D 000 http://www.cqvip.egm|

2005 2)

6363

BTEEIN th " B % Yol.7 No,1

1992 3 VIROLOGICA SINICA Mer, 1002

‘ZHRT RREMHOEEHEE
ZRABPFEEDNATIERNEE

B =% ﬁﬁﬁiiéy EEM

——

C BRI EFTAAR, FiT 430071 ) S L,L7é 13

B’ E

R WRe Hind AT 4 80R %R £ A EHEDNAE A LA, B, C, D, Dy,
E. P, S8& pUCIBHAEERBLABTHE T6,, B2 “ZHE “RXEE
E, SREEEM M BN R, EAR BRI EDNAL EEET A,
XMW fuae  BESALAE  Smuc Ak SERE M/éﬁfﬁéﬁ
§4ﬁﬁmﬁggﬁﬁ;?ﬁ% P%fodenia Iitura Nuclear Polyhedrosis Virus, PINPV)
RIFRAEATR, HESRNEMEIR DNA, 5TFE71¥10°D, HFAEHRBEL
B, EmFRERPEAMBECHIGEY . BT H SRR ERNANSHS
ThEe R M FRIE LS, W@l wiEaERETIRR LS, R kE T PINPV-DNA
Hind W Bgf# 5 B S FE R,

MoE Rk

—. SREER PINPY-DNA @i i BN &

I PINPVRLF NI R P EEF, BRIV TERESMEMNT, A Eikiig
DNAL4L, PINPV-DNARR i/ SR Hind I ¢ /AT RAT S ) A7 2w, 8EM
0.6 B IR A F M BB RA B 3 Weis landert V) o pmii 5 —DNA F B, AE S AT
TakE o

= RABRHERTE FENNEL

Bk FRpUCIEE ZHE/XBIFETC, (E_ coli TG, ) it E LI A2Ellar Srin H M, &
Hind W RER/5 B4 B pUCIS I i S B B pn A = gL €0, 420, 1 31 fr /pmol DWA iy Lh Bl INA 418
BB e, 37C RIR0SH, AT ERAFLAZE RN ATEREM®RESE, HREITC RE
3055 8h, BrEkis B, §—PINPV-DNAR R B R ZED, £ 200 pUCIBR
100ng PINPV-DNA Sgf)iBt, 1 BfT, 588, REEHEN 150, 1600, 1% Mandell Tl

EIrFievosE 2 A 7 HixE], 19915118 5 HEE,
1N =1mol /L X BT {3



http://www.cqvip.com

£ OO0 http://www.cqvip.com|

64 o B oW % % ®MTH

BEHAEEE, 370 FEE. SREEERG T RE,

= RENENBERESE

AX-galE FPERAEAEHE. TAMTAEERG A MEAEER BTN EEHT R,
m|mel, DS YEE AT ST EARE S 5. fRTER0.6 %3 EEE 5 E,

m. DNARER S FHRTEE

DNA KB #3510 Amersham A7) a-2P dCTP, ZEEABHETHROFBERE,
1£g DNA jp A 100uei @-!P JdCTP, {5 C E R 2.8, ifiid Sephade xG-5p i Bpy a-2P
dCTPB %2 8 4t,. ¥ TEAMKNAS FR T F ke MRakil Iy aie ) “THWE" R, &
Southeral 10} 35 PINPV-DNA Hind WEpREra kR I R AR T EM L, 65C HTH R
B, RERASEHo~1 P ACTPiRiEppLCI8 R IEFMEM F & 55 EDNA T SRV E M b,
FEEESE AN A s, RN RN ETE TEERL 1350, 0,243D5 =K,
/iK1 A~ CEE TR EHERLHDN £REEC2 xTYHEEERRELE 1~ 20,
REHESEERTEEEBE LA 05N NaolH 72 H & DNA 2, ) imel/L Tris Cl{pH7 4),
2 x3SCHIfn, 80°C 1 EHBIEIE, 68 CIHRZERAR,

45 T -
—, PINPY-DNA Hindll EREEE
AR A (P t0 Ay Hind I 524 M@ PINPV-DNA, £ 0.6 BRI HEE LRILE 6 &
WOE1)Y, SBRA~FRmp, BhDHEEAMANELMDNAR [, ERSTERAHT
KEEB AR IR B Wik 7. L1 A DNA Hind W EgfH B, RIBRETHEERT
RUERBARMCERL ),

M 1 PINPY-DNA HindH KRB SpUCIsiEs MERBNELx
Tab,] Trenaformation effieiency ef Concatamers of PINPV-DNA HindH

fragments and PUC1g

DRAN B DNARE HRANERE B R H{LF
DNA length Recombinant Trasformatien
DNA fragments (kb} Selected Colonies Colanies efficiency(4p)
A 2B.B 20 1 —
B 19,9 20 8 16. 0
C 17.8 30 5 16,17
D,, D, 16.5 45 11 24.4
E 2.1 40 13 32,5
F g. 0 40 23 57. 5 '

—, PINPYV-DNA Hindll 5B RENSEE

YA EB R ANERE, PINPY-DNA B B EA RN R LREE
Rk s SR 1, BN EERES X-gal i REL, BRHLOREE, RKED
B URRIDNA, zHind I BAF, 7EFRASERAERIRIKT 5B, MERKHANERNATR
MERTSh, B THEM S PINPV-DNA Hind I B B i) 72 BZ FURE 38 A R K /DR 45 )

SrRBEN—R (B2 ),


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

|1 AE%. ‘SMET RS0 HHE S AEREINATIE RITEE 65

{1 PINPV-DNA HindIl fR&| B [z SEpEfRHDNA Hind I BEARELE
fice P PINPV-DNA HindII B, . P.PINPYV-DNA Hiod M E,
M. ADNAHiod I B FEIRE. A~F S RBEF BIiRES IR DNARK ™ 1.
Fig,1 HindH restriction patlern g.EgfEZ pUUCIS
of PINPV-DNA Fig.? HindM cleavage patteros of cloned
Naotes : P PINPYV-IINA HindII recombinant plesmid DN As
fragments, Notes, P, PINPY-DNA HiodIl fragmenls
M.\ DNA HindIl fragments A~-F, HindIl digestion products of Cloned
* gz melecular weight marker, recombinant plasmid DNAse,

g.Hind I digestion products of plICjg,

¥ PINPV-DNA Hind T Jy B it 3 IR sl SE R 0T, MARHBIMRA HFERLE
Sl EMEERNE YP RiEppUCIesty “ZHB” . SRESHEARERA
DNA #aE 5+ ) PINPY-DNA HindW 5 RS pUCI82 % ([ 3 ), BIAHRENR
ER 85 [EPINPV-DN A Hind [ B§fR > 5—F B2,

HIERD FHANTERM & A RE, MNBEIHD R PR 8 R ER T
B Aer, MDA Er E AR SN PINPV-DNA Hind W Jr BHES S SDR B 8 T
BEARNIG. GREMHESAIEHARKNELZY E5D,. D.EARKRE, @
5D, Dy, D, Dy, DZeds (4 3, BTIAAD, Dy, DO FIR—F B v



http://www.cqvip.com

66 L

£ OO0 http://www.cqvip.com|

m o%® % o

iE: P.PINPV-DNA HindTHK

Bs BHARBEN ‘=" RS

AT (PR BE RS ERBL LS S & Fot A RBWEIP
IHCPUCLERST “=HHB" R &R,
Fig, 3 ldentificatien of recombinant plesmid by Sandwith hybhridization
Notes; P, PINPY-DNA Hiod][] fragments,
A~vF, (P) were transfered onto nitroceliulast filters and hybridized
with each recombinant plesmid end 3P lahelied pUC]s,

HAAR A

F4 ¥PRERDFESSD
TR

Fig.4 Colonies hybridizetion of the
52P labelled D1 {rement 1o DNAs

of the eight recombinent I_Jla.smids

Es D, D, ELFS PINPV-DNA 32 i
pUCLE #4F “=A1iE7 REER
i, P_PINPY-DNA HindIl BB
Fig.5 Sandwith hybridigation of Dy, Dy recembi-

nent pleamid aod 32P lehelled pUiC1a to PINPY-DNA

Notes; P,PINPV-DNA HindI] {ragmeats


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

B RS "SRG FREHIREETS AEREDNATRBNEE 67

BEHFER., BD,. D, EiFER 4 B SPINPV-DNA Hindm B BT “=HR" &% (H
5, M SpINPV-DNA QHind D Frgtdess, HeNAAD,, D, fE AR5 5%k
HFDR BRIP4 I B

AR BCb 28, gkb, {HVRE R B MRIE Joh p20kb, ANFIEERT Aobs X THER
B FAE S it 2 DN ASE LA 3 5 sk AR R B, M EMAP ol B ERET G
e s 9% DNAL & Tk,

Wi

AIH 0T RREAT DNA REMFAREE. HERE & AR,
BT S 0 & R FLPE R MISME DN A KRR T — B Br. B CfERA K W
Ay HIESIET TR EWEN MR RMNET, REIREE, Puk, EHRKHEK.
Rankil® @ PR SR SEEE = MY escteinr TR R, Hik, &
AR AR T E 2 e R 0 B A I b 4 i PRI R S R TR H R M S E. X
CZHRWG? RN D, ETRRPERNEM, TR TUEDNAZ SR A T
“ZHHIY HAHh, EFREE, A MKRERRZMAARER, HIIIERES
PREFBI TR, kM 2ImER, HaS AR AT ER SEEEE HAAEER, #
g HAR AR R S R R R

TEAR BT P, HEGANBREE TR, AFEERHTRETED DNA 23|
VIR G R E R AN S AURRERMPRS BEERY, WEIRERRFE—
HHH,

& ¥F x W

(1) Bl 197s, ROUHR, 18071,

(2) skar A%, 1sve, FEHZ. 45098,

(3] ICHHEMERErifolsE, 1976 MUESAER, 171,

(4) EEEE, 1047, £HEFEHEA, Brev,

(51 SIAEZ, 1987, BdsdR, so0: 317,

{6) Weislander L et al., 1972, Anmnal Biochem, 98 : 305,

{7) Maondel M et al,, 1970, J Mol Baol, 53¢ 158,

[8) Manitis T et al_, 1982, Molecular eloning, A laboretory Manual, Cold spring Harhor
Labortory, cold Spring Harber, New York, ppeé~~26.

C9) Halki M eval,, 1983, Gene, 21: 77,

(10) Southern E et el,, 1875, J Mol Biol, 98: 543,

(11) Grunateio M ev al., 1975, Prol. Nail Acad Sci USA.72: 3941,

C123 FEHEE, 1837, EEERE 1060,



http://www.cqvip.com

£ OO0 http://www.cqvip.com|

68 G B R

%

BTE

Identification of PINPV-DNA Recombinant Colonies
with Sandwich Hybridization

Wu Yon-tao Ke Li-hua Cai Yi-quan
(Wukan Institule of Virelogy, Academia Sinica, Wuhan 430071)

The genome of the bacularvirus PINPV was digested completely into seven
fragment (A, B, C, D, D,  E  F) with Hind I, These fragments were li
gated in vitro with vector pUC18 seperately and used to transform host strain
E, coli TG, Recombinant colonies were identified with sandwich hybridization, .
Seven kinds of recombinant colonies containing the PINPV-DNA Hind 17 fra-
gments were obtained, but wunfortunately the A fragment was less than the
original one,
Kew words, Prodenia litura Nuclear Polyhedresis Virus
Sandwich hybridization Gene Cloning
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