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84Mitochondrial intermembrane space assembly of biogenesis-related cytochrome complex. Assembly of the intermembrane space assembly of biogenesis-related proteins (IBR proteins) is of general interest to
mitochondria biogenesis in contrast to the processing of inner membrane proteins. In the case of Hsp70 chaperones, their assembly intermediates should be revealed to understand the mechanism of Hsp70 function. The
assembly of the IBR proteins has been investigated in this work using a new recombinant expression system for mitochondrial processing peptidase (MPP) to produce the wild type protein with two kinds of tags: His-tag or
GST-tag at N-terminal and C-terminal, respectively. Both tags were released from the precursor protein by the thrombin protease. The tight-binding between His-tag and MPP was characterized, and the assembly of the
MPP precursor was clearly detected by immunoblotting analysis. With an increase of the His-tag length, the MPP precursor was gradually accumulated to a higher level at the mitochondrial outer membrane. The same
result was also observed in the GST-tagged MPP. By the detection of the cleavage sites of the His-tagged MPP precursor, a higher level of formation of the MPP precursor was detected at the mitochondrial outer
membrane when cleavage occurred at the C-terminal side of the MPP leader peptide. For the first time, we found the assembly intermediates of the IBR protein and the assembly process including the recognition and
cleavage of the IBR proteins have been revealed. like to thank the director of the Sequencing and Genotyping Centre of the Life Sciences Engineering Research Institute, Hanyang University, for his support.
Supplementary materials can be found at .
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