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Purification and identification of cytokeratin20 from T-24 cell line of bladder cancer
LIU Yan-hui, LUO Chun-li, WU Xiao-hou, CAI Xiao-zhong ( Department of Experimental Diagnostics, Faculty of Clinical Laboratory,

Chongging University of Medical Seiences, Chongeing 400016, China)

Abstract: Objective To purify and identify cytokeratin20 (Ck20) in order to produce monoclonal antibody of
CK20. Methods Expression of CK20 was detected by immunohistochemistry after culture of T-24 cells. Then large
number of cells were cultured and collected in our laboratory. After breaking cells by ultrasonic and separating rough-
ly CK20 by extraction, centrifugation, and dialysis, DEAE-cellulose anion exchange chromatography was used for
further purification. Finally, we identified CK20 by SDS-PAGE, Westem-blotting, and high performance liquid
chromatography (HPLC) . Results
was in the second peak. SDS-PAGE and Western-blotting also showed a single band in the second peak. HPLC
showed that the major peak of CK20 protein was distributed normally, except for a small peak. Conclusion Our

DEAE-cellulose anion exchange chromatography revealed three peaks. CK20

methods are effective and the separated protein can be regarded as CK20 with high biological activity.
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[BBEE Ak 10 min, il CK20 #u4T, 37 CHRLHE 30 min, 41K S-P &
EWA IR 10 min, £ 258 2 (7] K ] 0.01 mol/L [ PBS ¥Ei% 3
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There are 3 major separated peaks after using a linear gradient from 0 to 100
mmol/L. guanidinium hydrochloride for elution. The second peak is abroad
more which may be CK20
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Fig 1 Anion-exchange chromatography of T-24 cells
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1.6: Protein molecular weight marker; 2: Protein bands of polypeptide

fragments; 3: Protein band of the first peak; 4: Protein band of the second

peak; 5: Protein band of the thind peak
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Fig 2 SDS-PAGE analysis of polypeptide fragments and 3 peaks by
chromatography
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A: Immunoreactive bands of Western-blotings B: Gel after translation
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Fig 3 Western-blotting analysis of the second peak after SDS-PAGE
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