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1 . PrimerPremier5. O
5°-CGG-
GATCCCGATGGGCGAAAGCGTTG3~
5°-CGGAATTCCGACGCGCACGCTTCTCG3~

. NDP kinase
PCR . PCR 194 C
3 min; 94 C 30 s 55 C 30s 72 C
9 s 31 X 72 C 10 min.
PCR
1.2.2
PCR pET28a
BamH 1 EcoR I T4 DNA
pET28a
pET28a-NDP kinase.
E. coli DH5« LB
37 C PCR
1.2.3 NDP kinase
E. coli B1.21( DE3)
20 mL LB
200 rpm * min "' 37 C )
1L LB ( 1
1 000 )
(ODg, =0.4 ~ 0.6) 1 mL
0.5 mmol « L'
IPTG 30 C 3.5h
1 mL 4 C
100 pL 1 x PBS
25 pL 5 -
( SDS-PAGE) 10 min
10 pL SDS-PAGE NDP kinase
1.2.4 NDP kinase 1 mL
1 x PBS
20 min
1 mL
100 pL 100 pL
25 pL
5 x - ( SDS-
PAGE) 10 min 10 pL
1.2.5 NDP kinase
4 C NTA-O ( Tris—
HCI: 2.422 g NaCl:29.220 ¢ 1100 mL. pH

8.0) 4C

( ) 2014
.NTA9O 1 mL * min "'
1 x PBS
20.60.200 500 mmol * L™
SDS-PAGE

2

2.1 NDP kinase PCR

NDP kinase
PCR
490 bp L.

M: DNA DL 2 000; 1: NDP kinase
1 NDP kinase PCR
2.2
PCR pET28a
pET28a-NDP kinase
E. coli DH5«x LB
PCR
2.
M: DNA DL 2 000; 1: ;2!
2 PCR

2.3 NDP kinase

pET28a-NDP kinase E. coli

BI21( DE3) 0.5 mmol *

L~"IPTG 30 C 3.5h SDS-PAGE
21.5 kD

( 3)

5.0 kD NDP kinase 16.5 kD.
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SDS-
PAGE 3
( 4).
116.0 kD i
66. 2 kD 15% ~30%
45.0 kD >
35.0 kD
25.0 kD ; 3000
. 1 000
18. 0 kD
14. 4 kD
M: ;1 IPTG  ;2:0.5 mmol » L™ IPTG oo
NDP kinase . .
M 1 2 11
116.0 kD A
66.2 kD
45.0 kD I .
35.0 kD . )
25.0 kD ( SIT)
18. 0 kD T 12
14. 4 kD
L - Y ( WHO)
’ . T 1998 {WHO »
NDP kinase
2.4 NDP kinase
NDP kinase His
PBS.20.60.200 500 mmol * L.
SDS-PAGE
500 mmol « I.7' 21.5 kD
( 5).
45
116. 0 kD
66.2 kD 6
45.0 kD
35.0 kD
25.0 kD
18. 0 kD
14.4 kD NIH
M: o1 ;2. PBS 03
20 mol * L' :4:60 mmol * L~ ) 0315 NDP ki—
o T ! e o1 !
200 mmol « L . +6:500 mmol + L nase pET28a-NDP kinase
NDP kinase SDS-PAGE £ coli BI21
( DE3) His
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Cloning Expression and Purification of Intestinal Microflora
Protein Nucleoside Diphosphate Kinase in Dust Mites

YANG Xiao-meng' WANG Jun—yi' > CHEN Tao' LIU Zhi-gang' * YANG Ping-chang' **
(1. Allergy and Immunology Institute Shenzhen University Shenzhen Guangdong 518060 China;
2. The Affilited Hospital of Luzhou Medical College Luzhou Sichuan 646000 China;

3. Allergy and Immunology Institute of Shenzhen Shenzhen Guangdong 518060 China)

Abstract: To research the cloning expression and purification of intestinal microflora protein Nucleoside diphos—
phate kinase( NDP kinase) in dust mites. The gene order of NDP kinase was obtained from the GenBank; the rare
codon in the gene was changed to the commonly used codon of Escherichia coli ( E. coli) and the secondary struc—
ture was optimized by means of bioinformatics. Then the DNA sequence was synthesized and its prokaryotic expres—
sion vector pET28a-NDP kinase was constructed. The vector was guided into E. coli BL21( DE3) and expressed in—
duced by IPTG. Finally the recombine protein was purified by means of Ni-NTA affinitycolumn. The gene length of
the reformed and optimized NDP kinase was 490 bp and the theoretic molecular mass of the coding protein was a—
bout 21 kDa. The enzyme identification of the recombine vector agreed with the theoretic value. Soluble NDP kinase
could be expressed efficiently in E. coli BL21( DE3) by IPTG. The molecular mass of purified recombine protein
was about 21 kDa. The prokaryotic expression vector pET28a-NDP kinase was constructed successfully in our re—
search. Efficient expression and soluble NDP kinase could be used to research the role of NDP kinase in dust mite
vaccine immunotherapy.
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