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Abstract:

Objective To observe the effects of recombinant Sagartia rosea cytolysin (rSrc)

and Lapemis hardwickii

phospholipase A,(rPLA,) on adventitia fibroblasts proliferation. Methods NIH-3T3 cells were cultured and treated with rSrc
and rPLA, at different concentrations for observation of cell proliferation using non-radioactive MTS/PES assay in comparison
with the control group. Results The ratio of cell proliferation was 0.840 0.061 in the control group, and was 0.263 0.044,
0.418 0.054, 0.605 0.063, 0.772 0.054 and 0.906 0.072 in rSrc groups corresponding to rSrc concentrations of 100, 10, 1
g/ml and 100, 10 ng/ml respectively. rSrc was found to significantly inhibit fibroblast proliferation in a dose-dependent
manner when the concentration used was above 1  g/ml (P<0.05), as compared with the control group (P<0.05). The ratio of
cell proliferation was 0.498 0.076, 0.937 0.112 and 0.978 0.145 in rPLA, groups corresponding to rPLA, concentrations of
100, 10, 1 g/ml respectively, indicating that rPLA, also significantly inhibited fibroblast proliferation at the concentration of
100 g/ml (P<0.05). Conclusion rSrc and rPLA, can both significantly inhibit adventitial fibroblast proliferation.
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Hyclone 96 490 nm D 3
Corning HEPES Sigma D
13
12 SPSS11.0 Oneway ANOVA
121 rSc cDNA Games-Howell
rSrc
2
cDNA NIH-3T3
OMEGA 100 10 1 g/m rPLA, 5000 /
BIOTEK Plasmid Miniprep Kit 24 h D
ABI PRISM 377 DNA Andyzer (Applied Biosystems) 1 100 g/ml
T7 SP6 rPLA, P<0.05
cDNA 1000 bp rPLA, 10 1 g/ml
cDNA NIH-3T3
100 101 g/ml 100 10ng/ml  rSrc 5000
Altschul ¢ 1 rsrc / 1lh
cDNA BL21(DE3) D 1
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cDNA Tab.1 Effect of rSrc and rPLA, on adventitial
1 PLA, fibroblast proliferation (n=6, Mean SD)
cDNA PLA, Group Ratio of cell proliferation
Control 0.840 0.061
14 7 8 isre
BL21(DE3) 100 g/ml 0.263 0.044*
rPLA, rPLA; 0.5% FBS 10 g/ml 0418 0.054*
PBS 5% FBS DMEM 1 g/ml 0.605 0.063*
100 ng/ml 0.772 0.054
1.2.3 NIH-3T3 ATCC Ameri- 10 ng/mi 0.906 0.072
can Type Cultre Collection 10% FBS LA
DMEM 37 50 CO, 100 g/ml 0.498 0.076*
10 g/ml 0.937 0.112
1 g/ml 0.978 0.145
124 NIH-3T3 0.25% *P<0.05 vs control group or between rSrc different dose groups,
96 5000 / respectively. rSrc: Recombinant Sagartia rosea cytolysin,
24 h DMEM rPLA,: Recombinant Lapemis hardwickii phospholipase A,
48 h
10% FBS DMEM 3
6 8 5%
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20 | 96 5% CO, 37 3d
90 min Bio-Rad 550  Microplate reader 28 9
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