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Table 1 Primer sequences used for the PCR amplification

Name sequence
Pl 5'-TTGGCGCGCGCCAACTGACCCCAGAAGAATTTATG -3
P2 5'-TTGGCGCGCGCCAACACCACATCACTTTAACTAATC -3’
P3  5"-TTGGCGCGCGCCAAGTTGTTATGAAAACAGATGCTG -3’
P4 5-TTGGCGCGCCAATCAACAGAAAGGGTCAACAAAAG-3'

P5  5'-TTGGCGCGCCTGGACTTCAAAATCATGCTCATTC -3

P6  5'-TTGGCGCGCCTGCTGGGTCACCCAGAAATAG -3’

P7  5'-TTGGCGCGCCTGTCCTAGAAAATATTTCAGTG -3

P8 5'-TTGGCGCGCCTGTGTTTTCATAACAACATGAG -3

P9 5'-TTGGCGCGCCAAGCTGCTGCGGCAGCAGATGCTGAGTTTGIG-3'
P10 5'-TTGGCGCGCCAAGGAACCCCTTACCTGGAATIC -3'

P11 5"-CGCAGCCGCAGCAGCTGITTTCATAACAACATG -3'

P12 5'-ATGAAAACAGCTGCTGCGGCTGCGTGTGAACGGACACTG-3'

P13 5'-TTGGCGCGCCTGGTAGTGGCTGTGGGGGAIC -3
P14 5'-CGCTGCCGCTGCAGCCACAAACTCAGCAICTG-3'
P15 5'-GAGITTGTGGCTGCAGCGGCAGCGAAATATTTTCTAGGAATTG -3
P16 5'-TGCTGCAGCAGCTGCCAGTGTCCGITCACAC-3'
P17 5'-CGGACACTGGCAGCTGCTGCAGCAATTGCGGGAGGAAAATG -3
P18  5"-TGCTGCTGCCGCAGCTCCTAGAAAATATTTCAGTG -3
P19 5'-TTTCTAGGAGCTGCGGCAGCAGCATGGGTAGTTAGCTAITTC -3
P20 5'-AGCGGCAGCTGCCGCITITCCTCCCGCAATTC-3'
P21 5'-GGAGGAAAAGCGGCAGCTGCCGCTTTCTGGGTGACCCAGTC-3"
P22 5'-CGCGGCCGCCGCGGCATAGCTAACTACCCAITTTC -3’
5'-GITAGCTATGCCGCGGCGGCCGCGTCTATTAAAGAAAGAAAAATG -3’
5"-TGCTGCTGCAGCAGCCTGGGTCACCCAGAAATAG -3'
5"-GTGACCCAGGCTGCTGCAGCAGCAAAAATGCTGAATGAGCATG -3’
5"-CGCAGCCGCCGCTGCTCTTTCTTTAATAGACTGG -3
5'-AAAGAAAGAGCAGCGGCGGCTGCGCATGATTTTGAAGTCAG -3
5"-TTGGCGCGCCTGGGCTGCAGCAGCAGCCTCATTCAGCATTTTTCT -3

RYBE R B

2 PCR
Table 2 Primers used for the PCR amplification

Construct
1657-1736 P1
1672-1736 P2
1687-1736 P3
1642-1721 P4
1642-1706 P4
1642-1691 P4
Al P9 P5
A2 P10 P11 P12 P13
A3 P10 P14 P15 P13
A4 P10 P16 P17 P13
A5 P10 P18 P19 P13
A6 P10 P20 P21 P13
A7 P10 P22 P23 P13
A8 P10 P24 P25 P13
A9 P10 P26 P27 P13
A10 P3 P28

Primers for fragment 1
P5
P5

Primers for fragment 2

P5
P6
P7
P8

PCR pRC-lac lac
Ascl

PCR PCR lac
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Mapping of BRCT1 Domain of BRCA1 with Chromatin Unfolding Activity

YE Qi-Nong'*  HU Yan-Fen’ ZHONG Hong-Jun' LI Rong® HUANG Cui-Fen'
U Bejjing Institute of Biotechnology Beijing 100850 China
2 Department of Biochemistry and Molecular Genetics  University of Virginia VA 22008 USA
Abstract Breast cancer susceptibility gene 1 BRCA1 plays an important role in breast cancer development and progression.
BRCALI encodes a 1863-amino acid protein with two BRCAI C-terminal BRCT domains at its C-terminus  BRCT1 and BRCT2.
Many cancer-predisposing mutations are located in the BRCT domains which have been shown to induce chromatin unfolding by
use of an approach that allows visualization of large-scale chromatin structure through lac repressor/lac operator recognition. To
map the important region of BRCT domain amino acid residues 1642-1736  six deletion mutant constructs were made. The
chromatin structure assay showed that amino acid residues 1691-1721 are involved in the induction of chromatin unfolding. To
further localize the critical amino acid residues ten alanine scanning mutant constructs were made. The chromatin structure assay
demonstrated that the ™" TAGGK'"" region is critical for the chromatin unfolding activity. Based on the mapped important region
Blast analysis identified a novel homologous protein. Mapping of the BRCT1 domain may aid in the presymptomatic risk assess-

ment and provide a valuable tool for further study on the BRCT1 structure and function.
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