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HEAT SHOCK RESPONSE OF UBIQUITIN BINDING PROTEINS

IN AMOEBA PROTEUS
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For the study of heat shock response in Amoeba proteus, we producd several

monoclonal antibodies (mAbs) against heat shock proteins. One of the mAbs reacted
with various proteins of mol. wt ranging from 60kDa — 200 KDa as shown by SDS PAGE
and Westernblotting. In immunofluorescence microscopy the antigens were localized
as sporadic structures in nucleus and cytoplasm. On heat shock, the immuno-
fluorescence dispersed all over the cytoplasm. We cloned and characterized the cDNA
of the antigen by using the mAb as probe. By comparisons of the analyzed sequence
data with thos in database, the cDNA was found to code for ubiquitins in 5 repeats.
In cloned E coli, immmo-positive protein was 42 KDa as predected. Ubiquitin is
composed of 76 amino acids and well conserved protein among all euKaryotes. They
are involved in various cellular regulations through selected proteolysis of
specific proteins. The mAb had similar reactivity with the proteins of Hela and
HepG2 cells of human and macrophages of rat. Thus, the various bands shown in
Western blotting are the ubiquitinated target proteins. We further studied the
changes in ubiquitinated proteins on heat shock by comparing the immumoblots after
1 and 2 dimensional gel electrophoresis of amoebae proteins.
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