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Design and screening of high-affinity ligands for glutathione S—-transferase

as fusion tag
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(Key Laboratory of Clinical Laboratory Diagnostics of Ministry of Education,College of Laboratory Medicine ,
Chongging Medical University)

[ Abstract]Objective: To design and screen high—affinity ligands for schistosoma japonicum glutathione S—transferase (GST) as fusion
tag. Methods :pGST-MOLUC was induced to express GST in Escherichia coli BL.21 under low temperature and GST was purified by
glutathione Sepharose 4B affinity chromatography. By the initial velocity method, K,, of GST aganist glutathione(GSH) and 1-chloro—
2 ,4—dinitrobenzene (CDNB) was estimated. S—(2,4—dinitrobenzne ) —glutathione (GS-DNB) , 3, 5—dimethylbenzoic acid,4-butylben—
zoic acid and ethacrynic acid were tested and the inhibition etfect of symmetrical biamide of such aromatic carboxylic acid on GST
was examed. Results:Homogenous GST was successfully obtained. GSH and CDNB followed sequential bisubstrate kinetic mech
anism with both K,, over 0.10 mmol/L.. GS-=DNB had a competitive K; of about 5.0 pwmol/L against CDNB but a noncompetitive
K; of about 33 pwmol/L against GSH. 3,5-dimethylbenzoic acid,4-butylbenzoic acid,and ethacrynic acid showed K; over 0.20 mmol/L,
but N,N’ -bis—ethacrynyl-1,4-butyldiamine and N, N’ —bis—(4—(n-butyl)-benzoyl)-1,4-butyldiamine displayed strong competitive
inhibition on this GST against GSH with K; of 31 nmol/L. and (0.61 +0.43) pwmol/L(n=3),correspondingly. Conclusion : Symmetrical
biamide of low—affinity aromatic carboxylic acid linked via short linear chain has promise to be high—affinity inhibitors to single active
site of GST.
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Fig.1 Derivatives of carboxylic acid and 1,4-butyldiamine
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Preparation of Paclitaxel-loaded nanoparticles by albumin fragments
GAO Yuan',YU Hongru',WANG Hongxin’
(1. Department of Biochemistry and Molecular Biology;
2. Institute of Pharmaceutical Research ,Liaoning Medical University)
[ Abstract]Objective: To screen and prepare the new carrier for Paclitaxel-loaded nanoparticles from bovine serum albumin by prote—
olysis and nanoparticle technology and to study the physical and chemical indicators. Methods:Bovine serum albumin (BSA) which
was degraded to fragments by pepsin was used as a carrier,the Paclitaxel-BSA fragments—nanoparticles were prepared by homoge—
nized—spin steam. The appearance,size distribution, yield, encapsulation efficiency, drug loading and release in vitro of the sample
were assessed. Resulls:Four clip groups were got through column chromatography after BSA enzymolysis. The fourth group was cho—
sen as the candidate carrier. The nanoparticles got were round and uniform in shape with an average diameter of 150.2 nm. The aver—
age yield of nanoparticles was(45.132 +0.903)%,average encapsulation efficiency was (50.246 + 0.712)% , average drug—loading rate
was (4.804 £ 0.101 )% and the 48 h accumulative release percentage was 82.4%. Conclusions:The preparation of Paclitaxel—

loaded nanoparticles through BSA enzymolysis is feasible. Therefore,there is possibility to increase the sources of carriers for Pacli—
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taxel ~loaded nanoparticles and to reduce the cost of prepara—
tion.
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