pst] E& LS SB A pBluescrip'SK 45, KB ARWE
AT, gEEPeo M EEHRGTT WIEE, EmRENAEEDEIREN2FEDNAS
Z A HAT Bk, BRI AETEE Pst T ¥ {L/S5Pst I (b CAV-1 DNAJE
REX, @REREARAPANENBRSHE DNAW FAEFREBFE %, &NE
AT B4 B0N5 ,5(A), 3.6(B), 2.85(C), 1,2(D), 0,32(E)F10,28(F)kh ¥
CAV-1 Pst] FrEpéB s eS| BrRrh ( B2 ), PH2bFT -RAESS X MmEER,

BEBREHE - EHEWSH SR HAXEHEGCHEF RAEHRE. . TamBE
FEELEA AREMERICESEHARBENRE G o fmE DNA B HohE
B, ANEEASBEENEDEAREGNFARE. BEBREEERREDRANFH
ShIE ATERS, BE, MRASRERPFEFSRAN DNARRKRFIE, WK & Hi
A EHRBAE R e
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¥
B 2. A CAV-1EMkDNA Pot I BB RRBE
EZ|EFRECAV-1 DNARPst I 2 HILE T sHRIEERE Lk ®, &L
LONGFRICHA R, A8 ( M) RifRsy FRER (1kb ledder, BAL),
b, iR B ERLRENCI E, AEAEHRETICACAY-1 DNAG 2 2y, B
i ARy 4 RNBTRIBCIP,
Fig, 2, Cloned Modified CAV-1 DNA Pst] Fragments snd Hybrid-selection
%, HReeombinsnt plagmids and CAY-1 DNA were digested with Pst I, and separated
on 0,8% agaroge gel, White arrows indicste amell fregments, F and G, (kb ladder
{ BRL j)us mol, wet, standard was placcd at right side (M ), all sizes are given
in kb,
b, Recombinsnts extrscted by mini-procedure wore detted en NC membrane and
bybridized with photobiotin labeled CAY-1 DNA, Substrates for coloer develop ment ’
were NBT and BCIP,
4
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Restriction Enzyme Analysis and Molecular
Cloning of CAV-1 DNA

Bai Li-ping* Tong Guang-zhi* Zhao Youg-jun** Wu Bao-chen*
Yue Jun-ming** Wang Mei* Yin Zhen**
{ %, The National Veterinery biotechrological Labkoratery,
Harbin Vet. Res. Inst. Harbin 150001 )
{ * %, The Military Veterinary Resexrch Institute, Vet, College
of PLA, Changdchun 1300123
The virulent end modified cenine adenevirus type 1 (CAV-1) DNAg
extracted from canine kidney cells ( MDCK ) 46 hrs postinfection were both
analysed with restriction enzymes EcoR I, BemH I, Pst I, Nsi I, Sph I and
HindIII, and no difference wes found from the electrophoresis pattern between
the two viruses_, The modified CAV-1 DNA weas digested completely with Pst1
and eloned into plasmid pBluescript SK taklng shotgun procedure, Through
hybridization selection of photobiotin labeled CAV-1 DNA and Pst I digestion
of recombinant plasmids, § CAV-] DNA Pst I fragments with mol  wets, of
5.5, 3.5, 2.85, 1,2, 0.32 and (,28kh, were indicated being cloned in the
plasmid, These clones will be used as prohes to disgnose CAV-]1 infections
for dogs and fexes,
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