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HPLC %5 Ff fhalifg .
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Fig.1 Expression and purification of Onc

(a) SDS-PAGE electrophoresis analysis. 1: total protein in bacteria without IPTG inducing; 2: total protein in bacteria with 0.5 mmol/L IPTG
inducing for 3.5 h; 3: total inclusion body in bacteria induced by 0.5 mmol/L IPTG for 3.5 h; 4: purified Onc, 2 pug: 5: protein marker; 6: purified

RNase A, 1.5 pug. (b) HPLC analysis of Onc purity.
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Fig.2 Cytotoxicity of Onc on B16 and K562 cells
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Fig.3 The development of B16 tumor size in different
treatment groups

After inoculating i.p. with B16 cells in the 1st day, mice began to be
treated i.p. with Onc from the 8th day. The saline group (n=5 /group)
was given 100 ul/injection saline per time as the negative control.
The low-dose group (n=8 /group) was given 50 pg/injection Onc per
time. The high-does group (n=8 /group) was given 100 pg/injection
Onc per time. The injection was performed 3 times that indicated
by arrow in the figure. The P<0.05 is considered as statistically

significance, Student’s t-test.
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Fig.4 proportion surviving-time curves of mice
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Growth Inhibition Effect of Onconase on B16 Melanoma Cells
in Vivo and in Vitro

Ru-Ling Shen'2, Rui-Lin Sun®, Qing-Cheng Wang?, Ling Ou', Jian Fei®*
('State Key Laboratory Bioreactor Engineering of East China University of Science and Technology, Shanghai 200237, China;
*Shanghai Biomodel Organism Technological Development Company Ltd., Shanghai 201203, China;
3Shanghai Institutes for Biological Sciences, Chinese Academy of Sciences, Shanghai 200031, China)

Abstract Onconase, a ribonuclease firstly extracted from oocytes of frog (Rana pipiens), displays
significant anti-tumor effects against many kinds of tumor cell lines in vivo and in vitro. We have expressed and
purified the recombinant Onc in E.coli. The recombinant protein has similar activity as its natural form previously
reported. The IC, of the recombinant protein on B16 cell was tested and its anti-tumor activity was studied on the
B16 melanoma animal model. The results showed that Onc has a pronounced effect on B16 cell (IC, = 6.37 umol/L),
and greatly inhibits the growth of tumor cells and retard the mice’s death. The experiment offers an efficient simple
method to produce the recombinant Onc protein with similar activity as the natural one, and enriches the knowledge
of Onc for its anti-tumor role and provides some clues for melanoma therapy.
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