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B BFBEEEFnprEhicoRESRKE pEU-3 WHHE
Fig.1 Construction of recombinant plasmid pEU-3 and slow-secreting mutant
gene nprEhsoo ]
EMHREIAESI, AEBARWHK, ZO8MIRAME, ORI HAEDNA
The signal peptide coding region is hatched in the figure pro-peptide dotted. The
open area represents mature enzyme while the solid region indicates human ¢DNA seguence,
Restriclion enzymes FiFspl,By BamH]: H; Hind]
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B 2 DB403(pEU-1}ADB40s (pEU-3 ) PFrfs &
o6 o TR S IS P W
Fig.2 Comparison of protease activity secreted
by DB4¢3(pEU-1)and DB403{(pEU-3)

1. DB403(pEU-3); I. DB403(pEU-1)
A. 2yl culture supernatant; B. 4 pl cul-
ture supernatant; C. 8ul culiure super-
natant.

R AR

B 3 HBEASHNprEsS# 6 Western blot4 by
Fig.3 Western blot analysis of the contents
distribution of intracellular and extra- .
cellular NprE products
1., DB403(pEU-1)supernatant;
2, DBu03(pEU-3)cell pellet,
3, DB403(pEU-1)supernatant,
4. DB403(pEU-1)cell pellet
The numbers on the left indicate molecular
weight standards(kDa). The solid arrows
point to mature NprE protease whereas the
open arrows fo pre-pro-NprE

K pre-pro-NprE(F£ § 4) 45k 8 kDa,

SaEkA B 300bp DNA I 5= %4
W4, BIF nprEh300 7= el 4 kg e
KTHe, B ELES &FIE DNA
W, BRI RSB
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(PEU-3) MR 2&0,
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FEULBERAXFEHRAERREET R E&HR
TREFREE, WEUBI1 (pEU- 3)#1
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LB HRDB403(pEU- 3 EH KA, 28
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24k, BRAER IR pEU- 3 4315 5
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B2 R 8%

B4 FHWEmREER~EHE YRR
Fig.4, Comparison of halo size produced by parental and mutant strains
A. EUB 1 (pEU-3); B, EUB2 (pEU-3); C, DB403{pEU-3).
1. 30C; 2, 37C; 3. 48TC

fb, FTRRLT Y R ERBIRERE
T, XTI F SR B R b
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Construction of Slow-secreting Mutant

Gene and lts Application

Qi Beijing Wu Zirong Chen Fudong Wang Linfa
(Molecular Biology Laboratory, Department of Biology, East
China Normal University, Shanghai)

A 300 bp human cDNA sequence was introduced through in-frame
insertion into the pro-peptide coding region of the Bacillus subtilis ext-
racellular neutral protease gene (nprE), The inserted sequence had no
significant effect on the franslation, processing and folding of the gene
product, but reduced the rate of secretion more than ten fold, The ”sl-
ow-secreting” phenotype of the mutant gene and the easy detection of
the indicating enzyme has opened up a new direction for us to study
protein secretion in B,subtilis, Also reported in this communicalion is
the preliminary characterization of two temperature sensitive mutants
affecting the neutral protease production, which were isolated using the
newly constructed slow-secreting mutant gene,
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