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, 3
16S rDNA , ( Stenotrophomonas maltophilia) .
, , 0.5% , 1.0%
, 30 pH 7.2, 60 h ,
: : 16S rDNA
Q 93-331; Q 814.1; Q 939.96 A
[1]_
(Chitinase, EC3.4.1.14)™ B-1.,4 N- -D- (NAG) ,
3
16SrDNA [, ,
1
1.1
1.1.1 (1) ( ) 10 g, K2HPO4 0.7 g,MgS04 0.5 g,
KH2POs4 0.3 g, 5049, 15 20g, 1L pH 7.2.(2) ;
5.09,KNOs; 1.0 g,NaCl 0.5 g,K-HPO: 0.5 g,MgS0O4 0.5 g,FeS0. 0.01 g, 209,
1L ,pH 7.2.
1.1.2 (D (LB ) 10 g, 5g,NaCl 10 g, 1L,
pH 7.0.(2) ; ( )
1.2
1.2.1 , , 60
, . 1g 9 mL , 10,1077, 10 %,
10°%,10°°,10°° 10°%,10°*,10°°,10°° 4
0.1 mL, , , 30
72 h.
1.2.2 1 ,
) , 72 h, . 2
2006-06-28
(1978) , (1949) ,
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(C04010011)
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, 50 mL LB 12 h
2% 100 mL , 30
1.3
1.3.1 DNA ,
500ML TE 1.5mL ) 1.5 min, (12000 r -
min ') 10 min, , 4 .
1.3.2 16SrDNA 16S rDNA , B2/B3 , v8 V9
, 1 050 bp (base pair ) . B2:5'-ACG GGC
GGT GTG TACG3 ;B3:5-CCT ACG GGA GGCAGCAG3T.
1.3.3 (PCR) PCR 200 L, 12.6uL ,10 2.0
ML,25mmol - L ‘Mg 1.64L, 2.5mmol-L"* (ONTP)O.4pL ,20p mol - L°*
1.0p L, DNA 1.OHL,SGU-L'1Taq 0.4uL.PCR 194 5min,%4
60 s, 50 60 s, 72 0 s, 30 , 72 15 min.
1.3.4 1 TAE 1% . PCR
0uL, 2UL , , 100V 1.5h, .
1.3.5 PCR , , pMD18 T ,
J Gene Bank BLAST ,
1.4
DNS . 4 (12000 r- min"*)10 min , 0.5 mL
0.5mL 37 30 min, 10 min, 4000r- min* 5
min. 0.5 mL 0.5 mL DNS, 5 min , 4 mL , 540 nm DQ)
(Optical Delnsty, ) . N- , DQ) ,
) (v). (V) .37 ,
1M mol N-
1.5
(1) : 3 : , 8h (2
3 , , 12h 1 . (3) pH . 6
, pH 6.6,7.0,7.2,7.4,7.6 7.8, 60 h, . (4)
. 4 ,C 0.5%
, 60h , . (5) . 4 , N
1.0% , 0.5% KNOs (N H4) 280, , 60 h,
2
2.1
: 3 , ,
3 , 1
2.2
PCR 16S rDNA , pMD18T , 2
PCR , . Bio Edit
16S rDNA 148 214 bp 526 595 bp. Blast
(http ://www. nchi. nlm. nih. gov/ blast) , 1
(Stenotrophomonas maltophilia) LM G11087" |51 16SrRNA

2.3
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Fg.1 Photograph of Stenotrophomonas

mal rophilia that produces chitinase

Fig.2 Electrophoresis results of restriction

enzymedigestion on recombinant plasmid

2.3.1 24h ) , ,
; 40h (0 ,60 h , 3
2.3.2 pH 7.2 , 12h ,60 h , ()
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Fig.3 Growth curve of Stenof romonas maltophilia Fig.4 Chitinase activity curve of the strain
[2.7]
2.3.3 pH pH , 1 . 1 , pH
7.0 7.4 , pH 7.2 , 3.0636 kU - L *. ,
pH 7.0 7.4 : . : :
p H , [2,7-8] .
1 pH
Tab.1 Hfect of pH on synthessof chitinase
pH 6.6 7.0 7.2 7.4 7.6 7.8
U/ku .- -* 0.988 3 2.668 0 3.063 6 2.569 5 1.976 5 2.001 0
2.3.4 , 2 . 2 ,
., Nawani e 2 , ,
2
Tab.2 Hfect of nitrogen source and carbon sources on synthesis of chitinase
C N (NH4)2S04  KNOs
U/ku-L* 0 0 3.063 6 1.581 2 U/ku -t 2.668 2.001 1.4823 0.6917

,,

, 2.668 kU - L *. [(2.7:8]
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3
) 3 , 16SrDNA
, ( Stenotrophomonas malto-
philia) , , 0.5%
, 1.0% ,30 pH 7.2 60h,
3.0636 kU - L *. 1
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Isolation and Identification of a Chitinase- Producing Bacterium
in Soil and Sudies on the Chitinase Fer mentation Condition
ZHAN G Rong-kui , HE Yanca , LU Ai-hua,

WEI Wei , L1 Hongran

(College of Material Science and Engineering, Huagiao Universty , Quanzhou 362021, China)

Abgract :  Three strains with chitinase activity were isolated from soil. The strain with the maximum enzyme activity
level was a Gram negative bacterium which wasidentified as Stenotrophomonas maltophilia chitinase strain by 16S rDNA
method. The study on the synthetic conditions for the chitinase by single factor optimization method and uniform design
method showed that the optimal synthess conditions for chitinase was asfollows: the strain was cultured for 60 hoursin
a basc medium (pH 7.2, 30 ) added by 0.5 % chitin and 1. 0 % peptone.

Keywords:  Stenotrophomonas maltophilia; chitinase; 16S rDNA identification; fermentation conditions



