i&i{% HEREDITAS (Beijing) 16(1): 40—44 1994

B LW B S—152 B E Y R G M
2 S B AR T R
ELbar s

£ B x4E EiER

(URK#RAEWBTFLT Fra 250100)

W OEOESMEES NI A EFOR pRK404. pKT230 1 RP4 4) 5155 A BF i S5 T S—152
B, HEEBHENE 107 RER L, WFRNET S-152 WHEBRE. A REEHBRKFRE pRK404
MELRBKHE XAI-1 6 CMC 3 B # R0 E 4 T8 pNDS2 $AH S-152 A8 TREK, &
S—152 (pND82) iy CMC RERETE Lt & BIbk S—152 8\ T 1 48,

KRN EMREBRE, DRES, BERBRE, AUTHRER BERX

Development of Genetic Transfer System and Expression
of an Extraneous Endoglucanase Gene in Xanthomonas S—152

Cai Mian  Liu Chungiang Gao Peiji
(Institute of Microbiology, Shandong University, Jinan 250100)

Abstract The wide—host—range plasmid vectors pRK404 and pKT230 were transferred into a recipient
strain S—~152 respectively by conjugation with the aid of the helper plasmid pRK2013 at frequencies of .
107%, and a genetic transfer system for S—152 was developed. A recombinant plasmid pND82, con-
structed by combining the plasmid vector pRK404 with a chromosomal DNA fragment coding for
CMCase from XAl—-1, was introduced into S—152 by this transfer system. As a result, the intracellular
CMCase activity of S—152 (pND82) increases 1 time in comparison with S—152.
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1.1 E R R

Y MSE B BIRE (Xanthomonas campestris) S—152, A< friift,

BrABR Y : pRK404 SHIWHA K (7)) BHE; pKT SHEBE (Si). HEXRELE
(Km') BE; RP4 FHEXHFRE (UP). HEREE (&), ﬁlﬂlﬂ?% (1) #A,
PRK2013 FHKIB\E (Kkm") HMAE.

pND82 2 i #H A& Fil pRK404 fI L A E (Xanthomonas albiline) XA1-1 B‘JV\]’CJJ%
FEHERE (CMC) EREMWRMNEAFRS @, (IAEERNFEEFTHE.

1.2 g

EM ¥ 5f#  MgS0,0.03%, NaCl,0.01%, CaClL0.01%, NaN0,0.25, K,HPO,0.1%,
FeCl1,0.01%, %% 0.4%, pH B LBIEHE @, CMCBRMIEFHE: LB: 0.3%%F 8L
#R (CMC),

1.3 fFMES

FA b2 Pohler Bit47 ©° .

ROUAT. TR A 9 TR E M LB MR HE 37C IR IBHENE; B
AR S—152 F LB A FE IOC IR HEREY. WK 3 HEEES 0.1ml, BEFR
MAERMABE (A2 25mm, L2 03um) b, FEF T 2-3 /0 BHEBTEEE LB
BEAFRLE, 0CHEFLH. BEBEEKEEERT, BO. WK 2K, BREEET 2m 4AH
HKH. BULEWR 0.2ml R FEHMMMEEN EM PR L, 30053 XU L, UBEEN
ST FINBULRRASIBE, BATSHENEEN LB PARL, 37CHEFE 2 X, DIRE
JFOB W P AR T

BEEL T ANHE:

Tf=4 ml fE4FH / 5 ml PHHEE
14 FRAIAIRER Bk

FRALARE.  BrAEWE B i 0k 33K Birnboim 3 0 #47
1.5 ¥4t

1% Morrison 3 #ALRIAW, ESHERER M LB T4 L MLt LT,

1.6 CMC EefEH# R

1% Teather 3 ' i#47, B CMCBEHE, HE%ABRTEREAEHE.
L7 CMC BB R H &

KRBT 200ml & 0.3%CMC MM EHE R HME LB B2 b 0C KB RATRE
W, B, LERCOYMSIIEEEERG FAMAMEHKER I KE, MNBEEREE. RESNE
BFT420ml EEKS, SHEFUHERKERE—B, ETFHERALE. B EARHERET
BE (-196TC) A SE, FBTREL, 10, 000rmp Z.C 5, b 30 ED 5% Mo RS AE # .

1.8 CMC B iE E
CMC FE§IE K Liu, C—-Q ¥ “® #47WE, WIRA Iml & 10g/L CMC /) Mcllvaine 2
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. 0.5ml BHH. 0.5ml ZEIF/KMIEGW T 37CHE 30, A 3mIDNS RFI KL K, LA
F 100C Pk &S 10, BB 1AET 575nm AW ENCRBE. BMBRKNES &R Lowry B
e @ .
M CMC LIS Z SR E RS04k CMC P4 R B FREFR RIS, RSt
CMC B U Z 3G RS 5k CMC P4 R e TR RIS 7.
1.9 FRAMIEEM |
BEASHEMEEZNIELREE LB MR E PSSR, HHF 3R, HREMA s0M,
RIGFE LB PR ERZBREEET, BXEPEFEAMHESTHENERN LB L, 30TH
5% 4 RURGTESH.

2% W5 R

2.1 FhXRPRE S-152 BEEBRGMEL

¥ T I8 £ 8K TR pRK404 (Tc"), pKT230 (Str, Km"), RP4 (Ap, Km', Tc)
%, FEHEFHFOR pRK2013 (Km") MBFTF, @SN NHEBHA S-152, 45K
(R 1), BAYTHEBE S-152, HBHHEHAE 107 BRE L, HEEERENER. B
RP4 BARBELAR R AR R S5 A S—152 7, (R FRECK (60kb), AEHBEITHRFHRIE. F8
pRK 404 F! pKT230 K S—152 B AR A SIRERR K.

F 1 BB TR AZ K S-152 MRSHBAE

gt &k W LN R HESh kS TR E 2324 o

JM83 (pRK404Tc") S-152 | ED8654 (pRK2013Km") EM+Tc 1.7x10™
SP1659 (pKT230Str’, Km") S$-152 | ED8654 (pRK2013Km") EM+Str+Km 1.6x10~*
E.coli (RP4 Ap', Km', Te") S-152 —_— EM+Ap+Km+Tc 3.0x10™*
- HB]Oll (pND82 Tc") $-152 | ED8654 (pRK2013Km") EM+Tc 80x107¢

2.2 7 S—152 S| ASMEM A ERER (CMCH) BER

RO A BB B XA1-1 PR T—1 CMC lEH, HEEZE pRK404 -, 53|
pND82, il pRK404 al 5@t 43 A S—152, [Pa¥ pND82 # A H, BREAT S-152
(PND82), HEBHERHB TR (LK.

A SR EES F S—152 (pRK404), S—152 (pND82). {t{k® JM83 (pRK404), HB101
(pND82). Z{kE S~152 R-& 3 FOR T ED8654 (pRK2013) Ak, Mk, KTMAHBRK
HEA TS EIM R B ISR B, MG HHARRE R T OB, T IER S THR
BIAOBER B AR, BEES T S-152 (pRK404) F1 S—-152 (pND82) MR, 2RIl
HB101, B3 F HB101 (pRK404) Fl HB101 (pND82), HREHALFAITOR, H
*, ERBLTERENGFESFHEEAFENERE - (LB 1); K%L HBIOI
(pRK404) F1 HB101 (pND82) 4 HI#ERT CMC TR LRI, EHEEBR T HAZHE,
TR ERE TR EVE, XA LT REES FRNHRE B FHHAHE.
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2.3 ShEM CMC BEREE S—152 i

RSP EHE CMC BEEETE S-152 R FIXKFE, WET S-152. S—152 (pRK404)
1 S—152 (pND82) M CMC F§lf, 4LRWF 2. BB EH: 3 HERS CMC BEHE R
A—F(; S—152 f1 S—152 (pRK404) KA CMC BRI th A 415, M S—152 (pND82) i
Mk CMC BRI BB THEHE, AN TN 24, ULESREN, AARERRIFRY
W S—152 A CMC F§iE, S—152 (pND82) i CMC E§ME MR B AT BER B T XA1-1 #
CMC R FE S—152 hRIBFH, HHMI CMC BEREHBRERS.

B AR R T 0 SRR Yk
1 A1 3. $546F HBIO1 (pRK404) #9IRH; 2. JAHEIKE JM83 (pRK404) MR 4 F1 6: % {LF HBIOI
(pND82) M FiHr; 5. AUt HBI101 (pND82) WA, 7. H%LZ K HB10I (R 8. SWIIANHE
EDS8654 (pRK2013) MIFHL.

F2 HERWERAEEAWHN CMC BRHE KT
[ I3 M A CMC B8 Ml Sk CMC B 3F
S—-152 0.889 0.126
S—152 (pRK404) 0.991 0.120
_ 8-152 (pNDS82) 1.939 0.122

¥ A CMC BRI 4% umolGlu / mgpro « min;  JiFh CMC BREIE B K pumol Glu / mg B{% « min.

24 BHEHKRNBEN

BEASHEREE Tc WIERBEEIHKHET, HHF S-152 (pRK404) F1 S-152
(pND82) 4 50 R/5HBH M BEE, KK AFFE LB+Te FAR L, 30CHESF 4 K, DRWHTEAH
WhkpRRE . &R (£ 3) KW, B pRK404 il pND82 7 S—152 hiyfa e tE 8z, 483
7= pND82, FHit, #FEH pRK404 fil pND82 £ S—152 FE2EHBRE T &, UHESHEHEN
B#E Tc WLEEE S &4 T T,

X3 FEAWKNB E &
Wbk AR % LB+Te P4 LA K MWK SRR SE %

5—152 (pRK404) 161 141 87.6%
S—-152 (pND82) 153 16 10.5%
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HUERKRNEBRERIZNEFLEBAYE. WERIRBEMNRAME, RO M
A K pRK404 S JLAE AR 8 EBA SRR BB 2R S-152 &, HEM
RIE10 T HEGE L, FEBREBENEOR, RIS pRKA04 K TR, 7T —A G5
WKW XAI-1 fl CMC ESEE, B EHMN pNDS2 /5, F4IMRES MW =0 WE R TR
B E S~152 &k, HIMNEM CMCHERAE S-152 PEET —EBEN XKL, MTME S-152
(pPND82) 1 CMC FEESIG L ZBMk S-152 BB T 1 4, XEWHLEBENE XA1-1 CMC
HEEB T A S—152 Y RNA REFHAT]. {H S-152 (pND82) CMC FEA§ &I B I F R
TN, XS CMCEBUMNEEHBEW, XAEEH T pNDS2 R#H XAl-1 MY
CMC Br A XM ERER, B XAI-1 X WBERS S-152 WE—ENER, RAIGEE
Brif5l. B&, #RFR pRK404 £ S MR BE, HEBHEMBESRHERBENT
M, ZEIEMEEERM TSNS SO AR, EHBEMKIRE MY 10.5%, HAREHKK CMC i
ARG LR S HEE A BRI A R R TR F B, R AR BT B T/ME A BRIHATIRT
HIAFOR PRKA04 HOST BRI RSTE.
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