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Expression of Pea Actin Gene in Escherichia coli
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Abstract In higher plant, the concentration of actin is very low, therefore the purification
and study of actin are rather difficult W e anplified actin gene DNA clone PEA ¢ I coding
region by themethod of PCR and constructed expression plasnid with plasnid pT rpH isA.

A ctin gene expressed in the inclusion bodies under the induce of IPTG, whereas in the
cytool under non-IPT G-induced condition
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DNA:
E scharichia coli DH 50, pTrcHisA (Invitrogen),
DNA DNA PEAC |
ATPDTT T7 : ,
lgG Sigma ,NBT/BCIP Prom ega :
Bio-Rad , Serva ,
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121 (PCR) PCR [4] (PEAcT /pBS SK™) PEA ¢
| ; :
5 5ACCATGGCTGAA (TC)GC (A G)TAG3,
3 T7 3GATATCACTCAGCATAAS
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37A
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24 h, LB , 2 1 IPTG 1 mmol*
L™ IPTG, 37 24 h,
124 ,
[4] DS [6], b 94 7 kD; 66. 2
kD; 43 0 kD; 31 0 kD; 20.1 kD;
14. 4 kD [7] . 4%
BA) , ( ) Q1%
3000 , 2h , 1% 4 20min (
IgG) 4% 30 000 2h TBS (TBS Tris
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20 mmol*L " *, NaCl 150 mmol*L " *, pH 7 5) 4 20min, NBT/BCIP
125
2
21
PEAcl & 5AGATGGC3T, 5'CCATGG3T ,
1 Nol 5ACCATGGC3,PEAC I PCR
: Noo [ Xhol , pTreHisA  Noo [ /Xho I
, pTrAAtl, PEACI , N -
(1
PCR products
M1] Act 1 ﬂrl
| =]
Nece [/Xho 1
Y
Nea | Xho |
Act 1

ligation

Ptre

22 PEAc]
lac , LB IPTG 1mmol*L *
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