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[Abstract] The study performed to prepare a monoclonal antibody against human P53 protein, and evaluate its
application in immunohistochemistry. The p53 gene was constructed into prokaryotic expression plasmid by gene
recombination methods. P53 protein was expressed in E. coil, and then used to immunize Balb/c mice. P53
monoclonal antibody was prepared by using cell fusion and subcloning methods. Using the mAb and DO-1, THC and
specificity experiments were carry out on wax block organizations collected from hospital. Five antibodies against
P53 protein were obtained, and one of them demonstrated most close quality to DO-1, named as 5SE10. After
purification by protein A/G. the McAbs (5E10) was used for immunohistochemistry and specificity experiments on
primary colon carcinoma slice, which demonstrated no significant different as compared with the detection using
DO-1. In conclusion, one monoclonal antibody (5E10) against P53 protein of human has prepared, which could be
used in the IHC detection for human P53 protein.
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M) Marker; 1, 2, 3) three repeat holes of amplified p53 gene.
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Fig1 The amplification results of human p53 gene
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M) Marker; 1, 2, 3, 4, 5) five colonies picked out randomly.
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Fig2 The identification of constructed vectors by
double digestion
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M) Marker; 1) the unpurified P53 protein; 2) the purified P53
protein.
B3 P3EAZRAMAMLER
Fig 3 The purification results of P53 recombinant protein
A1 ELISA 3343 P53 %8
Tab 1  The assessment of P53 protein by indirect ELISA method

Ttem DO-1 Mouse serum (1:500) PBS(0.01 mol/L)

P53 protein ~ 1.565 0.108 0.042
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M) Marker; 1) ascites; 2) after purification.
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Fig4 The result of P53 mAb 5E10 purification from ascites
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Fig5 Logarithm and equation for antibody affinity
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Tab 2 The statistical result of clinical tissue samples detection

Name Cases  Number mAbDO-1  SE10

Esophageal cancer 35 25 3-8 3-8

10 0-2 0-2

Breast invasive ductal carcinoma 33 28 3-8 3-8
5 0-2 0-2

a) IHC result of breast cancer ( DO-1); b) IHC result of breast
cancer (5E10); ¢) IHC result of esophageal cancer (DO-1); d) ITHC result
of esophageal cancer (SE10).
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Fig6 The comparison between human P53 mAb 5E10 and
DO-1 in THC detection(x100)
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