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ES

(FERFRERESRTFRN, s

¥FE BEM RHHA

(B |ATV AL EBE MU BTRET, LB ARFF)

FIME EMBL 4 — 837 % U0 JUE R IR A IUUEHA, BN T SHUE R B (R 7R B (AGV)
DNA FEH B, FH2HIE AsGY DNA ZERM YR 28,

Sk SIS HEIE 3 % 107pFUjpg DNA I, Sal 1 F1 BamIl NE§52 ©Eg 404y FMBL 4
R Bam HI W5 EBHIRY AsGV DNA, $ 201 pusE kil T, A T4 EEERgERR, 7 BUB
2688 152690 R AP AT HIM R, HEE L 95 Fi ED 8654 MGHE NI % 1.5 x10°
WEBEPE, {RYE Clarke F Carbon AF,fFt@RAFIER 99% 11 AGY EHHERT 35 1H
ARERNPE, IRITEAVLBEARY 35 T EAAMAHDE, SR SBER BB B kB H 13 T ARE
TR T A MR B LL77P ARICHIASGY DNADYIREM AT TR WE T BamHI L AsGV DNA

A A AHEB AL E.

R@E EHERERERE DNA ERCE AR

TR AR TR R e im
S HE RS RS, 3T RoFHXER
FREERRET O LEN. TR ER
RER %A MR B H S R EA R K HRE
frRSHEF. HE, ESRAHEHYL
WL B EE (ANPV) TS
T8 4 78 RRIET R0, RN RS
i, HEAFEN RN EEEREEN
PE AR R Y EHERITE
XM R AL (AsGV) BN
REMFES ", AR A EMBL 4, R
A BN SEEFTIN S REN 2 RIIEIK
¥IEE AsGV DNA R CE UL K 4% il H
AsGV DNA R Bam HI RISFEEEE,

A OB foF B

(—) ‘B WE S BER
7RFB. BHB 2688 [N 205 (A Eam 4b red-

imm 434 clis Sam 7)[1], BHB 2690 [N 205 (A
Dam 5b red- imm 434 cfts Sam 7) /4],

FEe. ED 8654 (SupESup F up R met
B~ K~ mK*), L 95 (Sup E Sup F tonA trpR-
metB~ K- mK*t (P,),

MERIME: EMBL 4,

LLEBEBR R B R I9 R A, Skaeka {H4-H
M,

fg: Bam HI, Sall, T4 DNA EER (hH
B d BT EH ah), DNA fy 1
(Sigma P=gh), RNA KA (LERAEMLRFAT
), RO K (E. merck P00, A 4K
BAS (Shleicher & Schill p=H), X R (Kodak
i), [e-P) dCTP (Amersham 205,

(=) #Hxx

AR L@k, Hth NZCYM i
FEN NZ R EORRE,

(=) #f& DNA msl&

AZXT 1985 £4 A8 HIWH.
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e LA MR B0 ARy AsSY RIHR
(kU7 2676 0.05M Na,CO, pH 10,6 H1, 37°C K
#2 1h, A 0.1N HCl i pH F 8.0 [5, MFIRE
% 50mM Tris-HCl (pH 8,0), 10 M MgCl,, 20
mM EDTA, 56 pg/ml HEE K fl0.5% SDs,
65°C {8 1h, RFHARSEAE KT SDs fy -
Wb fns s, 10 g ARG, 201 R
BRI & MR —Re AFEM 1/10 K FY 3M
NaAc H12.5 {2 F4 5% CEITCHE,. B
70% Bk . mT .- &EM TE FiE (10mM
Tris-HCl, pH 7.5, tmM EDTA) M, hERY
®ELE —70C KEPRESEH,

(m) $ifE DNA pf&

BB AyBesi{k ) EMBL 4, LB R B§ ED
8654 thiuE ™, MEEEMNBHEEARL - W
6000 FLEEFIH M BELES S h ik
Anna-Maria 2 A" B3O8 i3 MAAN LB i Al
4 EMBL 4 DNA,

(R) sE&BFENHE

kB FE B 35 B ik BHB2688 N1 BHB2690,
SR A R R R R Ly Be i b ia 2 AT
E B REURERBTREFEFE CH
w2rpgE (P4 40mM Tris-HC) (pH §.0), 1mM
B hx, ImM TR, 0.1% BT B, 7%

FHTRITRERY, HHEN A0y DNA 3
7 Bam HI goifiiyEgil. RERBEHRESEHN
DNA KBRS THX 201 #TRE,
T4 EEET 12°C TEE 16 /it SidEER
DNA SaSciThsias, a%mREN
—FEM SM K (BEL4& 5.88 NaCI, 2g
MgS0, « 7H,0, 1M Tris-HCl (pH 7,3), 5mhf
2% WAMR), T L, kY, MEAFEFREN
PRPEEAR BB SR, —RGHIBA R, B
EAMERK

(£) BRREFHREERN

REHLBE B E MG R TE ED 8634 L b AT
ANBERETE, R DNAUOY, 7E 0.8% BUIRBEEEN
fLpk b fEHRE

(N BANBHOTTRE

EHREEBRERMTENRRA LMW E
Ak DNA 4T Bem HI ERUIL7E 0.8% B
Rabs s TAR Bk, SRFE EB s, RAEIDR,
R & B DNA B RIMERTEREL, 75
a-P dCTP ERiOpY AGV DNA 5 E 4 T 3
3. Wi BB R R A EAMBA DNA th 5 AGY
DNA EfREESF B

OB 8

DMSO)©4Y, gL, RE A PR
. (=) BEENEIDERE
(%) WY EENex AR E & AR, RIMVEEE
Sk EMBL 4 DNA 7EifBtey BomtI A0 st EHE Lo FRERETE ZHOHER
#1 FEESAEBNEHARNE
Table 1 Packaging efficiencies of packaging samples
#$ BT 5 Numbers of plaque
No, | No. 2 No. 3
1 . . s
e fa % W B % e 3
a3 +ADNA k11 +1 DNA fidkiy | +A DNA
Packaging| Packaging [ A DNA | Packaging| Packaging | & DNA | Packaging Packaging|l DNA
sain ple sample 4 sample sample + sample sample 4=
ADNA ADNA ADNA
1077 0 64 1} 0 251 0 0 oo i}
10-* 0 1 0 0 3 0 i} 234 {
107 0 0 0 0 0 0 i} 3 0
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AR SME 3 R R 3K ] 3 X 10'PFU/ ug
DNA, FELBER, dLL&ET AGY
DNA BRI FEREE.

(=) AsGV DNA EEENHER

AsGV DNA W Bam HI #DEEYIES
5844 EMBL4 DNA EEFHETERIM
2, BF 1.5 X 10°PFU/ug AsGV DNA,
B2 Clarke 1 Carbon 4AFPY N =In
(1—P)/In(1 — £/G), b P B HibHEE,
f &3 A DNA R/, GRIMEER
HEYRD, NAFRTFEHTE. BigtH
P24 099, Bft AsGV DNA HEBHRT
PRl £ = 15kb, AsGV DNA EFEAK/
#5 120kb™") [T A T3 N=1n(1—0.99)/
In(1— 15 X 10°/1.2 X 10°) = 35(PFU),
FNOH R 35 PR IR B 99%
Y AsGV DNA HFHH, RIVE AR 1.5X
10° REBHBE, RLARERERST AsGV DNA &
H X ENE K

() BAYEEHER

BEOLBREN R 35 REEEEE, 2/
W, RiE MR DNA, 7 Bem HI EG,

¥2 AsGV DNA ¢ Bam HI f1 Eco Ri
WK B XD
Table 2 Size of Bam HI and Eco RI restriction
fragments of AsGV DNA

K EY Yragment Bam HI Feo RI
A 19.5 17.0
B 16.8 3.8
c 14.4 13.0
D 11.5 10.8
E 11.2 16.4
3 8.7 5.0
G 7.3 8.6
H 6.8 .4
[ 5.7 7.0
] 4.2 3.9
K 3.0 3.6
L 2.5 5.1
S} 2.4
~ i
O 1.3
P 1.2
#if Total (kb) 111.9 116.1
RITBEERE kS 3E 13 MRE

KA EEGEK. K DNA SHO%%
) *P 451300 ASGV DNA #5HiL (755 F

B3 EMEAWHEDRIEN AsGY DNA y Bam HI IR BHBBEEHBX h

Table 3 Size and number of insert restriction fragments of BamHI-AsGV DNA in recombinant phages

A AsGV DNA AR R A
EHBHERS Bam HINgtIH B ERENRS B BRI AsGV DNA fyk
Mo. of recombi- MNumber of insert Designated letter of| Size of each fra- Size of insert AsGV
nant phage restriction fragment ofjeach fragment gment (kb) DNA in recombinant
BamHI-AsGY DNA phage (kb)

6 3 C, DM 14.4, 11.5, 2.4 28.3

12 2 E, ] 1.2, 4.2 15.4

13 3 H, I, L 6.8, 5.7, 2.8 15.3

15 1 C 14.4 14.4

16 3 A, F, G 19.5, 8.7, 7.3 35.5

23 2 A, F 19.5, 8.7 28.2

25 3 E, ], K © 11.2, 4.2, 3.0 13.4

27 2 C, ) 14.4, 4.2 18.6

28 3 E, G, K 11.2, 7.3, 3.0 2L.5

29 2 DI 11.5, 5.7 17.5

31 3 B, ¥, H 16.8, 8.7, 6.8 32.3

32 2 E, K 1.2, 3.0 14.2

34 3 C, 1 M 14.4, 4.2, 2.4 21,0
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FAZIEHA A EHBR R DA FE A DNA
FrEr ¥R AsGV DNA Bam BI BRI KB
AR B (R T, A—D) 3L AsGV
DNA #J Bam HI F1 Eco RI EgHI B
AL KA EAERBEK PR A AsGV DNA
B Bam HI S & R BRI/ 4351
NTR25%K3. AF3EFLEREARENK
mH A AsGV DNA gyA/H 14.2—355
kby {HREBMEA R BRE 23kb 2N,
& EMBL 4 R mHE A"

() AsGV DNA 1§ Bam Hl &%
)i TR Bl

13 MAERMHEHAEE R DNA,
Bam HIEGHIG,&id P 710 AsGV DNA
B ms FREEE, SJUREH AGVY
DNA £y Bam Hl BYJFBREIESEE,
Flin 28 SEAREEEKD AsGV DNA 1)

ApamuiCGKF I CMDILH B F 4

G KE
e
32KE
1Z2E J
My c M
i C MD
290 1
131LH
3lH B F
16F, oG
0 50 L 100(%)

B 1 AsGV DNA By Bam HI Sympig
A, DURR AT R T B, LIRRy THF
Fig. I Physical map of AsGV DNA for the
restriction endonuclease BamHI{

A s presented in linear form, B is presented

e circular torm.

34 Bam HI E5UJFE E.GFfK, EE
MK #F3SEARERATEEHNR, A
DETR=1MF B8 L8R GKE,
AsGV DNA [ty Bam HI Beilfo /)5 Bt
(& 1), Dlib3sia fim R NEAE K
EOER I, A—B), H¥WEEIEE—I
TH AsGY DNA EREMRIA/NG 1147
kb Ef. SHBEEMEHMEANERE
HHEHR DNA o FREF,.

i i

HTHEEERETEESRaEEmtEsF
FERESEHE, KRK¥EMTHEHERA
S ST eI R AR RATE T AsGV
DNA HRZ ERE L, E 5] — TR Hl RN
DA ERE L AFNREEERA
HIBE— SRR T T # bt HAlER L Ak
N TR AINPVRI S SR BRI
FALERENEEAE D BEE N T
AU, HVEARHBEEERS RS
#E, PSR S AKRREHNPY
R A A 1 AY F S Rohnann S A PI%E
LT IRRERNEREED &T T 2O,
RIELE 6 MRAERR, ARBLLF
R4 SR EEAE AR &RN G HE448
FrIRFEE. Hizabl BREAnE AR
EREXAEA R RIFEBE AsGV DNA
LEMEER XA E,

55 S PR ANE D i A BT 53 B YD K WAl
HEEENEEIEME DNA, GEE R
FHREENOHEBENE AN E. BT
AHG0 AT B O, R = E Y R B AUEE
BARRHESFBEAEA, RSB
S, W E XK. ARBAH
EMBL 4 (S REZEFNK K, £ 8
Sal 171 Bam HI WEZE8BY,HBENSA
EHBEAEKERE, 6 EZ0BEAEN
R, HERR TR BB BB TEE,
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mooE B % W

26 &

e TEEF. RANAEFBEEA, &
# EMBL 4 Y9 rec 1 gam EEH,BHARE

P,

7 I M IR Spit 2R, B AR Spi”

FELAMEL 95 E PR EREER
RATH AT, LR KR T B N X E
W TIER. REERAMIZE AsGV DNA iz
AR, ERAFRRZETEAUSE

FHo
# £ X @
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THE GENOMIC LIBRARIES AND PHYSICAL MAP OF
AGROTIS SEGETUM GRANULOSIS VIRUS

Qiu Bingsheng

Pei Meiyun

(Institute of Microbiology, Academia Sinica, Beijing)

Al Xiglian

Shi Yuhu

Wu Zuyun

(Institute of Microbiology, Xinjiang Academy of Agricaltural Sciences, Urumagi)

Using a lambda replacement vector
EMBI4, which contained polylinker se-
quences flanking the middle fragment and
a large capacity, we have constructed ge-
nomic libraries and physical map of Agro-
tis segetum granulosis virus (AsGV) with
BamHI1. When efficiency of packaging
in vitro of DNA preparation yielded 38X
10° PFU/ug DNA, vector DNA was dige-
sted to completion with BamHI and Sall,
then was ligated by T4 ligase to AsGV
DNA partially digested with BamHI. The
recombinant DNA was packaged {n vitro
and plated on L95. 1.5X10* recombinant
phages have obtained by this procedures,
extremely exceeded the requirement of eon-
struetion genomie libraries of AsGV DNA.

According to the formula of Clark and
Carbon N=In{1—P)/In(1—-f/G), while

the fragments of AsGV DNA (MW=120
kb) were size as 15 kb in vitro packaging,
35 recombinant phages can covered 99%
genome of AsGV DNA. 13 different types
of recombinant phages from 35 plagues
rapdomly sereened and amplified under
conditions selecting against spi~ phages
were analyzed on (.8% agarose gel and
hybridized to AsGV DNA labeled with
2p ACTP. After gel electrophoresis and
autoradiography, the physical map of
AsGV DNA with BamHI can be directly
determined.
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