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Expression and analysis of the fusion protein of cysteine protease cDNA from Pagumog -

onimus skrjabini
WANG Ying, ZHANG Xi-lin, ZHANG Yan-ling, DUAN Jian-hua, DUAN Wen-yuan (Depaitment of Pathogenic Biology, College of
Basic Medicine, Third Military Medical University, Chongqing 400038 China)

Abstract. Objective To express the cysteine protease dDNA fragment of Pagumogonimus skrjabini metacercar-
ias. Methods The cysteine proteinase cDNA fragment cloned previously by RT-PCR was transfected into E. coli for
prokaryotic expression using PinPoint " Xa-1 T-vector. The expressed fusion protein was identified by SDS-PAGE fol-
lowed by Western blotting. The immunoreactivity of the potein was detemined by Western blotting. Results  The
identification and determination of the immunomwactivity of the expressed fusion protein by SDS-PAGE and Western blot-
ting showed a band of 33X 10’ in size in cells containing the PinPoint" Xa-1 T-Vector plus the insert of fragment.
Conclusion A fusion protein with the molecular weight of 33X 10’ is obtained. It has immunoreactive ability.

Key words: pagumogonimus skrjabini; cysteine protease; prokaryotic expression

, (
s ), ( N
) [1,2
o o RT-PCR
. . 15 . cDNA
(Cysteine protease) , PinPoint ,
’ cDNA
(1973—), ) 1
O L kR A R R
68752243 109 Q
: (023)68752243 .

) cDNA
: 2003-06-13; :2003-08-25



2200 25
1.2 X7 17100 (
PCR Marker . Silver Beads ) ’
DNA PirPoin™ Xa1 T 4C . NC 1:400
Promega . NC A 37 C 1 b, ., DAB
Bio-Rad . A Matker
Sigma »
1.3 BK R R ¥ BRABR &G B8 cDNA 89 Rz Rk
1.3.1 2.1 RZAZRAHERER
1.3.1.1 s , cD- s 33X 10°
NA ’ . ASN prim- 13% 10° , 1. Westem blotting
er: 5 -CCAAGCTAGI'TCTTTAG CTACAGATCCAAGTA -3'; TCYS primer: NBT/BCIP  NC i .2
5-TCAA GGG AGCTCAAGTG CTGGA GCTTCAGCITGCITGG-3 . ) 1BX10° 225X 100 . )
1.3.1.2 . ) ) i
DNA(PMCP) . o 13X 10°  22.5¢ 10°
1.3.1.3 PCR ( 50 4D 10 11 22. 5% 10° , 2
2 111,11 dNTPs( 10 mmol /L) . 541 10X PCR
.5 21 MgClL, (15 mol/L). 111 Tag (2 UMD, 26 1
ddH,0. 94 °C 5 min 94 C 1min.43 C2 _ -
min72 ‘C2min 45 . 72°C  5min - 66. 2 >
1.3.1.4 PCR Silver Beads DNA e a 01 |
| =y
1.3.2  PMCP PCR -
PinPoint™ Xa 1 T TA . MgSOs -
M109C  « » ), 1B (Amp !
+) . 1B 3
. LB
PCR
s 5 1: Celk containing the vector plusthe insert of interest; 2: Cells containing
1.3.3 . PinPoini™ Xa-1 T the vector without fragment; 3: JM109 cells with o vector; M: Marker
M109 ( ), 1 SDS PAGE
3ml Ampt B 37 °C e 30 Fig1 Results by SDS-PAGE
| 2 mol /L 3 ml Amp+
LB ( 1:100 ), 37 C. 150 r/min 1h
100 mmol /. IPTG 3 11, 100 #mol /1, 37 “C.150 r/min —
8 h. =
Promega PinPoint™ Xa- 1 .
(4
1.4 K& PheyE =
( » ,
SDS PAGE( ). . —
. NC TEST (0. 01 mol/L
Tris °Cl, pH 8.0 0. 15 mol 1. NaCl 0. 05% Tween20),
M: Marker; 1: Celk containing the vector plus the imsert of fragment;
’ N 3 CAKP 15 mITBST 2. Cells containing the vector without inserts 3: JM 109 cells with mo vector
. 30min. NC . NBI/BCIP (200 #1 NBT/ 5
BCIP 10 ml TBS) ’ ’ Fig 2 Identification of the expressed fusion protein by Western blotting
NC Marker .
1.5 Western blotting %2 & ik Z# 9 %% R & 2.2 RARA RIZ BV AN LR
SDS-PAGE ( ), NC PBST , Westem blotting,



24 s 2201

. » NC DAB . .
33X 10° ) ,
s 3.
° b
b b
Hit [5]
167
43 o ’
b
’ 1 b
|
N b
14 ’
[8.9
° b
b
M: Maker; 1. Cells containing the vector plus the insert of fragment; 2. Cells [10]
@ntaining the vector without insert; 3: JM109 cells with no vedor °
3 b
Fig 3 Results of the analysis of the immunoreactive ability of the ’

fusion protein by Western blotting

[1] Britton C; Murray L. A cathepsin L protease essential for Caenothabditis
elegans embry ogenesis is functionally conserved in parasitic nanatodes| J] .
Mol Biochem Parasitol, 2002, 12(1). 21— 33,
[2] Moncada D, KellerK, Chadee K. Entamoeba higtolytica cysteine proteinas-
° es distupt the polymeric sructure of cobnic mucin and alter its protective
o P]nPOlr]ITM Xa-1T function J| . Infect Immun, 2003, 71(2). 833— 844.

. IM109 ) o
IM109 ¢DNA 0. . 2002, 24

(9): 1052— 1055.
. JM109 [4 Kosovsky J; Dumanova V. KudelovaM, et al. A smple procedure for ex-

pression and purification of selected nomstructural (alpha and beta) herpes

, PMCP 33X 103’ Pin- imlpzlgex virus I (CHSV-1) proteins J] . J ViolMethods, 2001, 92(2). 121

Point 13X 103 ° [5] Ikeda T. Cystatin capture enzyme-linked immunosorbent assay for immuno
20X diagnosis of human paragonimiasis and fascioliasis[ J] . Am J Trop Med

3 Hyg, 1998, 59(2): 286—290.
[6] Pollodk K G, McNeil KS, Mottram J C, et al. The Leishmani a mexicana
’ N 22.5X 103 cydeine protease, CPB2. 8, induces potent Th2 reponsed[ J]. J Immunol,

. JM 109 2003, 170(4). 1746— 1753.

[7] Beyrwdt CG Pinto A R FreymullerE, efal. Characterization of an anti-
gen from Leishmania amazonens's amasigotes able to elicit protective re-
’ sponses in a murine model[ J] . Infect Inmun 1997, 65(6). 2052— 2059.
ES s [8 Lakhdar G F, Blonski C, Wilkon M, et al. Glycolysis and proteases as
targets for the design of new anti-trypanosome dwgs[ J] . Cumr Top Med

Chem, 2002, 2(5); 439— 456.
[9] Rosenthal P J, Sijwali P S, Singh A, ef al. Cydeine proteases of mahria
N parasites targets for dhemotherapy[ J] . Cwr Pham Des 2002, 8(18):

. 1659—1672.
, Pin- [10] Sajid M, McKerrow J H. Cysteine proteases of parasitic organisms[ J] .
Mol Biochan Parasitol, 2002, 120(1): 1—2I.

(Gt 348

, . Western blotting

Point' " Xa-1T .



