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HREFRITENRASRICEINE DNA L 5 RE
wuEE B 4 2 &

(REXELPAEE LB 200433)

W OE  HEREN (NTG) M HIE ¥ U B (Bacillus sphaericus) AT L FHEE, f E B HE
¥ (Rif) MR X (Sm) ~MRICEH, BRI HA 100 u/ ml HHE, HAHLREE KT
Srar e, A B A BR 0T N 19 BB DNA %) Rit“ BBk BEAT IR 4 R k¥ 4L, B A R 7E idL
W RE T RNEE, SBREARIAR, FHREMNIEESY 122 0/ ml FREL
FHiA R FMATE, L. EWEN, FEREE

S8 Q22

EAENESBRALEREARSLRG, FUZEENHRE -ARERTEMR P
MEERE. i TAERRET RS, ibE IR LBERC EFRFICRER
i), RS FHARIC, RE T T e, T EL AT RLE i 0 A B R ORBY 1L R AR
MEREEhh TREMBETm RS ENAEEL. REFRITERFRITERTER
MEN A — D, FAREY - M EANERE TRZARMK. AXH A NTG HRE
R B HEAT 8870, (R IC L H A R0, S84k DNA LA ML X (BEm) =750
AR, EMA A FTHEMBENERESWABEN. 28T, HE MM EERAAN
BEA R B,

RERENAET S EATHERFAREGHEEE, CHEEHNT IBRALRR
R —K e R EMEBRE (Saphylococeus aureus), ERHRRN, ZHAFREY
AEERD, RNASZEEEGBARNE AMEFREEK, FAXHETERER
Fk 1 BLBAT T BT,

1 M#Efe gk

1.1 ¥

111 BBk DNA: RIE S RITFEN S HAHHRE NFZREE, 8K DNA &
EHROESREREBERORERE, HH En FitEEE, #{k DNA AIMENRE
BT HERE. HELSE LI (31,

112 R#: NTG: Fuka™&: IE X (Em). HEECm). FHRBEX Km) EFXHFER
(Ap). BARE (Gm). KB X (Cm). BF X (To) WHBT (Rif) 4510 LBHE=. BHA
EMMAT 7= 5, HAab iR R 0 i i o sl 2R 4l

s Wik RocRE KA.
HCH 3 1996-06-17
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182 m O W ¥ #® 3845

LL3 E3RE. VYREREZ25% /DEAEH, 1.0% B8 FA R0 RIERENK
# DM3. PAB. SMM #1 SMMP & B8 Chang 25 A 7 3:W B8 0 CAA B3 E 2 R [5]
HEWE.

1.2 HiE

1.2.1 DNA M4 PR 4. & ¥ M sk o R 5 A 19 BB DNA IR S B SO [6] 7 1% #4728
DNA B & B CH (7] 5 & #1T.

1.22 KNR-PGEY: &R UK B EHE.

1.23 HREFRAFENNARIC: REEAT AN EHEERNT 3m VY BiEEHL S,
T 37C RGBT, 5o 1% BIF SR D, RGFHA 250 FHKB 0D, ~ 05
B, REBCGZREH 0.2 ml BRAEE VY BEERE L, fFARGWES. B 5 mg NTG B&ERT
BAWENERE L SEER 2004, AT NIGERT HTEAREA T IRERE,
NIGHREREH T AR, RERMG B L, - MIEE, RRMEE %8
B, A VY BRI H#E S, 3TCIRGIE R .

124 HAFCEBNIGE: IR —FE NTG LB SR FAHMNNE, WETEH 10u/ ml
# A B % ¥ (Sm. Rif. Ap. Cm, Km, Tc.Gm # Em §u/ml FI &, EZPF M LK
HMEERERR.

125 HARKMER: INAHEEAFALYRENTI ESFER, REHRERR
APXREQTFIEEK, REERAEEESTNRETHAETRT.

126 RARMHE 2 ROHERET  CAARFRE FIFERIK. REUBEREE X
FEE BLOEREREE ACHRESR.

127 REFRGHSREREL. FERER &SRR T EREEk. BT 8
BAO03mol /L, AHMASFHEE, FARAEREMKNB T 2% FLEAES. &
PEG 6000 HHEIIMA 5% 10 *mol / L CaCl,. B4 FH&N. RAREEERGHARRE
B R, #R /5 SMMP #RE B.O K BR 7 G A ) TE BT B0 A0 iR DNA #17884E.
R4 — 2 i Rif 100 u/ ml B EHT & Rif 20 u/ ml(HH Z E#A ST/ Sm 10u / ml,
BEEIRE, EHSHARRERRTEHABEMA Sm)H Sml VY EFHE T, 37CIRG K
FEI B, KA 8 2% BM B & Rif 20 u/ ml 9 30 ml BIAKE S P, RGIFHD 0D ~
0.8, REHL, BEEA Iml 2x SMM B, BSAEHE AR K5 ENE, R EEKE
B 200u/ ml, 37CARIR 20 minZEd, HhkEA R E2RRR. B 10 ml SMMP BHH
¥, 3000r / min B0, RAEMAEMO.Sml SMM B, In 5 pg B DNA B4, 7 Bl
1.5ml PEG 6000, ¥ BB BT K, 37C+EM 2 min, SLEIHN 10 ml SMMP # . 3000r / min
B, A 1 ml SMMP 8284 K, #R)5 30C 1842 90 min, 70 B E 0.15 mi¥p A F 8
FRAMT AWEH Em 8pg /ml, Rif 20 ug/ ml, 0.1% REHHEFML L, EEKER
IWerAAEEFERATEN. B KRAEFERBRERNSELTESE, £ A REE
Rif f1 Em 8 pg / ml 89°F M LRI EHEME, RN ARER ARENHLTFETRRAR
R,

128 BRNBEHMBEHRENNNE. SEYXR Bl ENRABEELC. MMy
EYREEREKNE REY, £ 0D, Wil E&ER KBEKNEE. FRASE
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3 HIEME. REFRTFENRB LR BRDNAKFE LS RS 183

R ERETFI L S-SR ROEE, UABEMELRET B W RERHAKRITER
R B A, R ORI £ KW OL.

2 ZRAitd

2.1 IHRic
BRI FHRITFE S NIGHEBTEM RN A ENRAHR TR 1.
MFE 1O E, B AT £ NTCREENER

ﬁgﬁiﬁﬁﬂ 7-“1‘ SmAHH Table 1 Results of NTG mutagenesis

. ENIGHEER, EXH  “jaz anbiosc Em Sm Cm Rf Gm Km Tc Ap
mfﬂﬁﬁ%ﬁf@ﬁ‘ﬁﬁﬂjﬂﬁ?’ 7AW Before muiaion — + - - - - - -
Rifkﬁﬁo %ﬁﬁﬂﬁiﬁﬁ@]ﬁ HAFE Afier mutation - + - + - - - -

Rif#E E X100 u/ ml ¥ B  * Em, 8wml; the otiers, 10w/ml.
. BAMETE AT R R B AR Sm, HEFEREMN N 10w/ ml, £id NIGHE, &
R B Sm L BE N 100 u / ml KIHLH E B,
22 REREHL

B RATE NS LR H 2 kB0 P R REEN —F, ARIE
BRI R EA AR SR, FHRTFRAFE, I AS 1.929 B8 DNA #1TH4
WSS AL i 5k 3545 RN, Karen %5 A 1T IEAE R (k¥ 4k B. sphaericus 1593 Bt R 8L,
AFAEERFR DNA AR R ELEE, B sphaericus KR H TBL DNA KL ¥ H
B3k B. sphaericus ¥ WK FRL DNA 1 105, AR BEEK KB, XA KRIFELER
AL, RO ERK. TR RMNSBRMMTEG IR, S wBeT KL
Bk (AFET7). NEEERAEE TR, A% RE. SRERR. LR
ERESTRMR R, TR 10 ML T / ngfibl DNA. it R EsR A B XA
BOFE AL 5 B AT LLAR B 5T, I BRI U & . Decastro-CostaF AU, LA TI®Y
B, T RA MR —Fh H R, NS TR AL,
23 HUTFESELEE DNA BHER

HE A TR R R B RO AL T R SR AR SURR [7]07 55847 5 DNA RO, Rt
B ERm k., SRAA L.

$#4LF 2 DNA Q) W E&E KM § 64K DNA fIfR DNA, T2 &8 5 DNA (2)
B EEDNAS B A FREDNAMAE, KBS F T ABEDNAK AR EAEN
DNA (1), B b A 4L R4S 7 L3D.
2.4 BWREREARNRE
241 BHBREGERCBAREEENERL BERARKRLEL R LHENES
EESURATHEBEIRELEE, MIZRNESHEROEN. HRIDZERWGRAR
M, RITEHE AL FREE SRR 20u/ m M0 1% REMEE VY FILLE, T 37CHER
A, SRNLE 2.

B2Sx, P EEE 1.2 AELRNSHRERAEREERE"Y—BWRERS
REEYEERAOBER, MEE 34 RFLEUNBER. SRRVBEREZEYP
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184 m & 0w ¥ # 8%

Bl X DNA R=kXE

Fig.1 Agarose gel electrophoretic pattern of total DNA 2 WHHHRWEME VY FILEMNE
1. %4LH AR DNA Plasmid DNA for transformation; Fig.2 Assay for lysostaphin on VY agar plate
2. Z{E#WE DNA Total DNA of recipient strain; 1,2. ¥%4tF Transformant;

3. B4k T A DNA Total DNA of wansformant. 34. Z®HW Recipient strain.

ATLL KGRIk,

242 HHBREMENEREFEFEPHES. HETELE, BEEET 3ml VY K
ISR ED (Em 8u/ ml, Rif 20 pg/ ml), IRFIHHLH, KA HE 1% T 50ml VY
FWPY RIEFR, KR, BB, MEBEE. SELX 2
#2 BURERGETE
Table 2 The time course of lysostaphin production

ODses
2 4 6 8 10 12 14 16
¥4 F Transformant 0.068 0.167 0.257 0.263 0.285 0.349 0.399 0.377
FZ KB Recipient strain | 0.018 0.035 0016  0.043 0.015 0.042 0.032 0.087

RLEA, BUFEREERED, ARAE S REHREBOE . KB 4nLS,
IR R T 404030, Bl 14~ 16 hEY, BIEHE A BIRA. 5 Sigma =G EIERRRERS
HOBRMREMOEEAN 1220/ m BHRR. M2EEFARABENE, SHETHN B
sphaericus AL F LB, SR THEZEH.

25 HUeFHBEN

Rif'¥ 46 F7E R# Rif M1 0.1% C B, & Em 89 F I E454 30 RS, I H E Wi HF 7
FAHERA MR AR, RN RAEL, SHEER, U YT HEERN Y
%, BRMERRLE 1% A, FRBRANERFREEAKGE MMM, ROIFHEN
JRB DNA A EBE X G HERE, THBR A T ERENR A DNA KEFER B.
sphaericus 8/E B %4, BT LALCERRE. b DNA WB/RERBaIfE SIFF L4 Tk
HX. RfFEUFAEEH Em 8u/ ml. Rif 40u/ ml 1 0.1% FEH A Z5¥F I E 54835 60
R, 2WEERA 2 WICE AR AR, £V %K DNA £ RFESTETABEN. #

Btfa] Time (h)
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T KIEES. BB S R BN RSO R EDNAN L 5 R4 185

AR URARATE DNA MER, XHREHDS T TREERRRESRBERLEH
EEM, AECEMNTLEE. BHETEH KT A Rf 100u/ ml, Em 8u/mlf
0.1% JERRY P I E A K, BT A SR B S BRERTS, A K RIE RO M B B, R T M i
FIMAAE B H GRS RPN R T £,

it %z EWESmEEIE, LB,
8 ®* X K
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SELECTION OF DRUG-LABELLED BACILLUS SPHAERICUS
AND STUDIES ON TRANSFORMATION AND EXPRESSION
OF FOREIGN DNA

Zhang Peide Zhou Hua Wu Rong
(Deprariment of Biochemiswry, Fudan University, Shanghai 200433}

Abstract NTG was used to make chemical mutation for Bacillus sphaericus, Rif*
and Sm" labelled strains were selected, which could resist drug as much as 100 u/ ml.
The resistance to drug was stably inherited. The Rif® strain was used as recipient and
the plasmid containing the lysostaphin gene was transfered into it by protoplasts.
Results showed that the lysostaphin gene could be expressed stably at high level in
Bacillus sphaericus and the lysostaphin activity was about 122u / ml medium after
shaking culture,
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