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R BEREE Y, G, 2RI DNA B Hind [ 3501 H B 43 BURG A B AL pUCIE, 1 o4 gt
T2EEM DNA CHE, AR L. ES R e A FEYIE . BldH 4 B 38 =i
EERES . SEBH 8 BemH 1. FoR 1. Py | EcoR V i (LI HT & X F 4 DNA #1F Southern
Blotting, R EH RS HHELSEEB T ENEEH M DNA B Hindll . BamH I, EcoR |, Psz ],
FoR VEREHHERVINADERK. AINCARMEE EDS, W HE AA-2 BXEEA DNA HRB
FY B RO pBE42 1 0 iEH, S AR KN E AR ALETT Scuthern Blotting, R G4 B S35 &
PRETHEFESEEM DNA PIIEE RS EDSVAA 2 BRI M . AREZRE4 DNA I
Fif N mR R, AT EEAS WA, WETHELPTR, R ERFEIRREITTT %0,
SN BEWFE: BEMA DNA; YIEMI: Southern Bloting I

PEH M. S35 KRR A SCEG; 1003 - S125(2000)04 - 0388 — 07

ERMERERFEEARFRTSA =4 I FOESHEERFAERSE AN . XY B
HESKMURPE; | BEEASENERLRE. CEARRRERS CRERSE: I8y
RESSIEHRERFEGWMAECRE . AEKERRES FEYEHRARBEXHER, B
MESRE T B CELOMRED, I B oyl mykim 5 Mz, Il 3 EDS, % AV-127 #lpr &
EFAFVIMEMEEGHSH. EAZEETAT EDS,RE AA-2 Bk & F AT ER
BAEFEALR DNA FEFISHD, @457 RS 2RERSBERT T EMBSHFET,
FERERREEFTHAERFAEENAEMS N LR X TFHSHE, [etitfg
BREFERERFAER .

ANRKFARE D R ER RS B AR B (Y, G, 3R], = 0] B 2 51 7E RS 4K
FHERBEEAPMTE. RITERRYWFT AR, B {E £ m P IEIF R K IR S, 3mEFRE
FETREYGHIMES, WEEFA RFLP o4&, ZRETYMN EDS, AEFHAEE
S\, L SR E AR R INEEE, H T REEN A AIES AR ARk
RERN ME AN SRBHEEEHE /T EDS,HAHE. XiNERBREFRE2ERS
DNA X R £, # B Southern Blotting £ A B .75 3 2= B 48 K FI BB 4| B 09t FE W %,
AFEERGEOBE, ARSERAEREKEETEM.

B H R, 1999 - 06 - 28, #BE H #1999 - 12 -6
* EaWE S\ Fe6d R Iy %W H ¥ E) (19601002)

FEERM HEM973E - ), B, WFRE B A B0t T e, Jb 501 S04 857 BF & e 25 BE B 92 19F. 100089
> GARAEERNA BRI FE- ) B ILILHA K. B AR Y4 FREy
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1 HEFOHE
1.1 #HHEMgE

BEBRRE Y, G N haEsnMEsBmEs SRENE S WS R SE R OB RS
HHEFEEH K HE. B \HFMREEHEE DNA B ETE Y NBTE TG, . BERFNSLENE DNA # 104
Hnd THBREaAZHTHEY  SH EDS, /3 AA2 BERSE DNA FRRBHF S BE KL pBE42 1
R ENE,

FRIFEP L8 § e 1 T B4 7 ; High Pure Plasmid Isolation Kit, DIG DNA Labelling and IDetecnion
Kit 81 § Boehringer Mannheim %+ &, QlAquick Gel Extraction Kit B 8§ QIAGEN £ 7, NC ¥ 3 Amersham
Life Science 2]
1.2 DNA KBt E i 3 5 # #7id

B EEE DNA-Hind I B BEHE B 10 P BHABRS 52X B TG, MM E A High Pure Plasmid
Isolation Kit J@HC4E 1k, F 48 P B | 88 U1 H 16 Al B, 485  QlAquick Gel Exwraction Kit 4 81 [@ i #& A b B2,
¥ M DIG DNA labelling and Detecton Kit fRic B FS S HA R B4 SR & 105 1B 0 IEH .
1.3 SEMEER DNA DG

FEE N DNA S BasmH 1 .EwR [ .Pst 1 .EcoR V . Hind [I %57 7 FE 4 853 51|88 U1 3 e 3, 3 871 0F
I BB A B2 B E AR
1.4 Soythern Blotting SR DNA IR A e

WEHEEHEADNA S BamH 1 .EcoR ] .Pst ] .EwR VEEHIG 4 10 S EHEI B 7, BB bk s o F & B
ST PHEYNENCHE L., HATEOmn. 80 CTFE2LEER. WEHHESH NCBYMFRITH (S
> 8SC, 1% Blocking Reagent, 0.02%SDS)F 68 CHI 2 b, ¥ H K NC B_E& 10 MKW 4010 75,
Al Y G, e EEE DNA KT 101 Hind 15 BITICHIE F W2, HREHRE R F £/ 5
HEARBBE, ATHREFIMIBRIE S EBRESERTREREERE DNA 155 R 5B
P
1.5 MMWEEIR DNA SREEFHEETEE

$5& EDSVAA2 SR B HE DNA H K5 By M [ £ pBE42 Bl i & ¥ 1501 WiRst. S SR e
Hind I THILHIRE Y, G, BREFE Al DNA R 0 ¢ HE B8 (pGAHC/ Sac 1 + Hind I, pGAHI/EwR |
+ Hind [l }3£47 Southern Blotting, X MABREE A 68 C, IR EE HEREESERERT Y., G, BRER A
DNA 5 EDSVAA-2 Bk 3E[H 8 DNA MI7AT K ] .

2 4R

2.1 B Y, G, %EFHE DNA REIEERY) 347
HEEESH DNA SRFRRHMEBYERKER LB 1L EUAFBEXIRBEERLEL £
RRMEREEA DNA BEE N 32~33 kb,
2.2 RMERNBEASBRRNESR
FAEARRZAMERWBEIHMNEA R SHEERES DNA M Hind BN 5 BEX
A RE 2, HE2 L, KREAESIEA B SHEEE A DNA Hind M= EMBHE
RBReE—H,
2.3 HBWEDFL DNA BB R
FR&IHEMN 1B BamH [ .EwR 1 .Pst 1 .EcoR V i&1LA9F5E DNA S5 SR ik /s
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#
Fig.1 Riseriction mep of virus Yy, G, DNAs

L. ADNA/EcoR 1 + Hind ;5 2, adenovirus Y, Gy ge-
nomic DNA; 37, adm;:';'inls Y&, G4 genomic DNA di-
gested by BamHIl, EcoR 1, EcoR ¥V, Hindll. Pst 1:
8, ADNA/ Hind[

¥ Y.G, hERAR DNA B R B/ HRE

1211109 87 ¢ 5 4 3 2 1

M2 BERBBEANBRRETEE
Fig.2
1, ADMNASHind 11 : 2, pGAHAS Hind [T ; 3. pGAHB/ Hind
M; 4, pGAHC/Sac 1 + Hind [ 5. pGAHI Fiad I : 6,
pPGAHE/ Hiad M ; 7, Adenovirus Y5, Gs genomic DNA/ Hind
M: 8 pGAHF/Hind MI; 9. pGAHG/Hind M: 10,
pGAHH/ Hind B ; 11, pGAHI/EcoR I + Hend Wi 12,
p3AH) Hind [

Identification of the inserts in recombivant plasmids

%1 MEERE DNA RS SEH AR E
Teble 1 Calculated sizes {kb) of restriction {ragments of Y Gy DNA
3L A DVA LR eI R B K
, mﬁﬁ Fragments with diiferen sizes (kb) Sum
Rerriction enzymes

A B C D E F G H I ]
Hind [ B.5 5.8 4,5 3B 2.8 2.6 1.4 1.4 1.4 D7 32.9
BamH | 16 1 4.3 1.7 32.0
EcoR | 8 4.7 4.0 2.8 2.5 32.0
P ] BE.8 7.2 54 3.5 30 2.5 2.2 32.6
EcoR V 17 9.5 6.0 32.5

HEENCHBLES 10 M MBEHEYM DNA-Hind [l H BB MHRZERAE 3, SHMRE

REFRREHRYIFBEIITE 2.
2.4 RWEEE DNA HERIES RS

LI& W EDS, R E AA-2 %k B E A DNA &l R Bt §)H 4 SR pBE42 B34, 3 Yy,
G, BeZEEH DNA & Hind [l iHEEE R Yy, G, tREH A DNA B = K5 H B {E Southern
blotting, WX &R BmEHFH pGAHC F55E DNA-Hind I BYIH C FEHFHHES, X
BE C HBUH Y Gy BB EEE DNAMERMH B . Bk RiewgRILAE 4.
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¥2 MEEEE DNA AR SRR
Table 2 Scuthern blot hybridization of restriction fragments from 3Gy genomic DNA with DIG-labelled Hind [0 ftagments

R DNA-Hind [ K B3t

3% FH i R e Prohes of viral Hind [l fragments
DNA digested with
A B C D E F G H ) J
BamH 1 B.C. D’ AC B A A A A A A A
EweR 1 A D A C.D A R A B B.E E A. B
P 1 ADF CD A C.E B B.E B B. G G B
EcwR V A B A B A A, C A C C C A

*» BRSHE DNA-Hind [ BB 23 R IHE (S S a4 RS B H B

3 wBXEE DNABUIHEBRAENTER
a,bicudiesfugahaisj S BGR 10 4R 3 DNA- Hind I K Bedgst
Fig.3 Southern blot hybridization of restniction fragments from Yg; Gy genomic DMA with DIG-labelled Hind Il fragments.

a.b.c.d.e.l.g.h.i.] show 10 DIG-labelled [ragmenss respectively.
2.5 AWMEEE DNA FERHENSEE S
RiE2. 1,23 M2 4 RSB EMERNERE M DNA K [E B 85 4940 2 H i
(B 5).
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M4 HEHERNM DNAVIEHFE AR LHHR

Fig. 4 Compuarison of genomic DMA mapping orientation of

stramn Yilss with EDSY wrain AA-2

1 ik 0. JMEEER

1 :Result of electrophoresis [ ; Result of Southern ot hy-

Lridization a, a': ADNA/Hind I b.b": pGAHC/ S I +

Hind I ¢ .¢': Yy(y adenovirus genomic DNAS Hind 1T d, '
J: pGAHI/EnR I + Hind [l

HindIIk
L JHGEJF, D, B , A . C,
14 LAdl4 280726 18 58 85 45
BamH]1
t A i ¢ |D1 B 1
16 33 1.7 10
EcoRl
E . A ' Dl C
' :Ls4 47 18 28 40
Pstl
: G 1 B l!’:lI ' D | FI A N
22 72 30 54 35 235 58
EcoBV
C A B
1 ] 1 L
6.0 7 95
m u
] | 1 | ) 1
0 20 40 60 80 100

5 RMEmRAHE Y, G, HBEEH DNA B M
Fig.5 Physical map of goose adencvimus Yy, Gy genomic DNA

3 wie
B A M AR — M R R AR bR A 4, AR L H AR B 90T O A LR R
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I7iE, REAMEZAMANYIRNERSEABANHABSNA, ERBEEENREIBEMNHR
AREZHER FNRINEEOSESIEREFE(EDSV), REEEHEBHZE, FERFPHEE
FEERELFREEH®. MAREANFEESN, §TENBLEEBMERMERERE,

HREEBEFESENXEEFEEVELEE, AN SRS EN E RO R IELTE
. MTFHEEFRE pVIER ST EFEAERZE, FHEEIRIEANMEERAH HENRT
B R MEEE BT EE., ™ ARKE CELOR HEVIY  EDSVIY 4 3 & 4 fF 54yt i 2
RE, pVIEE SHEEEER Z MXHBN E, K #ag; E%5 2 EDsv ZEAE N
R a5 BALESE Ey, K4 245 ne, TTZE Es B EBEM ITR Z MINRER T HRE, X[
BANMFEEFARWEEISNHEFNEERNETERELE, B, ERERBEE Y. G, RETT
£ REFEH DNA XEHARMEEEMIHEM DL, SEILFFTER. BEA-FRikEE
FEHHESER, IHA Yo G, iR ERAEREEE T B ERY.

FERIFHRERFE Y, G, SO BEREBESHHEED, TR G W HAFF 0
WEETEEDS REERATRE, BERIERELE A LBEITESE —EH BT, HH
MFRATHEUEMERNE, ZFH®EGTHS, ANBRESRFESERBETHE, TREEES
DNA &R & M EREEEA % 32— 33 kb, 5 EDS; & AV-127 te Z FH DNA £
€ 23.2 kb*) EDSVAA-2 HE2 K 2.9 kb EBEA T, ZKEHEIEITHEME [ 3 CELO
PIRE(13.8 k)T X F I B8 KM B A E (26. 3 kb)Y, M H Y, G, % EHA
DNA ZRKWFFNINER BT ITRAVKEMBEFF S EDS;JFHFEF (ML FH, &
RE), FWHERMTREE Yo, G RERUTIHERFE, BECS54 EDS, HENEHBE
5,0 Y G, BEH AVA127 % Hind [ B EEAMABRHERERBEXDEFEHBER Y,
Gy %5 AA-2 P Hindll HEEEMARRASHUEEEECUNSHB AR, Y, G, 85 AV-
127 # EcoRI I E B IWEAE 7.8 m. o W I—F &, HEMSHER: MMM BamHI
HESEEZER, FHARAME. . FRARE ARTESEN IR SREEH IR BETCHE
2Rzl

F| A Southern Blotting H RITEME DNA HEEAL B B HEA, ZrAEER
Y5 . R B RS SR, ME TR AR E R B EE, TR ERERS
FLEFNYE DNA XEHRETIMES -, B0 SN EREANBYIE S, LET %
A58 DNA 85 T B P BE, 53X L PR & B W7 3 L 7E 09 & 2L 05 41 oh {7 4 T 824, B & BE 4D
SN mESEYIRETEAN KT, B33 S8 B W E A B9 47 I 5 & DNA
VYT, TR AN ETREE. A5 TEN S MY A ESNIRCES. SHER
HIBEE LAY B DNA BT, R0 RIETHE . .56, IR A S I — K
3 AN OT IR 15798 A FE 4 DNA £ 0 &I B oY ¥ 5 B,

& F X MW
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Construction of Physical Mapping of
Goose-derived Adenovirus Genomic DNA

XU Fu-zhou, CUI Zhi-zhong, LIU Yue-long, DUAN Yu-you, SUN Huai-chang
(Col of Ani Sci and Vet Med, Yangzhou University, Yangzhou, Jiargre 225009, China)

Abstract; The genomic DNA library of goose-derived adenovirus (sirain Y5, G;) was constructed
after ten fragments of viral genomic DNA digested with Hindli were cloned into plasmid pUC18
respectively. The inserted fragments of the ten recombinant plasmids were labelled with digoxi-
genin. Viral genomic DNA digested with Bam HI, EcoRI. Pstl or EcoRV were transferred to
NC membranes after electropheresis and probed with DIG-labelled cloned Hind[ll fragments re-
spectively. The physical mapping of adenovirus Yy, G, genomic DNA was constructed successfully
by Southern blot. To compare strain ¥, Gy genomic DNA mapping otientation with EDSV strain
AA-2, the cloned right terminal fragment of EDSV strain AA-2 was labelled with digoxigenin and
probed with the two cloned terminal fragments of Yy, G4 genomic DNA by Southern blot. By
comparison. of homology the orientation of Yg Gy genomic DNA were determined. These results
will be helpful for construction of avian adenovirus vector.

Key words: Goose-derived adencvirus; Genomic DNA; Physical mapping; Southern blotting
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