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Cbning and prokaryotic expression of actin rehted protein 2/3 canplex subunit 4 of Taenir sag inata asiatica W ANG
Jie, DAI Jia-In, HUANG Jiang, et al: Deparmentof Forensic M edicine, GuiyangM edical C ollege (Guiyang 550004 C hina)
Abstract Objective To cbne expressand conduct a prelm inary mm unoreacticity study on genes ofT aenia sagnata
asiatica § actin rehted protem 2/3 com plex subunit4(A 1p2/3). Methods Based on the A 1p2/3 sequence tan plate in the It
brary of D NA ofTaenia asiatica, apairof specal prinerw as synthesized o anplify the gene through PCR techno bgy The
genes w ere cloned no pokaryotic expression vecor Pet28a (+ ) mducig the target genes o conduct expressbn through
IPTG n competentEscherichia coli BL21/DE3 pwocessed by CaC l. The products of the expression was identified w ith
SD SSPAGE  A's the expresson took place m an mclisbn body, SKL was used to achieve purified recom b nantprotemn and
the mm unoreacticity study was conducted w ithW esterirb btting Results PCR, double enzym e d gestbn and DNA squer
cing ndratked thatpET-28a (+ ) and Arp2/3 recom b nant plasn il w as successfully construcied SDS-PAGE resu lts show ed
that the gene expression bok phce n Escherichia coli BL21/DE3 ‘and highly pure potein w as achieved after the disot
ving, refolding and particle exchange chiom atography of nclusbn body deposits The recom b nant po en reacted w ih T ae-
nia ashatica and taeniarhynchus sagnaws nfected patients’ senm, which ndicated the mm unoreacticity of the pmw e
Conclusion The A 1p2/3 subunit 4 gene is successfully cbned The recomb nant proten isobtained thmugh expresson and
purificaton, and the gene § mm unoreacticity is confim ed which provides the foundaton for further sud ies of the gene

K ey words Taenia saginata asiatica; A 1p2/3 subunit 4 gene cbning mm unoreacti ity

, 1
s ) L1 #M#
(T aen hansis bovis) w , L1.1
) | 3 ’
dONA W 7
2/3 4(A ctin related protein 2/3 com p kex sub- 1.1.2
unit 4 Arp2/3), , cDNA
s EST Unigene
]
! . BL - 21/DE3
, ’ - pET - 28a(+ )
(SDS- PAGE) (W estem— blot) L1.3 (
) Ap2/3 4 0X01ID ); : EcRI  Xhol ; Taq AINTP
ExTaq T4 DNA DNA2000M arker(T daR a );
-B-D- (IPTG) ( Pran ega );
* : (30760227);
(2008 3060) Ni- DA Agarose( cat Na 69670) ( Novagen ); DS
( Sigma ); ( MBI );
550004 -
’ PVDF M ill ;
(1963- ), | ’ o ( illipore ): (
); DNA ( ):



2009 4 25 4

Chin J Public Health Apr2009 Vol 25 Na 4 407

(DAB) (
); (MBCHEM ) (

1. 1.4 PCR (
); UVP- GDS8000 ( DNR );
( BD - RAD ); SM -
F123Sanyo ( AMO ); DYY — 1II- 813
( ): (
)5 ( ); CPX400
( Cole Pamer Instuments ); DYY - I DNA
( ); DYYZ- 24D (
); DYCZ- 40D ( );
); TGL- 16H

BD - RAD

Fom a Scentific

( Fom a Scien tific
( Hena Ca Litd ); BP61 ( CE
)3 ( Eppdof )
) R DNA
gen s DNA

In tov

1.2 F&k

.21 EF-1 cDNA

() .
un igene
B lstx s Ta hel7-
b8 GeneBank

122 Amp2/3

Arp2/3
: ABN14943
A1p2/3
R DNAClb  PCRdesin
: Pl : 5-CCGGAATTCATGACAG CCAAACCA
TACC-3, CCG  EcoRl GAATTCG
P2 : 5-CCCCTCGAGCTAATCGAAGGCTTTCAG-3,
CCC  Xhol CTCGAG
DNA
Tahcl7- b8 ,
, TKaRa Ex TaqTM
reactian, PCR)

(polym emase chan
5001 PCR
,94C, I min , 57

72°C 10

,94C, Smin
C,1min ,72°C, 1min 30
mn PCR 10 g/L
.23 PCR
pET - 28a( + )  EcoRI Xhol
. T4 DNA sc
BL21 s s PCR
DNA s
.24
su1 LB «
-1 100),37C Ay 0.4~ 0.6 IPTG
1 mmol/L, 37 'C, 280 r/min 5h
, S5L1  SDS— PAGE
pET - 28a(+ )
.25

(5]

.26 (W estern blotting)

SDS- PAGE(10g/L) (100 V

) 1h PVDF s
('t 100 ),
1h (PBS) 5 ,5mmn/ ,
IeG ( 1: 2000 ) s
DAB . (6]
2
21 AMELEFHHN
( AAM 64045. 1)
94% , 504 bp 30~ 530 bp 168
; TaA p2/3 19533.9 Da
8 447 23354, 1 Da
879 InterlPro Scan
2 ARPC4
22 BEEARENER (B 1) PCR
s 10 g/L s
500 bp , s
bp Mil 1 3 M2 bp
= 115000
10000
4 7500
5000
2000 = 2500
1000 1000
750
500
250 250
100
:M L DNA ( DL2000); t Ap2/3 PCR ; 2 pET - 28a
(+)-TaAm2/3 ;3 pET—28a(+ ) - TaAmp2/3 ;
M2 DNA (DL 15000)
1 PCR

23 EH AAKLLR (B 2)
E. coliBL/DE3 s
6 2

SDS— PAGE
25 kD R

kDa
116

66.2

45.0
35!0

25.0

18.4
14.4

: M: ; b pET- 28a( + ) PTG ;2 pET - Ba( +)
PTG ;3 pET - Ba(+ ) - TaAp2/3 PTG
;4 pET — 28a(+ ) - Ta Ap2/3 PTG ; 3 pET - 28a

(+)-TaAp2/3 ; 6 pET — 28a( + ) - TaA p2/3
; F pET- 28a(+ ) — TaAm2/3
2 pPET- 28a(+ ) - TaArp2/3 10%
SDS- PAGE
7 s s



408 2009

4 25 4 Ch in J Public Health Apr2009 Vol 25 Na 4

0.675mg/m1
24 BAEE RRREMER

B lOtt]ng N ’

N Arp2/3

3
actin— rmrelated poteiy ARP
( P " ) (1) Ean KS What is A sian Teania| J]. Parasibobgy Intemational
2006 55: 137- 141
; (2] , . 26kDa GST
) i (1. , 2008 24(8): 970~ 972
(3] , , , cDNA
. ARPC2 p34 ARPC4 p20 , 0 EST [l ’23(3)7(2): 116- 113
a b ’ af ’ 2 []]. , 2004(4): 306- 310.
c" (5] DR .1 .RR .
, Arp2 Ap3 s Arp2/3 [M]. : , 1999 148- 151
(&) InterPro Scan (6]) HarbwE Lane D. M ].
, 2 ARPC4 , , 2002 161- 170
ARPC4 4 (7J s . 2/3
Am2/3 [J]. . 2007
P ’ (7): 1057- 1059.
(8] Robmson RC, Tubedsky K Kaiser DA, et al Crystal stucture of
) Arp2/3 A1p2/3 canplex[ J]. Science 2001, 23( 11): 1679- 1684.
9 10 s (o) H izgs HN, Pollard TD. Regulation of actin fikment network fom a-
tion through ARP2/3 canplex activation by a diverse array of pro-
23 4 teins[ J]. Annu Rev Biochan, 2001 70 649- 676
10 Zallen JA, Cohen Y, Hudson AM, et al SCAR & a primary regula-
’ (10)  Zalk h d 1 prinaty regu ks
i i or of A1p2 /3— dep endentm orphobgical events in Drosophik| J].
) . N- (SKL) JCell Bb] 2002 156 689- 701
’ ’ : 20080830
W estem ( )
1001-0580( 2009 ) 04-0408-02 © R 193.2 A [ )|
1 2
I R HE RER
($RS)
s 20
( » W
3 ;
1 ;

1. R 100069;

(1984-), ) )

2
21 IARpEMMHX LSS Ei



