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Rapid and efficient preparation of monoclonal antibodies against SARS-associated coron

avirus nucleocapsid protein by immunizing mice
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Abstract: Objective Todeveloparapidandefficientmethodforpreparingmonoclonal antibodies(mAb)againstSARS-as-
sociated coronavirus (SARS-Cov) nucleocapsid(N)protein. Methods BAL B/cmicewereinjectedwiththerecombinantN
proteinof SARS-Covinto thefoot-pads for the immunization, andthepopliteal lymphnodeswereisolated15 d laterfor
mADb-producinghybridomas, fromwhichthemA bsagainsttheNproteinof SARS-Covwerescreened. Theidentificationof
themA bagai nsttheN protei nof SA RS-Covwasperformedusingi ndirectenzyme-linkedimmunosorbentassay (EL I SA),in-
directfluorescent-antibodyassay (I FA),andWesternimmunoblotting. Results Fourstrainsofhybridomaswereobtai nedthat
producedthemA bspecifictotheNprotei nwithoutdetectabl ecross-reactivitywithotherpathogens.Ofthe4strains,2werei -
dentified as theimmunoglobulinG1(1gG1) isotype, 1 1gG2a, and the otherlgG2b, with affinity constants(Ka) of2ofthe
strainsbeing4.14 10M and3.19 10°M respectively. Conclusion Thisisthefirstreportonthepreparationof mAbthatis
specifictotheSARS-Cov, andthehigh-specificityandhigh-affinitymAbproducedbythedstrainsof hybridomasprovidea
basi sfor furtherresearchesonthepathogenesi sandearlydiagnosi sof SARS.
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Fig.2 Indirect immunofluorescence staining of vero E6 cells, 293 cells and MA 104 cells infected with
SARS-Cov, adenovirus and rotavirus respectively

A:VeroE6cellsinfectedby SARS-Cov/( 200);B:VeroE6cellsinfectedby SARS-Cov/( 400);C:293cellsinfectedby
adenovirus( 200); D:M A 104cellsinfectedbyrotavirus( 400)
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Fig.3 Western blotting analysis of monoclonal
antibodies to N protein
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