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pAED, #ifk b, JFHALZIE. coli BDy (DE;) Hr.
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a, d: TR TEYWM PETEASIY; b, o SERLHLT (BFR) WEKTRTIY 1. 519 2; AB: ERFE; CD:
FTHE. 3% 1: 5GCCTCOG GGCOCCATAGGC3 s BI# 2: 5'GCCTATGGG GCOOGGAGGC3” (PRI N BT T).
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(DE;) 16 h /5, WA 4b Fi i, EHEAKBEHK
ik, HOTFHEEY 34 ky; QSRR ER,
EHEASEELEEN 15% ~20%, HHEER
SRR, AR EN G LERE, B4R
HE&B7E80% LI L (B 4a).



1999; 26 (1) St FES5EMEHERE

Prog. Biochem. Biophys. - 37 -

calponim T184A
30 F

-

B4 SDS B AEEIR R BIkEE
a: G ELALEG: b & IPTG iF S 2K 19013
MM e XHANEAEA.

2.4 EERENEEERE

KT R AW 1gG Pui 17 %P5 0 ik ) WV,
K 5 R R ERIA A TR A R alifb = o 9348
TR 7 B eDNA JIT it () 25 1 .

Es ZRRIZEER
a, c: ZIPTG iHFRIANMMEAE DEA: b, d: G4l
S Rk =N
3.4 it
T LR YT ROAE AR T E AR IR
BEWES (myosin light chain kinase, MLCK)
PKC &2, #RWBNMSGHPNZEL GG, EiL

G HAME, BT IERE C, 5 K R R
e WL BE — % B2 ( phosphatidylinositol 4, 5 phos
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i, WIPTG i FIHRIE, £ SDS-PAGE HiYK, &
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Construction, Expression and Purification of
Calponin T184A: a Mutant of Calponin. CAO
TANG DaChun, LUO JiarYun ( Key
Laboratory of Pulmonary Disease, Health Ministry

Sheng,

of China; Department of Pathophysiology, Tongji
Medical University, Wuhan 430030, China).
Abstract Calponin ¢DNA was site mutated (Thr184
- Alal84) by overlap extension PCR method to
reduce the opportunity for calponin to be phosphory-
lated by PKC or CaMK II. The PCR product was
sequenced. The mutated cDNA was then recombined
into an expression vector pAED4 and transferred into,
expressed in E. coli BDz; (DE3) induced by IPTG.
The expression level was up to 15% of total bacterial
proteins. Mutated calponin was liberated form
E. coli by freezing and thawing and purified by
Sephadex G-50. The recombinant protein and the
purified mutant protein was identified by Western
blotting.
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