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[ Abstracf Objective To constuct exp ression vecor of the metallop wenase domain of hunan umor necwsis factor @ converting
enzyme ( TACEmp) and express its protein in E. coli M ethods RT PCR and sequencing were used o clone and confim the TACEm p
gene The fusion expression vectorw as construcied with the p wmkaryotic exp ression vector ncluding disulfide isomerase dshA gene and
the TACEm p named pET DshbA™"“TACEmp and tansfomed nbo E. cli BL2L A fier induced by IPTG expressbn product was
analyzed by SDS PAGE Results TACEm p was cloned by RFPCR. The recanbinant vector pEF DshbA™ *“TACEmp w as construc ted

The fusbn poen was expressed at high level in E. coli Concluisibns The TACEmp was expressed at high kvel n prokaryotic

expresson system by using fusbn pmoien technobgy The expression of TACEmp pwoiein may be useful br the sudy of biological
functons of TACEmp and it s bbtherapy in TACEm p related d iseases

[ Keywords tunornecwsis facora converting enzzm ¢ disulfile isan erasg gene cloning prokaryotic expression

- ( umor necrosis s
facor a convertingenzymea TACE ) , TNF-«
TNFa( INFo)
[ 1 2005 0622
[ ] (Na 2005k 285); [2] 13] [4]
(N o BY0408) ) :
[ ] 1. .2 TACE SINF- a .
. 233030 TA CE R
[ ] (1976 =), ; . (s TACE i
5X10° ~2X 10, . [ ]
5% 10° i [1] ; ; .o NF «B [1].
« » A5 8 4k, 2002 47(5). 323 -329
’ [2] Matsmoib M, Yanada T Yoshinaga SK ef al Esential wl of
° ( 4) ’ SDS NFkB nducing kinase n T cell actvaton through the TCR €D3
s patway[ J|. J b unol 2002 169(3). 1 151 -1 158.
, [3 latchman DS # FBF5RAHK[M]. 2
, SPS . 2004 2 -4
(5) [4 s AR RIRFE FRHER(M].
’ ) . 1998 138 —139.

[ 5] Andreone TI, O’ ConnorM, Denenberg A et al Poly( ADP
Ribose) Polymerase 1 regu htes activation of activaior protein 1 in
o murine fbrobhsty J].J fmunod 2003 170(4). 2 113 -2 120.



Wi E 2SI 20065F 1A % 3155 14

INF-a . TACE

824 ,

EGF + Cranbin
. DshA
TACE
(m etallop wteinase dan ain of hun an TACE, TACEmp)

b

, TACE
1
L1 @i Héfeits THP1 ( ATCC
) DH5a«  BL21(DE3)
, pET-D shA™"

1 2 %X % Trizol RNA

(G BCO BRL ) Titan RF PCR kit ( Roche
), TADNA BanHI EcoR
I , IPIG. X gal TaKaRa
L3 34 Genebank TACE  DNA
: . ( EcoRl BanH1
798 bp 777 bp
259 ; )e

Pl 5°CAC GGATCC AGA GCT GAC CCA GAT CCC

AT3" BamH I ; P2 5'GGT GAATIC
TTA GCG TTC TTG AAA ACA CTC CT3'  EcoRI
L4 AR % 200 ngml LPS
THP 1 6h (1000 rfin),
Trizol RNA, RNA
RNA . Titan One Tube RF
PCR . PL P2 TACE
798bp . 50C30min94C 4min
» 94°C 40 s 55C 40 & 72C 1 min 30
. 72C 7mn . PCR MD 18
T DH5a
L5 T REeHE L MD18&

TACEmp , BamH I EcoRI
pET-DsbA™" (Ampr) pET

D bA™-TACEmp DH 5a
BL21(DE3), PTG
1 Ommol L 3 h SDSPAGE

2

2 1 TACERSrohie R &9 1% Ao )F 5] 5 7

PL P2 REPCR  THP 1 RNA
798 bp . 1 800
bp .
. TACEmp Bant 1
EcoR1I MD18 T
genebank TACE .
22 TMCEEZO BRETMREGMELE LR
pET DA™MD 18 TACEmp Baml I
EcoRI , DH5a¢ .
pET
D sbA™ .20 h
, 1B
, BanHI EcdRI
3 6kbp 800 bp i
P1 P2 PCR 800 bp

; ( 2).
pET-D sbA""“TACEmp

23 TARKNIEFRE pEF-DshA™"
pEF DA™ “TACEm p

BL21(DE3) ,
LB , 24 h
LB ,
LB ,
1 100 LB , 8h
0])) Q6 , IPTG

s 12%  SDS PAGE



. pET- DsbA™“TACEmp BL21(DE3)
55kD a
; pET DshA™"
25 kDa ( 3).
; 3h 40 8%,

800bp

500bp

(&)

1 2 1 2 3 4
F 1 RT-PCR 45 (1.PCR ¥} TACEmp K Bt; 2.
(1. ADNA/Hind I Marker; 2. BamHI + EcoRI X E§ ] pET-Dsb:
FX: 5.100bp DNA Laddar)
BL21 (DE3)i%S 3h; 3.

100bp DNA Laddar)
“-TACEmp; 3. BamHI 539 pET-Dsb/

E3 #EREE pET-DsbA™-TACEmp 458 [1. Protein MW Marker ; 2. pET-DsbA™/
pET-DsbA=-TACEmp/ BL21(DE3) %% 3h]

J BengbuM ed Coll January 2006 Vol 31 No 1

. 500
. DA™  His
24 7 kDa TACE 30. 3 kDa
55 kDa
kDa
97 — s
66— e

43—

25—

1 2 3
A™-TACEmp Y% E
'ACEmp; 4. TACEmp K

& 2 |4 ik pET-DI

. pEF 28¢ T1300 pGEX-

T1300

7 TACE .
TACE

L1

o Zhang

TGFB-2. GF 1 GFBP 3. 3C
BDNF. + GDNF. m EGFBP. GFP

. SIGFB-RIL
Dsl:Amut
TG-2 GF 1 IGFBP-3. 3C . SIGFB3- [3
RIIGFP , TGFB-2 .

L4
» TACE

TACE . 3]
TACE ;
TACE (1300 bp)
pET DshA™" T 1300 .
. pET-D sbA™"“T1300 (7
.20 h ,

, DshA™"

TACE.
TACE

[ ]

Peschon JJ Shck J, Reddy B et al An essntial wle br
ecbdanain shedding in manmalan devebpment[ J]. Science
1998 282(5392). 1281 1284

Moss ML Jin S, Becherer JB e al Stucural faures and
biochamical properties of TNF-alpha converting enzyme ( TACE)
[ Jl. JNeuroinmunol 1997 72(2). 127 - 129

Gottschak G M abergKe AmdtM, et alM atrk metalbproteinases
and TACE phy a wl in the pathogenesis of endan etriosig J|. Adv
ExpM al Biol, 2000 477 483 —486

Skovionsky DM, Fah S Lee VM et al Neuronal localimton of the
TNFalha omwerting engme (TACE) in bmi tissie and its
comelation to anybid plqueq J|. J Newobiol 200} 49(1). 40 —46
MossM L White M, LanbertMH etal TACE and other ADAM
proteases as targets for drug discovew| J]. Dmg D iscovry Today
2001 6(8): 417 - 426
Hansen HR D ietrich S Kisseleva T ef al CD30 shedding fran
Karmas 299 kmphana cells & mediated by TNF-alpha converting
engme[ J|. J lmmunod 2000 165(12). 6703 — 6 709
Yang Z David RO Kmyen BN, ef al Expression of eukaryotic
protkens n soluble fom nEsdiericiia oli J|. Protein ExprPuri
198 12 159 - 165.



