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WorA EL[ETE Baci/lus subti/is WB800 HHi 7a fEFRI1A

L8n, EER
(HEIRFADHAFE ISR, )& 7 510006)
E: 2k A Bacillus subtilis 168 #9 A 4Fis F a9 L B F 7] (WprA) #4758, KR53 WprA £ B £ 45 KmATH A 448
FAR B pBEs ¥, MR A &R pBEWprA, ¥F 414 4k4% L2 Bacillus subtilis WB800 ¥ , 5% #L T WprA % [ /& Bacillus subtilis WB800
gk ik, 4R &M, WprA A B 7 Bacillus subtilis WB800 &9 4k & K Hife-FHr 4134 3045 7T R AR, = Yk 5L B I 9k,
K$#F: Bacillus subtilis WB800; 4fii&te; WorA £H; &k
YEES: 1673-9078(2012)8-927-929

Clonging and Expression of a WprA gene in Bacillus subtilis WB800
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Abstract: A fibrinolytic enzyme gene (WprA) was cloned from Bacillus subtilis 168. To efficiently ‘express WprA in Bacillus subtilis
WB800, WprA gene was inserted into pBEs toyield a nove vector pBE-WprA. Then the vector pBE-WprA was transformed and expressed in
Bacillus subtilis WB800. Results showed WprA gene was efficiently expressed during the exponential and stationary growth stages, and WprA

was secreted into the medium.
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Fig.1 Electrophoresisof PCR product amplified by primer WprA
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E: Lanel: 1kb; Lane2~5: WprA,
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e B, W e 781 5 A A 1Y Bacillus subtilis 168
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¥4 Bacillus subtilis 168 H 1)) WprA [ 5l ik
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Fig.2 Identification of the plasmid pBE-WprA

7E: Lane M : 1 kb ladder M arker; Lane 1: pBE-WprA/EcoRl ;
Lane 2: pBE-WprA/EcoRI+BamHI; Lane3~5: WprA £ 5.
2.3 Bacillus subtilis WBB00/pBE-WprA [

BRI T S A5k, %462 Bacillus
subtilis WB800 H', #AF7ER 30 py/mL Kan/LB “F4ik
F, PREUR R SRIOTORL,  ABURLYE AR, g
WprA 5 B HEAT BIVE R 7O 255E, anfE] 3.
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B3 Bacillus subtilis WB800/pBE-WprAHIPCREE
Fig.3 Identification of Bacillus subtilis WB800/pBE-WprA
E: LaneM: 1kb; Lande1~5: WprA.
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Fig.4 Calibration curve of urokinase
2.5 WprA 7£ Bacillus subtilis WB800 H ) 3i&

B PiFkEE WB8S00 Al WBB00/pBE-WprA #FhT 5

mL LB B IR T 37 CHE 7% 12 ho FHZ IR 2004A &
T 50 mL [RIFER) S IR, 37 °C, 220 rpm 35
F% 24 h F148 ho REHEFIZ 4 °C, 100009 250 15
min, BB TAREEIERNE. B 5 45 ERH,
Bacillus subtilis WB800 7F 4] 4 & [1~F-Hk I A /K fi#
P, 1 EE4H 7 WB800/pBE-WprA 7E 24 h i £Fia T,
PER 7.6 UmL, KIS 48 h, WA NFR e 1 R 4TI
TEPEA BT TR, 5.3 UImL.
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Fig.5 Determination of fibrinolytic enzyme activity on fibrin
plates
E: 1~4 BEE M4 5% 100, 50, 25, 12.5 U/mL; 5:
Bk EAR S A ik 6: WBS00 355k LiFik; 7: WB800/HBE-WprA
¥4k L& (48h); 8: WBS00/pBE-WprA 3% % £ &% (24 h).

3 i

AT 5T Bacillus subtilis168 5z [ 51 WprA J£ A,
TR HE R BT WprA B v B 31 K A7 -
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