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REZEERNERNES) 7T DNA B,
AR R 2 Boh kg T MU I AT I

AXT1984511 100 i A,
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1, WIBEFIDTRL: el o0 M 2 g Tk
{R9%57 ( Agrotis segetum granulosis
virus Xinjiang isolate @ #k AsGV) {Eh
DNA fit{k. pPL603 Jithi, #HEHEEN
HE B (Neo™) fl— 15k BH Z A S
BELEHBHEEWE R (Cat), TR
H3.1Md, EFH—M EcoR T {1 &, {E
ARBEINEEEREDERN R F 4  R®
o

2, HBRAE R, MEFRHFH

(B._cillus subtilis) BR151{trpC2 metB5
Lys3 Neo' chr®) {50 5EEZHEEH.
MR HF AT EHBRIS1(irpC2 metB5, Lys3
chr', Neu®, #7% pPL603 JFk) Hiike
HikE R, BEELovettFIgMk,

LB gR3 4l (). EHME 10, B
f#y 5, NaCl5, pH7.2, 8% 30minK

T3 558 o

SBPY it it B4R (%) FHT
10, &5, & B K10, NaCl3, #
B3, BjEl.5, pH7.2, 8 ¥ 30minK
HIE, FhMoug/mlEr BE, 1oug/mlFE
%, AT&agsits. 8274 5 80 m
50, 100, 150% 200ug WEBE R THE
EHLEAK T,

3. FERIAN: PREIEEE B A 0 N
EcoR I, Tﬂ:fl::ﬁﬁg}% BRL ’Z}ﬁ‘j?tﬁﬂi ﬁ
T RAT A RSpp I DNA R RE R F
PR AEHMIAEB T & KB HE
DNAB5E I (DNA Polymerase )
DNA®§ I (DNasel) F Sigma & 7] /%
Gy REERAT4EEE BASS A& Schleicher&
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1. WHDNATFUEL DNAKH] &
AsGV DNA B #l % R FH EENEG LR
ASGV AR, PRERKBRENLY
BEZESN HMSBESUMRE N Y
70 . FRRDNAR KIS, #AikCa-
nosit' ! LR ECAKIR, B RAEEE
Rk P difk, B R DNA HIHSHIE
WEER XTI E— &%, EBEHE
J‘%Fﬁ“ﬁ? 20°C KR EH

2, BREZEMAKFIENILRE. X

B S ERE 1Y, IR HRER A
WHRPRKEEH, EREPREER.

3. WHE, TEFHFERELRY
B,

DNA B, EEMEENE & &
AR BEBRELTHREERL & 2 X
113,

AsGV DNA + pPL603 DNA

JZ.Q

EcoR I fi])
T EEEE
#:{t. B, Subtilis BR151EZAM

£ 5ng/ml FHEFE A Loug/ml &,

BRI LRk E LT

4, HBETRE, BEGEERE
RGN EARRE Y,

5, DNA-DNA 4 %%Eic* EcoR I

Bi ) ASGV DNAJF B2/ (a-**p) dCTP

HATE RIS, FRidHEEE, SHECRT
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DNA/\TJ&J‘ [12s 162 1ﬁ]°
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NE#ERERE Bk Tp Il 2 B ALBL DNA 45
B¢, ARAMEFETEWR 4 SppI
DNAJ¥) EcoR I gDy B fE4r B
g o,

7. BEIEEFEKERN I &2,
& A PASGVPLS# L T-7 & 4 10ug/ml
FEEN LB Rk clnd i
F, BB ES TR REZEEW
SBPY iRkl L, 37°C ¥x2K, W
B THEREN, LMEEDEREEE
K¥Eo ‘

8. PASGVPI5 ELFIHAE ket
by HEERRkS. HESE—K
Fe AL Bk tT O AE

BRG T

(—) BARBGHBITIRERER
AsGV DNAFI pPL603JF K DNA 4
EcoRIBE0fE, M T, #8MWERE, AE
X} B,subtilis BR 151 R Ak ii5E
to 37TCARBIBHR PIED 90min, HAF#HE
nE 1oug/ml FEEMS vg/ml HEEMN
SBPLEMM |, 37°CiRfH I 2 —4 R,
BET ISR . B B A e
Bk sr#r, EXISTEHEFHEEE
Hhl, HARKNTE # F b IH pPL
603JFThENE, & TEIEERER (EHFEI-
B), iX 15 40 R T R85 B 2L A KR
BrFE—E L, rlaoF2a8 (@
I-A) , % AsGV DNA /) EcoR I fij
BABRNF— (EDPFISDARARRN
B, RkEEREH , HAXISPEHARN
] ASGY DNA 1 BRETERR— 1 B,
BAHEEE S RNAR. AXHER]
BibifE, MATHERIT T AsGY DNA LY
HEBSILEKATANEGTIEER
HAfe#kE, HM7EMREEEE I E #F
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Ko FTATERAIERNAST, HAEER
HH o B A 0 Sh U RE F B RO ER 20 FRORY
rEEET. FATH E R~ DASGVP
ISEANMNETTEE,
() BHTEDNARBESFREON
2
HFISpp I DNAM) EcoR 1 By )y EE
FfrEsF B, 5 pAsGVPIS & 4 i ki
DNAFIpPL603FIR DNA # % EcoR I

%1 Spp] DNAWMER [ BEERSTR
Molecular weight of the fragments of

Sppl DNA
FEER® TR
Fragment No, M.W. (kb
1 7.82
2 5,87
3 5,86
4 4,67
5 3.38
6 2.68
7 1.90
8 1.80
9 1.45
10 1.33
11 1,09
12 0,88
13 0.66
14 0,48
15 0.35

B v B, TR B TE K S B R I v ok 17
ik, EB Y &5, WESETESE, W
W EDNAFERITHE, B Sppl DNA
15D BEAIT B3R 25 5 e 4 T ol gy 28
(D), HNE L EL A pASGVP15H
HREHIERK DNA KB STt
P T It (EER 1-C) #4977 0,9%b, 7E
ST &N, RIRZREE, {8 pPL
603 DNA#? EcoR 1 BRRSS, TEATTI &
TF T A5 75T B 4,63k, ILS0PRAN T &
Jy4,65Kkb, %20 £9°50,02kb,
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£ pPL603 sk b, wH— 1A
HENNASEIEREEOEWRAHRE,
Bk &% pPLe 03 b B PRTE 10ug/ mIF B
FOBEEFI EAEERK. RGHEH
B EHIEER) ASGYV DNA BB, =BEIEH
BREIBEEB S WA ENN R W
EcoR I fiz fi FRIR, EBEIEBER
BRESHERGLIRE, H3ERDEM
W, ZESWEREASRMRE, AHEE
NEmABEENFERME, L, R
A TRTSEIIETRREREEY
SBPY i %V M F MBI KFE, F2 Fr
F SRR % ST AR Rk K B AR 2
B H Fn 2 pPLE 03 Bk B B Bk

%2 pAsGYPISRERNEE RN

Table 2 Chloramphenicol resistance of
recombinant plasmid pAsGYP15

\ SR W Feg/ml
B o#% | concentration (pg/ml)

strain 5 | 50 |10 ‘150 1200 |50
FM““——_}_

B.subtilis BR151 } - I o< -

B.subtilis BR151 IS I I
(pPL603)
B.subtilis BR151-F15 .
(pAsGVP15) + |+ ‘ + | + I + |+
% -: FfEfno growth +, Hfgrowth

() WERBTRE

£33 A &4 pASGV P15 4 R it
AT HAEBHRKEANE, EHiEEL
BRI FAF A BISh 5 DNA R ER R & LRI
AR IR . AT dE—H /It
EhIThE v X2 B AsGV DNA R Bk
pPL603 DNA £ 4 MALAY, HFEANN
PASGVPI15 H kit 7 EcoR I BgifugE Ll
E#1IDNA-DNAS THERE. TEH
pAsSGVP15 BTk DNA, pPLE03JF kL
DNAFIASGV DNARI FEcoR 1 8511,

PIpPL603SE AL DNA #1 AsGYV DNA Jy&f
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M, SEITARKFEEARNERER A vk, B 1 -
CRHIEMA R pAsGVPIS HITAI &
#5, — & 5pPLE03FIK DNA 47 In—4r
B, EHAF. BRIV
FE, 5EcoR I B§JHIASGV DNA HH{EM
B—AF B TR-— 4 B, EI-D
onH pAsGVPL5S & (a-3 p)dCTP $Rid
ASGV DNA EcoR T F B2 mb 8 & 3k 17
DNA-DNAZ FRERBNE R BHE
IR B BRI B AR DNARE S5 ASGV
DNAZ:3s4h, pPL603 EHI DNA, Sppl
DNA Fr B #5845 43 . BIhpt— 3B
1 B4 Bk B W — RSN B 3 O i
DNAF B3R 5 AsGY DNA,

(F) pAsGVP15 EAFRB N,
$L 8 5% 34 K T 1 3 58 T O G R iRk
F

ShT fe e 2 FR Y AR M S 4y
TEETSE - RKEBRHHE %L F M8
[, ¥ pASGVPLISEMAFRHEITHN IR
(LR M s, K ESE—K
faE (E2) , MpAsGVP15 EH R
TR, WHIKTERRNE, THRIA
{Efaefb, SHE—RERER ERI
-E) 3 4 Wl X g SRR FEA IR
MR R B

FRRERIEA] . AsGV EcoR I Bif#
DNA J7 B8 T fefE st i 4B 1L
FREI B IRE R B, BIFTRGHET
TFERNAFE G EHABIASGVELE B3I T,
KRBT B IR, WL TR A
RETFRTEEFS, BDEH—-TEA
Th B Ak A B [ R, HETE § st R IR s -
ImT TATATARI TTGACA JE#, TR
FUBY ARG ENEROER2FF
IR e I i A R ) - AT N 2 E: 2
ApASGVpI5 A X PRI A 8Bk, &
A 2, 3 TTRIF HpASGY P15 MHifk
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e 2 @ I B ¥ # 1%
I EVENNHERELE (2) Casadaban, M,]. et al,:J Bacteriol.,
Table 3 Chioramphenicol reslstance of 143:971—980, 1980, .
various plasmids (3] Casadaban, M,]. et al.:J Mol.Biol.,
P o 138:198—207, 1980,
me |5y pEAsEEE(EEE . g (41 Clowew, R.C.:Bacteriol,Rev., 361361
Plasmid |insert M,| source of | mum| reler- —405, 1972,
. wW.aen ! msert | oper ence (5] Williams, D,M, et al,: J,Bacteriol.,
o 146:1162—1165, 1981,
PPL80S | 0.21 [EcoRI-SPoz 200 5 (g) Williams, M,D. et al,:Gene, 16:199—
pPL313 0.15 |EcoR I -Bac- 206, 1981,
illus 200 5 (7) Harwood, C, et al,:Gene, 24:163—196,
licheniformis 1083
| 1.0 R I 100 5 {8) Caroline, E,D. et ai,: J. Bacteriol.,
! 157:965—967, 1984,
pASGVPlsJ 0.9 [FeoRI-AsGY| 250 | (9) MXE BAEYEM, 11:229, 1084,
" (10) #*Ex=%, s 25 . 1985,
JRF 4 pPLOO3E R A% . X pPL613HE (113 Canosi, U. et al.:Mol.Gen.Genet.,
Eco -B i i i A 166:256—267, 1978,
~ ~RI N «Jichniformis i By 0.15kb (12) WSR Py d, 25:38—44, 1985,
W, itk &y 200ug/ml, $EARER, WK (13) WG %, WY, 22:263—268,1982,
1.0kbH B g 1 (14) H=dS #HEE
My BEFUEAL 100ug/ml, FR (15) Liu LiangsShi,et al,:Mol.Gen.Genet.,
PASGVPISHIREAN0, 9kb )} £, Bhik3] 250 188:27--36, 1982.

X i .:Bi ie, 56:
ug/mlfRF, REDKH AsGV HENT) (16) Kourisky, P81, ot al.sBiochgmie
REZR, MR-/, HIMEERK (173 WA 2tdE, 3:37—38, 1981, 2
EEEEEE, (18) Morelli, L. et al.:Mol.Gen.Genet.,

184:95—97, 1978,
s * xR (18 Gale,E,S,et al,:Mol.&Cellular Biol,,

(1) An, G, & I,D Friesen: J Bocteriol.,
140:400—410, 1979,
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CLONING RESTRICTION FRAGMENT FROM AGROTIS
SEGETUM GRANULOSIS VIRUS DNA THAT PROMOTE

EXPRESSION OF CHLORAMPHENICOL ACETYLTRAN-
SFERASE GENE IN BACILLUS SUBTILIS

Guo Shandui Qiu Bingsheng Pei Meiyien Jia Shifang
(Institute of Mlcrobiology, Academia Sinica, Beijing)

Ai Shilian Wu Zuyin Shi Yuhu

(Institute of Microbiology, Xinfiang Academy of Agriculiural Science, Urumaqi

Agrotis segetum granulosis virus (AsGv) DNA and plasmid pPLE03 DNA
were digested with EcoR I, ligated with T, ligase, then transformed into
competent cell of B.cillus subtilis BR151, Chr'transformants were selected
on medium containing 10ug of chloramphenicol per ml, and eXamined by
agarose electrophoresis procedure contained plasmid having a molecular
weight greater than pPL603, pAsSGVPI5S recombinant plasmid did confer
high-level chr(250pg/ml), about 50 fold than pPL&03 (5ug/mi), so that
suggested the eXpression in pAsGVPIG was dependent on a 0,9Kb promot-
or-containing fragment from AsGV DNA, Which identified by DNA-DNA
hybridization,

Key words

Promote; agrotis sezetum granulosis virus; Bacillus subtilis

B & # ¥

A, BOEEpASGVPI— 15 B Rk A
The electrophoresis pattern of recombinant plasmid PAsGVFPi1—15
B, BfR HIRRERERK P L
Compatation of the recombinant plasmid to original vector in agarose gel electrophoresis
#1leftt, pPL603
22 —8left2—8 pAsGVP1; pAsGVP3; pAsGVPs; pAsGVPT; pAsGVPY pAsGVPil,
pAsGVP13; pAsGVP13
C, BEREpAsGVPISHEH BB AN
Molecular weight of jnsert fragment of recombinant plasmid pAsGVP13
1. pPL603; 2. pAsGVP15, 3. AsGV; 4, Sppl
D, BABEpASGVPL 4 THRTER
Molecular hybridizetion of recombinant plasmid pAsGVP15 by Southern blot
1. pPL603 2. pAsGVPis 3. AsGV 4, Sppl
E., SHRRPpAsGYPISEHIF BB, Subtilis BRIGIGESBHERB R PMUER
Recombinant plasmid pAsGVP15 restransiormed and examined by agarose gel electrophoresis
1, pPL603 2,3, pAsGVP13 '
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BT, B ERER AR EDNA N B T A B b e BRI
HE)E SRR Plate I
Guo Shandui et al,: Cloning restriction fragment from agrotis segetum
granulosis virus DNA that promote expression of

chloramphenicol acetyltransferase gene in Bacillus subtilis
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