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Isolation and Identification of the Alkaline Protease—Producing Bacteria and
Optimization of Its Culture Conditions
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Abstract: Research of screening and fermentation about Bacillus sp. as the protease producing
strain is extremely necessary due to their characteristics of heat and pH stability. In this study,
strain with producing alkaline protease was screened from the offshore soil of Yantai and the
morphological , physiological and biochemical characteristics as well as 16S rDNA sequence
homology of the isolation were studied. From the above characteristics,the strain was identified as
Bacillus  amyloliquefaciens. For industrial production of protease,the optimum nutrition and
environmental conditions were determined. Under the optimum conditions,the maximum protease
activity reached at 395.18 U/mL at 18 h,which was about 2.55 fold higher than that of the the
original medium. The study provides reference data for further industrial fermentation production of
alkaline protease.
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YT73 , YT73 Bacillus sp., 98%~100% MEGA
o ’ 20
1 2

-_ /(U/mL) Tab.2  Results of the physiological and biochemical
YT17 6.4 67.58 YT73 YT73

YT29 6.8 66.23 - -
YT51 9.8 113.71 + +
YT73 11.3 155.42 VP + +
YT84 7.2 79.52 9 g/dL. NaCl + +
YT105 12.1 148.32 13 g/dLL NaCl 1 =
YT169 11.8 152.69 15 g/dL. NaCl = =
YT192 6.3 55.42 18 g/dL. NaCl - 20 C +
YT216 76 81.47 . 30 C +
YT239 7 76.14 + 40 C +
+ 50 C -
- 60 C -
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YT73 36 h
bp
: N ’ 3 000
N 2.884 6 um, e
2, € D 19% —
. S00
2.3 YT73 16S rDNA 250 —
YT73 DNA , 16S 100 —
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(GenBank :JN657265) NCBI Fig.1 PCR Electrophoresis production of strain Y'T73 by
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Bacillus amyloliquefaciens Bacl T™M1 HFIS89053)
Bactllus amyloliquefaciens IMAUS0229(GU 1256443
Bacillus amyloliquefaciens Bacl TMO(FIS89054)
Bacillus amyloliquefaciens AG1(HMO989844)
Bacillus amyvioliguefaciens Bac3IM(F JRRO05T)
Bacillus amyloliguefaciens H102(HQ407277)
Bacillus subtilis AJOROTISIA-25(HQ727971)
Bacillus subtilis BDT3(HQ711982)
Bacillus sp, ITCr7(FR823399)
Bacillus sp. 3639ABRRIIF309257)
Buacillus sp. TTp16(HQ141625)
{ Bacillus amyloliguefaciens BZ6-1(JF69362)
Bacillus sp. B3T(IN656407)
Baciltus amyloliguefaciens Y 26(AB300820)
Y173
Bacillus amyloliguefaciens Y35-1(AB300821 )

B2 EF 16S rDNA th E% % 5 kit
Fig.2 Phylogenetic tree based on 168 rDNA sequence
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