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EXEFD

5 =

SERpBR322 A # Ik, HREIRB-33 PR pBH3MFT R KN, 7o % B+ 1
Ceone TEE25pg/mlPuEREMI0ug/ml HeCLINL—RNiZFW B TA KD, fik B—
BReehi60ug/ml HeClLpyin RN TR — KB 7 Cono (pBH337) . HAFUHIpBH337,
SPstIFEF Bk T UL WEE R, EO0TRN6.1 kb, FRERMZT1.8kbMPstIf
B b, ARWEEN, WEEETESI0ug/ml HeCLML-WHRR LR, M & X
PAAT B Cooolll ZEIBRZUIMH . RIEELRIERA, $RBEEFREHCoo( pBH337), AFKRMN
X RREA.
XEIE PFoRER, BYNE, RRER

BEE TR R, EEERANIERTE R E, Rift, HFEFE TH 4
R, EHS MAEYFET HIRED ., ENSUREIEE RS, HILREAN AR, =&
REEARFBLSHIASSRUBRINARPHETC), KRBT RELNE & &
BAMPERM_FER, NFEHDREC), KEERETEREELENS B R
%, HEXREEFEAIR., BERRSEGRARENTRENZHTENEE R #E
& FREEC®I, AT RHIRAE J1E R TR BB RSa 0, AGIE 7 220
2 A B A AL B B RS K, X KR B IR R 15 5, DLBZAE,KHW@»&?JPZW. H AN
75 B IX 43 B8 HH —BR R G R R I fB 5 J T B-330°0, AR AR M EABCRBH AR 1
TiEE, LpBR322Jy#idk, WB- 33%?7?&%¢J:%F£Tﬁﬁi££lﬁ, FREATT FFEE R
F BT,

1 WRSTT%

1.1 & &

BN Pseudomonas sp.B-33, BAHI K FApBH33., ABITHEE,. coli Cgp,
1.2 EXE

L-Wipsedt

1.3 FRHDNARNSE s
SRR OO BT, AREYRIEIRBEUR R DN AB B4 )5, H 4121 mol/l NaCl
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R140000rpmpSs 6 /NIT. {HALLHFRADNA,
1.4 DNAESY BEHR R

PR EPst], EcoRT, BamHIN el,,,S, DNA 4B 2L 0 77 50 5] 72 5, VB 4 il
PGP Y A LIRS I F N

pBH33 % pBR 32245 B M PstIF i/, 37°CRRE 1 /NI, JrR@iE Fm—4 0 121

FO5°CRHH R 6 4 WUR T A, IS HUR MBS 8 5T, DNA 7428, Hi12'C
A8/, ML IR A e 4 3R, UEFTAR L.
1.5 BESHsE &Rk

FHRSCERC I T, ok HEZH P A 25 ee/mpuIR E 5 30ug/mlHeCl, H100u4g/m
FXHFEEWL-WT T,
6 WEBBRESFEMNE
1 BEIRIEAEER K, WIAcly,S; DNAY Hind I B3 A EHE N FE B3
", WRIEDNAFEECBI I ik R iR R S 4 FBAIXT B LN B, 4 & R %
DNAFr i 4y T4,
1.7 AFEKRE

DL 2 9 KBRS AS 2205 AE )G 1Y Cono K Cono ( pBHB3T ) AW Sy B2 A T & 1owg/ml
HeCl,iy50ml L-pgigrh, 37°CIRERSE, EHTEEERIODg,.
1.8 RELZENNZE .

¥i/b BRI S 1 Cooo 1l Coon ( pBHB37 ) 4 BI3EFh T 50ml L-pyigh, 37°CHEK B3
ZOD, £200,80F, MAHgCLEZMEE )y 5 pg/ml, 37°CH3E704 %G, Him HgCl,
BEWRE 100/ ml, B EZRASS P LI SR AFM AL, RIG 400058/ 4558 0 15
4reh, FEERL-B st kEEREERBHIHCL, #aminiAE10mlyZRy250ml4E
AN, HERMAHgClLELkE y15ug/ml, SrRIECH 1 mlfEXT 18, FFIMA 1 10N
HNO. R #5278, MinE37CIRF TR, ERBUEE, B 50TETF RIBOGHE B & 2R
H809,
1.9 ®ENE

SRICER I T EER Y, R B Hu-12 AR M eI 184, FEHi AL RDNA
AT K.
2 #ZR5VE
2,1 HREFENTEE

BB B33 B 3L, AR krpBHSS FIE A4 Pst T40/5, M Pst i

1.
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Byf#pBH33 R pBR322, T, DNAEP e, AR AL Z R KRG IT T Coppe 477
25ug/m1MU3If 3 K 30ug/ml HeCl, '.’IUL—Vr]if/ﬂZW LB T R A 100ms
[l LR -5 AT by R AT 7T 95 R ORIk Dia IR 2 % He Cly iy AL
{;[;14/\

KBRS BN RIREARRWL -2 EEgs. K6 1 stk FiRE, fEs
60ug/ml HeCLIGL - EAK RIFOE ., SIRATRER D, LI A Ak
pBR322BE KM EATFRL, & #43 RIBIFECyo ( pBH337 ),

2,2 EARRNEENARSH

BeaFEARR pBH337 DNA, B Pst 1 By fig b 47 fuod, a5 R i@,
pBH3374Pst | BERG H IR E AT BB KRNFE&H, KNS ’;\4{};pBRo.,2%.E ERAY:
MRERENSHREETE, ERESN1.8 kb,

2,3 EARNOEEL

o b— b e W R R, B AR R pBHI3T L K AT Core B AL 3
BU7E & 25k /mIpUER £ Fn50ug/ml HeClLIL-py %M Lk MINE %, /EFR & 1%
W, SRR KA, 2 %m@Zﬁm.MEZWL,%M%Hﬂﬂhﬂkwmﬁj

~ My pea e .ﬁu%»’hm £ g ket TR

Eﬂﬁ'ﬂ [pBH337HAIA, 7 U 450 (kM) R 56 B T pBH337,

st i

A1 AU pBHISTIN IR AT B2 EEGE (AR 0 p BHO T R
Fig.1 Electrophoresis analysis of Fig.2 Gelfelectrophoresis of
recombinant plasmid pBH337 .
1. ACI857S7/Hind¥ 2. pBR322/Pst [ phasmid pBH337
3. pBR322 4, pBH337/Pst ] 1. pBH337
5. pBH337 2~4, FIEMLBBIDNA

2,4 RREECEFHESREFEPOERKIE
& 10ug/ml HeCLWL-pyizmh, 4Rl#EM2% 7 Co ( pBH337 ) R 24k
Cono I B EEF W, 37T°CIREG ISR, EWBBEMZEODes, fRHIA & BB WE3, 4.
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B et L ——

D
00550 0955
2.or C600(pBH337) .t
I b= G600 (pBH337)
1.6 a==" " Cgn0 1.6} a0

1.2} A/ /
/o 1.2} .
o8 //A/ 0.8} /

0.4' A7 A/A
Ot A C 600
0 5 i SR =8 To—o—o——0— o —o—
: 0 10 14 16 20 22 22 N

B3 Cooo pBH337)MCentE X He?" TR K14 Coo(pBH33T)R1Ce007E10ug/ml

. HeClLFiAER
Fig. 3 Growth of C, B d . 2
'8 rowth of Cuo (pBH337) an Fig.4 Growth of Cepo(pBH337)and Cey

in the presence of 10ug/ml HgCl,
A Cen(pBH337) O Cesu A Cogo(pBH337) O Ceoo
MERTER, ERARELT, FEkosKl & 18 80, B4 & losg/ml
HgClL R, 24kCoo2 BIZAZUMMG], il RERE FEMEMCo ( PBH337 ), REERM I
KIOVNE 4, BI30EREER, HXRUIRT, XFERMER, W £ K B E
B, BARKERAENELREAIMEELERE T, ARERRAD, RE L KER
HhE, HAERHEESHFUKE,

2.5 HRBBEREEKC, (pBH33T)MRIFRFE

B2 BRI R P R HECore ( pPBH337 ) BCop» S MBE S 15ug/ mlF B F 1Y
L-pigr, Fi3TCHizk:ss, ENBBNERLPREEE, GRT £1. N E1
R, FEALTE1804y%h)E, TEFETECes ( pBHS37 ) BiMNR 1 7 & &2, W H18.88
ug/mITET 2ug/ml, REHREERE61.86%, KTTFHEConlVERFEN H19%, fﬁ%
Cooo ( pPBH337 ) iy L REBRCoyo 3,265, WML, KLUGIFEMEEAE L ]
R4, BESREARMREER, BEBRETESUREER, LURESHERMIE &
B, PERSYPRESENTM. RIETR, RN Co ( pBH 357 ) Aig i8I
RETHIAE N, BARMNEHEYORER,

Ceoo in the absence of Hg?*

A1 Cgoo ( pBH337 ) AwCop 89 R #F X M 2
Tab, 1 Mercury volatility of strains Cgu(pBH337)and Ceg

(min) Heg**(pg/ml)  Hg¥(peg/ml) (%)

60 16.54 12.39

Csoo( pBH337) 120 18,88 9,74 48,41
180 7.20 61.86

Ceao 120 T 12.68 15.75
180 15.05 12,10 19.6
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2.6 EARHNHLANE

SRAFWMBE TR DNAY L, RS T UEZERZRR DNA - FIf BARmE 5,
. RIBEBANTESMpBH3 T A FEA4,11 X 1058 /R, £k 6,1kb, S5H Uk
%@Em = ST,

P55 pBR322iBEMEM B 6 pBH337THEIRS
Fig.,5 EM of plasmid pBR322 Fig.6 EM of plasmid pBH337
( X 90000) ( X 80000)

2.7 RERBRBBYLSH

Fl 4 fRHENTEBEEOR T, BamHI | Hind T RPvu 1, HRIEGMEE A 7 K
pBH337, 1 %EHEHE M k@7, & R %£ W, pBH337HEcoR 1, BamH]
Hind Iy #E¥H R —4&4, HAZEARN EREFLREB IR £17, B arf &
pBR322 B LR 3 MEEMI AL 14, FHRMAETEHE N LEHX 3 R L.
Pvu [ "% pBH337 3R 3 M B, KKK A2,8kb, 2,3kbR1,0kb, BB T B
pBR322 FRHF 1 MPvu I 8005, MEEREEN H 2 1Pva I A, XPvul 5Pstl
T ¥%PBR3224 582, 7TkbFn 1.6kb 2 N Fr B, Hik Pvu I &GN pBH 337, WK
3 A BRI RN, 0k FEE, RIRBTREREL TEFEBENE £F S5
pBR332fy2,7kbRI1,6kb A ER 4 BlA 2. 8kbFN2 , 3kb 5 B, #ifEmPvu [ FI45 EkE R
BER A /NMER F1,0kb, 0.7kbR0,1kb 3 N Bk,

BT RESEEEAEHindE, EcoR I EBamH I BI04, WHRAXEEERE
—SERNRESR (R EELBRE ) WEEpBH337 Lk, WERSEHENEH
Ef
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ik F 2R  EPAEHEI ) B0k

7T

pEE37

(641kb)

B 7 B Fh Ry i B s A EESW
Fig,7 restriction endonuclease analysis Fig.8 Restriction endon-
of Cloned fragment uclease analysis of

(13
€23
(33
4]
(52
(6]
m
(8]

(9

€103
(11]
123
(13)
(143
(15)]

1, Acly;S;/Hind I \ cloned fragment
2, pBH337/pvul

3. pBH337/BamH |
4., pBH337/Hind I
5, pBH337/EcoR |
6. pBH337
7., pBR322
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Cloning of the Hg-resistance Gene from the

Plasmid pBH33 of Pseudomonas Sp.
Zhou Zhenlin* Chen Q1

Abstract

The Hg-resistance gene from the plasmid pBH33 of Psecudomonas sp, B-33 has
been cloned in E,coli Cq using Pstl digested plasmid pBR322 as vector, The
molecular weight of the recombinant plasmid pBH337 was estimated to be about
6.1 kb according to EM and gel electrophoresis, The cloned gene located on a 1,8
kb Pstl fragment of the plasmid pBH33 by restriction fragment analysis of the
recombinant plasmid pBH337, Re-transformation suggested that the Hg-resistance
gene was located on pBH337, Determination of growth showed that the recombin-
ant Cgo (PBH337) with Hg-resistance gene could grow very well in L-broth conta-
ining 10ug/ml HgCl, and control Cgy had strongly been repressed, The mercuric
volatile of C¢up(pBH337) was also markedly higher than that of the control Cggp

Keywords Hg-resistant gene, Pseudomonas, gene cloning
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