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Abstract AIM To clone the human bit1 cDNA gene and Bitl M. 27 000. Bitl N
express it in E. coli. METHODS Total RNA was extracted C UPF0099. North-
from fresh placenta tissue and reverse transcripted to single .
chain cDNA. By using it as the template the human bit1 em bit1
cDNA gene was amplified. The cDNA gene was then ’
cloned into pUC19. After the sequence was verified the - Bitl
cDNA gene was subcloned into pGEX-4T3 for expression. AES amino-terminal enhan-
RESULTS The human bit] cDNA gene was amplified by u- cer of split .
sing the designed primer and the gene was expressed in E. Bitl
coli induced by IPTG. The expressed protein accounted for
40.6% of the total amount of protein. CONCLUSION The bit1 cDNA
human bit1 cDNA gene is amplified and expressed in E. co- bicl
li which is important for the study on the function of human
bit1 protein.
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1.2.3 bit1 ¢cDNA cDNA
bit1 cDNA 50 wL
10 x PCR 5 pL Taq DNA 1
pL 41.68 mkat/L.  dNTP 1 pL 10 mmol/L

1 pL 20 pmol/ L
40 pL .
94 C 45561 CTC45s72C45s 38

cDNA 1 pL

72 C 5 min 4%C .PCR
10 &/L DNA
1.2.4 bit1 cDNA PCR
pUC19 EcoR1  BamHI 37C 3h
10 /L DNA
bit1 pUC19 5:1
T4 DNA 16C 12 h.
Topl10 37<C 45 min
LB 100 mg/L  37C
36 ~48 h. 6
5 mL LB
37C 3
DNA
pUC19-Bitl.
1.2.5  bit] cDNA !
EcoR1 Sall pUC19-Bitl
bit 1 pGEX4T3
pGEX-4T3-Bitl. pGEX-
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mg/L 1B 37
20 mg/L 2 mL LB 37 C
Ay =0.4 ~0.6 PTG 2 mmol/L
37 C 3h. 1.5mL
2X 20 L
20 pL 10 min 10 min 3L
Bio-Rad 120 g/L SDS-PAGE
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2.1 bit1 cDNA
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bit1 cDNA 10 g/L
585 bp Fig1 .
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596 bp DNA Fig 2
GenBank bit1
NM_016077

o |
e

Zieh
Sith
2l
] ||

I

M DNA marker DI2000 1 Amplification of human bizt1 ¢DNA gene.
Fig1 Analysis of PCR products by agarose gel electrophoresis
1 PCR

M DNA marker DI2000 1 pUC19-Bitl digested with EcoRI and BamHI.
Fig 2  Identification of recombinant plasmid pUC19-Bitl by
EcoRI and BamHI digestion
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M DNA marker DI2000 1 pGEX-4T3-Bitl digested with BamHI.
Fig 3 Identification of recombinant plasmid pGEX4T3-Bitl by
BamHI digestion
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2.3 bitl1 cDNA

EcoRT Sall bir1

pGEX4T3 BamHI Fig 3 .

pGEX-4T3-Bitl 37<C
2 mmol/L IPTG 120 g/L SDS-PAGE
M_45 000
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M Low molecular weight protein marker 1 ~4 Bacteria bearing pGEX-
4T3-Bitl induced by IPTG for 1 2 3 and 4 h respectively 5 Non in-
duced bacteria bearing pGEX-4T3-Bitl 6 Induced bacteria bearing
pGEX4T3 7 Non-induced bacteria bearing pGEX4T3.

Fig4 SDS-PAGE of human Bitl fusion protein expressed in E. coli
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