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LT REg R L RA pKChiA #1 pMChiA BB R K&~
K REK

CAEREMHART KEAAMREEFESLRE MM 510070

WE: MER pLCHIA il SRR F B (Serratie marcescens) LT HBEERE (chiA)
B 1.8 kb Hinfl H B, ¥ H ARIF A pKK223-3 BB F Puc T Smal i SN,
MER LT M #ikFN pKChiA, ) M 1)8E BamHI M pKChia AR 1 2.1 kb Prac-
ChiaA H B, HHrHESH A FHR pMCTIA MR — BamH fid N, WERS -BHILTHEME
KA pMChiA, X FR TR T £ KB FF i HB101 A1 IMI0S PR BEL, LT EBMEEK
¥ LB pLCHIA 8 1~ 3 155,

WA JLTHEEMAE, pKChia ik, pMChiA Bk
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Abstract: A 1.8 kb Hinfl fragment carrying the chitinase gene ( chiA) from Serratia marcescens was isolated from
the plasmid pLCHIA and was inseried into the Smal site downstream of the strong Piac promoter in the expression vec-
tor pKK223-3, yiekling the plasmid pKChiA. The 2.1 kb PtacChiA fusion fragment was excised by Bar:HI from the
plasmid pKChiA and was inserted into the single BamHI site present within the plasmid pMC71A, thus generating the
piasmid pMChiA. High levels of chitinase were produced by the E. coli strains HB101 and IM105 carrying the plas-
mid pKChiA or the plasmid pMCHiA, with the amount of production were higher | ~ 3 fold than that produced by the
strains carrying the plasmid pLCHIA.
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JLTH (Chitin) 2—®T Z46 TERARTHADEEY, REHARAMER
THHESHWI RO EEEMF MG, JLTHEM (Chitnase) AL T HASME N-ZBREE
W, CEMYARREREFILT RIS FIA%S A&7 W\ s A s,

HEDERE (Serratia marcescens) REBEMILT HB ™4 8, 1986 48, Fuchs
I EMBTHREDEREMNEREXE, MAd4BER%B 57D LT REHN 9.5k
EcoRl K Bt [R4E, Jone SRR AM B E R ENILT HMEER chia 1 chiB, 3
MW T chiA BEPSEFF], 1989 4, Shapim %11 pBR322 HRA LR THAVE
KB chiA 3, MEBRILT RN ZARK pLCHIA, A FERRILT BB REKFER

s FREARBYESHBPME (No. 970688)
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M., MHFESS RCEEESAERE, HMAeSRFENHAEZE —ERE., RITH
Jiki pLCHIA EMJLT B ER TN, e ET4H 8 FERE pKK223-3 fl mfA B
pMCTIA b, AR EH 00 JL T B % 35 5B pKChiA 1 pMChiA, i FI#h BB 72 K
B FF P AR Rt S SRR . ACIREARE R

1 BRSFE
1.1 #¥
1.1.1 BERFIBORL: PSP I R R W 1.
1 MEI0EN
A R HEPHER XBHEE
KEHE
HBI0I supEA4 hsdS20 (rgmg ) recAl3 ama-14 proA2 ok [6), ARFEAEEE
lacY] galK2 rps120 xyl-5 mal-1
M105 supE endA sbcBIS hisdR4 rpsL thi O ( lac- X#k (6], AEMHREE
proAB) F' [ raD36 proAB* lacl® lacZAMIS]
B N
pLCHIA Amp' chiA Dr. A. B. Oppenheim ¥ %
pKK223-3 Amp' %) B Phamacia
pMCT1A Cm' nifA A E A
pKChiA Anp’ chiA E N5
pMChiA Om' nifA chiA # M

.12 K53kt LB B R UHE (6] B, JLTEESSEE, EILBEHEPMA0.5%
RE LT RBN AR . BEARJL T FEHE Jeuniaux M &, HRMEEEHTMASEEEER
1001/ mL 2% & ¥ 301g/mL,

1.1.3 FEMMEN: AR RN FRETEBUESARMENIEE, RNas,
DNA B-58 I Klenow 5 Bt, T4 DNA 88, 4/hHHtEsemaem, HES, 45
MEEZEYWTRLF. Roche. Promega ¥4,

1L.1.4 LTI (GH;3O0N), = (203.9),, A40iAH, WA LWER T, HARAES
B 7= 43 BT i 7]

1.2 #H&

1.2.1 Boki DNA 942, B300, i, Ffk. IEHERE XS URRZTSH K
BFR . BEOUE (6] AT,

1.2.2 ChiA* ¥ FROT & . WA KBITEBRE G E SHUERERAILT RE&K
BfAEL, E37CHEFR3I~7d, PlKBILT EmEEEHBEME S,

1.2.3 JUT FGES A vERIE . BOCHR (8] FEe#sT.

1.2.4 LT BEBERAR SDS-PAGE 7+#1: ¥ ChiA* HiL FRMAIMAEHMILEEMN LB
BIRED, £37CERFGEF 16 h, WEEBEEKAE R, B (6] WHE, #HE
41 At 24 4% ¥ it 4T SDS-PAGE #

© PERMZEMEMIRAMATIEKEMEL http://journals

m. ac

cn



2001 % 28 (6) HmEWFEHEIR - 37

p
2.1 N THREEERIERA pKChiA HjHE

EFEIEREA L S HILTRE, H PRI ENREER chiA 0T 1.8 kb Hinfl
e RITAMEREES WA KEHE A5745 (pLCHIA) B3R 4 < # {2 o Bk
pLCHIA DNA, FHFREITEN YIRS Hinfl 522 W B HITHIRHER X2 E, REHR
EECEREOE R PR 1.8 kb A B, A B IMRMKBITE DNA KRG8 1
Klenow B EX4M 5, RIS S Smal B Y1 R %3k BB pKK223-3 ., #Wik &Y ¥k
KB FE TMI05 F1 HBIOI MRS 5410, REBHASEFHEER (Amp) BWILTHR
FAR b, Mkt ChiA* # 7. FHAEREE 2, N ChA" AT PR HIILT
i RE K R4y & O pKChiA, W 1 A, IMIOS (pKChiA) KL T BE-FRAFR R
K2 B.
2.2 LT REERERK pMChiA BIIE

MEEAL T IM10S (pKChiA) shdhit i ol pKChiA DNA, FBBR %4 /9 U188 BamHI
RE S FTE NS B R v Tk 43 B, 5B R 0 FE P I R OB B 2.1 kb PracChiA F &R,
WK B 5 BamHI B30 9 pMCTIA FERLIE 8, ¥ 8795 SR L X &
IM105 #1 HBIOl BB 254, ARRGESHETR (Cm) MILTER¥HERE, AHiE
B ChiA* ¥ T, B RILE 2, AIX ChiA* H TR LT s Rk R
fr % % pMChiA, HiF PlacChiA K BXey#EA JFAIRIR , B pMChiA 7 7EIER P ATE R,
WHE 1B, E1C, IMI05 (pMChiA) /KFFJL T FFAR A 1EHLILE 2A,

F2 BUEGR
/ig DNA
Btk 44k DNA" poae RALTHY —
IMI05 I 3Ix 10t 6
i 3% 10 4
HBI0I 1 5x 10° 3
il 2x 10 6

« Bk DNA 1 Smal 83406 pKK223-3 5@ % A0 1.8 kb Hinfl A ETRELE Y, Stk DNAL : BamHI BHIH
PMCT1A 5 2.1 kb PuacChiA kv B IS IE & T4

s, EcoRl]
5y

A pKChiA B pKChiat
E | JL T BEEFR KRS pKChiA F1 pMChiA B
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2.3 HARBRFRAE BE R R kA
PR tE R 5O ChiA* B 4L F iR
EAFRN, FREERYENLE TR
BEREKEN, SRmE3FR,
MHL 3 B ¥ AT LU i, pKChiA R K4
A 6.4kb K/, BREHR K pKK223-3 DNA
B (4.586 kb) 4, EIEAT 1.8 kb K chiA
hB, STHERMER.
pMChiA AR K294 9.3 kb K/h, IENHE
: 1# B, CHim, T 2.1 kb PtacChiA Ji Bty
B2 ChiA BAFEILTHEFHEEBARAN HAHHAF, pMChiA R FEERBHE
A IMI05(pMChiA), B J?’;lﬁszxcm) C MI05 XH A, BORRKBMBIES (X %R,
’ ’ T 2.4 ChiA*B{TFHNTREEH
He3cmk (8] HiEarHIME
FHER ChiA* L TRILT AN
W, ¥ 5 E.coi ASMS
(pLCHIA) fEWL3E, HRRE 3,
25 LTR&ES® SDS

M 1 2 3 456 7 8 9 10

23.130kb --§
PAGE 4t :
IR KRV ERBET 4 S #
6.55%b - FRATFROLT mZHD, X
4-30lh T g B ochiA BEGBEILT BEN
58 kD51, AP 4 AT, ChiA*
S $4LF IM105 (pKChiA) . JMI05
(pMChiA,) H1 JM105 (pMChiA,)
MUENBEL RO TEHN
3 BTN MBS RSB R O W SBDMLTHEMEAW, X5

M 5 TREFE(R/Hindll), 1 8K pKK2233DNA, Al EoRI 1. 2 3k [S5] REHSA.

4 B 8 pKChiA DNA, FI EcoRI#1, 3 #{k pKK2233 DNA, . .
BamH14), 4 EHFR pKChiA DNA, i BanHl 81, 5 &k pMc7ia  2-6 B pKChiA #1 pMChiA
DNA, Fi Hindll ], 6 H41FH pMChiA 1 DNA, Ml HindlI'Hl, 7  FEFHRE PR EH

H#10 pMChiA 2 DNA, F HindIl 4] 8 #R{& pMC71A DNA, .
EcoR1 1, 9 E# FA pMChiA 1 DNA, /A EcoRI ¥, 10 BHHER . 1§ A BB pKChiA 2 pM-
pMChiA 2 DNA, F EcoRl 41 ChiA ) JM105 F HB101 B8 #k 8

HE BERED, GEARAN FESSEEAQ MR, RELBAERAL Chia*
Wid, EGRRVEEE N 23% ~30%.
3 itig

HER, ARILTHREELADHEYRERNBERNHAWRA SR EM,

HEEST TFEVFEARAODERRE, FX -HREANRBIEKF. WEREKFE
# . FERES BEERAJLT RERARN, RPN - MEENENS,
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£3 LTHRREEMNESER WM (kD)
AT REE e (ol E54) 774
K KD G- 66.2 ——
* £s8D)—
HBIO! (pKChiA) 92 105
43 —
TMIOS {pKChiA) 36 126
HBIOI {pMChiA 1) 89 3
HEi01 {pMChiA 2} 81 95 3 —
TMICS (pMChiA 1) 26 102
JMI05 (pMChiA 2) & 97 2.1
AST45 (pLCHIA) 0 42 4 JLT %M AR SDS - PAGE 4+t
* HBI01 #1 JM105 ChiA* B # H 5§ maol/L IPTC (R M A TRIFE. 1 IMI0S(pKChiA) RAMER
ERR-BD-EAME, isopropylthio-f-D-galactoside ) %, 2 JMI105(pKK2233) MM ERY, 3 IMI05
%S, AST4S (pLCHIA) BEERFE 42C#% S 30 min AR, 4 IMIOS(pMChiA,) MR W

¥, 5 JMI05(pMChiA,) FIMEEY, 6 JMI05
(pMCTIA) B AR R B

Pac 2 tp-lac B TRESTIRABREN T, F oc HBYHMEE, BT Pac
QR HRIR, FEEEELE IMIOS XN lac 1 BT, ERZSHESHERT, HAH
ATREE E) “BR” &%,

ABF5E T DNA E 418 R F RoET 89 JL T i B8 3235 R pKChiA #1 pMChiA, EA]
BILTREERKEHERE pLCHIA BB T 1 ~3 15, MARTAXBTE P HR kS
Fiko B, FoAi)ETh My ¥ X OB 55 4k B KRS 4 bR B B B S AT B E26 ( Enve-
robacter cloacae £26) =M 5E (G KB NCI3 ( Kiebsiella oxytoca NG13) #, 3888
AKEEE (BXEER), IAHASTHRANAXLIL T ABER T EEKITTTE
B

B F .o HMDr. A. B. Oppenheim Mi% AS745 (plCHIA) ##, HEAMEKEHF K
HE BB,

$ X W
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