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Leptin cDNA
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! 310013 2 310009
Leptin cDNA Leptin Leptin
DNA PCR 6 6 x His Leptin c¢DNA
pIVEX2.3MCS Roche RTS500 RTS500
ProteoMaster 6x His  Leptin SDS-PAGE ~ Western blot
172 19.46kD
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Q786 A 1000-3061 2003 04-0476-04
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34
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cDNA

Leptin 477
ATG CAT CAT CAT CAT CAT CAT TGG GGA ACC CTG TGC GG- Leptin ¢DNA pIVEX2.3MCS
3’ 1D 5'-AGA CTG ACT GCG TGT GTG AAA TGT CAT TGA-3’ QIAquick Gel Extraction Kit
2U 5'-TTC ACA CAC GCA GTC AGT CTC CTC CAA ACA-3' T4 DNA 16°C
2D 5'-CTC GAG TCA GCA CCC AGG GCT GAG G-3' DH5a
1.1.3 Taq PCR 528bp
pGEM-T-Easy Promega
Leptin IeG RTS500
R&D 20pg 50pL TE 6 x His-Leptin
1.1.4 1kb DNA BenchMark RTS500
Invitrogen/ Gibco ProteoMaster 30°C 600 r/min 20 h GFP
1.1.5 RTS500
pIVEX2.3MCS GFP -80C
RTS500 ProteoMaster ~ Roche 1.2.4 SDS-PAGE 5 pL 0.5 mL Eppendorf
12000 g 20's 0.5 mL
1.1.6 DNA QIAquick Gel Extraction Kit Qia- 2 x SDS 100 mmol/L Tris
gen Cl pH 6.8 4% SDS 0.2% 20% 200mmol/L
1.1.7 LB 5 min 5 pL PBS
100 prg/mL 2 x SDS GFP
1.1.8 SDS-PAGE  Western blot PVDF 20% SDS-PAGE
Bio-Rad ECL
Amersham-Pharmacia 0.25% Coomassie brilliant blue 50 mL 10 mL 40
1.1.9 mlL 2h 50 mL 10 mL
1.2 ’ 40 mlL
1.2.1 DNA 5 ml 1.2.5 Western blot SDS-PAGE
2 10 mL 10 mmol/T. Tris CI 25 mmol/L Tris 192 mmol/L Glycine 15% VIV
pH 8.0 0.1 mol/L EDTA 20 pg/mL RNase 0.5% SDS 250 mA 2 h PVDF
K 100 prg/mlL 50°C 3h 5% PBS 0.1% Tween-20 4C
Tris Tris - PBST PBS 0.1% Tween-20 3 5 min PBST
- 25:24:1 - 49:1 Leptin 2h
0.2 10 mol/L NH;Ac 2 PBST 3 5 min PBST HRP- IsG
2 h PBST 3 5 min
TE PVDF ECL A B 1:1
1.2.2 6 x His Leptin ¢cDNA 2 min
PCR 1U/1D 2U/2D DNA
PCR 6 x His
Leptin 172bp 2
376bp 2.1 6 x His Leptin cDNA
1U/2D 2 PCR 6 x His PCR DNA
Leptin cDNA 528bp PCR Leptin
pGEM-T-Easy pGEM-T- 6 x His Leptin ¢cDNA
Easy 528bp 1 pGEM-T-Easy EcoR |
Perkin Elmer 377 2
Leptin GenBank Leptin
1.2.3 6 x His-Leptin 6 x His
6 x His Leptin ¢cDNA 2.2 6 x His-Leptin
pIVEX2.3MCS  Ndel Xhol 6 x His Leptin ¢cDNA
1.0% 528bp 6 x His © hEPPIRAIMEB R FTATIT S WREE  http://journals, im. ac. cn
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2.3 6 x His-Leptin
pIVEX-HisLPT ~ GFP
3 6 x His-Leptin
19 kD 19.4624 kD
Western blot 6 x His-Lep-
tin 4

1 2 3 4

bp

3 6 x His-Leptin
Fig.3 6 x His-Leptin fusion protein expression

1. BenchMark prestained protein molecular weight standard
2. pIVEX2.3MCS control 3. GFP vector control
—528 bp 4. Pellet of 6 x His-Leptin in vitro translation reaction mixture
5. Supernatant of 6 x His-Leptin in vitro translation reaction mixture
376 —
172—

1 2 3 4

1 PCR Leptin ¢cDNA

4 6 x His-Lepti Western blot
Fig.1 Overhang Extension PCR amplification ST estem B

of human Leptin <DNA Fig.4 Westemn blot of fusion human leptin

1. plVEX2.3MCS control 2. GFP vect trol
1. Amplification of exon 2 of human leptin P come veetor contto

. § 3. Pellet of 6 x His-Leptin in vitro translation reaction mixture
with 6 x His codons P

. . . 4. Supernatant of 6 x His-Leptin in witro translation reaction mixture
2. Amplification of exon 3 of human leptin P v

3. 1 kb-plus Molecular weight standard PCR
4. Amplification of full-length coding region of human DNA 6 x His Leptin
leptin  with 6 x His codons <DNA mRNA
RT-PCR c¢DNA Leptin ob
! 2 ob RNA
PCR
Leptin

6 His-tag Leptin
Leptin

— pGEM-T-E 3015 by

p asy ( P) 6 Leptin
Rapid Translation System RTS
— 6xHis-Leptin cDNA (542 bp)
Leptin

2 6 x His-Leptin ¢cDNA REFERENCES
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¢DNA Cloning of Human Leptin and Its Expression

JIA Zhen-Yu"  FU Xiao-Min' JIN Ai-Hua' CAO Jiang
v Zhejiang Academy of Medical Sciences Hangzhou 310013 China * Cancer Institute Zhejiang University Hangzhou 310009 China

Abstract To clone ¢cDNA of human leptin gene and obtain leptin protein for future study on leptin binding proteins. The ¢cDNA
of human leptin with 6 x his-tag was cloned by over-hang extension PCR protocol using human genomic DNA as template and
subcloned into in vitro expression vector pIVEX2.3MCS and the fusion protein was expressed in vitro by Rapid Translation Sys-
tem RTS  RTS500 cycle primer Kit and RTS500 ProteoMaster of Roche company . The apparent molecular weight 19.46 kD

and the immuno-specificity of the fusion protein were confirmed by SDS-PAGE and Western blot and the expressed fusion pro-
tein stayed mainly in the supernatant of the reaction mixture in soluble form. This work provides us solid basis for further study on

new leptin-associated proteins.

Key words leptin ¢DNA cloning fusion protein in wvitro expression
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