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Effects of sorafenib on the proliferation, cycle and apoptosis

of human RKO colon cancer cells
Liu Mengmeng' ,Ni Qianzhi’,Li Jingjing’ , Xie Dong’,Chen Tianwei’ ,Gao Zhenjun' ,Huang Jiying' ,Zhuang Yixin’
(' Dept of Gastroenterology , *Dept of General Surgery ,Qingpu Branch ,Zhongshan Hospital Affiliated
to Fudan University ,Shanghai 201700 ;” Institute of Health ,Shanghai Branch,
Chinese Academy of Sciences ,Shanghai 200031)

Abstract Objective To study the effects of sorafenib on the proliferation, cycle and apoptosis of human intestinal
cancer RKO cells. Methods RKO cells were treated with sorafenib at different concentrations (0.5,1.0,5.0,
10.0,20.0,40.0 pmol/L) ,and the inhibitory effect of sorafenib on the proliferation of RKO cells was detected by
MTT method, and the half inhibition of concentration (ICs,) was determined, set as the experimental group. The
control group was treated with dimethyl sulfoxide. For the two groups of cells,the cell clone formation plate method

was used to detect the proliferation ability ,the flow cytometry was used to detect cell apoptosis and cell cycle chan-
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ges,and the expression level of intracellular apoptosis-related proteins Caspase-3 , Caspase-8 and PARP were detec-
ted by Western blot. Results Sorafenib had an inhibitory effect on the proliferation of RKO cells in a concentra-
tion-dependent manner. The 1C;, of sorafenib on RKO cell lines was 10 pmol/L. Compared with the control group,
sorafenib (10 wmol/L) could inhibit the clone formation ability of RKO cells (P <0.001) and increase the apop-
tosis rate[ (32.53 £6.64)% vs (4.47 £2.09)% ,P <0.01 ], affect the cell cycle (P <0.01) and promote the
expression levels of apoptosis-related proteins Caspase-3, Caspase-8 and PARP (P <0.05). Conclusion Sor-
afenib has the ability to inhibit the proliferation of human colorectal cancer RKO cells, and its mechanism may be
related to promoting RKO cells apoptosis and affecting the cell cycle.

Key words sorafenib ; RKO cells;cell cycle;cell apoptosis
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Preparation and identification of monoclonal antibodies against
SARS-CoV-2 nucleocapsid protein

Liu Jiangli' ,Li Yingying', Wang Jiawen' ,Xu Yujun'?,Zhang Yan', Huang Jiangtao'”> ,Hu Zuquan',Zeng Zhu'"
('Key Laboratory of Infectious Immune and Antibody Engineering of Guizhou Province/Key Laboratory of

Biology and Medical Engineering ,School of Biology and Engineering > State Key Laboratory of Functions
and Applications of Medicinal Plants,Guizhou Medical University , Guiyang 550025)

Abstract Objective To prepare monoclonal antibodies (mAbs) against nucleocapsid protein (N) of severe acute
respiratory syndrome coronavirus 2 ( SARS-CoV-2) and identify their biological characteristics. Methods The re-
combinant SARS-CoV-2 N protein was induced for expression in Escherichia coli. Based on hybridoma technology,
SP2/0 mouse myeloma cells were fused with the spleen cells of BALB/c mice immunized with the recombinant pro-
tein. The positive hybridoma cell lines were screened by indirect enzyme-linked immunosorbent assay ( ELISA) and
limiting dilution method. The subtype of mAbs was also identified by indirect ELISA. Then,a large amount of mAbs
was produced by ascites injection. After purification with Protein G affinity column,the purity, titer and specificity of
mAbs were measured by SDS-PAGE ,indirect ELISA and Western blot. Results A total of five hybridoma cell lines
that could stably secrete SARS-CoV-2 N protein specific mAbs were obtained and named as N1 to N5. Five mAbs
were collected from ascites. Their subtypes were identified as IgG2a * k for one mAb and IgG1 * k for the others,
and their titers were above 2 x 10*. Western blot showed that the five mAbs could bind to recombinant SARS-CoV-
2 N protein. Conclusion Five mAbs that can specifically recognize recombinant SARS-CoV-2 N protein were suc-
cessfully prepared by hybridoma technology, which lays a foundation for exploration of immunodiagnostic reagents.

Key words severe acute respiratory syndrome coronavirus 2 ; nucleocapsid protein ; monoclonal antibodies ; immu-

nological detection



