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Abstract: A novel procedure was used for cloning large adenovirus genome fragment by the
homologous recombination in E.coli strain BJ5183. The 11.2Kb downstream fragment of the CAV-2
strain YCA18 genome was cloned by homologous recombination, the 1029bp left end and the 970bp
right end of this fragment were separately amplified by PCR. They were then cloned into plasmid
pPoly2 with direction from left fragment to right fragment, obtaining a “rescue” plasmid pT615. The
pT615 was liberalized by Hind III and Pst digestion and was cotransformed with the purified CAV-2
genome which was cut by BstBI into competent E.coli strain BJ5183. Recombinant plasmids harboring
the 11.2Kb downstream fragment of CAV-2 genome were obtained after bacterial intermolecular
homologous recombination. The recombinant efficiency of all E.coli strains tested was 78.3%. One of
the recombinant plasmids, pT618, was further identified by enzyme digestion analysis and PCR
amplification. The results showed the plasmids contained the 11.2kb fragment downstream the genome
of CAV-2.
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1.3 &k (pT615) MR
1.3.1 Al A1 A2 ZEFE Bt PCR §#%: M GenBank
& $ CAV-2 FR#EHE Toronto A26/61 (Acc-No.
Nc001784) :F 14751, F B Al X/NA 1029bp,
RIFRERREMAE 20123bp-21144bp i F B A2 K/
H 970bp, L FHEMASE 30359bp-31323bp fii. #
RN B ART 1 AR A
Ar: 5-GGTGCCTAACTACAAACTCAAT
5-GCGGCCGCGCCTGCTGCTTGATTTTGTG
ATC
Az 5-GCGGCCGCACTCATAGAAGTAGGCAGCT
CCG
5-CGGCCGCATCATC AATAATATACAGGAC
AAAG
AR TR R M B A LR BMY T, S8+
5|\ Nod BEVIfL &, R K@, A2 H B TS 14
S¥SIN Eagl £ 8.
A 50uL AR BT PCR R, Fi DNA [EIKGR
FIE W 44k, PCR 724 .
1.3.2 RESAKME: 3 PCRY HEEB/HE AL
A2 5 A7 F] pMDI18-T #HiAh+, 5% pMD18TAI
A1 pMDI8TA?2 PR 5w B4, F Notl+Xbal X BV
pMDI8TAL, FIHMK H B Al, EHTEIZ
Notl+Xbal XEEY]#] pPoly2 #, B3|& Al HEH
#4k pPolyAl. F Eagl 4}5IE§Y] pMDI8TA2 I

pPolyAl, FIMCHMIFEL A2, Ll A2 5 Al HRH

B IEA pPolyAl F, 83| EH A& pTols.
AT BT retE, B Pst I+Hind IIXUE V]
pT615, [Eli 3625bp B, BN 2(H T RIURE A
PB4k DNA.

14 KBHHE BISI183 ARIEEASEAHEEET
1.4.1 BJ5183 WRIVEESA A 100ng B V15 4i4L 1Y
f#7 2 DNA 1 100ng &AL w A, BERRS
ERRSIZE 6uL LU, HLHALT 100uL f2F I &
BJ5183 /A& H, UK 20min. 42°C/KH 45s. K
# 2min. HEMA 600uL 1=EEHE SOC, 37C.
220r/min. B 45min. BEHRNLERYFH TR
ATAESF LB IR L, dAisEsR, i
BRI T 600uL & 100pg/ul & ¥ SOC F.
142 PCR ik PAYEki: ¥ CAV-2 Toronto
A26/61 ¥k DNA BAE 75, &ithed 14 CAV-2 HEH
ZEEﬂ”ﬂ%B‘J—XTE.‘vI% P, *ﬂ P2,

Pl : 5 -TTGGTACTTCCACTTGTGCG

P2 : 3 -TAGGCAAAGGTTAAGGGTGG

W55 A B A 948bp. WX =IKE
MIRBEE DB PCR FHME R S8 E4H % =PCR
PRI B 7% S B0 & V& B 30X 100% .

1.4.3 M BJ5183 FREVE A KL PCR 45 2 A Mtk

., BBEOE L, SNBSS BRIUTK

144 EEHFRERENL: BN BI5183 EA{LA
DNA, ¥4k E. coli C600. /MRS BIREUTHL.
145 FEABMAEE: BIE CAV-2 YCALS £k DNA
(B VAL o A4k _E K TE R 5, 1E EcoR 1. Xba 1.
Hind 111, Bgl I DUF PRI DI ES X HoAh — AN EA
JAKL (pT618) BEYI, LIHhE Wk A B/ NSEEY)
fi S RBE SIS RAR . BAaRetatr: HE
MR (pT618) ELLF KT HE C60010 1K )E,
JH EcoR 1. Xba 1. Hind III. Bgl 11 POFyBR$IMER
VIEsEEY), 58 - RBREAGK (pT6l18) B
R 3 .

2 %X

2.1 REBEETOIHEE

AT FERATR LML, WOER, BANEE
Hind TIIH Pst 1 SR EEANEE Y], VIEZHRBX
/NK 459bp, BIATBCH 3625bp, BEVIEHIKE R
SRR SRR E AR B R iR 4 AR B B EE
855bp 1 758bp FIIREF51.
2.2 PCR iz PR R*

SREWHRBHEFTEEER% 83 4~ H
# PCR PHIEHI% 65 N, EHRN 783% . FKRE
IR /N 948bp £ 4 B A BCRE 1.
5&1—#.
2.3 EAHMEEPTIHETE

EHBAE (pT618) ELLFL KT C600 10
K, VIMEEYIEIESE - RENERNEAR
—%, pT618 BEVIH B R/, B SHH4R%
2—8 (LE 2. mEFBXNIA 11.2Kb,

1 2 3 M 4 5 6

B 1 Hv% PCR =Yk
Fig.1 The PCR amplification of CAV-2 gene from colonies
M, DL2000; 2-6, positive colonies; 1, negative colony.
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B2 FEHBKET618)EFY]E & B ik
Fig.2 Digestion of recombinant vector pT618 by restriction
enzyme

M, DL15000; 1, pT618/Xbal ; 2, pT618/Hind III; 3, pT618/EcoR I; 4,

pT618/Bgi I1.
3 it

SEANFRVEES, FAME%E PCR 8. %
MBRHERN ISR S ITIESH AR T CAV-2
YCA18 BREEMA T 112Kb HE, BA¥RE
783%. KRZGAFTENESAKBELE, EH
A EES, RERE. 8% BRE. F K
e AT TR E KA B H KRR K TR,
ERRAABEAREEANR R ERBRESSE
BKEREEERTH, AFEBTNEFRIERE
DNA R ZEH B .

1993 4E Jonathan™' ¥ R7E KB#T# JC8679 F
XL1 %, LA PCR =¥IABMER, RIIREKE
% 608bp~2132bp FBt. 1996 £ Chartier™ I X/
FFEE BI5S183 AT A 5 BRI B 2 H N TR, W&
HZEFA DNA RERRM. HFEHEE: ARRR
F 100bp LA L FIEFFIMEERNE DNA, TEXH
HH (recBC,sbcBC) #, @it RecF i B¢ &4 F)R
BA, AEERRERD.

BELRABERIEFBROIKEREWENE
AMEBERERZ — L. ARENADTF 100bp.

AR & A RIYEFFFIA 1029bp 1 970bp,
RefF Btk LMRIEFF 5% DNA REFERRR
B, EX—HEF, 2FBIMRELE: HiEE
HAFHERANR, FHERK. HREHENE R
BUHLMR SN HRSEANE, M
1. DNA 1 & .

e BI5183 RIEEAMEL R, Br-EKMR
¥ DNA E7RMK, NEUSITIRES . YIS,
IR B EAL C600 [F EA UK DNA KBV 1. PCR
EFRMHEEAR—~ESH CAV-2 BB EEEK
BE, ey EA B, Bit, BEARBEEN
BAKILDAGHAT ZFEEYI 73 H7. A PCR At A &
AFRENERKXE, BYIEERCR, W%
RYPEREARRE.

8% ik
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