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Cloning and characterization analys s of Flin Subunit gene
from Xenorhabdus nematophilus YL001

FEN GJi-nian® L1 Yufeng® ,WANG Yong-hong® ,ZHAN G Xing"
(a Key Laboratory of Plant Protection Resources and Pest Management , Ministry of Education, b Research and

Development Center of Bio rational Pesticide, Northwest A & F University, Yangling, Shaanxi 712100, China)

Abgtract : In order to clone the gene of Filin Subunit from Xenorhabdus nematophilus YL 001 accurate-
ly ,apair of primers were desgned based on the sequence of Filin Subunit reported previoudy. A Secific
band (about 500 bp in length) was amplified from DNA of Xenorhabdus nematophilus YLOOL1. The segment
was cloned into T-easy vector. Results of sequencing and structural analysis show that the length of
PSYL 001 is 537 bp ,and 179 amino acids are encoded. The predicted MW and pl are 18.9 ku and 6. 94. The
accesson number in GenBank is DQ537944. Comparison results show that this gene has 99 % smilarity to
nucleotides level and 98 % s milarity to amino level according to A Y140909 ,which is Filin Subunit gene
from Xenorhabdus nematophilus in GenBank. The analyssindicates that the Pilin Subunit gene has been
cloned success ully.

Key words: Xenorhabdus nematophius YLOOL ;Filin Subunit ;gene cloning ;characterization analys s
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, 10 x Reaction Buffer (Mg’ *free ) 54 L ,2.5 mmol/L
Bt el Mg *5ML ,3 UML Polymerase 14L, Nulease
Free ddH.0 50ML ,
Khandelwal " , 194 3 min;9%4 1 min,
Xenorhabdus nematophil us (A~ 52 40 5,72 40 5,31 ;72
lin Subunit) YL 001 15 min, 4 79dL
Bio Rad Ge |IDoc2000
( Xenorhab- TaKaRa Agarose
dus nematophil us) , Gel DNA Purification Kit
, 1.2.4 p GEM- Teasy
PCR p GEM-T Easy ,
1 DH% , IPTG X-Gd
1.1 , BamH Hind
1.1.1 Xenorhabdus nematophil us ,PCR
YL 001 [11]
E. coli. DH® 1.2.5 ,
(www. ncbi. nim. nih. gov) BLAST EBI
1.1.2 TagDNA (www. ebi.ac. uk) ClustaW DNASIS
; pGEM-T Easy PCR
Marker Agarose
Gel DNA Purification Kit 2
JIPTG X-Gd 2.1
Amersco 70/ L , 1
1.2 537 bp , ( 1
1.2.1 DNA - 70 DNA ,
NB TA e 28 48 p GEM-T Easy
h, 5mL LB , DH® , 100
28 200 r/ min Asoo 1.5, 1.5mL pL/mL LB ,
EP ,12 000 r/ min 2 min, o , p GEM- PSYL 001 ,
Brund DNA ( 2 PCR :
1.2.2 CGenBank
A Y140909 , Khandelwa 1 537 bp ,
(7 :PL:5- GCG
GAT CCA TGA AAC TTA ACA CAA TTG GC 2.2
3;P2:5-GCA AGC TTA AGGTAGTTGAGA p GEM-PSYL 001 ,
GTGAAG TTG3 2 PSYL 001 ( )
BamH Hind 537 bp, DNA 179
PSYL 001 , DNASTAR ,
537 bp 18.9 ku,pl =6.94
1.2.3 PCR (A Y140909) ,
DNA DNA 4uL , (10 9%, 91 (G-A) 221 (A -G 528 (N
pmol/L) 2pL, 10 mmol/L dNTP Mix 1ML, -C)3
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98 %, 31 (Thr -Ala) 74 A :DQ537944 ;B : A Y140909) Gne-
(Arg -Lysg) 2 , 3 ( Bank , DQ537944
M I M 1 2

2000 bp —»

2000 bp —»,
1000 bp —»,

750 bp —».
500 bp —»

1000 bp —»
750 bp —»
500 bp —

250 bp 250bp —»
100 bp 100 bp —
1 PSYLOO1I PCR 2 p GEM- PSYL 000
M.DNA DL2000; 1. PCR M.DNA DL 2000;1. BamH
Fig.1 PCR amplification of PSYL 001 2. BamH / Hind
M.DNA Marker DL2000;1. PCR product Fig.2 Restriction digestion of recombinant plasmid

p GEM- PSYL 001
M.DNA Marker DL 2000 ;1. Recombinant plasmid cut by BamH
2. Recombinant plasmid cut by BamH / Hind

MKLNT IGDGFRFWCGFNPGAANAAPTQGDGIV KFTGSIINAACSIKNNNIEVNMGQINNV 60
MKLNTIGDGFRFWCGFNPGAANAAPTQGDG'VKFTGSI INAACSTKNNNIEVNMGQINNV 60

A VLKDGGESKPEHF'IELKDCVLDTLKGVKTMFTGPEAEGTMPGLLALDGGAQGAAIMITN 120
VLKDGGESKPEHF'IELKDCVLDTLKGVKTMFTGPEAEGTMPGLLALDGGAQGAAIMITN 120

A HGNKHIPLGQASDMMTLHDGSKDLNFSARLKGLKGTEGKDISVKTGEFTATANFTLNYL 179
B HGNKHIPLGQASDMMTLHDGSKDLNFSARLKGLKGTEGKDISVKTGEFTAIANFTLNYL 179

3
Fig.3 Contrast result of amino acid sequence
98 % A Y140909
3 1" psyL001
SPYL 001 p GEM-T GenBank ,
Easy :
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