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Abstract
AIM: To clone the Chinese gene of TIMP-1 and express
the fusion protein MBP-TIMP-1.

METHODS: The fragment of TIMP-1 gene from the liver tissue
of indigenous Hunan residents was amplified by RT-nest-PCR
and it was cloned, sequenced by gene recombinations
techniques. Fusion protein MBP-TIMP-1 was expressed in
E.coli, analysed by SDS-PAGE and Western blot and purified
by affinity chromatography.

RESULTS: The sequence of cloned Chinese TIMP-1 gene
was 624 bp. It is homologous with the reported other human
TIMP-1 gene sequence. Fusion protein MBP-TIMP-1 was
66 kd and is of the antigenicity of TIMP-1. The MBP-TIMP-1
was purified by affinity chromatography.

CONCLUSION: The Chinese gene of TIMP-1 was cloned
and MBP-TIMP-1 was expressed and purified successfully
in vitro. It may be useful to the diagnosis of liver fibrosis.

Liu SH, Tan DM, Hou J, Hu GL. Cloning and expression of tissue inhibi-

tor of metalloproteinases-1 (TIMP-1) gene in Chinese. Shijie Huaren
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(matrix metalloproteinases; MMP)  TIMP
o1, , TIMP-1
, TIMP
[11,12].
TIMP-1 )
TIMP-1 , ,
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1.1 )
RNA,  RT-nest-PCR TIMP-1 . PCR
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TIMP-1 (+)5-CCA GAG AGA
CAC CAG AGA-3,(-)5-TGT GCAGGC TTC AGC TTC -3;
(+)5-TTA GGA TCC ACC ATG GCC CCC TTT
G-3; (-)5-ACG AAG CTT GAT TCA GGC TAT CTG G-3.
1.2 TRIzol Reagent RNA (GIBCO BRL)
RNA, MMLV (Promega)
cDNA, Nest-PCR TIMP-1
, PCR 94 °C, 4min—94 °C, 1min, 58 C,
1 min, 72 °C, 1 min, "~ 35 —72 ‘C, 5 min.
1 PCR 2 PCR .PCR 648 bp,
PUC-T ( )
, JM109 , / DNA
TIMP-1
(PUC-TIMP-1), ABI PRISM
(TM)377XL DNA Sequencer (PE )
, TIMP-1
. BamH1 Hind M
TIMP-1 TIMP-1 ,
PMAL-CRI (MBP)
, , TIMP-1
PAML-TIMP-1 (PT-1)
PMAL-TIMP-1/JM109 (PT-1/JM109),
PT-1/JM109 , 1:50
LB 500 ml, Asw 0.6
IPTG 0.3 mmol/L, 4 h,
, SDS-PAGE, Western blot (
TIMP-11gG , IgG ,

PUC-

PT-1/
Amyrose

IPTG
JM109, , ,
resin (new england biolabs, USA)

( )
MBP-TIMP-1.

21 TIMP-1 TIMP-1
., DNA ,

624 bp( 1) TIMP1 ,
, ; , TIMP1

; (1

1 TIMP-1 (nt) (ad)
(%)

TIMPI®  TIMPI™  TIMP-1™  TIMP-107

nt 99.35 99.67 7281 80.86

aa 99.52 99.04 76.32 86.73

1 atggcccccttt gagcccctggct tetggeatectg ttgttgetgtgg 48
MAPFEPLASGIL LLLW

49 ctgatagccecc agcagggectge acctgtgtcect ccccacccacag 96
LIAP SRACTCVPPHPRQ

97 acggccttctge aattccgacctc gtcatcagggec aagttcgtgggg 144
TAFCNSDL VIRA KFVG

145 acaccagaagtc aaccagaccacc ttataccagcgt tatgagatcaag 192
TPEV NQTTLYQR YEIK

193 atgaccaagatg tataaagggttc caagccttaggg gatgccgetgac 240
MTKMYKGF QALGDAAD

241 atccggttcgte tacacccecgec atggagagtgte tgcggatactte 288
IRFV YTPA MESV CGYF

289 cacaggtcccac aaccgcagcgag gagtttctcatt getggaaaacta 336
HRSH NRSE EFLI AGKL

337 caggatggactc ttgcacatcacc acctgcagtttc gtggctcectgg 384
QDGL LHITTCSF VAPW

387 aacagcctgage ttagctcagege cggggcttcace aagacctacact 432
NSLSLAQRIRGFTKTYT

433 gttggctgtgag gaatgcacagtg tttccctgttta tccatcecctgg 480
VGCE ECTV FPCL SIPT

481 aaactgcagagt ggcactcattgc ttgtggacggac cagctcctccaa 528
KLQS GTHCLWTD QLLAQ

529 ggctctgaaaag ggcttccagtce cgtcaccttgec tgectgecetegg 576
GSEK GFQSRHLATCLPR

577 gagccagggctg tgcacctggeag tccetgeggtee cagatagectga 624

EPGL CTWQ SLRS QIA

1 TIMP-1
2.2 TIMP1 PT-1/
JM109 IPTG , SDS-
PAGE 66 Ku ,
PMAL/IM109 JM109
MBP (42 Ku) TIMP-1 (24 Ku)
MBP-TIMP-1, 66 Ku.
PMAL/IM109 , 42 Ku
s MBP.  Amyrose resin
, MBP-
TIMP-1( 2). 66 Ku TIMP-1,
Western blot s 66Ku
TIMP-1IgG , , MBP
, PMAL/IM109 JM109
( 3).
1 23 45

|94

- - 67

- - _— 43

1 LES

- |18

— —

1 PMAL/JM109; 2 MBP-TIMP-1; 3 PT-1/JM109; 4
JM109; 5 (94 Ku, 67 Ku, 43 Ku, 30 Ku, 18 Ku)
2 SDS-PAGE
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e
TIMP-1 . B TIMP-1
e , 7281% 80.86 %,
30 TIMP-1 .
18 TIMP-1 PMAL-
CRI MBP , JM109
1 PT-1/JM109; 2 PMAL/JM109; 3 JM109 (94 Ku, IPTG MBP-TIMP-1, SDS-
67 Ku, 43 Ku, 30 Ku, 18 Ku) PAGE , 66 KD,
3 Western blot i
Amyrose resin
3 S MBP-TIMP-1 ( 3).
MBP-TIMP-1 s
TIMP-11gG Western blot ,
[17-20] ECM MBP-TIMP-1 TIMP-11gG
, ECM @124 TIMP-1 ; ; MBP
ECM : MMPs ECM TIMP-119G ;
ECM ( 4), TIMP-1
TIMP-1
ECM (25,26 s TIMP-1
Vaillant et al 7 TIMP-1 TIMP-1, TIMP-1
. MBP-TIMP-1
TIMP-1 TIMP-1
[28-30] et al 18U
, N . 4
\ TIMP-1 ' |
et al 2001;9:726-727
. . . , 2 HBV .
(solid-phase absorption to sensitized erythrocytes; 2003:11:246-248
SPASE) TIMP-1 3
73.6 %, (16.4 %) (33.3 %) 2001:9:388-391
TIMP-1 4 , , , , , .
TIMP-1 100 %. TIMP-1 ; 5a . 2000;8:1365-1367
, TIMP-1 20(,)0;8:126,7-1268 ' '
[32,33] [34] 6 Schneiderhan W, Schmid-Kotsas A, Zhao J, Grunert A, Nussler
- Walsh et al 43 A, Weidenbach H, Menke A, Schmid RM, Adler G, Bachem
TIMP-1 MG. Oxidized low-density lipoproteins bind to the scavenger
TIMP-1 receptor, CD36, of hepatic stellate cells and stimulate extra-
’ cellular matrix synthesis. Hepatology 2001;34:729-737
s N 7 .
. 2002;10:57-59
s TIMP-1 ) 8 Ly -
TIMP-1
Boeker et al [35] 2002;10:313-316
! 9 , .
, TIMP-1 2002;10:61-63
, 67% 1°
88 %, 100 %, 2002;10:1257-1260
. 11 .
75 %; TIMP-1 2002;10:60-61
12 , .
TIMPs mRNA.
TIMP-1 2001;9:251-254
, TIMP-1 s 13 Carmichael DF, Sommer A, Thompson RC, Anderson DC,

’
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