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(PLRXFAEAGHFFER, T & S M 510275)

B E: £BARSRMBAMEREE (CHX) #SF, pCAT-E BRI SV40 IR TAER 3 CAT XE M E
ik, AERAEAEE (5 min) FRIKK CHX FREWKE (30 ng/ml.) FMFTF, CHX EDAEES pCAT-E 1 SV40 1
SRFRREITIETE. B THF% CHX S/ pCAT-E JFORD SV40 R FIR s FIER S 5 B A X, Hi
VA EHK: pCAT-Bas-Enh( — ) Hl pCAT-Bas-Enh( + ), B{7E T SV40 1498 1 IF 51 58K f CAT 745 2B A9
MOCE, FEHABRS Y CHO 40T A CHX 7R, WA E] CAT iFH:, BLHI pCAT-E kit CHX Fri% S

SV40 1458 F M3 3 F IR PESE SV40 1438 T B A e .
XA : MW SV HE T K3 T CHO 41M
XERS: 05296579 (2001) 01-0073-04

FESHES: o715  STEFRIEFE: A

B H B (cycloheximide, CHX) # & # F
EE LRSI RDE M L H W RE. &
REM, FEFEEMHT CHX /T LISOE £H ik,
BAEIES (superinduction) fERA! . 138 T &
BERAT SV mBEREEAT, HEBELHEMN
MERERR 72 bp FF2 . FIH CAT R4&E A
5 SVA0 IR S & FE LB T — R 5 CAT
REEERE, HTWHREFEH#ERT. 380
ERRZRAERR S - EERSAERN, X3
SV40 SR AL H G s R R KA, &
CHX S FRHA R RREKEHTNED . £
SO FYE R T 3 — 2 BT
1 MRS
1.1 BR$L DNA

CAT # ik R (Promega /4 7] );
RN
1.2 #MpaskfniEsFE

CHO (FEECRINEAM) WE FH B L
MMABRFTET, F 1640 B 005E &8 /D4 I 7 89 35 3%
32
1.3 FERA

FERBEANIG. T4 EZE8. TagDNA B
AEMYMAXETEYTEAT; 1640 HEHRE
¥ B BRLAR]; [“C] MEBEWH Amersham 24
A, FuGENE 6 # %+ iX /] & W4 A Boehringer
Mannheim 22 ] .

pBluescript

* ESWME: BEXRARKPEESTHWA (39370402)

1.4 PCR ¥4 SV40 8 FH &
LA pCAT-Enhancer i 62 DNA 1€ 5 PCR [ #
W, 518 K: 5° - GGGATATCTGCTGTGGAATGT
GTG -3’ f1 5° — CACACATTCCACAGCAGATA - 3°
PCR R %f4: 94 € 30s, 55 °C 30s, 72 °C 30
s; 35 NI,
1.5. E4 DNA B9t
& (T rike) #17.
1.6 HMHERENBRZBHEBRIESH
Z03CEK [4].

2 g B

2.1 CHXE® SV ERTRHW|EEAMRZE
¥ pCAT-E ¥ ¥ CHO #H g, LA pCAT-P.
pCAT-C B pCAT-B YE R X1 B8, 7 BIFEFE S 24 h
JEMA/ A MATE LR (RREREN 6 pg/
mlL), EEIEFF 24 h )5, SERAMRFH CAT
EHE (A

12345678

AC

AC:acetylated chloramphenicol
CM:chloramphenicol

1. pCAT-C;2 pCAT-C/CHX;

3. pCAT-B;4.pCAT-B/CHX;

5. pCAT-E/CHX:6.pCAT-E;

7. pCAT-CHX;8. pCAT-P

P 1 CHX ZbFEH) CAT Rk B ss R
CHO # I/ CAT &4+ 7
Fig.1 CAT assay of CAT report vector
transformed CHO cell treated by CHX
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ME 1 AILAF H: pCAT-C #£3% CHX 4h ¥ 5
CAT 5 E1¥in; pCAT-B AL RE L CHX b3

¥R ik CAT & H; pCAT-P £ CHX 4 H )5,

CAT RABILAK; pCAT-E fEB A CHX 4B
Bf, ARk CAT i, (HE%E CHX &B)FRE
HIBIRAY CAT 5. B3 F pCAT-E ER B TE
pCAT-B JERIBZLRE E AT SV40 348 F FF 3 i
WK (E2), FTLUAHERE CHX % T pCAT-E

th SV40 3R F R A B3 FIIRE.

EcoR13920
pCAT-Basic BamH [3910
Vector

4364 bp

Hind [11 2242 Rl
Sph 1 2252
Pst 1 2258
Sal 1 2260
Ace | 2261

AUG
Xba 1 2266 2315 EcoR 1 2528

EcoRI 4166

SV40
Enhancer

pCAT-Enhancer
Vector
4610bp

Hind 11 2242
Pst 1 2258
Sal 1 2260
Acc | I22621 2

Xb, 2261
“ UG EeoR 1 2528

B2 CAT & HEERE
Fig.2 The CAT reporter veclors

2.2 AR CHX KEXiFS SV40 B TFRIE

SEgvy:inp 2

¥ pCAT-E ¥4 CHO #iffi 24 h J5, 25 H
60 pg/mL. 6 pg/mL. 600 ng/mL, 60 ng/mL, 30
ng/mL R[] i B Wk B CHX AL B % JL) CHO
R, AkLEIESFE 24 h 5, SWMEHRARTH
CATHE#E (B 3). ERER, EAFRERE
CHX e T, SV40 43R FHIRE/E 3) CAT. &R

BN 30 ng/mL B CAT & HEEE .

2.3 A[ CHX {E AR A X iE S SV40 R F R

ShERRZHTKE

% pCAT-E 3 CHO 4t 24 h EIMA CHX

(RERKREHN 6 pg/mL), EHFIVEMA 24 h, 12

1~5. pCAT-E/CHX

P (pCAT-E/CHX)(ug » mL"):
1 Jy 60;
2 M6
3406

© 40006

54 0.03;

6.pCAT-P

B3 AR CHX Sk EAL B pCAT-E
4 CHO M) CAT WG T
Fig.3 CAT assay of pCAT-E treated
by decreasing mass concentrations of CHX

h., 8h, 6 h, 4h, 2h, 1h, 30 min, 15 min, 5
min J&7, ST AIMAP A CAT & (B 4), 4
REH, CHX 4 5 min I A[E S SV40 498
FHEsITIENE, EKAENRE, RAEELTH
BAL, #R CHX RBiET SVA0 R FREE 3
HEREL.

4 - a 1~8 pCAT-E/CHX
‘~~ pra——— Eed AC t/:

: 1h24:2 0 12;
AC T yieans:
Sh6,6M4;
R T T YT X @& CM Th28M1;
1 2 3 456 SHPCATE

7 8 9

b 1~4 pCAT-E/CHX
th:
14 60; 2 %1 30;
3415 445
5 pCAT-E

Bl 4 KR[F CHX fERBS[E]X} pCAT-E
¥ Yu CHO Hffaft) CAT IE TR
Fig.4 CAT assay of pCAT-E treated
by CHX of decreasing lime

2.4 SV40 HE3EFHRIAIERT CHX S SV40 138

FRHEEREK N

T I CHX 5% SV40 358 TR Sh A%
WK 5 SV40 R FFFIFTEEMBRIXR R, WET
2 AN E 44k pCAT-Bas-Enh ( + ) 1 pCAT-Bas-Enh
(=), 354 CHO 4, LA pCAT-P 1l pCAT-E i
XtER, S BIAERE Y 24 h JFEIIA/AIA CHX (4R
B 6 pg/mL) , SR2E3E 5% 24 h 5, T e 4l
Barh i CAT 15t (& 5) S5 R %K, - EA AT
HLRAM, M RE A CHX L, A
B CAT &t X — % R U9, £ pCAT-E # CHX
P 5 SV40 3B TS s FIEHE S SV40 33 T AT
EMMEARX.



1

EERF: BAEMEST SV40 BT HE 3 FIRtEMBFR 75

3 it #®
1435 F 2 20 tH42 80 AEAHI K BLAY— IR
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pCAT-Bas-Enh(-)

SV40
Enhancer

v 1 pCAT-E; 2 pCAT-P;
- AC 3 DCAT-Bas-Enh(-y
4 pCAT-Bas-Enh(+);
5 pCAT-Bas-Enh(+VCHX;
S e 6 PCAT-Bas-Enh(-YCHX
,‘g, & #® CM 7pCAT-PICHX;
A T 8 pCAT-E/CHX
1 2 3 45 6 7 8
A5 EAKNWER CAT EHEN T
Fig.5 Construction and CATassays of recombinant DNA
a Recombinant pCAT-Bas-Enh ( — ) DNA;
b Recombinant pCAT| | Bas-Enh ( + ) DNA;

c CAT assays of DNA transfected cell

R4 P T pCAT-E H SV40 3438 F FF 5,
RRERT &F SV R FELFII—2 4
HER 72 bp BEEFFIZS, BEIET SV40 5%
FREX K 21bp EXFF], HPEH 64 GC
&, X6 GCEM TR FERE—EEMA,
K GC-1. GC-T. GC-M ¥+ F svao RREHE

BEFXEHEED. B, X614 GCATHE
WA HEERES pCATE i CAT RE &R H
XK. XFCHX BRMERZLAMIHEMA N
R : OCHX i@ il R i FmE E FH
mRNA FERRSH SR, AmEEREFEKT#
FHBET; QCHX Ed SPRAES L FHE
EFA T EE3E TRAMNERELLY. £
i, 7ERE W EME 30 ng/ml B, CHX %&EH
FEHERERAMBEM, BATIES SV40 3%
SBFES CATREREENEE, BREHE P
CHX i HLF vTREA R BELI MW EARNE
R

BE Mk

[1] MAHADEVAN L C, EDWARDS D R. Signalling and su-
perinduction( J ] . Nature, 1992,349:747 - 748.

(2] BANERJI J, RUSCONI S, SCHAFFNER W. Expression of
a B-globin gene is enhanced by remote SV40 DNA se-
quences[ J] . Cell, 1981,27:299 - 308.

[3] WANG J F,CHEN S. Induction of aromatase gene expres-
sion in human placental choriocarcinoma (JAR) .cells by
phorbol esters[ J] . Biochimica et Biophysica Acta, 1994,
1218:48 - 54.

[4] WANG J F, CHEN S. Identification of a promoter and a
silencer at the 3’ end of the first intron of the human aro-
matase gene[J]. Molecular Endocrinology, 1992,6(9):
1479 — 1488.

[5] BARRERA-SALDANA H, TAKAHASHI K, VIGNERON
M, et al. All six GC-motifs of the SV40 early upstream ele-
ment contribute to promoter activity in vizo and in vitro
[J]. EMBO J,1985,4: 3839 - 3849.

[6] WILSON T, TREISMAN R. Removal of poly (A) and
consequent degradation of c-fos mRNA facilitated by 3’

. AU-rich sequences[ J] . Nature, 1988,24:396 — 399.

[7] CASADO M, DIAZ-GUERRA M ], BOSCA L,et al. Dif-
ferential regulation of nitric oxide synthase mRNA expres-
sion by lipopalysaccharide and pro- inflammatory cytokines
in fetal hepatocytes treated with cycloheximide [ J].
Biochem J,1997,327: 819 - 823.

(8] BERBERICH T, KUSANO T. Cycloheximide induces a
subset of low temperature-inducible genes in maize[J].
Mol Gen Genet, 1997,283:254 - 275.

(9] TAMARU H, NISHIDA T, HARASHIMA T, et al. Tran-
scriptional activation of a cycloheximide-inducible gene en-
coding laccase is mediated by cpc-1, the cross-pathway
control gene, in Neurospora crassa[J]. Mol Gen Genet,
1994,243:548 - 554.



76 TIIRE AR (FERBHERRD 40 %

Cycloheximide Induced Promoter Activity of SV40 Enhancer

WANG Jin-fa, WANG Hong-bin, HE Hai-giong, LIU Bing, FENG Dong-ru
(School of Life Sciences, Zhongshan University, Guangzhou 510275, China)

Abstract: The promoter activity of SV40 enhancer in the reporter vector of pCAT-Enhancer was induced by cyclo-
heximide (CHX), a common protein synthesis inhibiter. This induced promoter activity can promote the CAT gene
expression. The promoter activity of pCAT-Enhancer can be indueed after treating 5 min and 30 ng/mlL with CHX.
In order 1o study whether the induced promoter activity of the pCAT-E by CHX is position-dependent. Two recombi-
nant DNA has been constructed: pCAT-Bas-Enh ( ~ ) and pCAT-Bas-Enh ( + ), in which the position of SV40
enhancer element was changed. The pCAT-Bas-Enh (+)/(=) plasmids were used to transfect the CHO cell treat-
ed with CHX, no CAT activity detecled. This result snggesis that the CHX induced promoter activity of SV40 en-
hancer in pCAT-E is position-dependent.

Keywords: cycloheximide; SV40 enhancer; promoter; CHO cell
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Cloning of Promoter from Candida boidinii and
the Expression of Neomycin Resistant Gene

XU Bai-nian, WU Jiang-xue , LI Wen-qing, LUO Jin-xian
(School of Life Sciences, Zhongshan University, Guangzhon 510275, China)

Abstract: Candida boidinii is one of the methylotrophic yeast with good development and application perspective
but very little study has been done as a gene expression system. The C. boidinii promoter was cloned and the ex-
pression vector YEpNP181 was constructed by recombining the cloned promoter and Neo' gene onto an E. coli-yeast
shuttle vector. YEpNP181 was then transformed into C. boidinii and Neo® gene on YEpNP181 expressed. The
transformants grow on YPD plate containing 300 pig/mL G418 and Neo'-G418 selection system was thus established,
which facilitates the foreign gene expression in C. boidinit .

Keywords: promoter cloning; Candida boidinii; Neor gene expression



