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THE SUBCLONING AND EXPRESSION OF THE METALLOTHIONEIN-IIa
GENE OF CANDIDA GLABRATA

Zhang Borun Cai Xiangrong He Xiuping Tie Cuijuan

(Instituie of Microlivlogy, Avademic Sinica, Beijing 100080)

Abstract  The MTIla gene of Candidy glabrata was gained from plasmid pMTila-91s digested with restriction
enzymes BamHI and Pstl, then subcloning it into M1} vector. [t was confirmed that the insert fragment was
nght by Southern bloting. Proliferating MTIla gene and ligating it into £ cofi expression vector pBY220 and E
cofi-yeast shuttle vector Ylp352. The ligation mixtures were transformed into E. cofi DHS5e and S cerevisioe
Y539 respectvely, The experment of resistance to CuSO, proved that the Dllsa cells with the recombinamt
plasmuds were 0.7mol / L higher than the cells without them, and the YS33 cells with the recombinant shutile
vectors werg |.5mol /L higher than the cells without them. According to these results, it proved that the MTIla
gene of Cardida glabrata was expressed efficiently.
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HEFTHRYTY, AXRET BRI
(Candida glabra) MTTla BEH T KB E AR
BEREETNEREERBEITIREE.

1 HMHEfFAE

1.1 ERHE

LIl HWERMIR. TRPHAMNERS R
W1,

1999 4£ 26 (3)
112 HFE: YEPD ¥ #E". LBIEHE"
YNB". NEP # 3 #. MgSO, * 7H,0 0.02g
(NH,),S0, 0.02g. K,HPO, 0.03g, CaCl, * 2H0
0.0025¢g, BEEEH) 0.02g, BRE A R 003, HEH
4g, FZRIB/KEAE 100mL, pH6.0. 0.55 X 10’
KH# 30min.

1.1.3 IAF & FEG. H5 F (digoxigenin) #7128
# T % B Boehringer Mannheim 2% &, EcoR],

F1 FHREAHTRELHE

4] 7 3 ERMEAHY * ®

KB 8 (E cofi) DHSx supE44, AlacU16%(p80, lacZ, MiS)hsdR17, recAl, ALUE
endAl, gyrA96, thi-1 relAl
MW RE LY (S cerevisiae) YS59 a, ura 3-52, leu2-3, his 4 EERE
2 EXWnERARNRERE AR SRR AT X8
15 . 4 K/ (kb) BHRID HAFEEH R 3 i3

BluescriptM13 296 amp" B MR SERE R, tacZIB A % 16 AL ERE
pBV220 3.66 amp” ARPE AT R R R AR BT
pZHC-8 347 amp" AR MR Y 3 AR
pMTTIa-91s 113 URA® R EMTILEE A8 & EEWinge LI T W%
pCMI-1 69 LEU" amp®  ZBEFFCUPL-+MTIEEE 8 i EEWinge LR T W%
YIp352 4.3 URA' RS YRE EERERF

BamHI, Pstl B4 F Promega 2> 7], TADNA 7% #8§
R RRFEE AN

1.2 FHi&

1.2.1 JiUhi DNA #REUR IR .

1.2.2 EE AWK 55, B EE. 580
ik (8].

1.2.3 L RE®,

1.24 HEH M #5id X Southern 2 3. & B
Sambrook % A J7 3547,

125 HHAFHRBEANRENE. KBTFE
AT NE. £ LBIFFHET AR MK
B CuSO,. BERFFALTHHMNE. & YEPD
B NEP ¥ EHMARFKES CuSO,.

2 H#R
2.1 B MTIIa EEA MRS ¥

A BamHI 1 Pstl XX &g Y] pMTTIa—91s i KL,
K13 509bp i3 MTTIa £, 5 BamHI A Pst] T
WM BEEE BAZHE, EAWRER

B EROAEERERAE BEAEA R
BamHI 1t Pstl W AG 15 4+ L, 5 R BEALS |19
EARICH MTIIa #5347 Southern 2432 (I 1),
HEBSEA R W0 MTHa 2 FE H W, Bt EAR
By & A pZHC-8, i3 35 38 & pZHC-8/Y %
T, KRERI pZHC-8F kL, £ T — 4 BF 5 Al

Bl pZHC-8IFK: 9 K U7 HL 3k B & SouthernZ: & B
1. M13/BamHI, 2. pZHC-8/BamHI+Pstl, 3. Sppl/EcoRI

22 MTHa BEEXBAESHESENERE
B 8] pZHC-8 i b, F e ok 13 B8 [ il
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509bp B9 MTa 2 A A 7, 5 BamHI A Pst1 X 2.3 MT BEEAERGHRIRE

WO R ARk pBV220 8, $e L K ER#T ¥ i MTIIa 2 5 A i 5 SR8 U1 (4 K B
WDHSe, WIREUGR, EAREARNN HHE-BEEFRRE YIp3s2 2. XATE
(E2). HEFARWN 9N TMEL AR AEEAREZKE YS59, EMA Leu
QuSOMIFiTE (1 3), M E 5 REVAZIANE M His @ YNBEHFEERHERKMALT, KB 34
DHSe# 4 5.0mmol/L CuSO,MF#E FAEK,  BEEFMALT, WE XK YS59 RELTF X CuSO,
EFSImmol/L CuSOMMEHEEFK:ME  HHH(EI). MESERERURZAKE YSOES
fFES 5.8mmol /L CuSO,M¥EFHE F#EEAE  1.5mmol/L CuSO,MIIFFE L ALK, ML
K Rt AZE RS 0.7mmol/L. F7E & 3.0mmol/L CuSO M1 FE LA,
AL FROPHE LR E AR & 1.5mmol/L.

2 HH MTIIa Z2EE M13 #4450 pBV220

BUSZHBUREKRA \
1. SppU/EcoRI, 2. pBV220:: MTIla/EcoRl, M4 REMAELTH CuSOWMHME SR
3. pBV220:: MTIa/BamHI+Pstl, 4. M13/EcoRI, 1. B YS59, 2~4. 4 MTTa ER N BT
5. pZHC-8/BamHI+Pstl, 6. Sppl/EcoRI A: 0.5mmol/L, B: 1.0mmol/L, C: I.Smmol/L,

D> 3.0mmol/ L

3 itig
31 FEIEGMII BRAEAXBHESR
Fix
S IR A B 7 SR A R R AR R R R
Bk, EEHNREREBAERF RO EZR
FFERHPMEEGREFI A S-DFF, m
S-DFAMSERFHTFATGZRIEASHEKN
B AREERS G2 EH E KR
EREIFEEATHRENMAFKEPHTH
R IEX, Z. Sayers 8 MT HE R EHER X
- KR pET-3a, 8 R EC. ABIREFEN R
B3 SEHREREATR CuSO M H H M &R BN pBV220 FAFIEREK, EHHLEEH
1. 4 DHSa, 2~4: H4&F, A: SOmmol/L, KRS T PP, BB R R MTIIa & H i

B: S.lmmol/L, C: 5.5mmol/L, D: S8mmol/L A% pBV220 )5, ¥ 4L KB ¥ & DHSof5, 378
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B R L, EZ K DISarf CuSOMAMRES
> 0.7mmol/L.

32 XBEEE M. ERERARAG RN
ik

SMEEHTEREPHRE ZEHARY
B, mERRSTHREE EEAR.F5F
PR e, OB R T, RAKE R B H R
HRFAE. ATRESHONBITE BEEE
FHREEABEAT FREM Yip3s2, HULRE
B2 (A YS59, {# YS59 #f CuSO, Myt ZE &
% 1.5mmol/L.
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