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AEMHRREARER
EHBENERRE

R HTH

(FERERWEWTRF  JLX 100080)

BRH RN GST) B— M RAT RIS ¥, 5— BT Raa LM —1 %
BO, ERAARH KRN EE, YRS, BEAKTKS T EARE SH
SrEmEREERASWES, EXATONWHLR R ML D™, CIFeESH A B — A
FheY GBEARNEENTER) S4HE5EH. EAKS, GST HBS R SF 4 LERDHEN
RO RBRTRBMHEA L. B GST ARPEW M TR ARG F hEREEMEES,

% GST B FTM TR LR A0S, 347 TR, A RS LRI ERTRC, H4%
ROPEFLUAF IS HBF T GST —RAB5. BHCBETAGST ZAMSEEF N5
H.GST e MR MMM BT W EARERR. h TEBAA A REEOEEREE R FAREE
B WRE, B SCHGE T H AL GST ERNERBMNERARENTRLE, :

1 AR %

1.1 #H

.11 PEEMHEER: KB (E. coli) IM109, B HEBY (Streptomyces lividans) TK54 R BN
Bluescript M13~ A4 FRENIK. KB M E%ERE pPKRV g% E John Innes 9L fF Buttner i+
Wi, SERMFER KSR plI6021 f7EXE John Innes BFFLHAY Erico Takano -+ BN .

1.2 M. KBAFMALB IR, Kook (9] FERH. SBEREEKSE#RE (YEME),
EMEBLEFFE R2YE) REXREEE (MM HigoRt [10] EH.

113 itk BYEEEER (Cb, carbenicillin) WM} 50mg/ml, FRIHREE Y 50ug/ml, Bk
# WX (Thio, thiostrepton) K-FEMMRE Yy 50mg/ml, 7E MM b4 FEBE % 7re/ml, 7E R2YE ¥R
FREAMEEY SOpg/ml, ERWAREFRNE - 20CKEFEE.

1 1.4 FERiEm . B AR Y)W EcoRV ., BamHI F Ndel S48 2 4 9 TRAEI 5 . Belll f1 T4
DNA ¥ 88 Boehringer 24 R =&, . Taq DNA B4R Biolabs 24 5] 5. SFAR-BD WS IME
(IPTG) A% H Northumbria 44 R 5. 4RI AAKT KBUEM (Glutathione-Agarose) %
Sigma {LF AR &.

12 Fk

1.2.1 BB DNA R ER PCR ¥ 4. FB DNA RERA IR [11] FEsftT. SEMBRR
B (PCR) #ERFTERT. XA AFMKEN mRNA, Saib/SEREFME{EETBE T DNA, #

X F 1994 56 H 22 Hilked|.
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ETRENFEANY, £ GST ZHERMEFEESE ATG) FRTMA Ndel 1R 28mer 3514
(primer 1), TIEKILHFBF (TAA) FHEXT &F Bal 1 £ A B9 30mer S9FP E A5 (primer
1), §88f DNA SURMWRE Y 100ng, FIKEES B4 20pmol, FLRETESF 25 W, B 5t i B R Bt e 43
%)% 96°C 1min, 55'C lmin & 72°C lmin,

1.2.2 KBATRESSHRNE SR, 830w [9, 11] Jrik#fT.

1.2.3 HBWEEFRASNE. BEREL. 3w (10, 11] Fik#T.

1.2.4 DNA FFI4H#7. ook [12, 131 Fia#dT.

1.2.5 BERREgl: WROEARREAELHEER TK TSR EH ik, B0 1ml EXHE
HYBERHESE Tpe/ml PRELERNMM FILE, 28C WAk sd 5, WRGEBMART, HER
FREBERBYTE T KD, XL ABEEEERE (XK Imin, 25 W, WO EN. BEOEE
& Fij Sephadex G-150 3138, /5 AG R H - BIEREHERTREEN. B #+ i 10mmol /L Tris-
HCl, pH7.6, 0.2mol/L KCI TR =3%. - HEESHESHEEK BH 10mmol/L Tris-HCI
(pH7. 6) Bk, MERRA Smmol/L W-EHAKH LMW 2. smmol/L S MH Ak (GSH) B lmmol/L
Tris-HCl (pH7.6) PkBLEE. it T R1GauAY 4 BE T BRBRFE 1L AR

1.2.6 Btk HaiLE R 60pg GST AR THN, 60d ERRTHEET GST fstiim
.

1.2.7 Western BpEZ3: B Fiocmk [14] JrkAT. EXBHFE P RHFRAENGST, 28K
R EE SDS BRSMEER Bk (SDS-PAGE) 5, AEEEATHERME. MEYAHANWER
B, mmErdE. BEESNERRITRE . MY T HAATE A RN H T R .
1.2.8 GST MiEME. Hacmk [15] FsfF. MEFRSKERK (GSH M 1-4-2, +-—HEXE
(CDNB) N4, iniERi GST £ 25C & T La & RN, P9yl 7E 340nm AW E OD {H.

2 ERFiti
2.1 PCR R FERSH

PSSR T mRNA, laifL)E B mRNA SR R A RMIERT . SRT ¢DNA., Bi
cDNA 45, 14 Ram3| Ml PCR #ARY H T GST £H. Aifb/5H DNA YT REP EcoORV W
Y189 pKRV R L. RIS E %D Bluescript M13~ Fili |, F§ Tag DNA EAMBT TR
SN (ERD. A4S PCR § 88 GST BHKIR, Brimay Ndel 1 Bgl 1 AR A TR
ABRERN.
2.2 GST XEANRIFRE

5 B FI 5 TR E IS A4 0. 75kb #9 GST B T 5ZRER Ndel #1 Bgl I S ify R pl16021 E.¥#*
RSO AEEE TKSe, UEBBE MR THARANK. £FNDNA MR, R
RIS EY EA PO SHR RN . AR B A4 plI4486, AR EARRN p1]4486 ik 4
HEBE TK, SHELMER 55 WEAOSBHRATHT T BEAMRNREGST mausk. f12%
i SDS RN A RN, SR eHEARTLNEHER S ES T GST #, HExRARTH
BEESARNI1SY @D, LEENEOSTRINE, THGST W FRAN 25ku (A 1).

PLLEE B0 A M H B M TR, RS FRS BN . AEENERE TK4/plJ6021 8
BE ), TK54/pll4486 (RAEFHEHAA GST £H) HMERM BFEAURKERT Sigma ARIMAR
GST 4 5158 B 605 B #47 Western B3, 3 B TK54/plJ4486 #H LA KK H Sigma 2 FH
B GST IS4 THRNBERXES, fikE TK54/pl6021 MEH T ENHERCERRBIR
FEE (D, HERYGST RARBEPEETRARS HELYHEHE.
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(1]
(2]
(3]
[4]
(5]
(6]

B 1 GST #y SDS- I 7545 M B e el 3

1. pREEAS TR

2. #ifk/G Y GST,

3. BAMREYE A TKS4/plJ4486 (tmmol/L
IPTG %8,

4. BARBEMRE A TKS4/plJ4486 (0. Immol
/L IPTG %),

5. BHEBER®EH TK54/plJ6021 (Immol/L
IPTG #5).

GST—

M2 GSTj Western Bl e3¢
1.GST 3§ Sigma 28
2. GST 3§ TK54/plJ4486;
3-GST 3 Sigma 24" (W8 100 ),
4. REAMBWEE TKS4/pl]6021.

SRR GST IAMHAL (GSH) R 1-8%-2, - “RE¥ (CDNB) N4, Basisa s
TRERYEME. % 25C, pHE. 5 R SR T — WS RAEF44h Lumol # CDNB 5 GSH
Ba. REODuWMIBKE, WS NEMERE Q4/mgBE).

A ERRRERT LR . ASKH KR ARBESBE P RNERDS, HAEWES. ReEX
BHETRBRENEATY, —RUQBRENEAFE. BROBAERSALPRET /. B
RABUEEARRALYEL. MAEANERER BN TRAN, KBS XEFWRTHEES. 05
BEES LA XM whiC EXBHF R P RINKFY— " 2 RFABUENES, TUREEBNHE
EHETRENED, IRVEBHAIMRERARENRBENL.
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OVER-EXPRESSION OF GLUTATHIONE
S-TRANSFERASE IN STREPTOMYCES

Tan Huarong Tian Yuging
Unstitite of Microbiology, Academia Sinicas Beipng 100080)

Abstract mRNA was isolated and purified from human liver, and it was also used as
templet for cDNA synthesis under the existence of reverse transcriptase. Two primers
were designed and synthesized according to GST gene sequence which has been
reported, GST gene was obtained using cDNA as templet and PCR technique. The
sequencing resnlt indicated that the GST gene is reliable, it was subcloned into Ndel and
Bgl I sites of plasmid plJ6021, and then introduced into Streptomyces lividans TK54.
Proteins were isolated from transformants ( TK54/pIJ4486 and TK54/plJ6021)
respectively, SDS-PAGE result showed that the GST over-expressed and its yield is
about 15% in soluble proteins in Streptomyces.
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