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Cloning it Batitlus Subtilis of thermostable and::

Alk—éloﬁﬁﬂm amylase From a Thermoph1hc Bacillus- sp

Xu Ganrong (Wuxi lnstiute of Light lndustry)
Masahn‘o Takagx, Masaaki Morikawa, and Tadayuk1 Imanaka
(Department of Fermentation Technology, Faculty of
Engineering, Osaka University, Japan)

Abstract A thermostable and alkalophilic Bacillus Tstrai_g XALe01 (rod,
Spo;giférming, graun_l-po_s:itive, catalase positive), VWith the ability to secr-
ete therr;‘wstable amyllas-e‘ 'active at high pH, has been screened from soil
samples, fhe amylase gene (amyA) was cloned and expresséd in Bacillus
subt111s ANA-1 (argl5, hsmM, hstM,Npr-, Amy-, Apr-)by usmg PTBs22(T 1)
as a vector plasmid, Restriction map of the recombinant pl@sm1d pTBX12
vas constructed, Since amyA is contained in the 7.7 kbp pstl fragment of
the plasmid pTBX12 (18,5 kbp), a smaller plasmid pTBX32 (14,6 kbp-.) ca-
rrying the amylase gene was obtained, Bacillus subtilis ‘;'XNA-I carrying
the recombinant plasmid pTBX12 secretes the amylase which exhibits the
s'amel\_ charateristics, with those of enzyme from trh.e.' parental strain XAL
601, The optimum pH and temperature for the enzyme a;:tivity were around
8,5 and 75°C, ¢redpectively, The enzyme activity was not changed after the
heat treatment at 65:C, pHSi_S_,._-f@{ .oné:hour, The amylase was partially
purified by ammonium sulfate precipitation, heat treatment, DEAE-"
cellulose column chromatography and affinity column chromatography,Acc-
ordmg to the patterns-of SDS-PAGE,molecufar weight of the amylase was
estimated to- be 56570005 e oteiigee Y S
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