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CHEHEREWEHEFRS, L3O

& HE. coli gal KEEA eptiF e UM RS R BMIENE T (Xenopus Laevis)
S E RN, BiEn B AR R T mE R RS, E. coli gal KRR gpt
LE AN SRR ESRAT SV REEMRHTOHL, TAR-BEaEHT
FEMURTT B h e 2 R4, BhSh, WEFENBNSER b SR EENE A% R

HIMAER.
X BWmEsh BT HRT

T M T i 150 00 M 1 7 B 2 FRI A9
B ARG, BB E, BEHE,
ERERUAEELSRLE. A ELES
AXRERREEACEERS S E &2
B Y, EABER X DNA XS5
Tk K AW, B S I3t B e
RETRREEEETAMRAALTNLEY
B8, HHE, EIRDBIEREX
REEFXWREEREINASHNE = 8
EEW, 24 wELB AN SRS
FEERE TAERE.

RIHGE TN R4 R 4%
M B-BREBERREITF (mouse B-globin
promoter) FASVA0RHE R FE) T (early
promoter) XJE,coli gal KEEMgpt R
kg AR W 2 HaSV 3BT (enhan-
cer) WTFEERENRE.

O RS

(=) 8
eI R AR s M 5 18] 3% o
BARN 2 Wdi % E NIH B Ander-

son, W, F. {8 LEWN,

© P ERFRES

TE BB 2 2 Sigma s B = 5
BOHERAE CH)- B (*H)-
AR B E TR R,
(Z) A
I. FRDNAMH%, JRR DNA &
Berg, P,E, F AMIFE ' #l&, MALE
FIDNA # 18Cug/ml 73k BEE T MB & i

(A &.: 88mM NaCl, 1mM KCl, 2.4m

M NaHCO,, 0,82mM° MgSO, 7H,0,
0.33mM Ca(NGQ,), » 4H,0, 0.4Im M
CaCl, » 6H,0, 7.5mM Tris-HCl, pH
7.6) ', GRESA,

2, SPERMBOOHIS, o8 4 E 40—
Q0ghy R BRE T e, TRV KR 30—
60min, WEAEFEIPIFR. FRKE
T AR AT ok, VO R L
PBFRR, AHEBEFANEERE—N
HHAERESNIRE, RiBLRTENNRE
SPERANBEMBERNERLb ;&S
WO, EINERTERERENTOY HH

F X T19864E12 H24H W3,
FXAPEREREMNEESHEEE, FANR
A% EEeRFi0310m,
ERRAREREEGAERS, BN,
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HER. BTRERGPERTZEHE,
3, 5 DNA BBk,
Brown, D.D,fiGurdon, J.B.'*!' &%
S DNA R & &5 B Emiamnis A
BETRME R, BENEHESRERE
EAR, DBHRMHRNBELEE Y, &
WEMRNEERTEREE, F i
DNA FHOEBBE AR, ERP% A
£5, GHAFEEMmE . REREN
R BEARILEN Immi B JE W K iy
FBHEEFNERE, A5 5HRETHD
BRI RPSBHK, BBERERN
HEHYEA L, £ 8min, 500g L,
BEFEW TR, BEHARAE 20
—30um, HAIFEAEN 1Y B F 3 E A
40nl DNA iEWH. SRS RNSTES st
HERHRTER. EHENNTHRE
MB FHERI19°CHIZE 40h, FKEFIEZRII
B B 30 43 T 1, 5ml ¥l /NES
LB, T - 20°C KA R 4 7 A
4. BIEMERE, #AK E#Schump-
etli, D, FARHE Y, NEHAHBER
Mip(FH0M, EHRASHBEBR),
Bn4spl@ b (ImM DTT, 0.19% Triton
X-100, 16% Hih, 10m M Tris-HCl, pH
8,00 53, £10000rpm, 3minB.LE,
R LiF g a0p] (BAHBRED T12.5%m
Mg EKEE 120V, 4C) , &
WA 1.21lm M 588, 6,0Tm M
K;HPO,, 0.5m M DTT, 83k M kR
27mM @R, 16TmM K,HPO,, H¥k
S, BEAFEHRANY, 48N
SuCiC*H)-S @R EH  (9.3mM Mg
Cly, 4.7mM PRPP, 93mM Tris-HCI,
PH7,5) fn 35uCi (*H) -3 BEEW
(29.4mM ATP, 38.2mM MgCl,, 294
mM Tris-HCl pH8,0) , 37°C R ih,
mEE® (0,1M LaCl,,0.1M Tris-HCI,

© PERFRMEMHARAATIKSHEST http journals

pH7.5) BE 2h, T 4SCTHEEAREG B

B, FEHKS KE, BAEL10%PPOR

HREEwhEiEshl b, BB ETINX-¥#
WHET -70C kEHRNEEE3—4
%D

3 &

EXY # M 8 (galactokinase,
Galk) 7152 B0 BR BB M 44 32 8 (guanine
phosphoribosy! transferase, GPT) &4,
WTFRIN:

(1) Galactose + ATP Mg 2+

GalK
Gzlactose-1-P + ADP

(2) Guenine+ PRPP-M8*"_ GMp, PPI

GPT

3 o AR i 4R BN 5 ML AR IS AR
MEARNE, USROG LARAFRHEESE
5%, REHEMEE S A G GaKEH
GPTH, {8 3EMiE 35T {1 5E. colifyGal K
E§ FGPT B 76 IEMHE R B kR R AT 4
e _

(—) E,coli gal KEBERNWE

EHFTRIpSVK 100, pPB22fIpPB12
HEHE coli gal K #£H, HEMRANR
WP, pSVKI005Hf) gal K BB
FOEHMEGal KEEr=¥y, pPB22§ipPBl12
PR 5K &5 A\ SR A R B9 IEF 5P B4R
e —f, AFENBFFHMAINIE Gal
Kis (B 1) o XA=ZFRAAF eal K X£H
MEtrERRE, pPSVKI005 gal K 895
) FAHSVA0 B89 Hah T, pPB22#1 pPB12
17 gal K EENRDES-HREBEAEH T,
AR B FHER TE, coli gal K BR%
JRYEED EE Ml Rk B R,

(Z) E,coli gpt EEBRIK

pPB22 5pPB22H HA EHRB B &
E,coli gpti N, HS5 -KigS SV40 B
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HE
4k

) B 1 SVimsiFi#E.coli galKm M RS e 2
Fig, 1 SV40 promoter made expression of E. ecoli galk gene in oceytes of Xenopus Laevis

BE) FHES, ExEAREAl, Bhd
E coli gal K B, 1A HFRH &
e, REFLERE, TBRER, EHM
P L DR O TV WE OB B SR AR i, B
EFEFWEMIEMNGETRESN, W i 3
E,colify GPTEg (B 2) , x—a8ss
B3, SVA0R M EE) FF LT HE, coli ga!
KEH, WA E coli gpt JEEE 72 TUG5E0E
B el R I Rk,

() BEFHEEFEORN

& 2 #%dh, pPB225 pPB22H T5
HEST= B AIER, SEOEERE NI 2
s BEE X- Rl A aE e,
PPB22HEIGPTHES 7= ¥ £ th pPB22 BEE
1. 664% (B 3 , P4yt £ 0 B T By 7 i
K&y LWE RN FEGPT = Wi —H L,

pPB22H EHFH WL FER LA
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—AHaSV B3 T4h, E4&#4a5 pPB22
. 2%, pPB22 Heopt3 HRKAYIE
5 R TR A B M 2 . 3k E Berg,
P, E, SN BN ERAESS
Rk L i LA U S — 8L

WA AT, pPBI2EpPB22 JRALHH
galK MEEMF#EF MR -BEARS T
MAf &Rk, BELREXAREFETIE
OE B 4mAn s tE B (%, Banerji, J, &0 1l
AZY, DESBRTEERAN, AR
SLTETE HiR RS, Sk, F X B
pPBI2H K pFB22H (7ZpPBl1270 pPB22 B
AL B4y AE AN —D HaSV ¥ 58 Ty
HO EENJRWEIE LRSI, AASEHE E, coli
salK AR Rk 50t 14 4 M RIBE,
KLV BEAFHRPE, coli galKEFE kA
e R, XA, DER-HEH
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B2 SVaiHsh FHE. coli gplit
P 22 I 4 6 5 SR O o ) 5K
Fig, 2 5V4p promoter made
expression of E.coli gpt gene in
cocytes of Xenopus Laevis

pPBaz

pBRa?

Oocyte gpt
EFB22H gpt

3 BT REE WA B

\ é Fig, 3 Effect of the enhancer on
1 Iz the enzymic product

A48 Ji 1}
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FEE) TS I8 B A0 Al P AT g AR AR R 20 1k

i 5

FEWAERIEE, WEM E, coli
galKfn gpt 2% K 76 /U8 68 B 40 R b (9 1E 5
FIREIT SV RERBREY THHF
o HE, coli galkBt[H 5/NEB-BREEHD
BFHEEREN, ZEESMERE; HES
AHaSVI#5E T A SR 2 3 Fh i I B
BA-BREH B THE LR PR EdE.

Anderson, W, F, MRHEX TR F
AR PR ZE S, HER R
DNA FHIBFEBERALT Y,

— R TR LB &L fER (me-
thylation) &5 HZRENREEE D
AR 13- WiEEaklmiad, B
HIEERALEE ', Anderson, W, F,
M-, PRS- RERRD FRER
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E.coli gallCIE B T &% 59 45 41 0 v 32 3%
Fig, 4 Mouse g-globin promoter can not make expression of E,coli genes
In oocytes of Xenopus lagvis

Mirh Z Pr LG, EREAZEI T
ek RO BERANEE"Y ., ETE
R S bR ERT O RPREL
FERI 4 5, B Al ok = B % 00, B fidt
—2 4 o

ALY, E, coli galKZE [ FIgptdk
BT EIR AR NRETY S E, coli
GalK B¥70 GPT B MR B R LB R
T—HETHER, ERARNEEELE
Fuils, RRWELABRNEEZS S
E. coli GalKE§MIGPT Befy R EH R
RO, XHE, AMNFREEEE
S ERRAROEZRERTHANT
B, LIEFMBENETEEARRNE

feéh, EWEMED, HIBERF
TR RSHE TR RE, HERTHE
P RGal Kigsi GPTER BB B —E R
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EXPRESSION OF E. COLI GALK AND GPT GENES IN
OOCYTES OF XENOPUS LAEVIS

Huang He Yu Jiankang Lu Deyu
(Institute of Developmental Bilology, Academia Sinimca, Beifing)

Recombinant plasmids, pSVK130, pPBl12, pPB22 and pPB22H which con-
tain E, coli galk and gpt genes, Wwere introduced into the germinal vesicie of
Xenopus laevis oocytes by microinjection, After incubation at 19°C for 40h,
starch gel ¢lectrophorésis' was used for assaying the enzyme activity, It was
shown that the expression of E,coli galk and gpt genes in Xenopus cocytes
depended on the prasence of SV40 early promoter, In contrast, E, coli galk
gene did not show any activity in Xenopus oocytes when only mouse B-globin
promoter was present, Our tesults also showed that HaSV enhancer -stimulated
the expression of E coli gpt gene in occytes of Xenopus Laevis,

Key words
Microiniection;promotersenhancer
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Zhang Qijiu et al, :Cloning and expression of D-xylose Plate I

isomerase gene in E, coli

1Y (20430 (aNi65 60 TR

B R K EA
Explanation of plate

1. EaEpXo1004 RLM 8 A 0Bk E
The electrophoresis pattern of restriction endonuclease cleavage sites on the plasmid pXo190
BT M4 pX0100 pXo100 digested with following endonucleases: (2) EeoRlI;
(4) HindIlT; (5) Bglil;(3) HindIIl #5458 pBR322 pBRs22 digested with HindIll, 4 F 451 mol-
ecular weight standard: (DHind[ITgg4aDNA ADNA digwsted with HindIIl: () REcoRTmyl) sPPI
DNA sPPI DNA digested with EeoRI,
2, B pXI1201 54 S Y ik 8
The electrophoresis pattern of restriction endonuclease cleavage sites on the plasmid pXT2g1
BF o ER e pXI2o1 pXI201 digested with following endonucleases: (1) FindIt; (238all,
(3) HindIIl and Sall; (4) HindIII®4ipAT153 pAT153 digested with HindIII,
4 FBiEHE molecnlar welght standard: (5) EcoRI Mty sPPT DNA sPPI DNA  digested
with EcoRT, (g) HindIIl; mitr DNA ADNA digested with HindI[I,

{continued from page 47)

Meanwhile, effects of different host strains on the expression of the gene werse
examined, The results show that both the D-xylose operon and the isomerase

gene can be expressed in the different E, coli strains.

Key words

D-xylose isomerase; molecular cloning; gene expression
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