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Abstract AIM To construct the eukaryotic expressing
vector of human cbl and test its expression in African green
monkey kidney cell line COS-7. METHODS Human cb/
gene tagged with flag was amplified from pEFHAcbI plasmid
by PCR. The product was cloned into pGEM-T easy se-
quenced and then subcloned into eukaryotic expressing
vector pcDNA3.1 + . The recombined vector was then
transfected into COS-7 cells with lipofectin and the expres-
sion of cbl gene was detected by Western blot. RESULTS
The eukaryotic expressing vector encoding human cbl was
successfully constructed and its expression in COS-7 cells
could be detected. CONCLUSION The eukaryotic ex-
pressing vector encoding human cbl is constructed and it
expresses flag-cbl fused protein correctly in COS -7 cells.
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1.2

1.2.1 5'-GGT ACC
ATG GAC TAC AAG GAC GAC GAT GAC AAG ATG
GCC GGC AAC GTG AAG AAG AGC-3’ GGT
ACC Kpnl . flag

5'- CTC GAG CTA
GGT AGC TAC ATG GGC AGG AGA AGA AAT GG -

3’ CTC GAG  Xhol
1.2.2 PCR flag-cbl 25
2.5 pL 10 x 2.0 pL
dNTP pEFHAcb! 1.0 pL 1.0
pL pyrobest 0.25 pL 25 plL.
94C 5 min 94C 45 s 62°C 1 min 72C 2
min 35 cycles. 10 g/L
35 pL
“ A" 50 pL 5 pL 10 x
4 uL dATP 3 pL MgCl, 30 L rTaq
0.5 pL 50 pL 72°C 40 min.
1.2.3 PCR “OA"
PCR pGEM-T easy
DH5«
1.2.4 pcDNA3.1 + -flag-cbl
Bgll pGEM-T easy flag-
cbl Bgll
Kpon1/Xho1 flag-
cbl pcDNA3.1 +
pcDNA3.1 + -flag-cbl.
1.2.5 COS-7 100 mL/L
1640 37°C 50 mL/L CO,
80% Lipofectamine™ 2000
1.2.6 Western blot
24 48 h
20 pg SDS-PAGE
NC S5¢gL 1h
1 h PBST
1:4000 1 h PBST
1 min X
2
2.1 chbl PCR
pEFHACcb! 2737 bp Fig
1 “ AT pGEM-T easy EcoRl/

Xhol

450 1190 3000 bp Fig 2
cbl

flag-cbl

1 PCR product of flag-cbl 2737 bp M Marker.
Fig1 PCR analysis of flag-human cbl
1 cbl PCR
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1 pGEM-T easy-flag-cbl digested by EcoRI and Xhol M Marker.
Fig 2 Identification of recombinant pGEM-T easy-flag-cbl
2 pGEM-T easy-flag-cbl

2.2 pcDNA3.1 + -flag-chl

. pGEM-T easy -flag-cbl
pGEM-T easy

Bgl 1 flag-cbl
Bgl 1
Kpnl/Xho 1 flag-cbl
pcDNA3.1 + .Kpn 1 /Xho 1
EcoR 1 /Xho 1 pcDNA3. 1
+ -flag-chbl Fig3 .
2.3 pcDNA3.1 + -flag-chl
COS-7 pcDNA3.1 + -
flag-cbl pcDNA3.1 + COS-7
24h 48 h anti-flag flag-
cbl M, 120 x 10°
Fig 4 .

pcDNA3.1 + -flag-cbl
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1 pcDNA3.1 + -flag-chl digested by Kpnl 2 pGEM-T easy-flag-cbl-di-
gested by Kpnl and Xhol 3 pedna3.1 + -flag-cbl digested by EcoRI and
Xhol 4 pGEM-T easy-flag-cbl digested by EcoRI and Xhol M Marker.
Fig 3 Identification of recombinant pcDNA3.1 + -flag-chl and
pGEM-T easy-flag-cbl vectors

3 pcDNA3.1 + -flag-cbl pGEM-T easy-flag-cbl
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1 Control 2 3 COS-7 cells transfected with pcDNA3.1 + -flag-cbl at
24 and 48 h anti-flag .
Fig4 Expression of flag-cbl in COS-7 cells
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