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Congtruction of Citrostatin and its activity analysis
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ogy, College of Basic Medical Sciences, Second Military Medical University, Shangha 200433, China)
[ ABSTRACT] Objective: To construct a new recombinant anti-tumor peptide Citrostatin, which conssts of 2 anti-tumor do-
mains (by different mechanism) , and to study its biological activity, in an effort to search for a peptide with double anti-tumor
eficiency. Methods: Citrostatin, a 48-amino acid peptide, was artificially synthesized. After purified by HPL C, Citrostain were
subjected to thefollowing tests separately : inhibition of endothelial cell proliferation, M TT test of cytotoxicity , inhibition of en-
dothelial cell tube formation on ECMatrix™ , and anti-angiogenesis test in chick chorioallantoic membrane. Results: Citrostatin
significantly inhibited the proliferation of human endothelial cell ECV304 ( EDso =6.2U g/ ml, P<0.05). It also significantly in-
hibited the proliferation of human tumor cells 1990 and NCF H640 ( EDso =504 ¢/ ml , 164 ¢/ ml , both P<0.05) , and the inhib-
itory effect became more marked ( P<0.01) with the increase of Citrostatin concentration. The inhibitory effectsof Citrostatin
on endothelial cell tube formation and angiogenesisin chick chorioallantoic membrane were al 0 confirmed. Conclusion : An anti-
tumor 48-amino acid peptide, Citrostatin, has been successully syntheszed and purified, which shows an anti-angiogenes s
efect and a direct cytotoxic effect toward tumor cells.
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Figl Purification of Citrogtatin by HPLC
Symmetrypreo™ C18 column:19 mm x 150 mm; Flow rate: 10 ml/
min; Equilibration buffer: 0.1% TFA in ddH20; Eution buffer:
0.1% TFA in acetonitrile
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3 Citrogtatin ECV304
Fig 3 Inhibition of ECV304 tube formation on ECMatrix™ by Citrostatin( x 25)
A : Negative control ; B: 0.24 ¢/ ml Gitrostatin; C: 14 ¢/ ml Gtrostatin; D:10d g/ ml Citrostatin

®

4 Citrogtatin
Fig4 Hfect of Citrogtatin on angiogenesis in chick choricallantoic membrane
A1 ,A2:Negative control ; B1,B2:1u g/ ml Ctrostatin; C1,C2:10Md ¢/ ml Citrostatin; A1,B1,C1:Chick enbryo CAMs invivo; A2, B2, C2:

Chick embryo CAMs treated by 10 % methanol

1 Citrogatin Citrostatin N T8 ( Tumstatin 69-95)
Tab 1 Quantitative assessment o inhibitory effect of 27
Citrogtatin on agiogenesis in chick choricallantoic membrane .
_ Tumstatin 69 Leu Lys,
(n=5,x*9
Grou Quantity of blood vessels? Tumstatin ! !
P 0-5 mm 510 mm 10-15 mm Tumstatin 45-132
Control 12.3+2.1 20.3+1.5 31.0+3.0 [6]
a \B 3
Gtrostatin@s/d g- ml-1) s
1 7.3+1.5°7 13.0+2.0" 20.0+4.0" ,
5 5.0+1.0"" 10.3+2.5"" 19.7+3.5"" . .
10 4.7+£1.5"" 7.0+1.0"" 11.7+1.5"" Gtrostatin

2 The blood vessel s were counted in 3 circle areas with different di-
ameters; © P<0.05, ~" P<0.01 vscontrol group ,

b © 1994-2010 China Academic Journal Electronic Publishing House. All rightsreserved.  http://mww.cnki.net
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