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1.3 DNA
> DNA
QIAGEN Quickprep Kit
1.4
45
1.6 PCR
1.6.1 C1027 6 1 2
DNA 289bp DNA gpp
Primerl 5" GGGGCCGGAGGAGGTG 3’
Primer2 5" GGCGAAGGCGACGGACTGTGC 3’
1.6.2 PCR 50pL 2.0mmol L. MgCl, 94°C 4min
30 94°C 1min 55C Imin 72C 1min
30 72°C 10min
1.7 pSGLgpp
gpp T4 pUCI18 Smal
pUCgpp pUCgpp Xbal PSGLN Xbal
pSGLgpp
1.8
SDS-PAGE 12% DTT
5% 4C
IL-13 10T 4 h PBS
1:5000 Streptavidin-HPR 10C 1h TBS
DAB
2
2.1 - pSGLgpp
2.1.1 1 2 DNA
289bpDNA 1 T,DNA
pUCI18 Smal pUCgpp pUCgpp
2.1.2 pSGLgpp 2
pSGL1 pSGLI1 pSGL1
pUCgpp Xbal pSGLN Xbal pSGLgpp
EcoRI Hindll 2.7kb  5.9kb Sacl
1.4kb aph Xbal 3.0kb  5.6kb
pSGLgpp 3
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- 1.6kb

L gpp

Fig.1 Agrose gel eletrophoresis of PCR product of

gpp signal peptide-encoding sequence and
its upstream sequence
1. PCR products of 289bp DNA fragment
2. pBR233 Hinfl.

3 pSGLgpp

Fig.3 Restriction endonuclease analysis

of plasmid pSGLgpp
1.pSGLgpp 2. pSGLgpp Sacl
3.pSGLgpp EcoRI+ Hindlll
4.pSGLgpp Xhal 5.XDNA Hindlll .

2.2.2 pSGLgpp sIL-1RI
SDS-PAGE
pSGLgpp sIL-1RI 72h

66kDa  43kDa

dans

- =
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¥ PCR
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EcoR1
Xbal HindIIT
l Kbal Xbal ¢
Xbal Z
Sphl (2‘,
HindIll

Mcy, Kpnl Sacl EcoRI

MCS2

2 pSGLgpp
Fig.2 The construction of plasmid pSGLgpp

sIL-IRI
pSGLgpp sIL-1RI
hsIL-1RI ¢cDNA EcoRI

2.2 pSGLgpp
2.2.1

Hindlll pSGLgpp EcoRI + Hind
Il 5.6kb
pSGLgpp sIL-1RI  Southern
pSGLgpp sIL-1RI DNA
hsIL-1RI cDNA 4
72h
S. livi-
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4 pSGlLgpp sIL-1IRI Southern
Fig.4  Southern blot analysis of the plasmid pPSGLgpp sIL-1RI
1 and 5 ADNA EcoRI+ Hindlll negative control
2 and 6 PCR product of hsIL-1RI ¢DNA positive con-
trol 3 and 7 pSGLgpp sIL-1RI EcoRI+ Hindlll
4 and 8 pSGLgpp sIL-1RI EcoRI.

66.2kD

- 43.0kD

5 HsIL-1RI
Fig.5 Binding assay of receptor-ligand for hsIL-1RI
expressed in the recombinant strains
1. The recombinatant strain S. lividans pSGlLgpp sIL-1RI
2. The contrdl strain S. lividans pSGLgpp .
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plJ459
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C1027
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EcoRlI  MCS3 Hindlll Sphl pSGLgpp
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C1027 Northern
blot 24h mRNA 6 N 33
Ala Phe Ala y © gpp
33 hsIL-1RI
66kD  43kD hsIL-1RI
36.6kD 42 ~
44kD Hela 64kD  54kD
gpp
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THE CONSTRUCTION AND APPLICATION OF STREPTOMYCES-
E.COLI SHUTTLE PLASMID pSGLgpp”*

Zhang Hua Li Yuan
Institute of Medicinal bioechnology Peking Union Medical College
Chinese Academy of Medical Sciences Beijing 100050

Abstract The high-copy-number plasmid pSGLL1 7.4kb was isolated from Streptomyces geobis-
porous . Its minimal replicon had been determined and sequenced. With the total DNA of S. geobis-
porus as template the DNA fragment involving C1027 apoprotein signal peptide encoding sequence

gpp was amplified by PCR. After this fragment was inserted into the plasmid pSGLN a deriva-
tive plasmid of pSGLL1 one new Streptomyces-E . coli shuttle plasmid was obtained namely as pS-
GLgpp. Using the new vector we carried out the expression of hsIL-1RI in streptomyces .

Key words Plasmid = Signal peptide Streptomyces
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