W20 ERE § B2, BARk?, RER
(1. ) 537000;2.
530004 ;3. , 530004 )

CAE N RAERESES >BANFIORRALAL, FRTRABER, FALEHRAS
*} g B Bl B h) AR S 0F R A8 AT, AN 2013 AR A P IR IR B) — AR S S B B B B AR H 69
Bk Sf16, SR SO HE AAWL BTLARBTAOBAFIEFRERRRRIE AL LA
KREANGHIEAR — A2 A7 @R RHEATIE, 5258 k69 DNA #4748 R 3F ¥ 3 16S
tDNA B33 2 5 % 5500 2 A R RIE KAl it m MR A4k AR BRI HESFf
5 F A M 5 F B e B B b A A AR SF16 B AT A B2 45 R #E A Streptomyces sp. .

: g o B 37 ) 77 s PCR ; 16StDNA 5 & 40 % 3 A¢
:TQ 920.1 A :1673—1689(2013)02—0219—05

Screening and Identification of Lipase Inhibitor—Producing Strain

LIU Lan'**, ZHOU Pei-hua*, ZENG Wei**, CHEN Gui—guang®, LIANG Zhi—qun™*
(1. Guangxi Yulin Institute for Food and Drug Control, Yulin 537000, China;2. College of Life Sciences and
Technology , Guangxi  University , Nanning 530004, China;3. Key Laboratory of Subtropical Agricultural

Bioresources Conservation and Utilization of Guangxi, Nanning 530004 , China )

Abstract: We collected many samples from different locations,then isolated and purified single
colony. By fermentation,the products whether have lipase inhibition activity as a screening
indicator. We find a good strain Sf16 after we cultured 2013 wild strains. The morphological
characteristics of colony,aerial hyphae,sporothrix and spores and the growth performance
characteristics in different carbon sources medium of strain Sf16,as well as some physiological and
biochemical characteristics were observed. Extract the DNA  amplified and determined the
16SrDNA.Then homology search in database,compared and constructed the phylogenetic tree.
Inhibitor—producing strain Sf16 preliminary identification by means of morphological and molecular
biology techniques,the result is Sireptomyces sp.

Keywords: lipase inhibitor, PCR,16SrDNA ,the phylogenetic tree

’ ’ ’

: 2012-04-17
(1959—), , ) s s o E-mail :zqliang@gxu.edu.cn

2013 32 2 019



LIU Lan,et al: Screening and Identification of Lipase Inhibitor-Producing Strain

Research Article

[
b

5(; g
[2-5]
[6-7]
2013
Sf16, , Streptomyces
Sp-o
AAEANCARCRRAMACR T
1.1
111 3%
1.1.2\ Bk O ( g/L):

20,NaCl 0.5,KNO; 1,K,HPO;-3H,0 0.5,
MgSO4 ° 7H3O 05 . FGSO4 * 7H20 001 N KzCI'zO7 025 .

15;pH 7.2~7.4,

1.1.3 & A :SIGMA ;Taq  (ANTP:
TAKARA
1.14 A% MEITLER
MEITLER ;SPX-250
;sHVE-50
HIRAYAMA ;SKY-211B
;OLYMPUS
; Micropipette :Socorex ; DNA
;PCR
Biometra
;Thermo Scientific Multiskan Go
1.2
121 AkyBREHR
28 C
50
mL  EP
250 mlL
122 EHRERBEF
Sf16,
Sf16
Sf16
8l
( b
Sf16 o
123 H#kSI6 895 TF A M F [9]
Sf16  DNA , DNA
s self1492R self27F
16S rtDNA  PCR - PCR 1,PCR
[10] 2.
NCBI

@  Journal of Food Science and Biotechnology Vol.32 No.2 2013



X Z 5 ME R ERAT R A AR 0 iR kA KR

BLAST 16S rDNA
100% , 99% 18
16S rDNA MEGA4
NJ (1113

1 PCR
Table 1 PCR reaction system

DNA 1.5
10xPCR Ix 5
25 mmol/L. MgCl, 2.5 mmol/L 5
10 mmol/LL ANTP 0.2 mmol/L 1

10 pmol/L 0.6 pmol/L 3
10 pmol/L 0.6 pmol/L 3
5 UjuL Taq 0.05 U/uL 0.5
ddH,0 31
50

2 PCR

Table 2 PCR reaction parameters

94 C 30 s—55 C

94 °C 2 min 30 s—72 C 2 min 34 72 °C 8 min
(T
2.1
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Fig. 1 Aerial hyphae (a). substrate mycelium (b),Spore
morphology (c¢) (400x ) and aerial mycelium morphology
(d) (400x) of Sf16
3 Sf16
Table 3 Culture characteristics of Sf16 in a variety of

different medias

(ISP)
(ISP)
4 Sf16
Table 4 Physiological and biochemical characteristics of
Sf16
--I--ID--
- + L- +
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2.3 Sf16
DNA 16SrDNA
Sf16  DNA 48.5 kb
16S rDNA 1.2~1.5 kb,
16SrDNA
1 316 bp , lell
15273, DNA  16SrDNA Marker
2,
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Fig. 2 Gene by agarose gel electrophoresis of Sf16
——‘ EI792560. 1(Strepromyces filamentosus strain cfee3140)
9 | Ay999878 \(Streptomyces filamentosus strain AS 4.1871)
92 EU918720.1(Streptomyces filamentosus strain xsd08043)
32 AB184121.1(Strepromyces cinereoruber subsp.cinereoruber)
EUR35722.1(Streptomyces sp. 13M13)
66 100| EU835721.1(Strepromyces sp. SMN10)
81

—__: AB184714.1(Strepromyces vridobrunneus)
55 AB184726.1(Streptomyces phaeochromogenes)
HQ680451. 1(Streptomyces termirun strain ACT-2)
LJRJI _[_—_-EL!':‘EI?‘(B. |(Streptomyces termitum isolate $76-1)
88 EUS21702. 1(Streptomyces termitum isolate S72-10)
FJO068RS. 1 (Streptomyces sp. WPCBOTT)
aim
99 | EU100403. 1(Streptomyces sp. CAH3)
| FI972687. 1(Strepromyees lawrentii strain JW02-6)
9 EU119206. 1(Streptomyces sp. HBUM171340)
AB249916.1(Streptomyces roseofulws)
i EF654003.1(Strepromyces olivoreticuli subsp. cellulophilum strain NRRL B-24299)
43 o9 . e
0.001 AB184879.1(Streptomyces roseus)
B3 EHS6MRERE R
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