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Restriction enzyme analysis of recombinant

Tab 1 Effects of (- )clawsenamide on apoptosis of
cultured PC12-Baxa cell line induwced by 6

hydroxydopa mine

Drug concentration/

Apoptotic percentage/
Group pop p g

pmole L~ %
Control 49.96 £2.8
( - ) Clausenamide 0.1 36.23 £1.8"
( - ) Clausenamide 1.0 28.10%2.7°
( - ) Clausenamide 10 9.5%1.5"

n=3,xLs.” P<0.01 vs control

Tab 2 Effect of (- )clausenamide on decrease of
mitochndria membrane potential in PC12 cells

subjected to 6- hydroxydopamine

Drug concentration/

Group oLl Rh123 fluorescence
pmol®
Control 24 .6 0 .45
( - ) Clausena mide 0.1 36.7£3.3°
( - ) Clausena mide 1.0 56.0x5.0"°

n=3, xts.  P<0.05, " P<0.01 uvs control
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Fig 2 DNA content frequency histograms of cultured PCl2 cells . The cells were stained i m mediately following
fixation at 4 'C with propidium iodide( PI) and measured by flowcytometry

(A) control PCl2-Baxa; ( B) PCl2-Baxa subjected to 6-hydroxydopamine(6- OHDA) treatment; ( C,D,E)
added ( - )clausenamide (0.1 ~10 pmol* L™ ") at the time of 6- OHDA treat ment
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CONSTRUCTION OF BAXa HIGH EXPRESSING PC 12 CELL LINE AND
THE MECHANISMS OF (- ) CLAUSENAMIDE IN INHIBITING APOPTGSIS

WANG Rurmr Sheng , ZHANG Jurr Tian

(Institute of Materia Medica , Chinese Academy of Medical Sciences and
Peking Union Medical College, Beijing 100050 , China)

ABSTRACT: AIM PCI 2 cells with high expression of Baxa were used to study the antiapoptotic effects of
(- )clausenamide . METHODS The Baxa ¢cDNA was first subcloned from pBluescript SK to eukaryotic vector
pcDNA3 . The pcDNA3-Baxa was transformed into PCI2 cells. PCl2 cells with high expression of Baxa were
subjected to neurotoxin 6-hydroxydopamine 100 pmol * L' to induce apoptosis. RESULTS  The Baxa
expressing PC12 cells has a higher apoptosis percentage compared with the vector transfected controls( 49. 96 %
v532.9%) . (- ) Clausenamide(0.1 ~10 pmol* L™ ") was shown to significantly decrease the apoptotic cells
measured by flowcytometry method. ( - ) Clausenamide(0.1 ~1.0 pmol* L ") also improved the compromised
mitochondrial membrane potential. CONCLUSION These findings suggest that ( - ) clausenamide may save
the cells from apoptosis and provide a clue to the therapy of neurodegenerative diseases .

KEY WORDS: apoptosis; gene transformation; recombinant DNA; genetic vectors; bax gene;

clausenamide





